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Editorial on the Research Topic

Circuits of Resident Immunity Regulating Tissue Adaptation and Organ Homeostasis

Each organ in our body serves a determined purpose, follows a distinct development pathway,
contains specialized tissue cells and uses unique mechanisms to sustain homeostasis. The disease
and pathogens threatening our organs are as diverse as themselves and require distinctly organized
responses by the immune system. Patrolling, tissue-resident immune cells populate each organ at
defined ratios and support homeostasis, defense and repair. Classical ab T cells, gd T cells, invariant
T cells, Natural Killer (NK) cells and innate lymphoid cells (ILCs) are effector lymphocytes that aid
in this function through local interactions with the microenvironment. Cytokines, growth factors
and receptor-ligand interactions play critical roles in this process and are compellingly summarized
within this collection of articles centered around the circuits that mediate the adaptation of
lymphocytes to their hosting organ and the challenges to ensure defense and homeostasis.

Sheikh and Abraham start discussing the role of the interleukin (IL)-7 receptor alpha chain, a
cytokine receptor chain used to identify ILCs but also critical for the survival and development of
ILCs. Their review beautifully covers the importance of the IL-7 receptor in ILC biology. In light of
cytokines and other pathways of tissue adaptation, Parker and Ciofani discuss the regulatory
pathways underlying the earliest event during the effector specification of gd T cells in the thymus.
This review summarizes how the fate of gd T cell specification in the thymus shapes their later
effector profile within the organ. Cong andWei discuss the role of human and mouse NK cells in the
lung and provide a detailed insight into their function during homeostasis, infection, and cancer.
Rafei-Shamsabadi et al. review ILCs in allergic skin inflammation. After providing an overview
about ILC subsets and plasticity, the authors outline the role of ILCs in atopic dermatitis and contact
hypersensitivity. They further discuss the role of group 2 ILCs (ILC2s) in the pathogenesis of allergic
skin diseases and close their article with an overarching concept on how these intriguing cells
influence the contextual balance of type I and type II immune responses. Centered around skin
inflammation, Polese et al. analyze the contribution of T cells, NKT cells and ILCs to the
pathogenesis of psoriasis, emphasizing the unique and overlapping contributions of their effector
functions at various stages of this disease. The microenvironmental impact on the phenotype and
function of heart ILC2s is the topic of an original research article by Deng et al., who define ILC2s as
the major innate lymphoid cell (ILC) population in the unique microenvironment of the heart.
Using parabiosis, the authors elegantly show that heart ILC2s are readily present at early life, retain
tissue-residency during the steady state and increased in a model of myocardial necroptosis
org April 2022 | Volume 13 | Article 90111014
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implicating their adaptation to environmental stress. Becker et al.
summarize recent findings on kidney ILCs during homeostasis
and inflammation. Importantly, the authors highlight that
kidney ILC2s constitute a permanent immune population in
both mouse and human, posing as potential therapeutic target
for reinstating. In addition to the innate immune response,
adaptive immunity plays an indisputably important role at
immunoprivileged locations. During cerebral Toxoplasma
gondii infections, an intact immunoproteasome (IP) limits the
cellular protein stress to ensure an effective T cells response.
Deficiency in three key subunits of the IP results in impaired
parasitic control as reported in this original research paper by
French et al. Domingues et al. focus their review on ILC3s as
sentinels and regulators of tissue homeostasis. They discuss the
impact of diets, the microbiota, circadian rhythm and
neuroimmune interactions on ILC3s biology and function. The
interactions with the commensal microbiota, adaptive
lymphocytes, and other immune systems are further reviewed.
Essential regulators of ILCs comprise neural factors, which are
the focus of Jakob et al. Originating from the composition of the
peripheral nervous system and, in particular, the enteric
nervous system, this article outlines neuro-immune crosstalk,
including but not limited to ILCs and the gastrointestinal tract.
Therapeutic applications of neuro-immune interactions, such as
in inflammatory bowel disease and other chronic inflammatory
diseases, are discussed as well. Within the final article of this
collection, Murphy et al. provide a comprehensive review of
human and mouse ILCs across all tissues, emphasizing their
beneficial and detrimental functions during the steady state and
organ specific pathologies and infections. The authors highlight
the underlying disease mechanisms and each ILC subset’s
selective role on cause and consequence.
Frontiers in Immunology | www.frontiersin.org 25
Collectively, these articles excellently summarize current
concepts and mechanisms underlying the adaptation of
lymphocytes to support organ homeostasis and defense.
AUTHOR CONTRIBUTIONS

All authors listed have made a substantial, direct, and
intellectual contribution to the work and approved it
for publication.
ACKNOWLEDGMENTS

We wish to convey our appreciation to all authors who have
participated in this Research Topic and the volunteering efforts
of all reviewers providing fair and insightful comments.

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Duerr, Klose and Mortha. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC
BY). The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice.
No use, distribution or reproduction is permitted which does not comply with
these terms.
April 2022 | Volume 13 | Article 901110

https://doi.org/10.3389/fimmu.2020.00072
https://doi.org/10.3389/fimmu.2021.619465
https://doi.org/10.3389/fimmu.2020.00116
https://doi.org/10.3389/fimmu.2020.00308
https://doi.org/10.3389/fimmu.2022.836999
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


REVIEW
published: 25 June 2019

doi: 10.3389/fimmu.2019.01416

Frontiers in Immunology | www.frontiersin.org 1 June 2019 | Volume 10 | Article 1416

Edited by:

Arthur Mortha,

University of Toronto, Canada

Reviewed by:

Michele Ardolino,

University of Ottawa, Canada

Karl J. Staples,

University of Southampton,

United Kingdom

*Correspondence:

Haiming Wei

ustcwhm@ustc.edu.cn

Specialty section:

This article was submitted to

NK and Innate Lymphoid Cell Biology,

a section of the journal

Frontiers in Immunology

Received: 22 March 2019

Accepted: 04 June 2019

Published: 25 June 2019

Citation:

Cong J and Wei H (2019) Natural Killer

Cells in the Lungs.

Front. Immunol. 10:1416.

doi: 10.3389/fimmu.2019.01416

Natural Killer Cells in the Lungs

Jingjing Cong 1,2,3 and Haiming Wei 1,2*

1Hefei National Laboratory for Physical Sciences at Microscale, CAS Key Laboratory of Innate Immunity and Chronic

Disease, Division of Molecular Medicine, School of Life Sciences, University of Science and Technology of China, Hefei,

China, 2 Institue of Immunology, University of Science and Technology of China, Hefei, China, 3Division of Life Science and

Medicine, The First Affiliated Hospital of USTC, University of Science and Technology of China, Hefei, China

The lungs, a special site that is frequently challenged by tumors, pathogens and

other environmental insults, are populated by large numbers of innate immune cells.

Among these, natural killer (NK) cells are gaining increasing attention. Recent studies

have revealed that NK cells are heterogeneous populations consisting of distinct

subpopulations with diverse characteristics, some of which are determined by their local

tissue microenvironment. Most current information about NK cells comes from studies

of NK cells from the peripheral blood of humans and NK cells from the spleen and

bone marrow of mice. However, the functions and phenotypes of lung NK cells differ

from those of NK cells in other tissues. Here, we provide an overview of human and

mouse lung NK cells in the context of homeostasis, pathogenic infections, asthma,

chronic obstructive pulmonary disease (COPD) and lung cancer, mainly focusing on

their phenotype, function, frequency, and their potential role in pathogenesis or immune

defense. A comprehensive understanding of the biology of NK cells in the lungs will aid

the development of NK cell-based immunotherapies for the treatment of lung diseases.

Keywords: natural killer cells, lung, homeostasis, inflammation, infection, lung cancer

INTRODUCTION

The lungs comprise mucosae that are constantly exposed to environmental and autologous stimuli,
and they are sites of high incidence of primary and metastatic tumors (1). Accordingly, a rapid
and efficient immune response that prevents tumorigenesis and pathogen invasion without leading
to excessive inflammation is needed to maintain pulmonary homeostasis. As a type of innate
immune cell, natural killer (NK) cells are regarded as the host’s first line of defense against tumors
and viral infection (2). Moreover, involvement of NK cells in various lung diseases, such as lung
cancer, chronic obstructive pulmonary disease (COPD) and asthma, as well as infections, has been
documented (Table 1) (34, 35, 37–39).

In humans, NK cells are usually defined as CD3−CD56+ cells, and they are divided into
two main subsets with different functions and maturation statuses: CD56brightCD16− and
CD56dimCD16+. The CD56dimCD16+ NK cells are known as a highly differentiated subset with
killer cell immunoglobulin-like receptor (KIR) expression, potent cytotoxicity and the capacity to
induce antibody-dependent cellular cytotoxicity (ADCC), while the less mature CD56brightCD16−

NK cells lack KIR expression but are the major producers of cytokines (40–42). In mice, NK cells
do not express CD56 and have historically been defined as CD3−NK1.1+ cells (and, more recently,
CD3−NKp46+ cells). However, type 1 innate lymphoid cells (ILC1s) and some subsets of type 3
innate lymphoid cells (ILC3s) also express NK1.1 and NKp46 and are easily confused with NK cells
(43, 44). No equivalent subsets to the human NK cell subsets have been established to date among
mouse NK cells. Mouse NK cells are divided into four subsets from the most immature to the

6
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most mature, according to the expression of CD27 and
CD11b: CD27−CD11b−, CD27+CD11b−, CD27+CD11b+, and
CD27−CD11b+ (45–47).

NK cell functions are modulated by the balance between
activating and inhibitory signals delivered by receptors expressed
on the NK cell surface (Table 2). Abnormal cells (including
cancer cells and infected cells) activate NK cells via lack of
ligands of NK cell inhibitory receptors (missing self) or increased
expression of ligands of NK cell activating receptors (induced
self) (48–50). In addition, cytokines such as interleukin (IL)-
12, IL-15, IL-18, and type I interferon (IFN), as well as Toll-
like receptor (TLR) ligands, are powerful activators of NK
cell functions (51, 52). Activated NK cells then function in
various environments mainly through cytotoxicity and cytokine
production. Recent findings have revealed that the functions
and phenotypes of NK cells vary depending on their local
microenvironments (53), mainly due to the distinct cytokines,
cellular composition and foreign stimuli of various tissues. In this
review, we provide an overview of the current understanding and
gaps in knowledge regarding NK cells in the lungs.

LUNG NK CELLS IN HOMEOSTASIS

Lung NK cells are generally thought to originate and develop in
the bone marrow, and then migrate to the lungs (54). In human
lungs, NK cells, accounting for about 10–20% of the lymphocytes,
are located in the parenchyma and are not detected outside the
parenchyma (Figure 1) (1). In mice, lung NK cells account for
about 10% of the lymphocytes, and this percentage is higher than
the percentages in other tissues (liver, peripheral blood, spleen,
bone marrow, thymus and lymph node) (55, 56). Moreover, the
number of mouse lung NK cells is second only to the number of
spleen NK cells (55).

Human lung NK cells are mostly composed of the
CD56dimCD16+ subset. In addition, KIR-expressing NK
cells and highly differentiated CD57+NKG2A− NK cells are
found at higher frequencies in the lungs than in matched
peripheral blood. These findings indicate that human lung NK
cells have a well-differentiated phenotype (1). Even as early as
the human fetal period, the frequency of KIR-expressing and
differentiated NK cells is highest in the lungs compared to other
tissues (57). A more mature phenotype is also observed for
mouse lung NK cells. The most mature subset, CD27−CD11b+

NK cells, is found at a higher frequency among the lung NK cells
(>70%) than those in the liver, peripheral blood, spleen, bone
marrow and lymph nodes. Moreover, NK cells in the mouse
lung express higher levels of the mature markers CD49b, CD122,
CD43, Ly49s, and CD11b, but lower levels of the immature
marker CD51, than NK cells in other tissues (56, 58).

Despite the well-differentiated phenotype, both human and
mouse lung NK cells are hypofunctional in homeostasis. Human
lung NK cells are hyporesponsive to stimulation by target cells
(irrespective of priming with IFN-α) compared with peripheral
blood NK cells (1). This may be caused by suppressive effects of
alveolar macrophages and soluble factors in the epithelial lining
fluid of the lower respiratory tract (59). Similarly, in mice, lung

NK cells exhibit lower cytotoxicity toward targets compared with
spleen NK cells when stimulated by IL-2 or IL-2/IL-12/IL-18
(58). In addition, in mice, the expression intensity of molecules
associated with activation (NKp46, NKG2D, and CD69) is lower,
and the expression of inhibitory receptors (NKG2A and CD94)
is higher, on lung NK cells than on NK cells in the spleen and
bone marrow. This indicates that lung NK cells are subject to
tighter restrictions in the steady state (56). As the lungs comprise
mucosal surfaces that are constantly exposed to environmental
and autologous antigens, the dominance of hypofunctional NK
cells may contribute to pulmonary homeostasis.

CD49a, CD69, and CD103 are regarded as markers of tissue-
resident NK cells (53, 60–63). The fact that the vast majority
of lung NK cells in mice are non-tissue-resident cells has been
demonstrated by a parabiotic mouse model and the very low
expression of CD49a and CD69 (35, 64, 65). Although the
majority of human lung NK cells are CD56dim with a non-
tissue-resident phenotype (1), a small but distinct CD49a+ lung
NK cell subset (which largely involves CD56bright NK cells) has
recently been identified (66). These CD56brightCD49a+ lung NK
cells strongly co-express CD103 and CD69 and these cells are
not found among the CD56bright NK cells in the peripheral
blood, implying that CD56brightCD49a+ lung NK cells may be
tissue-resident cells (66). However, the circulating and tissue-
resident characteristics of human lung NK cells still need to be
further investigated using humanized mice and “multi-omics”
analyses (67).

NK CELLS IN LUNG INFECTIONS

There is increasing evidence that NK cells are involved in lung
immune responses to respiratory pathogens. As an important
type of innate immune cell, NK cells can respond rapidly to
invading pathogens and clear them efficiently. On the other hand,
NK cells may cause uncontrolled inflammation and pathological
damage in some cases.

Viruses
NK cells are innate immune cells that confer early immunity
in acute viral infections and, accordingly, patients with genetic
deficiencies that cause the loss of functions of NK cells are
subjected to recurrent viral infection (39, 68, 69). However, the
rapid immune response mediated by NK cells may sometimes
occur at the cost of excessive inflammation. The lungs are
continually exposed to various respiratory viruses such as
influenza viruses. The evidence of involvement of NK cells
in influenza infection dates back to 1982. Ennis et al. (70)
demonstrated that individuals infected with influenza viruses
exhibit increased peripheral blood NK cell activity in association
with interferon (now known as IFN-γ) induction. In mouse
models, depletion of systemic or lung NK cells increases the
morbidity and mortality of mice during the early course of
medium-dose influenza infection (3, 4), indicating a protective
role of NK cells. In contrast, depletion of systemic NK cells
improves the survival of mice infected with high-dose influenza
viruses by alleviating lung immunopathology (5, 6). These
findings uncover a dual role for mouse NK cells in influenza
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TABLE 1 | Beneficial and/or detrimental roles of NK cells in mouse models of pulmonary disorders.

Pathology Beneficial role of NK cells Detrimental role of NK cells References

VIRUSES

Influenza virus Promote host defense via IFN-γ at medium-dose Induce immunopathology at high-dose (3–6)

Respiratory syncytial virus Inhibit type 2 inflammation via IFN-γ; promote host

defense via IFN-γ

Exacerbate early acute lung injury via IFN-γ (7–10)

Herpes simplex virus Promote host defense via IFN-γ and cytotoxicity (11, 12)

BACTERIA

Klebsiella pneumoniae Promote host defense via IL-22 and IFN-γ (13, 14)

Streptococcus pneumoniae Promote early clearance of bacteria in WT mice (3 h

post infection)

Amplify pulmonary and systemic

inflammation in scid mice; impair clearance

of bacteria in scid mice (24 h post infection)

(15, 16)

Pseudomonas aeruginosa Promote host defense via NKG2D and IFN-γ (17, 18)

Mycobacterium tuberculosis Promote host defense via IFN-γ in T cell-deficient

mice

(19)

Bordetella pertussis Promote host defense via IFN-γ (20)

Staphylococcus aureus Promote host defense via IFN-γ and TNF (21, 22)

Haemophilus influenzae Promote host defense via IFN-γ (23)

Chlamydia trachomatis Promote host defense via regulation of Th1/Treg

and Th17/Treg balances

(24)

FUNGI

Aspergillus fumigatus Promote host defense via IFN-γ (25, 26)

Cryptococcus neoformans Promote host defense via IFN-γ (27, 28)

Asthma Promote inflammation resolution via clearance of

eosinophils and CD4+ T cells in OVA-induced

asthma

Promote allergic sensitization via initiation of

type 2 response in OVA-induced asthma;

promote pathogenesis via NKG2D and

granzyme B in HDM-induced asthma?

(29–33)

COPD Kill autologous lung epithelial cells (34)

Lung cancer Inhibit tumorigenesis in Kras-driven cancer; inhibit

lung metastasis of cancer cells

(35, 36)

TABLE 2 | Main surface markers of the lung NK cells discussed in this review.

Relevance and function NK cell-surface molecules

Activating receptors NKG2D, DNAM1h, NKp30h, NKp44h, NKp46,

NKp80h, CD16

Inhibitory receptors CD94/NKG2A, ILT2h, KIR2DLh, KIR2DL2h

Activation marker CD69

Mature and differentiation

markers

KIRh, CD57h,CD11b, CD43, CD49b, CD122,

Ly49sm

Tissue-resident markers CD49a, CD69, CD103

Adhesion molecules CD11b, CD49a, CD49b, CD57h, CD103,

hExpressed only by human NK cells.
mExpressed only by mouse NK cells.

infection, providing protection or contributing to pathogenesis,
depending on the virus dose.

During influenza infections, NK cells are activated by infected
cells via contact-dependent mechanisms (71), and by cytokines
such as IL-12, IL-2 and type I IFN, which are derived from
infected cells and possibly from other cell types (71–76).
In addition to these conventional recognition modes during
viral infection, the NK cell receptors NKp44 (which is only
expressed on human NK cells) and NKp46 can bind to influenza

haemagglutinins (HAs). This allowsNK cells to directly recognize
influenza viruses and lyse influenza virus-infected cells (77–80).
Recent studies have found that influenza vaccines induce
the immune memory of human NK cells (81). Similarly, in
mice, influenza infection also induces memory-like NK cells,
which protect the mice against secondary influenza infection.
Intriguingly, these memory-like NK cells reside in the liver rather
than in the lungs (82–84), and NK cell-mediated recall responses
are not dependent on the NKp46-HA interaction (85).

In mice, NK cells quickly accumulate in the lungs within the
first few days of influenza infection (56, 86). These activated
lung NK cells then contribute to viral clearance through IFN-
γ production, activation of adaptive immune cells, ADCC and
cytotoxic lysis. More recently, Kumar et al. (87) reported that
conventional NKp46+NK1.1+CD127−RORγt− NK cells in the
bronchoalveolar lavage fluid (BALF), trachea and lung tissue
produce IL-22 during influenza infection, which facilitates tissue
regeneration and prevents excessive lung inflammation. These
findings indicate the multiple roles of NK cells in response to
influenza viruses.

Due to the difficulties of obtaining lung tissues from humans
infected with influenza viruses, most studies exploring the
responses of human NK cells to influenza viruses use peripheral
blood NK cells (73, 88–90), and less is known about human
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FIGURE 1 | Lung NK cells in homeostasis. NK cells account for 10–20% of lymphocytes in the human and mouse lungs, and these cells are located in the lung

parenchyma. (A) NK cells in the lungs have a more mature phenotype compared to those in other tissues. In mice, lung NK cells express high levels of the mature

markers NKp46, CD49b, CD11b, and Ly49s. In humans, lung NK cells are mostly composed of the CD56dimCD16+ subset, and highly differentiated CD57+NKG2A−

NK cells are present at a higher frequency in the lungs than in matched peripheral blood. (B) The vast majority of lung NK cells are circulating, and the existence of a

small percentage of seemingly tissue-resident NK cells in the lungs remains to be confirmed. (C,D) Lung NK cells are hypofunctional in homeostasis, and their

cytotoxicity and IFN-γ production levels are lower than those of NK cells in the spleen and peripheral blood. IFN, interferon; NK, natural killer; PB, peripheral blood.

lung NK cells in influenza infections. Recently, Cooper et al. (66)
utilized a lung explant model to characterize human lung NK
cells during the early course of influenza infection. The lung NK
cells responded quickly upon ex vivo influenza infection of lung
explants, with upregulation of CD107a by 24 h after infection.
Compared with CD56brightCD49a− NK cells, CD56brightCD49a+

lung NK cells, which possibly represent a tissue-resident and
trained NK cell subset, express higher levels of CD107a. Recent
studies have shown that some activated CD56dimCD16+ NK
cells lose CD16 expression throughADAM17-mediated shedding
and become CD56dimCD16− NK cells (91). However, the
expression of CD107a on CD56bright and CD56dim NK cells is
comparable, and there is no difference in expression between
CD56dimCD16−CD49a+ and CD56dimCD16−CD49a− NK cells
(66). Although granzyme B and IFN-γ are induced in lung
explants after influenza infection, and enhanced IFN-γ responses
are detected in peripheral blood NK cells following influenza
vaccination (66, 73, 88, 90), there is no direct evidence that
granzyme B and IFN-γ are released by lung NK cells. Thus, the
immune responses of human lung NK cells in influenza infection
remain to be further explored.

Despite the potent antiviral function of NK cells, recurrent
influenza infections are common, suggesting that influenza
viruses employ complex strategies to evade NK cell-mediated
immunosurveillance (92). First, influenza viruses replicate
rapidly before NK cells accumulate robustly in the lungs,

providing sufficient time for virus dissemination (93). Second,
mutation of influenza HA may impair the capacity of NK cells to
recognize and lyse infected cells (94). Third, activation of NK cells
can be inhibited by influenza HA in a dose-dependent manner
(95, 96). On the other hand, when the levels of HA are too low for
NK cell recognition, NK cells may not be activated sufficiently
to clear viruses (93, 97). Fourth, influenza viruses can directly
infect NK cells and induce apoptosis, leading to decreased NK
cell cytotoxicity (98).

Bacteria
NK cells are generally regarded as important contributors
to the host defense against tumors and viruses, but recent
studies have shown that NK cells also play a role in resisting
bacterial infections.

Mycobacterium Tuberculosis

Tuberculosis is a leading cause of bacterial infections worldwide.
M. tuberculosis (MTb) maintains a latent state in most
infected individuals, and active disease usually progresses slowly,
manifesting later in life (99). In vitro studies demonstrate that
human peripheral blood NK cells can be activated by MTb-
infected monocytes, and this is mediated by NKG2D recognition
of ULBP1 and by NKp46 recognition of vimentin (100, 101).
Moreover, human NK cells can directly recognize MTb by the
binding of TLR2 and NKp44 to peptidoglycan and unknown
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components of MTb cell walls, respectively, and then become
activated (102–104).

A study in immunocompetent mice showed that activated NK
cells with upregulated CD69, IFN-γ, and perforin accumulated
in the lungs in the early stage after aerosol infection with
MTb, but depletion of NK cells did not influence the course of
infection (105). Nevertheless, another study in T cell-deficient
mice demonstrated that NK cells mediated early defense against
MTb infections via IFN-γ (19, 106). Given that mice infected
withMTb progress directly to active disease without experiencing
latency, these reports indicate the redundant role of NK cells
in the active stages of MTb infection. In humans, NK cells
in the peripheral blood stimulated with MTb or live M. bovis
Bacillus Calmette-Guerin (BCG) upregulate IFN-γ expression
(107, 108). More recently, Chowdhury et al. (109) conducted
a long-term study on a cohort of South African adolescents
and found that the frequency of NK cells in the peripheral
blood can inform disease progression, therapeutic responses and
lung inflammation of patients with active tuberculosis. Pleural
fluid, which is the excess fluid that collects around the lungs of
pulmonary tuberculosis patients, may be closer to the pulmonary
milieus than peripheral blood. The pleural fluid is enriched with
IFN-γ-producing CD56bright NK cells due to selective apoptosis
of cytotoxic CD56dim NK cells induced by soluble factors present
in tuberculous effusions (110). Together, these findings in mice
and humans suggest that NK cells may function at the site of
active MTb infections mainly through IFN-γ production rather
than cytotoxic lysis. Although Chowdhury et al. (109) showed
that peripheral blood NK cells from individuals with latent
tuberculosis infection display elevated cytotoxicity and increased
frequency, whether cytotoxic lysis is employed by NK cells in
the defense against MTb, especially latent MTb, remains to be
further researched.

Klebsiella Pneumoniae

K. pneumoniae is an important cause of nosocomial pneumonia
and is infamous for multidrug resistance. In vitro studies have
shown that humanNK cells can be activated by TLR2 recognition
of recombinant protein A, the pathogen-associated molecular
pattern expressed byK. pneumoniae (111). However, whether NK
cells can recognize live K. pneumoniae and lyse K. pneumoniae
after this direct recognition is unclear. In mice, lung NK cells
promote host defense against K. pneumoniae by IL-22 and
IFN-γ production (13, 14). On the other hand, Wang et al.
(112) demonstrated that K. pneumoniae pre-infection alleviated
influenza virus-induced death and acute lung injury by inhibiting
lung NK cell expansion. These findings suggest a complex role of
NK cells in response to various pathogens. Thus, accurate and in-
depth research into NK cells in different infection conditions is
needed and this will contribute to the development of effective
interventions for lung infections.

NK CELLS IN LUNG INFLAMMATION

Asthma and COPD are very common and serious chronic
inflammatory diseases of the lungs that may lead to pulmonary
fibrosis (113, 114), and NK cells are implicated in both diseases.

Asthma
Asthma is a chronic airway inflammatory disease, and the
majority of cases involve allergic asthma which is typically
characterized by type 2 immune responses (114). Asthma can be
induced and exacerbated by many factors, such as environmental
pollutants, allergens, obesity and viral infections.

Current reports on NK cells in asthmatic patients seem to
be somewhat contradictory, both regarding the numbers and
functions of NK cells. An early study showed that the percentage
of peripheral blood NK cells increases in asthmatic children
during acute exacerbations relative to asthmatic children who are
in a stable state after prednisolone therapy (115). Nevertheless,
Barning et al. (29) and Duvall et al. (116) demonstrated that
asthmatic patients have fewer NK cells in both the peripheral
blood and BALF than healthy individuals, and the loss of NK cells
is increased in patients with severe asthma. The CD56dim NK
cell subset (but not the CD56bright NK cell subset) is selectively
lost in the peripheral blood of asthmatic patients, whereas BALF
NK cells are skewed toward a CD56dim phenotype in asthmatic
patients. With regard to the functions of NK cells, there is
evidence that NK cells can facilitate inflammation resolution by
inducing eosinophil apoptosis (29). In healthy individuals and
patients with mild asthma, NK cells in the peripheral blood
can induce the apoptosis of eosinophils efficiently. In contrast,
despite displaying a more activated phenotype, the cytotoxicity
of peripheral blood NK cells from patients with severe asthma
is impaired, and the decreased cytotoxicity can be exacerbated
by corticosteroids (29, 116). These results indicate the attenuated
capacity of NK cells to resolve inflammation in severe asthma.
In contrast, earlier studies reported that NK cell cytotoxicity
is elevated in the peripheral blood of patients with asthma
compared to healthy individuals, and it declines immediately
after acute antigen challenge (117, 118). On the other hand,
Wei et al. (37) showed that there were increased IL-4+ NK
cells in the peripheral blood of asthmatic patients compared
to healthy individuals, and IL-4+ NK cells decreased when
the patients recovered owing to erythromycin treatment. This
implies a role for NK cells in promoting IgE-mediated ongoing
allergic inflammation.

The contradictory results have also been observed in mouse
models. The ovalbumin (OVA)-induced asthmatic mouse model
is widely used in the study of allergic asthma, and many
studies have demonstrated an important role for NK cells
at all stages of asthma using this model. OVA sensitization
and challenge does not change the total number of NK
cells in the lungs, but it selectively increases the number of
immature NK cells in the lung draining lymph nodes, as well
as upregulating the expression of CD86 on NK cells in both
the lungs and lung draining lymph nodes (119). Lack of NK
cells either throughout life or just prior to sensitization leads to
decreased type 2 cytokine secretion, decreased OVA-specific IgE
production, and decreased pulmonary eosinophil infiltration (30,
31). Furthermore, adoptive transfer of OVA-specific T cells from
sensitized wild-type (WT) mice, but not mice lacking NK cells,
can induce the development of asthma in allergen-challenged
RAG−/− mice (31). These results indicate that NK cells are
essential for allergic sensitization, and that NK cell-mediated
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initiation of the type 2 response is probably involved in this
process. However, once mice have been sensitized, NK cells may
not regulate the established type 2 response but instead they may
promote pulmonary eosinophilia, as evidenced by the fact that
NK cell depletion during allergen challenge significantly reduces
BALF eosinophilia without altering airway hyperresponsiveness
or serum OVA-specific IgE levels (119). Nevertheless, Haworth
et al. (32) found that depletion of NK cells at the peak of
inflammation delays the clearance of airway CD4+ T cells and
eosinophils. Taken together, these findings suggest that besides
the pathologic role of NK cells in allergic sensitization and
inflammation promotion, NK cells also provide protection by
contributing to the resolution of allergic lung inflammation in
mice with OVA-induced asthma. In house dust mite (HDM)-
induced asthma mouse models, HDM exposure leads to the
accumulation of NK cells in the BALF and lung draining lymph
nodes, as well as the activation of NK cells in the lungs (120).
Farhadi et al. (33) have shown that NK cells play a critical role
in the pathogenesis of HDM-induced asthma via NKG2D and
granzyme B. However, a more recent study demonstrated that
NK cells are not required for the development of HDM-induced
asthmatic disease (120).

There is evidence that viral infection is associated with the
development of asthma, and NK cells have been shown to play
an important regulatory role in this setting. In mice with pre-
existing allergic inflammation and asthma, the induction of
asthma-activatedNK cells confersmore potent protection against
influenza infection (121). Nevertheless, NK cells activated by the
viral mimic polyinosinic:polycytidylic acid (poly(I:C)) exacerbate
OVA-induced asthma via IL-17a production (122). However,
when mice are infected with respiratory syncytial viruses and
then subjected to allergic sensitization, NK cells inhibit viral- and
bystander allergen-specific type 2 responses, possibly through
IFN-γ production (7). Recent studies have reported the presence
of an altered microbial composition in patients with asthma,
and airway dysbiosis is relevant to the clinical features in these
individuals (123, 124). Airway colonization by Haemophilus
influenzae and Streptococcus pneumonia at 1 month of age was
associated with an increased odds ratio of childhood asthma
(125). Although NK cells produced higher levels of IFN-γ during
H. influenzae and S. pneumonia infections (15, 23), colonization
by H. influenzae and S. pneumonia did not inhibit asthma, in
contrast to the anti-asthma role of NK cells during respiratory
syncytial virus infections. This may be because H. influenzae and
S. pneumonia activate other cell types and pathways involved
in asthma occurrence and exacerbations. Moreover, the children
were also colonized by many other bacteria, and the integrated
effect on NK cells caused by diverse bacteria may lead to variable
consequences. Thus, the exact associations between NK cells,
airway bacteria and asthma need further study.

The abovementioned contradictory results may be influenced
by the fact that asthma-associated factors (such as viral and
bacterial infections, obesity, allergens, other environmental
insults and corticosteroids) may directly affect NK cell functions
and the fact that NK cell-depleting antibodies may impair natural
killer T cells (antibodies against NK1.1) or some granulocytes
and subsets of T cells in certain conditions (antibodies against

asialo-GM1) (126–128). In the future, investigations of the exact
roles of NK cells in asthma could be enhanced by using improved
tools to specifically deplete lung NK cells, generating transgenic
mice that temporarily lack lung NK cells, establishing novel
humanized asthmatic mousemodels, and carrying out large-scale
univariate analyses in asthmatic patients.

COPD

COPD, caused mainly by cigarette smoking (CS) and biomass
fuel, is a common worldwide healthcare issue (129). Chronic
inflammation drives the irreversible airway obstruction in
COPD, eventually resulting in a decline in lung function (130).
Unlike asthma, COPD typically involves the infiltration of
neutrophils, Th1 cells and CD8+ T cells (130). NK cells are also
thought to be responsible for the progression of COPD. Although
the number of NK cells in the peripheral blood, BALF and
lung parenchyma of COPD patients are the same as in smokers
without COPD (34, 131), CD57+ cells in pulmonary lymphoid
follicles have been reported to be significantly increased in COPD
patients compared to in smokers without COPD (132). CS
enhances the IL-15 trans-presentation of dendritic cells to induce
NK cell priming (133). NK cells exhibit hyperresponsiveness
in COPD, as evidenced by the findings that CD16+ NK cells
kill autologous lung CD326+ epithelial cells and that NK cells
from CS-exposed mice produce higher levels of IFN-γ upon
stimulation with cytokines or TLR ligands (poly(I:C), ssRNA40,
or ODN1826) (34, 134, 135). An imbalance of activating and
inhibitory signaling contributes to NK cell hyperresponsiveness.
NK cells from CS-exposed mice show greater cytotoxic activity
in response to the NKG2D ligand RAE-1 (134). Moreover, CS-
induced lung inflammation is impaired in NKG2D-deficient
mice, revealing the critical role of NKG2D in COPDdevelopment
(134). In addition, the inhibitory receptor CD94 has been found
to be decreased on NK cells of COPD patients, which may be
related to increased granzyme B production (131). The state
of NK cells in the CS-induced COPD mouse model cannot
completely recapitulate that in patients with COPD. BALF NK
cells displayed comparable cytotoxic potential between current
smokers with COPD and ex-smokers with COPD, suggesting that
the alterations of NK cells are not solely caused by CS and that
other factors such as genetics and infections may contribute. In
contrast, the hyperresponsiveness of NK cells was lost following
smoking cessation in the CS-induced COPDmousemodel, which
indicated the limitation of using this model to study COPD and
that a better mouse model is urgently needed.

Bronchial colonization by potentially pathogenic
microorganisms is frequently found in COPD, and COPD
exacerbations are closely associated with viral and bacterial
infections (136–138). An NK cell-related mechanism may
contribute to enhanced lung inflammation during influenza-
induced COPD exacerbations. In a CS-induced COPD mouse
model, after influenza infection, NK cells were found to produce
more IFN-γ (135). Microbiome analyses of sputum samples
from patients with COPD exacerbations demonstrated an
alteration in bacterial diversity, with an overrepresentation
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of the Proteobacteria phylum, which includes most of
the bacteria considered to be pathogenic (139). Although
chronic colonization by Pseudomonas aeruginosa has been
found in COPD patients suffering from exacerbations, in
most cases, the exacerbations are due to other pathogenic
microorganisms (140, 141). Given that lung NK cells in mice
infected with P. aeruginosa produced increased IFN-γ through
NKG2D-mediated activation (17), a phenotype similar to
influenza-induced exacerbations, it would be fascinating to
investigate the precise effect of P. aeruginosa-only infections
on COPD exacerbations utilizing murine experiments and to
explore the role of NK cell-related NKG2D and IFN-γ in this
situation. In addition, colonization by H. influenzae, which can
lead to NK cell activation (23), has also been reported in COPD
patients (142), but the exact interaction between NK cells and
H. influenzae in COPD is yet to be determined. Collectively, local
hyperresponsive NK cells are responsible for smoke-induced
lung inflammation, leading to accelerated progression of COPD.
Therefore, targeting NK cells may represent a new strategy for
treating COPD.

NK CELLS IN LUNG CANCER

Lung cancer is the leading cause of death related to cancer
worldwide (143). It is classified into non-small-cell lung cancer
(NSCLC; ∼80%) and small-cell lung cancer (SCLC; ∼20%). NK
cells are cytotoxic lymphocytes that were originally identified
based on their ability to kill cancer cells, and their potent
antitumor effects have been confirmed in numerous tumor types
including lung cancer (144, 145). The localization of NK cells in
lung cancer is similar in humans and mice; NK cells are located
mostly in the invasive margin surrounding the tumor lesions,
with rare direct contact with cancer cells (35, 146, 147).

The most direct evidence of an anti-lung cancer role for
NK cells comes from Kras-driven spontaneous lung cancer and
cancer cell-injection experiments in mice, in which mice lacking
NK cells were generated by Nfil3 knockout or administration
of antibodies against NK1.1 or asialo-GM1. The lung tumor
burden was found to be significantly increased in the mice
lacking NK cells (35, 36). However, the robust protective role
of NK cells against tumors is limited to the early stage of lung
cancer, at least in Kras-driven lung cancer in mice, because NK
cells become dysfunctional during the late stage. In mice, NK
cell dysfunction in the lung cancer microenvironment mainly
manifests as attenuated cytotoxicity, diminished responsiveness
and impaired viability (Figure 2) (35).

Similar phenomena have been observed in NK cells in tumor
tissues of patients with NSCLC. NK cells isolated from tumors in
these patients have a decreased cell number, a distinctive receptor
expression pattern (downregulated expression of NKp30, NKp80,
CD16, DNAM1, ILT2, KIR2DL1, and KIR2DL2, but upregulated
expression of NKp44, NKG2A, CD69, and HLA-DR), impaired
IFN-γ production and CD107a degranulation, lower cytotoxicity,
and a proangiogenic phenotype compared with non-tumoral
NK cells (146–149). Moreover, NK cells infiltrating NSCLC
are enriched with the CD56brightCD16− subset (146), which

is a minor subset among non-tumoral lung NK cells. The
enrichment of CD56brightCD16− NK cells is probably due to the
exclusion of CD16+ NK cells from lung tumor lesions, because
the frequency of CD16− NK cells among leukocytes in lung
tissues is comparable in tumor and non-tumor tissues (149).
However, whether the loss of CD16+ NK cells is caused by
the impaired viability or failure to infiltrate tumor lesions, and
how CD56brightCD16− NK cells, which express high levels of
the tissue-resident marker CD69 (53), maintain their survival
and residency in the lung cancer environment, remain to
be determined.

Little is known about NK cells in patients with SCLC. Limited
information has shown that, compared to the peripheral blood
NK cells of healthy individuals, the peripheral blood NK cells of
patients with SCLC are present at the same frequency, exhibit
weakened cytotoxicity, and have downregulated NKp46 and
perforin expression (150). So far, no studies have reported on
the status of NK cells in the tumor microenvironment in patients
with SCLC, and this needs to be further investigated.

Platonova et al. (147) found that NK cell infiltration is not
correlated with clinical outcomes in NSCLC, similar to the
finding by Platonova et al. (147), we recently observed that NK
cell depletion in late-stage Kras-driven mouse lung cancer does
not influence tumor development (35). The limited prognostic
significance of NK cells in NSCLCmay be caused by intratumoral
NK cell dysfunction in patients who mainly have intermediate-
or advanced-stage tumors. Thus, both intratumoral NK cell
functions and cell densities may be critical to clinical outcomes in
NSCLC. A deeper understanding of the mechanisms associated
with NK cell dysfunction in the lung cancer microenvironment
will contribute to the development of NK cell-based lung
cancer immunotherapy.

NK cell dysfunction in tumor microenvironments can
generally be caused by tumor cells, myeloid-derived suppressor
cells, macrophages, Tregs and platelets in a contact-dependent
manner or via secretion of soluble factors such as transforming
growth factor (TGF)-β, IL-10, indoleamine-2,3-dioxygenase,
prostaglandin E2, and adenosine (145, 151). However, NK cell
characteristics may be affected by their tissue localization, and
each tumor type has a unique microenvironment composed
of diverse immune cells (53). Whether the abovementioned
mechanisms are applicable to NK cell dysfunction in lung cancer
is yet to be fully investigated. Among these mechanisms, in
Kras-driven lung cancer in mice, TGF-β may be involved
in FBP1 upregulation in NK cells, and FBP1-mediated
glycolysis inhibition and FBP1-mediated impaired viability
have been confirmed to induce NK cell dysfunction (35).
Additionally, Donatelli et al. (152) demonstrated that TGF-
β-inducible microRNA-183 silenced human NK cells via
DNAX-activating protein of 12 kDa (DAP12) depletion.
Moreover, higher levels of TGF-β in the human lung cancer
microenvironment and reduced DAP12 expression in tumor-
associated NK cells were observed simultaneously, further
indicating another TGF-β-involved mechanism associated with
NK cell dysfunction.

NK cell dysfunction favors tumor immunoevasion, so
focusing on restoring NK cell functions represents important
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FIGURE 2 | NK cell dysfunction in lung cancer. NK cells in the lung cancer microenvironment display attenuated cytotoxicity, impaired viability and a distinct

phenotype, with downregulated expression of NKG2D, DNAM1, CD16, CD27, NKp30, NKp44, and NKp80 and upregulated expression of NKG2A, KIR2DL1, and

KIR2DL2. Two mechanisms are involved in NK cell dysfunction in the lung cancer microenvironment. First, aberrant FBP1 expression in NK cells leads to dysfunction

by inhibiting their viability and glycolysis. Second, increased microRNA-183 reduces DPA12 expression in NK cells and thus suppresses NK cells. The initiation of both

mechanisms may be associated with tumor microenvironment-derived TGF-β. TGF-β, transforming growth factor-β; FBP1, fructose-1,6-bisphosphatase; IFN,

interferon; NK, natural killer; DAP12, DNAX activating protein of12 kDa; TGFβR, transforming growth factor β receptor.

potential strategies for inhibiting lung cancer. These strategies
include activating NK cells using IL-2/IL-12/IL-15/IL-18,
blocking inhibitory receptors on NK cells by targeting NKG2A,
KIR2DL1, and KIR2DL2, enhancing NK cell glycolysis
by inhibiting FBP1 and altering the immunosuppressive
microenvironment by neutralizing TGF-β.

CONCLUDING REMARKS

Although the biology of NK cells has been well-documented,
most studies have focused on peripheral blood NK cells in
humans, and bone marrow and spleen NK cells in mice, and
less is known about NK cells in the lungs. Recently, the concepts
of tissue-resident NK cells and tissue microenvironments have
attracted investigators’ attention. This has raised the issue that
NK cells may be profoundly affected by their local tissue
microenvironment, and the characteristics of NK cells in distinct
tissues have gradually been uncovered. Our current knowledge
about NK cells in the lungs is from studies onWT and transgenic
mice and studies comparing healthy individual samples and
patient samples (predominately lung tumor resection samples
and, less frequently, BALF and sputum samples). The present
review shows that NK cells in the lungs appear to be conserved
between humans and mice regarding several aspects, including
the high degree of differentiation, hypofunction and tissue

localization during homeostasis, and responses to tumors and
influenza infections. Thus, elaborate mouse models that closely
mimic human disease have helped to understand the biology of
NK cells in the lungs, such as the Kras-driven lung cancer mouse
model and influenza viral infection mouse model. However,
for some common lung diseases such as tuberculosis, the lack
of a good mouse model and the difficulty in obtaining lung
tissue from patients had led to a lack of understanding of
NK cells in these conditions. Moreover, as mouse NK cells
do not express CD56 and KIRs, which are important for
human NK cells, the characteristics and functions of different
human lung NK cell subsets subdivided by these molecules
remain unclear.

Over the past decade, ILCs, which include NK cells, ILC1s,
ILC2s, ILC3s, and lymphoid tissue-inducer cells, have emerged
as an important cell population with potent roles in host
defense in mucosal tissues including lung tissues (153, 154).
Generally, ILC1s respond to tumors and intracellular pathogens
such as viruses, ILC2s react to extracellular helminths and
allergens and ILC3s resist extracellular microbes such as fungi
and bacteria; some of these effects have been demonstrated
in the lungs (154–158). Although other ILCs in the lungs
are far less abundant than NK cells, ILC1s and parts of
ILC3s are easily confused with NK cells (43, 44), so previous
conclusions about lung NK cells may be influenced by the
effects of other ILCs. Thus, it is necessary to exclude other
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ILCs to further investigate the exact characteristics of lung
NK cells.

With regard to lung NK cell research, several interesting
issues remain to be solved: (i) whether lung-resident NK cells
are present in the lungs in the context of homeostasis and/or
disorders; (ii) if so, how lung-resident NK cells function in certain
conditions; (iii) the differences and connections betweenNK cells
and ILCs in the lungs; (iv) why memory-like NK cells induced by
influenza virus infection are present in the liver rather than in the
lungs; (v) whether memory NK cells can form and be maintained
in the lungs (as the lungs are frequently challenged by tumors
and pathogens); and (vi) how to establish immunocompetent
mousemodels that can closely mimic human lung diseases. In the
future, advanced technologies and tools, such as humanizedmice,
omics analyses and living microscopy imaging, may be needed
to further study lung NK cells. With deeper knowledge of the

biology of lung NK cells, effective therapeutic strategies based on
NK cells are expected to be applied to treat lung diseases.
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The discovery of innate lymphoid cells (ILC) has profoundly influenced the understanding

of innate and adaptive immune crosstalk in health and disease. ILC and T cells

share developmental and functional characteristics such as the lineage-specifying

transcription factors and effector cytokines, but importantly ILC do not display rearranged

antigen-specific receptors. Similar to T cells ILC are subdivided into 3 different helper-

like subtypes, namely ILC1-3, and a killer-like subtype comprising natural killer (NK) cells.

Increasing evidence supports the physiological relevance of ILC, e.g., in wound healing

and defense against parasites, as well as their pathogenic role in allergy, inflammatory

bowel diseases or psoriasis. Group 2 ILC have been attributed to the pathogenesis of

allergic diseases like asthma and atopic dermatitis. Other inflammatory skin diseases

such as allergic contact dermatitis are profoundly shaped by inflammatory NK cells.

This article reviews the role of ILC in allergic skin diseases with a major focus on ILC2.

While group 2 ILC are suggested to contribute to the pathogenesis of type 2 dominated

inflammation as seen in atopic dermatitis, we have shown that lack of ILC2 in type

1 dominated contact hypersensitivity results in enhanced inflammation, suggesting a

regulatory role of ILC2 in this context. We provide a concept of how ILC2 may influence

context dependent the mutual counterbalance between type I and type II immune

responses in allergic skin diseases.

Keywords: innate lymphoid cells, allergic contact dermatitis, atopic dermatitis, counter regulation, immune

crosstalk

INTRODUCTION

Innate lymphoid cells (ILC) are innate immune cells of the lymphoid lineage, which have a similar
functional diversity as T cell subsets based on the developmental dependency on lineage-specifying
transcription factors and effector functions. Like T and B lymphocytes, all ILC derive from a
hematopoietic stem cell-derived common lymphoid precursor (CLP) cell in the bone marrow
(Figure 1). The CLP gives rise to an early innate lymphoid precursor (EILP) that expresses the
transcription factor (TF) T-cell factor 1 (Tcf-1). From this branching point natural killer (NK)
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cells develop via a NK precursor (NKp) and by upregulating
the TFs eomesodermin (EOMES) and T-box transcription factor
TBX21 (T-bet). The other branch develops into an Id2 expressing
common helper-like ILC progenitor (CHILP). C-C chemokine
receptor type 6 positive (CCR6+) ILC3 can directly evolve form
the CHILP depending on the expression of RAR-related orphan
receptor (ROR)γt. All the remaining helper-like ILC subtypes,
namely ILC1, ILC2, and ILC3, evolve from an innate lymphoid
cell precursor (ILCP) which expresses the TF promyelocytic
leukemia zinc finger (PLZF). CCR6− ILC3 can adapt a more
ILC1-like phenotype by downregulating RORγt and upregulating
T-bet. These cells are called ex ILC3. Production of their marker
cytokines attributes certain physiological and pathological roles
to the particular ILC subtype (Figure 1). Effector ILC can be
classified into three interleukin-7 receptor positive (IL-7R+)
helper-like ILC groups (ILC1-3) and one IL-7R− cytotoxic ILC
group (NK cells) (1–3). More recently, several groups have also
identified IL-10 secreting ILCwith proposed regulatory functions
(4–6). Helper-like ILC and NK cells are mainly populated at

FIGURE 1 | Graphical summary of innate lymphoid cell (ILC) subtypes. ILC as well as T and B lymphocytes (T/B) derive from a common lymphoid precursor (CLP).

The CLP gives rise to an early innate lymphoid precursor (EILP) that expresses the transcription factor (TF) T-cell factor 1 (Tcf-1). From this point natural killer (NK) cells

develop via a NK precursor (NKp) and upregulate the TFs eomesodermin (EOMES) and T-box transcription factor TBX21 (T-bet). The helper-like ILC lineage derives

from an Id2 expressing common helper-like ILC progenitor (CHILP) from which C-C chemokine receptor type 6 positive (CCR6+) ILC3 can directly evolve depending

on the expression of RAR-related orphan receptor (ROR)γt. All the remaining helper-like ILC subtypes, namely ILC1, ILC2, and ILC3, evolve from an innate lymphoid

cell precursor (ILCP) which expresses the TF promyelocytic leukemia zinc finger (PLZF). CCR6− ILC3 can adapt a more ILC1-like phenotype by downregulating

RORγt and upregulating T-bet. These cells are called ex ILC3. Production of their marker cytokines attributes certain physiological and pathological roles to the

particular ILC subtype. IBD, inflammatory bowel disease; ACD, allergic contact dermatitis; AD, atopic dermatitis.

barrier surfaces like the skin, gut, and the respiratory tract,
although significant numbers can be detected in secondary
and tertiary lymphoid organs in homeostasis and disease (7).
Besides the bone-marrow, alternative sites of development exist,
such as secondary lymphoid organs or even non-hematopoietic
organs such as the gut (8–10). While ILC development continues
throughout life, it is known that some ILC lineages are long-
lived, and seed their designated tissues early in embryogenesis as
demonstrated by parabiosis experiments in mice that show only
little replenishment of helper-like ILC from the bone marrow in

later life (11–13). Although some helper-like ILC express homing
receptors for certain tissues these cells are mainly thought to
proliferate on site under proinflammatory conditions (7, 14).
Given their localization at barrier surfaces ILC perfectly serve as
sensors for danger signals but also allergens and subsequently
mount early immune responses by rapid cytokine production.
They can act as initiators of the adaptive immune response by
crosstalk with dendritic cells and T cells finally shaping full blown
type 1, 2, or 3 immune responses [reviewed in (15)]. This review
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highlights the pathogenic role of ILC in the allergic skin diseases
with a main focus on ILC2.

ILC CLASSIFICATION AND PLASTICITY

NK Cells and ILC1
NK cells are considered the innate counterpart of memory

CD8+ T cells. They share similar functions such as cytotoxicity

and interferon-γ (IFN-γ) production and both express the

transcription factors Eomes and T-bet. ILC1 on the other hand

closely resemble TH1 cells. Both express and depend on T-

bet but lack EOMES and produce IFN-γ (16–19). NK cells

and ILC1 are involved in protecting the organism against

pathogens, viruses and tumors (16, 20, 21). Intraepithelial ILC1

can be found in Crohn’s disease patients and contribute as a
proinflammatory IFN-γ-producing population in an anti-CD40-
induced colitis model in mice (22). NK cells are suggested to
be important in enhancing inflammatory responses in a hapten
based contact hypersensitivity mouse model and human allergic
contact dermatitis (23, 24). Taken together these cell types are
mainly involved in mounting a type 1 immune response.

ILC2
ILC2, like TH2 cells, highly express the transcription factor
GATA3 and produce type 2 cytokines including interleukin-
5 (IL-5), IL-13 and the epidermal-growth-factor-like molecule
amphiregulin (7). ILC2 mediate pathology in a mouse model
of atopic dermatitis and promote wound healing in an IL-33-
dependent manner (25, 26). ILC2 promote type 2 driven immune
responses by promoting TH2 differentiation of naïve CD4+ T
cells through production of IL-13, and by expression of MHC
class II on their cell surface induce T cell priming (27–29). In
addition, the inducible T-cell costimulatory (ICOS) molecule is
highly expressed on ILC2 regulating their activation status and
proliferation (30, 31). Moreover, activated ILC2 can express the
TNF receptor superfamily ligand OX40L, which promotes local
TH2 cell proliferation and adaptive type 2 inflammation (32).
Increased ILC2 numbers are linked to human allergic airway and
skin diseases like allergic asthma atopic dermatitis (25, 33–36).
Thus, type 2 immune responses are profoundly shaped by ILC2.

ILC3
ILC3 share RORγt expression with TH17 cells and can produce
IL-17 and IL-22 thereby helping the organism to fight against
bacteria and fungi and viruses, such as Citrobacter rodentium,
Salmonella enterica, Candida albicans, and rotavirus (2, 7, 37–
41). There are ILC3 expressing the chemokine receptor CCR6
which comprise lymphoid-tissue-inducer (LTi) cells and can
be CD4+ or CD4−. These cells are crucially important in the
embryonic development of many lymphoid organs, whereas in
adult mice they reside mainly in cryptopatches of the intestine
with low proliferation (42–45). In mice, CCR6− ILC3 can
express natural killer cell receptor such as NKp46 (NCR+ ILC3),
loose RORγt expression and upregulate T-bet, finally leading
to IFN-γ production (46–50). These “ex-RORγt+ ILC3” closely
resemble ILC1. A large population of ILC3 can be found in
the intestine where they are essential for maintaining barrier

integrity and immunologic tolerance to commensal bacteria of
the gut (51–53). IL-17 producing ILC3 are proposed to be
involved in plaque formation in a psoriasis mouse model based
on the topical application of the Toll-like receptor 7 (TLR7)
agonist imiquimod (54). Finally, elevated numbers of ILC3 are
found in blood and affected skin of psoriasis patients (55–57).
Given this data ILC3 are part of type 3 immune responses and
intestinal immunopathology.

ROLE OF ILC IN ATOPIC DERMATITIS

Impaired barrier function of the skin is a hallmark in
the pathogenesis of atopic dermatitis (AD). Loss-of-function-
mutations in the gene coding for the epidermal structure protein
filaggrin is strongly associated with an elevated risk to develop
atopic dermatitis by allowing elevated trans epidermal water
loss, higher prevalence of Staphylococcus aureus on the skin
and facilitated penetration of allergens (58–61). The type 2
inflammatory response in AD is known to involve innate and
adaptive immune cells like mast cells, eosinophils, and CD4+

TH2 cells, the latter producing type 2 cytokines like IL-4, IL-5,
and IL-13 (62). Since ILC2 are described in the skin (63) this
led to the hypothesis that innate lymphoid cells, especially ILC2,
may contribute to the pathogenesis of this frequently occurring
atopic disease (Figure 2).

ILC in Human Atopic Dermatitis
Significantly more ILC2 can be found in lesional skin biopsies
from patients suffering from atopic dermatitis in relation to
skin from healthy individuals (25, 36). These ILC2 produce high
amounts of the type 2 cytokines IL-5 and IL-13 and express the
membrane bound IL-33 receptor ST2 as well-receptors for IL-
25 and thymic stromal lymphopoietin (TSLP) (25, 36). These
changes are even more profound when ILC2 are isolated from
skin of house dust mite (HDM) allergic individuals that have
been challenged epicutaneously with HDM extract. IL-33 is able
to strongly enhance the expression of IL-13 and IL-5 and to
increase the migratory capacity of isolated skin-derived ILC2 in
vitro (36). Interestingly, ILC2 from atopic patients also express
higher amounts of the killer cell lectin-like receptor G1 (KLRG1),
which is even further elevated after stimulation with IL-33 or
TSLP (36).

Human ILC2 express the prostaglandin D2 (PGD2) receptor
chemoattractant receptor-homologous molecule expressed on
TH2 cells (CRTH2) (64, 65). PGD2 which is mainly produced by
mast cells induces ILC2migration, production of type 2 cytokines
and upregulation of the expression of IL-33 and IL-25 receptor
subunits (ST2 and IL-17RA) in vitro (66). The effects of PGD2 on
ILC2 can be mimicked by the supernatant from activated human
mast cells (through IgE-mediated degranulation) and inhibited
by a CRTH2 antagonist highlighting a cross-talk between mast
cells and ILC2 (66).

ILC2 respond to further mast cell mediators like cysteinyl
leukotrienes, particularly LTE4 (67). Human ILC express the
functional leukotriene receptors CysLT1 and its expression
is increased in patients with atopic dermatitis (67). LTE4
not only induces migration, promotes cytokine productions
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FIGURE 2 | Suggested pathogenic role of ILC2 in atopic dermatitis. (A) Loss-of-function-mutations in the gene coding for the epidermal structure protein filaggrin

allow elevated transepidermal water loss (TEWL), higher prevalence of Staphylococcus aureus (Staph Aureus) on the skin and facilitated penetration of allergens, e.g.,

from house dust mite (HDM). (B) Damaged keratinocytes (KC) release cytokines like interleukin-33 (IL-33), IL-25, and thymic stromal lymphopoietin (TSLP) which

activate dermal ILC2. (C) Activated ILC2 produce high amounts of IL-13 which stimulates epidermal Langerhans cells (LC). LC migrate to regional lymph nodes to

prime naïve T cells by antigen presentation via MHCII to promote development of TH2 cells that produce type II cytokines like IL-4, IL-5, and IL-13. (D) ILC2 can act as

antigen presenting cells for TH2 effector cells through antigen presentation via MHCII and/or CD1a prompting them to produce IL-2 which in turn sustains ILC2

activation and survival. (E) ILC2 can be activated by mast cell (Mast) derived prostaglandin D2 (PGD2) and cysteinyl leukotrienes LTE4. ILC2 in turn produce IL-5 which

promotes eosinophil (Eos) activation. Administration of montelukast can block LTE4-mediated activation of ILC2. IL-5 function can be therapeutically blocked by

specific monoclonal antibodies like mepolizumab. MHCII, major histocompatibility complex II; TCR, T cell receptor.

and upregulation of IL-33/IL-25 receptors in human ILC2
in vitro, but also enhances the pro-inflammatory effect of
the epithelial cytokines IL-25, IL-33, TSLP, and of PGD2
as seen by increased production of IL-5 and IL-13. This
effect of LTE4 can be partially inhibited by adding the
leukotriene antagonist montelukast. Finally, addition of IL-2
to LTE4 and epithelial cytokines significantly further amplifies
the activation of ILC2 (67). These findings clearly suggest a
pathogenic role of ILC2 in the pathogenesis if atopic dermatitis
in humans (Figure 2).

ILC in Atopic Dermatitis Mouse Models
Topical application of a synthetic form of active vitamin D3
(MC903) to the skin of mice can mimic atopic dermatitis-
like inflammation with a type 2 signature (68). Using the
MC903 AD mouse model Salimi et al. and Kim et al.
investigated inflammatory responses in the presence and absence
of ILC2. When ILC2 are depleted in Rag1−/− mice by

administering an anti-CD90.2 and/or anti-CD25 monoclonal
antibody this leads to an dramatically decreased ear swelling
response (25, 36). Furthermore, using Rorαsg/sg (Rorα-knockout)
bone marrow chimeric mice which lack ILC2, a markedly
reduced inflammatory response in the skin can be seen,
highlighting ILC2 as a main proinflammatory cell in this type
2 inflammatory model (36). An increase in IL-33 and IL-
25 expression has been reported in lesional skin of patients
with AD compared with healthy individuals underlining an
important role for these cytokines as proinflammatory ILC2
activating cytokines in AD (36, 69, 70). Strikingly, when
flow cytometry assisted cell sorting (FACS)-purified ILC2
from MC903-treated C57BL/6 wild-type mice are adoptively
transferred by intradermal injection into naïve C57BL/6 wild-
type recipient mice, the recipient mice develop AD-like skin
reactions with a type 2 T cell response indicating that these
innate cells alone are capable of eliciting an AD-like skin
response (25).
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FIGURE 3 | Context dependent role of ILC2 in type 1 and type 2 dominated contact hypersensitivity. Contact allergens irritate and penetrate the upper skin layers. (A)

Typical contact allergens like TNCB or oxazololone cause ROS and ATP release from damaged keratinocytes (KC) and uptake by epidermal Langerhans cells (LC).

(B,C) LC migrate to skin draining lymph nodes and promote a type 1 driven immune response mediated by TH1 and NK cells resulting in increased IFN-γ and IL-2

production. (D) Higher availability of IL-2 for NK cells results in their enhanced activation and effector cytokine production (IFN-γ, granzyme, perforin). (E) ILC2 are

likely to suppress LC migration, TH1 polarization and NK cells activation in this type 1 CHS response via mechanisms that are currently not well-understood. (F)

Protein allergens like papain or haptens like FITC cause IL-33 release from keratinocytes (KC) which in turn activates dermal ILC2 to produce large amounts of IL-13.

(G,H) ILC2 derived IL-13 promotes trafficking of Langerhans cells (LC) to regional lymph nodes where they prime naïve T cells by interaction of MHCII/peptide/hapten

complex and T cell receptor promoting the development of TH2 cells and a type 2 biased immune response. (I) ILC2 can act as antigen presenting cells for TH2

effector cells prompting them to produce IL-2 which in turn sustains ILC2 activation and survival. (J) ILC2 compete with other innate effector cells like NK cells for the

survival factor IL-2 leading to a reduced/moderate NK cell activation. FITC, Fluorescein isothiocyanate; MHCII, major histocompatibility complex II; ROS, reactive

oxygen species; TCR, T cell receptor; NK, natural killer cell; ATP, Adenosine triphosphate.

Another possible mouse model to study eczema like
skin reactions are the “flaky tail” mice. These mice bear
a frameshift mutation in the murine filaggrin gene (flg)
resulting in expression of a truncated profilaggrin (∼215
kDa) instead of the normal high-molecular-weight profilaggrin
(>500 kDa) (71). Topical application of allergen to mice
homozygous for this mutation results in cutaneous inflammatory
infiltrates and enhanced cutaneous allergen priming with
increased development of allergen-specific antibody responses

(71). Saunders et al. characterized changes of ILC2 numbers
and their cytokine production in flg-mutant mice (72). These
mice show spontaneous atopic dermatitis-like inflammation
and develop compromised pulmonary function. In the skin
and skin draining lymph nodes of these mice, there is a
significant increase in the frequency of IL-5-producing ILC
compared to wild type animals. However, no differences in
cell numbers are seen for ILC1 and 3. Furthermore, flg-
mutant mice show higher skin infiltrates of eosinophils, mast
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cells and basophils (72). Even more astonishing, when flg-
mutant mice are crossed with Rag1−/− mice (Flgft/ftRag1−/−)
skin lesions but not lung inflammation occur as shown by
cutaneous expansion of IL-5-producing ILC2, indicating that
skin inflammation can develop independently of the adaptive
immune system in these mice (72). Regulation of ILC responses
by adaptive immune cells is also reported in other tissues (73).
Finally, increased frequency of ILC2 can be found in skin blisters
taken from non-lesional skin of patients with filagrin mutations
compared with the skin of filagrin wildtype subjects (72). Taken
together, loss of filagrin function in humans and mice is clearly
linked to increased ILC2 activation and disease progression in
atopic dermatitis.

This latter model, however, has been challenged recently by
the work of Schwartz et al. which provides evidence that atopic
dermatitis like lesions can evolve independent of ILC2 and ILC2-
derived cytokines in Filaggrin-mutant (Flgft/ft) mice bred on
an ILC2-deficient background (74). Interestingly, inflammation
in these mice following MC903 treatment requires IL-1β and
IL-1R1-signaling but is independent of NOD-, LRR- and pyrin
domain-containing protein 3 (NLRP3) inflammasome activation
and results in elevated numbers of IL-1β-responsive connective
tissue mast cells (74). Finally, Flgft/ft mice do not develop skin
inflammation under germ-free compared to SPF conditions
indicting a crucial role for the microbiome in promoting
proinflammatory immune responses in this mouse model (74).
This issue will be discussed in more detail in a later section.

ILC2 as Possible Therapeutic Targets in AD
Development of ILC2 depends on the transcription factor
receptor-related orphan receptors alpha (RORα) and lack of
RORα results in impaired lung inflammation in response to
protease allergen in mice despite normal TH2 cell responses (75).
Dai et al. provide evidence that a synthetic RORα/γ inverse
agonist (SR1001) is able to suppress inflammation in the MC903-
induced atopic dermatitis mouse models. Topical treatment with
SR1001 reduces epidermal and dermal inflammation, suppresses
the production of type 2 cytokines and TSLP, and reverses
impaired keratinocyte differentiation (76). Since SR1001 also
inhibits RORγ signaling it is quite possible that RORγt+ ILC3
functions may also be impaired (42). If topical inverse agonists
for RORα may have anti-inflammatory functions in humans
remains to be elucidated.

A crucial role for the IL-33/ILC2 axis in the pathogenesis
of AD has been proposed by Imai et al. The authors
generated a transgenic mouse line which overexpresses IL-
33 in keratinocytes. These mice spontaneously develop an
itchy dermatitis closely resembling AD at age 6–8 weeks
with thickened epidermis, skin infiltration of eosinophils and
mast cells, and high histamine and IgE levels in the blood
(77). Moreover, IL-5 and IL-13 expressing ILC2 numbers
are significantly increased in lesional skin, peripheral blood,
and regional lymph nodes. Administering a neutralizing
monoclonal anti-IL-5 antibody results in a marked reduction
of the inflammatory response as shown by a decreased
peripheral blood eosinophil count, milder thickened epidermis
and lower inflammatory infiltrates including eosinophils (77).

Unfortunately, a randomized, placebo-controlled parallel group
design study in patients with AD could not detect a clinical
improvement by administering a monoclonal antibody to human
interleukin-5 (mepolizumab) in two single doses of 750mg, given
1 week apart, despite a significant decrease in peripheral blood
eosinophils (78).

ROLE OF ILC IN ALLERGIC CONTACT
DERMATITIS

Allergic contact dermatitis (ACD) is a prevalent inflammatory
skin disease triggered by low molecular weight organic chemicals
or metal ions which penetrate the skin and bind covalently
or by complex formation to proteins thereby activating the
innate and adaptive immune response. ACD can be separated
into two phases. The sensitization phase, were antigen upon
first encounter with the skin is taken up by dendritic cells
and transferred to the regional draining lymph nodes to
be presented to antigen specific T-cells for priming. And
the elicitation phase that is induced by subsequent antigen
contact and leads to an infiltration of antigen-specific T-cells
into the skin peaking 24–48 h after second antigen contact.
In the mouse model of ACD, the contact hypersensitivity
(CHS) model, hapten-specific CD8+ cytotoxic T-cells are
thought to be the key effector cells in the elicitation phase
rendering CHS a classical type 1 driven adaptive immune
response (Figure 3). Typical haptens used in these models
comprise oxazolone, 2,4,6-Trinitrochlorobenzene (TNCB) or
2,4-dinitrofluorobenzene (DNFB) (79–81). In addition, we and
others have previously demonstrated that sensing of danger
signals by cells of the innate immune system including dendritic
cells, neutrophils, and mast cells represent a crucial element in
the initiation and elicitation of CHS responses (82–86).

NK Cells in Type 1 Dominated CHS
Responses
Group 1 ILCs consisting of NK cells and ILC1 are involved in
inflammatory bowel and allergic skin diseases in mice (12, 24,
87, 88). Regarding ACD Carbone et al. were able to characterize
CD56highCD16−CD62L− NK cells in an ex vivo human model
which accumulate in affected skin of hapten allergic human
individuals and these NK cells release type 1 cytokines and
induce keratinocyte apoptosis in vitro (23). In mice NK cells can
be further subdivided into two distinct subsets: CD49a+DX5−

liver-resident (Trail+) and CD49a−DX5+ conventional NK cells
(cNK) (12). Furthermore, cNK cells seem to express much higher
amounts of the transcription factor EOMES (87). Liver-resident
NK cells can mediate long-lived, antigen-specific adaptive recall
responses to haptens like DNFB and oxazolone independent
of B cells and T cells (24). Preceding was the finding that a
CHS response to several haptens can be elicited in Rag2−/−

mice lacking T- and B-cells but not in mice that either contain
dysfunctional NK cells (SCID × beige mice) or completely lack
NK cells (Rag2−/− Il2rg−/− mice). A proper CHS response
can be transferred by FACS-purified antigen-specific Thy-1+

Ly49C-I+ liver-resident NK cells from sensitized Rag2−/− mice
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when transferred into naive Rag2−/− Il2rg−/− recipients (24).
The same NK cell type seems to mount antigen specific
immunity against certain viral pathogens as well (88). Our
own investigations using the hapten TNCB support the role of
EOMES+ cNK cells as the dominant proinflammatory innate
cell type in the early phase of contact hypersensitivity. NK
cell numbers increase significantly 24 h in the ear skin of mice
after allergen challenge and produce type 1 marker cytokines
like IFN-γ and TNF (89). Taken together, NK cells seem to
represent a major driving force of the innate immune system in
CHS pathogenesis pathogenesis (Figures 3A–D).

Helper-Like ILC in Type 1 Dominated CHS
Responses
Very little is known about the involvement of helper-like ILC in
the pathogenesis of CHS, however there has been some indirect
evidence for it in the past. ILC2 are known to be a major source
of IL-13 production thus playing a crucial role in innate type
2 immune responses to worms and inhaled allergens (90, 91).
IL-13-deficient mice (Il13−/−) show impaired TH2 responses
induced by epicutaneous ovalbumin (OVA) exposure whereas
i.p. sensitization is normal and results in responses equivalent
to wild type mice (92). Interestingly, Il13−/− mice display an
even enhanced ear swelling responses to the hapten DNFB,
which is also known to elicit a type 1 T-cell driven immune
response (93), compared to wild type mice. At the time, this
finding was interpreted as a lack of TH2-mediated suppression
but it’s tempting to speculate that impaired ILC2 function in
this mouse model may also have contributed to a disinhibited
and thus exaggerated type 1 immune response. We recently
characterized cell numbers and cytokine production of all ILC
subgroups (ILC1-3 and NK cells) during the elicitation phase
of a CHS mouse model based on the hapten TNCB using an
ILC reporter system (89). Numbers of ILC are elevated in skin
draining lymph nodes, show an activated phenotype and produce
elevated amounts of their marker cytokines IL-13 and IL-5 at
late time points (48 and 72 h), i.e., during the resolution phase
of the inflammatory response in the skin. On the other hand,
NK cell numbers and their production of IFN-γ and TNF are
highest 24 h after allergen challenge paralleling the strongest skin
inflammation period (89). The latter is expected since TNCB
is known to elicit a type 1 driven immune response (93, 94).
However, lack of ILC achieved by either antibody mediated
depletion using an anti CD90.2mAb in Rag1−/− mice or by using
mice that selectively lack ILC2 [Rorαsg/floxIl7rCre/+mice (29)]
results in a significantly enhanced and long lasting inflammatory
response (89). The ear infiltrate of ILC depleted mice show
a tendency toward a more type 1 biased immune response
indicated by increased numbers of T-bet+ CD4+ T-cells (89).
This data supports the concept of a counter regulatory role for
ILC2 in CHS (Figures 3A–D).

Helper-Like ILC in Type 2 Dominated
Allergic Skin Responses
Some allergens like Fluorescein isothiocyanate (FITC) and
papain rather induce allergic type 2 immune responses with
increased IL-4 producing TH2 cell infiltrates in murine skin when
reapplied topically or intradermally (28, 95, 96), suggesting that

ILC2 might rather play a proinflammatory role in these models.
Along this line we demonstrated in a papain skin challenge
model that lack of IL-13-producing ILC2 leads to a marked
reduction of inflammation with less skin infiltrating TH2 cells
[(28); (Figures 3F–J)]. A first therapeutic approach in type 2
dominated allergic skin responses has been proposed by Bao
et al. They demonstrate that ILC2 numbers are increased in
the skin of FITC-challenged mice. In addition, intraperitoneal
injection of the cycloartane triterpene saponin Astragaloside
IV during the sensitization phase leads to a reduction of the
inflammatory response as seen by a decreased ear swelling
response, less production of pro-allergic cytokines like IL-
33 and TSLP, and significantly reduced numbers of ILC2
in the skin of these mice (97). Thus, ILC2 seem to have
contrary roles in type 1 and type 2 dominated allergic skin
reactions, respectively (Figure 3).

ROLE OF DERMAL ILC2 IN INNATE AND
ADAPTIVE IMMUNE CROSS TALK

Antigen Presentation by MHCII
ILC2 and ILC3 express MHCII molecules on their surface and
can act as antigen presenting cells for helper T cells (29, 51, 52).
Our own analysis of MHCII expression on ILC2 revealed that in
skin draining lymph nodes of mice ∼50% of the ILC2 express
MHCII, while in the skin only ∼3% express MHCII. Antibody
mediated depletion of ILC leads to a significant reduction of
MHCII positive ILC2 both in skin and LN (89). Currently, we
can only speculate that ILC2 might regulate effector T cells
in a direct fashion via MHCII. In line with this, Oliphant
et al. recently demonstrated that MHCII expression on ILC2
and subsequent antigen presentation to CD4+ T cells is crucial
for successful helminth expulsion in mice (29). The crosstalk
between ILC2 and CD4+ T cells seems to involve IL-2 since
activated CD4+ T cell-derived IL-2 has been shown to synergize
with IL-33 to stimulate ILC2 (29). Thus, lack of ILC2 may
lead to a higher availability of IL-2 for proliferation of other
effector cells like NK cells leading to an augmented response
in CHS.

Antigen Presentation by CD1a
Another way how ILC2 might crosslink innate and adaptive
immunity is by expressing the lipid-presenting molecule CD1a.
Other than classical MHC proteins that present peptides, CD1
molecules present endogenous and exogenous lipid antigens
to T lymphocytes (98). In a CHS model using the poison
ivy-derived lipid contact allergen urushiol, CD1a expressing
Langerhans cells are important to promote CD1a-restricted
CD4+ T cells to produce IL-17 and IL-22. Furthermore,
treatment with blocking antibodies against CD1a alleviates skin
inflammation dramatically (99). More recently Hardman et al.
demonstrated in a human skin challenge model that skin-derived
ILC2 not only express CD1a but are also capable of helping
CD1a-reactive T cells to sense S. aureus components in an
cytosolic phospholipase A2 (PLA2G4A) and TLR-dependent–
dependent manner, suggesting a new role for ILC2 in lipid
surveillance of the skin (100). Currently, it is unclear whether
this also applies for the adaptive immune response against
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urushiol. Taken together CD1a expression on ILC2 seems to
be clearly involved in shaping the phenotype of adaptive T
cell responses.

Crosstalk With Basophils and
Macrophages
Mashiko et al. reported significantly elevated frequencies
of basophils, ILC and TH2 cells in the lesional skin of
AD patients compared to patients suffering from psoriasis.
Interestingly, basophils and ILC2 are positively correlated in
skin, whereas skin basophils are inversely correlated with blood
ILC2 suggesting that skin basophils may attract circulating
ILC2 to skin of AD patients by IL-4 production (101). Kim
et al. detected elevated numbers of basophils and ILC that
form clusters in inflamed human AD skin compared to
control skin. Using the MC903-based AD mouse model in IL-
4/GFP reporter mice, they demonstrated that murine basophil
responses preceded ILC2 responses and those basophils are
the dominant IL-4-producing cell type in inflamed skin. In
addition, ILC2 express the IL-4 receptor IL-4Rα and proliferate
in an IL-4-dependent manner. Finally using Il4−/− mice Kim
et al. provide evidence that especially basophil-derived IL-
4 is necessary for proinflammatory ILC2 responses in the
skin (102).

Most notably, Egawa et al. have shown that basophil-derived
IL-4 converts Ly6C+CCR2+ inflammatory monocytes into anti-
inflammatory M2 macrophages in an IgE-mediated chronic
allergic inflammation (IgE-CAI) mouse model, a model where
basophils rather than mast cells and T cells play a critical
role for the elicitation of allergic response (103, 104). In this
model, skin infiltrating monocytes acquire anM2-like phenotype
in an IL-4R- and basophil-dependent manner and adoptive
transfer of Ly6C+CCR2+ inflammatory monocytes dampens
the exacerbated IgE-CAI in CCR2−/− mice which also requires
IL-4R signaling (103). Thus, it is tempting to speculate, that
basophil-derived IL-4 may promote pro-inflammatory responses
via ILC2 and anti-inflammatory signals via M2 macrophages at
the same time, leading to a counterbalanced immune response.
However, the role of ILC2 in the IgE-CAI model is not known
so far.

On the other side, ILC2 have been shown to promote
polarization of the anti-inflammatory M2 macrophages by
producing type-2 cytokines (IL-4, IL-5, and IL-13) in an renal
ischemia-reperfusion injury model and experimental cerebral
malaria (105, 106). Furthermore, in obese mice PD-1high ILC2
are inhibited by PD-L1 expressing M1 macrophages which is
promoted by TNF. PD-1 blockade improves ILC2 function,
reinforces type 2 innate responses and promotes adipose
tissue homeostasis (107, 108). Interestingly, in an serum-
induced arthritis mouse model ILC2 were indispensable for
dampening proinflammatory IL-1β secretion by bone marrow-
derived macrophages (109). Finally, basophil-derived IL-4 seems
to be essential for M2 macrophage mediated trapping of
Nippostrongylus Brasiliensis larvae in the skin during second
infection of mice thereby leading to reduced worm burden in the
lung (110). However, basophils had no apparent contribution to

worm expulsion from the intestine highlighting their crucial role
in the skin (110).

Taken together, there seems to be an intense crosstalk between
basophils, ILC2 and macrophages involving cytokines like IL-
4, IL-13, and IL1β and resulting in differential polarization of
macrophages dependent on the disease model. How these three
cell type interact in AD and CHS remains to be elucidated.

Crosstalk With Dendritic Cells
Using the protease-allergen papain which induces type 2 allergic
airway and skin inflammation we showed that ILC2 are
necessary for mounting an appropriate antigen specific TH2
memory response and that ILC2 activation clearly precedes TH2
involvement in papain induced airway and skin inflammation
(28). Furthermore, ILC2-derived IL-13 is needed for the
activation and expansion of an allergen-induced subset of
dendritic cells (CD11b+CD103−IRF4+) which produce the TH2
cell chemoattractant CCL17. Using ILC2-deficient mice, we
demonstrated that dermal ILC2 are crucial to mediate expansion
of CCL17+ dendritic cells after skin challenge with papain
finally leading to an effective TH2 memory response. Thus, ILC2
licensing of dendritic cells is a critical component of the memory
TH2 cell response to certain allergens at barrier sites (28).

INFLUENCE OF SKIN MICROBIOTA ON
ILC2 IMMUNITY

As mentioned earlier, filaggrin mutant mice significantly differ in
their microbiome composition compared to wild type mice and
do not develop skin inflammation under germ-free conditions
prompting a crucial role for the microbiome in shaping this
setting (74). Several studies have investigated the role of skin
commensal bacteria in shaping the host immune cell functions of
this organ (111–113). This mostly involves skin derived dendritic
cells as sensors of bacterial antigens which promote development
of commensal-specific T cells. These T cells help to improve
tissue repair and protection to pathogens rendering them as
important players in the skin homeostasis (111, 112).

When analyzing different skin-derived bacterial strains in a
pediatric AD cohort over time, Byrd et al. were able to detect
certain clonal S. aureus strains which are associated with more
severe disease (113). Interestingly, heterogeneous Staphylococcus
epidermidis strains were found in patients with less severe disease
indicating that clonal expansion of certain bacterial strains can
trigger proinflammatory responses in human AD. Furthermore,
S. aureus isolates from AD patients with more severe flares can
induce epidermal thickening and expansion of cutaneous TH2
and TH17 cells in a murine AD model (113).

These findings are suggesting a role of the microbiome to
shape ILC2 functions as well. Interestingly, ILC2 distribution
and homeostatic function in bone marrow, fat, lung, gut,
and skin seems to be independent of commensal microbiota
when comparing SPF to germ free mice (114). However, in
mouse model of chronic obstructive pulmonary disease (COPD),
challenge with S. aureus or Haemophilis influenzae lead to loss
of GATA-3 expression in ILC2 and a subsequent increase in the
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expression of IL-12Rβ2, IL-18Rα, and T-bet giving them an ILC1-
like phenotype (115). This ILC2 plasticity can also be influenced
by viral stimuli especially influenza A virus (115).

Taken together, there is substantial evidence that
the microbiome is involved in shaping ILC2 function
and plasticity, especially in inflammatory lung diseases.
Whether this concept also applies to the pathogenesis of
inflammatory skin disease like AD and CHS remains to
be determined.

TYPE 1 AND TYPE 2 COUNTER
REGULATION IN CHS

Type 1 and type 2 immune responses are known to tightly
counter-regulate each other (116). TH1 cytokines such as IFN-
γ have been shown to antagonize the function of ILC2 and
type 2 innate immune responses in mouse models of allergic
lung inflammation and viral respiratory tract infections (13,
117). ILC2-mediated lung inflammation is enhanced in the
absence of the IFN-γ receptor on ILC2 cells in vivo and IFN-γ
effectively suppresses the function of tissue-resident ILC2 cells,
two observations that clearly suggest a suppressive function of
type 1 cytokines on ILC2 (13). Our own investigations reveal
that TNCB based CHS in a mouse model is counter regulated
by activated ILC, since lack of all ILC or ILC2 alone leads to
a dramatic increase in the inflammatory response with a type 1
immune response bias (89). More recently, it has been reported
that in the early stage of papain-induced lung inflammation in
mice, depletion of NK cells results in increased numbers and
cytokine production of ILC2, suggesting that NK cells negatively
regulate ILC2 (118). Hapten based CHS experiments in Il15−/−

mice, which lack NK cells, demonstrate dramatically reduced
ear swelling responses and at the same time increased numbers
of ILC2 in skin and skin draining lymph nodes (89). Thus, a
mutual balance between type 1 and type 2 immunity may also
exist in CHS, in whichNK cells negatively regulate ILC2 and ILC2
counter regulate type 1 immune responses mainly driven by NK
cells, TH1, and TC1 cells.

Recently, Kim et al. identified IL-10-producing lineage
negative lymphoid cells that show elevated numbers in the
axillary as well as inguinal lymph nodes and ear tissues of
Oxazolone challenged mice suggesting a possible regulatory role
of ILC (119). These cells were designated “ILC10” and identified
by expression of markers like CD45, CD127, and Sca-1, while
detailed characterization of the exact ILC subpopulation was not
provided. Along the same line, an IL-10 producing ILC2 effector
cell population has recently been described in murine lung and
suggested to regulate immune responses in a papain induced
allergic lung inflammation model (4). These studies prompted
us to address the presence of IL-10 producing ILC. Using highly
sensitive IL-10 transcriptional reporter mice (120) we, however,
could not identify relevant numbers of IL-10 transcribing lineage
negative cells in different tissues (skin, lymph nodes, blood, and
spleen) in the TNCB induced CHS model (89). Thus, at least in
our hands ILC derived IL-10 does not appear to be responsible for
the regulatory effects of ILC in type 1 dominated CHS of the skin.

Nevertheless, ILC2 are reported to promote regulatory T
(Treg) cell expansion, thus framing the hypothesis that ILC2 can
regulate inflammation indirectly. Molofski et al. demonstrated
that ICOSL expression by ILC2 can stimulate ICOS+ Treg cells,
providing a potential indirect link between IL-33 and Treg
cells (121). In line with this, Rauber et al. could demonstrate
that IL-9 producing ILC2 are crucial in promoting Treg driven
anti-inflammatory effects in an antigen-induced arthritis mouse
model. This ILC2/Treg interaction was dependent on direct cell
contact involving ICOS–ICOSL interaction (122).

We recently showed that IL-33-induced OX40L expression
by ILC2 is critical for tissue-specific expansion of Treg
cells (32). Moreover, our data indicates that OX40L/OX40-
driven interactions between ILC2 and Treg cells preferentially
expands GATA3+ Treg cells, which are thought to be
tissue-resident and functionally primed (123). IL-33-induced
OX40L expression by ILC2 and the associated Treg cell
expansion seems to be restricted to specific anatomical locations
such as the airway and adipose tissue but not LN or gut
(32). Thus, it remains unknown if a similar mechanism or
alternative ILC2-independent suppressive pathways are involved
in the skin.

Malhotra et al. recently found skin resident RORα-expressing
Tregs to dampen ILC2-driven inflammation in a mouse
model for atopic dermatitis (124). This effect is thought
to be based on the enhanced expression of TNF ligand–
related molecule 1 (TL1A) and death receptor 3 (DR3)
on ILC2 as well as suppressed IL-4 expression. RORα-
expressing Tregs are found in higher numbers in human skin
compared to peripheral blood suggesting a possible counter
regulatory role for these cells in ILC2-driven allergic skin
diseases (124).

Taken together, these data show that ILC2 can act as
modulators of the adaptive immune response and that the
functional outcome very much depends on the context of the
inflammatory reaction that is analyzed. In type 2 dominated
skin inflammation ILC2 seem to be primarily proinflammatory
while in the context of a type 1 dominated immune response
ILC2 can act as regulators that help to counterbalance the
inflammatory reaction (Figure 3).

CONCLUDING REMARKS AND OUTLOOK

Innate lymphoid cells are increasingly emerging as important
effectors of the innate immune system finally shaping a
distinctive adaptive immune response. This includes on the
one side important physiological functions in promoting wound
healing, adipose tissue homeostasis, protection from pathogens
and dampening of certain inflammatory disorders via Treg
induction. On the other side, ILC2 have been shown to be
important proinflammatory players in diseases like allergic
asthma and atopic dermatitis. In the case of atopic dermatitis
ILC2 have been described to be the major proinflammatory ILC
subtype accountable for the production of marker cytokines like
IL-13 and IL-5, cross-talk with other innate cells like basophils
and dendritic cells, and finally promoting the development of
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TH2 cells. ILC2 will continue to be of high interest as possible
targets in AD therapy, especially concerning their potential to
produce high amounts of cytokines.

Immunologic reaction in allergic contact dermatitis can
differ depending on the type of hapten used. Haptens like
TNCB or oxazolone inducing type 1 responses clearly favor NK
cells and TH1 cells as the driving proinflammatory force. In
these models ILC2 may have counter regulatory functions as
our own investigations suggest. On the other side, in allergic
type 2 responses of the skin, induced by distinct haptens like
FITC or protein allergens like papain, ILC2 seem to have a
proinflammatory role. These observations clearly emphasize a
context dependent function of ILC2 which is determined by the
type of model analyzed (type 1 or type 2 dominated).

Additionally, ILC2 have recently been shown to be part of
a neuro-immune interface. ILC2 function can be influenced by
the neuropeptide neuromedin U (NMU) secreted by cholinergic
neurons in the mucosal tissue of the gut and lungs. This goes
in line with other studies showing that further neuroendocrine
factors like norepinephrine, vasoactive intestinal peptide (VIP),
calcitonin gene-related peptide (CGRP), and acetylcholine can
modify ILC2 function as well (125–131). Furthermore, challenge
of mouse skin with the poison ivy compound urushiol leads to an
increase in IL-33 expression which can act on small to medium-
sized dorsal root ganglion neurons that innervate the skin and
express the IL-33 receptor ST2 (132). Strikingly, targeting IL-
33 by either neutralizing antibodies or intrathecal application
of ST2 siRNA results in significantly reduced itching and
subsequently less scratching behavior in these mice, suggesting
a new therapeutic approach in poison ivy ACD (132). Since
pruritus is a hallmark symptom of ACD in humans and
mice which is mediated by certain sensory neurons (133) it

is tempting to speculate that this new identified “neuron-
ILC2 unit” may also be important in the pathogenesis of AD
and ACD. This hypothesis is further supported by studies
showing that type 2 cytokines like TSLP and IL-4 can enhance
itching (134, 135).

Taken together, the picture of ILC function in allergic skin
diseases is far from complete. Further investigations especially
on the mode of action of how ILC modify immune responses
in a context dependent fashion are needed to fill this gap
of knowledge.
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Innate lymphoid cells (ILCs) are a group of immune cells that are important for defense

against pathogens, tissue repair, and lymphoid organogenesis. They share similar

characteristics with various subsets of helper T cells but lack specific antigen receptors.

Interleukin-7 (IL-7) and thymic stromal lymphopoietin (TSLP) are cytokines that engage

the IL-7Rα and have major roles in dictating the fate of ILCs. Recent advances in the field

have revealed transcriptional programs associated with ILC development and function. In

this article, we will review recent studies of the role of IL-7 and TSLP in ILC development

and function during infection and inflammation.

Keywords: IL-7, TSLP, innate lymphoid cells, mucosal immunity, lymphopoiesis, inflammation

INTRODUCTION

Innate lymphoid cells (ILCs) are a recently discovered subset of immune cells critical for
the development of innate immunity against external pathogens, facilitating tissue repair, and
mediating inflammation at multiple mucosal sites (1). It has become clear that these cells are
major contributors despite being rare in proportion among immune cells. Although they lack
antigen receptors, ILCs share multiple developmental circuitries with and are ancestral to the more
abundant adaptive lymphoid cells. Both populations of lymphoid cells are known to develop from
the same stem cell precursors in the bone marrow called common lymphoid precursors (CLPs) (2–
5). In addition to sharing common progenitors with adaptive cells in the bone marrow, ILCs also
require similar growth factors and cytokines to develop and function. The interleukin-7 receptor
α (IL-7Rα or CD127) dependent cytokines, IL-7 and thymic stromal lymphopoietin (TSLP) are
examples of such cytokines and they play an important role in determining the fate and function of
ILCs (1, 6, 7). IL-7 is canonically important for the early development of B and T cells from bone
marrow precursors and the thymic development of T cells (8, 9). Mature T cells also require IL-7
for survival, proliferation and multiple effector functions during infections and tumor infiltration
(10–13). TSLP is mainly and constitutively produced by epithelial cells of the skin, gut and lungs,
and shapes the response of dendritic cells and T cells against invading pathogens in a typical type
2 “weep and sweep” response that when misdirected, may also contribute to asthma and allergic
inflammation (14–17).

Due to the heterogeneity in ILC populations and their multiple precursors, and our incomplete
understanding of the biological factors (transcription factors, cytokines, disease states, etc.) that
dictate ILC lineage commitment and function, we lack the knowledge to use ILC biology to develop
new treatments or understand the precise role of ILCs in response to current therapeutics. For
example, cytokines that govern adaptive lymphoid cells such as rhIL-7 are in multiple clinical trials

33
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for treatment of HIV, solid tumors, T cell reconstitution, and
enhancing CAR-T cell therapy for B-cell lymphomas, yet the
effects this may have on ILCs and other disease outcomes
is understudied (18). In this review we will discuss relevant
findings on the roles of IL-7 and TSLP in ILC development
and function at various tissue sites as well as the mechanisms
involved downstream of their signals. Where appropriate, we
will also identify the significant gaps in the field and possible
future directions.

IL-7 AND TSLP

IL-7Rα is found on multiple subsets of lymphoid cells during
their developmental and mature states. Both IL-7 and TSLP
use IL-7Rα to initiate the formation of a heterodimeric
receptor. IL-7 is a common gamma chain (γc) cytokine and
requires the heterodimerization of IL-7Rα with the γc receptor
(CD132) for signaling (19), whereas TSLP signaling requires
heterodimerization with the TSLP receptor (TSLPR) (20, 21)
(Figure 1).

IL-7 is produced mainly by stromal cells in the bone marrow
and thymus under steady state where it plays an indispensable
role in the development of both pre- and pro-B cells in the
bone marrow (22). The dynamic expression of IL-7Ra was
shown to be critical for IL-7 responsiveness for specific stages
of maturation in the thymus in shaping T cell development and
survival (23–25). In addition to being an essential factor for
B and T cell development, IL-7 can also influence effector T
cells. For instance, exogenous IL-7 treatment enhances cytotoxic
CD8T cell anti-tumor activity and reverses T cell exhaustion
caused by chronic LCMV infection, and thus, preventing liver
pathology (10, 11).

While IL-7 is known to be produced mainly in the stromal
and epithelial cells of the bone marrow and thymus respectively,

FIGURE 1 | Illustration of the IL-7 and TSLP receptor complexes with the binding affinities. IL-7 signals through IL-7Rα paired with the γc receptor, and TSLP signals

through IL-7Rα paired with the TSLP receptor. Jak/STAT signaling is crucial in transduction of signal for both cytokines.

the cells in the various other tissues that are capable of producing
this cytokine are elusive (26). It is clear that the main producers
are radio resistant cells of non-hematopoietic origin (27). IL-
7 can be detected at low levels in the small intestine, lungs,
liver, and skin where it can modulate T cell responses (28–
32). In addition, through use of IL-7-eGFP mice, it became
apparent that while stromal and epithelial cells contribute to IL-
7 production, lymphatic endothelial cells are the key producers
of IL-7 throughout the body including mucosal tissues such as
the lung (33, 34). However, whether these cells are the primary
source of IL-7 during inflammation, and if they play a role in ILC
responses, remains a question.

What regulates the expression or availability of IL-7 in
mucosal barrier tissues is not entirely clear. In the liver, LPS
induced TLR stimulation leads to TRIF dependent expression of
IL-7 in hepatic cells (28). Whether this mechanism is conserved
in other tissues is not known. Interestingly however, while
both ILCs and T cells express IL-7Rα, the expression of this
receptor is significantly higher on ILCs due to an increased
resistance to IL-7 mediated internalization (27). As such, ILCs
are key regulators of the availability of IL-7 in lymphoid tissues
acting as a cytokine sink and limiting IL-7 availability to other
cells such as T cells which depend on IL-7 for homeostatic
proliferation (27). Considering T cells heavily outnumber ILCs,
further investigation is necessary to determine the extent to
which ILCs limit the availability of IL-7 in peripheral tissues
and how that affects other immune cells during homeostasis
and inflammation.

TSLPwas originally identified in a conditionedmurine thymic
stromal cell line supernatant and reported to play a role in
the in vitro development of B cells (35–37). However, loss of
function in vivo studies have demonstratedminimal or secondary
role for TSLP in lymphoid development (22, 38, 39). IL-7
and TSLP are often compared with each other owing to their
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shared dependency on IL-7Rα and ability to activate STAT5,
albeit through different JAK proteins (40). However, despite its
discovery from thymic cells and its nomenclature, TSLP is mainly
produced in a constitutive manner by epithelial cells, notably by
keratinocytes and that of mucosal organs such as the intestine
and lungs (14, 15, 41, 42). There is strong evidence suggesting
its importance in maintaining barrier integrity in these locations
upon infection and inflammation through tissue remodeling
and by conditioning dendritic cells (DCs) toward a tolerogenic
phenotype. This supports the development of regulatory T cells
and polarization of activated helper T cells to exhibit type 2
(Th2) characteristics (14–17). Altogether, these findings suggest
roles for TSLP that are not only segregated spatially and possibly
temporally from that of IL-7 but also serve a unique function in
developing immune responses.

ILC SUBSETS AND THEIR ORIGIN

Terminally differentiated ILCs closely resemble helper T cells,
such that a version of a helper ILC mirrors each of Th1, 2, 17
helper T cells in terms of key transcription factor dependency,
cytokine output, and resulting pathologies (43, 44). In fact, most
of what we have learned about the function and development of
ILCs since their discovery has been aided by our knowledge of
T cells.

ILCs have been documented and categorized into three
general helper ILC groups. Group 1 ILCs (ILC1s) are found
in various tissues including the small intestine and liver, are
dependent on T-bet and produce the Th1 cytokines IFN-γ and
TNF- α (4, 45). Natural killer (NK) cells are similar to ILC1s but
are not considered part of the helper ILC subset and generally
do not express the IL-7Rα (45). However, some tissue NK cells
express a range of IL-7Rα levels, like in the thymus, colon, and
small intestine lamina propria (siLP) (46, 47). Group 2 ILCs
(ILC2s) express GATA3 prominently, similar to Th2 cells, and
likewise, produce IL-5, IL-13, and in some conditions IL-9 when
activated by the alarmins TSLP, IL-33, and IL-25 (6, 48–50).
They are also the major ILC subset found in the lungs and play
an important role in airway immunity (51, 52). Group 3 ILCs
(ILC3s) are RORγt-dependent, like Th17 cells, and consist of
a major subset that produces IL-17 and IL-22 in response to
IL-23 and are critical for intestinal immunity against pathogens
(1, 53). Another subset of ILCs are the Lymphoid Tissue inducer
cells (LTi), which are also RORγt-dependent group 3 ILCs, and
are considered important for the development of secondary
lymphoid organs (54).

In mice, the fetal liver serves as the earliest known source
of ILCs where IL-7 is known to be produced and support
the development of other lymphoid cells (5, 55). The various
precursors at different stages of ILC development are primarily
studied using mouse models and are classified based on their
surface markers and the transcription factors that lead to
their lineage restriction. Common lymphoid progenitors (CLPs)
are descendants of lymphoid-primed multipotent progenitors
(LMPPs) which largely do not express IL-7Rα and are the source
of all lymphoid cells (56). CLPs can develop into all lymphoid

cell progenitor subsets including α-lymphoid progenitors (αLP),
early innate lymphoid progenitors (EILPs), and the common
helper innate lymphoid precursors (CHILPs) (57, 58). αLP and
EILPs can develop into all of the known ILC subsets including
ILCs 1, 2 and 3 and conventional NK cells (57, 58). These
cells are also known as global innate lymphoid progenitors
(GILPs). The more restricted precursors, Id2+ common helper
innate lymphoid precursor (CHILPs), can generate all helper ILC
subsets (ILC1, 2, 3 and LTi) but not NK cells (4). LTi cells arise
from PLZF− precursors while the rest of the helper ILCs 1, 2, and
3 arise from PLZF+ innate lymphoid precursors (5). However, it
is important to note that a hierarchical model of development is
prone to revision based on new studies. The developmental stages
and potentials of the various ILC precursors are more nuanced
and complex, and can change depending on the organism, age,
sex, inflammation, and the tissues examined (55).

When helper ILCs were discovered as a new subset of immune
cells and reported to play important roles in immunity, they
were described as IL-7Rα+ cells. Aside from being an important
defining marker for a major subset of ILCs, IL-7Rα is important
in mediating IL-7 and TSLP signaling in these cells to promote
their development and function.

IL-7Rα IN THE DEVELOPMENT OF ILCs

IL-7 and ILC Development
IL-7 is indispensable for the development of all helper ILCs.
The role of IL-7 in ILC development was initially discovered in
LTi cells. It is now well-established that IL-7 is important for
LTi cell development and therefore the architecture of secondary
lymphoid organs (59–61) [reviewed in (62).] The more recent
discovery of the helper-ILC groups extended the importance of
IL-7 to the development of other ILCs. It was first reported
that “natural helper” cells (now called ILC2s) associated with
the adipose tissue depend on IL-7 to survive and maintain
their numbers in the tissue (6). Despite these findings, we have
been unaware of how IL-7 instructs the development of ILCs.
The recent unveiling of the heterogeneity in ILC precursors
and their transcription factor dependency has now led to a
better understanding of the factors that mediate the development
of ILCs. Nuclear factor IL-3 (NFIL3) is a transcription factor
required for NK cell development, and it was more recently
found to be critical for the development of all other ILCs (4,
58, 63–66). The expression of NFIL3 in CLPs requires IL-7,
which directs STAT5 activation and binding of pSTAT5 to the
NFIL3 promoter (63). NFIL3 expression is specifically required
for Id2 expression and generation of CHILPs, and hence the
development of all helper-ILCs (63). While it is better established
that IL-7 controls pan helper-ILC development through control
of a common precursor from CLPs to CHILPs, it is less clear
how IL-7 controls development of more committed PLZF+ ILC
precursors (ILCPs) from CHILPs. It is known that expression
of GATA3 at the CHILP stage is required for the development
of ILCPs that give rise to the majority of the ILC lineage (67).
Since GATA3 is downstream of STAT5, it is possible that IL-7
signaling is important if not indispensable in the development
of ILCPs and their ILC2 progenies through related pathways
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(68, 69). In addition to inducing GATA3 in ILC2s, a recent studies
have found STAT5 to be a major regulator of ILC homeostasis
by regulating multiple networks ranging from survival factors
such as Bcl-2 and transcription factors such as T-bet, RORγt, and
Sall3 which each play a role in the function and differentiation of
various ILC subsets (70, 71) (Figure 2).

In addition to the BM, IL-7 is produced in the fetal liver where
earliest progenitors of ILCs can be found (72). Moreover, IL-7
is known to orchestrate the development of lymphoid cells in
this tissue (73). IL-7 is also abundant in the thymus where T
cells develop from early thymic progenitors (ETPs). Increasing
evidence suggests thymic development of ILCs, however, it is
unclear to what degree the thymus serves as a source of ILCs

and whether ILCs and T cells share the same thymic progenitors.
Early studies describe a mouse thymic NK cell subset that
expressed the IL-7Rα depends on IL-7 for their development
and has the capability to seed peripheral tissues (47). These
murine thymic NK cells also shared similar characteristics to
human CD56+ NK cells (47). More recent studies have shown
E-proteins E2A and HEB to be specifiers of T cell commitment in
thymic precursors and their deletion leads to a skew toward ILC2
development, suggesting that thymocytes explore multiple fates
before commitment (74, 75). Furthermore, IL-7Rα expression is
inversely correlated with the expression of E-proteins in early
ILC progenitors in the BM but correlates directly with that of
Id2. This suggests an increased dependence on IL-7 for ILC

FIGURE 2 | ILC development in the bone marrow (BM) is highly dependent on IL-7 signaling. IL-7 engagement with the IL-7 Receptor complex activates STAT5.

TSLPR expression on BM ILC precursors is not clear and its functional role in the development of ILCs is minimal. STAT5 activation by IL-7 induces NFIL3 in common

lymphoid progenitors (CLPs) in the BM of adult mice and this is required for the expression of ID2 and generation of all helper ILCs. STAT5 is also important for the

induction of GATA3 which can play an important role in the development of all ILCs at any stage between common helper innate lymphoid precursors (CHILP) and

innate lymphoid precursors (ILCPs) to group 2 innate lymphoid cells (ILC2s). In ILCs STAT5 also induces RORγt and Tbet. The extent to which this plays role in

terminal differentiation of ILCP to ILC 1, 2 and 3 is not clear. While IL-7 is critical for the development of LTi cells and thus lymph nodes, TSLP can partially

compensate for the loss of IL-7.
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development. To better understand the role of IL-7 in thymic ILC
development, it is important that we elucidate its downstream
signaling in various ILC precursors in the BM and thymus.

IL-7 has recently been found at the center of ILC
differentiation. For instance, the quantity of IL-7 that is available
combined with the strength and duration of Notch signaling
can dictate the fate of mouse fetal liver derived CLPs (76).
Whereas, high IL-7 andmediumNotch signaling favors ILC2 and
ILC1/NK cell differentiation, low IL-7 and high Notch signaling
favors T cell differentiation in mice (76). The results are however
different when human hematopoietic progenitor cells are treated
in a similar manner, where IL-7, and Notch signaling induce
ILC3 differentiation while suppressing IL-15 induced NK cell
differentiation (77). These findings reveal contrasting roles for
IL-7 in ILC differentiation which can be explained by differences
in mouse and human hematopoiesis and progenitor sources.
Further studies are needed to identify other contributing factors
that create divergent roles for IL-7.

While IL-7 is clearly crucial to the development of ILCs,
other cytokines can partially compensate for IL-7 or drive IL-
7-independent maintenance of ILCs. For instance, IL-15 (a γc
cytokine) can partially complement IL-7’s defects in ILCs in
IL-7Rα−/− mice (46). This is based on a study that found
residual ILCs in IL-7Rα−/− mice express the IL-15Rβ and
respond variably to IL-15 in vitro through increased survival
depending on the type of ILCs (46). Further assessment of IL-
15−/−, IL-7Rα−/−, and IL-7Rα−/− IL-15−/− mice revealed IL-
7-independent sustenance of ILCs by IL-15 that varied in degrees
depending on the type of ILCs and the tissue examined. Most
notably, NK cells were normal in numbers in IL-7Rα−/− mice
but greatly reduced in IL-15−/− mice as expected (46). However,
IL-7Rα−/− IL-15−/− mice had greater loss of NK cells compared
to IL-15−/− mice, more so in the colon than the siLP. Consistent
with this is the higher expression of IL-7Rα observed by colon
NK cells compared to siLP NK cells. This suggests a supportive
role for IL-7 in NK cell development in a tissue specific manner.
ILC1s were only marginally reduced in IL-7Rα−/− and IL-15−/−

mice compared to WT mice, while IL-7Rα−/− IL-15−/− mice
experienced a multi-fold reduction in ILC1s in the colon and the
siLP, suggesting a synergistic contribution by both cytokines in
development/maintenance of ILC1s (46). While IL-15−/− mice
have normal number of NKp46+ and CCR6+ ILC3s in the
siLP and colon, loss of both IL-7 and IL-15 signaling results in
even greater loss of these cells compared to IL-7Rα−/− mice.
Similarly, IL-7Rα−/− IL-15−/− mice had greater reduction in
number of ILC2s in the siLP and colon than IL-7Rα−/− mice.
However, IL-7Rα−/− and IL-7Rα−/− IL-15−/− mice have equal
numbers of ILC2Ps suggesting a supportive role for IL-15 in
survival of ILC2s in the periphery (46). The subset of ILC2s
most affected in IL-7Rα−/− mice were ST2+ KLRG1+ ILC2s
while ST2− ILC2s were unaffected. The functional importance
of these residual ILC2s has yet to be determined. Since they
lack ST2 (IL-33 receptor) and are IL-7Rα deficient, they are
non-responsive to IL-33, IL-7, and TSLP—the most potent
activators of ILC2s—what are the cytokines that activate these
cells? Common gamma chain cytokines including IL-7 and IL-
15 use the γc receptor which relies on Jak3 to transmit signals.
Loss or mutation of this receptor leads to loss of multiple ILC

subsets in mice and inhibition of Jak3 using tofacitinib abrogates
human ILC1 and 3 proliferation and development in vitro (78).
Investigating downstream signaling factors can help identify
overlapping pathways that are necessary for the development
of ILCs.

FLT3 ligand (FLT3L) can also compensate for IL-7 in ILC
development (79). IL-7−/− mice present with normal numbers
of NK cells in the small intestine but have reduced ILC2s
and ILC3s. Loss of FLT3L depletes all ILCs including NK cells
suggesting a role for FLT3 that is earlier than that of IL-7 in
ILC development (79). Treatment with rFLT3L for 10 days can
restore all ILC populations in of IL-7−/− mice except for ILC2s
which suggests either a greater dependence on IL-7 by ILC2s or
that FLT3L mediated rescue of ILCs occurs at later stages of ILC
development, perhaps after commitment to specific groups.

TSLP and ILC Development
The influence of TSLP in the development of ILCs is minimal,
as previous reports using TSLPR−/− mice have shown normal
numbers of ILC2s in the lungs (80). This is not surprising since
its effect in lymphopoiesis is insubstantial as well. Although loss
of TSLP signaling has little effect on lymphopoiesis, addition of
TSLP to in vitro cultures can enhance mouse and human B cell as
well as mouse T cell expansion from hematopoietic progenitors
sourced from fetal liver (37, 81–83). It is however, unclear if ILC
progenitors express the TSLPR and if significant levels of TSLP
are produced in the fetal liver and bone marrow.

Both IL-7 and TSLP use the IL-7Rα but the increased
importance that IL-7 has compared to TSLP in lymphoid
development may stem from the increased binding affinity of IL-
7 to its receptors, ormore likely due to the established importance
of γc/Jak3 in ILC development. Understanding how well TSLPR
and/or Jak2 facilitate ILC development will be important to make
a definitive statement.

Most studies of TSLP are in the context of ILC2s since
no other ILCs have been reported to express the receptor for
TSLP. Nonetheless, ILC research is in its preliminary stages and
identification of the transcriptional dependencies of the various
ILC subsets is in progress. It is possible that TSLP can mediate
aspects of ILC development through unidentified pathways that
are possibly masked by our current method of grouping ILCs.
Supporting this hypothesis, over expression of TSLP has been
shown to support the development of LTis in a compensatory
manner in IL-7-deficient mice (61) (Figure 2). It is unknown
whether these effects by TSLP are direct or indirect. Since
the manipulation of TSLP and/or IL-7 signaling is integral for
drugs that treat several conditions including allergies, cancers
and infectious diseases, it is important that we have a better
understanding of the interplay between the two cytokines in ILC
development to design more efficient drug treatments (18, 84).

IL-7Rα IN ILC HOMEOSTASIS AND
FUNCTION

IL-7 and ILC Function
While studies on IL-7’s developmental roles in ILCs are
substantial, research in its effector functions are relatively
modest. Indeed, IL-7 was considered an important factor for the
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development of T cells long before its role in effector functions
was examined. IL-7 is mainly produced in primary lymphoid
tissues such as the bone marrow and thymic stromal cells where
immune cell development occurs (26, 85). However, this cytokine
is also produced in secondary lymphoid organs and can be
induced in skin, lung, intestinal epithelial cells, and liver as shown
by fluorescence microscopy of IL-7 reporter mice and ELISA
(28, 29, 32, 85, 86). The extent of our knowledge on IL-7 and ILC
function is based on a series of in vitro experiments.

IL-7 alone or with IL-33 can stimulate the production of Th2
cytokines, IL-5 and IL-13, from murine ILC2s (6, 48, 50, 87)
(Figure 3). These Th2 cytokines are important factors produced
by ILC2s that promote helminth expulsion, antiviral effects, and
tissue repair. A recent study showed that mice lacking T-bet
had increased number of ILC2s and production of IL-5 and
IL-13 leading to enhanced worm clearance during a Trichinella
spiralis infection (88). This activity in ILC2s correlated with
higher expression of IL-7Rα leading to increased activation of
STAT5 (88). This suggests that T-bet is a regulator of IL-7Rα

expression, and that IL-7 may enhance ILC2 function (88). This
necessitates further in vivo examination of the role of IL-7 in
ILC2 function.

RORγt+ ILC3 derived IL-22 plays an important role in
defense and regulation of pathogenic and non-pathogenic
bacteria in the intestine by maintaining barrier integrity and
inducing anti-microbial peptide expression by epithelial cells
such as RegIIIγ and RegIIIβ (89–91). RORγt+ ILC3s can however
lose these abilities and differentiate into RORγt− cells through
stimulation with IL-12 and IL-15 (92). This leads to their
conversion from IL-22 producing ILC3s to IFN-γ producing
ILC1-like cells. Together with the microbiota, IL-7 is able to
counteract this transition by stabilizing RORγt expression (92)
(Figure 4). IL-23 is the key cytokine responsible for RORγt-
mediated IL-22 production by ILC3s (93). This finding suggests
that IL-7 may in part be important for maintaining the IL-
22 production status in ILC3s, which is pivotal for host
defense and barrier integrity during bacterial infection. Indeed,
IL-7 stimulation can induce RORγt expression and play a
supportive role in IL-23mediated IL-22 production in ILC3s (94).
Furthermore, in vitro co-culture of IL-7 producing mesenchymal
stromal cells (MSCs) with ILC3s led to IL-22 production and
enhanced IL-2 induced proliferation of ILC3s (95). This was due
to IL-7 derived fromMSCs as measured by ELISA (95).

IL-7, together with retinoic acid (RA), is also important
for homing of ILCs to gut-associated tissues by upregulating
ILC3-intrinsic expression of α4β7 and selectin ligands, an effect
mediated by IL-7 in T cell homing as well (96, 97) (Figure 4).
Interestingly, IL-7 is also required for survival of ILC3s in the LN
post-development, which in turn is important for homing naïve
T cells to lymphoid tissues (98). It should be noted however, that
while the RA/IL-7 axis has a positive effect on ILC3s, treatment
with RA reduces IL-7Rα expression in ILC2s and ILC2Ps and
this leads to reduced numbers of ILC2s possibly through reduced
survival, homing or development (99) (Figure 4). Taken together,
IL-7 plays diverse roles in dictating ILC function but new
approaches are necessary to clarify them and clearly distinguish
them from IL-7’s developmental roles.

FIGURE 3 | Continued
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FIGURE 3 | ILC2s in the lung, small intestine, and skin are activated by

alarmins following exposure to virus, helminthes, or allergens and this induces

cytokine production in ILC2s. IL-7 and TSLP significantly enhance the effect of

IL-33 in multiple mucosal sites. TSLP and IL-33 synergistically induce the

expression of IL-9 in an IRF4 dependent manner in ILC2s. Through autocrine

signaling, this can enhance the production of IL-5 and IL-13 and IL-9R in a

GATA3 dependent manner, thus creating a positive feedback loop to further

enhance cytokine production.

TSLP in ILC2 Function
TSLP, along with IL-33 and IL-25, are produced by mucosal
epithelial cells, and as alarmins, these cytokines are important
activators of immune responses. Stimulation of lung epithelial
cells with virus, allergens or helminths can lead to enhanced
production of TSLP, IL-33 and IL-25, and stimulation of
lung ILC2s with TSLP alone or in combination with IL-
33 can induce IL-4, IL-5 and IL-13 secretion (48–50, 80).
Interestingly, while IL-33 alone is able to induce such secretion
in vitro, adding small doses of TSLP to the stimulation cocktail
is sufficient to significantly enhance the secretory program,
indicating its potency (50) (Figure 3). Furthermore, TSLP is
able to mediate skin inflammation through ILC2s in mice
independent of IL-33 and IL-25 (100). In summary, TSLP can
greatly enhance ILC2 responses with or without help from IL-33
and IL-25.

The TSLP-GATA3 Axis in ILC2 Function and

Homeostasis

TSLP can activate multiple signaling pathways in T cells and
ILC2s alike. In T cells, TSLP as well as IL-7, are able to activate
STAT5 signaling which activates pro-survival signals mediated
by Bcl-2 (40). Similarly, ILC2s respond to TSLP by activating
STAT5, and this triggers IL-13 production (68). The transcription
factor GATA3 is indispensable for the development of all ILCs,
an important identifying marker for ILC2s, and a direct target of
STAT5 (67, 68). In addition, TSLP can induce GATA3 in ILC2s
which in turn mediates IL-4, IL-5 and IL-13 production in vitro
in these cells, and silencing GATA3 alone greatly reduces this
TSLP response (68). This signifies the importance of GATA3 for
TSLP-mediated ILC2 function. Interestingly, GATA3 induction
can lead to enhanced expression of TSLPR and IL-33 receptor
(ST2) which suggests that TSLP signaling through GATA3 can
enhance responsiveness to IL-33 and TSLP (68). This model
is consistent with studies that have suggested TSLP and IL-33
having synergistic effects on ILC2s (50). Moreover, GATA3 can
directly bind to exon 2 of the gene encoding IL-7Rα and induce
its expression thus enhancing IL-7 and TSLP signaling (101).
Altogether, assuming linearity, this suggests a positive feedback
loop whereby TSLP and GATA3 signaling rely on each other
to amplify early innate responses by relatively rare cells in an
environment with limited cytokine availability.

TSLP in Support of IL-9 Programming of ILC2

Function

ILC2s can produce IL-9 in response to TSLP in a manner
dependent on the transcription factor interferon regulatory

factor 4 (IRF4) (50). IL-9 derived from ILC2s can also serve
to enhance early ILC2 responses by signaling in an autocrine
fashion to increase IL-5 and IL-13 production during helminth
infection in mice with Nippostrongylus brasiliensis (Figure 3).
This subsequently promotes the expression of genes important
for mucus production and tissue repair in lung epithelial cells
(50, 102). Additionally, IL-9 receptor expression has been found
to be positively regulated by GATA3 through RNA-sequencing
transcriptomic analysis of ILC2s (67). Since TSLP can induce
GATA3 expression in ILC2s, this suggests that TSLP may
shape ILC2 responses through control of IL-9 receptor and
ligand expression (68) (Figure 3). This further demonstrates
that TSLP can act through multiple pathways in regulating
ILC2 function.

The Dark Side: TSLP Duality
Notwithstanding its importance at barrier sites, TSLP is well-
established as an inducer of Th2 cytokine driven allergic
inflammation such as atopic dermatitis, eosinophilic esophagitis,
asthma and allergic rhinitis, all mediated by a variety of cells
including eosinophils, basophils, and ILC2s (16, 48, 100, 103,
104). TSLP supports the production of IL-5 and IL-13 by lung
ILC2s, which contributes to eosinophilia and elevated mucus
production in papain and chitin models of allergy induction
(48, 50). Corticosteroids are a common treatment for asthma, but
TSLP can enhance the survival and proliferation of IL-13+ ILC2s
through STAT5 activation, thus limiting therapeutic effectiveness
(105–107). Similarly, respiratory syncytial virus (RSV) infection
in mice induces airway hyper responsiveness (AHR) and airway
obstruction, characterized by enhanced ILC2 proliferation and
production of IL-13, and this effect is significantly reduced
in TSLPR-deficient mice (49). Interestingly, TSLPR protein
expression can be upregulated in ILC2s early during RSV
infection. Proliferating ILC2s that produce IL-13 (but not IL-5)
had higher expression of TSLPR mRNA and protein. (49). This
differential expression by subpopulations of ILC2s may explain
how TSLP can have both beneficial and detrimental effects on
ILC2s. Nonetheless, comparative analysis of AHR, allergy, and
infection models is necessary for a definitive statement.

There are other circumstances that can lead to duality
in TSLP’s effect on ILC2s or other TSLPR expressing cells.
Relevant clinical studies have implicated the over-production
of TSLP, either due to mutation(s) or constant exposure to
allergen(s), as the main culprit in TSLP-mediated allergic
inflammation (108, 109). Another model suggests that TSLP
may have diverse roles due to the presence of two transcript
variants for TSLP producing a long and short isoforms (110,
111). The short isoform of TSLP is expressed constitutively
during homeostasis and is important for anti-inflammatory,
barrier integrity and anti-microbial responses, while the
long isoform is expressed during inflammation and supports
inflammatory cytokine production (110, 111). Lastly, it is
possible that the combined effects of other cytokines in the
environment with TSLP can influence the outcomes, and these
varying compositions may define a certain threshold. One or
more of these scenarios may occur simultaneously making
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FIGURE 4 | Retinoic acid and IL-7 induce the expression of the gut homing receptor integrin α4β7. However, in ILC2s, retinoic acid causes downregulation of IL-7Rα.

ILC3s appear to have plasticity since stimulation with IL-12 leads to conversion to ILC1-like ex-ILC3s. Aided by microbial stimulation, IL-7 induces or stabilizes RORγt

expression and maintains the IL-22 production status of ILC3s thus preventing conversion to ILC1-like ex-ILC3s.

multi-faceted approaches a preferred route of treatment for
allergic inflammations.

The negative effects of TSLP have been noted in ILC3s as
well. In a report, loss of IKKα in murine intestinal epithelial
cells (IECs) led to an overproduction of TSLP during Citrobacter
rodentium infection (112). This resulted in reduced IL-22
production by ILC3s, impaired bacteria clearance and increased
mortality. In vivo blockade of TSLP was sufficient to restore
anti-bacterial immunity. The inhibitory effect of TSLP on
ILC3 function was confirmed in in vitro experiments. Addition
of TSLP impaired the ability of IL-23 to stimulate IL-22
production from ILC3s in bulk splenocyte cultures, however this
phenomenon was not seen with sort purified ILCs, suggesting
that TSLP acted indirectly. This finding is unprecedented and
warrants further investigation to clearly map the connection
between TSLP and ILC3s, and provide more insight into their
implications in mucosal and barrier health.

CONCLUDING REMARKS

IL-7Rα is a cytokine receptor whose expression is tightly
regulated throughout the development and life of lymphoid
cells. IL-7 and TSLP signal through IL-7Rα and play multiple
roles in determining the fate of ILCs and T cells. Since their

discovery, research on ILCs have led to great insights in mucosal
immunology and lymphoid development. Their resemblance to
adaptive lymphoid cells has enabled us to study their biology
more efficiently. Despite the current progress, we have yet
to fill significant gaps of knowledge in ILC development and
function. It is still unclear when commitment to the ILC
fate occurs during hematopoiesis and how IL-7 controls this
program. The development of ILCs in vivo was found to rely
on key transcription factors such as NFIL3 whose activation
is dependent on IL-7 signaling. However, without a complete
picture of the source of ILCs, it is hard to pinpoint dependencies
on any given single cytokine. In addition, recent studies have
allowed us to better appreciate the complexity of hematopoiesis,
and in doing so, the differences between murine and human
lymphopoiesis. Although studies with mouse models have
provided great insight in lymphopoiesis, we should be cautious
in our interpretations. Recent advances in understanding ILC
development can be credited to transcriptomic studies and
single cell resolution analysis that have provided a complex
view of ILC heterogeneity. Further studies utilizing similar
methods can be conducted to identify ILC precursors in
lymphoid and non-lymphoid tissues and examine the factors
that regulate their development. Multiple studies that have
shown a role for IL-7 and TSLP in ILC function have
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used in vitro treatment with cytokines. While these studies
have provided great insights on how these cytokines can
influence ILCs, it is important to validate and extend these
findings through various transgenic animal models to reveal any
physiologically relevant and indispensable roles of IL-7 and TSLP
in ILC biology.
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γδ T cells are the first T cell lineage to develop in the thymus and take up residence

in a wide variety of tissues where they can provide fast, innate-like sources of effector

cytokines for barrier defense. In contrast to conventional αβ T cells that egress the thymus

as naïve cells, γδ T cells can be programmed for effector function during development in

the thymus. Understanding the molecular mechanisms that determine γδ T cell effector

fate is of great interest due to the wide-spread tissue distribution of γδ T cells and their

roles in pathogen clearance, immunosurveillance, cancer, and autoimmune diseases. In

this review, we will integrate the current understanding of the role of the T cell receptor,

environmental signals, and transcription factor networks in controlling mouse innate-like

γδ T cell effector commitment.

Keywords: γδ T cells, thymus, TCR signal strength, transcriptional regulation, innate-like lymphocyte, IL-17A, IFNγ

INTRODUCTION

γδ T cells are part of the three evolutionary conserved lymphocyte lineages (with αβ T cells and B
cells) that undergo somatic gene rearrangement for the generation of antigen receptors (1). While
immune cells can broadly be divided by adaptive vs. innate, γδ T cells straddle this classification
by having properties of both. Although γδ T cells are capable of generating unique T cell receptors
(TCRs), many γδ T cells express TCRs with limited diversity (2). Innate-like γδ T cells, also referred
to as “natural” γδ T cells, are endowed with their effector functions early during development in
the thymus and consequently do not require clonal expansion or differentiation from a naïve cell
for their effector responses (3, 4). Importantly, innate-like γδ T cells exhibit the four hallmark
characteristics of tissue-resident lymphocytes; (1) self-renewal and long-term maintenance, (2)
enrichment at barrier tissues, (3) tissue sensing capabilities, and (4) rapid effector responses (5).
These tissue-resident properties combined with early seeding during fetal life enable innate-like γδ

T cells to act as a first line of defense in the skin, gut, and reproductive tract while other lymphocytes
are still being developed.

γδ T cells play innumerable roles in pathogen clearance, wound healing, autoimmunity, and
cancer, largely through the production of soluble mediators (6). The two major effector subsets of
γδ T cells can be distinguished based on cytokine production: IFNγ producers (Tγδ1) and IL-17A
producers (Tγδ17), although γδ T cells are capable of producing many other cytokines (6). IFNγ

production by γδ T cells is associated with clearance of intracellular pathogens and anti-tumor
responses, while IL-17A production is linked to clearance of extracellular bacteria and fungi (7, 8).
Although protective against infectious diseases, cytokine production by γδ T cells is involved in
many immune pathologies and autoimmune diseases when dysregulated (9). Remarkably, the
presence of γδ T cells within tumors was found to be the most significant favorable cancer-wide
prognostic population in humans (10). While enriched at mucosal and barrier tissues, γδ T
cells are also present in many other non-lymphoid tissues where they support steady-state tissue
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homeostasis (6, 11). Recent studies have shown that IL-17A
production by γδ T cells regulates adipose tissue immune cell
homeostasis and thermogenesis (12), bone regeneration (13), and
the promotion of short-term memory in the brain meninges
(14). As innate-like lymphocytes, γδ T cells sense their local
environment and are regulated through a combination of the
TCR, cytokine receptors, co-stimulatory receptors, inhibitory
receptors, and natural killer receptors (15). These receptors
recognize various environmental ligands or stimuli that induce
signaling cascades that lead to expression of key transcription
factors (TFs) that can then dictate the identity and effector
function of γδ T cells. This review will focus on the integration
of TCR and environmental cues with downstream TF modules
that govern the effector fate of mouse innate-like γδ T cells.

γδ LINEAGE COMMITMENT IN THE
THYMUS

In the thymus, double-negative CD4− CD8− (DN) thymocytes
give rise to two distinct T cell lineages defined by the expression
of either an αβTCR or a γδTCR (16). DN thymocytes are a
heterogeneous group of developmentally linked progenitor cells
distinguished by the expression of CD44, CD117 (also known
as c-kit), and CD25 that encompass the transition of early
thymocyte progenitor cells (ETP/DN1) through the DN2, DN3,
andDN4 cell stages (16). Rearrangement of the TCRβ, TCRγ, and
TCRδ gene loci begin in DN2 cells and are completed in DN3
cells (17), a time frame that coincides with the divergence of the
αβ and γδ lineages (18, 19). Indeed, the DN3 stage represents
an obligatory checkpoint at which productive rearrangement
and expression of either a pre-TCR (TCRβ + invariant pTα)
or γδTCR complex signals the rescue of cells from apoptosis,
proliferation, and αβ or γδ lineage differentiation (17). β-selected
cells undergo further development to the CD4+CD8+ double
positive (DP) stage, where TCRα rearrangement and additional
selection events yield mature CD4+ or CD8+ single positive αβ

T cells (16, 20). Unlike αβ T cells, γδ T cells develop following a
single γδ-selection step mediated by the γδTCR, do not progress
through to a DP stage, and rather most γδ T cells remain DN
instead (16).

Developing DN thymocytes integrate signals from the TCR
complex expressed on their cell surface along with myriad
environmental cues. As such, two models were proposed to
explain αβ vs. γδ lineage choice: the signal strengthmodel and the
stochastic-selective (pre-commitment) model (16). The major
difference between thesemodels is the importance placed on TCR
signaling and the timing of its influence. The pre-commitment
model is founded on the idea that lineage fate is determined
prior to rearrangement of TCR loci. The expression of γδTCR
on γδ T cell precursors or pre-TCR on αβ precursors simply
confirms their fate and cells pre-committed to one fate with
a mismatched TCR were hypothesized to die. Initial studies
supporting this model showed that DN thymocytes lacking TCR
expression but expressing high levels of IL-7Rα (21) or the high
mobility group (HMG) box TF Sox13 (22) were predisposed to
becoming γδ T cells. However, more recent evidence that Sox13

is not required for the generation of all γδ T cells, but rather only
for a select subset of IL-17-producing γδ T cells marked by Vγ4
usage (23) [Tonegawa nomenclature (24)], is at odds with the
pre-commitment model.

In contrast, the signal strength model of αβ vs. γδ lineage
commitment has garnered widespread support. It posits that
the strength of TCR signal that DN thymocytes receive dictates
the lineage decision; weak signals promote αβ fate, while strong
signals promote the γδ fate. The extensive evidence in favor
of this model has been previously reviewed in detail (16, 25).
Most notably, key support was provided by elegant experiments
demonstrating that a single γδTCR transgene can mediate both
γδ and αβ lineage fates, dependent on the signal strength of
the TCR (26, 27). In particular, lineage fate toggled between
αβ and γδ outcomes when TCR signal strength was tuned
by genetic alterations in TCR ligand availability, TCR surface
expression levels, or in expression of TCR signaling factors (26,
27). Enhanced or prolonged activation of the extracellular signal-
regulated kinase (ERK) pathway and downstream Egr, and Id3
targets are important mediators of strong γδTCR signals that
promote γδ lineage commitment (25, 26, 28). More recent work
has begun to shed light on the mechanism by which DN cells
translate differences in signal strength and ERK signaling into
alternative lineage fates. γδ T cell development is dependent
on a non-canonical mode of ERK action mediated by its DEF-
binding pocket (29). This domain is favored by strong and more
prolonged signals and enables ERK to bind a distinct set of
proteins required for γδ lineage adoption. Thus, strong signals
mediated primarily by γδTCR complexes are required for DN cell
commitment to the γδ T cell lineage.

EFFECTOR PROGRAMMING OF γδ T
CELLS

Waves of γδ T Cell Development
A distinctive and poorly understood feature of γδ T cell ontogeny
is the development of γδ thymocytes in a series of “waves” that
are defined by γ-chain variable regions (Vγ) usage (Table 1).
Interestingly, the waves of Vγ subsets are highly correlated with
homing abilities to specific tissues early in life, where they become
long-lived tissue-resident cells. This process begins when the fetal
thymus is seeded as early as embryonic day 13.5 (E13.5) by fetal
liver progenitors to generate the first wave of γδ T cells, known as
Vγ5+Vδ1+ dendritic epidermal T cells (DETCs) that exclusively
home to the epidermis of the skin (30). The second wave of γδ T
cells, expressing an invariant Vγ6Vδ1 TCR, develop around E16
and primarily seed epithelial layers of the female reproductive
tract, lung, and tongue (31). Next, the late fetal stages give rise
to Vγ4+ and Vγ1+ γδ T cells that express more varied TCRs
due to pairing with several Vδ chains and can be found in many
tissues such as peripheral lymphoid organs, blood, lung, liver, and
dermis (2, 31). Unlike Vγ5+ and Vγ6+ γδ T cells, these subsets
are not restricted to the fetal window and can also develop during
neonatal and adult life (2, 31). Of note, the Vγ7+ γδ T cells
that reside in the intraepithelial layer of the small intestine are
thought tomature extrathymically (2, 32).While the link between
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TABLE 1 | Waves of γδ T cell development.

Subset V(D)J diversity Timing of

development

Tissue residence Major

cytokines

produced

Vγ1 High

(NKT γδ T cells

= Vγ1+Vδ6.3+)

Perinatal and

adult

Liver, lymphoid

tissues

IFNγ

(IFNγ and IL-4)

Vγ4 Variable E18 to adult Dermis, lung, liver,

lymphoid tissue

IL-17A or IFNγ

Vγ5 Invariant

(Vγ5+Vδ1+)

E13-E16 Epidermis IFNγ

Vγ6 Invariant

(Vγ6+Vδ1+)

E16-birth Uterus, lung,

tongue, liver,

placenta, kidney

IL-17A

Vγ7 Intermediate Neonatal Epithelial layer of

small intestine

IFNγ

E, embryonic day.

Vγ usage and tissue homing can be explained in DETCs with
upregulation of CCR10 in the thymus before trafficking to the
epidermis (33, 34), this association is not yet understood for other
Vγ subsets. Moreover, the molecular mechanisms governing the
unique sequential development of Vγ subsets are unknown,
however features of both the fetal progenitors and environment
have been implicated (35–38).

Effector Diversification of γδ Thymocytes
In contrast to αβ T cells that leave the thymus as naïve cells and
acquire their effector function in the periphery, γδ T cells can
commit to an effector fate during development in the thymus.
The pre-programming in the thymus allows γδ T cells to be early
innate-like responders to infection and tissue-damage, without
the delay that is required for αβ T cell responses. While this
review focuses on “pre-programmed” innate-like or “natural”
γδ T cells, some γδ T cells exit the thymus as naïve cells and
acquire effector function following activation in the periphery;
these are referred to as “inducible” γδ T cells (4, 39). Similar to
αβ T cells, innate lymphoid cells (ILCs), and other lymphocyte
lineages, γδ T cells can be divided into effector subsets based
on the expression of either T-bet/IFNγ (Tγδ1) or RORγt/IL-17A
(Tγδ17). During ontogeny, effector γδ T cell subsets differentiate
in functional waves encompassing DETCs, IL-17A producers,
and NKT γδ T cells, which are also partially associated with
Vγ usage (40). Specifically, Vγ5+ DETCs preferentially produce
IFNγ, while Vγ6+ γδ T cells mainly produce IL-17A (41). Later
waves, such as Vγ4 and Vγ1, are more heterogenous in their
capacity to produce various effector cytokines. While IL-17A
production is not limited to a specific Vγ subset, innate-like
Tγδ17 cell generation is restricted to a window of time during
fetal life, approximately E16 to birth, that enriches for Vγ6+

and Vγ4+ γδ T cell subsets (42). Within the third functional
wave, Vγ1+Vδ6.3+ NKT γδ T cells express PLZF and are capable
of producing both IL-4 and IFNγ (43, 44). Therefore, the fate
decisions of developing thymocytes during fetal life impacts the
adult reservoir of innate-like γδ T cell effectors.

γδ T cell effectors can be defined by various cell surface
markers: IFNγ producing γδ T cells typically express CD27,
CD122, NK1.1, and high levels of CD45RB, while IL-17A
producing γδ T cells lack expression of CD27, CD122, and
NK1.1 but usually express CCR6 and low levels of CD45RB
(41, 45, 46) (Figure 1). Nevertheless, the study of γδ effector
diversification has been hampered by the lack of definitive
markers that distinguish Tγδ1 and Tγδ17 precursors. Before
effector commitment, CD25 is expressed by the earliest γδ T cells
in the thymus (47), as γδ-selected thymocytes are derived from
CD25+ DN2 and DN3T cell precursors (18, 48). Post-selection
γδ thymocytes are also distinguished by CD27 upregulation (48),
and these CD25+CD27+ are the earliest progenitors of IL-17A
and IFNγ γδ effectors (46). Emerging γδ thymocytes with low
levels of γδTCR also express intermediate levels of CD45RB,
and have molecular signatures and developmental potential
consistent with being precursors to both Tγδ17 and Tγδ1 cells
(41, 49). Indicative of their immature status, these pioneer γδ T
cells are marked by high levels of CD24 expression, which is later
downregulated upon maturation (50).

Several recent studies have provided clarity regarding the
developmental trajectories of innate-like γδ T cell effector subsets
beyond the precursor stage (49, 51). Recent work by Sumaria
and colleagues identified CD45RB−CD44− γδ thymocytes as
precursors of both type 1 and type 17 effectors, suggesting that all
γδ T cells downregulate CD45RB prior to effector diversification
(Figure 1) (52). Consistent with this view, the absolute block in
Tγδ17 development in the absence of c-Maf revealed an effector
specialization checkpoint at the immature CD45RB−CD24+ γδ

thymocyte stage (49). This block also provides genetic support
for a model in which effector programming is molecularly
distinct from γδ-selection (3). Among mature CD24− γδ

thymocytes, CD45RB and CD44 distinguish effector lineages:
CD44hiCD45RBlo γδ T express high levels of RORγt and
IL-7Rα and are committed to IL-17A production, whereas
CD44+CD45RB+ γδ T cells express T-bet, but lack RORγt
or IL-7Rα expression and are committed to IFNγ production
(Figure 1) (51). Additionally, CD73 expression, which is linked
to strong ligand-dependent γδTCR signaling (53), is significantly
more expressed on IFNγ-committed than IL-17A-committed
γδ thymocytes (51), and CD73− γδ thymocytes are enriched
for those undergoing type 17 differentiation in the perinatal
thymus (54). Interestingly, although CD24+ γδ thymocytes
are considered “immature,” they nonetheless express key TFs
necessary for their effector acquisition, such as RORγt for
Tγδ17 cells (49, 54, 55), and are surprisingly also functionally
competent to produce IL-17A (51). The application of global
single cell transcriptomic analysis to fetal γδ thymocytes is likely
to add significant granularity to the developmental trajectories of
effector programming [preprint (56)].

ROLE OF γδTCR

Similar to the role of TCR in αβ vs. γδ lineage choice, the γδTCR
is important for determining the effector fate of γδ T cells. The
current understanding supports a model with two sequential
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FIGURE 1 | γδ T cell development in the thymus. DN thymocytes undergo γδ-selection and become immature γδ thymocytes that eventually diverge into either IFNγ

producers or IL-17A producers. The expression of cell surface markers and transcription factors that define transitional precursors and mature effector γδ T cells are

listed next to each cell type. CD24 and CD27 expression at the “effector precursor” stage is heterogenous and is marked by +/–, however, cells transition from

CD24+ to CD24−. DN, double negative; TCR, T cell receptor. Figure made with biorender.com.

steps in commitment; first, the decision of αβ vs. γδ, and second,
the decision to become an IFNγ- or IL-17A-secreting γδ T cell
(3). Both steps in development are dependent on TCR signal
strength integrated with numerous environmental signals. The
idea that thymic selection determines the effector fate of γδT cells
was first supported by the finding that γδT cells exposed to a TCR
ligand leading to a strong TCR signal become IFNγ producers,
whereas the absence of ligand or weak γδTCR signal result in
the IL-17A effector fate (57). Further supporting the notion that
ligand-dependent strong γδTCR signals promote the type 1 fate,
DETCs, known to produce IFNγ, adopt an IL-17A producing
γδ T cell fate in the absence of their selecting ligand, Skint-1
(discussed further below) (41). Conversely, enhancing γδTCR
signal strength through the addition of crosslinking γδTCR
antibody GL3 to fetal thymic organ cultures (FTOC) significantly
reduced the number of CD44hiCD45RB− IL-17A-committed
cells while increasing type 1-associated CD44+CD45RBhi cells
(51). A similar outcome was achieved when strong TCR signals
were mimicked by transduction of T cell progenitors with a
constitutively active form of the kinase Lck (LckF505) (49).
Together, these studies suggest that the type 17 program is the
default effector pathway that is otherwise repressed by strong
or ligand-dependent TCR signals. Whether Tγδ17 development
supported by weak TCR signaling is truly or universally ligand-
independent remains to be determined.

γδ T cell effector fate choice is also influenced by specific

TCR signal transduction pathways. For example, ERK signals

support the type 1 program as ERK-deficient TCRβ−/− mice have
an increased frequency of CD27− γδ T cells, and ERK-deficient
KN6 γδ TCR transgenic thymocytes are skewed toward IL-17A
production compared to the controls that predominately produce
IFNγ (29). More recently, it was revealed that the tyrosine kinase
Syk is selectively required for Tγδ17 development, through
activation of the PI3K/Akt pathway downstream of γδTCR
signaling (58). Studies show that impairment of TCR signal
strength with SKG [Zap70 mutant (59)] and CD3DH (CD3γ and

CD3δ double heterozygous) mice both have reduced frequencies
of IL-17A-producing Vγ6+ γδT cells (60, 61). Notably, the defect
in Zap70 signaling impacts Vγ4+ Tγδ17s as well, just to a lesser
extent, while the Vγ4+ γδT cells in the CD3DH mice are not
impaired (60, 61). These findings imply that while we group
Tγδ17s into one effector class, the Vγ subsets may require specific
signal strengths and downstream signaling molecules for their
effector programs. Taken together, these findings also support the
model that IFNγ producing γδ T cells require strong TCR signals,
while IL-17A producing γδ T cells generally require weaker TCR
signal strength (41, 46, 51).

ENVIRONMENTAL CUES

Environmental cues in the thymus are derived from both
thymic epithelial cells (TECs), developing thymocytes, and other
hematopoietic cells. Timing is also a critical factor, as the
developmental windows in which progenitors seed the thymus
influence their exposure to signals integrated from both the
stromal microenvironment and resident developing thymocytes.
Therefore, γδ T cell effector specialization can be influenced by
various environmental cues during ontogeny.

Lymphotoxin Signaling
One of the best-studied examples of such signals is a process
called “trans-conditioning.” This phenomenon was initially
discovered in TCRβ−/− mice that have an altered γδ T cell gene
profile and significantly reduced secretion of IFNγ by splenic γδ

T cells (62). The authors concluded that αβ T cells are required
for the normal development of γδ T cells (62). Subsequent
work identified lymphotoxin production by DP thymocytes
as the mechanism, in part, responsible for the regulation of
γδ T cell maturation and differentiation toward an IFNγ-
producing fate (63). Mechanistically, this was extended with
the finding that CD27, a tumor necrosis factor (TNF) receptor
superfamily member, engages CD70 and positively upregulates
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lymphotoxin beta receptor (LTBR) expression on γδ T cells
(46). Accordingly, the function of CD27 in supporting IFNγ

production coincides with its selective expression by mature
Tγδ1 as compared to Tγδ17 cells (Figures 1, 2) (46). The role
of lymphotoxin signaling in γδ T cell effector commitment is
complex as the thymic differentiation of IL-17A-producing γδ T
cells is also dependent on this pathway (64). Indeed, by way of
the lymphotoxin signaling pathway, the NF- κb family members,
RelA and RelB, play distinct roles in the thymic preprogramming
of Tγδ17 cells. RelA regulates lymphotoxin ligand expression
in accessory thymocytes, thereby indirectly controlling IL-17A
production by γδ T cells. On the other hand, γδ T cell precursors
require RelB downstream of LTBR to maintain Rorc expression
for differentiation into mature Tγδ17 cells (Figure 2) (64).
Taken together, lymphotoxin signaling regulates the effector fate
acquisition of γδ T cells through integration of γδ T cell-intrinsic
and extrinsic pathways.

Cytokines and Notch Signaling
IL-7 is known for being a non-redundant, key regulator of
lymphocyte homeostasis through promotion of survival and
proliferation (65–68). The IL-7/IL-7R pathway plays essential
roles at distinct stages in the development of multiple lymphocyte
lineages (69). In particular, γδ T cells require IL-7Rα for
their development, as IL-7R-deficient mice lack all γδ T cells
(70). Follow-up work by several groups demonstrated that IL-
7Rα-deficient mice have a block in V-J recombination of the
TCRγ genes (71), and that IL-7R controls the accessibility of
the TCRγ locus (72–74). While IL-7 signaling is required for
all γδ T cell development, high levels of IL-7Rα expression
and IL-7 signaling preferentially favor the differentiation of
IL-17A-producing γδ T cells (75, 76). In line with this
notion, Aire-deficient mice have increased production of IL-
7 by medullary thymic epithelial cells (mTECs) that results
in expanded populations of IL-17A-producing Vγ6+Vδ1+ T
cells in the thymus and the periphery (77). The IL-7 signaling
pathway also integrates with additional environmental signals
and transcriptional regulators, most notably, the Notch signaling
pathway. The Notch target and transcriptional repressor, Hes1, is
specifically expressed in IL-17A-producing γδ T cells and Hes1
ablation significantly decreases IL-17A production with no effect
on IFNγ secretion in peripheral γδ T cells (Figure 2) (78). Notch
also regulates Tγδ17 differentiation in a Hes1-independent, but
RBPJκ-dependent manner (79). Mechanistically, Notch signaling
and RBPJκ are required for IL-7Rα expression, and IL-7Rα-
mediated signaling is indispensable for the homeostasis of IL-17+

γδ T cells (Figure 2) (79). Future studies further exploring the
transcriptional activators and repressors of Il7r will help elucidate
how IL-7 signaling integrates with other environmental cues to
control γδ T cell fate.

IL-17 is another interesting example of a soluble mediator
produced in the thymus that regulates the development of γδ

T cells. The development of innate-like Tγδ17 cells is restricted
to a functional embryonic wave during fetal life from E16
to birth, resulting in long-lived, self-renewing cells that are
found in adult mice (42). Surprisingly, it was found that IL-17
production in the thymus influences the development of Tγδ17

cells through a negative feedback loop such that CCR6+CD27−

Tγδ17 cell numbers are increased in Il17af−/− mice (mice with
deletion of the entire Il17a and Il17f locus) compared to wild-
type controls (42). Interestingly, IL-17-producing Thy1+ cells
resembling group 3 innate lymphoid cells (ILC3s) were found in
the thymus of Rag1−/− mice (42). Therefore, the restriction of
Tγδ17 cell development may be attributed to IL-17 production
from both innate lymphoid cells and IL-17+ αβ and γδ T
cells (42).

TGF-β signaling has pleiotropic effects on immune cells.
Among type 17 lineages, a specific role for TGF-β was first
defined for the differentiation of naïve CD4+ T cells into Th17
cells. Specifically, TGF-β1−/− mice have severely diminished
Th17 cells in peripheral lymphoid organs (80). Despite major
distinctions between Th17 cells and Tγδ17 cells, IL-17A-
producing γδ T cells are also significantly reduced in mice
deficient for either TGF-β1 or Smad3, the TGF-β signaling
adaptor molecule, suggesting a similar dependence of TGF-β
signaling for IL-17 production in the γδ lineage (81). However,
this study was performed in neonates at a time point when
innate-like Tγδ17 cells have left the thymus, therefore, the precise
role of TGF-β signaling in Tγδ17 cell development is still unclear.
In this regard, TGF-β may support Tγδ17 cells as a driver of Ras
signaling (82), a signaling cascade that strongly promotes the type
17 program in γδ T cells (49).

Butyrophilins
Whether γδ T cells undergo thymic selection analogous to
αβ T cells has been a major question in the field. In
order to explain the domination of tissue-specific γδ T cell
compartments by particular Vγ subsets, it was hypothesized
that the same γδTCR-specific ligands expressed in both
the fetal thymus and target tissues could mediate positive
selection during ontogeny and thereafter, tissue localization
and maintenance cues for long-term residence (83). FVB-
Tac mice harboring a spontaneous mutation that selectively
disrupts the DETC compartment was reported to map back
to a single gene expressed by TECs and keratinocytes,
representing the first support for the hypothesis that DETCs
undergo positive selection in the thymus (84). A few years
later, the phenotype of FVB-Tac mice was attributed to a
mutation in the Skint1 gene (85). Skint1 is a member of the
butyrophilin-like (Btnl) family that structurally resembles the
B7 superfamily molecules CD80 and PD-L1 (86–88). Skint
gene expression is restricted to the thymus and skin, therefore,
the broader applicability of this mechanism of selection for
other intraepithelial γδ T cells was questioned (85). Recently,
expression of Btnl1 by villus epithelial cells in the small
intestine was shown to mediate the extrathymic selection
of Vγ7+ intraepithelial lymphocytes (IELs), driving their
expansion and maturation (89). In particular, joint expression
of Btnl1 and Btnl6 by intestinal epithelial cells regulates the
TCR-dependent responses of Vγ7+ IELs (89). Importantly,
human intestinal epithelium co-expressing BTNL3 and BTNL8
selectively regulated Vγ4+ γδ T cells, indicating an evolutionary
conserved mechanism of γδ T cell regulation across mouse
and human (89). While extensive progress has been made,
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FIGURE 2 | Transcription factor network regulating γδ T cell effector programming. Integration of cell surface receptors [TCR, Lymphotoxin Beta Receptor (LTBR),

CD27, and Notch] with downstream transcription factors for the programming of γδ T cell effector function. Blue-colored TFs support the type 17 program, while

red-colored TFs support the type 1 program. The dotted lines represent indirect regulation or that the supporting data was described in another cell type. The solid

lines represent more direct regulation. Figure made with biorender.com.

much remains unknown regarding the identity of γδTCR
ligands that drive specific γδ T cell subset selection for tissue
homeostasis (90).

γδ T Cell Crosstalk With mTECs
Aire-expressing mTECs are necessary for central tolerance
through expression of tissue-restricted antigens (91). Previous
work identified the importance of RANKL-RANK signaling
for induction of mTEC Aire expression by lymphoid tissue
inducer (LTi) cells (92, 93). Notably, the timing of Aire
expression on mTECs coincides with the first wave of Vγ5+

DETC precursors seeding the thymus (94). Interestingly,
RANKL-RANK interactions between RANKL+ Vγ5+ DETC
thymocytes and RANK+ mTECs also induce Aire expression
and mTEC maturation. Such RANKL-RANK signaling is
additionally required for Skint-1 expression by mTECs, and thus
is reciprocally necessary for Vγ5+ DETC development. Taken
together, this study elegantly demonstrates the crosstalk between
developing DETC progenitors and immature mTECs that each
rely on shared RANKL-RANK signals for maturation. While
DETCs are the first γδ thymocytes to emerge in ontogeny, similar
crosstalk between resident immune cells and TECs may account
for the discrete developmental windows of other innate-like γδ T
cell subsets.

TRANSCRIPTIONAL NETWORKS
REGULATING γδT CELL IDENTITY

γδ T cell effector acquisition is regulated by a highly-integrated
network of transcriptional regulators. The lineage-defining
transcription factors (LDTFs), RORγt and T-bet, promote
the effector fates of IL-17A vs. IFNγ producers in various
lymphocyte lineages, respectively (95–97). Although these LDTFs
are integral to programming γδ T cell effector function, many
other signal-dependent and collaborating TFs play essential
roles in establishing and maintaining γδ T cell identity
downstream of TCR signaling and various environmental
signaling cascades (Figure 2).

In order to better understand the effector diversification of
γδ T cells from a global perspective, the Immgen consortium
performed gene-expression profiling of isolated ex vivo γδ T
cells subsets (55). Among these, distinct clusters of immature
γδ T cells could be distinguished based on their transcriptomes,
reflecting three unique effector programs: IL-17A producers
(Vγ6+ and Vγ4+), IFNγ producers (Vγ1+, Vγ1+Vδ6.3+,
Vγ7+), and DETCs (Vγ5+) (55). Importantly, key TFs are
enriched in specific γδ effector subsets, such as Rorc,Maf, Sox13,
and Sox4 for the IL-17A producers and Tcf7 (TCF-1), Lef1, Tbx21
(T-bet), and Eomes for the IFNγ producers (55). The dual action
of many of these TFs in both promoting one effector fate, while
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repressing the alternative fate leads to a complex TF network in
γδ T cells (Figure 2). Interestingly, TFs associated with type 17
programming in adaptive Th17 cells—namely, IRF4, BATF, and
STAT3—are dispensable for Tγδ17 cells (64, 98–100).

TCR-Independent Transcriptional
Regulators
Independent of conventional TCR signaling, innate-like γδ T cell
effector programming is regulated by a quartet of HMG box TFs
including Sox4, Sox13, TCF-1, and Lef1 (101). Among these,
Sox13 and Sox4 are essential for the differentiation of Vγ4+

IL-17A-producing cells (101). This Vγ-specific requirement
is intriguing as it implies that discrete regulators drive the
specification of distinct subsets of Tγδ17 cells, although it
remains possible that redundancy between Sox13 and Sox4masks
a global role for Sox TFs in γδ T cell type 17 programming.
Within the Vγ4+ subset, Sox13 and Sox4 regulate key Tγδ17
program genes such as Rorc and Blk (23, 101), a tyrosine
protein kinase that is selectively required for the development
of Tγδ17 cells (102). While Sox proteins positively regulate
type 17 fate, TCF-1 and Lef1 function to restrain Tγδ17 cell
generation and gene expression (101). TCF-1 is targeted by
multiple environmental signals; it is a Notch-induced TF that
plays critical stage-specific roles in T cell differentiation (103,
104), and is also influenced by the Wnt signaling pathway
through its β-catenin interaction domain, which is required
to ensure DP thymocyte survival (104). In γδ T cells, TCF-1
promotes the expression of Lef1 and the IFNγ producing fate
(101). Sox13 may also counteract the type 1 program through
direct antagonism of TCF-1 via its β-catenin interaction domain
(22), and indirectly via TCF-1 targets, as evidenced by Sox13
Tg mice expressing greatly diminished levels of Lef1 (101).
The mutually opposing functions of Sox proteins and TCF-
1/Lef1 in Tγδ1 and Tγδ17 differentiation likely reinforces and
stabilizes effector fate. Together, TCR-independent HMG box
TFs represent key interconnected nodes in the transcriptional
network of γδ T cells.

TCR-Dependent Transcriptional Regulators
A crucial question in γδ T cell biology is how distinct
functional potentials arise from differential TCR signal strengths?
(41). Broadly, effector commitment to an IFNγ-producing fate
through strong TCR signaling requires both promotion of drivers
of the type 1 program, and simultaneous neutralization of drivers
of the type 17 program. TCR signaling can be linked to γδ

T cell lineage and effector commitment through the Egr-Id3
pathway. Downstream of strong TCR signaling, Erk induced Egr1
promotes the development of γδ T cells through activation of
the E protein inhibitor Id3 (26, 28). Induction of Id3 is also
required for functional IFNγ production, providing amechanism
by which signal strength is translated into downstream effectors
(28). This signal is key in suppression of E proteins that
otherwise support Tγδ17 features (Figure 2). Indeed, it has been
demonstrated in DP thymocytes that E proteins enhance RORγt
expression, while Egr3 negatively regulates RORγt expression by
inducing Id3 (105). Similarly, Id3 can antagonize the type 17
program by forming an inactive heterodimer with HEB, an E

protein TF that is required for direct promotion of Sox13 and
Sox4 expression and CD73− Tγδ17 cell development (54). Along
these lines, Egr3 is highly expressed in Vγ5+Vδ1+ thymocytes
and upregulation of Egr3 after Skint-1-mediated selection or
strong TCR signal represses Rorc and Sox13 but supports Tbx21
expression and commitment toward an IFNγ producing fate
(41). Therefore, Egr3 downstream of Skint-1-mediated selection
directs the TF balance necessary for proper DETC development
through restraint of the “default” type 17 program. These findings
highlight that TCR-dependent and TCR-independent TFs both
antagonize and promote each other to regulate the effector fate of
γδ T cells.

Regulation of Type 17 Commitment
In contrast to Tγδ17 specification factors important for type
17 differentiation of distinct Vγ subsets [e.g., Sox13, Sox4, and
HEB (54, 101)], the AP-1 factor c-Maf was recently identified as
universally required for the generation and maintenance of all
IL-17A-producing γδ T cells (49). As a canonical commitment
factor, c-Maf directly activates Rorc and key Tγδ17 effector
genes (Il17a and Blk), while also antagonizing the expression or
function of negative regulators of the type 17 program (TCF-
1 and Lef1) that promote the alternative Tγδ1 fate (Figure 2)
(49). c-Maf globally supports a Tγδ17 chromatin accessibility
landscape, with a particularly important role in the establishment
of an active regulatory status at Rorc involving the recruitment of
the histone acetyltransferase p300, and H3K27 acetylation (49).
The signals that directly activate c-Maf in γδ thymocytes remain
to be defined, but may involve known Tγδ17-promoting factors
such as Notch, TGF-β, and IL-7 that have been described as c-
Maf activators in CD4+ T cells or ILCs (75, 78, 79, 81, 106–108).
There is some evidence that Sox TFs function upstream of c-
Maf and can regulate its protein expression (49). Interestingly,
unlike Sox13 expression that is independent of TCR signaling
(101, 109), c-Maf expression is tuned by TCR signal strength
in fetal γδ thymocytes; strong TCR signals lead to low c-Maf
and weak signals result in high c-Maf protein levels, providing a
mechanism by which weak γδTCR signals can be translated into
Tγδ17 regulatory programming (49).

Integration of Type 17 Regulators
A highly-integrated network of regulators control type 17
programming (Figure 2). Sox13 and Sox4 collaborate with c-Maf
in the direct activation of Rorc and other key Tγδ17 genes such as
Blk and Il17a (49, 101). The close proximity of Maf recognition
element (MARE) and HMG box consensus sites in the c-Maf-
dependent Rorc enhancer (CNS+10) suggests that c-Maf and
Sox TFs may bind and function cooperatively in γδ T cells (49),
as has been described in multiple other cell types (110–112).
Of particular relevance, Sox5 and c-Maf can cooperatively bind
the Rorc promoter and drive its expression in Th17 cells (112).
Additionally, c-Maf and RORγt collaborate in the activation of
Il17a and potentially other type 17 signature genes, however, c-
Maf also functions independently of its direct target RORγt in
regulating key Tγδ17 lineage-modulating factors (e.g., Blk, Lef1,
and Syk) (49). Aside from activation of the type 17 program, both
Sox13 and c-Maf repress the alternative type 1 fate by targeting
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TCF-1/Lef1 (49, 101). TCF-1 negatively regulates the Rorc locus
(101), and its occupancy atRorcCNS+10 is antagonized by c-Maf
in γδ thymocytes (49). As TCF-1 harbors intrinsic HDAC activity
(113), this antagonism may represent another mechanism by
which c-Maf promotes H3K27 acetylation at the Rorc locus (49).
Intriguingly, c-Maf also restrains the expression and function of
TCF-1 in ILC3s (106), while TCF-1 represses the c-Maf/RORγt
axis to limit the formation of Tc17 cells in CD8+ T cells (114).
This suggests that c-Maf/TCF-1 antagonism is conserved across
multiple lymphocyte lineages to regulate the balance of the type
1 vs. type 17 specialization.

The integration of various signals in the effector programming
of γδ thymocytes suggests several tiers of regulators in
specialization. In building amodel, this includes: (1) specification
factors (e.g., RelB, Notch, HEB, Sox13, and TCF-1) that perceive
environmental signals to support type 1 or type 17 programming
either universally or in the establishment of discrete Tγδ17
subsets; (2) commitment factors (e.g., c-Maf, Egr-Id3) that
impart or reinforce effector identity programs, and (3) LDTFs
(e.g., RORγt, T-bet) that control genes for key canonical
effector functions (Figure 2). As γδ T cell selection and effector
diversification occur across various DN and γδ thymocyte
developmental intermediates, with numerous thymus and TCR-
derived signals likely occurring over a protracted period, the
temporal contributions of such inputs with respect to effector
commitment remains unclear. In this regard, a recent intriguing
study employing a Sox13 reporter mouse, identified DN1-like
(CD117−CD24+CD25+) precursors in the perinatal to day 10
thymus that are prewired for the expression of the Tγδ17
gene network (e.g., Rorc, Sox4, Tcf7, Tcf12, Maf, Il7r, Scart2,
and Blk) and are generated in a TCR-independent manner
(109). Remarkably, such Sox13+ DN1d cells are predisposed
to become CCR6+ IL-17A-producing cells, suggesting they are
pre-committed to the Tγδ17 fate (109). Future work focused
on how such effector-committed precursors intersect with the
rearrangement of particular Vγ TCRs and signal strengths will
broaden our understanding of the integration of environmental

and TCR inputs in the effector programming of γδ thymocytes
during ontogeny.

CONCLUDING REMARKS

The last decade of research has led to enormous leaps in the
understanding of tissue-resident lymphocytes, with newfound
appreciation for the diversity of innate lymphocytes. Although
dependent on the same LDTFs, innate-like γδ T cells and ILCs
have unique transcriptional networks that control their effector
fates. Such underlying distinctions in regulatory programming
may translate into functional differences or non-redundant roles
for innate-like γδ T cells vs. ILCs. Indeed, γδ T cells possess a
TCR complex that endow them with additional environmental
sensing capacities. Thus, uniquely, innate-like γδ T cell effector
commitment can be controlled, in part, by the fine-tuning of
key transcriptional regulators downstream of TCR signaling to
both promote one fate while repressing the other. However, there
is still much to be learned with respect to the establishment
of transcriptional programs independent of TCR signaling and
the elements that predispose γδ thymocytes to an effector fate
prior to TCR expression. In the future, taking advantage of
advances in single-cell sequencing and genomics techniques will
lead to a higher resolution picture of γδ T cell trajectories and
lineage decisions.

AUTHOR CONTRIBUTIONS

MP prepared and wrote the manuscript. MC edited
the manuscript.

FUNDING

MP and MC were supported by National Institutes of Health
grant RO1 GM115474. MC was additionally supported by NIH
grant UM1 HG009428 and a Whitehead Charitable Foundation
Scholar Award.

REFERENCES

1. Hirano M, Guo P, McCurley N, Schorpp M, Das S, Boehm T, et al.

Evolutionary implications of a third lymphocyte lineage in lampreys. Nature.

(2013) 501:435–8. doi: 10.1038/nature12467

2. Carding SR, Egan PJ. Gammadelta T cells: functional plasticity and

heterogeneity. Nat Rev Immunol. (2002) 2:336–45. doi: 10.1038/nri797

3. Munoz-Ruiz M, Sumaria N, Pennington DJ, Silva-Santos B. Thymic

determinants of γδ T cell differentiation. Trends Immunol. (2017) 38:336–44.

doi: 10.1016/j.it.2017.01.007

4. Chien YH, Zeng X, Prinz I. The natural and the inducible: interleukin

(IL)-17-producing γδ T cells. Trends Immunol. (2013) 34:151–4.

doi: 10.1016/j.it.2012.11.004

5. Fan X, Rudensky AY. Hallmarks of tissue-resident lymphocytes. Cell. (2016)

164:1198–211. doi: 10.1016/j.cell.2016.02.048

6. Vantourout P, Hayday A. Six-of-the-best: unique contributions of γδ T

cells to immunology. Nat Rev Immunol. (2013) 13:88–100. doi: 10.1038/

nri3384

7. Amatya N, Childs EE, Cruz JA, Aggor FEY, Garg AV, Berman AJ,

et al. IL-17 integrates multiple self-reinforcing, feed-forward mechanisms

through the RNA binding protein Arid5a. Sci Signal. (2018) 11:eaat4617.

doi: 10.1126/scisignal.aat4617

8. Castro F, Cardoso AP, Goncalves RM, Serre K, Oliveira MJ.

Interferon-gamma at the crossroads of tumor immune surveillance

or evasion. Front Immunol. (2018) 9:847. doi: 10.3389/fimmu.2018.

00847

9. Papotto PH, Reinhardt A, Prinz I, Silva-Santos B. Innately versatile: γδ17 T

cells in inflammatory and autoimmune diseases. J Autoimmun. (2018) 87:26–

37. doi: 10.1016/j.jaut.2017.11.006

10. Gentles AJ, Newman AM, Liu CL, Bratman SV, Feng W, Kim D,

et al. The prognostic landscape of genes and infiltrating immune

cells across human cancers. Nat Med. (2015) 21:938–45. doi: 10.1038/

nm.3909

11. Nielsen MM, Witherden DA, Havran WL. γδ T cells in homeostasis and

host defence of epithelial barrier tissues. Nat Rev Immunol. (2017) 17:733–45.

doi: 10.1038/nri.2017.101

12. Kohlgruber AC, Gal-Oz ST, LaMarche NM, Shimazaki M, Duquette D, Koay

HF, et al. γδ T cells producing interleukin-17A regulate adipose regulatory

T cell homeostasis and thermogenesis. Nat Immunol. (2018) 19:464–74.

doi: 10.1038/s41590-018-0094-2

Frontiers in Immunology | www.frontiersin.org 8 January 2020 | Volume 11 | Article 4252

https://doi.org/10.1038/nature12467
https://doi.org/10.1038/nri797
https://doi.org/10.1016/j.it.2017.01.007
https://doi.org/10.1016/j.it.2012.11.004
https://doi.org/10.1016/j.cell.2016.02.048
https://doi.org/10.1038/nri3384
https://doi.org/10.1126/scisignal.aat4617
https://doi.org/10.3389/fimmu.2018.00847
https://doi.org/10.1016/j.jaut.2017.11.006
https://doi.org/10.1038/nm.3909
https://doi.org/10.1038/nri.2017.101
https://doi.org/10.1038/s41590-018-0094-2
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Parker and Ciofani γδ T Cell Effector Programming

13. Ono T, Okamoto K, Nakashima T, Nitta T, Hori S, Iwakura Y, et al. IL-

17-producing γδ T cells enhance bone regeneration. Nat Commun. (2016)

7:10928. doi: 10.1038/ncomms10928

14. Ribeiro M, Brigas HC, Temido-Ferreira M, Pousinha PA, Regen T,

Santa C, et al. Meningeal γδ T cell-derived IL-17 controls synaptic

plasticity and short-term memory. Sci Immunol. (2019) 4:eaay5199.

doi: 10.1126/sciimmunol.aay5199

15. Ribeiro ST, Ribot JC, Silva-Santos B. Five layers of receptor signaling

in γδ t-cell differentiation and activation. Front Immunol. (2015) 6:15.

doi: 10.3389/fimmu.2015.00015

16. Ciofani M, Zuniga-Pflucker JC. Determining gammadelta versus alphass T

cell development. Nat Rev Immunol. (2010) 10:657–63. doi: 10.1038/nri2820

17. Livak F, Tourigny M, Schatz DG, Petrie HT. Characterization of TCR

gene rearrangements during adult murine T cell development. J Immunol.

(1999) 162:2575–80.

18. Ciofani M, Knowles GC, Wiest DL, von Boehmer H, Zuniga-Pflucker

JC. Stage-specific and differential notch dependency at the alphabeta

and gammadelta T lineage bifurcation. Immunity. (2006) 25:105–16.

doi: 10.1016/j.immuni.2006.05.010

19. Kreslavsky T, Garbe AI, Krueger A, von Boehmer H. T cell receptor-

instructed alphabeta versus gammadelta lineage commitment

revealed by single-cell analysis. J Exp Med. (2008) 205:1173–86.

doi: 10.1084/jem.20072425

20. Fehling HJ, Krotkova A, Saint-Ruf C, von Boehmer H. Crucial role of the

pre-T-cell receptor alpha gene in development of alpha beta but not gamma

delta T cells. Nature. (1995) 375:795–8. doi: 10.1038/375795a0

21. Kang J, VolkmannA, Raulet DH. Evidence that gammadelta versus alphabeta

T cell fate determination is initiated independently of T cell receptor

signaling. J Exp Med. (2001) 193:689–98. doi: 10.1084/jem.193.6.689

22. Melichar HJ, Narayan K, Der SD, Hiraoka Y, Gardiol N, Jeannet

G, et al. Regulation of gammadelta versus alphabeta T lymphocyte

differentiation by the transcription factor SOX13. Science. (2007) 315:230–3.

doi: 10.1126/science.1135344

23. Gray EE, Ramirez-Valle F, Xu Y, Wu S, Wu Z, Karjalainen KE,

et al. Deficiency in IL-17-committed Vgamma4(+) gammadelta T cells

in a spontaneous Sox13-mutant CD45.1(+) congenic mouse substrain

provides protection from dermatitis. Nat Immunol. (2013) 14:584–92.

doi: 10.1038/ni.2585

24. Heilig JS, Tonegawa S. Diversity of murine gamma genes and

expression in fetal and adult T lymphocytes. Nature. (1986) 322:836–40.

doi: 10.1038/322836a0

25. Fahl SP, Kappes DJ, Wiest DL. TCR Signaling circuits in

alphabeta/gammadelta T lineage choice. In: Soboloff J, Kappes DJ, editors.

Signaling Mechanisms Regulating T Cell Diversity and Function. Boca Raton,

FL: Taylor & Francis Group, LLC (2018). p. 85–104.

26. Haks MC, Lefebvre JM, Lauritsen JP, Carleton M, Rhodes M, Miyazaki

T, et al. Attenuation of gammadeltaTCR signaling efficiently diverts

thymocytes to the alphabeta lineage. Immunity. (2005) 22:595–606.

doi: 10.1016/j.immuni.2005.04.003

27. Hayes SM, Li L, Love PE. TCR signal strength influences

alphabeta/gammadelta lineage fate. Immunity. (2005) 22:583–93.

doi: 10.1016/j.immuni.2005.03.014

28. Lauritsen JP, Wong GW, Lee SY, Lefebvre JM, Ciofani M, Rhodes

M, et al. Marked induction of the helix-loop-helix protein Id3

promotes the gammadelta T cell fate and renders their functional

maturation Notch independent. Immunity. (2009) 31:565–75.

doi: 10.1016/j.immuni.2009.07.010

29. Lee SY, Coffey F, Fahl SP, Peri S, RhodesM, Cai KQ, et al. Noncanonical mode

of ERK action controls alternative alphabeta and gammadelta T cell lineage

fates. Immunity. (2014) 41:934–46. doi: 10.1016/j.immuni.2014.10.021

30. Havran WL, Chien YH, Allison JP. Recognition of self antigens by skin-

derived T cells with invariant gamma delta antigen receptors. Science. (1991)

252:1430–2. doi: 10.1126/science.1828619

31. Itohara S, Farr AG, Lafaille JJ, Bonneville M, Takagaki Y, Haas W,

et al. Homing of a gamma delta thymocyte subset with homogeneous

T-cell receptors to mucosal epithelia. Nature. (1990) 343:754–7.

doi: 10.1038/343754a0

32. Carding SR, Kyes S, Jenkinson EJ, Kingston R, Bottomly K, Owen JJ,

et al. Developmentally regulated fetal thymic and extrathymic T-cell

receptor gamma delta gene expression. Genes Dev. (1990) 4:1304–15.

doi: 10.1101/gad.4.8.1304

33. Xiong N, Kang C, Raulet DH. Positive selection of dendritic epidermal

gammadelta T cell precursors in the fetal thymus determines

expression of skin-homing receptors. Immunity. (2004) 21:121–31.

doi: 10.1016/j.immuni.2004.06.008

34. Jin Y, Xia M, Saylor CM, Narayan K, Kang J, Wiest DL, et al.

Cutting edge: intrinsic programming of thymic gammadeltaT cells for

specific peripheral tissue localization. J Immunol. (2010) 185:7156–60.

doi: 10.4049/jimmunol.1002781

35. Ikuta K, Kina T, MacNeil I, Uchida N, Peault B, Chien YH, et al.

A developmental switch in thymic lymphocyte maturation potential

occurs at the level of hematopoietic stem cells. Cell. (1990) 62:863–74.

doi: 10.1016/0092-8674(90)90262-D

36. Havran WL, Allison JP. Origin of Thy-1+ dendritic epidermal cells

of adult mice from fetal thymic precursors. Nature. (1990) 344:68–70.

doi: 10.1038/344068a0

37. Ramond C, Berthault C, Burlen-Defranoux O, de Sousa AP, Guy-Grand D,

Vieira P, et al. Two waves of distinct hematopoietic progenitor cells colonize

the fetal thymus. Nat Immunol. (2014) 15:27–35. doi: 10.1038/ni.2782

38. Yuan J, Nguyen CK, Liu X, Kanellopoulou C, Muljo SA. Lin28b reprograms

adult bone marrow hematopoietic progenitors to mediate fetal-like

lymphopoiesis. Science. (2012) 335:1195–200. doi: 10.1126/science.1216557

39. Zeng X, Wei YL, Huang J, Newell EW, Yu H, Kidd BA, et al. gammadelta

T cells recognize a microbial encoded B cell antigen to initiate a

rapid antigen-specific interleukin-17 response. Immunity. (2012) 37:524–34.

doi: 10.1016/j.immuni.2012.06.011

40. Prinz I, Silva-Santos B, Pennington DJ. Functional development

of gammadelta T cells. Eur J Immunol. (2013) 43:1988–94.

doi: 10.1002/eji.201343759

41. Turchinovich G, Hayday AC. Skint-1 identifies a common molecular

mechanism for the development of interferon-gamma-secreting versus

interleukin-17-secreting gammadelta T cells. Immunity. (2011) 35:59–68.

doi: 10.1016/j.immuni.2011.04.018

42. Haas JD, Ravens S, Duber S, Sandrock I, Oberdorfer L, Kashani E,

et al. Development of interleukin-17-producing gammadelta T cells is

restricted to a functional embryonic wave. Immunity. (2012) 37:48–59.

doi: 10.1016/j.immuni.2012.06.003

43. Alonzo ES, Gottschalk RA, Das J, Egawa T, Hobbs RM, Pandolfi PP, et al.

Development of promyelocytic zinc finger and ThPOK-expressing innate

gamma delta T cells is controlled by strength of TCR signaling and Id3. J

Immunol. (2010) 184:1268–79. doi: 10.4049/jimmunol.0903218

44. Pereira P, Berthault C, Burlen-Defranoux O, Boucontet L. Critical

role of TCR specificity in the development of Vgamma1Vdelta6.3+

innate NKTgammadelta cells. J Immunol. (2013) 191:1716–23.

doi: 10.4049/jimmunol.1203168

45. Haas JD, Gonzalez FH, Schmitz S, Chennupati V, Fohse L, Kremmer E,

et al. CCR6 and NK1.1 distinguish between IL-17A and IFN-gamma-

producing gammadelta effector T cells. Eur J Immunol. (2009) 39:3488–97.

doi: 10.1002/eji.200939922

46. Ribot JC, deBarros A, Pang DJ, Neves JF, Peperzak V, Roberts SJ, et al. CD27

is a thymic determinant of the balance between interferon-gamma- and

interleukin 17-producing gammadelta T cell subsets. Nat Immunol. (2009)

10:427–36. doi: 10.1038/ni.1717

47. Prinz I, Sansoni A, Kissenpfennig A, Ardouin L, Malissen M, Malissen B.

Visualization of the earliest steps of gammadelta T cell development in the

adult thymus. Nat Immunol. (2006) 7:995–1003. doi: 10.1038/ni1371

48. Taghon T, Yui MA, Pant R, Diamond RA, Rothenberg EV. Developmental

and molecular characterization of emerging beta- and gammadelta-selected

pre-T cells in the adult mouse thymus. Immunity. (2006) 24:53–64.

doi: 10.1016/j.immuni.2005.11.012

49. Zuberbuehler MK, Parker ME, Wheaton JD, Espinosa JR, Salzler HR, Park

E, et al. The transcription factor c-Maf is essential for the commitment

of IL-17-producing gammadelta T cells. Nat Immunol. (2019) 20:73–85.

doi: 10.1038/s41590-018-0274-0

Frontiers in Immunology | www.frontiersin.org 9 January 2020 | Volume 11 | Article 4253

https://doi.org/10.1038/ncomms10928
https://doi.org/10.1126/sciimmunol.aay5199
https://doi.org/10.3389/fimmu.2015.00015
https://doi.org/10.1038/nri2820
https://doi.org/10.1016/j.immuni.2006.05.010
https://doi.org/10.1084/jem.20072425
https://doi.org/10.1038/375795a0
https://doi.org/10.1084/jem.193.6.689
https://doi.org/10.1126/science.1135344
https://doi.org/10.1038/ni.2585
https://doi.org/10.1038/322836a0
https://doi.org/10.1016/j.immuni.2005.04.003
https://doi.org/10.1016/j.immuni.2005.03.014
https://doi.org/10.1016/j.immuni.2009.07.010
https://doi.org/10.1016/j.immuni.2014.10.021
https://doi.org/10.1126/science.1828619
https://doi.org/10.1038/343754a0
https://doi.org/10.1101/gad.4.8.1304
https://doi.org/10.1016/j.immuni.2004.06.008
https://doi.org/10.4049/jimmunol.1002781
https://doi.org/10.1016/0092-8674(90)90262-D
https://doi.org/10.1038/344068a0
https://doi.org/10.1038/ni.2782
https://doi.org/10.1126/science.1216557
https://doi.org/10.1016/j.immuni.2012.06.011
https://doi.org/10.1002/eji.201343759
https://doi.org/10.1016/j.immuni.2011.04.018
https://doi.org/10.1016/j.immuni.2012.06.003
https://doi.org/10.4049/jimmunol.0903218
https://doi.org/10.4049/jimmunol.1203168
https://doi.org/10.1002/eji.200939922
https://doi.org/10.1038/ni.1717
https://doi.org/10.1038/ni1371
https://doi.org/10.1016/j.immuni.2005.11.012
https://doi.org/10.1038/s41590-018-0274-0
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Parker and Ciofani γδ T Cell Effector Programming

50. Pereira P, Zijlstra M, McMaster J, Loring JM, Jaenisch R, Tonegawa

S. Blockade of transgenic gamma delta T cell development in

beta 2-microglobulin deficient mice. EMBO J. (1992) 11:25–31.

doi: 10.1002/j.1460-2075.1992.tb05023.x

51. Sumaria N, Grandjean CL, Silva-Santos B, Pennington DJ. Strong

TCRgammadelta signaling prohibits thymic development of IL-

17A-secreting gammadelta T Cells. Cell Rep. (2017) 19:2469–76.

doi: 10.1016/j.celrep.2017.05.071

52. Sumaria N, Martin S, Pennington DJ. Developmental origins of

murine gammadelta T-cell subsets. Immunology. (2019) 156:299–304.

doi: 10.1111/imm.13032

53. Coffey F, Lee SY, Buus TB, Lauritsen JP, Wong GW, Joachims ML, et al.

The TCR ligand-inducible expression of CD73 marks gammadelta lineage

commitment and a metastable intermediate in effector specification. J Exp

Med. (2014) 211:329–43. doi: 10.1084/jem.20131540

54. In TSH, Trotman-Grant A, Fahl S, Chen ELY, Zarin P, Moore AJ, et al. HEB

is required for the specification of fetal IL-17-producing gammadelta T cells.

Nat Commun. (2017) 8:2004. doi: 10.1038/s41467-017-02225-5

55. Narayan K, Sylvia KE, Malhotra N, Yin CC, Martens G, Vallerskog T,

et al. Intrathymic programming of effector fates in three molecularly

distinct gammadelta T cell subtypes. Nat Immunol. (2012) 13:511–8.

doi: 10.1038/ni.2247

56. Sagar, Pokrovskii M, Herman JS, Naik S, Sock E, Lausch U, et al. Deciphering

the regulatory landscape of γδ T cell development by single-cell RNA-

sequencing. bioRxiv. (2018). doi: 10.1101/478529

57. Jensen KD, Su X, Shin S, Li L, Youssef S, Yamasaki S, et al. Thymic

selection determines gammadelta T cell effector fate: antigen-naive cells

make interleukin-17 and antigen-experienced cells make interferon gamma.

Immunity. (2008) 29:90–100. doi: 10.1016/j.immuni.2008.04.022

58. Muro R, Nitta T, Nakano K, Okamura T, Takayanagi H, Suzuki H.

gammadeltaTCR recruits the Syk/PI3K axis to drive proinflammatory

differentiation program. J Clin Invest. (2018) 128:415–26.

doi: 10.1172/JCI95837

59. Sakaguchi N, Takahashi T, Hata H, Nomura T, Tagami T, Yamazaki S,

et al. Altered thymic T-cell selection due to a mutation of the ZAP-70

gene causes autoimmune arthritis in mice. Nature. (2003) 426:454–60.

doi: 10.1038/nature02119

60. Wencker M, Turchinovich G, Di Marco Barros R, Deban L, Jandke A,

Cope A, et al. Innate-like T cells straddle innate and adaptive immunity

by altering antigen-receptor responsiveness. Nat Immunol. (2014) 15:80–7.

doi: 10.1038/ni.2773

61. Munoz-Ruiz M, Ribot JC, Grosso AR, Goncalves-Sousa N, Pamplona A,

Pennington DJ, et al. TCR signal strength controls thymic differentiation of

discrete proinflammatory gammadelta T cell subsets. Nat Immunol. (2016)

17:721–7. doi: 10.1038/ni.3424

62. Pennington DJ, Silva-Santos B, Shires J, Theodoridis E, Pollitt C, Wise

EL, et al. The inter-relatedness and interdependence of mouse T cell

receptor gammadelta+ and alphabeta+ cells. Nat Immunol. (2003) 4:991–8.

doi: 10.1038/ni979

63. Silva-Santos B, Pennington DJ, Hayday AC. Lymphotoxin-mediated

regulation of gammadelta cell differentiation by alphabeta T cell progenitors.

Science. (2005) 307:925–8. doi: 10.1126/science.1103978

64. Powolny-Budnicka I, Riemann M, Tanzer S, Schmid RM, Hehlgans T, Weih

F. RelA and RelB transcription factors in distinct thymocyte populations

control lymphotoxin-dependent interleukin-17 production in gammadelta

T cells. Immunity. (2011) 34:364–74. doi: 10.1016/j.immuni.2011.

02.019

65. Peschon JJ, Morrissey PJ, Grabstein KH, Ramsdell FJ, Maraskovsky E,

Gliniak BC, et al. Early lymphocyte expansion is severely impaired in

interleukin 7 receptor-deficient mice. J Exp Med. (1994) 180:1955–60.

doi: 10.1084/jem.180.5.1955

66. von Freeden-Jeffry U, Vieira P, Lucian LA, McNeil T, Burdach SE,

Murray R. Lymphopenia in interleukin (IL)-7 gene-deleted mice identifies

IL-7 as a nonredundant cytokine. J Exp Med. (1995) 181:1519–26.

doi: 10.1084/jem.181.4.1519

67. Akashi K, Kondo M, von Freeden-Jeffry U, Murray R, Weissman IL. Bcl-

2 rescues T lymphopoiesis in interleukin-7 receptor-deficient mice. Cell.

(1997) 89:1033–41. doi: 10.1016/S0092-8674(00)80291-3

68. Wofford JA, Wieman HL, Jacobs SR, Zhao Y, Rathmell JC. IL-7

promotes Glut1 trafficking and glucose uptake via STAT5-mediated

activation of Akt to support T-cell survival. Blood. (2008) 111:2101–11.

doi: 10.1182/blood-2007-06-096297

69. Kang J, Coles M. IL-7: the global builder of the innate lymphoid network

and beyond, one niche at a time. Semin Immunol. (2012) 24:190–7.

doi: 10.1016/j.smim.2012.02.003

70. He YW, Malek TR. Interleukin-7 receptor alpha is essential for the

development of gamma delta+ T cells, but not natural killer cells. J ExpMed.

(1996) 184:289–93. doi: 10.1084/jem.184.1.289

71. Maki K, Sunaga S, Ikuta K. The V-J recombination of T cell receptor-gamma

genes is blocked in interleukin-7 receptor-deficient mice. J Exp Med. (1996)

184:2423–7. doi: 10.1084/jem.184.6.2423

72. Ye SK, Agata Y, Lee HC, Kurooka H, Kitamura T, Shimizu A,

et al. The IL-7 receptor controls the accessibility of the TCRgamma

locus by Stat5 and histone acetylation. Immunity. (2001) 15:813–23.

doi: 10.1016/S1074-7613(01)00230-8

73. Schlissel MS, Durum SD, Muegge K. The interleukin 7 receptor is required

for T cell receptor gamma locus accessibility to the V(D)J recombinase. J Exp

Med. (2000) 191:1045–50. doi: 10.1084/jem.191.6.1045

74. Agata Y, Katakai T, Ye SK, Sugai M, Gonda H, Honjo T, et al. Histone

acetylation determines the developmentally regulated accessibility for T

cell receptor gamma gene recombination. J Exp Med. (2001) 193:873–80.

doi: 10.1084/jem.193.7.873

75. Michel ML, Pang DJ, Haque SF, Potocnik AJ, Pennington DJ, Hayday

AC. Interleukin 7 (IL-7) selectively promotes mouse and human IL-17-

producing gammadelta cells. Proc Natl Acad Sci USA. (2012) 109:17549–54.

doi: 10.1073/pnas.1204327109

76. Baccala R, Witherden D, Gonzalez-Quintial R, Dummer W, Surh CD,

Havran WL, et al. Gamma delta T cell homeostasis is controlled by IL-7 and

IL-15 together with subset-specific factors. J Immunol. (2005) 174:4606–12.

doi: 10.4049/jimmunol.174.8.4606

77. Fujikado N, Mann AO, Bansal K, Romito KR, Ferre EMN, Rosenzweig SD,

et al. Aire inhibits the generation of a perinatal population of interleukin-

17A-producing gammadelta T cells to promote immunologic tolerance.

Immunity. (2016) 45:999–1012. doi: 10.1016/j.immuni.2016.10.023

78. Shibata K, Yamada H, Sato T, Dejima T, Nakamura M, Ikawa T,

et al. Notch-Hes1 pathway is required for the development of

IL-17-producing gammadelta T cells. Blood. (2011) 118:586–93.

doi: 10.1182/blood-2011-02-334995

79. Nakamura M, Shibata K, Hatano S, Sato T, Ohkawa Y, Yamada H, et al.

A genome-wide analysis identifies a notch-RBP-Jkappa-IL-7Ralpha axis

that controls IL-17-producing gammadelta T cell homeostasis in mice. J

Immunol. (2015) 194:243–51. doi: 10.4049/jimmunol.1401619

80. Mangan PR,Harrington LE, O’QuinnDB,HelmsWS, BullardDC, Elson CO,

et al. Transforming growth factor-beta induces development of the T(H)17

lineage. Nature. (2006) 441:231–4. doi: 10.1038/nature04754

81. Do JS, Fink PJ, Li L, Spolski R, Robinson J, Leonard WJ, et al. Cutting edge:

spontaneous development of IL-17-producing gamma delta T cells in the

thymus occurs via a TGF-beta 1-dependent mechanism. J Immunol. (2010)

184:1675–9. doi: 10.4049/jimmunol.0903539

82. Zhang YE. Non-Smad pathways in TGF-beta signaling. Cell Res. (2009)

19:128–39. doi: 10.1038/cr.2008.328

83. Allison JP, Havran WL. The immunobiology of T cells with invariant

gamma delta antigen receptors. Annu Rev Immunol. (1991) 9:679–705.

doi: 10.1146/annurev.iy.09.040191.003335

84. Lewis JM, Girardi M, Roberts SJ, Barbee SD, Hayday AC, Tigelaar RE.

Selection of the cutaneous intraepithelial gammadelta+ T cell repertoire

by a thymic stromal determinant. Nat Immunol. (2006) 7:843–50.

doi: 10.1038/ni1363

85. Boyden LM, Lewis JM, Barbee SD, Bas A, GirardiM,Hayday AC, et al. Skint1,

the prototype of a newly identified immunoglobulin superfamily gene cluster,

positively selects epidermal gammadelta T cells. Nat Genet. (2008) 40:656–62.

doi: 10.1038/ng.108

86. Barbee SD, Woodward MJ, Turchinovich G, Mention JJ, Lewis JM, Boyden

LM, et al. Skint-1 is a highly specific, unique selecting component

for epidermal T cells. Proc Natl Acad Sci USA. (2011) 108:3330–5.

doi: 10.1073/pnas.1010890108

Frontiers in Immunology | www.frontiersin.org 10 January 2020 | Volume 11 | Article 4254

https://doi.org/10.1002/j.1460-2075.1992.tb05023.x
https://doi.org/10.1016/j.celrep.2017.05.071
https://doi.org/10.1111/imm.13032
https://doi.org/10.1084/jem.20131540
https://doi.org/10.1038/s41467-017-02225-5
https://doi.org/10.1038/ni.2247
https://doi.org/10.1101/478529
https://doi.org/10.1016/j.immuni.2008.04.022
https://doi.org/10.1172/JCI95837
https://doi.org/10.1038/nature02119
https://doi.org/10.1038/ni.2773
https://doi.org/10.1038/ni.3424
https://doi.org/10.1038/ni979
https://doi.org/10.1126/science.1103978
https://doi.org/10.1016/j.immuni.2011.02.019
https://doi.org/10.1084/jem.180.5.1955
https://doi.org/10.1084/jem.181.4.1519
https://doi.org/10.1016/S0092-8674(00)80291-3
https://doi.org/10.1182/blood-2007-06-096297
https://doi.org/10.1016/j.smim.2012.02.003
https://doi.org/10.1084/jem.184.1.289
https://doi.org/10.1084/jem.184.6.2423
https://doi.org/10.1016/S1074-7613(01)00230-8
https://doi.org/10.1084/jem.191.6.1045
https://doi.org/10.1084/jem.193.7.873
https://doi.org/10.1073/pnas.1204327109
https://doi.org/10.4049/jimmunol.174.8.4606
https://doi.org/10.1016/j.immuni.2016.10.023
https://doi.org/10.1182/blood-2011-02-334995
https://doi.org/10.4049/jimmunol.1401619
https://doi.org/10.1038/nature04754
https://doi.org/10.4049/jimmunol.0903539
https://doi.org/10.1038/cr.2008.328
https://doi.org/10.1146/annurev.iy.09.040191.003335
https://doi.org/10.1038/ni1363
https://doi.org/10.1038/ng.108
https://doi.org/10.1073/pnas.1010890108
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Parker and Ciofani γδ T Cell Effector Programming

87. Salim M, Knowles TJ, Hart R, Mohammed F, Woodward MJ, Willcox CR,

et al. Characterization of a putative receptor binding surface on Skint-1,

a critical determinant of dendritic epidermal T cell selection. J Biol Chem.

(2016) 291:9310–21. doi: 10.1074/jbc.M116.722066

88. Rhodes DA, Reith W, Trowsdale J. Regulation of immunity

by butyrophilins. Annu Rev Immunol. (2016) 34:151–72.

doi: 10.1146/annurev-immunol-041015-055435

89. Di Marco Barros R, Roberts NA, Dart RJ, Vantourout P, Jandke A,

Nussbaumer O, et al. Epithelia use butyrophilin-like molecules to shape

organ-specific gammadelta T cell compartments. Cell. (2016) 167:203–18

e17. doi: 10.1016/j.cell.2016.08.030

90. Willcox BE, Willcox CR. gammadelta TCR ligands: the quest to

solve a 500-million-year-old mystery. Nat Immunol. (2019) 20:121–8.

doi: 10.1038/s41590-018-0304-y

91. Mathis D, Benoist C. Aire. Annu Rev Immunol. (2009) 27:287–312.

doi: 10.1146/annurev.immunol.25.022106.141532

92. Rossi SW, Kim MY, Leibbrandt A, Parnell SM, Jenkinson WE, Glanville SH,

et al. RANK signals from CD4(+)3(-) inducer cells regulate development

of Aire-expressing epithelial cells in the thymic medulla. J Exp Med. (2007)

204:1267–72. doi: 10.1084/jem.20062497

93. White AJ, Withers DR, Parnell SM, Scott HS, Finke D, Lane PJ, et al.

Sequential phases in the development of Aire-expressing medullary thymic

epithelial cells involve distinct cellular input. Eur J Immunol. (2008) 38:942–

7. doi: 10.1002/eji.200738052

94. Roberts NA, White AJ, Jenkinson WE, Turchinovich G, Nakamura

K, Withers DR, et al. Rank signaling links the development of

invariant gammadelta T cell progenitors and Aire(+) medullary

epithelium. Immunity. (2012) 36:427–37. doi: 10.1016/j.immuni.2012.

01.016

95. Ivanov, II, McKenzie BS, Zhou L, Tadokoro CE, Lepelley A, Lafaille JJ,

et al. The orphan nuclear receptor RORgammat directs the differentiation

program of proinflammatory IL-17+ T helper cells. Cell. (2006) 126:1121–

33. doi: 10.1016/j.cell.2006.07.035

96. Szabo SJ, Kim ST, Costa GL, Zhang X, Fathman CG, Glimcher LH. A novel

transcription factor, T-bet, directs Th1 lineage commitment. Cell. (2000)

100:655–69. doi: 10.1016/S0092-8674(00)80702-3

97. De Obaldia ME, Bhandoola A. Transcriptional regulation of innate and

adaptive lymphocyte lineages. Annu Rev Immunol. (2015) 33:607–42.

doi: 10.1146/annurev-immunol-032414-112032

98. Barros-Martins J, Schmolka N, Fontinha D, Pires de Miranda M, Simas JP,

Brok I, et al. Effector gammadelta T cell differentiation relies on master but

not auxiliary Th cell transcription factors. J Immunol. (2016) 196:3642–52.

doi: 10.4049/jimmunol.1501921

99. Raifer H, Mahiny AJ, Bollig N, Petermann F, Hellhund A, Kellner K, et al.

Unlike alphabeta T cells, gammadelta T cells, LTi cells and NKT cells do not

require IRF4 for the production of IL-17A and IL-22. Eur J Immunol. (2012)

42:3189–201. doi: 10.1002/eji.201142155

100. Ciofani M, Madar A, Galan C, Sellars M, Mace K, Pauli F, et al. A validated

regulatory network for Th17 cell specification. Cell. (2012) 151:289–303.

doi: 10.1016/j.cell.2012.09.016

101. Malhotra N, Narayan K, Cho OH, Sylvia KE, Yin C, Melichar H,

et al. A network of high-mobility group box transcription factors

programs innate interleukin-17 production. Immunity. (2013) 38:681–93.

doi: 10.1016/j.immuni.2013.01.010

102. Laird RM, Laky K, Hayes SM. Unexpected role for the B cell-

specific Src family kinase B lymphoid kinase in the development of

IL-17-producing gammadelta T cells. J Immunol. (2010) 185:6518–27.

doi: 10.4049/jimmunol.1002766

103. Weber BN, Chi AW, Chavez A, Yashiro-Ohtani Y, Yang Q, Shestova O,

et al. A critical role for TCF-1 in T-lineage specification and differentiation.

Nature. (2011) 476:63–8. doi: 10.1038/nature10279

104. Ioannidis V, Beermann F, Clevers H, Held W. The beta-catenin–TCF-1

pathway ensures CD4(+)CD8(+) thymocyte survival. Nat Immunol. (2001)

2:691–7. doi: 10.1038/90623

105. Xi H, Schwartz R, Engel I, Murre C, Kersh GJ. Interplay

between RORgammat, Egr3, and E proteins controls proliferation

in response to pre-TCR signals. Immunity. (2006) 24:813–26.

doi: 10.1016/j.immuni.2006.03.023

106. Parker ME, Barrera A, Wheaton JD, Zuberbuehler MK, Allan DSJ, Carlyle

JR, et al. c-Maf regulates the plasticity of group 3 innate lymphoid cells

by restraining the type 1 program. J Exp Med. (2019) 217:e20191030.

doi: 10.1084/jem.20191030

107. Rutz S, Noubade R, Eidenschenk C, Ota N, Zeng W, Zheng Y, et al.

Transcription factor c-Maf mediates the TGF-beta-dependent suppression

of IL-22 production in T(H)17 cells. Nat Immunol. (2011) 12:1238–45.

doi: 10.1038/ni.2134

108. Auderset F, Schuster S, Fasnacht N, Coutaz M, Charmoy M, Koch U, et al.

Notch signaling regulates follicular helper T cell differentiation. J Immunol.

(2013) 191:2344–50. doi: 10.4049/jimmunol.1300643

109. Spidale NA, Sylvia K, Narayan K, Miu B, Frascoli M, Melichar HJ, et al.

Interleukin-17-producing gammadelta T cells originate from SOX13(+)

progenitors that are independent of gammadeltaTCR signaling. Immunity.

(2018) 49:857–72 e5. doi: 10.1016/j.immuni.2018.09.010

110. Huang W, Lu N, Eberspaecher H, De Crombrugghe B. A new long form of

c-Maf cooperates with Sox9 to activate the type II collagen gene. J Biol Chem.

(2002) 277:50668–75. doi: 10.1074/jbc.M206544200

111. Rajaram N, Kerppola TK. Synergistic transcription activation by

Maf and Sox and their subnuclear localization are disrupted by a

mutation in Maf that causes cataract. Mol Cell Biol. (2004) 24:5694–709.

doi: 10.1128/MCB.24.13.5694-5709.2004

112. Tanaka S, Suto A, Iwamoto T, Kashiwakuma D, Kagami S, Suzuki K,

et al. Sox5 and c-Maf cooperatively induce Th17 cell differentiation via

RORgammat induction as downstream targets of Stat3. J Exp Med. (2014)

211:1857–74. doi: 10.1084/jem.20130791

113. Xing S, Li F, Zeng Z, Zhao Y, Yu S, Shan Q, et al. Tcf1 and Lef1 transcription

factors establish CD8(+) T cell identity through intrinsic HDAC activity. Nat

Immunol. (2016) 17:695–703. doi: 10.1038/ni.3456

114. Mielke LA, Liao Y, Clemens EB, Firth MA, Duckworth B, Huang

Q, et al. TCF-1 limits the formation of Tc17 cells via repression

of the MAF-RORgammat axis. J Exp Med. (2019) 216:1682–99.

doi: 10.1084/jem.20181778

Conflict of Interest: The authors declare that the research was conducted in the

absence of any commercial or financial relationships that could be construed as a

potential conflict of interest.

Copyright © 2020 Parker and Ciofani. This is an open-access article distributed

under the terms of the Creative Commons Attribution License (CC BY). The use,

distribution or reproduction in other forums is permitted, provided the original

author(s) and the copyright owner(s) are credited and that the original publication

in this journal is cited, in accordance with accepted academic practice. No use,

distribution or reproduction is permitted which does not comply with these terms.

Frontiers in Immunology | www.frontiersin.org 11 January 2020 | Volume 11 | Article 4255

https://doi.org/10.1074/jbc.M116.722066
https://doi.org/10.1146/annurev-immunol-041015-055435
https://doi.org/10.1016/j.cell.2016.08.030
https://doi.org/10.1038/s41590-018-0304-y
https://doi.org/10.1146/annurev.immunol.25.022106.141532
https://doi.org/10.1084/jem.20062497
https://doi.org/10.1002/eji.200738052
https://doi.org/10.1016/j.immuni.2012.01.016
https://doi.org/10.1016/j.cell.2006.07.035
https://doi.org/10.1016/S0092-8674(00)80702-3
https://doi.org/10.1146/annurev-immunol-032414-112032
https://doi.org/10.4049/jimmunol.1501921
https://doi.org/10.1002/eji.201142155
https://doi.org/10.1016/j.cell.2012.09.016
https://doi.org/10.1016/j.immuni.2013.01.010
https://doi.org/10.4049/jimmunol.1002766
https://doi.org/10.1038/nature10279
https://doi.org/10.1038/90623
https://doi.org/10.1016/j.immuni.2006.03.023
https://doi.org/10.1084/jem.20191030
https://doi.org/10.1038/ni.2134
https://doi.org/10.4049/jimmunol.1300643
https://doi.org/10.1016/j.immuni.2018.09.010
https://doi.org/10.1074/jbc.M206544200
https://doi.org/10.1128/MCB.24.13.5694-5709.2004
https://doi.org/10.1084/jem.20130791
https://doi.org/10.1038/ni.3456
https://doi.org/10.1084/jem.20181778
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


MINI REVIEW
published: 29 January 2020

doi: 10.3389/fimmu.2020.00072

Frontiers in Immunology | www.frontiersin.org 1 January 2020 | Volume 11 | Article 72

Edited by:

Claudia U. Duerr,

McGill University, Canada

Reviewed by:

Malcolm Ronald Starkey,

University of Newcastle, Australia

Steven J. Van Dyken,

Washington University School of

Medicine in St. Louis, United States

*Correspondence:

Jan-Eric Turner

j.turner@uke.de

†These authors have contributed

equally to this work

Specialty section:

This article was submitted to

NK and Innate Lymphoid Cell Biology,

a section of the journal

Frontiers in Immunology

Received: 21 November 2019

Accepted: 13 January 2020

Published: 29 January 2020

Citation:

Becker M, Gnirck A-C and Turner J-E

(2020) Innate Lymphoid Cells in Renal

Inflammation. Front. Immunol. 11:72.

doi: 10.3389/fimmu.2020.00072

Innate Lymphoid Cells in Renal
Inflammation
Martina Becker †, Ann-Christin Gnirck † and Jan-Eric Turner*

III Department of Medicine and Hamburg Center for Translational Immunology, University Medical Center

Hamburg-Eppendorf, Hamburg, Germany

Since their identification as a separate family of leukocytes, Innate lymphoid cells

(ILCs) have been shown to play crucial roles in immune-mediated diseases and repair

mechanisms that restore tissue integrity after injury. ILCs mainly populate non-lymphoid

tissues where they form intricate circuits with parenchymal cells to regulate tissue

immunity and organ homeostasis. However, the specific phenotype and function of

ILC populations that reside in specific anatomical locations, such as the kidney, still

remains poorly understood. In this review, we discuss tissue-specific properties of

kidney-residing ILCs and summarize recent advances in the understanding of ILC biology

in kidney diseases that might pave the way for development of novel treatment strategies

in humans.

Keywords: innate lymphoid cells, chronic kidney disease, acute kidney injury, glomerulonephritis, ILC modulation

INTRODUCTION

Chronic kidney disease (CKD) affects ∼10% of the population in industrialized countries and
is a major risk factor for cardiovascular mortality (1). CKD often shows a progressive course
leading to end stage renal disease with the need for renal replacement therapy (dialysis or kidney
transplantation), resulting in substantial morbidity and mortality of affected patients. Diabetes
mellitus and arterial hypertension are the most common diseases that lead to chronic renal injury
with subsequent dysfunction, but immune-mediated kidney diseases, such as glomerulonephritis
and interstitial nephritis, are also frequent causes of CKD cases (∼20%) (2).

In addition to CKD, acute impairment of kidney function (acute kidney injury = AKI)
is a common clinical problem that affects up to 25% of hospitalized patients worldwide and
represents an important risk factor for in-hospital mortality (3). AKI can result from various
clinical conditions, including ischemia, sepsis, and nephrotoxic agents, and usually resolves after
successful treatment of the underlying condition or withdrawal of the toxin. However, it has become
evident that previous episodes of AKI increase the risk for development of CKD, underlining the
importance of AKI for long-term patient outcome (4, 5).

Regardless of the underlying etiology, the local immune response in renal tissue critically
contributes to initiation and progression of acute and chronic kidney damage. However, if activated
appropriately, regulatory components of the immune system can also promote kidney tissue
regeneration and limit renal inflammation (6, 7). Thus, immunomodulatory strategies that are
aimed at shifting the balance from a pro-inflammatory, tissue destructive immune response in
the kidney to an anti-inflammatory, pro-regenerative response are promising candidates for the
development of novel therapies for kidney diseases. In this context, several recent studies identified
kidney-residing Innate lymphoid cells (ILCs) as potential therapeutic targets in the attempt to
promote tissue regeneration in AKI and/or slow progression of CKD (8).
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INNATE LYMPHOID CELLS

Innate lymphoid cells (ILCs), as a separate family of leukocytes,
are considered to represent the innate counterpart of
conventional T cells. Similar to T cells, ILCs exhibit lymphoid
morphology and produce large amount of cytokines, but in
contrast to adaptive lymphocytes, they do not rely on rearranged
antigen receptors for activation. Instead, ILCs are equipped with
a wide array of receptors to sense, integrate and respond to local
cues provided by haematopoietic and non-haematopoietic cells
of the tissue niche they reside in.

ILCs are now subdivided into cytotoxic NK cells (or “killer”
ILCs) and four groups of “helper” ILCs: ILC1s, ILC2s, ILC3s, and
Lymphoid tissue inducer (LTi) cells, based on their expression of
specific transcription factor and cytokine profiles, mirroring the
classification of CD4+ T helper cell subsets into TH1, TH2, and
TH17 cells (9–11).

NK cells are the innate cytotoxic counterpart of CD8+ T
cells, depend on the transcription factors Tbx21 (Tbet) and
eomesodermin (Eomes) and produce IFN-γ, granzymes, and
perforin after activation. ILC1s resemble TH1 cells and, similar
to NK cells, express T-bet and IFN-γ, but not Eomes and are less
cytotoxic. ILC2s are defined by GATA-3 expression and produce
the TH2 cytokines IL-13, IL-5, and IL-4, as well as IL-9 and
the epidermal growth factor amphiregulin. ILC3s represent the
innate TH17 counterpart and are characterized by expression
of RORγt and AHR, as well as the production of IL-17 and/or
IL-22, GM-CSF, and lymphotoxin. Within the ILC3 subset, the
expression of Natural cytotoxicity receptors (NCRs, e.g., NKp46,
NKp44) further differentiates ILC3s into NCR+ and NCR−

ILC3s, exhibiting different effector functions (12). Similar to
ILC3s, LTi cells, that are essential for the formation of secondary
lymphoid organs during embryonic development, depend on
RORγt and produce IL-17, IL-22, and lymphotoxin, but recent
studies indicate that they develop from a different precursor (11).

In the past decade, helper ILCs were extensively studied and
are now recognized as important regulators of immune responses
in a variety of organs and inflammatory conditions (13, 14).
As largely tissue-resident cells (15), ILCs are adapted to the
microenvironment they reside in Ricardo-Gonzalez et al. (16),
thus showing organ-specific subset distribution, phenotype, and
functional regulation. While the critical function of helper ILCs
in barrier organs, such as the intestine, lung, and skin has been
elucidated in great detail, knowledge about their tissue-specific
properties in the kidney is still emerging. The role of NK cells in
kidney health and disease has been recently reviewed elsewhere
(17) and will therefore not be discussed here.

DISTRIBUTION, PHENOTYPE, AND
REGULATION OF HELPER ILC SUBSETS IN
THE KIDNEY

First evidence that ILC2s represent a major ILC subset in the
murine kidney came from a study using IL-5 reporter mice to
investigate the distribution of IL-5-expressing ILCs in various
tissues. In these analyses up to 7% of all CD45+CD90.2+ cells

were IL-5+ non-T cells, representing the kidney-residing ILC2
population (18). A more detailed characterization of the total IL-
7Rα (CD127)+Lineage− lymphocyte population in the kidney of
naïve mice revealed that, depending on the mouse strain (19, 20),
∼1–6% of total CD45+ lymphocytes are helper ILCs. Among
these, IL-5/IL-13-producing GATA-3+ ILC2s are indeed themost
abundant ILC subset in the kidney (∼80%), while RORγt+

ILC3s and Tbet+Eomes− ILC1s represent only minor fractions
(19). Kidney-residing ILC2s share important characteristics with
ILC2s in other anatomical locations, such as tissue residency (21)
and expression of specific surface receptors that determine their
responsiveness to activating and inhibitory stimuli (see below)
(19, 20, 22, 23). However, there are first indications of kidney-
specific features of the local ILC2 population (24), warranting
further investigation.

The healthy human kidney also harbors a
CD127+CD161+Lineage− helper ILC population that accounts
for ∼0.5% of total lymphocytes. In line with the mouse data,
the kidney-residing ILC population in humans contains a
considerable percentage of ILC2s (∼35%) defined by expression
of CRTH2 and the receptors for IL-33 (T1/ST2) and IL-2 (CD25)
(19, 21). However, unlike in the mouse, cKit+NCR+ ILC3s
(∼15%) and cKit+NCR− ILC3s (∼40%, possibly containing
some ILC precursors (25), are also abundant in the human
kidney in non-inflammatory conditions (19).

Strategic positioning of ILCs within barrier tissues is
especially important for their function. ILC2s can be detected
by immunohistochemical staining in the glomerular and
tubulointerstitial compartments of the mouse kidney (19), but it
was shown recently that under homeostatic conditions a majority
of renal IL-5+ ILC2s reside in the perivascular adventitial cuff
surrounding the main arterial vessels where they co-localize with
kidney dendritic cells (24, 26). Although the functional relevance
of this finding for kidney homeostasis is still unclear, it can
be speculated that, similar to the lung, stromal adventitial cells
provide cytokines, such as IL-33 and TSLP, that might promote
ILC2 maintenance in the healthy kidney tissue (27).

ILCS IN ACUTE KIDNEY INJURY

Acute kidney injury is characterized by a rapid decrease of kidney
excretory function, resulting in elevation of serum creatinine
levels and/or decreased urine output (28). Renal ischemia is
one major cause of AKI in humans and is induced by various
clinical conditions that lead to hypoperfusion of the kidney, such
as severe volume depletion, circulatory shock, or renal vascular
occlusion. The widely used ischemia/reperfusion injury (IRI)
model applies surgical clamping of the renal artery for a defined
time period with subsequent reperfusion of the kidney to mimic
the pathomechanism of ischemic AKI (29). Similar to ILC2s in
other organs, kidney-residing ILC2s express the receptors for
IL-25 (IL-17RB) and IL-33 (T1/ST2) and can be activated and
expanded in vivo by administration of these cytokines in mice
(19, 22). Application of ILC2-expanding cytokines has been
used to investigate the in vivo role of ILC2s in the IRI mouse
model of AKI (21, 22). In this model, systemic intraperitoneal
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application of IL-25 or IL-33 previous to IRI induction resulted
in significant renal tissue protection, as indicated by lower serum
creatinine levels and reduced tubular damage, accompanied with
increased renal expression of the type 2 cytokines IL-4, IL-5, and
IL-13 produced by local Lin−CD127+CD90+CD25+ST2+IL-
17RB+ ILC2s and, in case of IL-25, by an additional smaller
population of Lin−CD127−CD90−ST2−CD25−IL-17RB+c-
Kit+ Multipotent Progenitor Type 2 Cells (Figure 1). Whether
the latter are a separate cell type (30) or represent IL-25-
responsive inflammatory ILC2s with low expression of the
IL-7 receptor (CD127) (31) remains to be elucidated. The
beneficial in vivo effects of IL-25 and IL-33 application were
indeed mediated by ILC2s, since transfer of IL-25- or IL-33-
elicited ILC2s was sufficient to ameliorate renal impairment in
mice with IRI (21, 22). Moreover, partial depletion of ILC2s
with anti-CD90 antibodies in IL-33-treated Rag1−/− mice
abolished the protective IL-33 effect, while depletion of Tregs in
immunocompetent mice, which have also been described to be
IL-33-responsive (32), did not (21). In line with the enhanced
intrarenal type 2 response after IL-25 or IL-33 treatment, kidney-
residing macrophages were shifted toward a M2 phenotype.
Furthermore, neutrophil accumulation in the kidney was
reduced by a yet unknown mechanism. The authors could
further demonstrate, that in vitro differentiated M2 macrophages
protected tubular epithelial cells (the primary target cells of
ischemic AKI) from apoptosis, providing a potential downstream
mechanism for ILC2-mediated tissue protection via alternative
activation of macrophages (22). In addition, it was shown that
IL-33-activated ILC2s require production of the epidermal
growth factor amphiregulin to mediate their protective effects
in renal IRI (21), indicating that ILC2s might employ multiple
pathways to shift the intrarenal microenvironment from a
pro-inflammatory to an anti-inflammatory, pro-regenerative
state (Figure 1). Importantly, the therapeutic effect of IL-33
application was maintained when cytokine therapy was started
after induction of IRI in mice and was also observed in mice
with a humanized immune system that were treated with human
recombinant IL-33 (21).

Although these results highlight the therapeutic potential of
ILC2-directed therapies in AKI, so far there is no evidence for
a role of endogenous ILC2 activation and expansion during
AKI. A recent study addressed this issue by comparing tissue
injury and renal function impairment between control IRI
mice and IRI mice that are reduced or deficient in ILC2s,
either constitutively (Il7rcre/+Rorafl/fl) or after DTx-mediated
depletion (Cd4cre/+Icosdtr/+). In these experiments, the authors
did not observe a substantial difference in histopathologic tubular
injury and inflammatory marker expression in the kidney,
leading to the conclusion that endogenous ILC2s that are
not previously expanded by cytokine therapy are redundant
in IRI (24). Moreover, a previous study provided conflicting
evidence for a pro-inflammatory role of IL-33 in AKI by showing
that its application in a mouse model of nephrotoxic AKI
induced by the cytostatic drug cisplatin aggravates renal injury
(33), suggesting that action of IL-33 and IL-33-induced ILC2s,
although not specifically addressed in this study, might be
highly context-dependent.

FIGURE 1 | Protective role of ILC2s, MPPtype 2 cells, and “ILCregs” in acute

kidney injury. After activation by an IL-2/anti-IL-2 complex (IL2C) ILC2s and

“ILCregs” (whether the latter are a separate lineage or IL-10 producing ILC2s is

still a matter of debate) prevent neutrophil accumulation in the kidney.

“ILCregs” produce IL-10 and TGF-β upon activation. ILC2s can be activated

by IL-33, IL-25, the hybrid cytokine IL233, or IL2C and secrete IL-13 and Areg

to promote tissue protection. IL-25 can stimulate MPPtype2 cells to produce

IL-4, which in addition to IL-13, IL-10, and TGF-β, has been shown to promote

the shift from a pro-inflammatory M1 phenotype (expression of iNOS and

TNF-α) to an anti-inflammatory M2 phenotype (expression of MR and Arg1) in

macrophages. The exact mechanisms of how ILC2s (and “ILCregs”) prevent

neutrophil accumulation and Areg-dependent tissue protection are still

unknown. Question marks indicate mechanisms that are so far not completely

understood and need to be further elucidated. Green lines symbolize

protective and beneficial effects, whereas red arrows indicate proinflammatory

effects. (Areg, amphiregulin; Arg1, Arginase 1; iNOS, Inducible nitric oxide

synthase; MR, mannose receptor; M1, classical macrophage; M2, alternatively

activated macrophage; TNF-α, tumor necrosis factor α; TGF-β, Transforming

growth factor β).

A recent study by Cao et al. demonstrated that a small
population of IL-10-producing ILCs (2–3% of total ILCs,
representing ∼0.06% of total lymphocytes) can be detected in
the murine and human kidney (34). Definition of these cells
was based on a previous report of a similar ILC population in
the intestine that was termed “ILCregs” (35), but, since ILC2s
can produce large amounts of IL-10 under certain stimulatory
conditions (36), it is still a matter of debate if these IL-10+
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ILCs indeed represent a separate ILC subtype (37). However, the
authors went on to show that IL-10-producing ILCs in the kidney
can be expanded by IL-2/anti-IL-2 complex (IL2C) treatment and
mediate protective effects in the IRI-AKI model by downstream
mechanisms similar to IL-25- or IL-33-elicited ILCs (Figure 1)
(34), underlining the therapeutic potential of kidney ILCs in AKI.

In the attempt to translate this concept into a therapeutic
approach for potential use in human renal disease, a novel hybrid
cytokine linking IL-33 with IL-2 has been designed to activate
cell types that express a combination of the respective receptors,
such as ST2+CD25+ Tregs and ST2+CD25+ ILC2s. This hybrid
cytokine, termed IL233, was recently shown to be effective in
protection from nephrotoxic and IRI-induced AKI by expansion
of Tregs and ILC2s (38) and might provide a valuable basis
for further development of ILC-directed therapies toward first
in-human studies.

ILCS IN CHRONIC KIDNEY DISEASE

Progressive scarring of the glomeruli (glomerulosclerosis)
and fibrosis of the tubulointerstitial compartment are
the histopathological hallmarks of CKD. In BALB/c mice,
application of the cytostatic drug Adriamycin induces podocyte
damage and breakdown of the glomerular filtration barrier,
leading to proteinuria, progressive glomerulosclerosis, and
chronic tubulointerstitial injury. This “Adriamycin-induced
nephropathy” (AN) shares main histopathological features with
human CKD and has been widely used as a model to study
the effect of therapeutic interventions in proteinuric CKD
(39). It was shown previously that, similar to the AKI model,
repeated application of IL-25 after AN induction ameliorates
its clinical course by induction of M2 macrophages, but the
IL-25-responsive cell type responsible for this effect was not
addressed in the initial study (40). More recently, our own group
showed that a short course of IL-33 treatment in mice (400 ng
i.p. on four consecutive days) leads to a massive and sustained
increase in kidney ILC2s for up to several month and effectively
improved histopathological and clinical parameters of renal
injury in the AN model (19). Mechanistically, IL-33-mediated
kidney protection in AN was accompanied by an accumulation
of eosinophils and a reduction of neutrophil and inflammatory
mononuclear phagocyte infiltration. Analysis of ILC-deficient
Rag−/−Il2rg−/− mice and eosinophil-deficient 1dblGATA
mice confirmed that the IL-33 effect depended on the presence
of ILCs and eosinophils (19) (Figure 2). In line, pre-emptive
treatment with the above-mentioned, novel hybrid cytokine
IL233 protected mice from progressive glomerulosclerosis
in AN (38).

In contrast to the beneficial effects of the IL-33/ILC2 axis in
glomerulosclerosis, a potential deleterious role of endogenous IL-
33 in kidney fibrosis was reported by Chen et al., demonstrating
partial protection from tubulointerstitial fibrosis induced by
unilateral urinary obstruction (UUO) in Il33−/− and Il1rl1−/−

mice (41). Accordingly, administration of high-dose IL-33 (500
ng i.p. daily for 14 days) promoted tubulointerstitial fibrosis
at week two after IRI-AKI, while inhibition of IL-33 reduced

AKI-induced fibrosis. Although the exact cellular mediators and
downstream mechanisms of this deleterious IL-33 effect in renal
fibrosis were not explored in these studies (41, 42), pro-fibrotic
effects of chronically activated ILC2s via production of IL-13 were
described in the liver and lung (43, 44), indicating that systemic
ILC2-directed therapies might comprise a substantial risk for side
effects which are likely to be determined by dose, duration, and
context of cytokine application. While higher amounts (1µg per
injection) and/or prolonged application of IL-33 (14 days) might
have disadvantageous effects (33, 42), lower doses (0.3–0.5µg IL-
33 or IL-25 per injection) and short-term treatment (3–5 days)
were shown to be beneficial (19–22, 34, 40) in various models.
Whether systemic ILC2 expansion after i.p. treatment with these
cytokines also contributes to the tissue protective effects in the
kidney is still unclear and warrants further studies.

Since two independent studies suggested increased numbers
of ILC2s and type 2 cytokines (IL-4, IL-5, IL-13) in the peripheral
blood of patients suffering from CKD due to type 2 diabetes
(45, 46), it can be speculated that ILC2s might be a marker for
renal fibrosis in human CKD. However, technical limitations in
the flow cytometry gating strategy used to identify ILC2s in these
studies preclude valid conclusions from these data and further
research is clearly needed to assess a potential role of ILC subsets
in human CKD.

ILCS IN GLOMERULONEPHRITIS

Glomerulonephritides (GNs) are a major cause of CKD and are
characterized by a pathogenic immune response against renal
autoantigens or by renal manifestations of systemic autoimmune
diseases, such as systemic lupus erythematosus (SLE) or anti-
neutrophil cytoplasmic antibody (ANCA)-associated small vessel
vasculitis. A potential role of ILCs in the pathogenesis of GN
is just beginning to be unraveled. In a recent study, our group
provided first evidence that kidney-residing ILC2s are decreased
in frequency and number with progression of autoimmune renal
inflammation in the MRL/MpJ-Faslpr (MRL-lpr) mouse model
of SLE (20). Progression of lupus nephritis in MRL-lpr mice was
characterized by marked increase in IFN-γ and IL-27 expression
in the inflamed kidneys that were produced by T cells and
inflammatory myeloid cells, respectively (20). We and others
could further show that, similar to ILC2s in the lung (47, 48),
kidney ILC2s express the IFN-γR and IL-27R and are extremely
sensitive to IFN-γ/IL-27-mediated inhibition of IL-33-induced
proliferation and cytokine production in vitro (20, 23), providing
a mechanism for inflammation-induced reduction of ILC2s in
the kidney (Figure 2). Most importantly, treatment with IL-33
restored kidney ILC2s, increased type 2 cytokine expression and
eosinophil accumulation, reduced severity of lupus nephritis, and
improved survival of MRL-lpr mice (20), indicating that ILC2s
might be protective in immune-mediated glomerular diseases.

While in the MRL-lpr model the other helper ILC subsets
were unaltered (20), a recent study suggested that a previously
unknown ILC1 subtype expressing CD8 might infiltrate
glomeruli in rat and potentially also in human anti-GBM
nephritis (49). However, if this CD8+ cell subset indeed
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FIGURE 2 | Protective role of ILC2s in chronic kidney diseases. ILC2s can be activated by the cytokines IL-33 and IL-25, as well as the hybrid cytokine IL233,

whereas IFNγ (secreted by CD4+ and CD8+ T cells) and IL-27 (produced by mononuclear phagocytes) suppress ILC2s. Activated ILC2s produce IL-5 and IL-13,

leading to the accumulation of eosinophils and the shift from a pro-inflammatory M1 phenotype to an anti-inflammatory M2 phenotype in macrophages. M2

macrophages have been shown to directly protect the tissue, whereas the exact mechanisms of tissue protection mediated by eosinophils are still unclear. The

activation and expansion of ILC2s also results in decrease of the chemokines CXCL1 and CXCL2 in the kidney, preventing neutrophil accumulation that mediate renal

injury. Question marks indicate mechanisms that are so far not completely understood and need to be further elucidated. Green lines symbolize protective and

beneficial effects, whereas red arrows indicate proinflammatory effects. (Arg1, Arginase 1; iNOS, Inducible nitric oxide synthase; MR, mannose receptor; M1, classical

macrophage; M2, alternatively activated macrophage; TNF-α, tumor necrosis factor α).

represents a novel ILC subset needs to be confirmed in
future studies.

Initial studies in patients suffering from ANCA-associated
vasculitis showed that total ILC numbers in the peripheral blood
were reduced in the acute phase of the disease, as compared
to healthy controls, which was due to a reduction of both
ILC2s and ILC3s (50). Moreover, the authors could demonstrate
a significant correlation between a reduction in ILC numbers
and high disease activity, supporting the conclusion from the
murine SLE model that ILCs might have a protective effect
in chronic autoimmunity (20, 50). However, another study
analyzing peripheral blood ILC numbers in ANCA vasculitis
patients and in appropriate disease controls with a similar

impairment of renal function was unable to detect a vasculitis-
specific reduction, indicating that a decrease in peripheral ILCs
might be a non-specific manifestation of CKD (51).

CONCLUDING REMARKS AND FUTURE
DIRECTIONS

In the last decade ILCs have emerged as important effector
cells of the innate immune system in a variety of chronic
inflammatory and autoimmune conditions. A number of
recent studies in preclinical models demonstrate a role of
ILC2-directed therapies in promoting kidney regeneration
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after acute injury and in shifting the intrarenal immune
milieu toward a tissue protective type 2 response. However,
chronic and systemic over activation of ILC2s might comprise
the risk of pro-fibrotic and pro-allergic side effects in the
kidney and other organs which have to be considered in
the attempt to translate these findings into specific ILC-
directed treatment strategies for inflammatory kidney diseases
in humans.

So far, there are no comprehensive studies addressing
kidney-specific ILC properties, but first data indicate a specific
phenotype of the local ILC2 population in the kidney (24).
In the future, it will be critical to elucidate the specific
molecular pathways that drive kidney ILC activation and
to obtain a detailed understanding of their localization and
interaction with other immune cells and parenchymal cells
within the kidney tissue. These analyses will help to identify
pathways that allow for specific targeting of kidney-residing

ILCs in the attempt to exploit their tissue protective properties,

without causing potential deleterious ILC activation in other
anatomical locations.

AUTHOR CONTRIBUTIONS

All authors have participated sufficiently in the work to
take public responsibility for the content. MB, A-CG, and
J-ET drafted, revised, and approved the final version of
the manuscript.

ACKNOWLEDGMENTS

J-ET was supported by an Emmy Noether Grant (TU 316/1-
2), the Priority Programme 1937 Innate Lymphoid Cells (TU
316/4-1), and the Collaborative Research Center 1192 (TP A6),
all funded by the German Research Foundation.

REFERENCES

1. Gansevoort RT, Correa-Rotter R, Hemmelgarn BR, Jafar TH, Heerspink

HJ, Mann JF, et al. Chronic kidney disease and cardiovascular risk:

epidemiology, mechanisms, and prevention. Lancet. (2013) 382:339–

52. doi: 10.1016/S0140-6736(13)60595-4

2. Webster AC, Nagler EV, Morton RL, Masson P. Chronic kidney

disease. Lancet. (2017) 389:1238–52. doi: 10.1016/S0140-6736(16)

32064-5

3. Susantitaphong P, Cruz DN, Cerda J, Abulfaraj M, Alqahtani F, Koulouridis I,

et al. World incidence of AKI: a meta-analysis. Clin J Am Soc Nephrol. (2013)

8:1482–93. doi: 10.2215/CJN.00710113

4. Lafrance J-P, Miller DR. Acute kidney injury associates with

increased long-term mortality. J Am Soc Nephrol. (2010)

21:345–52. doi: 10.1681/ASN.2009060636

5. Stads S, Fortrie G, van Bommel J, Zietse R, Betjes MG. Impaired kidney

function at hospital discharge and long-term renal and overall survival

in patients who received CRRT. Clin J Am Soc Nephrol. (2013) 8:1284–

91. doi: 10.2215/CJN.06650712

6. Kurts C, Panzer U, Anders H-J, Rees AJ. The immune system and kidney

disease: basic concepts and clinical implications. Nat Rev Immunol. (2013)

13:738–53. doi: 10.1038/nri3523

7. Turner J-E, Becker M, Mittrücker H-W, Panzer U. Tissue-

resident lymphocytes in the kidney. J Am Soc Nephrol. (2018)

29:389–99. doi: 10.1681/ASN.2017060599

8. Cameron GJ, Jiang SH, Loering S, Deshpande AV, Hansbro PM, Starkey

MR. Emerging therapeutic potential of group 2 innate lymphoid

cells in acute kidney injury. J Pathol. (2019) 248:9–15. doi: 10.1002/

path.5242

9. Spits H, Artis D, Colonna M, Diefenbach A, Di Santo JP, Eberl G, et al. Innate

lymphoid cells–a proposal for uniform nomenclature. Nat Rev Immunol.

(2013) 13:145–9. doi: 10.1038/nri3365

10. Vivier E, Artis D, Colonna M, Diefenbach A, Di Santo JP, Eberl

G, et al. Innate lymphoid cells: 10 years on. Cell. (2018) 174:1054–

66. doi: 10.1016/j.cell.2018.07.017

11. Scoville SD, Freud AG, Caligiuri MA. Cellular pathways in the development

of human and murine innate lymphoid cells. Curr Opin Immunol. (2019)

56:100–6. doi: 10.1016/j.coi.2018.11.003

12. Withers DR, Hepworth MR. Group 3 innate lymphoid cells: communications

hubs of the intestinal immune system. Front Immunol. (2017)

8:1298. doi: 10.3389/fimmu.2017.01298

13. Klose CS, Artis D. Innate lymphoid cells as regulators of immunity,

inflammation and tissue homeostasis. Nat Immunol. (2016) 17:765–

74. doi: 10.1038/ni.3489

14. Xiong T, Turner J-E. Innate lymphoid cells in autoimmunity and

chronic inflammatory diseases. Semin Immunopathol. (2018) 40:393–

406. doi: 10.1007/s00281-018-0670-4

15. Gasteiger G, Fan X, Dikiy S, Lee SY, Rudensky AY. Tissue residency of

innate lymphoid cells in lymphoid and nonlymphoid organs. Science. (2015)

350:981–5. doi: 10.1126/science.aac9593

16. Ricardo-Gonzalez RR, van Dyken SJ, Schneider C, Lee J, Nussbaum JC, Liang

H-E, et al. Tissue signals imprint ILC2 identity with anticipatory function.Nat

Immunol. (2018) 19:1093–9. doi: 10.1038/s41590-018-0201-4

17. Turner J-E, Rickassel C, Healy H, Kassianos AJ. Natural killer

cells in kidney health and disease. Front Immunol. (2019)

10:587. doi: 10.3389/fimmu.2019.00587

18. Nussbaum JC, Van Dyken, Steven J, von Moltke J, Cheng LE, Mohapatra A,

et al. Type 2 innate lymphoid cells control eosinophil homeostasis. Nature.

(2013) 502:245–8. doi: 10.1038/nature12526

19. Riedel J-H, Becker M, Kopp K, Duster M, Brix SR, Meyer-Schwesinger

C, et al. IL-33-mediated expansion of type 2 innate lymphoid cells

protects from progressive glomerulosclerosis. J Am Soc Nephrol.

(2017). doi: 10.1681/ASN.2016080877

20. Düster M, Becker M, Gnirck A-C, Wunderlich M, Panzer U, Turner J-

E. T cell-derived IFN-γ downregulates protective group 2 innate lymphoid

cells in murine lupus erythematosus. Eur J Immunol. (2018) 48:1364–

75. doi: 10.1002/eji.201747303

21. Cao Q, Wang Y, Niu Z, Wang C, Wang R, Zhang Z, et al.

Potentiating tissue-resident type 2 innate lymphoid cells by IL-33 to

prevent renal ischemia-reperfusion injury. J Am Soc Nephrol. (2018)

29:961–76. doi: 10.1681/ASN.2017070774

22. Huang Q, Niu Z, Tan J, Yang J, Liu Y, Ma H, et al. IL-25 Elicits

innate lymphoid cells and multipotent progenitor type 2 cells that reduce

renal ischemic/reperfusion injury. J Am Soc Nephrol. (2015) 26:2199–

211. doi: 10.1681/ASN.2014050479

23. Kudo F, Ikutani M, Seki Y, Otsubo T, Kawamura YI, Dohi T, et al. Interferon-

gamma constrains cytokine production of group 2 innate lymphoid cells.

Immunology. (2016) 147:21–9. doi: 10.1111/imm.12537

24. Cameron GJ, Cautivo KM, Loering S, Jiang SH, Deshpande AV,

Foster PS, et al. Group 2 innate lymphoid cells are redundant in

experimental renal ischemia-reperfusion injury. Front Immunol. (2019)

10:826. doi: 10.3389/fimmu.2019.00826

25. Lim AI, Li Y, Lopez-Lastra S, Stadhouders R, Paul F, Casrouge A,

et al. Systemic human ILC precursors provide a substrate for tissue ILC

differentiation. Cell. (2017) 168:1086–100.e10. doi: 10.1016/j.cell.2017.02.021

26. Dahlgren MW, Jones SW, Cautivo KM, Dubinin A, Ortiz-Carpena JF, Farhat

S, et al. Adventitial stromal cells define group 2 innate lymphoid cell tissue

niches. Immunity. (2019) 50:707–22.e6. doi: 10.1016/j.immuni.2019.02.002

Frontiers in Immunology | www.frontiersin.org 6 January 2020 | Volume 11 | Article 7261

https://doi.org/10.1016/S0140-6736(13)60595-4
https://doi.org/10.1016/S0140-6736(16)32064-5
https://doi.org/10.2215/CJN.00710113
https://doi.org/10.1681/ASN.2009060636
https://doi.org/10.2215/CJN.06650712
https://doi.org/10.1038/nri3523
https://doi.org/10.1681/ASN.2017060599
https://doi.org/10.1002/path.5242
https://doi.org/10.1038/nri3365
https://doi.org/10.1016/j.cell.2018.07.017
https://doi.org/10.1016/j.coi.2018.11.003
https://doi.org/10.3389/fimmu.2017.01298
https://doi.org/10.1038/ni.3489
https://doi.org/10.1007/s00281-018-0670-4
https://doi.org/10.1126/science.aac9593
https://doi.org/10.1038/s41590-018-0201-4
https://doi.org/10.3389/fimmu.2019.00587
https://doi.org/10.1038/nature12526
https://doi.org/10.1681/ASN.2016080877
https://doi.org/10.1002/eji.201747303
https://doi.org/10.1681/ASN.2017070774
https://doi.org/10.1681/ASN.2014050479
https://doi.org/10.1111/imm.12537
https://doi.org/10.3389/fimmu.2019.00826
https://doi.org/10.1016/j.cell.2017.02.021
https://doi.org/10.1016/j.immuni.2019.02.002
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Becker et al. ILCs in the Kidney

27. Dahlgren MW, Molofsky AB. Adventitial cuffs: regional hubs for tissue

immunity. Trends Immunol. (2019) 40:877–87. doi: 10.1016/j.it.2019.08.002

28. Ronco C, Bellomo R, Kellum JA. Acute kidney injury. Lancet. (2019)

394:1949–64. doi: 10.1016/S0140-6736(19)32563-2

29. Wei Q, Dong Z. Mouse model of ischemic acute kidney injury:

technical notes and tricks. Am J Physiol Renal Physiol. (2012) 303:F1487–

94. doi: 10.1152/ajprenal.00352.2012

30. Saenz SA, Siracusa MC, Perrigoue JG, Spencer SP, Urban JF, Tocker JE, et al.

IL25 elicits a multipotent progenitor cell population that promotes T(H)2

cytokine responses. Nature. (2010) 464:1362–6. doi: 10.1038/nature08901

31. Huang Y, Guo L, Qiu J, Chen X, Hu-Li J, Siebenlist U, et al. IL-25-responsive,

lineage-negative KLRG1hi cells are multipotential ’inflammatory’ type 2

innate lymphoid cells. Nat Immunol. (2015) 16:161–9. doi: 10.1038/ni.3078

32. Schiering C, Krausgruber T, Chomka A, Fröhlich A, Adelmann K, Wohlfert

EA, et al. The alarmin IL-33 promotes regulatory T-cell function in the

intestine. Nature. (2014) 513:564–8. doi: 10.1038/nature13577

33. Akcay A, Nguyen Q, He Z, Turkmen K, Won Lee D, Hernando AA, et al.

IL-33 exacerbates acute kidney injury. J Am Soc Nephrol. (2011) 22:2057–

67. doi: 10.1681/ASN.2010091011

34. Cao Q, Wang R, Wang Y, Niu Z, Chen T, Wang C, et al.

Regulatory innate lymphoid cells suppress innate immunity and

reduce renal ischemia/reperfusion injury. Kidney Int. (2019)

97:130–42. doi: 10.1016/j.ekir.2019.05.545

35. Wang S, Xia P, Chen Y, Qu Y, Xiong Z, Ye B, et al. Regulatory innate

lymphoid cells control innate intestinal inflammation. Cell. (2017) 171:201–

16.e18. doi: 10.1016/j.cell.2017.07.027

36. Seehus CR, Kadavallore A, La Torre Bd, Yeckes AR, Wang Y, Tang J, et al.

Alternative activation generates IL-10 producing type 2 innate lymphoid cells.

Nat Commun. (2017) 8:1900. doi: 10.1038/s41467-017-02023-z

37. Bando JK, Gilfillan S, Di Luccia B, Fachi JL, Sécca C, Cella M, et al. ILC2s are

the predominant source of intestinal ILC-derived IL-10. J Exp Med. (2019)

217:e20191520. doi: 10.1084/jem.20191520

38. Stremska ME, Jose S, Sabapathy V, Huang L, Bajwa A, Kinsey GR, et al. IL233,

A novel IL-2 and IL-33 hybrid cytokine, ameliorates renal injury. J Am Soc

Nephrol. (2017) 28:2681–93. doi: 10.1681/ASN.2016121272

39. Wang Y, Wang YP, Tay YC, Harris DC. Progressive adriamycin nephropathy

in mice: sequence of histologic and immunohistochemical events. Kidney Int.

(2000) 58:1797–804. doi: 10.1046/j.1523-1755.2000.00342.x

40. Cao Q, Wang C, Zheng D, Wang Y, Lee VW, Wang YM, et al. IL-25 induces

M2 macrophages and reduces renal injury in proteinuric kidney disease. J Am

Soc Nephrol. (2011) 22:1229–39. doi: 10.1681/ASN.2010070693

41. Chen W-Y, Chang Y-J, Su C-H, Tsai T-H, Chen S-D, Hsing C-H, et al.

Upregulation of Interleukin-33 in obstructive renal injury. Biochem Biophys

Res Commun. (2016) 473:1026–32. doi: 10.1016/j.bbrc.2016.04.010

42. Liang H, Xu F, Wen X-J, Liu H-Z, Wang H-B, Zhong J-Y, et al. Interleukin-

33 signaling contributes to renal fibrosis following ischemia reperfusion. Eur

J Pharmacol. (2017) 812:18–27. doi: 10.1016/j.ejphar.2017.06.031

43. McHedlidze T, Waldner M, Zopf S, Walker J, Rankin AL, Schuchmann M,

et al. Interleukin-33-dependent innate lymphoid cells mediate hepatic fibrosis.

Immunity. (2013) 39:357–71. doi: 10.1016/j.immuni.2013.07.018

44. Hams E, Armstrong ME, Barlow JL, Saunders SP, Schwartz C, Cooke G, et al.

IL-25 and type 2 innate lymphoid cells induce pulmonary fibrosis. Proc Natl

Acad Sci USA. (2014) 111:367–72. doi: 10.1073/pnas.1315854111

45. Lu P, Ji X, Wan J, Xu H. Activity of group 2 innate lymphoid

cells is associated with chronic inflammation and dysregulated metabolic

homoeostasis in type 2 diabetic nephropathy. Scand J Immunol. (2018) 87:99–

107. doi: 10.1111/sji.12637

46. Liu C, Qin L, Ding J, Zhou L, Gao C, Zhang T, et al. Group 2

innate lymphoid cells participate in renal fibrosis in diabetic kidney

disease partly via TGF-β1 signal pathway. J Diabetes Res. (2019)

2019:8512028. doi: 10.1155/2019/8512028

47. Duerr CU, McCarthy CD, Mindt BC, Rubio M, Meli AP, Pothlichet J,

et al. Type I interferon restricts type 2 immunopathology through the

regulation of group 2 innate lymphoid cells. Nat Immunol. (2016) 17:65–

75. doi: 10.1038/ni.3308

48. Moro K, Kabata H, Tanabe M, Koga S, Takeno N, Mochizuki M, et al.

Interferon and IL-27 antagonize the function of group 2 innate lymphoid

cells and type 2 innate immune responses. Nat Immunol. (2016) 17:76–

86. doi: 10.1038/ni.3309

49. Okabayashi Y, Nagasaka S, Kanzaki G, Tsuboi N, Yokoo T, Shimizu A. Group

1 innate lymphoid cells are involved in the progression of experimental

anti-glomerular basement membrane glomerulonephritis and are regulated

by peroxisome proliferator-activated receptor α. Kidney Int. (2019) 96:942–

56. doi: 10.1016/j.kint.2019.04.039

50. Braudeau C, Amouriaux K, Néel A, Herbreteau G, Salabert N, Rimbert

M, et al. Persistent deficiency of circulating mucosal-associated invariant T

(MAIT) cells in ANCA-associated vasculitis. J Autoimmun. (2016) 70:73–

9. doi: 10.1016/j.jaut.2016.03.015

51. Fazekas B, Moreno-Olivera A, Kelly Y, O’Hara P, Murray S, Kennedy A, et al.

Alterations in circulating lymphoid cell populations in systemic small vessel

vasculitis are non-specific manifestations of renal injury. Clin Exp Immunol.

(2018) 191:180–8. doi: 10.1111/cei.13058

Conflict of Interest: The authors declare that the research was conducted in the

absence of any commercial or financial relationships that could be construed as a

potential conflict of interest.

Copyright © 2020 Becker, Gnirck and Turner. This is an open-access article

distributed under the terms of the Creative Commons Attribution License (CC BY).

The use, distribution or reproduction in other forums is permitted, provided the

original author(s) and the copyright owner(s) are credited and that the original

publication in this journal is cited, in accordance with accepted academic practice.

No use, distribution or reproduction is permitted which does not comply with these

terms.

Frontiers in Immunology | www.frontiersin.org 7 January 2020 | Volume 11 | Article 7262

https://doi.org/10.1016/j.it.2019.08.002
https://doi.org/10.1016/S0140-6736(19)32563-2
https://doi.org/10.1152/ajprenal.00352.2012
https://doi.org/10.1038/nature08901
https://doi.org/10.1038/ni.3078
https://doi.org/10.1038/nature13577
https://doi.org/10.1681/ASN.2010091011
https://doi.org/10.1016/j.ekir.2019.05.545
https://doi.org/10.1016/j.cell.2017.07.027
https://doi.org/10.1038/s41467-017-02023-z
https://doi.org/10.1084/jem.20191520
https://doi.org/10.1681/ASN.2016121272
https://doi.org/10.1046/j.1523-1755.2000.00342.x
https://doi.org/10.1681/ASN.2010070693
https://doi.org/10.1016/j.bbrc.2016.04.010
https://doi.org/10.1016/j.ejphar.2017.06.031
https://doi.org/10.1016/j.immuni.2013.07.018
https://doi.org/10.1073/pnas.1315854111
https://doi.org/10.1111/sji.12637
https://doi.org/10.1155/2019/8512028
https://doi.org/10.1038/ni.3308
https://doi.org/10.1038/ni.3309
https://doi.org/10.1016/j.kint.2019.04.039
https://doi.org/10.1016/j.jaut.2016.03.015
https://doi.org/10.1111/cei.13058~
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


REVIEW
published: 06 February 2020

doi: 10.3389/fimmu.2020.00116

Frontiers in Immunology | www.frontiersin.org 1 February 2020 | Volume 11 | Article 116

Edited by:

Arthur Mortha,

University of Toronto, Canada

Reviewed by:

Jennifer Bando,

Washington University in St. Louis,

United States

Naoko Satoh-Takayama,

Laboratory for Developmental

Genetics, RIKEN Center for Integrative

Medical Sciences, Japan

*Correspondence:

Matthew R. Hepworth

matthew.hepworth@manchester.ac.uk

†ORCID:

Rita G. Domingues

orcid.org/0000-0001-8571-1132

Matthew R. Hepworth

orcid.org/0000-0002-9613-7858

Specialty section:

This article was submitted to

NK and Innate Lymphoid Cell Biology,

a section of the journal

Frontiers in Immunology

Received: 12 November 2019

Accepted: 16 January 2020

Published: 06 February 2020

Citation:

Domingues RG and Hepworth MR

(2020) Immunoregulatory Sensory

Circuits in Group 3 Innate Lymphoid

Cell (ILC3) Function and Tissue

Homeostasis. Front. Immunol. 11:116.

doi: 10.3389/fimmu.2020.00116

Immunoregulatory Sensory Circuits
in Group 3 Innate Lymphoid Cell
(ILC3) Function and Tissue
Homeostasis
Rita G. Domingues † and Matthew R. Hepworth*†

Division of Infection, Immunity and Respiratory Medicine, Faculty of Biology, Medicine and Health, Manchester Collaborative

Centre for Inflammation Research, Lydia Becker Institute of Immunology and Inflammation, Manchester Academic Health

Science Centre, The University of Manchester, Manchester, United Kingdom

Recent years have seen a revolution in our understanding of how cells of the immune

system are modulated and regulated not only via complex interactions with other immune

cells, but also through a range of potent inputs derived from diverse and varied biological

systems. Within complex tissue environments, such as the gastrointestinal tract and

lung, these systems act to orchestrate and temporally align immune responses, regulate

cellular function, and ensure tissue homeostasis and protective immunity. Group 3

Innate Lymphoid Cells (ILC3s) are key sentinels of barrier tissue homeostasis and critical

regulators of host-commensal mutualism—and respond rapidly to damage, inflammation

and infection to restore tissue health. Recent findings place ILC3s as strategic integrators

of environmental signals. As a consequence, ILC3s are ideally positioned to detect

perturbations in cues derived from the environment—such as the diet andmicrobiota—as

well as signals produced by the host nervous, endocrine and circadian systems. Together

these cues act in concert to induce ILC3 effector function, and form critical sensory

circuits that continually function to reinforce tissue homeostasis. In this review we

will take a holistic, organismal view of ILC3 biology and explore the tissue sensory

circuits that regulate ILC3 function and align ILC3 responses with changes within the

intestinal environment.

Keywords: innate lymphoid cells, ILC, mucosal immunology, neuroimmune, circadian, immune circuits

GROUP 3 INNATE LYMPHOID CELLS—SENTINELS OF THE
GASTROINTESTINAL TRACT

Innate lymphoid Cells (ILCs) are a family of innate immune effectors that localize mainly to
mucosal surfaces and which play critical roles in regulating tissue immunity and homeostasis.
The ILC family can be divided into three main subsets—group 1 ILC (ILC1), ILC2, and ILC3
based on their expression of master transcription factors and associated effector cytokine profiles
[Reviewed extensively elsewhere (1–8)]. In this review we will focus on group 3 ILC (ILC3), a
group of ILC that act constitutively tomaintain intestinal health through regulation of the intestinal
barrier and commensal microbiota, and through protective immune responses against extracellular
microbial pathogens.

ILC3s are characterized by the expression of the retinoid-related orphan receptor γt (RORγt)
(1, 5, 6) and they can be further sub-divided into at least two sub-groups in adults (9).
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These subsets are developmentally, transcriptionally and
functionally heterogeneous and include lymphoid tissue inducer
cells (LTi)-like ILC3s; characterized by surface expression of
CCR6, c-kit (CD117), Neuropilin-1, and variable expression
of CD4, in addition to natural cytotoxicity receptor expressing
(NCR)+ ILC3s—which lack LTi-associated markers but express
a range of NCR (e.g., NKp46 in mice) while further co-expressing
the transcription factor T-bet (10, 11). The characteristics and
differences between ILC3 subsets have been discussed in detail
elsewhere (9) and as such, for the sake of clarity, we will largely
refer to ILC3 cumulatively in this review without distinguishing
the specific subset.

As discussed in detail below, ILC3s are at the center of
multiple tissue regulatory circuits in which a variety of inputs
(in the form of environmental and host-derived cues) are sensed
and interpreted by ILC3 and give rise to functional outputs that
culminate in the downstream modulation of tissue physiology
to maintain health and homeostasis. While the inputs of these
sensory circuits vary, and will be discussed in detail below,
a major common ILC3-associated output is the secretion of
effector cytokines including IL-22, IL-17A, IL-17F, and GM-
CSF and lymphotoxin (LT) (1, 4, 7, 8) (Figure 1). These soluble
mediators in turn act upon both neighboring tissue-resident
immune cells and non-hematopoietic cells—such as epithelia
and stroma. In this review, we will comprehensively discuss the
major tissue circuits through which ILC3 function is regulated,
and through which ILC3 propagate these signals to regulate
and orchestrate the wider immune response and to promote
optimal tissue function, mediate protective immune responses
and maintain health.

ILC3 CIRCUITS IN THE REGULATION OF
INTESTINAL HOMEOSTASIS

Host-Microbiota Sensory Circuits
Mammals have evolved multiple complimentary immunological
mechanisms to promote the anatomical containment of
commensal bacteria. These mechanisms enforce tolerance,
suppress inflammation and maximize mutualism with the
microbiota, and ILC3s have key roles in this process (12–
15). ILC3s are enriched within gastrointestinal (GI) tract
where they are ideally positioned to promote barrier repair
and to prevent bacterial translocation (15). ILC3 produce a
range of soluble mediators that enable them to continually
reinforce the barrier and maintain the containment and physical
segregation of commensal microorganisms. Chief amongst these
mediators is the cytokine interleukin (IL)-22, which binds to the
heterodimeric receptor IL22RA1-IL10RB (IL-22R) expressed by
cells of the non-haematopoietic lineage, most notably intestinal
epithelial cells (Figure 1: outputs). IL-22 signaling induces the
production of antibacterial peptides such as RegIIIβ and RegIIIγ
and S100 family members, which in turn regulate the commensal
microbiota and limit access to the epithelial and mucosal
niche (16, 17). IL-22 also promotes the physical exclusion of
commensal bacteria through induction of mucins and goblet cell
hyperplasia, and by regulating the expression of tight-junction

components (15, 17, 18). Moreover, ILC3s induce fucosylation
of intestinal epithelial cells through an IL-22 and LTα driven
process, which in turn favors colonization by mutualistic
bacterial species at the expense of potential pathogens (Figure 1:
outputs) (19–21). In addition, IL-22 produced by ILC3s acts
to regulate epithelial turnover and intestinal crypt stem cell
maintenance, and has been ascribed both pro- and anti-
tumorogenic functions, most recently being shown to promote
DNA damage response (DDR) mechanisms in order to prevent
tumor formation (22–25). IL-22 also modulates nutrient uptake
via the intestinal epithelia, in particular lipid uptake (26). In line
with this central role for ILC3 and IL-22 in maintaining intestinal
barrier function and tissue homeostasis, loss of IL-22 production
by ILC3s in mice results in dysbiosis, barrier disruption and an
increased susceptibility to experimental induced colitis (27, 28).
Moreover, depletion of intestinal ILC3 leads to peripheral
dissemination of intestinal bacteria and systemic inflammation
that can be rescued by providing exogenous IL-22 (15). Thus,
a central function, and key output, of ILC3-mediated effector
responses is the orchestration of host-microbiota interactions
(Figure 1: outputs).

Intestinal homeostasis and host-commensal interactions are
also modulated by the type 3 cytokines IL-17A and IL-17F, both
of which are also produced by ILC3 (1, 4, 7, 8). Similar to IL-22,
IL-17A/F promote tissue integrity by enhancing the synthesis of
tight junctions and antimicrobial peptides, including β-defensins,
REG proteins, S100 proteins, lipocalins and lactoferrins (29).
Additionally IL-17A/F act in part to attract myeloid cells to the
tissue site, through the induction of chemokines and growth
factor expression by epithelial cells (30, 31). While ILC3 have
been reported to be a potent source of IL-17A/F in early life,
expression of these cytokines appears to be somewhat limited
at steady state in adult tissues (28, 32). In contrast, during
infection and inflammation ILC3 produce IL-17 in response to
myeloid-derived cues including IL-23 and IL-1β (33, 34), and
ILC3-derived IL-17 has been attributed critical roles in immunity
to fungal and bacterial pathogens (34–37). In particular, IL-
17 production by ILC3s has been implicated in immunity
against fungal pathogens, specifically in response to Candida
albicans (34). Interestingly, HIV patients commonly manifest
oropharyngeal candidiasis, and loss of IL-17 production by ILC3s
was observed in tonsils and buccal mucosa during SIV infection
in macaques (38, 39).

While homeostatic IL-17 production has been attributed
protective functions in intestinal health and host-commensal
microbe interactions, elevated IL-17A/F production has also been
associated with the pathogenesis of inflammatory bowel disease
(IBD). Indeed, ILC3-derived IL-17A and IL-17F are increased
during intestinal inflammation in bothmice and humans (40, 41).
Together, IL-17A/F production by intestinal ILC3—in addition
to Th17 and γδ T cell populations—has highly contextual roles in
intestinal health, immunity and inflammation.

Conversely, the microbiota itself is also increasingly
appreciated to act reciprocally to modulate ILC3 function
(Figure 1: inputs). Indeed, early studies suggested microbial
colonization of the neonatal intestine regulates the
composition and size of the ILC3 pool within the intestinal
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FIGURE 1 | ILC3 engage in complex sensory circuits in order to integrate microbial and dietary cues and enforce mucosal homeostasis. Inputs (orange arrows):

ILC3s act as innate immune sentinels of the gastrointestinal tract, and respond rapidly to changes in the tissue environment. Environmental signals, comprising

microbial and dietary cues, are sensed either via myeloid cell intermediaries [e.g., dendritic cells (DC), macrophages, also known as mononuclear phagocytes (MNP)],

which release cytokine cues (IL-1β, IL-23, TL1A) to modulate ILC3 function, or through direct sensing of metabolites and dietary ligands. Microbial metabolites, such

as short chain fatty acids (SCFA), signal directly to modulate ILC3 function though the receptor GPR43. Additionally, ILC3 integrate dietary cues in the form of the

vitamin A metabolite retinoic acid (RA) and AhR ligands, which together promote ILC3 development and effector cytokine responses. In contrast, vitamin D acts as a

negative regulator of ILC3 activation by suppressing the ability of ILC3 to sense myeloid cues—such as IL-23. Within the complex tissue microenvironment ILC3 are

likely exposed to multiple signals in parallel, which must be appropriately integrated to maintain intestinal homeostasis. Outputs (dark blue arrows): Signals translated

by ILC3 are propagated in the form of ILC3-derived outputs—most notably cytokine signals, which are received by other immune and non-immune cells within the

local environment. In particular, ILC3-derived IL-22 acts on epithelial cells to enforce intestinal barrier integrity and induce the production of antimicrobial peptides

(AMPs) such as RegIIIβ, RegIIIγ, and S100 family proteins, secretion of mucins by goblet cells, modulation of tight junctions and epithelial cell fucosylation.

IL-22-dependent pathways further regulate the growth of specific commensal bacteria species that are intimately associated with the host, such as segmented

filamentous bacteria (SFB). Together, the balance of signals perceived by ILC3 determine the strength of the effector response, regulate the balance of the commensal

microbiota and ensure their spatial segregation from the underlying intestinal tissue. In the context of disease, dysregulation of these signals may dramatically alter

ILC3 responses and result in a loss of barrier function and translocation of the bacteria from the lumen, thus precipating or exacerbating inflammatory disease.

tract. Pups born to germ free mothers were reported to
have reduced frequencies of ILC3s—indicating a role of
microbial signals in promoting tissue seeding by ILC3
subsets (28). However, in contrast to these findings IL-22
producing ILC3 numbers were found to be suppressed in a
microbiota dependent manner through epithelial expression
of IL-25 (32). Despite these discrepancies, the dialogue
between the microbiota and ILC3s within the intestine has
emerged as a critical circuit of intestinal immunity and
tissue homeostasis.

Recent studies have begun to shed light on the microbial-
derived metabolites that mediate this immune regulatory on
ILC3. For example, ILC3s have the capacity to sense and respond
to short chain fatty acids (SCFA)—including butyrate, acetate
and propionate—critical regulators of immune responses which
are metabolized from dietary fiber by commensal microbes
(Figure 1: inputs) (42, 43). Levels of butyrate differ along the
intestinal tract, in line with differing densities of commensal
microbes, and were previously correlated with reduced ILC3 cell
number and cytokine production in distal regions of the small
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intestine (44). SCFA can signal via multiple G-coupled protein
receptors, as well as via histone deacetylase enzymes (HDAC)
(43), and despite these advances the mechanisms through which
SCFA regulate ILC3 are still being delineated. The SCFA receptor
GPR109a was implicated in the microbiota-associated regulation
of ILC3 cytokine production via the modulation of dendritic cell
(DC)-derived IL-23 in the colon, although these studies largely
utilized a GPR109a agonist—leaving the precise contribution
of endogenous SCFA unclear (45). Interestingly, a recent study
highlighted ILC3-intrinsic expression of the SCFA receptor
Gpr43 (Ffar2) in the modulation of intestinal ILC3 responses
(Figure 1: inputs) (46). Triggering of GPR43 with the SCFAs
propionate and acetate (but not butyrate) selectively promoted
colonic ILC3 proliferation and expansion and production of IL-
22, subsequently protecting mice from chemically induced colitis
and from enteric bacterial infection (46).

Dietary Circuits
Cues derived from mutualistic microbiota establish a critical
dialogue between the host and it’s environment and regulate
the intestinal immune system—including ILC3. In addition to
the microbiota, the intestine is also continually exposed to
metabolites and phytochemicals derived from the diet (Figure 1:
inputs). As highlighted above, the availability and liberation
of many dietary metabolites is also determined in part by
mutualistic, commensal microbes within the intestine—while
conversely the diet itself can modulate microbial composition
and thus, determine the nature of host-commensal interactions.
For example, the feeding of high fat diet (HFD) to pregnant
mice was found to modify the expansion of ILC3 in the
intestines of progeny through the modification of the mothers
microbiota (47).

Similarly, Aryl hydrocarbon receptor (AhR) ligands are
normally liberated from cruciferous vegetables in the diet—
such as broccoli and cabbage, but they can also be microbially
derived (48). AhR is a dietary-sensing nuclear receptor that is
expressed by ILC3s and has critical roles in the development,
transcription and function of these cells (Figure 1: inputs).
Indeed, ILC3 are highly AhR dependent, and present severe
functional impairments in the absence of cell-intrinsic AhR
expression (14, 49–51). As a result of ILC3 defects, AhR-deficient
mice fail to form tissue-associated lymphoid structures, such
as cryptopatches (CP) and are unable to control infections
with the extracellular pathogen Citrobacter rodentium (49, 52).
Intriguingly, the development and seeding of intestinal ILC3 in
neonates was demonstrated to be dependent upon the mothers
microbiota and the transfer of antibody-bound AhR ligands
through the mothers milk (48), suggesting maternal transfer
of dietary ligands to neonates may play critical roles in the
development of the immune system, microbial colonization and
protection from infections in early life.

Indeed, maternal transfer of dietary ligands is increasingly
appreciated to be a determinant of neonatal immunity and ILC3
development. In utero exposure to the Vitamin A metabolite
retinoic acid (RA) impacts directly on secondary lymphoid
organ development with long-term immunological consequences

(53). Mice genetically modified to have hematopoietic cell-
intrinsic deficiency in RA lacked PP or exhibited impairment
in LN formation and maturation as a result of defective ILC3
differentiation (Figure 1: inputs). Moreover, it was shown that
RA directly regulates the master transcription factor of ILC3,
RORγt, and in the absence of maternal retinoids ILC3 failed
to develop correctly (53). In addition to maternally derived RA
signals, deprivation of vitamin A in adulthood also results in the
collapse of the intestinal ILC3 populations and, as a consequence,
results in susceptibility to Citrobacter rodentium infection (54,
55). In addition to direct effects of RA on ILC3 development,
RA produced by DCs was also found to regulate the homing
properties of ILC3s by imprinting expression of the intestinal
homing markers CCR9 and α4β7 (56).

The importance of dietary vitamins in ILC3 effector circuits
is further supported by evidence that vitamin D also plays
a role in intestinal ILC3 homeostasis (Figure 1: inputs). ILC3
numbers in the small intestine of mice deficient for the vitamin
D receptor (VDR—KO mice) were shown to be increased,
as was IL-22 expression, resulting in enhanced resistance to
infection with Citrobacter rodentium (57). Consistently, human
ILC3s stimulated with IL-23 and IL-1β upregulate the VDR,
and VDR signaling subsequently acts to downregulate the IL-
23 signaling pathway—suggesting vitamin D acts as a negative
regulator and suppressive feedback loop to control ILC3
activation (Figure 1: inputs) (58). Vitamin D availability has
also been implicated in the pathogenesis of IBD, as patients
are reported to have lower plasma levels of vitamin D than
healthy subjects, and exhibit an upregulation of the IL-23
signaling pathway which could potentially explain exacerbated
ILC3 responses that are associated with intestinal inflammation
in IBD (58). In contrast to these studies, mice lacking
Cyp27B1—an enzyme required for the conversion of vitamin
D to it’s chemically active form—exhibit reduced colonic ILC3
numbers and IL-22 production suggesting a more nuanced
role for vitamin D in the regulation of ILC3 function (59).
Together these findings highlight the importance of dietary
cues in regulating ILC3 function and intestinal homeostasis.
An increased understanding of the complex dialogue between
diet, microbiota and host is likely to reveal novel immune
regulatory circuits and clarify how environmental cues act as
risk factors, and contribute to the onset of metabolic and
inflammatory disorders.

ILC3 IMMUNE CROSSTALK IN THE
ORCHESTRATION OF INTESTINAL
HEALTH

Translating Microbial Cues: Myeloid—ILC3
Circuits
While ILC3 are potently regulated by the microbiota and
diet within the intestinal environment, it remains unclear the
extent to which they are able to directly sense these cues,
beyond the pathways detailed above. Indeed, the majority of
evidence suggests third party sensory cells of the myeloid
lineage are required to directly sense, translate and communicate
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environmental information to ILC3. Classically, tissue-resident
mononuclear phagocytes (MNPs) act as key intermediaries and
signal to ILC3 via the release of cytokine mediators during both
homeostatic and protective immune responses (60, 61). Indeed,
intestinal myeloid populations are well-equipped to directly sense
microbial metabolites, pathogen associated molecular patterns
(PAMPs) and danger signals and to transfer this information to
ILC3 (Figure 1: inputs). In particular, CX3CR1+ intestinal MNPs
cluster with ILC3 in distinct, organized lymphoid structures,
such as CPs (62, 63). Microbiota sensing by CX3CR1+ MNPs
was shown to result in local production of IL-1β and IL-23,
which are key activating cytokines of ILC3 and which potently
induce IL-22 secretion (Figure 1: inputs) (63). Depletion of
CX3CR1+ MNPs resulted in impaired IL-22 production by ILC3
and failure to controlCitrobacter rodentium infection (62, 64, 65).
In addition to the provision of the activating signals IL-23 and IL-
1β, CX3CR1+ MNP-derived TL1A further acts to augment IL-22
production from ILC3 (Figure 1: inputs) (62).

NEUROIMMUNE CIRCUITS

While microbial sensing by intestinal MNP and conserved
crosstalk with ILC3 appear to be a major sensory circuit
of intestinal immunity, emerging evidence suggests diverse
sensory mechanisms across multiple biological systems provide
additional inputs to regulate ILC3 function. In particular, the
central and enteric nervous systems are rapidly being appreciated
as critical sensory and immunoregulatory systems.

It has been suggested that the immune and nervous systems
are evolutionary linked, since they share functional similarities
(66, 67). Both nervous and immune systems rely on similar
processes to for cellular communication; such as cell-cell contact
and synapse formation, release of soluble mediators and sensing
of circulating metabolites. Recent evidence suggests immune
and neuronal cells are positioned in close proximity, and form
conserved interactions that have been termed “neuro-immune
cell units” (NICUs) (67). NICUS can form through interactions
with both the central and peripheral nervous system and are
increasingly being described in peripheral tissues such as the
gastrointestinal tract and lung.

Neuroimmune interactions are evident very early in life—
and during the embryonic period the development of the
enteric nervous system (ENS) and SLO organogenesis share
many parallels. Notably, the neurotrophic factor receptor RET is
essential for the development of Peyer’s patches (PP) and also the
ENS (68, 69). Moreover, RET expression by CD11c+ cells present
in the anlagen initiates a cascade of immune cell recruitment, in
particular of fetal ILC3s, through sensing of neurotrophic factors
that drive the formation of primordial lymphoid clusters (68,
69). Moreover, increasing evidence suggests ILC3 can directly
sense these neuronal derived inputs and respond during both
development as well as in the adult intestine (Figure 2: inputs).
As mentioned previously, fetal and adult ILC3 development
and function relies on RA signaling (53). Intriguingly, neurons
have been suggested to be a physiological source of RA (70),

surprisingly suggesting RAmay be derived not only from the diet
but also from the host nervous system.

The ENS is increasingly appreciated to regulate tissue-
resident immune functions (71), include those of ILC3. One
pioneer study demonstrated that a glial-ILC3-epithelial axis is
required to regulate enteric defense against bacterial infection
(72). Like myeloid cells, intestinal glial cells also have the
capacity to sense microbial cues and alarmins in a Myd88-
dependent manner; thus, implicating the enteric nervous system
as a key player in environmental sensing circuits. In response
to these cues glial cells secrete neurotrophic factors, which
directly act on adult ILC3 cytokine production via cell-intrinsic
RET expression (Figure 2: inputs). Ablation of Ret in ILC3s
led to a reduction in IL-22, consequently impairing epithelial
function and host defense to enteric bacterial infection (72).
In addition to ENS cues, CNS–derived signals propagated by
the vagus nerve—via release of acetylcholine—have also been
implicated in the regulation of ILC3 responses to bacterial
infections in the peritoneal cavity (73). Vagal disruption was
shown to lead to dysregulated ILC3 cell numbers in the peritoneal
lavage (73). Mechanistically, acetylcholine acted to promote
the release of pro-resolving lipid mediators—generated via
ILC3-intrinsic expression of the PCTR biosynthetic pathway—
which subsequently promoted protective immunity during E.
coli-driven sepsis (73). Together, these studies illustrate the
importance of neuronal inputs in regulating ILC3 outputs during
infection (Figure 2).

Recent studies suggest that the number of neuropeptides
with immunoregulatory activity may be broader than previously
appreciated. Vasoactive intestinal peptide (VIP) release by
enteric neurons was also shown to regulate ILC3-derived IL-22
production through signaling via VIPR2, triggered in part by
feeding and dietary cues (Figure 2: inputs) (74, 75) (discussed
in detail below). However, despite the strategic location of
ILC3s within the CPs, which are enveloped by glial cell nervous
fiber bundles and neuronal projections, the full extent of
neuroimmune interactions that regulate ILC3 function are still
to be determined. Indeed, recent years have seen an explosion in
our understanding of neuroimmune signals that regulate other
immune cells, including other members of the ILC family—
most notably ILC2s (76–82). These studies have opened up new
avenues of research and expanded our understanding of crosstalk
between diverse biological systems, thus provoking the need for
further studies to fully elucidate neuroimmune sensory circuits
in the regulation of ILC3 responses, intestinal immunity and
host-microbiota interactions.

ANTICIPATORY ILC3 RESPONSES AND
CIRCADIAN CIRCUITS

In addition to local environmental cues, mammals are also
constantly exposed to a range of external stimuli and pressures
such as fluctuations in temperature, oxygen levels and the daily
light cycle. As a result many organisms have evolved circadian
rhythms to align core biological processes with time of day,
which are imprinted by an internal biological clock. Specifically,
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FIGURE 2 | ILC3 neuroimmune and circadian circuits. Emerging findings implicate inputs from the nervous system in the regulation of ILC3 circuits within the

gastrointestinal tract. Both the central (CNS) and enteric (ENS) nervous systems have the capacity to sense perturbations within the intestinal environment and relay

this information via the release of neuropeptides to influence the ILC3 response. Strikingly, enteric glial cells are able to directly sense microbial patterns and alarmins

released within the tissue, and respond by producing glial-derived neurotrophic factors (GDNF family of ligands; GFL) that directly activate the production of IL-22 by

ILC3 through the tyrosine kinase RET. Indeed, recent evidence suggests a broader spectrum of neuropeptides may act to regulate ILC3 function including

vasointestinal peptide (VIP) produced by enteric neurons in response to feeding cues. Signals transmitted by the nervous system also play critical roles in aligning ILC3

effector function with periods of activity and high risks of environmental exposure and pathogen encounter over the course of a 24 h day. In this regard, circadian

rhythms entrained by light—and sensed via the suprachiasmatic nucleus (SCN) of the brain—trigger a cascade of molecular transcriptional-translational feedback

loops of clock genes, which orchestrate rhythms in the ILC3 response. While the “central clock” within the CNS appears to be a central entrainer of ILC3 oscillatory

function in the gut, the mechanisms through which the CNS transmits this information to regulate ILC3 function peripherally remain unknown. Nonetheless, inputs

from the CNS have previously been shown to be relayed to ILC3 via the vagus nerve. Together cues from both the CNS and ENS have the potential to entrain

intestinal ILC3 function, while circadian rhythms in ILC3 may be imprinted through a combination of central clock-mediated light entrainment, feeding-associated

neuronal feedback and environmental cues from the microbiota.

circadian rhythms are driven by cell-autonomous transcriptional
feedback loops (“clocks”), which enable organisms to anticipate
and adapt to temporal changes in their environment (e.g.,
changing seasons, jet lag, shift work) and regulate metabolically
demanding biological processes including body temperature,
locomotor activity, endocrine responses, and feeding behavior—
while on the cellular level circadian clocks regulate cellular
metabolism and cell cycle (83, 84). In line with this, it is
increasingly appreciated that circadian rhythms also regulate
immune cell responses (85), and immune cells exhibit circadian
oscillations in leukocyte trafficking, priming, effector function
and host-pathogen interactions (85).

In mammals, circadian rhythms are controlled by the
central circadian pacemaker or master clock—located in the
suprachiasmatic nucleus (SCN) of the brain (86). The SCN acts
to interpret and propagate light cues received via the optical
nerve and subsequently, cell autonomous circadian rhythms
are imprinted by systemic signals that act to align oscillations
in a tripartite system of transcriptional-translational feedback-
loops (85, 87, 88). The induction of the loop starts with the
transcriptional activators CLOCK and BMAL1 promoting the
expression of the repressors Period (Per) and Cryptochrome
(Cry), which in time translocate back into the nucleus and
inhibit their own expression (85, 87, 88). The second loop is
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composed by nuclear receptors RAR-related orphan receptors
(RORs) (α, β , γ ) and REV-ERBs (α, β), which exert opposing
effects on the clock through transcription factor binding to
the promoter of Arntl (encoding BMAL1) (85, 87, 88). Finally,
the third loop consists of transcriptional activator albumin D-
box binding protein (DBP) and the repressor nuclear factor
for interleukin 3 (NFIL3), which act synergistically to regulate
the expression of D-box genes including that of Per (85,
87, 88). Upon establishment of the transcriptional loops,
the SCN keeps peripheral clocks in synchrony via neuronal
sympathetic/parasympathetic transmission and through the
hypothalamus pituitary adrenal (HPA) axis, including the
release of catecholamines (epinephrine and norepinephrine) and
glucocorticoids (84). Remarkably, similar circadian molecular
mechanisms are found in the periphery. However, while the
SCN network allows for the generation of sustained oscillations
and time-of-day alignments, perturbations from environmental
inputs such as temperature changes, the microbiota and
feeding cues can also impact on peripheral, cell-intrinsic
clocks (84).

Many constitutive innate immune processes, including the
maintenance of intestinal barrier function via steady state IL-
22 release from ILC3, come with significant metabolic costs
for the host. Thus, circadian rhythms are thought to have
evolved to align these processes with anticipated challenges
and times of highest risk—most notably during waking activity
and feeding where exposure to microbes, dietary antigens and
potential pathogens is highest. Intriguingly, several components
of the transcriptional circadian clock machinery including NFIL3
and RORγ/α are also key transcriptional regulators of ILC3
development and function, suggesting the possibility that these
cells may also be regulated in a circadian manner (89–92).
Moreover, ILC3 and IL-22 are critical regulators of the intestinal
microbiota, with oscillations also reported amongst levels of
commensal microbes in the intestinal tract (93, 94).

In line with this, several recent studies have demonstrated
circadian control and oscillatory ILC3 responses, which are
regulated by the master clock gene Arntl (Bmal1) in a cell-
autonomous fashion (95, 96). Deletion of Arntl in ILC3s resulted
in an altered epigenetic landscape, dysregulated cell numbers
and IL-22 expression, and subsequently contributed to alterations
in steady-state oscillations in the microbiome itself (95–97).
Moreover, disrupted ILC3 responses resulted in altered epithelial
responses and disrupted lipid uptake within the intestine (74, 95,
96). Of note, while deletion of Arntl led to a broad impairment
of total ILC3 numbers (95), deletion of the related clock gene
Nr1d1 (also known as Rev-erbα) resulted in altered ILC3 subset
development—with mice exhibiting a marked reduction NCR+

ILC3s, while LTi-like ILC3were unperturbed (97).Moreover, lack
of Nr1d1 increased expression of Il17 in ILC3s, a mechanism
previously reported in in Th17 cells (97, 98). Interestingly,
ILC3s isolated from the inflamed intestine of patients with IBD
presented with alterations in expression of several circadian-
related genes, including Nr1d1, suggesting circadian clock
disruptions—such as those seen in shift workers—may act to
disrupt normal immune function and have relevance in the
onset and/or pathogenesis of chronic inflammatory diseases

(96). Of note however, the role of Nr1d1 as a transcriptional
regulator of both Nfil3 and Rorc suggests clock-associated genes
may have additional roles that are independent of circadian
regulation (97).

Circadian rhythms may be imprinted by a range of systemic
and environmental cues. Within the intestinal tract feeding cues
were shown to contribute to the entrainment of oscillatory
function in ILC3 (Figure 2: inputs). Time-specific feeding altered
daily circadian rhythms in clock related genes (95) and IL-22
expression oscillated across the day between active and resting
phases (74, 75). Interestingly, signals from the ENS appear to be
critical in sensing feeding cues to entrain circadian rhythms in
ILC3 (Figure 2) (74, 75). Feeding was found to induce VIP release
from enteric neurons, consequently triggering VIPR2 signaling in
ILC3s and enhancing IL-22 production and the barrier function
of the epithelium. In contrast during fasting this neuropeptide
cue waned, resulting in decreased IL-22 production by ILC3s
and thus, imprinting diurnal rhythms onto intestinal ILC3s (74).
In contrast, another study (pre-print currently under review)
reported that VIP release from enteric neurons upon feeding
rather decreases production of IL-22 by ILC3s, allowing for the
outgrowth of the epithelial-associated commensal microbe SFB
(75). Despite these discrepancies, both studies clearly implicate
the sensing of feeding cues by the enteric nervous system as
a key entrainer of circadian rhythmicity in ILC3. One possible
explanation for the apparent differences in these findings is that
complex interplay with the host microbiota may further augment
ENS cues or act directly on ILC3 to provide complimentary
or competing inputs, which then combine with cues from the
central clock to tune anticipatory rhythms. In line with this,
the microbiota was also shown to have an impact on circadian
gene expression in ILC3s—adding another layer of complexity
in the crosstalk between ILC3s and the commensal microbiota
(95, 96).

While these studies all implicate peripheral cues in the
entrainment of anticipatory ILC3 responses, light signals derived
from the central clock (in the brain) are also known to be
central in aligning many biological processes and in imprinting
circadian rhythms. Indeed, signals from the central clock were
shown to be a key regulator of ILC3 rhythmicity (Figure 2:
inputs) (95). Utilizing mice in which the central clock was
surgically ablated, or mice genetically deficient for Arntl only
in the SCN, ILC3s developed disrupted cytokine oscillations
and an altered phenotype—including the downregulation of
intestinal homing markers which could partially explain time
of day differences in ILC3 numbers within the gastrointestinal
tract (95). The mechanisms through which the central clock in
the SCN mechanistically aligns biological processes with light
cues vary, but can include the release of hormonal cues—most
notably glucocorticoids (84). While it remains to be determined
whether this mechanism acts on ILC3 in the context of the
central circadian clock, glucocorticoids have been shown to
suppress ILC3s IL-22 production in vitro (99). Together these
findings suggest that long-range and local circadian cues may
directly regulate ILC3 numbers and function during homeostasis
or following infection, mediating ILC3 interactions with the
microbiota and regulation of intestinal barrier function.
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LYMPHOID ORGANOGENESIS:
ILC3-STROMAL CIRCUITS

Unlike cells of the adaptive immune system, ILC3 are one of the
first immune cells to colonize the intestine during the embryonic
period and are critical for the formation of SLOs (100). In this
regard one of the most fundamental circuits through which ILC3
contribute to barrier immunity is through the orchestration of
organized interactions between the innate and adaptive immune
system. In contrast to the sensory circuits described above, where
inputs derived from third party cells stimulate outputs in ILC3,
during both embryogenesis and adult life ILC3 provide the
input and stimulatory cues to stromal cells to initiate a cascade
of events that lead to the formation of secondary and tertiary
lymphoid tissues.

The formation of LN and PP is initiated via specialized
stromal cells, known as lymphoid tissue organizer cells (LTo)
that start to express chemokines such as CXCL13, CCL19,
CCL21, as well as the adhesion molecules VCAM-1, ICAM-1,
and MadCAM-1 (101, 102). The expression of these factors
creates a gradient to recruit bona fide fetal lymphoid tissue
inducer cells (LTis; fetal members of the ILC family, referred
to here as fetal ILC3), which cluster with the LTo forming
the primitive anlagen of the SLO (103). Fetal ILC3s at this
stage express CXCR5, CCR7, and α4β7; homing markers that
are important for fetal ILC3 recruitment and which were
shown to mediate migration toward LTo-derived chemokines
and adhesion molecules, respectively. In fact, full maturation
of LTo and development of lymphoid tissue is dependent on
recruitment of fetal ILC3s and provision of lymphotoxin (LT)
(103, 104). Conversely, LTo also provide critical survival signals
for fetal LTi/ILC3 with IL-7 expression shown to be necessary
for ILC3 maintenance, while IL-7R blockade in adults also
resulted in a rapid loss of normal migration of B and T cells
to the LN (105). This stromal IL-7 circuit is likely also active
at other sites such as in the fetal liver and bone marrow, where
stroma derived IL-7 signaling could trigger the expression of
NFIL3 (91). In addition, the same stromal-ILC3 circuit acts
to restore normal lymph node architecture following infection-
induced disruption of lymphoid microanatomy (106). Therefore,
the crosstalk between ILC3s and lymph node-associated stroma
is reactivated in in adulthood and crucial to enable adaptive
immune responses during secondary infections (106). Thus, a
key sensory circuit and stimulatory loop formed between ILC3
and stromal cells is critical for the formation of lymphoid tissues,
and to facilitate the action of the broader innate and adaptive
immune system.

Postnatally, a large number of organized lymphoid structures
designated as tertiary lymphoid structures start to form under the
influence of environmental stimuli. These immune cell clusters
include cryptopatches (CP), which are confined to bottom of
the crypts within the intestinal lamina propria. CP formation is
driven through similar molecular mechanisms to SLO, including
via interactions between ILC3-associated LTα1β2 with the LTβR
expressed by stromal cells and IL-7 signaling (107, 108). CPs
can further give rise to isolated lymphoid follicles (ILFs) in a
CCR6 and LTα1β2-dependent manner (109, 110), resulting in

up-regulation of secretory antibody (Immunoglobulin A; IgA)
synthesis in response to changes in the composition ofmicrobiota
(111, 112).

A unique feature of ILF development in comparison to
LN, PP, and CPs is the requirement for microbial exposure.
Intestinal bacteria are sensed by myeloid cells which increase
the interactions between ILC3s and LTos, also via a LTα1β2
dependent axis, leading to increased expression of adhesion
molecules by the stroma and recruitment of B cells to these
structures (113, 114). ILFs are largely absent in a microbiota
free environment, and are restored upon recolonization
with commensal microbes (115). Similarly inflammation and
intestinal barrier disruption results in increased numbers
of ILFs in the colon, and intriguingly mice deficient in the
transcription factor RORγt develop more ILFs than their wild
type counterparts in the context of intestinal inflammation,
suggesting a potential regulatory role for type 3 immune
responses, such as ILC3, in this setting (116).

Interactions between ILC3 and stroma also provide important
cues to localize ILC3 to defined tissue microenvironments, and
to facilitate interactions with adaptive immunity (discussed in
detail below). Within the intestine-draining mesenteric lymph
node multiple distinct stromal populations have been identified
with differential capacities to attract immune populations and
orchestrate immune cell crosstalk (117). One such population
expresses the enzyme Ch25h, which acts to generate the
cholesterol metabolite 7,α25-OH—a key migratory ligand for
multiple immune cells including ILC3 (117–120). This stromal
cue is sensed by ILC3 via the receptor EBI2 (Gpr183),
and facilitates localization of not only ILC3 but also T
follicular helper cells, DCs and B cells to the follicular
border of lymph nodes (118, 120–125). Similarly, within the
intestinal tissue stromal generation and breakdown of cholesterol
ligand cues create a migratory gradient required to recruit
ILC3 to CP in a Gpr183-dependent manner (119). Together
these studies indicate that a stromal ILC3 circuit is a key
regulator not only of lymphoid organogenesis but also of
ILC3 localization and function, which together facilitate the
interactions between ILC3 and adaptive immune cells and foster
modulatory crosstalk.

CIRCUITS OF IMMUNE ORCHESTRATION:
CROSSTALK BETWEEN ILC3 AND
ADAPTIVE IMMUNITY

ILC3s are also emerging as key orchestrators and regulators
of adaptive immune responses [Reviewed in detail in (126)].
This regulation is mediated by ILC3 either through indirect
modulation of bystander cells that subsequently modulate
the adaptive immune response or directly via both soluble
mediators and cell contact-dependent interactions with
adaptive lymphocytes.

As discussed above, ILC3s contribute to the formation of
lymphoid structures andwere found to be strategically positioned
in clusters within lymph nodes where they have potential to
interact with both T and B cells both directly and indirectly
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(127). Many of the same mechanisms employed by ILC3 to
induce lymphoid organogenesis during early life are similarly
employed in adult tissues to regulate the adaptive immune
system. For example, ILC3s can support the production of
IgA by B cells in the PP, in part through both soluble LTα3
and surface bound LTα1β2 interactions with DCs (128, 129).
Similarly, in the spleen, production of LTα1β2, GM-CSF, and
BAFF/APRIL production by ILC3s also acts to support B cell
responses (Figure 3: outputs) (130).

In line with these findings, ILC3s have the capacity to crosstalk
both directly and indirectly with the adaptive immune system
through the production of multiple soluble factors. Following
exposure to the commensal microbiota IL-22 produced by ILC3s
acts to support homeostatic tissue Th17 responses through the
induction of serum amyloid protein A (SAA) from epithelial
cells (Figure 3: outputs) (131). Interestingly, ILC3 derived IL-22
can also prevent the activation of T cells in an AhR-dependent
manner to limit immune activation or tissue damage (132).
Conversely, T cells may also regulate the magnitude of ILC3-
derived IL-22 production (26, 133), suggesting complex crosstalk
between T cells and ILC3 in determining the level of IL-22
produced in the tissue.

As highlighted previously, sensing of the microbiota by
myeloid cells is a critical regulator of ILC3 responses, and has
consequences for adaptive immunity. IL-1β induction of GM-
CSF production by ILC3s feeds back on tissue-resident MNP
to trigger IL-10 and RA production by intestinal macrophages
and DCs—resulting in the induction and maintenance of tissue
regulatory T cells (Treg) and reinforcing immune tolerance
(Figure 3: inputs/outputs) (134). Similarly, IL-1β produced by
intestinal MNP further induces ILC3 to produce IL-2, a critical
growth signal that helps to support peripherally induced Tregs
in the small intestine and to maintain intestinal tolerance
(Figure 3: inputs/outputs) (135). Conversely Treg interactions
with MNP may limit IL-23 production to prevent ILC3-driven
inflammation via a LAG3-dependent mechanism (Figure 3:
outputs) (136), implicating a bidirectional axis involving ILC3,
MNP, and Treg in determining the immune tone of the
intestinal tract.

ILC3s are increasingly appreciated to also act as a direct
orchestrator of tissue immune responses through their ability
to act as antigen-presenting cells. ILC3 are also endowed with
a broad array of accessory co-activating and co–inhibitory
molecules that enable further modulation and tuning of adaptive
immune cell function. Thus, when coupled with their strategic
localization within lymphoid structures, ILC3 have the potential
to potently regulate adaptive immune responses. At steady state,
ILC3s in the mLNs and large intestine constitutively express
MHC class II (MHCII) molecules at levels comparable with
other professional antigen-presenting cells and can acquire,
process and present antigens (Figure 3: inputs/outputs) (137).
However, under homeostatic circumstances these interactions
do not induce T cell proliferation, due in part to the absence
of classical co-stimulatory molecules such as CD40, CD80, and
CD86 on the cell surface (137). In contrast MHCII+ ILC3s were
found to suppress effector CD4+ T cell responses toward the
microbiota in the intestine (137–139). In line with a suppressive

function for ILC3-associated antigen presentation, deletion of
ILC3-intrinsic MHCII also disrupts crosstalk between ILC3 and
adaptive immune cells at the interfollicular border of the mLN
resulting in a spontaneous T follicular helper response that
subsequently drives increased IgA responses against mucosal-
dwelling commensals, and results in an altered intestinal
metabolome (Figure 3: outputs) (120). While these findings
suggest a suppressive and regulatory role for antigen-presenting
ILC3 in the context of health, additional reports suggest that
in contrast during immunization or infection tissue-specific
inflammatory cues act to alter the nature—and consequences—
of ILC3 antigen presentation. Indeed, activation of ILC3 by
IL-1β resulted in antigen-presentation dependent promotion
of T cell responses as a result of upregulated expression of
classical co-stimulatory molecules (CD80/CD86) on ILC3 (140).
In addition to antigen-presentation to CD4+ T cell subsets,
ILC3 also express CD1d—conferring the ability to present lipid
antigens to invariant (i) NKT cell populations, and promote their
functionality (141).

Indeed, ILC3 have the capacity to modulate a broad
variety of specialized adaptive immune responses through
cell-cell interactions via additional non-classical co-stimulatory
and co-inhibitory molecules. Seminal early studies in the
field demonstrated a critical role for ILC3-associated CD30L
and OX40L in the modulation of T cell memory through
cognate interactions with CD30/OX40 (Figure 3: inputs/outputs)
(126, 142, 143). Recent studies have expanded upon these
observations to demonstrate a role for tissue-resident MNP-
derived TL1A in regulating the expression of OX40L on
ILC3, which was subsequently demonstrated to enable ILC3
to promote inflammatory effector T cell responses in the
context of colitis (144). In addition ILC3 have been reported to
express co-inhibitory and immune checkpoint molecules (e.g.,
PD1, PDL1) suggesting further immunoregulatory functions
for these cells—although further investigation is required to
determine the functional relevance of this receptor repertoire
(145, 146). As investigation into this aspect of ILC3 function
increases, the nature and breadth of interactions with both
innate and adaptive immunity are likely to expand and present
new intervention possibilities for the modulation of tissue
immune responses.

CONCLUSIONS AND FUTURE
PERSPECTIVES

The maintenance of mucosal homeostasis is mediated through
a complex interplay between the host and its environment,
between immune and non-immune cells and by the balance of
pathogenic and commensal microbes. Here we have highlighted
the contributions of sensory circuits within the intestinal tract,
which culminate in the activation and regulation of ILC3s. ILC3
display connectivity with an increasing number of physiological
systems, many of which are likely to act simultaneously
within the tissue in the context of health and disease—and
ultimately to regulate the same range of ILC3-derived outputs.
Thus, despite recent advances, one future challenge will be to
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FIGURE 3 | ILC3 circuits orchestrate adaptive immune responses. In addition to their function as tissue-resident cytokine producing cells, ILC3s have the capacity to

participate in multiple cellular circuits through direct cell–cell modulation of T cell responses, as well as the release of soluble mediators that augment adaptive immune

function and development. ILC3s can control the magnitude and quality of the CD4+ T cell response via antigen presentation in the context of MHC class II (MHCII). At

steady state ILC3s lack co-stimulatory molecule expression and appear to limit CD4+ T cell responses, however this interaction may be altered in inflammatory

scenarios via upregulation of co-stimulatory molecules such as CD40, CD80, and CD86, which favor the promotion of T cell response. Furthermore, ILC3s act to

modulate the survival of recirculating memory CD4+ T cells via interactions via OX40L and CD30L, although it is unknown whether this process also requires

MHCII-dependent antigen presentation. In addition, ILC3 regulation of T follicular helper (TFH) cell responses has consequences for the priming of germinal center B

cells and the induction of T-dependent IgA responses toward colon-dwelling commensal microbes. ILC3s can also modulate adaptive immune cells through the

production of regulatory cytokines and growth factors. In line with this, ILC3 directly support B cell responses in the spleen through provision of critical growth factors

such as BAFF/APRIL. Similarly, ILC3 also modulate the magnitude of the T cell response within the intestinal tract through the production of soluble mediators. For

example, ILC3-derived IL-22 induces epithelial serum amyloid A (SAA) protein, which subsequently promotes local Th17 responses and acts to limit colonization with

segmented filamentous bacteria (SFB) via the induction of antimicrobial peptides. In addition, ILC3 facilitate the establishment of a regulatory and tolerogenic

environment in the gut by promoting regulatory T cell (Treg) responses. ILC3 crosstalk with tissue-resident myeloid cell populations establishes a feedback circuit

whereby ILC3-derived GM-CSF promotes IL-10 and RA production by myeloid cells to promote Treg conversion. Conversely, Treg, myeloid cells and ILC3 may

feedback on each other through a variety of soluble and cell-cell interactions suggesting a dynamic and malleable communication loop to ensure tolerance and tissue

homeostasis. Finally, ILC3 subsets are a potent source of IL-2 in the small intestine that provides survival signals for Treg. Together these tissue-resident immune

circuits place ILC3 at the center of a number of pathways through which they regulate adaptive immune responses to promote tissue health and homeostatic

interactions with the microbiota.

understand how ILC3 integrate multiple concurrent signals from
varying biological systems within a given tissue niche, and to
determine how these cues are translated into cell fate decisions
to determine the magnitude or quality of an ILC3 response.
Many signaling pathways downstream of both cytokine and
neuropeptide receptors converge upon core regulators of cell
function—such as the mammalian target of rapamycin (mTOR)

(147). Moreover, the appropriate licensing and modulation of
anabolic cell metabolism pathways in order to generate new
cellular biomass, effector proteins and facilitate proliferation is
a central checkpoint of cellular function, critical to regulate
immune cell function and controlled in part through mTOR
activation (148). In line with this, a recent report demonstrated
the induction of an mTOR complex 1-dependent programme
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of glycolytic metabolism as a central rate-limiting step in the
production of ILC3-derived cytokines and proliferation (149).
Engagement of glycolysis was also associated with the expression
of the oxygen-sensing transcription factor HIF1α, suggesting
other tissue-specific environmental factors may augment ILC3
responses via licensing of glycolysis and anabolic metabolism.

Ultimately, an increased knowledge of the network of inputs
and outputs—and importantly the mechanisms through which
these multiple sensory circuits are integrated and interpreted—
will allow for new approaches to target this mucosal immune
sentinel in the context of health and disease. Indeed, while ILC3
mediate many protective processes at homeostasis, dysregulated
ILC3 responses have been implicated in a wide range of chronic
inflammatory and metabolic diseases and have increasingly been
suggested to play roles in cancer development and progression.
Most notably, disruption of ILC3 responses is associated with the
pathogenesis of inflammatory bowel disease (IBD) (1, 27, 40, 41,
62, 138, 150). Interestingly, lifestyles associated with disruption
of sleep cycles and circadian rhythms (e.g., shift work, jet lag)
have been suggested as potential triggers for IBD flares (151).
Thus, while there have been recent major achievements in the
understanding of how ILC3 sense signals from the CNS and ENS
and perceive circadian cues (72, 74, 75, 95–97), the physiological
impact of these systems on ILC3 function in the context of IBD
could prove important in beginning to decode the multitude of
factors that lead to disease onset and progression.

In conclusion, ILC3 are strategically positioned within
mucosal sites where they act as a hub of multiple distinct, yet

complementary, sensory circuits. Together, these circuits act
to continually survey the intestinal tract for perturbations in
microbial, dietary and external environmental cues and enable
the rapid communication and translation of this information,
resulting in protective effector responses that continually
reinforce normal tissue function and health. Strategies aimed at
exploiting these cues and sensory circuits to promote or restore
homeostatic ILC3 function, while simultaneously suppressing
the dysregulated signaling associated with maladapted immune

function, may lead to novel therapeutic intervention strategies in
a number of human diseases.

AUTHOR CONTRIBUTIONS

MH and RD conceived of and contributed to the writing of the
manuscript. RD constructed the figures.

FUNDING

The Hepworth Laboratory was supported by a Royal Society
and Wellcome Trust Sir Henry Dale Fellowship (Award
105644/Z/14/Z) and a Lister Institute of Preventative
Medicine Prize.

ACKNOWLEDGMENTS

We thank members of the Hepworth laboratory for the
discussions and critical reading of the manuscript.

REFERENCES

1. Klose CSN, Artis D. Innate lymphoid cells as regulators of immunity,

inflammation, and tissue homeostasis. Nat Immunol. (2016) 17:765–

74. doi: 10.1038/ni.3489

2. Spits H, Di Santo JP. The expanding family of innate lymphoid cells:

regulators and effectors of immunity and tissue remodeling. Nat Immunol.

(2011) 12:21–7. doi: 10.1038/ni.1962

3. Spits H, Artis D, ColonnaM, Diefenbach A, Di Santo JP, Eberl G, et al. Innate

lymphoid cells—a proposal for uniform nomenclature. Nat Rev Immunol.

(2013) 13:145–9. doi: 10.1038/nri3365

4. Spits H, Cupedo T. Innate lymphoid cells: emerging insights in development,

lineage relationships, and function. Annu Rev Immunol. (2012) 30:647–

75. doi: 10.1146/annurev-immunol-020711-075053

5. Artis D, Spits H. The biology of innate lymphoid cells. Nature. (2015)

517:293–301. doi: 10.1038/nature14189

6. McKenzie ANJ, Spits H, Eberl G. Innate lymphoid cells in inflammation and

immunity. Immunity. (2014) 41:366–74. doi: 10.1016/j.immuni.2014.09.006

7. Eberl G, Colonna M, Di Santo JP, McKenzie ANJ. Innate

lymphoid cells: a new paradigm in immunology. Science. (2015)

348:aaa6566. doi: 10.1126/science.aaa6566

8. Vivier E, Artis D, Colonna M, Diefenbach A, Di Santo JP, Eberl

G, et al. Innate lymphoid cells: 10 years on. Cell. (2018) 174:1054–

66. doi: 10.1016/j.cell.2018.07.017

9. Melo-Gonzalez F, Hepworth MR. Functional and phenotypic

heterogeneity of group 3 innate lymphoid cells. Immunology. (2017)

150:265–75. doi: 10.1111/imm.12697

10. Klose CSN, Kiss EA, Schwierzeck V, Ebert K, Hoyler T, D’Hargues Y, et al.

A T-bet gradient controls the fate and function of CCR6-RORγt + innate

lymphoid cells. Nature. (2013) 494:261–5. doi: 10.1038/nature11813

11. Vonarbourg C, Mortha A, Bui VL, Hernandez PP, Kiss EA, Hoyler T, et al.

Regulated expression of nuclear receptor RORγt confers distinct functional

fates to NK cell receptor-expressing RORγt+ innate lymphocytes. Immunity.

(2010) 33:736–51. doi: 10.1016/j.immuni.2010.10.017

12. Cella M, Fuchs A, Vermi W, Facchetti F, Otero K, Lennerz JKM, et al.

A human natural killer cell subset provides an innate source of IL-

22 for mucosal immunity. Nature. (2009) 457:722–5. doi: 10.1038/nature

07537

13. Tumanov AV, Koroleva EP, Guo X, Wang Y, Kruglov A, Nedospasov S,

et al. Lymphotoxin controls the IL-22 protection pathway in gut innate

lymphoid cells duringmucosal pathogen challenge.Cell HostMicrobe. (2011)

10:44–53. doi: 10.1016/j.chom.2011.06.002

14. Qiu J, Heller JJ, Guo X, Chen ZME, Fish K, Fu YX, et al. The aryl hydrocarbon

receptor regulates gut immunity through modulation of innate lymphoid

cells. Immunity. (2012) 36:92–104. doi: 10.1016/j.immuni.2011.11.011

15. Sonnenberg GF, Monticelli LA, Alenghat T, Fung TC, Hutnick NA,

Kunisawa J, et al. Innate lymphoid cells promote anatomical containment

of lymphoid-resident commensal bacteria. Science. (2012) 336:1321–

5. doi: 10.1126/science.1222551

16. Guo X, Qiu J, Tu T, Yang X, Deng L, Anders RA, et al. Induction of innate

lymphoid cell-derived interleukin-22 by the transcription factor STAT3

mediates protection against intestinal infection. Immunity. (2014) 40:25–

39. doi: 10.1016/j.immuni.2013.10.021

17. Sonnenberg GF, Fouser LA, Artis D. Border patrol: regulation of immunity,

inflammation and tissue homeostasis at barrier surfaces by IL-22. Nat

Immunol. (2011) 12:383–90. doi: 10.1038/ni.2025

18. Turner J-E, Morrison PJ, Wilhelm C, Wilson M, Ahlfors H, Renauld J-

C, et al. IL-9–mediated survival of type 2 innate lymphoid cells promotes

damage control in helminth-induced lung inflammation. J Exp Med. (2013)

210:2951–65. doi: 10.1084/jem.20130071

Frontiers in Immunology | www.frontiersin.org 11 February 2020 | Volume 11 | Article 11673

https://doi.org/10.1038/ni.3489
https://doi.org/10.1038/ni.1962
https://doi.org/10.1038/nri3365
https://doi.org/10.1146/annurev-immunol-020711-075053
https://doi.org/10.1038/nature14189
https://doi.org/10.1016/j.immuni.2014.09.006
https://doi.org/10.1126/science.aaa6566
https://doi.org/10.1016/j.cell.2018.07.017
https://doi.org/10.1111/imm.12697
https://doi.org/10.1038/nature11813
https://doi.org/10.1016/j.immuni.2010.10.017
https://doi.org/10.1038/nature07537
https://doi.org/10.1016/j.chom.2011.06.002
https://doi.org/10.1016/j.immuni.2011.11.011
https://doi.org/10.1126/science.1222551
https://doi.org/10.1016/j.immuni.2013.10.021
https://doi.org/10.1038/ni.2025
https://doi.org/10.1084/jem.20130071
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Domingues and Hepworth Intestinal ILC3 Circuits in Health and Disease

19. Goto Y, Obata T, Kunisawa J, Sato S, Ivanov II, Lamichhane A, et al. Innate

lymphoid cells regulate intestinal epithelial cell glycosylation. Science. (2014)

345:1254009. doi: 10.1126/science.1254009

20. Pickard JM, Maurice CF, Kinnebrew MA, Abt MC, Schenten D,

Golovkina TV, et al. Rapid fucosylation of intestinal epithelium

sustains host–commensal symbiosis in sickness. Nature. (2014)

514:638–41. doi: 10.1038/nature13823

21. Pham TAN, Clare S, Goulding D, Arasteh JM, Stares MD, Browne HP, et al.

Epithelial IL-22RA1-mediated fucosylation promotes intestinal colonization

resistance to an opportunistic pathogen. Cell Host Microbe. (2014) 16:504–

16. doi: 10.1016/j.chom.2014.08.017

22. Gronke K, Hernández PP, Zimmermann J, Klose CSN, Kofoed-Branzk

M, Guendel F, et al. Interleukin-22 protects intestinal stem cells against

genotoxic stress.Nature. (2019) 566:249–53. doi: 10.1038/s41586-019-0899-7

23. Aparicio-Domingo P, Romera-Hernandez M, Karrich JJ, Cornelissen F,

Papazian N, Lindenbergh-Kortleve DJ, et al. Type 3 innate lymphoid cells

maintain intestinal epithelial stem cells after tissue damage. J Exp Med.

(2015) 212:1783–91. doi: 10.1084/jem.20150318

24. Lindemans CA, Calafiore M, Mertelsmann AM, O’Connor MH, Dudakov

JA, Jenq RR, et al. Interleukin-22 promotes intestinal-stem-cell-mediated

epithelial regeneration. Nature. (2015) 528:560–4. doi: 10.1038/nature16460

25. Huber S, Gagliani N, Zenewicz LA, Huber FJ, Bosurgi L, Hu B, et al. IL-

22BP is regulated by the inflammasome and modulates tumorigenesis in the

intestine. Nature. (2012) 491:259–63. doi: 10.1038/nature11535

26. Mao K, Baptista AP, Tamoutounour S, Zhuang L, Bouladoux N, Martins AJ,

et al. Innate and adaptive lymphocytes sequentially shape the gut microbiota

and lipid metabolism. Nature. (2018) 554:255–259. doi: 10.1038/nature

25437

27. Takayama T, Kamada N, Chinen H, Okamoto S, Kitazume MT, Chang J,

et al. Imbalance of NKp44+NKp46- andNKp44 -NKp46+ natural killer cells

in the intestinal mucosa of patients with Crohn’s disease. Gastroenterology.

(2010) 139:882–92.e3. doi: 10.1053/j.gastro.2010.05.040

28. Satoh-Takayama N, Vosshenrich CAJ, Lesjean-Pottier S, Sawa S, Lochner M,

Rattis F, et al. Microbial flora drives interleukin 22 production in intestinal

NKp46+ cells that provide innate mucosal immune defense. Immunity.

(2008) 29:958–70. doi: 10.1016/j.immuni.2008.11.001

29. Kinugasa T, Sakaguchi T, Gu X, Reinecker HC. Claudins regulate the

intestinal barrier in response to immune mediators. Gastroenterology. (2000)

118:1001–11. doi: 10.1016/S0016-5085(00)70351-9

30. Onishi RM, Gaffen SL. Interleukin-17 and its target genes: mechanisms

of interleukin-17 function in disease. Immunology. (2010) 129:311–

21. doi: 10.1111/j.1365-2567.2009.03240.x

31. Gaffen SL, Jain R, Garg AV, Cua DJ. IL-23-IL-17 immune axis: discovery,

mechanistic understanding, and clinical testing. Nat Rev Immunol. (2014)

14:585–600. doi: 10.1038/nri3707

32. Sawa S, Lochner M, Satoh-Takayama N, Dulauroy S, Bérard M, Kleinschek

M, et al. RORγt+innate lymphoid cells regulate intestinal homeostasis by

integrating negative signals from the symbiotic microbiota. Nat Immunol.

(2011) 12:320–8. doi: 10.1038/ni.2002

33. CocciaM, Harrison OJ, Schiering C, AsquithMJ, Becher B, Powrie F, et al. IL-

1βmediates chronic intestinal inflammation by promoting the accumulation

of IL-17A secreting innate lymphoid cells and CD4+ Th17 cells. J Exp Med.

(2012) 209:1595–609. doi: 10.1084/jem.20111453

34. Gladiator A, Wangler N, Trautwein-Weidner K, LeibundGut-Landmann

S. Cutting Edge: IL-17–secreting innate lymphoid cells are essential

for host defense against fungal infection. J Immunol. (2013) 190:521–

5. doi: 10.4049/jimmunol.1202924

35. Xiong H, Keith JW, Samilo DW, Carter RA, Leiner IM, Pamer EG. Innate

lymphocyte/Ly6Chi monocyte crosstalk promotes klebsiella pneumoniae

clearance. Cell. (2016) 165:679–89. doi: 10.1016/j.cell.2016.03.017

36. Ardain A, Domingo-Gonzalez R, Das S, Kazer SW, Howard

NC, Singh A, et al. Group 3 innate lymphoid cells mediate

early protective immunity against tuberculosis. Nature. (2019)

570:528–32. doi: 10.1038/s41586-019-1276-2

37. Nakagawa S,MatsumotoM, Katayama Y, Oguma R,Wakabayashi S, Nygaard

T, et al. Staphylococcus aureus virulent PSMα peptides induce keratinocyte

alarmin release to orchestrate IL-17-dependent skin inflammation. Cell Host

Microbe. (2017) 22:667–77.e5. doi: 10.1016/j.chom.2017.10.008

38. Xu H, Wang X, Liu DX, Moroney-Rasmussen T, Lackner AA, Veazey RS.

IL-17-producing innate lymphoid cells are restricted to mucosal tissues and

are depleted in SIV-infected macaques. Mucosal Immunol. (2012) 5:658–

69. doi: 10.1038/mi.2012.39

39. Li H, Reeves RK. Functional perturbation of classical natural killer and innate

lymphoid cells in the oral mucosa during SIV infection. Front Immunol.

(2012) 3:417. doi: 10.3389/fimmu.2012.00417

40. Buonocore S, Ahern PP, Uhlig HH, Ivanov II, Littman DR,

Maloy KJ, et al. Innate lymphoid cells drive interleukin-23-

dependent innate intestinal pathology: commentary. Nature. (2010)

464:1371–5. doi: 10.1038/nature08949

41. Geremia A, Arancibia-Cárcamo CV, Fleming MPP, Rust N, Singh

B, Mortensen NJ, et al. IL-23–responsive innate lymphoid cells are

increased in inflammatory bowel disease. J Exp Med. (2011) 208:1127–

33. doi: 10.1084/jem.20101712

42. RooksMG, GarrettWS. Gutmicrobiota, metabolites and host immunity.Nat

Rev Immunol. (2016) 16:341–52. doi: 10.1038/nri.2016.42

43. Honda K, Littman DR. The microbiota in adaptive immune homeostasis and

disease. Nature. (2016) 535:75–84. doi: 10.1038/nature18848

44. Kim SH, Cho BH, Kiyono H, Jang YS. Microbiota-derived butyrate

suppresses group 3 innate lymphoid cells in terminal ileal Peyer’s patches.

Sci Rep. (2017) 7:1–12. doi: 10.1038/s41598-017-02729-6

45. Bhatt B, Zeng P, Zhu H, Sivaprakasam S, Li S, Xiao H,

et al. Gpr109a limits microbiota-induced IL-23 production to

constrain ILC3-mediated colonic inflammation. J Immunol. (2018)

200:2905–14. doi: 10.4049/jimmunol.1701625

46. Eunyoung C, Sydney L, Fonseca-pereira D, Bae S, Michaud M, Hoveyda

HR, et al. Metabolite-sensing receptor Ffar2 regulates colonic group 3 innate

lymphoid cells and gut article metabolite-sensing receptor Ffar2 regulates

colonic group 3 innate lymphoid cells and gut immunity. Immunity. (2019)

51:871–84.e6. doi: 10.1016/j.immuni.2019.09.014

47. Babu ST, Niu X, RaetzM, Savani RC, Hooper LV,Mirpuri J. Maternal high-fat

diet results in microbiota-dependent expansion of ILC3s in mice offspring.

JCI Insight. (2018) 3:1–12. doi: 10.1172/jci.insight.99223

48. Gomez de Aguero M, Ganal-Vonarburg SC, Fuhrer T, Rupp S, Uchimura Y,

Li H, et al. The maternal microbiota drives early postnatal innate immune

development. Science. (2016) 351:1296–302. doi: 10.1126/science.aad2571

49. Kiss EA, Vonarbourg C, Kopfmann S, Hobeika E, Finke D,

Esser C, et al. Natural aryl hydrocarbon receptor ligands control

organogenesis of intestinal lymphoid follicles. Science. (2011)

334:1561–5. doi: 10.1126/science.1214914

50. Kiss EA, Diefenbach A. Role of the aryl hydrocarbon receptor in

controlling maintenance and functional programs of RORγt+ innate

lymphoid cells and intraepithelial lymphocytes. Front Immunol. (2012)

3:124. doi: 10.3389/fimmu.2012.00124

51. Lee JS, Cella M, McDonald KG, Garlanda C, Kennedy GD, Nukaya M, et al.

AHR drives the development of gut ILC22 cells and postnatal lymphoid

tissues via pathways dependent on and independent of Notch. Nat Immunol.

(2011) 13:144–51. doi: 10.1038/ni.2187

52. Li S, Bostick JW, Ye J, Qiu J, Zhang B, Urban JF, et al. Aryl

hydrocarbon receptor signaling cell intrinsically inhibits intestinal

group 2 innate lymphoid cell function. Immunity. (2018)

49:915–28.e5. doi: 10.1016/j.immuni.2018.09.015

53. van de Pavert SA, Ferreira M, Domingues RG, Ribeiro H, Molenaar

R, Moreira-Santos L, et al. Maternal retinoids control type 3 innate

lymphoid cells and set the offspring immunity. Nature. (2014) 508:123–

7. doi: 10.1038/nature13158

54. Spencer SP, Wilhelm C, Yang Q, Hall JA, Bouladoux N, Boyd

A, et al. Adaptation of innate lymphoid cells to a micronutrient

deficiency promotes type 2 barrier immunity. Science. (2014)

343:432–7. doi: 10.1126/science.1247606

55. Goverse G, Labao-Almeida C, Ferreira M, Molenaar R, Wahlen S, Konijn

T, et al. Vitamin A controls the presence of RORγ + innate lymphoid cells

and lymphoid tissue in the small intestine. J Immunol. (2016) 196:5148–

55. doi: 10.4049/jimmunol.1501106

56. Kim MH, Taparowsky EJ, Kim CH. Retinoic acid differentially regulates

the migration of innate lymphoid cell subsets to the gut. Immunity. (2015)

43:107–19. doi: 10.1016/j.immuni.2015.06.009

Frontiers in Immunology | www.frontiersin.org 12 February 2020 | Volume 11 | Article 11674

https://doi.org/10.1126/science.1254009
https://doi.org/10.1038/nature13823
https://doi.org/10.1016/j.chom.2014.08.017
https://doi.org/10.1038/s41586-019-0899-7
https://doi.org/10.1084/jem.20150318
https://doi.org/10.1038/nature16460
https://doi.org/10.1038/nature11535
https://doi.org/10.1038/nature25437
https://doi.org/10.1053/j.gastro.2010.05.040
https://doi.org/10.1016/j.immuni.2008.11.001
https://doi.org/10.1016/S0016-5085(00)70351-9
https://doi.org/10.1111/j.1365-2567.2009.03240.x
https://doi.org/10.1038/nri3707
https://doi.org/10.1038/ni.2002
https://doi.org/10.1084/jem.20111453
https://doi.org/10.4049/jimmunol.1202924
https://doi.org/10.1016/j.cell.2016.03.017
https://doi.org/10.1038/s41586-019-1276-2
https://doi.org/10.1016/j.chom.2017.10.008
https://doi.org/10.1038/mi.2012.39
https://doi.org/10.3389/fimmu.2012.00417
https://doi.org/10.1038/nature08949
https://doi.org/10.1084/jem.20101712
https://doi.org/10.1038/nri.2016.42
https://doi.org/10.1038/nature18848
https://doi.org/10.1038/s41598-017-02729-6
https://doi.org/10.4049/jimmunol.1701625
https://doi.org/10.1016/j.immuni.2019.09.014
https://doi.org/10.1172/jci.insight.99223
https://doi.org/10.1126/science.aad2571
https://doi.org/10.1126/science.1214914
https://doi.org/10.3389/fimmu.2012.00124
https://doi.org/10.1038/ni.2187
https://doi.org/10.1016/j.immuni.2018.09.015
https://doi.org/10.1038/nature13158
https://doi.org/10.1126/science.1247606
https://doi.org/10.4049/jimmunol.1501106
https://doi.org/10.1016/j.immuni.2015.06.009
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Domingues and Hepworth Intestinal ILC3 Circuits in Health and Disease

57. Chen J, Waddell A, Lin YD, Cantorna MT. Dysbiosis caused by vitamin D

receptor deficiency confers colonization resistance to Citrobacter rodentium

through modulation of innate lymphoid cells. Mucosal Immunol. (2015)

8:618–26. doi: 10.1038/mi.2014.94

58. Konya V, Czarnewski P, Forkel M, Rao A, Kokkinou E, Villablanca EJ, et al.

Vitamin D downregulates the IL-23 receptor pathway in human mucosal

group 3 innate lymphoid cells. J Allergy Clin Immunol. (2018) 141:279–

92. doi: 10.1016/j.jaci.2017.01.045

59. Lin YD, Arora J, Diehl K, Bora SA, Cantorna MT. Vitamin D is required

for ILC3 derived IL-22 and protection from Citrobacter rodentium infection.

Front Immunol. (2019) 10:1. doi: 10.3389/fimmu.2019.00001

60. Takatori H, Kanno Y, Watford WT, Tato CM, Weiss G, Ivanov II, et al.

Lymphoid tissue inducer–like cells are an innate source of IL-17 and IL-22. J

Exp Med. (2009) 206:35–41. doi: 10.1084/jem.20072713

61. Kinnebrew MA, Buffie CG, Diehl GE, Zenewicz LA, Leiner I, Hohl

TM, et al. Interleukin 23 production by intestinal CD103 +CD11b +

dendritic cells in response to bacterial flagellin enhances mucosal innate

immune defense. Immunity. (2012) 36:276–87. doi: 10.1016/j.immuni.2011.

12.011

62. Longman RS, Diehl GE, Victorio DA, Huh JR, Galan C, Miraldi

ER, et al. CX3CR1
+ mononuclear phagocytes support colitis-associated

innate lymphoid cell production of IL-22. J Exp Med. (2014) 211:1571–

83. doi: 10.1084/jem.20140678

63. Savage AK, Liang H-E, Locksley RM. The development of steady-state

activation hubs between adult LTi ILC3s and primed macrophages in small

intestine. J Immunol. (2017) 199:1912–22. doi: 10.4049/jimmunol.1700155

64. Manta C, Heupel E, Radulovic K, Rossini V, Garbi N, Riedel CU, et al.

CX3CR1
+ macrophages support IL-22 production by innate lymphoid cells

during infection with Citrobacter rodentium. Mucosal Immunol. (2013)

6:177–88. doi: 10.1016/S0016-5085(12)62628-6

65. Satoh-Takayama N, Serafini N, Verrier T, Rekiki A, Renauld JC, Frankel G,

et al. The chemokine receptor CXCR6 controls the functional topography of

interleukin-22 producing intestinal innate lymphoid cells. Immunity. (2014)

41:776–88. doi: 10.1016/j.immuni.2014.10.007

66. Jonathan Kipnis. Multifaceted interactions between adaptive immunity

and the central nervous system. Neuroimmunol Rev. (2016) 353:766–

71. doi: 10.1126/science.aag2638

67. Veiga-Fernandes H, Pachnis V. Neuroimmune regulation during

intestinal development and homeostasis. Nat Immunol. (2017)

18:116–22. doi: 10.1038/ni.3634

68. Veiga-Fernandes H, Coles MC, Foster KE, Patel A, Williams A, Natarajan

D, et al. Tyrosine kinase receptor RET is a key regulator of Peyer’s Patch

organogenesis. Nature. (2007) 446:547–51. doi: 10.1038/nature05597

69. Patel A, Harker N, Moreira-Santos L, Ferreira M, Alden K, Timmis

J, et al. Differential RET signaling pathways drive development

of the enteric lymphoid and nervous systems. Sci Signal. (2012)

5:ra55. doi: 10.1126/scisignal.2002734

70. Van De Pavert SA, Olivier BJ, Goverse G, Vondenhoff MF, Greuter M, Beke

P, et al. Chemokine cxcl13 is essential for lymph node initiation and is

induced by retinoic acid and neuronal stimulation. Nat Immunol. (2009)

10:1193–9. doi: 10.1038/ni.1789

71. Obata Y, Pachnis V. The effect of microbiota and the immune system

on the development and organization of the enteric nervous system.

Gastroenterology. (2016) 151:836–44. doi: 10.1053/j.gastro.2016.07.044

72. Ibiza S, García-Cassani B, Ribeiro H, Carvalho T, Almeida L, Marques R,

et al. Glial-cell-derived neuroregulators control type 3 innate lymphoid cells

and gut defence. Nature. (2016) 535:440–3. doi: 10.1038/nature18644

73. Dalli J, Colas RA, Arnardottir H, Serhan CN. Vagal regulation of group 3

innate lymphoid cells and the immunoresolvent PCTR1 controls infection

resolution. Immunity. (2017) 46:92–105. doi: 10.1016/j.immuni.2016.12.009

74. Seillet C, Luong K, Tellier J, Jacquelot N, Shen RDS, Hickey P, et al. Vasoactive

intestinal peptide confers anticipatory mucosal immunity by regulating ILC3

activity. Nat Immunol. (2019) 21:168–77. doi: 10.1038/s41590-019-0567-y

75. Talbot J, Hahn P, Kroehling L, Nguyen H, Li D, Littman DR. VIP-

producing enteric neurons interact with innate lymphoid cells to regulate

feeding-dependent intestinal epithelial barrier functions. bioRxiv. [Preprint].

(2019). doi: 10.1101/721464

76. Wallrapp A, Riesenfeld SJ, Burkett PR, Abdulnour REE, Nyman J, Dionne

D, et al. The neuropeptide NMU amplifies ILC2-driven allergic lung

inflammation. Nature. (2017) 549:351–6. doi: 10.1038/nature24029

77. Klose CSN, Mahlakõiv T, Moeller JB, Rankin LC, Flamar AL, Kabata H, et al.

The neuropeptide neuromedin U stimulates innate lymphoid cells and type

2 inflammation. Nature. (2017) 549:282–6. doi: 10.1038/nature23676

78. Cardoso V, Chesné J, Ribeiro H, García-Cassani B, Carvalho T, Bouchery T,

et al. Neuronal regulation of type 2 innate lymphoid cells via neuromedin U.

Nature. (2017) 549:277–81. doi: 10.1038/nature23469

79. Nagashima H, Mahlakõiv T, Shih H-Y, Davis FP, Meylan F, Huang

Y, et al. Neuropeptide CGRP limits group 2 innate lymphoid cell

responses and constrains type 2 inflammation. Immunity. (2019) 51:682–

95.e6. doi: 10.1016/j.immuni.2019.06.009

80. Wallrapp A, Burkett PR, Riesenfeld SJ, Kim S-J, Christian E, Abdulnour

R-EE, et al. Calcitonin gene-related peptide negatively regulates alarmin-

driven type 2 innate lymphoid cell responses. Immunity. (2019) 51:709–

23. doi: 10.1016/j.immuni.2019.09.005

81. Moriyama S, Brestoff JR, Flamar AL, Moeller JB, Klose CSN,

Rankin LC, et al. β2-adrenergic receptor-mediated negative

regulation of group 2 innate lymphoid cell responses. Science. (2018)

359:1056–61. doi: 10.1126/science.aan4829

82. Nussbaum JC, Van Dyken SJ, Von Moltke J, Cheng LE, Mohapatra A,

Molofsky AB, et al. Type 2 innate lymphoid cells control eosinophil

homeostasis. Nature. (2013) 502:245–8. doi: 10.1038/nature12526

83. Feng D, Lazar MA. Clocks, Metabolism, and the epigenome.Mol Cell. (2012)

47:158–67. doi: 10.1016/j.molcel.2012.06.026

84. Mohawk JA, Green CB, Takahashi JS. Central and peripheral

circadian clocks in mammals. Annu Rev Neurosci. (2012)

35:445–62. doi: 10.1146/annurev-neuro-060909-153128

85. Scheiermann C, Gibbs J, Ince L, Loudon A. Clocking in to immunity.Nat Rev

Immunol. (2018) 18:423–37. doi: 10.1038/s41577-018-0008-4

86. Welsh DK, Takahashi JS, Kay SA. Suprachiasmatic nucleus: cell

autonomy and network properties. Annu Rev Physiol. (2010)

72:551–77. doi: 10.1146/annurev-physiol-021909-135919

87. Curtis AM, Bellet MM, Sassone-Corsi P, O’Neill LAJ. Circadian

clock proteins and immunity. Immunity. (2014) 40:178–

86. doi: 10.1016/j.immuni.2014.02.002

88. Takahashi JS. Transcriptional architecture of themammalian circadian clock.

Nat Rev Genet. (2016) 18:164–79. doi: 10.1038/nrg.2016.150

89. Seillet C, Rankin LC, Groom JR, Mielke LA, Tellier J, ChopinM, et al. Nfil3 is

required for the development of all innate lymphoid cell subsets. J Exp Med.

(2014) 211:1733–40. doi: 10.1084/jem.20140145

90. Geiger TL, Abt MC, Gasteiger G, Firth MA, O’Connor MH, Geary CD,

et al. Nfil3 is crucial for development of innate lymphoid cells and host

protection against intestinal pathogens. J Exp Med. (2014) 211:1723–

31. doi: 10.1084/jem.20140212

91. Xu W, Domingues RG, Fonseca-Pereira D, Ferreira M, Ribeiro H,

Lopez-Lastra S, et al. NFIL3 orchestrates the emergence of common

helper innate lymphoid cell precursors. Cell Rep. (2015) 10:2043–

54. doi: 10.1016/j.celrep.2015.02.057

92. Yu X, Wang Y, Deng M, Li Y, Ruhn KA, Zhang CC, et al.

The basic leucine zipper transcription factor NFIL3 directs the

development of a common innate lymphoid cell precursor. Elife. (2014)

3:e04406. doi: 10.7554/eLife.04406

93. Thaiss CA, Zeevi D, Levy M, Zilberman-Schapira G, Suez

J, Tengeler AC, et al. Transkingdom control of microbiota

diurnal oscillations promotes metabolic homeostasis. Cell. (2014)

159:514–29. doi: 10.1016/j.cell.2014.09.048

94. Thaiss CA, Levy M, Korem T, Dohnalová L, Shapiro H, Jaitin DA, et al.

Microbiota diurnal rhythmicity programs host transcriptome oscillations.

Cell. (2016) 167:1495–510.e12. doi: 10.1016/j.cell.2016.11.003

95. Godinho-Silva C, Domingues RG, Rendas M, Raposo B, Ribeiro H, da Silva

JA, et al. Light-entrained and brain-tuned circadian circuits regulate ILC3s

and gut homeostasis. Nature. (2019) 574:254–8. doi: 10.1101/723932

96. Teng F, Goc J, Zhou L, Chu C, Shah MA, Eberl G, et al. A circadian clock

is essential for homeostasis of group 3 innate lymphoid cells in the gut. Sci

Immunol. (2019) 4:eaax1215. doi: 10.1126/sciimmunol.aax1215

Frontiers in Immunology | www.frontiersin.org 13 February 2020 | Volume 11 | Article 11675

https://doi.org/10.1038/mi.2014.94
https://doi.org/10.1016/j.jaci.2017.01.045
https://doi.org/10.3389/fimmu.2019.00001
https://doi.org/10.1084/jem.20072713
https://doi.org/10.1016/j.immuni.2011.12.011
https://doi.org/10.1084/jem.20140678
https://doi.org/10.4049/jimmunol.1700155
https://doi.org/10.1016/S0016-5085(12)62628-6
https://doi.org/10.1016/j.immuni.2014.10.007
https://doi.org/10.1126/science.aag2638
https://doi.org/10.1038/ni.3634
https://doi.org/10.1038/nature05597
https://doi.org/10.1126/scisignal.2002734
https://doi.org/10.1038/ni.1789
https://doi.org/10.1053/j.gastro.2016.07.044
https://doi.org/10.1038/nature18644
https://doi.org/10.1016/j.immuni.2016.12.009
https://doi.org/10.1038/s41590-019-0567-y
https://doi.org/10.1101/721464
https://doi.org/10.1038/nature24029
https://doi.org/10.1038/nature23676
https://doi.org/10.1038/nature23469
https://doi.org/10.1016/j.immuni.2019.06.009
https://doi.org/10.1016/j.immuni.2019.09.005
https://doi.org/10.1126/science.aan4829
https://doi.org/10.1038/nature12526
https://doi.org/10.1016/j.molcel.2012.06.026
https://doi.org/10.1146/annurev-neuro-060909-153128
https://doi.org/10.1038/s41577-018-0008-4
https://doi.org/10.1146/annurev-physiol-021909-135919
https://doi.org/10.1016/j.immuni.2014.02.002
https://doi.org/10.1038/nrg.2016.150
https://doi.org/10.1084/jem.20140145
https://doi.org/10.1084/jem.20140212
https://doi.org/10.1016/j.celrep.2015.02.057
https://doi.org/10.7554/eLife.04406
https://doi.org/10.1016/j.cell.2014.09.048
https://doi.org/10.1016/j.cell.2016.11.003
https://doi.org/10.1101/723932
https://doi.org/10.1126/sciimmunol.aax1215
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Domingues and Hepworth Intestinal ILC3 Circuits in Health and Disease

97. Wang Q, Robinette ML, Billon C, Collins PL, Bando JK, Fachi JL, et al.

Circadian rhythm–dependent and circadian rhythm–independent impacts

of the molecular clock on type 3 innate lymphoid cells. Sci Immunol. (2019)

4:eaay7501. doi: 10.1126/sciimmunol.aay7501

98. Yu X, Rollins D, Ruhn KA, Stubblefield JJ, Green CB, Kashiwada M, et al.

TH17 cell differentiation is regulated by the circadian clock. Science. (2013)

342:727–30. doi: 10.1126/science.1243884

99. Seshadri S, Pope RL, Zenewicz LA. Glucocorticoids inhibit group 3

innate lymphocyte IL-22 production. J Immunol. (2018) 201:1267–

74. doi: 10.4049/jimmunol.1800484

100. Eberl G, Littman DR. The role of the nuclear hormone receptor RORγt in

the development of lymph nodes and Peyer’s patches. Immunol Rev. (2003)

195:81–90. doi: 10.1034/j.1600-065X.2003.00074.x

101. Cupedo T, Vondenhoff MFR, Heeregrave EJ, de Weerd AE, Jansen W,

Jackson DG, et al. Presumptive lymph node organizers are differentially

represented in developing mesenteric and peripheral nodes. J Immunol.

(2004) 173:2968–75. doi: 10.4049/jimmunol.173.5.2968

102. Onder L, Danuser R, Scandella E, Firner S, Chai Q, Hehlgans T,

et al. Endothelial cell-specific lymphotoxin-β receptor signaling is critical

for lymph node and high endothelial venule formation. J Exp Med.

(2013) 210:465–73. doi: 10.1084/jem.20121462

103. Adachi S, Yoshida H, Honda K, Maki K, Saijo K, Ikuta K, et al. Essential

role of IL-7 receptor α in the formation of Peyer’s patch anlage. Int Immunol.

(1998) 10:1–6. doi: 10.1093/intimm/10.1.1

104. Bénézech C, White A, Mader E, Serre K, Parnell S, Pfeffer K, et al. Ontogeny

of stromal organizer cells during lymph node development. J Immunol.

(2010) 184:4521–30. doi: 10.4049/jimmunol.0903113

105. Yang J, Cornelissen F, Papazian N, Reijmers RM, Llorian M, Cupedo

T, et al. IL-7-dependent maintenance of ILC3s is required for normal

entry of lymphocytes into lymph nodes. J Exp Med. (2018) 215:1069–

77. doi: 10.1084/jem.20170518

106. Scandella E, Bolinger B, Lattmann E, Miller S, Favre S, Littman DR, et al.

Restoration of lymphoid organ integrity through the interaction of lymphoid

tissue-inducer cells with stroma of the T cell zone. Nat Immunol. (2008)

9:667–75. doi: 10.1038/ni.1605

107. Taylor RT, Lugering A, Newell KA, Williams IR. Intestinal cryptopatch

formation in mice requires lymphotoxin and the lymphotoxin receptor. J

Immunol. (2004) 173:7183–9. doi: 10.4049/jimmunol.173.12.7183

108. Lügering A, Ross M, Sieker M, Heidemann J, Williams IR, Domschke W,

et al. CCR6 identifies lymphoid tissue inducer cells within cryptopatches.

Clin Exp Immunol. (2010) 160:440–9. doi: 10.1111/j.1365-2249.2010.04103.x

109. Lorenz RG, Chaplin DD, McDonald KG, McDonough JS,

Newberry RD. Isolated lymphoid follicle formation is inducible

and dependent upon lymphotoxin-sufficient B lymphocytes,

lymphotoxin receptor, and TNF receptor I function. J Immunol. (2003)

170:5475–82. doi: 10.4049/jimmunol.170.11.5475

110. McDonald KG, McDonough JS, Wang C, Kucharzik T, Williams IR,

Newberry RD. CC chemokine receptor 6 expression by B lymphocytes is

essential for the development of isolated lymphoid follicles. Am J Pathol.

(2007) 170:1229–40. doi: 10.2353/ajpath.2007.060817

111. Macpherson AJ, Köller Y, McCoy KD. The bilateral responsiveness

between intestinal microbes and IgA. Trends Immunol. (2015) 36:460–

70. doi: 10.1016/j.it.2015.06.006

112. Kubinak JL, Round JL. Do antibodies select a healthy microbiota? Nat Rev

Immunol. (2016) 16:767–74. doi: 10.1038/nri.2016.114

113. Tsuji M, Suzuki K, Kitamura H, Maruya M, Kinoshita K, Ivanov II, et al.

Requirement for lymphoid tissue-inducer cells in isolated follicle formation

and T cell-independent immunoglobulin a generation in the gut. Immunity.

(2008) 29:261–71. doi: 10.1016/j.immuni.2008.05.014

114. Bouskra D, Brézillon C, Bérard M, Werts C, Varona R, Boneca IG, et al.

Lymphoid tissue genesis induced by commensals through NOD1 regulates

intestinal homeostasis.Nature. (2008) 456:507–10. doi: 10.1038/nature07450

115. Pabst O, Herbrand H, Friedrichsen M, Velaga S, Dorsch M, Berhardt

G, et al. Adaptation of solitary intestinal lymphoid tissue in response to

microbiota and chemokine receptor CCR7 signaling. J Immunol. (2006)

177:6824–32. doi: 10.4049/jimmunol.177.10.6824

116. Lochner M, Ohnmacht C, Presley L, Bruhns P, Si-Tahar M, Sawa S,

et al. Microbiota-induced tertiary lymphoid tissues aggravate inflammatory

disease in the absence of RORγt and LTi cells. J Exp Med. (2011) 208:125–

34. doi: 10.1084/jem.20100052

117. Rodda LB, Lu E, Bennett ML, Sokol CL, Wang X, Luther

SA, et al. Single-cell RNA sequencing of lymph node stromal

cells reveals niche-associated heterogeneity. Immunity. (2018)

48:1014–28.e6. doi: 10.1016/j.immuni.2018.04.006

118. Chu C, Moriyama S, Li Z, Zhou L, Flamar AL, Klose CSN, et al. Anti-

microbial functions of group 3 innate lymphoid cells in gut-associated

lymphoid tissues are regulated by G-protein-coupled receptor 183. Cell Rep.

(2018) 23:3750–8. doi: 10.1016/j.celrep.2018.05.099

119. Emgård J, Kammoun H, García-Cassani B, Chesné J, Parigi

SM, Jacob JM, et al. Oxysterol sensing through the receptor

GPR183 promotes the lymphoid-tissue-inducing function of

innate lymphoid cells and colonic inflammation. Immunity. (2018)

48:120–132.e8. doi: 10.1016/j.immuni.2017.11.020

120. Melo-Gonzalez F, Kammoun H, Evren E, Dutton EE, Papadopoulou M,

Bradford BM, et al. Antigen-presenting ILC3 regulate T cell-dependent

IgA responses to colonic mucosal bacteria. J Exp Med. (2019) 216:728–

42. doi: 10.1084/jem.20180871

121. Yi T, Cyster JG. EBI2-mediated bridging channel positioning supports

splenic dendritic cell homeostasis and particulate antigen capture. Elife.

(2013) 2:e00757. doi: 10.7554/eLife.00757

122. Yi T, Wang X, Kelly LM, An J, Xu Y, Sailer AW, et al. Oxysterol

gradient generation by lymphoid stromal cells guides activated B

cell movement during humoral responses. Immunity. (2012) 37:535–

48. doi: 10.1016/j.immuni.2012.06.015

123. Kelly LM, Pereira JP, Yi T, Xu Y, Cyster JG. EBI2 guides serial

movements of activated B cells and ligand activity is detectable in

lymphoid and non-lymphoid tissues. J Immunol. (2011) 187:3026–

32. doi: 10.4049/jimmunol.1101262

124. Lu E, Dang EV, McDonald JG, Cyster JG. Distinct oxysterol requirements for

positioning naïve and activated dendritic cells in the spleen. Sci Immunol.

(2017) 2:eaal5237. doi: 10.1126/sciimmunol.aal5237

125. Li J, Lu E, Yi T, Cyster JG. EBI2 augments Tfh cell fate by promoting

interaction with IL-2-quenching dendritic cells. Nature. (2016) 533:110–

4. doi: 10.1038/nature17947

126. Sonnenberg GF, Hepworth MR. Functional interactions between innate

lymphoid cells and adaptive immunity. Nat Rev Immunol. (2019) 19:599–

613. doi: 10.1038/s41577-019-0194-8

127. Mackley EC, Houston S, Marriott CL, Halford EE, Lucas B, Cerovic

V, et al. CCR7-dependent trafficking of RORγ+ ILCs creates a unique

microenvironment within mucosal draining lymph nodes. Nat Commun.

(2015) 6:5862. doi: 10.1038/ncomms6862

128. Kruglov AA, Grivennikov SI, Kuprash DV, Winsauer C, Prepens S,

Seleznik GM, et al. Non-redundant function of soluble LTα3 produced by

innate lymphoid cells in intestinal homeostasis. Science. (2013) 342:1243–

6. doi: 10.1126/science.1243364

129. Reboldi A, Arnon TI, Rodda LB, Atakilit A, Sheppard D, Cyster

JG. Mucosal immunology: IgA production requires B cell interaction

with subepithelial dendritic cells in Peyer’s patches. Science. (2016)

352:aaf4822. doi: 10.1126/science.aaf4822

130. Magri G, Miyajima M, Bascones S, Mortha A, Puga I, Cassis L, et al. Innate

lymphoid cells integrate stromal and immunological signals to enhance

antibody production by splenic marginal zone B cells. Nat Immunol. (2014)

15:354–64. doi: 10.1038/ni.2830

131. Sano T, Huang W, Hall JA, Yang Y, Chen A, Gavzy SJ, et al. An IL-23R/IL-22

circuit regulates epithelial serum amyloid a to promote local effector Th17

responses. Cell. (2015) 163:381–93. doi: 10.1016/j.cell.2015.08.061

132. Qiu J, Guo X, Chen Z, He L, Sonnenberg GF, Artis D, et al. Group 3 innate

lymphoid cells inhibit T-cell-mediated intestinal inflammation through aryl

hydrocarbon receptor signaling and regulation of microflora. Immunity.

(2013) 39:386–99. doi: 10.1016/j.immuni.2013.08.002

133. Korn LL, Thomas HL, Hubbeling HG, Spencer SP, Sinha R,

Simkins HM, et al. Conventional CD4+ T cells regulate IL-22-

producing intestinal innate lymphoid cells. Mucosal Immunol. (2014)

7:1045–57. doi: 10.1038/mi.2013.121

134. Mortha A, Chudnovskiy A, Hashimoto D, Bogunovic M, Spencer

SP, Belkaid Y, et al. Microbiota-dependent crosstalk between

Frontiers in Immunology | www.frontiersin.org 14 February 2020 | Volume 11 | Article 11676

https://doi.org/10.1126/sciimmunol.aay7501
https://doi.org/10.1126/science.1243884
https://doi.org/10.4049/jimmunol.1800484
https://doi.org/10.1034/j.1600-065X.2003.00074.x
https://doi.org/10.4049/jimmunol.173.5.2968
https://doi.org/10.1084/jem.20121462
https://doi.org/10.1093/intimm/10.1.1
https://doi.org/10.4049/jimmunol.0903113
https://doi.org/10.1084/jem.20170518
https://doi.org/10.1038/ni.1605
https://doi.org/10.4049/jimmunol.173.12.7183
https://doi.org/10.1111/j.1365-2249.2010.04103.x
https://doi.org/10.4049/jimmunol.170.11.5475
https://doi.org/10.2353/ajpath.2007.060817
https://doi.org/10.1016/j.it.2015.06.006
https://doi.org/10.1038/nri.2016.114
https://doi.org/10.1016/j.immuni.2008.05.014
https://doi.org/10.1038/nature07450
https://doi.org/10.4049/jimmunol.177.10.6824
https://doi.org/10.1084/jem.20100052
https://doi.org/10.1016/j.immuni.2018.04.006
https://doi.org/10.1016/j.celrep.2018.05.099
https://doi.org/10.1016/j.immuni.2017.11.020
https://doi.org/10.1084/jem.20180871
https://doi.org/10.7554/eLife.00757
https://doi.org/10.1016/j.immuni.2012.06.015
https://doi.org/10.4049/jimmunol.1101262
https://doi.org/10.1126/sciimmunol.aal5237
https://doi.org/10.1038/nature17947
https://doi.org/10.1038/s41577-019-0194-8
https://doi.org/10.1038/ncomms6862
https://doi.org/10.1126/science.1243364
https://doi.org/10.1126/science.aaf4822
https://doi.org/10.1038/ni.2830
https://doi.org/10.1016/j.cell.2015.08.061
https://doi.org/10.1016/j.immuni.2013.08.002
https://doi.org/10.1038/mi.2013.121
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Domingues and Hepworth Intestinal ILC3 Circuits in Health and Disease

macrophages and ILC3 promotes intestinal homeostasis. Science. (2014)

343:1249288. doi: 10.1126/science.1249288

135. Zhou L, Chu C, Teng F, Bessman NJ, Goc J, Santosa EK, et al.

Innate lymphoid cells support regulatory T cells in the intestine

through interleukin-2. Nature. (2019) 568:405–9. doi: 10.1038/s41586-019-

1082-x

136. Bauché D, Joyce-Shaikh B, Jain R, Grein J, Ku KS, Blumenschein WM,

et al. LAG3 + regulatory T cells restrain interleukin-23-producing CX3CR1

+ gut-resident macrophages during group 3 innate lymphoid cell-driven

colitis. Immunity. (2018) 49:342–52.e5. doi: 10.1016/j.immuni.2018.07.007

137. Hepworth MR, Monticelli LA, Fung TC, Ziegler CGK, Grunberg S,

Sinha R, et al. Innate lymphoid cells regulate CD4+ T-cell responses to

intestinal commensal bacteria.Nature. (2013) 498:113–7. doi: 10.1038/nature

12240

138. Hepworth MR, Fung TC, Masur SH, Kelsen JR, McConnell FM, Dubrot

J, et al. Group 3 innate lymphoid cells mediate intestinal selection of

commensal bacteria-specific CD4 + T cells. Science. (2015) 348:1031–

5. doi: 10.1126/science.aaa4812

139. Goto Y, Panea C, Nakato G, Cebula A, Lee C, Diez MG, et al.

Segmented filamentous bacteria antigens presented by intestinal dendritic

cells drive mucosal Th17 cell differentiation. Immunity. (2014) 40:594–

607. doi: 10.1016/j.immuni.2014.03.005

140. von Burg N, Chappaz S, Baerenwaldt A, Horvath E, Bose Dasgupta S,

Ashok D, et al. Activated group 3 innate lymphoid cells promote T-cell-

mediated immune responses. Proc Natl Acad Sci USA. (2014) 111:12835–

40. doi: 10.1073/pnas.1406908111

141. Saez de Guinoa J, Jimeno R, Farhadi N, Jervis PJ, Cox LR, Besra GS,

et al. CD1d-mediated activation of group 3 innate lymphoid cells drives

IL-22 production. EMBO Rep. (2017) 18:39–47. doi: 10.15252/embr.2016

42412

142. Withers DR, Jaensson E, Gaspal F, McConnell FM, Eksteen B, Anderson

G, et al. The survival of memory CD4 + T cells within the gut lamina

propria requires OX40 and CD30 signals. J Immunol. (2009) 183:5079–

84. doi: 10.4049/jimmunol.0901514

143. Withers DR, Gaspal FM, Bekiaris V, McConnell FM, Kim M, Anderson

G, et al. OX40 and CD30 signals in CD4 + T-cell effector and memory

function: a distinct role for lymphoid tissue inducer cells in maintaining

CD4 + T-cell memory but not effector function. Immunol Rev. (2011)

244:134–48. doi: 10.1111/j.1600-065X.2011.01057.x

144. Castellanos JG, Woo V, Viladomiu M, Putzel G, Lima S, Diehl GE, et al.

Microbiota-induced TNF-like ligand 1A drives group 3 innate lymphoid cell-

mediated barrier protection and intestinal T cell activation during colitis.

Immunity. (2018) 49:1077–89.e5. doi: 10.1016/j.immuni.2018.10.014

145. Vacca P, Pesce S, Greppi M, Fulcheri E, Munari E, Olive D,

et al. PD-1 is expressed by and regulates human group 3 innate

lymphoid cells in human decidua. Mucosal Immunol. (2019)

12:624–31. doi: 10.1038/s41385-019-0141-9

146. Mariotti FR, Quatrini L, Munari E, Vacca P, Moretta L. Innate lymphoid

cells: expression of PD-1 and other checkpoints in normal and pathological

conditions. Front Immunol. (2019) 10:910. doi: 10.3389/fimmu.2019.00910

147. Weichhart T, Hengstschläger M, Linke M. Regulation of innate

immune cell function by mTOR. Nat Rev Immunol. (2015)

15:599–614. doi: 10.1038/nri3901

148. O’Neill LAJ, Pearce EJ. Immunometabolism governs dendritic

cell and macrophage function. J Exp Med. (2016) 213:15-

23. doi: 10.1083/jcb.2121OIA306

149. Di Luccia B, Gilfillan S, Cella M, Colonna M, Huang SC-C. ILC3s

integrate glycolysis and mitochondrial production of reactive oxygen

species to fulfill activation demands. J Exp Med. (2019) 216:2231–

41. doi: 10.1084/jem.20180549

150. Eken A, Singh AK, Treuting PM, Oukka M. IL-23R+ innate lymphoid cells

induce colitis via interleukin-22-dependent mechanism. Mucosal Immunol.

(2014) 7:143–54. doi: 10.1038/mi.2013.33

151. Parekh PJ, Oldfield Iv EC, Challapallisri V, Ware JC, Johnson DA. Sleep

disorders and inflammatory disease activity: chicken or the egg? Am J

Gastroenterol. (2015) 10:748–51. doi: 10.1038/ajg.2014.247

Conflict of Interest: The authors declare that the research was conducted in the

absence of any commercial or financial relationships that could be construed as a

potential conflict of interest.

Copyright © 2020 Domingues and Hepworth. This is an open-access article

distributed under the terms of the Creative Commons Attribution License (CC BY).

The use, distribution or reproduction in other forums is permitted, provided the

original author(s) and the copyright owner(s) are credited and that the original

publication in this journal is cited, in accordance with accepted academic practice.

No use, distribution or reproduction is permitted which does not comply with these

terms.

Frontiers in Immunology | www.frontiersin.org 15 February 2020 | Volume 11 | Article 11677

https://doi.org/10.1126/science.1249288
https://doi.org/10.1038/s41586-019-1082-x
https://doi.org/10.1016/j.immuni.2018.07.007
https://doi.org/10.1038/nature12240
https://doi.org/10.1126/science.aaa4812
https://doi.org/10.1016/j.immuni.2014.03.005
https://doi.org/10.1073/pnas.1406908111
https://doi.org/10.15252/embr.201642412
https://doi.org/10.4049/jimmunol.0901514
https://doi.org/10.1111/j.1600-065X.2011.01057.x
https://doi.org/10.1016/j.immuni.2018.10.014
https://doi.org/10.1038/s41385-019-0141-9
https://doi.org/10.3389/fimmu.2019.00910
https://doi.org/10.1038/nri3901
https://doi.org/10.1083/jcb.2121OIA306
https://doi.org/10.1084/jem.20180549
https://doi.org/10.1038/mi.2013.33
https://doi.org/10.1038/ajg.2014.247
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


REVIEW
published: 21 February 2020

doi: 10.3389/fimmu.2020.00242

Frontiers in Immunology | www.frontiersin.org 1 February 2020 | Volume 11 | Article 242

Edited by:

Arthur Mortha,

University of Toronto, Canada

Reviewed by:

Mélanie Bruchard,

INSERM U1231 Lipides, Nutrition,

Cancer (LNC), France

Stefania Madonna,

Institute of Dermatology Immaculate

(IRCCS), Italy

*Correspondence:

Irah L. King

irah.king@mcgill.ca

†Present address:

Barbara Polese,

University of Liège, GIGA Institute,

Liège, Belgium

Specialty section:

This article was submitted to

NK and Innate Lymphoid Cell Biology,

a section of the journal

Frontiers in Immunology

Received: 30 October 2019

Accepted: 29 January 2020

Published: 21 February 2020

Citation:

Polese B, Zhang H, Thurairajah B and

King IL (2020) Innate Lymphocytes in

Psoriasis. Front. Immunol. 11:242.

doi: 10.3389/fimmu.2020.00242

Innate Lymphocytes in Psoriasis
Barbara Polese 1†, Hualin Zhang 1, Bavanitha Thurairajah 1 and Irah L. King 1,2*

1Meakins-Christie Laboratories, Department of Microbiology and Immunology, McGill University Health Centre Research

Institute, Montreal, QC, Canada, 2Meakins-Christie Laboratories, Department of Medicine, McGill University Health Centre

Research Institute, Montreal, QC, Canada

Skin is a fundamental component of our host defense system that provides a dynamic

physical and chemical barrier against pathogen invasion and environmental insults.

Cutaneous barrier function is mediated by complex interactions between structural

cells such as keratinocytes and diverse lineages of immune cells. In contrast to the

protective role of these intercellular interactions, uncontrolled immune activation can lead

to keratinocyte dysfunction and psoriasis, a chronic inflammatory disease affecting 2%

of the global population. Despite some differences between human and murine skin,

animal models of psoriasiform inflammation have greatly informed clinical approaches

to disease. These studies have helped to identify the interleukin (IL)-23-IL-17 axis

as a central cytokine network that drives disease. In addition, they have led to the

recent description of long-lived, skin-resident innate lymphocyte and lymphoid cells that

accumulate in psoriatic lesions. Although not completely defined, these populations have

both overlapping and unique functions compared to antigen-restricted αβ T lymphocytes,

the latter of which are well-known to contribute to disease pathogenesis. In this review,

we describe the diversity of innate lymphocytes and lymphoid cells found in mammalian

skin with a special focus on αβ T cells, Natural Killer T cells and Innate Lymphoid cells. In

addition, we discuss the effector functions of these unique leukocyte subsets and how

each may contribute to different stages of psoriasis. A more complete understanding of

these cell types that bridge the innate and adaptive immune system will hopefully lead to

more targeted therapies that mitigate or prevent disease progression.

Keywords: innate, psoriasis, lymphocyte, skin, disease

INTRODUCTION

The skin is the largest barrier organ. The most superficial layer of mammalian skin consists of an
avascular, stratified epithelial layer that provides a physical and chemical barrier to environmental
insults, is responsible for hair formation and supports a diverse commensal microbial community
that promotes colonization resistance to invasive pathogens. Underlying the epidermis is the
dermis composed of a fibroblast network providing structure for a complex neurovascular system
that regulates heat transfer, pain sensation, and host defense (1). The epidermis and dermis harbor
unique leukocyte subsets that are not only central to cutaneous immunity, but also contribute
to basic skin physiology including wound healing, hair follicle cycling, and lipid production by
sebaceous glands. Given the intimate relationship between immune-structural cell interactions,
it stands to reason that aberrant communication within this compartment can lead to altered
host defense mechanisms and/or dysregulated skin inflammation and disease. One of the most
common cutaneous inflammatory diseases is psoriasis. Affecting between 2 and 5% of the adult
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FIGURE 1 | γδ T cells and ILCs in psoriatic skin. Diverse subsets of γδ T cells colonize the skin. Under homeostatic conditions, the mouse epidermis contains

dendritic epidermal T cells, which are a monoclonal population of Vγ5+ cells. The dermis contains Vγ4+ and Vγ6+ γδ T cells enriched for expression of IL-23R, CCR6,

and IL-7R. In mouse models of psoriasiform inflammation, activated keratinocytes produce chemokines such as CCL2 and CCL20, which subsequently recruit dermal

γδ T cells to the epidermis. Among these γδ T cells, there is a subgroup that express the transcriptional factor RORγt, that are capable of producing IL-17 and IL22

upon IL-1 and IL-23 stimulation. Both mouse and human studies have shown that, upon cytokine stimulation, dermal-derived γδ T cells secrete IL-17 and IL-22 that

drives keratinocyte hyperplasia, neutrophil recruitment and disease progression. ILCs are also present in the healthy skin. They are divided into three groups based on

transcription factor expression and effector functions. Under steady-state conditions, ILC2 are the largest population. ILC3 are currently thought to be the dominant

population that contribute to disease progression. In human skin lesions, NKp44+ ILC3s are able to produce IL-22 and IL-17 that exacerbate disease progression.

population in developed countries, psoriasiform inflammation
varies in severity but is most commonly characterized by red,
scaly plaques across the surface of the body in a form referred
to as psoriasis vulgaris. Although the etiology of psoriasis has
not been identified, both environmental and genetic factors have
been shown to contribute to incidence and severity of disease (1–
3). Importantly, psoriasis is associated with comorbidities such
as atherosclerosis and metabolic syndrome suggesting systemic
dysregulation of the immune response in these patients providing
further motivation for understanding disease pathogenesis (1,
4). Despite some differences between human and rodent
skin, animal models of “psoriasiform” inflammation have been
instrumental in identifying the immunological mechanisms
underlying psoriasis development. For example, the models
described in more detail below have helped to determine the
interleukin (IL)-23/IL-17 axis as central to disease progression
(1, 5). The essential role of these cytokines has been validated
by the clinical efficacy of humanized monoclonal antibodies
targeting TNFα, IL-23, IL-17A, and the IL-17 receptor (6, 7).
However, these treatment approaches have limitations. First,

they are not curative; symptoms reappear upon cessation of
treatment. Thus, biologics must be given throughout the patient’s
lifetime. Second, the IL-23/IL-17 immune axis plays an important
role in protection against cutaneous pathogens such as Candida
and pathobiotic spp. of Staphylococcus areus (8, 9), thus raising
questions about the long-term use of these treatments regarding
susceptibility to infection. Furthermore, these biologics do not
specifically target the skin and may compromise host defense
at other barrier sites such as the intestine. Therefore, further
investigation into the initiating factors that drive psoriatic disease
will not only enrich our knowledge of skin biology in general, but
lead to more targeted, tissue-specific treatments for this chronic
inflammatory disease.

The recent discovery of immune cell subsets that are resident
to the skin such as γδ T cells and innate lymphoid cells
(ILCs) has prompted a growing interest in how these and other
better known cell types that blur the separation between the
innate and adaptive immune system such as Natural Killer (NK)
cells and NKT cells contribute to psoriasiform inflammation.
Indeed, these cells serve as acute sensors of infection and tissue
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injury without the need for specific recognition of antigen.
While these properties have likely evolved to respond rapidly
to tissue changes, their non-specific activation requirements
leave them susceptible to hyperreactive responses against
innocuous stimuli. In this review, we describe the diversity
of innate lymphocyte lineages present in the skin and our
current understanding of how each subset contributes to the
pathogenesis of psoriatic disease.

THE CUTANEOUS γδ T CELL
COMPARTMENT

Of the innate T lymphocytes in the skin, γδ T cells,
defined by expression of gamma (γ) and delta (δ) TCR
subunits, are the most studied. Their innate classification
comes from two main characteristics: first, the repertoire
of γ and δ chains possess less diversity than their more
classical αβ TCR counterparts. Second, γδ T cells do not
require TCR engagement in order to expand and exert their
effector functions. Rather, cytokines alone are sufficient to
endow γδ T cells with cytotoxic and cytokine-producing
ability (10).

In mice, γδ T are usually distinguished based on the γ

chain expression. It is worth mentioning that two nomenclatures
are often used but rarely specified in the literature, namely
the Heilig and Tonegawa vs. the Garman classification. In this
review, we will use the Heilig and Tonegawa nomenclature only,
which includes the Vγ1–Vγ7 subtypes (11). Each subtype has a
propensity to localize to specific organs as well as exert unique
effector functions. Their development and migration to the
epithelial tissues starts during fetal life (12–14) with consecutive
waves associated with different γδ T subsets migrating from
the thymus to their specific tissue (10, 15). From day E13, the
Vγ5 subtype is produced in the thymus and migrates to the
epidermis (Figure 1). Vγ5 γδ T cell development is exclusively
fetal and occurs only in mice. These cells are called dendritic
epithelial T cells (DETC) due to their morphology, are non-
migratory and are maintained by self-renewal (16, 17). As DETC
seem to be most relevant for maintaining skin homeostasis and
wound repair and have been reviewed extensively elsewhere,
we will not be discussing this subset further. On the other
hand, Vγ4 and Vγ6 subtypes constitute the dermal γδ T cell
compartment (Figure 1). Unlike DETCS, dermal γδ T cells are
motile with Vγ6+ cells seeding the dermis during fetal life
and Vγ4+ cell recruitment limited to the first days of life
(18). Accordingly, the dermal γδ T cell compartment can be
replenished after irradiation, but only if neonatal thymocytes are
transferred (19).

Vγ usage is also associated with a specific effector function
profile. In fact, γδ T cells can be largely defined based on
their expression of lineage-restricted transcription factors and
effector functions. The most prominent subsets include IFNγ

(γδ1) and IL-17 producing γδ T cells (γδ17) that rely on the
transcription factors T-bet and RORγt, respectively, for their
differentiation (20). Interestingly, however, γδ T cell effector
functions are uniquely imprinted in the thymus where SOX13

drives γδ T cell lineage commitment and subsequent TCR
dependent and independent mechanisms that dictate effector
functions (21). For example, CD27 is a thymic determinant of γδ

T cell fate by promoting γδ1 over γδ17 cells and inducing IFNγ-
associated genes (22). Additionally, strong TCR engagement
favors IFNγ-producing γδ T development (23) while limiting
γδ17 development (24). As a result, IFNγ and IL-17-producing
γδ T subsets can be identified on the basis of CD27 and CCR6
expression, amongst other markers (22, 25). Dermal Vγ4+ and
Vγ6 + γδ T cells express several hallmarks similar to Th17
cells including RORγt, IL-7R, CCR6, and IL-23R expression
as well as ability to produce IL-17 (19, 26). They can be
stimulated by IL-23, which leads to their expansion and IL-
17 production (26) (Figure 1). Dermal γδ T cells have been
associated with immunosurveillance functions. In the context
of mycobacterial infections, they have been shown to be the
dominant source of IL-17 and their absence was correlated
with diminished immune response to BCG immunization
(27). Furthermore, IL-17 production by dermal γδ T can be
stimulated by various microbe-derived products (26), further
emphasizing their immune sentinel role. As Vγ6+ cells are
rarely found in secondary lymphoid organs, MacKenzie et al.
suggested that this subset might have specifically evolved for
immunosurveillance of non-lymphoid tissues while the more
migratory, lymphoid organ-skewed Vγ4 subset might serve
as a pool that is rapidly mobilized to barrier sites following
challenge (28).

In humans, γδ T cells are usually distinguished based
on δ chain expression including Vδ1, Vδ2, and Vδ3 (i.e.,
Vδ1-Vδ2-) subtypes. Vδ1 cells seed barrier tissues while Vδ2
and Vδ3 are observed in the blood of healthy patients (29).
Similar to murine γδ T cells, human γδ T cells are potent
cytokine-producing cells, but the regulatory mechanisms are
less understood. Unlike murine γδ T cells, human γδ T cells
are more dependent on TCR engagement for activation and
appear to produce a greater diversity of effector cytokines. For
example, human γδ17 cell differentiation, which likely occurs
in the periphery since they are absent from the human mature
thymus (30), requires IL-23 and TCR activation. Furthermore,
Vγ9Vδ2 cells that represent the majority of the Vδ2 subset,
exhibit remarkable heterogeneity in term of surface markers
and cytokine production. These plastic cells are able to produce
IFNγ, IL-4, or IL-17, which contrasts with murine γδ T cell
commitment (31).

As opposed to mice, human γδ T cells are rare in the
skin with Vδ1-expressing cells being the dominant subtype
observed in healthy skin, mainly in the dermis. With the
help of αβ T cells (16), Vδ1 seem to recapitulate the role
of DETC given that they present a restricted repertoire (32),
can be observed in the epidermis, produce keratinocyte growth
factors and exert anti-tumor activity (31, 33). Vδ1+ cells are
also usually associated with IFNγ production and a cytotoxic
profile (34). Notably, human dermis-derived γδ T cells have
been shown to produce IL-17A. In fact, Cai et al. found IL-17-
producing γδ T cells to be enriched in psoriatic skin lesions.
However, the full repertoire of cutaneous γδ T cells has yet to be
investigated (26).
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γδ T Cells Are Major Contributors to
Murine Psoriasiform Inflammation and
Implicated in Human Disease
Two mouse models of cutaneous inflammation are most
commonly used to study the mechanisms underlying
psoriasiform inflammation. The imiquimod (IMQ) model
that consists of topically applying a TLR7/8 agonist emulsified in
a cream or intradermal injection of recombinant IL-23 (5, 35).
Both approaches lead to epidermal hyperplasia, parakeratosis,
and expansion of rete ridges, all features of psoriasiform
inflammation (36). These preclinical models have been shown
to depend on the presence of IL-17 for fulminant inflammation
and motivated clinical trials the development of neutralizing
antibodies targeting IL-23, IL-17A, or IL-17RA (the receptor
for both IL-17A and IL-17F) (5–7, 26). The incredible clinical
success of these biologics has validated these models and led
to further investigation into the cell types driving IMQ and
IL-23-induced inflammation (6, 7). Importantly, both models
revealed decreased inflammation and psoriasiform symptoms
inflammation in mice genetically lacking γδ T cells (TCRδ−/−)
compared to mice deficient in αβ T cells (TCRα−/−) mice
(26, 37). Importantly, TCRδ−/− mice reconstituted with Vγ4
and Vγ6 subpopulations restored disease susceptibility (18).
Similarly, selective depletion of Vγ6+ or Vγ4+ γδ T cells using
antibody-mediated or genetic depletion approaches indicate
that both subsets are necessary and sufficient for IMQ-induced
inflammation (38, 39). Interestingly, Vγ4+ γδ T cells have
been shown to have memory-like capacity. Indeed, two papers

have demonstrated that this γδ T cell subset persists in the

skin after termination of IMQ treatment and exhibits classical
features of memory cells upon secondary IMQ challenge (i.e.,

a more rapid response with greater magnitude) in the same

area or even distant sites (40, 41). Ramirez-Valle et al. further

demonstrated that the migration and recruitment to distant
sites was mediated via CCR2 signaling (41). They showed

that IMQ-activated Vγ4+ T cells expressed less CCR6 than

unchallenged γδ T cells and that the former subset demonstrated

increased responsiveness to IL-1. Downregulation of CCR6

was unexpected as it was previously shown that both models
of psoriasis induce CCL20 (42), the chemokine recognized by

CCR6, and that a CCL20/CCR6 axis was essential for disease

progression (38, 43) (Figure 1). Induction of CCL20 leads

to dermal IL-17+γδ T cell recruitment into the epidermis,
exacerbating inflammation. Accordingly, an anti-CCL20
antibody treatment reduced IL-23-induced inflammation by
decreasing the γδ T trafficking into the epidermis (42). In
the latter study, the source of chemokine secretion was not
identified but it has been demonstrated that IL-1β can stimulate
keratinocyte production of CCL2 and CCL20, which might
impact γδ T cell recruitment (18). In addition, activated dermal
γδ T cells increase expression of X-linked IL-1 receptor accessory
protein-like 1 (IL1RAPL1) which promotes a feedforward
system inducing more IL-17 production by these cells. IL-38, a
cytokine of the IL-1 family secreted by keratinocytes at steady
state, is able to restrict γδ T cell activity by inhibiting IL1RAPL1
on the surface of γδ T cells (44). Accordingly, the levels of

TABLE 1 | Cytokines produced by innate immune cells during psoriasis.

Cytokine Cell types References

IL-17A γδT cell, ILC3, NK cell (18, 26, 37, 38, 46–49)

IL-22 γδT cell, ILC3, NK cell (37, 47, 50)

IL-25 (IL-17E) γδT cell (51)

IFNγ NK and NKT cell (52–55)

TNFα NK and NKT cell (53)

IL-38 secreted by the keratinocytes is decreased in psoriatic
lesions as well as in mouse skin following IMQ treatment
(44, 45). These results underline the loop that exacerbates
psoriasis, where inflammation induces keratinocytes secretion
of chemokines, which in turn triggers γδ T cell recruitment. The
pro-inflammatory environment leads to cytokine production by
γδ T cells, which promotes keratinocyte hyperproliferation and
epidermal thickening.

Although γδ T cells are capable of cytotoxic activity, their
potent cytokine production seems to play a dominant role in
psoriasiform inflammation (Table 1). In the IMQ model, both
IL-17 and IL-22 production by RORγt + γδ T cells, Vγ4+ cells
in particular, is greatly increased (37) (Figure 1). Consistent with
these results, IL-17R deficient mice showed reduced and delayed
signs of psoriasiform inflammation such as ear thickness and
erythema after IMQ treatment (56). However, disease was not
completely abolished in IL-17R deficient mice and increased
levels of TNFα, IL-6, and IL-22 as well as IL-17-producing cells
were observed in the skin. This demonstrates the importance
of IL-17 signaling for psoriasiform inflammation, but also
suggests an alternative pathway for IMQ-induced inflammation.
Similarly, IMQ-induced inflammation was strongly reduced in
mice with a keratinocyte-specific deletion of the IL-17 receptor
(57). In another study using the IMQ model, the main producer
of IL-22 was also γδ T cells. However, in Rag-deficient mice that
lack mature T and B cells, levels of IL-22 in response to IMQ
remained elevated suggesting an alternative source of cutaneous
IL-22 (50). Although it was shown that, in addition to IL-17,
IL-22 is required for IL-23 induced inflammation, the failure of
clinical trials using anti-IL-22 antibodies have kept the focus on
the effector functions of IL-17 and its associated family members.
In fact, a recent report showed that IL-17E (better known as
IL-25) signaling via IL-17RB also plays an important role in
IMQ-induced psoriasiform inflammation (51). This work was
recently followed up by studies demonstrating that IL-17A can
signal via an alternative receptor, IL-17RD, to drive psoriasiform
inflammation (58). To conclude, γδT cells aremajor contributors
to murine psoriasiform inflammation via the production of IL-
17 and IL-22 (Figure 1, Table 1). The Vγ4 subtype is particularly
implicated in the disease due to its quick cytokine response,
migration capacities and long-lasting memory capacity.

Such as in mice, γδ T cells are expanded in human psoriatic
skin and produce IL-17A (26) (Table 1). A population of
Vγ9Vδ2+ cells that express IL-17A, IFNγ, TNFα and CCR6
has been specifically observed in human psoriatic lesions (59).
These cells were able to activate keratinocytes and stimulate
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chemokine, cytokine and defensin production. Laggner et al.
also showed that Vγ9Vδ2+ cells were increased in psoriatic skin
compared to healthy skin and, even more, increased in lesional
skin compared to non-lesional skin of the same patients (59). In
addition, Vγ9Vδ2+ cells were reduced in psoriatic patient blood.
Finally, they showed a negative correlation between blood levels
of Vγ9Vδ2+ cells and psoriasis severity. These results suggest that
the Vγ9Vδ2+ population is recruited from the peripheral blood
to the skin where they activate keratinocytes and contribute to
psoriasis development. On the other hand, it has been recently
shown that the majority of IL-17A producing T cells observed in
human psoriatic lesions are oligoclonal αβ T cells and not γδ T
cells (60). Furthermore, mast cells have been shown to produce
IL-17A and IL-22 in human psoriatic plaques (61). The diverse
subsets previously found to be expressing and/or producing IL-
17 cytokines in human psoriasis and disparate results between
groups continues to fuel a controversy over the most relevant
cytokine-producing cells for psoriatic disease development and
progression. Longitudinal studies using large, diverse patient
cohorts may help reconcile these differences.

THE INNATE LYMPHOID CELL SKIN
POPULATION

ILCs are bone marrow-derived tissue-resident lymphocytes that,
although arising from common lymphoid progenitors, do not
express rearranged antigen-specific receptors. ILC nomenclature
is largely analogous to CD4+ T helper effector cell subsets:
ILC1s express the transcription factor T-bet and secrete IFNγ,
ILC2s express GATA3 and produce the Th2 cytokines IL-5 and
IL-13 and ILC3s express RORγt and secrete IL-17 and IL-22.
Although ILCs are thought to be largely tissue-resident cells (62),
ILCs have been detected in the circulation that express high
levels of cutaneous leukocyte-associated antigen (CLA), a skin
homing marker (63). In both mice and humans, all three groups
of ILCs have been observed in the skin with ILC2s being the
largest population (63–65). Furthermore, a study examining the
cutaneous ILC population in mice showed that different layers
of the skin are populated differentially by ILCs: the epidermis is
mainly populated by ILC3s, the subcutaneous layer is populated
by ILC2s and the dermis contains both ILC2s and ILC3s (66)
(Figure 1). However, the signals that result in the differential
homing of ILCs in the skin and whether this is representative
of human ILC populations is not completely understood. ILC1s,
although present in the skin, are a rare population with unknown
functions. Although sharing several features with natural killer
(NK) cells, ILC1s do not exert cytotoxic activity—lack perforin
and granzyme expression—and do not express traditional NK cell
antigens such as CD56, CD16, or CD94. However, the cytokine
profile of ILC1s, most notably IFNγ, resembles NK cells and has
been shown to play a role in the protection against intracellular
pathogens (62, 67, 68). As ILC1s are thought to contribute to
Crohn’s disease and inflammation in a mouse model of colitis
(69, 70), they could potentially play similar roles in the skin both
in terms of protection as well as autoimmune-like pathology,
however this has not been thoroughly investigated. ILC2s on the

other hand are much more common in the skin and are thought
to play a role in maintaining skin homeostasis. For example,
ILC2s have been shown to promote wound healing in the skin
through the production of IL-13 (71, 72). Skin-resident ILC2s can
also produce high levels of amphiregulin, a molecule regulating
wound healing (73). In dermatitis, amphiregulin has been shown
to play a role in wound healing by acting as an epidermal growth
factor receptor (EGFR) ligand (74). However, other evidence
indicates the involvement of ILC2s in allergic-type or type 2
inflammation of the skin, namely atopic dermatitis likely through
dysregulated production of type 2 cytokines such as IL-5 and IL-
13 (73, 75, 76). Lastly, ILC3s are one of the subtypes of immune
cells in the skin capable of producing IL-17A and IL-22 and are
therefore of specific interest when discussing psoriasis (Figure 1).

ILC3s Are Observed in Human Psoriatic
Skin and Correlate With Disease Severity
While ILC3s seem to play a role in the development and
maintenance of psoriasis, the role of ILC1 and 2 subsets is a
matter of debate (Figure 1). Some groups found a reduction in
ILC2 numbers in psoriatic patients (64) while others saw no
difference in frequencies. Notably, different methods of tissue
processing from skin biopsies in these studies may explain the
differences (63–65). Given that ILC2s are known to play a role in
maintaining skin homeostasis and wound healing (71, 72), they
may also be playing a protective role during the development
of psoriasis. Second, these studies did not indicate involvement
of ILC1s (63–65). However, one group reported a significant
increase in the number of ILC1s in psoriatic skin (77); this latter
group detected the number of ILCs using imaging of whole skin
whereas the other groups performed flow cytometry which may
explain the difference. Since ILC1s in the gut seem to play a role
in inflammatory pathologies, it is possible that ILC1s may also
be paying a role in inflammatory pathologies in the skin such as
psoriasis. When looking at the cells in circulation, both healthy
individuals and psoriatic patients have a similar mean frequency
of ILCs in total peripheral blood mononuclear cells (PBMCs)
(65). However, there seems to be an overall increase of ILCs in
psoriatic skin (Figure 1). This increase in ILCs is mainly due to
an increase of ILC3s (63, 64, 77). NKp44 has been associated
with pro-inflammatory functions in ILC3s, its activation leading
to TNFα production (78). ILC3s in the skin of healthy patients
were shown to be mainly NKp44–, whereas NKp44+ ILC3s were
barely detectable in the skin and blood (63). NKp44 expression
is induced in NKp44-ILC3s upon IL-1β and IL-23 stimulation,
cytokines commonly present in psoriatic inflammation (63)
(Figure 1). In psoriasis patients, the levels of NKp44+ ILC3 but
not NKp44– ILC3s were increased in the blood, lesional, and
non-lesional skin. Furthermore, psoriasis severity as measured by
the PASI scoring system positively correlated with the number of
cutaneous NKp44+ ILC3s (63–65). These data suggest that the
amount of NKp44+ ILC3s in the blood or the skin can potentially
be used as a biomarker for disease severity. Furthermore, ILCs
in psoriatic skin were seen to be in close proximity to T cells,
suggesting a crosstalk between ILCs and T cells during the
development of psoriasis (77). Given the innate features of ILC3s
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and their largely tissue-resident nature, these cells may contribute
to the initiation of psoriatic inflammation. Indeed, ILC3s alone
were able to induce psoriasis in a human skin xenotransplant
mouse model to a degree similar to αβ T cells (79). Furthermore,
patients with psoriatic arthritis, a disorder with similar features of
psoriasis but with joint involvement, also had an increased ILC3:
ILC2 ratio (80).

As mentioned above, IL-17 producing γδ T cells have been
shown to be important drivers of IMQ-induced inflammation
(81). However, it has been shown that Rag-deficient mice are
still susceptible to psoriasiform inflammation via IMQ (37,
43), indicating that cells other than T cells play a role in
the pathogenesis. Using Rag1/IL-2R deficient mice lacking T
cells and ILC, Pantelyushin et al. showed that RORγT+ γδ T
cells and RORγt+ ILC contribute to IMQ-induced psoriasiform
inflammation (37). Furthermore, anti-TNFα or TNFα inhibitor
treatment has been demonstrated to be a very effective treatment
for psoriasis (82). TNFα plays a role in psoriasis development
by synergizing with IL-23 to induce IL-17 producing cells,
including ILC3s (46). Individuals undergoing successful anti-
TNFα (adalimumab) treatment for psoriasis had a reduction
in the number of pathogenic NKp44+ ILC3s and an increase
in NKp44– ILC3s in the circulation (65), suggesting that a
major role of TNFα in the pathogenesis of psoriasis includes
potentiating pathogenic ILC3s. However, it was elegantly
demonstrated that γδ17 were non-redundant effector cells in
murine skin pathology (81). Indeed, when γδ17 cells were deleted
from birth, they were replaced by IL-17 producing ILC3s that
promoted IMQ-induced inflammation. However, acute depletion
of γδ17 cells did not lead to ILC3 accumulation and mice
remained resistant to psoriasiform inflammation. In summary,
ILC2s appear dominant in healthy skin whereas NKp44+ ILC3s
are the major ILC subset associated with psoriatic disease.
Although ILC3s and γδ17 cells may play overlapping roles in
murine models of psoriasis, more studies are needed to discern
their relative contributions to human disease.

CUTANEOUS NK AND NKT CELLS

Natural Killer (NK) cells are a group of innate immune cells with
both cytotoxic and cytokine producing effector functions and
have been recently classified as one of two ILC1 subsets (83, 84).
Through germ-line encoded activating and inhibitory receptors,
NK cells can respond quickly following activation, releasing
pro-inflammatory cytokines particularly IFNγ, chemokines, or
specialized cytotoxic granules to infected or tumor cells (85). In
human and mice, there are two distinct populations of NK cells,
circulating NK cells (cNK, CD49a+CD103− or CD56dimCD16+

in human and CD49a−DX5+ in mice) and tissue-resident
NK cells (trNK, CD49a−CD103+, or CD56brightCD16− in
human and CD49a+DX5− in mice) (Figure 2); both can induce
cytotoxicity and produce cytokines (86–89). Murine skin is
composed of both trNK cells and cNK cells (87) (Figure 2).
However, the cNK and trNK cells do not share the same
development pathways. cNK cells are derived from the bone
marrow, continue their maturation in the thymus and then

the spleen, tonsils and lymph nodes (90, 91). In mice, the
transcription factors T-bet and Eomes are required for the
maturation of cNK cells (92). In humans, both T-bet and Eomes
are co-expressed in mature cNK cells (93). T-bet is expressed
at lower levels in cytokine-producing CD56bright(CD56hiCD16−)
NK cells than the highly cytotoxic CD56dim (CD56loCD16+)
NK cells, while CD56bright NK cells have higher frequency of
Eomes+ cells than CD56dim NK cells (93), indicating that there
is a gradual loss of Eomes expression during the development of
CD56bright cells to T-bethiEomes+ CD56dim cells. trNK cells were
first discovered in the murine liver, strictly require T-bet, Hobit
and PLZF for their development, however do not express Eomes
(87, 89). Murine liver trNK cells are capable of degranulation
and produce similar IFNγ levels to cNK cells. However, both
the liver IFNγ+ and degranulating trNK cells produce TNFα,
which is rarely seen among responding cNK cells (87). Unlike
mouse trNK cells, human liver trNK cells have high Eomes
expression rather than T-bet (94). Of note, the features and
developmental pathways of trNK cells differ from one organ
to another. In the murine gut and dermis, the development
of NKp46+CD3− trNK cells is reported to be dependent on
the transcriptional factor RORγt and RORγt+ trNK cells are
capable of producing IL-22 (95). The origin of skin trNK cells is
unclear, but murine studies show that skin trNK cells share some
features with liver trNK cells, in terms of phenotype, function
and developmental requirements. They are CD49a+DX5− with
no Eomes expression, and their development is dependent on IL-
15 and IL-15R. Human CD56brightCD16−NK cells are present
in the dermis at steady state and disease conditions such as
psoriasis, while CD56+CD16+ cNK cells are rare (52, 96, 97).
These CD56brightCD16− dermal NK cells lack perforin and
NKG2D expression but are capable of lysing melanoma cells after
activation in vitro (97). Recently, studies have found IL-17 and IL-
22 producing NK cells in both humans and mice, which indicates
the potential for NK cell participation in the development of
psoriasis (47–49).

Natural Killer T (NKT) cells are present in both human
and mouse skin (Figure 2). However, the composition of NKT
cells is not well-defined. In human allergic contact dermatitis,
for example, NKT cells range from 1.72 to 33% of the T
lymphocyte infiltrate and in human atopic dermatitis patients,
the proportion of NKT cells in CD3+ T cells is ∼5% (98, 99).
In murine skin, they compose ∼0.03% of total healthy skin cells
and ∼0.6% of total hyperplastic skin cells (100). NKT cells are
a unique hybrid between αβ T cells and NK cells as they co-
express an αβ TCR and NK cell lineage markers. NKT cells
are divided into four categories with type 1 (referred to as
invariant NKT cells) being the vast majority (101). Compared
to conventional T cells, they express a semi-invariant TCR α

chain (Vα14-Jα18 in mice and Vα24-Jα18 in human), which
allows specific recognition of glycolipids presented on an atypical
MHC Class I molecule, CD1 (102–104). α-galactosylceramide
(α-GalCer), a compound derived from marine sponges, has a
strong CD1d binding affinity and is a potent stimulant for iNKT
cells. Potential endogenous ligands of NKT cells were previously
believed to be glycosphingolipids (GSLs) and phospholipids that
are derived from bacterial, plant, protozoan, and mammalian
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FIGURE 2 | NK and NKT cells in psoriatic skin. NK and NKT cells are innate immune cells that have cytokine-producing and cytotoxic functions. They both reside in

the dermis. The NK cells can be divided into two groups, namely cNK and trNK cells, based on the receptors CD49a and DX5. Unlike NK cells, NKT cells also express

an antigen-specific TCR that recognizes glycolipid through CD1 presentation by antigen-presenting cells. In psoriatic skin lesions, NK and NKT cells are rare. However,

CD1d expression is reported to be elevated in keratinocytes in inflamed skin. In addition, NK and NKT cells have decreased degranulation ability, but display increased

IFNγ production. High IFNγ production can contribute to an increase in keratinocyte-derived chemokines such as CXCL10 and CCL5, and the elevated expression of

MHCI, both of which increase cell recruitment and presentation of autoantigens. In addition, NK and NKT cells produce TNFα that activate keratinocytes in an

IL-24/Stat3-dependent manner as well as indirectly enhance dermal IL-17+T cell activation by facilitating dendritic cells to produce IL-1 and IL-23.

species. However, more recent studies suggest that NKT cell
ligands are more diverse and not limited to GSLs (105, 106).
Thus, the endogenous ligands of NKT cells are still being
clarified. When stimulated with α-GalCer or its analogs, NKT
cells rapidly produce pro- and anti-inflammatory cytokines
including IFNγ, TNFα, IL-10, IL-4, IL-13, IL-17 and GM-CSF,
and participate in the regulation of infection, autoimmunity,
and tumor immunity (107). Unlike NK cells, NKT cells undergo
positive and negative selection within the thymus, but emerge
later in development than most other T cell subsets (108, 109).
During the selection process, NKT cells are only selected when
CD1 is expressed on double positive (CD4+CD8+) thymocytes,
which segregates the NKT cell (CD161 low in human and
NK1.1- in murine at this stage) from the conventional T cell
developmental pathway (110–114). The transcriptional factors
Ras, Mek, Fyn, and Ets1 are reported to participate in the
development of murine NKT cells, and the cytokine IL-15 and
its receptor IL-15R are important during NKT cell development
(115–118). After selection, the immature human CD161low or
murine NK1.1- NKT cells either stay in the thymus or migrate
to peripheral tissues, where they undergo a maturation process

with the upregulation of CD161 (human) or NK1.1 (murine)
expression (108, 109). The transcription factor T-bet was shown
to participate in the terminal maturation of NKT cells (119).
Both mouse and human NKT cells can exert cytotoxicity and
produce seemingly antagonistic IL-4 and IFNγ cytokines upon
TCR stimulation (120, 121). However, cytokine production may
be developmentally regulated as mature NKT cells produce high
levels of IFNγ while IL-4 is dominantly produced by immature
NKT cells (108, 109). Recent data showed that NKT cells can also
secrete Th17-related cytokines such as IL-17A, IL-17F, and IL-22
(107, 122, 123). A murine CD4-NK1.1- NKT cell group, which
is the precursor of CD4-NK1.1+ NKT cell, has been found to
constitutively express RORγt and IL-23R and is a major source of
IL-17+ NKT cells (107). In addition, α-GalCer-activated murine
NKT cells, that can express RORγt and IL-17, but not IFNγ or IL-
4, develop in a c-Maf dependent way. These IL-17+NKT cells are
essential for inducing neutrophil-rich airway inflammation (122).
In humans, even though RORγt+ T-betloPLZF- NKT cells are
found in the circulating PBMCs, the IL-23R expression is almost
completely absent on circulating NKT cells. These NKT cells
show poor IL-17 release after IL-23 stimulation. However, TCR
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stimulation (e.g., α-GalCer or αCD3/CD28Ab) in the presence
of IL-2, IL-23, IL-1β and TGFβ1, NKT cells successfully produce
IL-17 but not IFNβ or TNFα (123). Interestingly, there are
more IL-23R+ NKT cells in the PBMCs and joint compartment
of Spondyloarthritis patients than healthy controls, showing
an IL-17 signature (123), which suggests that NKT cells could
participate in the development of psoriasis. Although cutaneous
NKT cells are important for the anti-microbial response due
to their ability to recognize the bacterial glycolipids via CD1d
presentation (124), they may function differently in cutaneous
diseases, a result that may depend on the microbial and/or self-
antigen repertoire of the skin. It has been shown that large
numbers of NKT cells can be recruited into human skin during
contact dermatitis, producing mainly IFNγ (98, 99) however,
results in animal studies are controversial. Murine NKT cells
were previously reported to suppress this response by producing
IL-4 and IL-13 in response to CD1d-presented haptens (125),
while it was also reported that murine NKT cells enhance the
contact sensitivity reaction (126–128). Different results may be
explained by the animal model studied, which shape the NKT
cell cytokine repertoire. Studies have found decreased number
of circulating Vα24+ NK T cells in atopic dermatitis patients,
and they produce both IL-4 and IFNγ (99, 129). NKT cells were
also shown to suppress skin transplant rejection, through the
production of IL-4 (130–132). To conclude, even though the
proportion of NK and NKT cells is rare, they do participate in
cutaneous immunity through diverse effector programs.

NK and NKT Cells Are Rare in Psoriatic
Skin
The role of NK and NKT cells in psoriasis development is
not clear. Even though studies showing involvement of NK
cells in psoriasis are rare, NK cells have been shown to be
present in psoriatic skin. Human studies show that NK cells are
recruited in psoriatic plaques, particularly in the dermis (52, 133)
(Figure 2). The psoriatic lesion-isolated NK cells exhibited low
degranulation ability. However, their cytokine-producing ability
is dependent on the source of NK cells (52, 53). Ottaviani
et al. observed higher IFNγ production by NK cells isolated
from psoriatic lesions and showed that IFNγ was able to induce
keratinocyte chemokine production (such as CXCL10 and CCL5)
and MHC-I expression (52) (Figure 2, Table 1). Consistent with
the human data, mice treated with IMQ had increased NK1.1+

cells in the skin, which suggests that either NK or NKT cells
were recruited into the skin during psoriasiform inflammation
(134). Another study showed that NK cells from PBMCs of
patients with psoriasis vulgaris have reduced cytotoxicity and
lower levels of pro-inflammatory cytokines IFNγ and TNFα (53).
However, questions remain about NK cells in the context of
psoriasis. Psoriasis was initially thought to be a IFNγ related
disease but more recent studies—and the success of biologics
targeting the IL-17 pathway—indicate a more dominant role
for TNFα and IL-17 driven disease (1, 135, 136). As suggested
above, TNFα and its associated receptors have been reported to
be elevated in psoriatic lesions compared to non-lesional skin
and TNF-R is abundantly expressed by keratinocytes (137, 138).

It has been reported that TNFα signaling is involved in IL-24-
induced psoriasis like inflammation in mice (139). In addition,
both TNFα inhibitors and blocking antibodies show efficacy
in alleviating psoriatic arthritis symptoms (140). Since both
IFNγ+ and degranulating skin trNK cells produce TNFα (87),
it is possible that skin NK cells participate in the progression
of psoriasis by the production of TNFα rather than IFNγ. To
address this question, TNFα production by NK cells in the skin
of healthy control and psoriasis patients needs to be addressed.
To date, there is no direct link between IL-17 signaling and NK
cell function in psoriasis. However, NK cells have been implicated
in protection from oral and dermal Candidiasis infections that
requires IL-23 and IL-17 signaling (8, 141, 142). Whether NK
cells participate in psoriasis via IL-17 signaling needs to be further
explored. A concern about human NK cell studies is that CD56 is
routinely used as a marker for NK cells, however, CD56 is also
found on human IL-17 and IL-22-producing ILCs (47, 143, 144).
Therefore, these studies do not exclude other CD56+ ILCs in the
involvement in psoriasis.

The NKT frequency within the psoriatic lesions is very low—
<0.1%—indicating that they are an unlikely determinant of
psoriasis development (52). However, Nickoloff et al. showed
that in vitro co-culture of NKT cells with CD1d-overexpressing
keratinocytes is able to directly induce NKT production of IFNγ

and IL-13. In addition, the in vivo injection of psoriasis lesion-
derived NKT cells into the pre-psoriatic engrafted skin in SCID
mice could successfully induce psoriatic plaques (54), indicating
a potential role of NKT cells in the psoriasis progression. Of
note, the previous attempts to use IFNγ+ CD3+/CD4+ T cell
lines to induce psoriasis using this experimental approach were
unsuccessful (145). This effect may be due to increased skin-
infiltrating CD8T cells (54), which predominantly generate
IL-17 responses in human psoriasis lesions (146). This result
is consistent with a human study showing that in psoriatic
lesions, CD1d expression was highly enhanced in keratinocytes,
which may activate the NKT cells to produce more IFNγ, thus
contributing to the progression of psoriasis (55) (Figure 2).
However, as previously mentioned, IL-17, TNFα, and GM-
CSF production by NKT cells should also be also examined.
Finally, the frequency of NKT cells expressing inhibitory
receptors rather than activating receptors (CD158b+ and/or
CD94/NKG2A+) was elevated in the circulation of psoriasis
patients and correlated with disease severity (147). To conclude,
even though they are rare in psoriatic lesions, NKT might
contribute to plaque development by IFNγ production, thus
recruiting more immune cells such as IL-17 producing T cells to
exacerbate the disease progression.

CONCLUSION

γδ T, ILC, NK, and NKT cells have all been shown to
be increased in psoriasiform inflammation in humans and
mice. Consistently, evidence suggests a correlation between
disease severity and peripheral blood levels of γδ T, ILCs, and
NKT. In addition, murine models lacking γδ T and/or ILCs
demonstrated their essential role in psoriasiform inflammation
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development suggesting that NK and NKT cells likely play
a more subtle role, a finding largely supported by studies of
plaque psoriasis in humans. One fundamental characteristic of
innate cells is their ability to respond rapidly and produce
comparatively large amounts of inflammatory mediators in
the absence of cognate antigen. Consistent with these traits,
γδ T, ILCs, and NKT are all able to produce cytokines
that have established pathogenicity in psoriasis. These results
suggest that despite the relative rarity of these populations
in psoriatic lesions, they may be more amenable to non-
specific dysregulation with important consequences for disease.
Interestingly, the emerging concept of “innate memory” (148),
as implicated in γδ T cell-driven psoriasiform inflammation,

increases the complexity of these unique leukocytes and raises
new questions about their roles in complex diseases such
as psoriasis.
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The dense innervation of the gastro-intestinal tract with neuronal networks, which are

in close proximity to immune cells, implies a pivotal role of neurons in modulating

immune functions. Neurons have the ability to directly sense danger signals, adapt

immune effector functions and integrate these signals to maintain tissue integrity and

host defense strategies. The expression pattern of a large set of immune cells in the

intestine characterized by receptors for neurotransmitters and neuropeptides suggest

a tight neuronal hierarchical control of immune functions in order to systemically

control immune reactions. Compelling evidence implies that targeting neuro-immune

interactions is a promising strategy to dampen immune responses in autoimmune

diseases such as inflammatory bowel diseases or rheumatoid arthritis. In fact, electric

stimulation of vagal fibers has been shown to be an extremely effective treatment strategy

against overwhelming immune reactions, even after exhausted conventional treatment

strategies. Such findings argue that the nervous system is underestimated coordinator

of immune reactions and underline the importance of neuro-immune crosstalk for body

homeostasis. Herein, we review neuro-immune interactions with a special focus on

disease pathogenesis throughout the gastro-intestinal tract.

Keywords: neuro-immune interactions, chronic inflammatory diseases, autonomous nervous system, enteric

nervous system (ENS), tissue homeostasis

INTRODUCTION

Immune responses at mucosal barriers are of particular interest because the mucosa is the primary
entry port for many pathogens as well as the major site for chronic and sometimes detrimental
immune responses. The interaction between the immune and the nervous system at mucosal
barriers is attractingmore attention from researchers worldwide. Recent advances in understanding
the role of the interplay between both systems have uncovered a pivotal role of the nervous
system in modulating immune responses and vice versa. The notion that the immune system
and the nervous system share many commonalities emerged the idea of strong cross-interactions
(1). Evolutionary similarities, such as signaling via transmitters, information delivery to distant
body regions and migratory behavior, link the nervous with the immune system and together they
coordinate the integration of danger signals to external environmental stimuli (1). The nervous
system per se is a large interface that is strongly involved in maintaining body homeostasis (2).
On the one hand, autonomic neurons sense a broad variety of parameters such as mechanical
distortion, physicochemical attributes, secretions, nutrients and toxins (3). On the other hand,
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the autonomic nervous system controls effector functions such
as intestinal motility, blood flow, and secretory functions (4).
Specifically, the enteric nervous system (ENS) controls and
dictates the motor function of smooth muscle cells throughout
the gastrointestinal tract. Such coordinated muscular activity
results in squirting of ingested food, allows for mixing with
digestive enzymes and eventually commands the aboral transport
of non-digestible products (5). Of note, the intestine is densely
innervated by the autonomous nervous system and populated
by hematopoietic cells, therefore providing opportunities for
neuro-immune interactions (4). Advances in the understanding
of neuro-immune interactions has uncovered the immune-
modulatory properties of neurons and emerged an interesting
treatment approach for inflammatory conditions (6).

Current treatment modalities for autoimmune diseases, such
as inflammatory bowel diseases (IBD), are often insufficient.
These therapies target specific molecules on the surface of
immune cells or, more general, dampen immune responses.
However, this strategy fails to control disease-activity in many
patients (7). There is strong evidence that modulation of the
autonomic nervous system can exert strong anti-inflammatory
effects, even after exhausted therapeutical modalities (8, 9).
Current biologics targeting immune cells for example in IBD
are often insufficiently effective and associated with severe side
effects (10). There is a strong need for novel therapeutics with low
side effects that have immune-modulatory functions rather than
solely dampening effector functions. Thus, treatment strategies
that harness neuro-immune interactions may be a promising
approach because it is known that the nervous system is able
to exert strong anti-inflammatory effects in mice and humans
(9, 11). Herein, we review current knowledge in neuro-immune-
interactions that maintain body homeostasis with a special focus
on disease entities and the translational relevance as a potential
therapeutic target in inflammatory diseases within the intestine.

ANATOMICAL ORGANIZATION OF THE
AUTONOMOUS NERVOUS SYSTEM

The term “gut-brain-axis” illustrates the bidirectional
communication between the central nervous system (CNS)
and the intestine that includes the autonomous nervous and
the neuroendocrine system via the hypothalamic-pituitary-
adrenal-axis. The autonomous nervous system provides an
anatomical cue connecting the CNS with the peripheral tissues
(Figure 1). Generally, the innervation of tissues can be classified
as intrinsic, if the neuron’s cell body lies within the respective
tissue and extrinsic, if the cell body of the neuron is located
outside the tissue (Figure 2) (12). The ENS belongs together
with the sympathetic and parasympathetic nervous system
to the autonomous nervous system. Even though the ENS
receives input from the CNS, it largely functions independently
suggesting a hierarchical structural organization. As a matter of
fact, the majority of neurons in the vagal nerve are afferent and
thus transmit signals from the intestine to the CNS suggesting
that the brain is rather a signal receiver that perceives and

integrates signals arising from the gut in order to quickly
react to potential danger, damage, or threat (13). The pivotal
role of the ENS is highlighted in Hirschsprung’s disease, a
disorder characterized by congenital lack of enteric neurons. The
consequential lack of coordinated propulsive motility pattern in
the colon mediated by the ENS results in high morbidity and
mortality (14). The crucial role of the ENS for body homeostasis
is also illustrated in enteric infections that affect enteric neurons,
such as in Chagas disease, which may cause acquired loss of
enteric neurons resulting in megaviscera with potential life
threatening complications (15).

The ENS is organized in afferent/sensory neurons that
transfer information to the CNS, and efferent/motor neurons
that transmit signals from the CNS to the periphery.
Upon stimulation, somatosensory information is further
processed/integrated by dorsal root ganglia located in proximity
to the spinal cord. The effector function of the nervous system
can be categorized into a somatic and an autonomous arm.
The somatic efferent system originates from the brainstem and
spinal cord and forms motor neurons that innervate skeletal
muscles. The effector function of the somatic neuronal system
can be consciously controlled. The autonomous nervous system
on the other hand is largely independent of CNS control and
can be further subdivided into the sympathetic nervous system,
parasympathetic nervous system and ENS (Figure 1, right
vs. left panel). The sympathetic and parasympathetic nervous
system are anatomically distinct and in many aspects designed
to be biochemical and functional counter players (16). The
conserved function of sympathetic neurons is to elicit a fight-
or-flight reaction, whereas parasympathetic neurons activate a
rest-and-digest reaction. The cell bodies of the preganglionic
neurons from the sympathetic nervous system are localized in
the thoraco-lumbar region, which receive input from the brain
stem, hypothalamus and the formation reticularis. Preganglionic
sympathetic neurons synapse with postganglionic neuron
located in the latero-dorsal thoracolumbar region, which is
also referred to as sympathetic trunk. After signal transmission,
the long postganglionic sympathetic neurons innervate the
gastro-intestinal tract and maintain tissue homeostasis. The cell
bodies of parasympathetic preganglionic neurons on the other
hand are located in the brainstem and the pelvic sacral nerves.
Similar to the sympathetic, the parasympathetic nervous system
transmits signals from the brainstem to the respective organs
via two neurons. However, the postganglionic parasympathetic
neurons are localized in immediate proximity to the target organ.
The parasympathetic nervous system innervates the gastro-
intestinal tract with nerve fibers from the vagal nerve that end
just before the splenic flexure of the transverse colon (also known
as Cannon’s point) and afterwards with fibers originating from
pelvic sacral nerves. Both, the sympathetic and parasympathetic
preganglionic neurons are cholinergic and predominantly
express and secrete the neurotransmitter acetylcholine (Figure 1;
neurotransmitters highlighted in red/green/yellow). The
parasympathetic postganglionic neurons are also cholinergic
whereas the sympathetic postganglionic sympathetic neurons
are catecholaminergic and predominantly express and secrete
norepinephrine as a neurotransmitter. The identification of the
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FIGURE 1 | Anatomical organization of the autonomous nervous system. The autonomous nervous system is organized in three anatomical and biochemical distinct

systems. (1) The sympathetic nervous system has its preganglionic cell bodies in the thoraco-lumbar region (sympathetic trunk). The pregangliotic sympathetic

neurons synapses with the postgangionic neuron in the sympathetic trunk, whereas the long postganglionic neuron (red) innervates the respective part of the

gastro-intestinal tract. (2) The cell bodies of the parasympathetic nervous system are located in the brainstem and the pelvic sacral nerves. The vagal nerve includes

preganglionic fibers from parasympathetic nervous system (green) that innervates the gastro-intestinal tract and ends just before the splenic flexure of the transverse

colon (also known as Cannon’s point). After Cannon’s point, the colon is innervated by the pelvic sacral plexus. The postganglionic neuron is localized in immediate

proximity to the target organ. (3) The enteric nervous system is located within intestinal tissues (Auerbach plexus, Meissner plexus) and has a characteristic

architecture (details see Figure 2).

respective neuronal subsets is therefore based on the expression
of enzymes involved in neurotransmitter synthesis such as
tyrosine hydroxylase for sympathetic catecholaminergic neurons
and choline acetyltransferase (Chat) for parasympathetic
cholinergic neurons (17). Because many different immune
cells express the receptor for norepinephrine, such as α- and
β-adrenoreceptors, the sympathetic nervous system is tightly
linked to immune regulation (18). Potentially as a part of
the fight-and-flight reaction that need to ensure survival of
the organism, the sympathetic nervous system initially has a
pro-inflammatory function (19). In long term, the sympathetic
nervous system rather suppresses inflammation via β-adrenergic

receptors expressed on Neutrophils, Macrophages, innate
lymphoid cells (ILCs) and other immune cells (20–25). The exact
response of catecholamines, however, is also context-dependent
for example on environment and local challenges, co-stimulatory
factors and activation levels of cells (19). The parasympathetic
nervous system acts via secretion of acetylcholine, which
binds to muscarinic and nicotinic acetylcholine receptors. In
general, acetylcholine has a rather anti-inflammatory effect
following activation. This can be observed upon stimulation
of the vagal nerve, which has been termed the “cholinergic
anti-inflammatory reflex” (26). Apart from controlling vegetative
functions, acetylcholine and norepinephrine regulate cytokine
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cellular composition of the ENS including neurons and glial cells. The innervation of the ENS is classified as intrinsic, if the neuron’s cell body lies within the intestinal

wall and extrinsic, if the cell body of the neuron is located outside the intestinal wall.

secretion of hematopoietic cells. Vice versa, neurons express
cytokine receptors to adequately react on inflammatory stimuli
(27). The effect of autonomic innervation of lymphoid organs
has been highlighted in the spleen, which is innervated by the
superior mesenteric ganglion and eventually the splenic nerve
(Figure 1). Especially in the white pulp, T- and B-cell as well as
macrophages are in close contact with neuronal innervation (28).
Functionally, the interaction of the autonomous nervous system
and immune cells control local and systemic inflammation
via the cholinergic anti-inflammatory pathway (26). This anti-
inflammatory pathway originates anatomically from the vagal
nerve that innervates abdominal organs and controls the release
of its predominant neurotransmitter acetylcholine. Activation of
the vagal nerve lowers the systemic inflammatory response via
inhibition of TNF production by myeloid cells (29).

The ENS is organized in plexuses throughout the intestine
composed of neurons whose cell bodies lie within the intestinal
wall (Figure 2). It forms a continuous modality and ranges
from the upper esophagus to the internal anal sphincter. The

ENS is the largest accumulation of neurons outside the CNS
and contains 100 to 500 million neurons and is thus referred
to as the “abdominal brain” (30, 31). The myenteric plexus
(Auerbach plexus) lies between the longitudinal and circular
muscle layer in the intestinal wall whereas the submucosal
plexus (Meissner plexus) forms a network within the submucosal
layer (Figure 2). The ENS forms a dense network that mainly
includes neurons and glial cells and controls peristalsis, blood
flow and maintains water and electrolyte homeostasis. Neurons
in the ENS can be categorized based on their anatomy, function
and neurotransmitter signature. Up to 20 functional classes of
neurons can be identified in the guinea pig. Functionally and
phenotypically, several types of enteric neurons are distinguished
and can be further sub-classified: Excitatory neurons innervating
intestinal muscles, inhibitory neurons innervating intestinal
muscles (to circular and longitudinal muscles, respectively),
secretomotor and vasodilator neurons, secretomotor neurons
without vasodilator activity and neurons to enteroendocrine
cells, sensory intrinsic primary afferent neurons, ascending and
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descending interneurons and intestinofugal neurons (32–34).
Single-cell sequencing experiments revealed nine clusters of
enteric neurons in mice, which can be classified based on
the two neurotransmitters nitric oxide (NO) (Nos1 expression,
cluster 1–3) and acetylcholine (Chat expression, cluster 4–
9) (35). Structurally, Nos1+ neurons are preferentially type
I neurons whereas among Chat+ neurons type II neurons
are overrepresented (34). Additional neurotransmitters include,
gamma-Aminobutyric acid (GABA), epinephrine and dopamine,
but also vasoactive intestinal peptide (VIP), neuromedin U
(NMU), calcitonin gene-related peptide (CGRP), Substance P,
Galanin, Tachykinin, and others (32, 35).With regard to neuronal
regulation of immune responses, the biochemical signature of
the neuron (neurotransmitters, neuropeptides) appear to be
functionally most relevant, since many of the neuropeptides such
as VIP, NMU, CGRP regulate immune responses via different
subsets of immune cells (36–44). The in-depth characterization
of enteric neurons may allow to identify neuronal subsets based
on the expression of neurotransmitters/neuropeptides and to
assign specific inflammatory functions analog to immune cells.
However, how the immune modulatory function of neuronal
factors is linked to their physiological function is still poorly
understood. Such insights would provide an integrated view
on the regulation of intestinal and immune homeostasis. For
example, it is well-established that inhibitory motor neurons
in the ENS are characterized by co-expression of NO and
VIP as main neurotransmitters (34, 35). However, how the
inhibition of motor activity is linked to regulation of immune
cells and what are the respective stimuli for their release remains
poorly understood.

NEURONAL AFFERENT SIGNALS
MODULATE TISSUE IMMUNITY

Sensory neurons play an important role in detecting harmful
environmental challenges, transmit these signals to the CNS
and allow for an adequate reaction against potential pathogenic
threats or tissue damage. Recent evidence suggests that the CNS
receives direct neuronal afferent signals upon the input from
gut enteroendocrine sensory cells. Enteroendocrine cells are gut
epithelial cells that form a tight connection with vagal neurons.
This interaction builds the basis of a neuro-epithelial circuit
to the CNS that senses gut stimuli via glutamate as the main
neurotransmitter (45). However, this finding is controversial
because another study did not observe direct neuronal contact
with epithelial cells (46). Thus, further experiments need to
clarify the exact interaction between sensory neurons and
epithelial cells. Sensory neurons respond to a broad variety
of chemical and physical stimuli that can activate different
ion channels, such as transient receptor potential vanilloid
(TRPV1), transient receptor potential ankyrin 1 (TRPA1) and
transient receptor potential cation channel subfamily M member
8 (TRPM8) (18, 47). An important class of sensory neurons
are nociceptors that are able to detect noxious stimuli such
as heat, chemical and mechanical perturbations (48). The role
of nociceptors in sensing a broad variety of stimuli, and in

turn, regulating immunological functions has been proposed by
several studies (49–54). For example, sensing of type 2 cytokines,
such as Interleukin (IL)-4, IL-5, IL-13 directly activate sensory
neurons and promote chronic itch that is dependent on neuronal
IL-4Rα and JAK1 signaling (53). Interestingly, JAK inhibitors
improved chronic itch in patients, even after failure of state-
of-the-art immunosuppressive therapy and therefore represent
a novel treatment option for atopic dermatitis (53). In addition
to type 2 effector cytokines, the epithelial cell-derived alarmin,
thymic stromal lymphopoetin (TSLP), which is an important
initiator of type 2 immune responses, can activate TRPA1+

sensory neurons in the skin and induce itch behavior in mice
(50). Besides itch, also pain-sensitizations have been proposed to
be induced by bacterial products following direct activation of
nociceptor sensory neurons (49, 55). In fact, Nav1.8+ neurons
sense bacteria-derived N-formylated peptides and α-hemolysin
suggesting that pain can be a direct consequence of neuronal
sensing of bacteria during certain infections in addition to the
reaction to immune activation or inflammation (49). Meseguer
and colleagues found that lipopolysaccharide (LPS) was able
to directly stimulate excitatory actions on TRPA1+ neurons
and thus eliciting nociceptor activity and eventually pain (55).
The finding that bacteria directly induce pain-sensitizations is
intriguing because subclinical, not overt low grade infections
may be causative for different chronic pain syndromes in
humans. Thus, blocking of specific, bacteria-derived neuronal
sensitizations may be a valuable treatment option for such
chronic pain syndromes (56). These studies further unraveled
the potential of pathogen-sensing via the autonomous nervous
system that has classically been attributed to pathogen-receptors
expressed on immune cells. Therefore, the autonomous nervous
system may be an important player in the establishment of
host-microbial mutualism. Another fact that has not yet been
deeply addressed is the expression of classical pattern-recognition
receptors, such as toll-like receptors (TLRs) 2, 4, and 7 on enteric
neurons, which have been well-studied on myeloid and epithelial
cells (57, 58). If we consider the broad variety of existing TLR-
ligands, the ENS may therefore be an unprecedented player
in pathogen recognition. In fact, the ENS has recently been
shown to directly recognize parasite-derived excretory-secretory
products in a Myd88-dependent fashion during Nippostrongylus
brasiliensis (N. brasiliensis) infection in mice underlining the
concept of pathogen-sensing by the ENS (37). Furthermore,
viruses can stimulate different TLRs, thus broadening the
functional role of the ENS in mounting immune reactions
against infections (59, 60). However, there is a fundamental
lack in knowledge of how the ENS can sense these signals and
consequently adapt immune effector functions. While functional
studies investigating the role of TLRs in neurons are scarce,
several reports highlight the importance of TLRs in glial cells.
Deletion of the signaling adapter molecule MyD88 on glial cells,
which transduces signals of many TLRs but also IL-1 cytokine
receptors such as IL-1R, IL-33R, IL-18R, resulted in decreased
ILC activation during DSS colitis and N. brasiliensis infection
and suggests that there is TLR-mediated sensing of pathogens by
the ENS and vice versa leading to immune activation (37, 61).
Especially TLR2 seems to play an important role in controlling
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ENS architecture and consequently intestinal inflammation via
glial cell-derived neurotrophic factor (GDNF) (62). In fact,
enteric neurons from TLR2−/− mice had smaller ganglia, fewer
HuC/D+ and nNOS+ neurons as wells as shorter betaIII-
tubulin axonal networks, whereas supplementation with GDNF
corrected the observed phenotype (62). Nociceptors on the other
hand release neuropeptides, such as CGRP, substance P, and VIP,
which can adapt the local immune function depending on the
milieu and the local challenge. That neurons have the ability
to directly sense and integrate signals may also be represented
by the fact that the microbial colonization has an important
impact on neurophysiology and behavior (63, 64). In fact, germ-
free mice, which are devoid of any microbial exposure, develop
relevant alterations in behavior and the microbiota seem to
be relevant to different neurodegenerative diseases (65, 66). A
detailed discussion of the gut-brain axis is, however, beyond the
scope of this review and the reader is kindly referred to excellent
articles (64, 67).

THE ENTERIC NERVOUS SYSTEM
INTEGRATES SIGNALS FROM
COMMENSAL MICROBIOTA

The microbiota inhabit all mammalian body surfaces and
play a pivotal role in the education of the host immune
system (68). Recent evidence now suggests that the presence of
commensal microbiota also shape the neuronal gene programs
and eventually the extrinsic sympathetic activity (46, 69).
Muller and colleagues proposed that the commensal microbiota
shape intrinsic enteric-associated neuronal programs (EAN)
region-dependent along the intestine, whereas intrinsic EAN
are functionally adapted to the specific intestinal region
and its associated microbial challenge. Interestingly, germ-
free mice exhibited hyperactivation of sympathetic neurons
whereas the microbial product, butyrate, suppressed sympathetic
hyperactivation (46). These results reveal that a metabolite-
mediated gut-brain circuit adapt autonomic nervous functions
dependent on the local milieu. Because the sympathetic nervous
system controls different autonomic nervous functions (blood
pressure, heart rate and other) one may speculate that certain
human diseases may be caused by alterations in the intestinal
microbial composition. Furthermore, the aryl hydrocarbon
receptor (AhR) has been shown to be expressed by virtually
all myenteric neurons in the colon and the distal small
intestine in specific-pathogen-free (SPF)-colonized mice whereas
its expression was absent in the duodenum and jejunum of SPF-
colonized mice or in the colon of germ-free mice suggesting
that the microbial colonization dictates AhR expression. Enteric
neuron-specific deletion of AhR resulted in an increase in gut-
transit time whereas supplementation of the Ahr-ligand, I3C,
restored intestinal transit time suggesting that neuron-specific
and ligand-dependent activation of AhR controls intestinal
motility (69). Taken together, these studies reveal a link between
the intestinal microbiota and enteric neurons suggesting that
enteric neurons constantly sense the commensal microbiota in
order to maintaining body homeostasis.

CELLULAR MECHANISTICS OF
NEURO-IMMUNE INTERACTIONS

Innate Lymphoid Cells (ILCs)
ILCs enclose diverse populations of innate immune cells,
which are derived from the common lymphoid precursors,
but which lack rearranged antigen-specific receptors and thus
develop independently of Rag recombination (70, 71). Based
on developmental and functional aspects, two different main
groups of ILCs are distinguished, cytotoxic ILCs [conventional
natural killer (NK) cells] and helper-like ILCs (ILC 1, 2,
and 3) (72, 73). Conventional natural killer cells (NK cells)
are known since the 1970s because they are well-represented
in the blood and secondary lymphoid organs (74, 75). NK
cells are developmentally dependent on the transcription factor
Eomesodermin and mediate immunity to intracellular pathogens
and tumors. The immunology of helper-like ILCs was mainly
studied in the last 10 years (76) with the exception of lymphoid
organ development mediated by lymphoid tissue inducer cells
(LTi cells) (77). The reason for the late discovery has been
discussed (78) but one reason might be the enrichment of
helper-like ILCs at barrier surfaces, which were less in research
focus at that time. Helper-like ILCs are characterized based on
the expression of and developmentally dependency on lineage-
specifying transcription factors and the effector cytokine profile:
(i) ILC1s require T-bet and secrete IFN-γ and TNF and are
involved in control of mainly intracellular pathogens, (ii) ILC2s
require GATA-3 and BCL11b and secrete IL-5, IL-9, and IL-13 to
combat helminth infections or to drive allergic reactions, and (iii)
ILC3s are RORγt dependent IL-22 secreting cells, whichmaintain
barrier integrity and protect from intestinal infections. ILC3s can
be subdivided in CCR6+ LTi-like producing IL-17A and CCR6−

ILC3, which co-express T-bet and IFN-γ and have the potential to
differentiate into ILC1-like cells. For a more detailed overview on
ILCs biology the reader is kindly referred to more comprehensive
reviews on this is topic (76, 79, 80).

ILCs are mainly located at barrier surfaces and act as
a first line of defense against potentially invading microbes
and are establishing host-microbial interactions. In addition to
host-defense mechanisms, ILCs have also been implicated to
contribute to tissue repair and maintenance of barrier integrity
and organ homeostasis (81–84). In order to fulfill this function,
ILCs need to be rapidly activated. However, in contrast to
myeloid cells, the expression of pattern recognition receptors is
very limited in ILCs suggesting that they do not sense danger
signals directly by expression of pattern recognition receptors.
Instead, they are activated indirectly by cytokines secreted by
other cells in tissues, e.g. by alarmins and other cytokines such
as IL-12 and IL-15 for ILC1s, IL-25, IL-33, and TSLP for ILC2s,
IL-1β, IL-23, and TL1A for ILC3s (79, 85, 86).

Since ILCs are present in large numbers in the intestine, which
is also densely innervated by the ENS and the other components
of the autonomic nervous system, neuronal factors emerged
as potential regulators of immune responses and sensors for
danger signals. Indeed, recent research has provided evidence
that ILCs integrate neuronal signals and express receptors for
neuropeptides and neurotransmitters (Figure 3) (23, 36–42, 44,
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87, 88). ILC responses are regulated by the ENS as well as the
sympathetic and parasympathetic nervous system, glial cells and
by endocrine loops (89).

The sympathetic arm and the respective neurotransmitter
norepinephrine has been shown to inhibit ILC2s and
consequently decrease type 2 responses via β2-adrenergic
receptors (Figure 3A). Absence of the β2-adrenergic receptor on
ILC2s in a mouse model of N. brasiliensis magnified the type 2
immune reaction and resulted in improved worm clearance (23).
Similar to the cholinergic anti-inflammatory pathway, regulation
of acetylcholine on ILC2s has been shown to bind on alpha7-
nicotinic acetylcholine receptors (α7nAChR) (Figure 3A).
Administration of a specific agonist for α7nAChR on ILC2s
reduced ILC2 effector function and eventually dampened allergic
lung inflammation (88). In contrast, vagotomy and lack of
acetylcholine results in a delayed resolution of Escherichia
coli infection via peritoneal ILC3 (90). Mechanistically,
abrogation of vagal neuropeptides functionally decreased
secretion of the immunoresolvent PCTR1 by peritoneal ILC3
whereas supplementation of either PCTR1 or ILC3 restored host
responses against E.coli. These results suggest that the cholinergic
modulation has a tissue protective role and shapes the ILC3
compartment to regulate tissue homeostasis (91). Furthermore,
signals from the vagal nerve regulate the formation of tertiary
lymphoid tissue during chronic inflammation (92). However,
how much LTi cells are involved as receivers of neuronal signals
in this process requires further investigation.

ILC3 are critical in host-defense at mucosal sites and
regulators in inflammation. Recent data show that adult
CCR6+ ILC3 express the neurotrophic receptor RET and ILC3-
autonomous RET ablation decreased IL-22 production and
increased the susceptibility to bowel inflammation and infection

suggesting a modulatory interaction of the nervous system
with ILC3 (61). Microbial sensing of the microenvironment
is mediated by glial cells adjacent to cryptopatches, in
which the CCR6+ ILC3s are located. Upon sensing of
microbial-associated molecular patterns, glial cells released the
RET-ligand glial cell-derived neurotrophic factor (GDNF) to
stimulate IL-22 production of CCR6+ ILC3s in the cryptopatch.
(61). Within intestinal tissues, ILCs and nerves show a
close co-localization, which presumably supports neuronal
regulation of ILC responses. Enteric neurons express the
neuropeptides NMU, VIP, and CGRP whereas the receptors
for these neuropeptides are expressed on ILCs (Figure 3B)
(37–44).

NMU is a highly conserved neuropeptide, which is generated
by proteolytic cleavage of a pro-protein by unknown proteases
into bioactive small peptide fragments (93). NMU is mainly
expressed in the thalamus in the CNS and enteric neurons
within the gastrointestinal tract. NMU binds to two large G-
protein coupled receptors, coined NMUR1 and NMUR2. While
NMUR2 is mainly expressed by neurons, NMUR1 was found to
be selectively expressed by ILC2s (Figure 3B) (37–39, 90, 93).
Furthermore, NMU was a very strong stimulator of ILC2s and
triggered type 2 immune responses promoting anti-helminth
immunity in the intestine or in the context of lung inflammation
via NMUR1 (37, 38). Interestingly, NMU was shown to be
upregulated during helminth infection and enteric neurons
were shown to directly sense worm-derived excretory/secretory
products in a Myd88-dependent manner and react to that stimuli
with the production of NMU as an immune effector molecule.
Altogether these data support a model where cholinergic neurons
regulate type 2 inflammation via production of NMU and
engagement of NMUR1 on ILC2s.
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While NMU from cholinergic neurons stimulate ILC2s,
the neuropeptide CGRP is also secreted by neurons with a
cholinergic signature but in contrast inhibits ILC2 activation
(Figure 3B). Interestingly, ILC2 also produce CGRP themselves
in addition to being equipped with the receptors for CGRP
CALCRL/Ramp1. Therefore, CGRP might act as a negative
feedback loop to control ILC2 activation. CALCRL/Ramp1
engagement by CGRP binding triggers a signaling cascade
in ILC2s, which signals via Gαs proteins and regulate
intracellular cAMP levels. ILC2 activation is suppressed by
CGRP and genetic deletion of components of the CGRP—
CALCRL pathway resulted in elevated ILC2s responsiveness
and type 2 inflammation in the context of helminth infection,
lung inflammation and food allergy (40–43). Other findings
uncovered the regulation of ILC2s by neuroendocrine cells (94)
and tuft cells that share many commonalities with neurons
(Chat-expression, sensing, signal transmission). Pulmonary
neuroendocrine cells on one hand secrete CGRP and GABA and
reside in close proximity to ILC2 in the lung. In models of allergic
asthma, neuroendocrine cells are pivotal players in regulating
ILC2s and consequently mucosal type 2 responses (94). Tuft cells
on the other hand are chemosensory cells in the intestine and
the major source of IL-25 and can activate ILC2 to mount type
2 responses (95–97). The commonalities of these cell types with
the nervous system however requires further investigation.

While Nmur1 was reported to be selectively expressed by
ILC2, Vipr2, one receptor for VIP, is expressed on both ILC2 and
ILC3 (Figure 3B). VIP, known as the circadian synchronizer, has
been shown to stimulate ILC2 via Vipr2 resulting in the release
of IL-5. (87). Nav1.8+ nociceptors in the lung secrete VIP upon
stimulation and the resulting induction of IL-5 has been linked to
eosinophil accumulation and consequently worsened ovalbumin-
induced lung inflammation (87). The ILC2-mediated production
of IL-5 further increased the nociceptor stimulation in the sense
of a backward loop (36). VIP can also adapt ILC3 function in the
intestine dependent on the day and oscillating between active and
resting phases (41). ILC3 expressed high levels of Vipr2 whereas
VIP induced the IL-22 production that has been shown to be
an important player in maintaining bowel integrity (98). In fact,
genetic deletion of the VIP-Vipr2 pathway by using Vipr2−/−

mice resulted in an increased susceptibility to DSS-colitis (41). A
study by Talbot and colleagues found that CCR6+ ILC3s but not
CCR6− ILC3s, in cryptopatches expressed Vipr2 and additional
molecules related to neuro-immune interaction. CCR6+ ILC3s
are an important source of IL-22, which regulates epithelial
function including production of antimicrobial peptides and
lipid absorption and thereby adapting the immune control
to nutrient uptake (44). While the VIP–VIPR2 pathway links
antimicrobial immunity, circadian rhythm and food adsorption,
whether ILC3 are stimulated or inhibited by VIP is controversial.
Seillet and colleagues measured that VIP induces ILC3s and IL-
22 production whereas Talbot et al. found inhibition of ILC3s and
IL-22 by VIP (41, 44). Therefore, further experiments need to be
conducted to investigate context-dependent effects of VIP.

The hypothalamic-pituitary-adrenal axis (HPA) regulates the
immune system via control of glucocorticoid secretion, which is
key negative regulator of hematopoetic cells. Although secreted

by the adrenal gland, the production of glucocorticoids is
under control of the CNS and, therefore, linked to neuronal
regulation of immune responses. Quatrini and colleagus
recently showed that the regulation of natural killer (NK) cell
function is dependent on the glucocorticoid receptor (GR) for
resistance to sepsis and for immunopathology in the context of
murine cytomegaly virus infection. Mechanistically, endogenous
glucocorticoids induced the expression of PD-1 on NK cells and
limited the production of IFN-G eventually preventing mortality
in infected mice (99, 100). These results highlight the importance
of further studies that investigate the functional role of the HPA
axis in tuning or downregulating immune functions.

In summary, neuronal regulation of ILCs via multiple
neuropeptides and neurotransmitters and the corresponding
receptors expressed by ILCs, emerged as an important signaling
hub in tissues for integration of body homeostasis and immunity
at barrier surfaces.

Dendritic Cells
Dendritic cells (DC) are classical antigen-presenting cells that
express pattern recognition receptor (PRRs) to sense the
environment for the presence of danger signals and if necessary
initiate an immune response against the pathogenic encounter.
In addition to PRRs, DCs express adrenergic receptors and
receptors for neuropeptides suggesting a modulative effect
of the autonomous nervous system in mounting immune
responses (22). In fact, β2-adrenergic stimulation of DCs
results in skewing the T cell response toward Th2 and Th17
responses at the costs of Th1 promotion (Figure 3A) (22).
However, conclusions drawn from these findings are limited
because experiments, which demonstrate the importance of DC-
neuron interaction via β2-adrenergic receptors in vivo are still
missing (25).

The interaction of neurons and DCs has recently been
highlighted in the skin in the context of Candida albicans (C.
albicans) infections and Psoriasis-like inflammation (51, 52).
Nociceptive signals by C. albicans in the skin can directly
induce the secretion of CGRP. Such stimuli lead to the
production of IL-23 by DCs further resulting in activation of
GδT cells and secretion of IL-17A (Figure 3B). Notably, the
absence of sensory neurons increased the susceptibility to C.
albicans infections suggesting that neurons sense pathogens
in order to control infections in close interaction with DCs
(52). Another study showed that DCs are in close contact
to nociceptive neurons and express the ion channels TRPV1
and Nav1.8 in the skin. Ablation of nociceptors led to
failure of IL-23 production by DCs and consequently did
not induce inflammatory cytokine production by GδT cells.
Interruption of this neuro-immune cue failed to recruit
inflammatory cells upon infection suggesting that TRPV1+

Nav1.8+ nociceptors regulate the IL-23/IL-17 pathway and
control cutaneous immune responses (51). These experiments
suggest a clear link between the neuro-DC interaction and
skin disease pathogenesis. However, the expression of a broad
variety of receptors for neuropeptides/neurotransmitters on
DCs remains a blackbox and studies need to delineate the
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role of the DC-neuron interaction in steady-state and other
disease models.

Neutrophils
Neutrophils express and release a large variety of cytokines to
regulate inflammatory reactions, and to recruit and activate other
cells of the immune system. In addition, they have the ability for
engulfment and intracellular killing and thus are players at the
front-line of defense against invading pathogens (101). Because
these cells act at the fore-front of tissue damage, the neuronal
signalingmay be obvious because of the urgency of infections and
the need for cell recruitment.

In the context of Streptococcus pyogenes infection in the
skin, bacteria can directly activate nociceptive neurons via
secretion of streptolysin S. Activation of nociceptors resulted
in the release of the neuropeptide CGRP that inhibited the
recruitment of neutrophils and phagocytic killing that can
be seen as a hide-me signal of bacteria (Figure 3B) (56).
Interestingly, Botulinum neurotoxin A and CGRP antagonists
reversed the suppressed immune-reaction suggesting that this
may be a valuable strategy to overcome the pathogenicity
of highly invasive bacterial infections. In line with this
data and in a model of Staphylococcus aureus pneumonia,
TRPV1+ nociceptors suppressed the recruitment of neutrophils
and altered GδT cells whereas this inflammatory suppression
worsened survival, cytokine production and bacterial clearance
(54). Another study that highlights the role of neuronal-
neutrophil crosstalk has shown that noradrenalin suppressed
chemotaxis and phagocytosis in a stroke model (Figure 3A) (24).

Taken together, there is good evidence that neuronal sensing
of microbes shapes immune responses at barrier surfaces such
as the skin and the lung. However, there is a fundamental lack
of knowledge on the complex interaction of neurotransmitters
and neuropeptides at other barrier surfaces such as the intestine.
For example, because the receptor for CGRP CALCRL/Ramp1
is relatively broadly expressed on immune cells, future studies
need to address if the adaptation of neutrophil function is a rather
direct effect mounted by CGRP itself or an indirect effect through
functional changes of other cells. A direct effect of neurons on
neutrophil function would be intriguing because it could explain
rapid cell recruitment during inflammation. However, further
studies need to address the expression and function of specific
neuropeptide or neurotransmitter receptors on neutrophils.

Macrophages
Macrophages are specialized phagocytes that are located in
most body tissues. As a part of the innate immune system,
macrophages help keeping the organism clean and restore tissue
damage. Thus, they process dead cells, debris, foreign bodies,
and initiate inflammatory processes via antigen-presentation.
The expression pattern of receptors for neuropeptides and
neurotransmitters on macrophages suggests that neurons and
macrophages are closely linked in order to regulate tissue
homeostasis and to fight infections.

The pivotal role of macrophages in integrating cholinergic
signals resulting in a profound anti-inflammatory effect has
been shown by the group of Tracey, which has been termed

the “cholinergic anti-inflammatory pathway” (Figure 3A)
(102). The initial observation that vagus nerve stimulation
prevented the development of septic shock in mice implies
neuronal control of macrophage function in acute disease
(11). Later on, the group of Tracey discovered that vagal
signals are transmitted via acetylcholine that binds α7 nicotinic
acetylcholine receptors (α7nAChR) expressed on macrophages
and results in dampening of TNF production (102). If we
consider the speed of neuronal conductance, central stimuli are
capable of instantaneous cell recruitment and modulatory signals
to the site of inflammation (8). Another example of cholinergic
vagal control of inflammation via macrophages has been shown
in a model of postoperative ileus. The α7nAChR was expressed
on muscularis macrophages and controlled postoperative ileus
formation whereas stimulation of the vagal nerve attenuated
surgery-induced intestinal inflammation (103). The interplay
and the tight connection of macrophages located within the
longitudinal and circular muscle layer in close contact with the
myenteric plexus (Figure 2) not only controls postoperative
ileus formation, but is also involved in the pathogenesis of
diabetic-induced gastroparesis (104). There are clear parallels
between the autonomous nervous-macrophage interaction in
the periphery and the interaction of tissue-resident macrophages
within the CNS (105). This close proximity of biologic functions
in different tissues has been suggested because neuronal signals
in the CNS keep tissue-resident macrophages at a quiescent state
and macrophages in the CNS express high levels of CX3CR1,
a pattern that has been postulated to be unique for tissue
resident-macrophages in the CNS, the microglia (105).

In the intestine, the growth factor for macrophage
development, colony stimulatory factor 1 (CSF1), is secreted
by the nervous system and controls gastrointestinal motility.
Reciprocally, macrophages sense the microbiota and change the
pattern of smooth muscle contractions via bone morphogenic
protein 2 (BMP2) binding on the BMP receptor expressed
on enteric neurons (Figure 3B) (106). These results suggest a
reciprocal tight regulation of gastrointestinal motility via the
interaction of muscularis macrophages and enteric neurons that
in turn depend on signal input from the intestinal microbiota.

The anatomic location of intestinal macrophages is highly
specialized dependent on the proximity to the gut-lumen.
In fact, lamina propria macrophages represent a rather pro-
inflammatory phenotype in comparison to macrophages located
in the muscularis that represent a rather tissue-protective
phenotype. Extrinsic sympathetic neurons mediate tissue-
protective effects via activation of β2-adrenergic receptors
expressed on macrophages in the muscular sheet (Figure 3A)
(21). Furthermore, intestinal muscularis macrophages
protect neurons from cell-death via β2-adrenergic mediated
upregulation of neuroprotective programs (107). Taken together,
macrophage function is highly dependent on the signal input
from the autonomous nervous system and vice versa to rapidly
react to infectious stimuli and tissue damage.

Mast Cells
Urticaria, a common psycho-dermatological disorder, is the
result of vascular dilation, edema, and the immediate release of
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histamine by mast cells in the skin (108). It has been suggested
that psychological stress is strongly involved in the pathogenesis
of urticaria underlining the role of neuronal triggers to effector
cells such as mast cells (109). Throughout the gastrointestinal
tract, mast cells are located in close proximity to sensory nerve
fibers (110). Mast cells contain granules rich in histamine and
heparin, which can be immediately released and trigger rapid
responses such as allergic reactions or anaphylaxis.

Mast cells have also been implicated in atopic dermatitis,
where dermal lesions are hyper-innervated with a high
abundance of substance P fibers and an increased respective
receptor expression on mast cells (111). Nerve-derived substance
P induced the rapid release of histamine, TNF, leukotriene B4,
and vascular endothelial growth factor by mast cells suggesting
a close interaction of neurons and mast cells in allergic diseases
(18, 112, 113). This neuronal-mast cell connection has been
underlined in the context of allergic skin disease models in
mice. House dust mites directly activated TRPV1+ nociceptive
sensory neurons driving the development of allergic skin
inflammation via the secretion of substance P that eventually
resulted in degranulation of mast cells (113). This data provides
an important signaling pathway that may be the mechanistical
basis for a broad variety of allergic diseases. Psychological stress
additionally triggers the release of neuropeptides (Substance P,
Corticotropin Releasing Hormone) that act on mast cells and
promote the release of mast cell mediators (114). Interestingly,
mast cells but not eosinophils or T-cells were associated with
asthmatic diseases in patients underlining the importance of
these cells for allergy development in humans (115).

T- and B-Cells
Autonomous nervous fibers innervate lymphoid organs such
as mesenteric lymph nodes and Peyer’s patches (116, 117).
There is evidence that lymph nodes may receive neural
afferent innervation in addition to the sympathetic efferent
innervation that may suggest neuronal sensing of imminent
immunologic threats whereas such coordinated actions direct
the immune system to sites of injury and infection (118,
119). The close proximity to adaptive immune cells suggests
that nerve fibers participate in neuro-immune cross-talk and
modulate signals from the adaptive immune system. Sympathetic
neurotransmitters such as epinephrine and norepinephrine
predominantly bind β2-adrenergic receptors that are highly
expressed on B cells and to a lower level in CD4+ T cells
(Figure 3A) (20). Activation of β2-adrenergic receptors in
general increase intracellular cAMP that activates protein kinase
A. Such activation of the B-cell compartment via β2-adrenergic
receptors seems to be needed for maintenance of an optimal
antibody response suggesting that the autonomous nervous
system controls and shapes the magnitude of immune responses
(120). In line with the effects observed in B-cells, T cells and the
release of their effector cytokines are controlled via sympathetic
activity whereas sympathetic innervation suppresses Th1 and
promotes Th2, Th17 and Treg responses (20, 25). Another
finding that supports the notion that the autonomous nervous
system controls adaptive immune functions and recruits cells
to effector sites is that activation of β2-adrenergic receptors

enhanced retention-promoting signals and inhibited lymphocyte
egress from lymph nodes (121). Such migratory effects are
dependent on circadian regulation in the T-cell compartment
suggesting that the magnitude of adaptive immune responses
can depend on neuronal-regulated signaling input from the
CNS (122). It should be noted that the β2-adrenergic receptor
was reported to control ILC2 and macrophage activation. Thus,
further experiments need to clarify if the modulation of T-cell
function is rather a consequence of the release of cytokines
by other cells or delineate the exact downstream effects upon
β2-adrenergic receptor activation in steady-state and disease.

NEURO-IMMUNE INTERACTIONS IN
DISEASE

Inflammatory Bowel Disease
Psychologic disorders show a lifetime prevalence of up to 30%
in the general population and major depression may become
the most important disease in Western societies (123, 124). In
line with the constant increase of psychologic disorders, the
incidence of IBD increase as well emerging an unprecedented link
between a potential nervous dysregulation and overwhelming
immune activation (125). In fact, many patients with IBD have
alexithymia that is characterized by the impossibility to verbalize
emotions. Such endogenous stress may interfere with body
homeostasis and lead to a distorted integrity of the neuro-
immune axis that may be causative or at least worsen the
clinical course of IBD (126). In mouse models, catecholamines
acting on α2-adrenoreceptors led to pro-inflammatory cytokine
production worsening dextran sodium sulfate (DSS) colitis.
Paradoxically, sympathetic denervation induced clinical signs
of colitis (Figure 4A) (127, 128). In vitro experiments have
shown that norepinephrine blocks the secretion of a variety
of proinflammatory cytokines and mice lacking the beta-2-
adrenergic receptor were more susceptible to DSS-colitis (129).
These studies reveal that sympathetic innervation can have
pro- and anti-inflammatory effects and studies need to further
clarify its role in IBD. In fact, a retrospective study in humans
by using pharmacological inhibition of β-adrenergic receptors
showed higher risk for IBD relapse suggesting that solely
blocking the pro-inflammatory effect of sympathetic activation
may have rather pro-inflammatory effects in long term (130). The
parasympathetic tone via the vagal nerve also impedes with IBD.
Studies in vagotomised mice showed increased susceptibility
to develop colitis upon DSS treatment similar to the anti-
inflammatory reflex observed in models of septic shock (131,
132). The absence of the vagal tone was associated with an
increase in pro-inflammatory cytokines such as IL-1β, IL-
6, and TNF (Figure 4A). These cholinergic signals seem to
be transmitted via α7nAChR (131). Apart from the α7nACh
receptor, also α5nAChR knockout mice had more severe colitis
suggesting that vagal innervation acts in different acetylcholine
receptor subunits and modulates immune functions (133). As
mentioned above, the psychological distress profile of IBD
patients focused the interest on the finding that mucosal levels
of acetylcholine in a murine model of depression were associated

Frontiers in Immunology | www.frontiersin.org 10 March 2020 | Volume 11 | Article 308100

https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Jakob et al. Neuro-Immune Circuits Regulate Organ Homeostasis

Norepinephrine Acetylcholine

Stress

Sympathetic 

tone

A B

Parasympathetic 

tone

a2aR

IL-6
TNF

IL-6
TNF
IL-1b

a7nAChR

a5nAChR

β2aR

Anti-

inflammatory?

Neutrophil 

granulocyte

Macrophage

T-cell

Spleen Vagus

nerve

Antidepressants?

Electric device

Rheumatoid arthritis

Symptoms

Inflammation Restorage of homeostasis

a7nAChR agonist

a7nAChR
agonist?

b-blockade

TNF

Shock

Vagal tone

Norepinephrine Acetylcholine
a2aR

IL-6
TNF

IL-6
TNF
IL-1β

a7nAChR

a5nAChR

b2aR

Anti-

inflammatory?

FIGURE 4 | Involvement of the autonomous nervous system in the pathogenesis of inflammatory bowel disease (IBD) and available treatment modalities that harness

neuro-immune interactions. (A) Stress and the transmitted signals may enhance the sympathetic tone and lead to an additional pro-inflammatory reaction in the

intestine that may be causal or at least worsening the course of IBD. Failure to maintain an adequate parasympathetic tone can further support the pro-inflammatory

reaction. (B) Available treatment options in chronic inflammatory conditions include electric stimulation of the vagal nerve in rheumatoid arthritis, IBD and

endotoxin-induced septic shock. Furthermore, the repertoire of treatment strategies for IBD and rheumatoid arthritis may be extended with α7nAChR-agonists.

β-blockade should, however, be omitted in IBD. α7nAChR, alpha7 nicotinic acetylcholine receptor; α5nAChR, alpha5 nicotinic acetylcholine receptor; α2aR, alpha2

receptor; β2aR, beta-2 adrenergic receptor; TNF, tumor necrosis factor alpha.

with more severe colitis in response to DSS suggesting that
chronic modulation of the vagal tone enhances the susceptibility
to IBD (132). Interestingly, adoptive transfer of macrophages
from depressive mice induced inflammatory markers and
increased the severity of DSS colitis. These data identified the
pivotal role of macrophage in linking stress and susceptibility
to intestinal inflammation whereas this effect was reversible
with antidepressants (Figures 4A,B) (134). Apart from the
importance ofmacrophages as effector cells of the neuro-immune
axis, transfer of CD4+ T cells isolated from vagotomised animals
resulted in an increased susceptibility to DSS colitis suggesting
that more players are involved in cholinergic signal transmission
underlining the need to study this interaction in more detail
(135). Taken together, the sympathetic and parasympathetic
nervous system play important roles in mounting pro- and anti-
inflammatory immune reactions in the context of IBD. As a
potential therapeutic target in a preclinical model of colitis, the
α7nAChR agonist anabaseine, showed considerable effect and

the mice developed less weight loss and less severe colitis in
a DSS colitis model (Figure 4B) (136). Other reports showed
opposite results. Although α7nAChR agonists reduced NF-κB
transcriptional activity, IL-6 and TNF release, α7nAChR agonists
worsened the effects of DSS-induced colitis or were ineffective
in a model of TNBS-induced colitis (137). It is in addition of
importance to emphasize that anti-inflammatory effects may
lead to an increased susceptibility to infectious diseases (8).
Following bacterial peritonitis, virtually all α7nAChR knock-out
mice cleared the infection from their peritoneal cavities and
had sterile blood cultures mediated via neutrophil recruitment,
whereas wild type mice had high bacterial loads at the primary
site of infection and were bacteremic (138). These data underline
the potential importance of the α7nAChR in host defense. In
line with this observations, acetyl-cholinergic agonists, such
as nicotine, worsened bacterial clearance and survival upon
abdominal sepsis (139, 140). Thus, translation into the clinical
setting has to be obtained with caution because solely dampening

Frontiers in Immunology | www.frontiersin.org 11 March 2020 | Volume 11 | Article 308101

https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Jakob et al. Neuro-Immune Circuits Regulate Organ Homeostasis

effector immune function and consequently immune suppression
may lead to serious infectious complications. Another interesting
approach for the treatment of IBD is the direct electric
stimulation of the vagal nerve via an implantable device targeting
the anti-inflammatory pathway (Figure 4B). First results have
shown improvement in disease activity and endoscopic indices
in patients following electric stimulation of the vagal-nerve (141).
These results are promising because treatment failure of available
biologics is not uncommon and effective treatment is associated
with considerable side-effects and mortality in the long term
(142). A deeper understanding is needed andmay help to uncover
novel therapeutic measures for treating IBD. Of note, depression
and other psychological disorders may enhance the disease
severity and either antidepressive medication or psychological
co-therapy may adjust immune functions and lower the severity
of the clinical course.

Furthermore, it is of importance to note that enteric glia
cells, specialized macrophages in close proximity to neurons,
outnumber neurons by 4- to 10-fold (Figure 2) (143). The pivotal
role of glial cells in neuro-immune interactions was observed
after ablation of enteric glia cells that led to fulminant jejuno-
ileitis in mice (144). Enteric glial cells express a broad pattern
of neurotransmitters and thereby protect neurons and regulate
their activity (145). Enteric glial cells show abnormal behavior in
IBD in humans but their role in its pathophysiology has to be
further clarified.

Ileus
Postoperative Ileus is a serious concern in the surgical
setting because patients fail to rapidly recover from an
operative intervention and remain with symptoms such as
nausea, vomiting, and constipation. Following a surgical
procedure, postoperative ileus formation is characterized by an
over-activation of inhibitory neuronal pathways that triggers
inflammation beyond the distant untouched areas and leads to
generalized impairment of gastrointestinal motility (146). In fact,
low-grade inflammation due to macrophages residing in the
intestinal muscularis is key in the induction of postoperative
and endotoxin-induced ileus formation (147, 148). Activation
of these macrophages mediated the influx of leucocytes at 3–4
days after surgery whereas the inflammatory response impaired
normal propulsive neuromuscular function and consequently
digestion (146). There is an urgent need to uncover novel
pharmacologic targets in the early event of microscopic
inflammation that may help to reduce ileus formation. Studies
show that ileus onset can be reduced by modulating the
cholinergic anti-inflammatory tone (149–151). Interestingly,
vagal stimulation reduced surgery-induced inflammation and
ameliorated postoperative ileus formation in a STAT3 dependent
manner mediated by intestinal macrophages (149). Supportive
literature showed that modulation of cholinergic neurons
via α7nAChR agonists improved gastrointestinal transit time
through inhibition of low-grade inflammation on the basis of
macrophages (150, 151).

Sepsis
The cholinergic anti-inflammatory function via dampening of
TNF synthesis has been shown in LPS-induced endotoxemia,

whereas stimulation of the vagus nerve protected from
the development of shock (11) (Figure 4B). Interestingly,
splenectomy abolished the anti-inflammatory effect of the
vagal nerve suggesting a pivotal role of the spleen in
inflammatory reactions. This observation may explain why
the organism is prone to the often fatal overwhelming post-
splenectomy syndrome (OPSI) that may serve as an alternative
hypothesis to the current thinking that OPSI is a result of
impaired clearance of encapsulated bacteria (152). Advances
in the mechanistic understanding of this observed phenotype
exposed that acetylcholine signals via the α7 subunit of the
acetylcholine receptor expressed on macrophages that controlled
systemic TNF release (153). Since nerve fibers in the spleen
lack the enzymatic machinery for acetylcholine production,
systemic inflammation recruits vagus-primed T cells from
the intestine to the spleen, which produce acetylcholine and
mount the innate immune response (154). Other data suggest
that the anti-inflammatory properties of cholinergic neurons
also attenuate inflammation and injury during experimental
pancreatitis and hepatitis (155, 156). In a mouse model of
pancreatitis, pretreatment with the nicotinic receptor antagonist
mecamylamine resulted in more severe pancreatitis increasing
edema, plasma hydrolases, and IL-6 levels. Conversely pre-
treatment with the selective α7nAChR agonist anabaseine
strongly decreased the severity of pancreatitis suggesting that
there may be a therapeutic role of the “cholinergic anti-
inflammatory pathway” in the treatment of acute pancreatitis in
order to attenuate inflammation and injury (155). As a matter of
fact that cholinergic neurons have a systemic anti-inflammatory
effect, vagotomy increased mortality in mice upon Fas-induced
hepatitis whereas pretreatment with nicotine or α7nAChR
agonist, inhibited this detrimental effect of vagotomy and rescued
the mice (156).

Rheumatoid Arthritis
Rheumatoid arthritis is the most common inflammatory arthritis
and affects up to 1.25% of the entire population (157).
The pathogenesis is multidimensional and includes a genetic
predisposition in addition to environmental challenges leading
to synovial inflammation and eventually resulting in bone
erosions, cartilage damage and eventually joint deformities and
disabilities (158). Recent advances in the understanding of
autoimmune diseases such as rheumatoid arthritis uncovered
a pivotal role of the autonomous nervous system in disease
pathogenesis (159). It has been shown that treatment with
α7nAChR agonist improved arthritis scores in animal models of
rheumatoid arthritis whereas α7nAChR knock-out mice showed
worse disease outcome suggesting its therapeutic potential
(Figure 4B) (160, 161). In fact, work provided by Koopmann and
colleagues showed that electric stimulation via an implantable
vagus nerve-stimulating device inhibits the production of TNF,
IL-1β, and IL-6 and improved clinical scores of rheumatoid
arthritis in patients (9). Together with similar data obtained in
asthmatic patients, this study provides a proof-of-concept that
treatment via activation of the cholinergic anti-inflammatory
pathway is effective and may translate into the regular
clinical setting.
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SUMMARY AND FUTURE PERSPECTIVE

Preclinical studies targeting neuro-immune interactions
upon stimulation of the vagus nerve, application of
acetylcholine agonist, and β2 adrenoreceptor agonists
have emerged the potential successful treatment in
inflammatory diseases (155, 162, 163). Of note, the site
specific control of immune functions by the nervous system
via neurotransmitters/neuropeptides suggest that the nervous
system can exert a rapid and local control of immune cells.
Unlike the systemic effects of cytokines, neuronal regulation of
immune responses allows for the selective and spatiotemporal
control of immune functions without affecting the activity of
distant cells. Based on this assumption, targeting neuro-immne
interactions might allow for specific and targeted therapy at a
cellular and compartmental level. The therapeutic potential of
neuronal modulation of inflammation in humans was already
demonstrated by stimulating the vagal nerve with electronic
devices that has been successfully used for the treatment of
rheumatoid arthritis and asthma (9, 164). Of note, some patients
did no longer respond to a conventional anti-inflammatory
treatment but developed disease improvement upon vagal
nerve stimulation (9). Another pilot study showed the efficacy
of vagal nerve stimulation in patients with Crohn’s disease
whereas its stimulation improved inflammatory parameters
and clinical symptoms (141). This work provides a rationale
for the potential of modulating neuro-immune interactions
and shows promising results reflecting that vagal-nerve
stimulation may be an alternative to pharmacological therapies.
This observation is further supported by a clinical study
that has shown asthma improvement during non-invasive
vagal nerve stimulation (164). Current study enrolments of
patients with a broad variety of diseases highlight the particular
interest in neuro-immune interactions [Post-surgery Systemic

Inflammation and Neuro-immune Interactions (POSINI)
NCT03055325, Vagal Nerve Stimulation for Gastroparesis
(VNS) NCT0312 NCT03908073, Transcutaneous VNS
to Treat Pediatric IBD (STIMIBD) NCT03863704]. The
increase of chronic inflammatory diseases in Western societies
with a significant amount of non-responders to current
treatment strategies underlines the need to uncover novel
strategies/medications. Therefore, it is crucial to improve our
understanding of how neurons interact with immune cells.
Recent technical advances, such as the RiboTag system, imaging
tools, genetic mouse models built the rationale to mechanistically
understand neuronal-immune circuits in more detail and
further uncover signaling pathways that could be therapeutically
harnessed (165–168).
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Innate lymphoid cells (ILCs), including ILC1s, ILC2s, and ILC3s, play critical roles in
regulating immunity, inflammation, and tissue homeostasis. However, limited attention
is focused on the unique phenotype of ILCs in the heart tissue. In this study, we
analyzed the ILC subsets in the heart by flow cytometry and found that ILC2s were
the dominant population of ILCs, while a lower proportion of type 1 ILCs (including
ILC1 and NK cells) and merely no ILC3s in the heart tissue of mice. Our results show
that ILC2 development kinetically peaked in heart ILC2s at the age of 4 weeks after
birth and later than lung ILC2s. By conducting parabiosis experiment, we show that
heart ILC2s are tissue resident cells and minimally replaced by circulating cells. Notably,
heart ILC2s have unique phenotypes, such as lower expression of ICOS, CD25 (IL-
2Rα), and Ki-67, higher expression of Sca-1 and GATA3, and stronger ability to produce
IL-4 and IL-13. In doxorubicin-induced myocardial necroptosis model of mouse heart
tissue, IL-33 mRNA expression level and ILC2s were remarkably increased. In addition,
IL-4 production by heart ILC2s, but not lung ILC2s, was also dramatically increased
after doxorubicin treatment. Our results demonstrate that heart-resident ILC2s showed
tissue-specific phenotypes and rapidly responded to heart injury. Thus, further studies
are warranted to explore the potential for IL-33-elicited ILC2s response as therapeutics
for attenuating heart damage.

Keywords: innate lymphoid cells, heart, ILC2s, IL-4, IL-33

INTRODUCTION

Innate lymphoid cells (ILCs), which are widely distributed in the body and lack the type of
diversified antigen receptors, are the innate counterparts of T lymphocytes (1, 2). It is well accepted
that ILCs are identified as lineage-negative (Lin−) and interleukin-7 (IL-7) receptor α-positive
(CD127+) (3), emerging into three populations (ILC1s, ILC2s, and ILC3s) based on the signature
transcription factors and effector cytokines. ILC1s require the transcription factor T-bet and
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produce interferon-gamma (IFN-γ), ILC2s express the
transcription factor GATA3 and produce the type 2 cytokines
IL-4, IL-5, and IL-13, while ILC3s express the transcription factor
RAR-related orphan receptor gamma t (RORγt) and have the
ability to produce IL-22 and/or IL-17 (4, 5).

Growing evidence suggest that ILC subsets are involved in
development of specific tissue tropisms, including the skin,
intestine, liver and lung (1). For example, ILC1s are the dominant
ILC population in intestinal intraepithelial layer (IEL) and
liver, whereas ILC2s are the dominant population in the lung
and skin. ILC3s are found in significant numbers in intestinal
lamina propria layer (6–10). To date, the ILC subsets are poorly
characterized in tissue homeostasis and tissue-specific response
after injury in heart tissue. Most recently, a group of non-
cytotoxic cardiac ILC progenitor was found in the heart tissue,
suggesting that ILCs with specific-feature may also exist (11).

Here, we found that ILC2s are the dominant population of
ILCs, while ILC1s are also present with a lower proportion
and there are no ILC3s in the mice heart tissue. Compared
with lung ILC2s, heart ILC2s have unique phenotypes in the
identified markers and the ability of IL-13 and IL-4 cytokines
secretion. Furthermore, ILC2s rapidly expanded and secreted
IL-4 in response to myocardial necroptosis.

MATERIALS AND METHODS

Animals
Male or female C57BL/6 mice [vary from embryonic day
(E) 18.5-8 weeks old] were maintained under specific
pathogen free conditions, which were acclimatized at 22–
25◦C, 50 ± 10% relative humidity and had 12 h light/dark
cycles, periodic air changes, and free access to water and
food in the Experimental Animal Center of the Army
Military Medical University (Chongqing, China). Congenic
C57BL/6 CD45.1 mice strains were obtained from The Jackson
Laboratory (Sacramento, CA, United States). All animal
procedures and protocols were approved by the Animal
Ethics Committee of the Army Medical University, and
followed the guidelines of the Institutional Animal Care and
Use Committees of the Army Military Medical University
(Chongqing, China).

Parabiosis
Parabiosis were performed as previously described in the
literature (12, 13). Briefly, mice were anesthetized by isoflurane
vaporizer (4–5% v/v). Then skin incisions were made on the
flanks of age-, sex- and weight-matched CD45.2+ (C57BL/6),
besides CD45.1+ (C57BL/6) mice followed by gently detaching
the skin from the subcutaneous fascia. The knee joints of
two mice are clearly distinguishable, connected and then the
incisions were joined with a continuous absorbable suture.
0.5 ml of 0.9% NaCl was administrated subcutaneously to
each mouse to prevent dehydration and post-operatively. Mice
received pain medication and antibiotics for the first week
after parabiosis.

Doxorubicin (DOX)-Induced Myocardial
Necroptosis
Eight weeks old C57BL/6 mice were injected with either DOX
(20 mg/kg, i.p., Med Chem Express LLC, Shanghai, China) or
saline, according to a previous study (14). Heart tissues were
collected and single-cell suspensions were prepared by enzymatic
digestion after 24 h or 96 h of DOX treatment.

Single-Cell Suspensions Preparation
Liver tissues were grinded and passed through a 70-µm stainless
steel mesh. Then, cells were resuspended in 35% Percoll (GE
Healthcare, Pittsburgh, PA, United States) and pellets were
collected after centrifugation (450 × g, room temperature,
10 min). The liver mono-nuclear cells were separated from the
pellets through lysing erythrocytes (15). For heart and lung
lymphocyte isolation, the fresh mouse heart was perfused with
cold PBS to remove peripheral blood cells. Briefly, mice were
anesthetized by isoflurane vaporizer (4–5% v/v). The heart was
slowly perfused with cold PBS from left ventricle by a 10 ml-
syringe until the fluid was clear. Then heart and lung tissues were
cut into pieces and then digested for 45 min at 37◦C in Hank’s
solution containing 10% FBS and 1 mg/ml collagenase I (Sigma-
Aldrich, St Louis, MO, United States), 1 mg/ml collagenase II
(Gibco, Waltham, MA, United States) and 25 µg/ml DNase I
(Sigma-Aldrich, St Louis, MO, United States). After digestion, the
cells were then resuspended in 20% percoll in PBS (pH 7.4, Sigma-
Aldrich, St Louis, MO, United States) and pellets were collected
after centrifugation (450 × g, room temperature, 10 min) (16).
For small intestines lamina propria layer lymphocyte isolation,
luminal contents were flushed and peyer’s patches were removed.
Then the intestines were opened lengthwise and gently agitated
for 20 min at 37◦C in D-hank’s solution (pH 7.4) containing
10 mM HEPES, 5 mM EDTA and 1 mM DTT. Tissues were
then rinsed with Hank’s solution prior to digestion with 1 mg/ml
collagenase II for 40 min at 37◦C under agitation. The collected
digests were filtered through 100 micron mesh and subjected to
centrifugation (450 × g, room temperature, 10 min) using 25%
percoll solutions (17).

Antibodies and Flow Cytometry
Antibodies used for flow cytometry were commercially purchased
and are listed in Table 1. We confirmed the species reactivity for
all antibodies according to the official directions and performed
preliminary experiments to determine the appropriate dilution
for all antibodies. Standard protocols were followed for flow
cytometry (18, 19). Briefly, single-cell suspensions were obtained
from the heart, lung, liver and intestinal lamina propria tissue
of mice. For surface markers, 2 × 106 cells were stained
with anti-CD16/CD32 antibodies (eBioscience, San Diego, CA,
United States) 15 min at room temperature, in the dark with
staining buffer (phosphate-bufferd saline (PBS) containing 2%
mouse serum, 2% horse serum, and anti-CD16/CD32 blocking
antibodies). For intracellular IL-4, IL-5, and IL-13 staining,
2× 106 cells were stimulated with IL-33 (eBioscience, San Diego,
CA, United States) or PMA/ionomycin (BD Biosciences, San
Diego, CA, United States) plus BD Golgi Plug protein transport

Frontiers in Immunology | www.frontiersin.org 2 May 2020 | Volume 11 | Article 802109

https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


fimmu-11-00802 May 2, 2020 Time: 20:37 # 3

Deng et al. Heart Resident ILC2

TABLE 1 | Antibodies used for flow cytometry.

Antibodies Clone Source Dilution

Anti-mouse CD45 30-F11 BioLegend 1/200

Anti-mouse CD3e 145-2C11 BioLegend 1/200

Anti-mouse CD19 6D5 BioLegend 1/200

Anti-mouse B220 RA3-6B2 BioLegend 1/200

Anti-mouse Gr-1 RB6-8C5 BioLegend 1/200

Anti-mouse CD127 A7R34 BioLegend 1/100

Anti-mouse CD90.2 30-H12 BioLegend 1/100

Anti-mouse NK1.1 PK136 BioLegend 1/100

Anti-mouse NKp46 29A1.4 BioLegend 1/100

Anti-mouse CD49b DX5 BioLegend 1/100

Anti-mouse KLRG1 2F1 BioLegend 1/100

Anti-mouse GATA3 16E10A23 BioLegend 1/20

Anti-mouse ICOS 15F9 BioLegend 1/100

Anti-mouse Sca-1 D7 BioLegend 1/100

Anti-mouse CD25 3C7 BioLegend 1/100

Anti-mouse F4/80 BM8 BioLegend 1/100

Anti-mouse CD11b M1/70 BioLegend 1/100

Anti-mouse CD11c N418 BioLegend 1/100

Anti-mouse MHC II M5/114.15.2 BioLegend 1/100

Anti-mouse IL-4 11B11 BioLegend 1/50

Anti-mouse IgG2a RTK2758 BioLegend 1/100

Anti-mouse IgG2b RTK4530 BioLegend 1/100

Anti-mouse IgG SHG-1 BioLegend 1/100

Anti-mouse IgG2a RTK2758 BioLegend 1/100

Anti-mouse IgG2b MPC-11 BioLegend 1/100

Anti-mouse CD49a Ha31/8 BD Biosciences 1/100

Anti-mouse ST2 U29-93 BD Biosciences 1/100

Anti-mouse RORγt Q31-378 BD Biosciences 1/100

Anti-mouse CD16/CD32 2.4G2 BD Biosciences 1/100

Anti-mouse CD4 RM4-5 BD Biosciences 1/100

Anti-mouse CD8a 53-6.7 BD Biosciences 1/100

Anti-mouse Ki-67 B56 BD Biosciences 1/66

Anti-mouse CD45.1 A20 BD Biosciences 1/100

Anti-mouse CD45.2 104 BD Biosciences 1/100

Anti-mouse IL-13 eBio13A eBioscience 1/50

Anti-mouse IL-5 TRFK5 eBioscience 1/50

inhibitor (BD Biosciences, San Diego, CA, United States)
for 4 h, then cells were fixed with Fixation/Permeabilization
Solution Kit (BD Biosciences, San Diego, CA, United States)
following the manufacturer’s instructions. RORγt, GATA3 and
Ki67 were stained as recommended by the manufacturer using
Foxp3/Transcription Factor Staining Buffer Set Kit (eBioscience,
San Diego, CA, United States). Lineage (Lin) markers included
CD3e, CD19, B220 and Gr-1. Isotype-matched control antibodies
were all purchased from Biolegend (Biolegend, San Diego, CA,
United States) and BD (BD bioscience, CA, United States) and
used at the same concentration as test antibodies. All flow
cytometry experiments were carried out on a BD FACS Verse or
BD FACS Canto (BD Biosciences, San Diego, CA, United States);
500,000 – 1,000,000 events were assessed per condition within
1 h. Data were analyzed with FlowJo software (version 10.0,
FlowJo LLC, Ashland, OR, United States). The lines indicate
median values for each group.

Histological Analysis
Histological structures of heart were determined by standard
hematoxylin-eosin (HE) staining. Briefly, resected specimens
were fixed in 10% neutral buffered formalin for at least 24 h,
embedded in paraffin, and 4 µm-thick sections were cut. After
processing the sections according to standard protocols, they
were stained with hematoxylin and eosin. The coverslips were
visualized under a Leica confocal laser-scanning microscope
(Leica, Wetzlar, Germany). The investigators were blinded for
acquiring the images.

RNA Isolation and qRT-PCR Analysis
To quantify the expression of mRNA, qRT-PCR was performed
according to standard protocols as previously described (20).
Total RNA was extracted from heart tissue using Trizol
(Invitrogen, Waltham, MA, United States) and total RNA
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(1 µg) was then reverse-transcribed into cDNA using a First
Stand cDNA Synthesis Kit (DBI Bioscience, Ludwigshafen,
Germany). Real-time PCR reactions were carried out with
Bestar SYBR Green qPCR master mix (DBI Bioscience, San
Diego, CA, United States) using an ABI Prism 7700 Sequence
Detector. The cycle threshold (Ct) values were normalized by
the internal control β-actin. Primer sequences for qRT-PCR,
obtained from reported literatures or designed by Pubmed
Primer-BLAST. The primer pairs used were as follows: IL-
33 forward, 5′- CCCTGGTCCCGCCTTGCAAAA-3′; IL-33
reverse, 3′- AGTTCTCTTCATGCTTGGTACCCGA-5′; IL-25
forward, 5′-ACAGGGACTTGAATCGGGTC-3′; IL-25 reverse,
3’- TGGTAAAGTGGGACGGAGTTG-5′; β-actin forward, 5′-
GCCAACCGTGAAAAGATGAC-3′; and β-actin reverse, 3′-
CATCACAATGCCTGTGGTAC -5′ (21).

Statistical Analysis
All quantitative data were transferred to Excel and the statistical
analyses were computed with SPSS software for Windows
(Version 21, SPSS Inc., Chicago, IL, United States). Data
are expressed as means ± S.E.M. For comparison between
two independent experimental groups, an unpaired two-tailed
Student’s t-test when data were normally distributed. When
three or more independent groups were compared, one-way
ANOVA followed by Tukey’s test was performed. A p-value less
than 0.05 was considered to be statistically significant. In each
analysis, there were n = 3–11 replicates per group and results
were representative of at least two independent experiments.
Sample size for each experiment is described in the corresponding
figure legend. All graphs were produced by GraphPad Prism
5.0 for windows software (GraphPad Software Inc., La Jolla,
CA, United States).

RESULTS

ILC2s Are the Predominant Subset
Among ILCs in Mouse Heart Tissue
In order to investigate the subsets of ILCs in heart tissue, we
collected heart lymphocyte mixture by lymphocyte separation
from 8 weeks old mouse heart. Percoll-enriched pellets were
resuspended and stained with surface and/or intracellular
antibodies. Gate strategy of heart ILC subsets was shown in
Figure 1A. We identified a population of lineage negative
(Lin−) and CD127 positive cells in the CD45+ cells. Type I
ILCs were identified by CD45+Lin−CD127+NK1.1+NKp46+
(including ILC1 and NK cells), ILC2s were identified by
CD45+Lin−CD127+CD90.2+ST2+ and ILC3s were recognized
by CD45+Lin−CD127+RORγt+ (8, 15, 22). We found that
ILC2s were divided into KLRG1+ ILC2s and KLRG1− ILC2s
(Figure 1B). Among CD45+cells, Type I ILCs accounted for
about 0.2% (∼100 cells/per heart) and ILC2s accounted for about
1.7% (∼500 cells/per heart) (Figures 1C,D). Whereas, there were
merely no ILC3s (∼18 cells/per heart) based on gate strategy
used in the intestinal LPL ILC3s (Figure 1E). The ratios of ILC2s
among CD45+ cells were higher in the heart tissue in compared
with lung ILC2s of 8 weeks old mice (∼1.7-fold) (Figure 1F).

As some studies reported that some ILC1 subsets, such as liver
ILC1s and salivary ILC1s (23, 24), did not express CD127, we
also used CD45+Lin−NK1.1+NKp46+CD49a+CD49b− to gate
ILC1s. and CD45+Lin−NK1.1+NKp46+CD49a+CD49b− ILC1s
accounted for about 0.4% of CD45+cells, which suggested that
part of ILC1s also did not express CD127 in murine heart tissue.
Besides, conventional NK cells accounted for about 3.0% of
CD45+cells in the mouse heart (Figure 1G). Together, these data
demonstrated that ILC2s were the most predominant subset of
ILCs in mouse heart tissue, even greater than in lung tissue.

Heart ILC2s Peak at the Age of 4 Weeks
After Birth
All ILCs initially generate in E13.5 fetal liver and seed tissues
during fetal development (25). To explore the kinetics of
heart ILC2s during development, we determined the ratios of
total and each subset of ILC2s at the age of 1, 2, 4, 6, and
8 weeks in both heart and lung tissue. The data revealed
that the frequencies of heart total and each subset of ILC2s
(including KLRG1+ILC2 and KLRG1−ILC2) peaked at the age
of 4 weeks after birth (Figures 2A,B), while the frequencies
of lung ILC2s and subsets peaked at the age of 2 weeks after
birth (Figures 2C,D). We also determined the ratio of Type
I ILCs, ILC2s and ILC3s in mouse heart at E18.5 and post-
birth day 1. The results showed that ILC2s existed, while there
were very few type 1 ILCs (including ILC1 and NK cells) and
no ILC3s, in mouse heart at both E18.5 and post-birth day 1
(Supplementary Figure S1).

Heart ILC2s Have Unique Phenotypes
Compared With Lung ILC2s
Next, we investigated whether heart ILC2s were different from
lung ILC2s in terms of surface markers, transcription factor,
proliferation and ability of cytokines secretion. Specifically,
we gated CD45+Lin−CD127+CD90.2+ST2+ for ILC2s in
the heart and lung to measure the expression levels of
KLRG1, ICOS, CD25, Sca-1, GATA3, and Ki-67. Besides, we
gated CD45+Lin−CD25+GATA3+ for ILC2s to measure the
expression levels of CD127, CD90.2, and ST2. Our finding
clearly implied that the protein levels of CD127 (IL-7R), CD90.2
(Thy1.2), ST2 (IL-33R), and KLRG1 in heart ILC2s were similar
to lung ILC2s, whereas the protein levels of ICOS and CD25
(IL-2Rα) were lower in heart ILC2s than these in lung ILC2s
(Figures 3A,B). In contrast, the protein level of Sca-1 in heart
ILC2s was higher as compared with that in lung ILC2s (∼2.2-
fold). A significant increasing of GATA3 was found in heart
ILC2s compared with lung ILC2s (∼1.6-fold) (Figure 3C). As
seen in the Figure 3D, heart ILC2s had a weaker proliferation
ability than lung ILC2s, indicated by Ki-67 positive cells
(∼0.33-fold).

In respond to the cytokines IL-25, TSLP, and IL-33,
and ILC2s are the potent sources to produce IL-4, IL-5,
and IL-13. Both IL-4 and IL-13 could induce smooth-
muscle contraction and wound repairing after infections
(26, 27). We therefore stimulated isolated mouse heart and
lung lymphocytes with IL-33, following determined the
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FIGURE 1 | Subsets of ILCs in mouse heart tissue. (A) Gate strategy of ILCs in the heart of mice. Lineage (Lin) markers included CD3e, CD19, B220, and Gr-1. The
number inside of gate indicates cell events. (B) Expression of KLRG1 in heart ILC2s of 8 weeks old mice. (C,D) Cumulative frequencies (C) and enumeration (D) of
Type I ILCs (including ILC1s and NK cells), ILC2s and ILC3s in CD45+ lymphocyte in the heart of 8 weeks old mice. (E) Cumulative frequencies of ILC3s in CD45+

lymphocyte in heart and LPL of 8 weeks old mice. The number inside of gate indicates cell events. (F) Cumulative frequencies of ILC2s among CD45+ lymphocyte in
the heart and lung tissue of 8 weeks old mice. (G) Another gate strategy of ILC1s irrespective of CD127 expression and cumulative frequencies of ILC1s
(CD45+Lin−NK1.1+NKp46+CD49a+CD49b−) and NK cells (CD45+Lin−NK1.1+NKp46+CD49a−CD49b+) in heart and liver of 8 weeks old mice. Each dot
represents one mouse; error bars represent SEM; *p < 0.05, **p < 0.01, ***p < 0.001. Unpaired two-tailed Student’s t-test (B,E–G). One-way ANOVA (C,D).
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FIGURE 2 | Kinetics of heart ILC2s development after birth. (A,C) Flow cytometric analysis of ILC2, KLRG1+ ILC2 and KLRG1− ILC2 in the heart (A) and lung (C),
respectively, of mice at the indicated age after birth. (B,D) Cumulative frequencies of ILC2s in the heart (B) and in the lung (D) of mice at the indicated age after birth.
Each dot represents one mouse; error bars represent SEM; *p < 0.05, **p < 0.01, ***p < 0.001. One-way ANOVA (B,D).
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production of IL-4, IL-5, and IL-13 by ILC2s. Compared
with lung ILC2s, heart ILC2s had a stronger ability to
produce IL-4 and IL-13 (∼2.4-fold and ∼6.8-fold in IL-
33 stimulation, respectively) (Figure 3E). Heart ILC2s and
lung ILC2s had the similar ability to produce IL-5 (∼0.92-
fold) (Figure 3E). Besides, compared with lung ILC2s,
heart ILC2s also had a stronger ability to produce IL-4 in
response to PMA/ionomycin (Figure 3F). These results
suggest that heart ILC2s had unique phenotypes in terms
of surface marker, transcription factor, proliferation and
cytokine production.

Circulating Cells Minimally Replace
Heart ILC2s
Consideration of affluent bloodstream in the heart, we tested
directly whether hematogenous precursors continuously
replenished the pool of heart ILC2s in 8 weeks old mice.
For this reason, we generated parabiotic mice model, which
widely used for the verification of tissue-resident cells in
non-lymphoid tissues (13, 28). After 2 months of parabiosis,
we analyzed the percentages of various lymphocyte subsets
that derived from the donor or host parabiont. Our results
clearly show that about 46.8% of CD4+ T and 47.4% CD8+
T cells in the peripheral blood (pBL) versus about 45.8%
of CD4+ T and 46.3% CD8+ T cells in the spleen (SP)
belonged to the parabiont donor (Figure 4A), suggesting that
the circulatory system was balanced between the parabiotic
mice. Besides, about 47.7% of CD4+ T and 44.0% CD8+ T
cells in the heart tissue and about 44.6% of CD4+ T and
45.4% CD8+ T cells in the lung tissue derived from parabiont
donor, which demonstrated that circulating T cells infiltrated
adequately in local tissues (Figure 4B). Remarkably, very
few heart ILC2s (∼2.0%) were derived from the blood, the
same as lung ILC2s (∼1.1%) (Figure 4C). This indicates
that heart ILC2s are initially generated and seed tissues
during fetal development and regenerate predominantly
through local renewal.

Heart ILC2s Rapidly Expand and Secrete
IL-4 During Myocardial Necroptosis
Necroptosis and apoptosis are crucially involved in severe
cardiac pathological conditions, including myocardial
infarction, ischemia-reperfusion injury and heart failure
(14). To investigate whether ILC2s may participate in this
process, we established a mouse model of oxidative stress-
induced myocardial necroptosis (14). We used the DOX,
a well-evaluated chemotherapeutic agent, to establish the
irreversible cardiac toxicity, including massive cardiomyocytes
loss, cardiomyopathy and heart failure (29, 30). DOX-induced
heart injury was firstly confirmed by hematoxylin-eosin
(HE) staining. Compared to untreated mice, the DOX-
treated mice had significant myocardium necrosis along
with nuclear enlargement and swollen of cardiomyocytes
(Figure 5A). Meanwhile, we found that the frequency
and number of ILC2s were significant higher in DOX-
treated mouse (17.68 ± 4.46) than that in untreated mouse

(8.51 ± 1.87) after 24 h treatment (Figure 5B) as well as
after 96 h treatment (Figure 5C). The frequency of Ki-67+
ILC2s was increased in DOX-treated mice (16.5 ± 1.8),
compared with that in untreated mice (7.1 ± 1.4) after
24 h treatment (Figure 5D). Interestingly, the frequency
and proliferation activity of lung ILC2s were not changed
after 24 h DOX treatment (Figures 5E,F). In addition,
we also found that the frequencies of total macrophages
(CD11b+F4/80+cells) and type 1 conventional dendritc cells
(cDC1s) (CD11b−CD11c+MHCII+), which were involved in
heart injury (31, 32), were not noticeable changed after 24 h
DOX treatment (Supplementary Figures S2A,B).

Because IL-33 and IL-25 are reported to promote ILC2s
proliferation and activation (33, 34), we measured the IL-
33 and IL-25 mRNA expression in the heart tissue. IL-33
but not IL-25 mRNA expression level increased after DOX
treatment (∼3.5-fold and ∼0.87-fold, respectively) (Figure 5G).
Compared with control mice, heart ILC2s produced more
IL-4, but not IL-5 and IL-13 (∼2.6-fold, ∼1.1-fold and
∼1.2-fold, respectively) (Figure 5H). We also measured the
CD3+T cells and IL-4+T cells and both of them were not
significant changed after 24 h DOX treatment (Supplementary
Figure S2C). Thus, the obtained data proposes that rapid
IL-33 production resulted in ILC2s expansion and IL-4
secretion prior to other immune cells during DOX-induced
myocardial necroptosis.

DISCUSSION

In this report, we present the detailed analysis of various
subsets of ILCs and phenotypes in the heart tissue. The
findings of this study demonstrates the predominant heart
ILC2s subset, even greater than lung ILC2s. Our results
illustrated that ILC2s at the age of 4 weeks after birth can
confidential as heart tissue of mouse. Notably, the heart ILC2s
were characterized by lower expression of ICOS, CD25 (IL-
2Rα), Ki-67, as well as higher expression of IL-4, IL-13, Sca-1
and GATA3. Our results highlighted that heart-resident ILC2s
showed tissue-specific phenotypes and rapidly responded to
DOX-induced cardiotoxicity.

Almost all subsets of ILCs and ILC precursors express
IL-7R (CD127) and response to IL-7 stimulation (3). We
found that CD45+Lin−CD127+ CD90.2+ST2+ ILC2s, defined
in lung tissue (8), was the most dominant ILC subset
in mouse heart, while CD45+Lin− CD127+NK1.1+NKp46+
Type I ILCs (15), and CD45+Lin−CD127+RORγt+ILC3s
(22) was merely found in mouse heart. ILC2s were the
predominant part of ILCs in human and mouse heart
tissue (11), although the authors and we used different
gating strategy. The authors identified that ILC2s (identified
as CD45+Lin−CD90+RORγt−T-bet−ST2+KLRG1+) accounted
for about 20% of CD45+ Lin−CD90+ cells in the mice heart
tissue, however, our data showed that ILC2s accounted for about
40% of CD45+ Lin−CD90+ CD127+ cells. This might because
that a part of CD45+Lin−CD90+ cells did not express CD127
(Data not shown).
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FIGURE 3 | Phenotype differences between heart and lung ILC2s. (A) Histograms of cell surface expression and the mean fluorescence intensity (MFI) of KLRG1,
ICOS, CD25 and Sca-1 in heart and lung ILC2s (identification as CD45+Lin−CD127+CD90.2+ST2+cells) of 8 weeks old mice. (B) CD127, CD90.2 and ST2 in heart
and lung ILC2s (identification as CD45+Lin−CD127+CD25+GATA3+cells) of 8 weeks old mice. (C) The relative expression of GATA3 in heart and lung ILC2s,
respectively, of 8 weeks old mice. (D) Flow cytometric analysis and cumulative frequencies of Ki-67-expressing ILC2s in heart and lung, respectively, of 8 weeks old
mice. (E) Flow cytometric analysis and cumulative frequencies of IL-4 (upper), IL-5 (middle) and IL-13 (lower) by heart and lung ILC2s, respectively, following
stimulation with IL-33 in the presence of Golgi Plug for 4 h of 8 weeks old mice. (F) Flow cytometric analysis and cumulative frequencies of IL-13 by heart and lung
ILC2s, respectively, following stimulation with PMA/ionomycin in the presence of Golgi Plug for 4 h of 8 weeks old mice. Each dot represents one mouse; error bars
represent SEM; *p < 0.05, **p < 0.01, ***p < 0.001. Unpaired two-tailed Student’s t-test (A–F).
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FIGURE 4 | Circulating cells minimally contribute to heart ILC2s renew. (A,B) Flow cytometric analysis and cumulative frequencies of CD4+ T cells and CD8+ T cells
in peripheral blood (pBL) and spleen (SP) (A) as well as heart and lung (B) of parabiotic mice after 2 months of parabiosis between 8 weeks old WT CD45.1 and WT
CD45.2 C57BL/6 mice. (C) Flow cytometric analysis and cumulative frequencies of ILC2s in heart and lung of parabiotic mice after 2 months of parabiosis between
WT CD45.1 and WT CD45.2 C57BL/6 mice. Each dot represents one mouse; error bars represent SEM; ***p < 0.001. Unpaired two-tailed Student’s t-test (A–C).
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FIGURE 5 | Heart ILC2s expansion and cytokine secretion in response to Doxorubicin treatment. (A) Hematoxylin-eosin (HE) staining and representative pictures
from heart of 8 weeks old mice after 24 h DOX treatment. The arrow direction indicates representative changes. (B,C) Flow cytometric analysis, cumulative
frequencies and enumeration of ILC2s in the heart of 8 weeks old mice after 24 h (B) and 96 h (C) DOX treatment. (D) Flow cytometric analysis and cumulative
frequency of Ki-67-expressing ILC2s in heart of 8 weeks old mice after 24 h DOX treatment. (E) Flow cytometric analysis and cumulative frequency of ILC2s in the
lung of 8 weeks old mice after 24 h DOX treatment. (F) Flow cytometric analysis and cumulative frequency of Ki67-expressing ILC2s in lung of 8 weeks old mice
after 24 h DOX treatment. (G) The relative mRNA expression of IL-33 and IL-25 in the heart tissue of 8 weeks old mice after 24 h DOX treatment. (H) Flow cytometric
analysis and cumulative frequencies of IL-4-producing (upper), IL-5-producing (middle) and IL-13-producing ILC2s (lower) in the heart tissue of mice after 24 h DOX
treatment, n = 4–11. Error bars represent SEM; *p < 0.05, **p < 0.01, ***p < 0.001. Unpaired two-tailed Student’s t-test (B–H).
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All ILCs generate and seed tissues during fetal development
and the perinatal period is a critical window for the
distribution of innate tissue-resident immune cells within
developing organs (25, 35). Unlike tissue macrophages,
a majority of peripheral ILC2 pools are generated de
novo during the postnatal window (5, 8), by display little
hematogenous redistribution to other tissues (28). Although
a minor contribution from circulating precursors can
contribute to tissue pools, ILCs regenerate predominantly
through local renewal after birth in the resting state (5).
Our study also suggested that circulating cells minimally
replace heart ILC2s under physiological status. However,
whether circulating ILC2s or interorgan migration of
tissue-resident ILC2s contributes to heart ILC2s under
pathophysiological status are still unknown. This is because
a recent study reported that a population of inflammatory
ILC2s (iILC2s), which are circulating cells and derived
from intestinal ILC2s, could migrate to the lung after IL-25
stimulation or helminth infection (36). Thus, although we
found obvious proliferation of ILC2s in heart tissue after
DOX treatment, we still could not exclude the possibility
that ILC2s migrate to heart from other organs when the
heart damage occurs.

During the alveolar phase of lung development, the increasing
production of IL-33 accumulates ILC2 cells and the frequency
of ILC2s in the mouse lung reached the peak at the age of
2 weeks after birth (8). But, heart resident ILC2s peaks at
the age of 4 weeks, which may be due to the lower IL-33
production by cardiac fibroblasts during heart development
(37) or less antigens exposure delays the development of
ILC2s in the heart (35). In our study, increased IL-33
expression are parallel with increased Ki-67+ ILC2s after DOX
treatment indicated that IL-33 signal pathway in the heart is
important for maintenance of ILC2s. In addition, previous study
indicated that IL-4 can activate STAT6 and then induce the
expression of GATA3, which forms a positive feedback loop to
reinforce Th2 differentiation (38, 39). Thus, we assumed that
this IL-4/STAT6/GATA3 axis maybe also take effect in heart
ILC2s development.

Compared with lung ILC2s in the lung, heart ILC2s have
unique features in the terms of surface marker, such as lower
expression level of ICOS and CD25 and higher expression
level of Sca-1. ICOS is an important molecule in T cell signal
transduction (40) and deficiency of ICOS showed decreased
ratio of ILC2s and cytokine production (41, 42). CD25 is a
key receptor of IL-2 signaling, which regulates cells survival
(43). Besides, Sca-1 is surface molecule stem cell antigen-
1, representing the differentiation potential (44). Consistent
with these, heart ILC2s showed lower expression of Ki-67. As
compared with lung tissue, heart ILC2s might be with a lower
proliferation capacity and a more immature phenotype, which
might because of the relative sterile micro-environment. Lung
ILC2s must maintain a higher proliferative level to expand
rapidly in response to various stimulations, such as antigens,
virus and worm (8, 45). Interestingly, compared to lung ILC2s
(46), heart ILC2s have a stronger ability to produce IL-4 and
IL-13 in response to IL-33 or PMA/ionomycin stimulation.

Previous study have demonstrated that GATA3 together with
STAT6 promotes the expression of IL-4 and IL-13 (47–49).
So, these evidence suggest that higher GATA3 expression level
of heart ILC2s might be responsible for the higher capacity
of IL-4 and IL-13 production. These difference between heart
ILC2s and lung ILC2s further demonstrates that the local
tissue microenvironment had a profound influence on cells
phenotype and function.

Myocardial damage causes sterile inflammation, by
recruitment and activation of innate and adaptive immune
system cells (31, 50). In this study, we found that ILC2s expanded
and produced IL-4 immediately after DOX-induced myocardial
necroptosis prior to macrophage, dendrtic cells and IL-4+T
activation. IL-4 is well-known to regulate a variety of immune
responses, including T-cell differentiation and macrophage M2
polarization (51, 52). Previous studies showed that IL-4 serves
as an early endogenous neuroprotective mechanism soon after
stroke onset and is important in the acute stages of stroke
(53, 54). Thus, we speculate that in response to myocardial
damage, heart ILC2s act as the first line of responder and
produce IL-4 to promote the response during inflammation
and cardiac tissue repair. However, production of IL-4 by ILC2s
and T cells persistent in the end of recovery stage may also
promote myocardial fibrosis (55). In the line with previous
study, IL-4 could upregulated the expression of procollagen
genes and stimulates collagen production in mouse cardiac
fibroblasts (56).

Overall, ILC2s with unique phenotypes are the major subset
of ILCs in the heart and different from lung ILC2s in
mouse model. Importantly, ILC2s could expand and activate
immediately in response to heart damage. Our finding raises the
potential for IL-33-elicited ILC2s response as therapeutics for
attenuating heart damage.

LIMITATION

A tissue-specific knock-out mouse model of ILCs and
acquirement enough amount of ILCs to transplant are some
significant limitations in the current work. Undoubtedly,
future well-accepted studies would be needed to provide the
localization of ILC2s within the heart and more direct evidence of
a functional requirement for ILC2s in this cardiac injury model.
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FIGURE S1 | Heart ILC2s exist before birth. Flow cytometric analysis as
described in Figure 1A and cumulative frequencies of type I ILCs (including ILC1
and NK cells), ILC2s and ILC3s in the heart of mice at the E18.5 and post-birth

day 1. The number inside of gate indicates cell events. Each dot represents one
mouse; error bars represent SEM; ∗∗p < 0.01, ∗∗∗p < 0.001. One-way ANOVA.

FIGURE S2 | Macrophages, dendritic cells (DCs) and IL-4+ CD4+ T cells in the
heart are not increased after 24 h of DOX treatment. (A,B) Flow cytometric
analysis and cumulative frequencies of macrophages (CD11b+F4/80+ cells) (A)
and type 1 conventional dendritc cells (cDC1s) (CD11b−CD11c+ MHCII+ cells)
(B) in the heart of mice after 24 h DOX treatment. (C) Flow cytometric analysis and
cumulative frequencies of CD3+ T and IL-4+ CD4+ T cells in the heart following
stimulation with PMA/ionomycin in the presence of Golgi Plug for 4 h of mice after
24 h DOX treatment, n = 3–4. Error bars represent SEM. Unpaired two-tailed
Student’s t-test (A–C).
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Cell survival and function critically relies on the fine-tuned balance of protein synthesis and
degradation. In the steady state, the standard proteasome is sufficient to maintain this
proteostasis. However, upon inflammation, the sharp increase in protein production requires
additional mechanisms to limit protein-associated cellular stress. Under inflammatory
conditions and the release of interferons, the immunoproteasome (IP) is induced to support
protein processing and recycling. In antigen-presenting cells constitutively expressing IPs,
inflammation-related mechanisms contribute to the formation of MHC class I/II-peptide
complexes, which are required for the induction of T cell responses. The control of
Toxoplasma gondii infection relies on Interferon-g (IFNg)-related T cell responses. Whether
and how the IP affects the course of anti-parasitic T cell responses along the infection as well
as inflammation of the central nervous system is still unknown. To answer this question we
used triple knockout (TKO) mice lacking the 3 catalytic subunits of the immunoproteasome
(b1i/LMP2, b2i/MECL-1 and b5i/LMP7). Here we show that the numbers of dendritic cells,
monocytes and CD8+ T cells were reduced in Toxoplasma gondii-infected TKO mice.
Furthermore, impaired IFNg, TNF and iNOS production was accompanied by dysregulated
chemokine expression and altered immune cell recruitment to the brain. T cell differentiation
was altered, apoptosis rates of microglia and monocytes were elevated and STAT3
downstream signaling was diminished. Consequently, anti-parasitic immune responses
were impaired in TKO mice leading to elevated T. gondii burden and prolonged
neuroinflammation. In summary we provide evidence for a critical role of the IP subunits
b1i/LMP2, b2i/MECL-1 and b5i/LMP7 for the control of cerebral Toxoplasma gondii infection
and subsequent neuroinflammation.
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INTRODUCTION

Toxoplasma gondii (T. gondii) is a highly successful intracellular
parasite capable of infecting all mammals including around 30-
70% of all humans (1). In humans, T. gondii infection is usually
asymptomatic and resolves with minimal pathology. However, if
infected individuals acquire an immunodeficiency with impaired
T cell function later in life, they are at risk for reactivation of
latent toxoplasmosis (2). Early control of T. gondii is dominated
by innate immune cells such as macrophages, dendritic cells
(DCs) and circulating monocytes as well as their secreted
proinflammatory cytokines, e.g. tumor necrosis factor (TNF)
and interleukin (IL)-12 (3–5). Interferon-g (IFNg) is essential for
the cell-mediated control of T. gondii. Its production by natural
killer (NK) cells and T cells is induced by TNF and IL-12 (6).
Moreoever, two major mechanisms involved in parasite control
are the IFNg-induced activation of myeloid cells and cytotoxic
activity of CD8+ T cells (7). IFNg induces inducible nitric oxide
synthase (iNOS) expression by myeloid cells which in turn
promotes the production of nitric oxide (NO) thereby
inhibiting parasite growth (8). CD8+ T cells are known to be
crucial for long-term control and containment of T. gondii. They
prevent the transformation of cyst-forming bradyzoites into fast-
replicating tachyzoites thereby achieving both, a restriction of
parasite burden as well as the establishment of chronic infection
(9, 10). CD8+ T cell-derived IFNg is crucial for long term disease
control and relies on CD4+ T cell help to facilitate antigen-
presentation and upregulate co-stimulatory molecule expression
on antigen-presenting cells (APCs). In order to maintain a stable
anti-parasite CD8+ T cell response, APCs must present parasite-
derived peptides via major histocompatibility complex class I
(MHC I) (11, 12). This requires intracellular processing of
parasite proteins, a mechanism which is mainly mediated by the
immunoproteasome (IP), a proteolytic protein complex which is
induced upon inflammation, e.g. by IFNg (7, 13).

Upon IFNg stimulation, standard proteasomes are replaced by
de-novo synthesized IPs, harboring the three catalytically active
subunits b1i/LMP2, b2i/MECL-1 and b5i/LMP7 instead of b1/
delta, b2/zeta and b5/MB1. In cells of hematopoietic origin IPs are
constitutively expressed (14). In APCs IP expression results in the
generation of an altered peptide repertoire and increased number
of MHC I ligands due to enhanced protein substrate turnover and
changed cleavage specificities (15–17). Whether and how the
simultaneous absence of the inducible catalytic subunits b1i/
LMP2 (Psmb8), b2i/MECL-1 (Psmb9) and b5i/LMP7 (Psmb10)
alters the course of infections remains unclarified.

Research exploring IP function in inflammatory diseases of
the central nervous system (CNS) has largely focused on stroke
and Alzheimer’s disease (18, 19), where a marked upregulation of
IP in reactive glia has been described. The IP is also associated
with an increase in phagocytosis and iNOS production in
microglia, a common feature of many neurodegenerative
diseases (20–22). To better understand how the IP functions in
the CNS and especially during neuroinflammation, infection
models are sorely needed. Upon LCMV infection in the CNS,
LMP7 was vital for the CD8+ T cell-induced pathogenesis of
LCMV-induced meningitis as LMP7-/- mice exhibited a reduced
Frontiers in Immunology | www.frontiersin.org 2122
and delayed disease outcome with fewer infiltrating immune cells
(23). Interestingly, this seemed to be LMP7 specific, as LMP2-/-

and MECL-1-/- mice had no change in disease compared to
WT mice.

In regards to the IP’s role during T. gondii infection, previous
work from Tu et al., described that mice absent of the single
subunits LMP2 or LMP7 were more susceptible to acute T. gondii
infection (24). Primarily investigating the effect of the IP on the
induction of a Th1 immune response, they observed that the
acute stage of the infection with fast replicating tachyzoites
strongly upregulated the expression of both IP subunits, LMP2
and LMP7, in APCs collected from peritoneal exudate cells
(PEC). Further, LMP7-/- mice exhibited strong DC dysfunction
as their ability to present immunogenic peptides was impaired
and the subseqeunt CD8+ T cell IFNg and Granzyme B response
was significanlty reduced compared to WT counterparts. Of
note, there was little observable change in these cell types in
LMP2-/- mice in the periphery, however, these mice were still
susceptible to T. gondii infection.

In order to investigate the role of the IP through the course of
CNS infection-induced inflammation, we assessed how the
absence of all three catalytic IP subunits in TKO mice affects
the course of infection-induced inflammation using the
neurotropic parasite T. gondii. Hereby, we investigated IP
deficiency over the course of T. gondii infection, focusing on
its role in the chronic phase of infection, where the encysted
parasite resides primarily in the CNS. This study shows for the
first time a prolonged neuroinflammation that is maintained by
perturbed cytokine release due to chronic T. gondii infection. In
addition, we demonstrate increased production of iNOS in
microglia and myeloid subsets in brain tissue of infected TKO
animals as well as reduced numbers of regulatory T cells, reduced
STAT3 phosphorylation but increased induction of apoptosis in
myeloid cells. This study demonstrates that IP deficiency results
in a lack of parasite control by ultimately increasing susceptibility
of these animals to T. gondii, highlighting the importance of the
IP in terms of induction, maintenance and resolution of T.
gondii-induced neuroinflammation.
METHODS

Animals
Conventional immunoproteasome Triple KO (TKO) mice
C57BL/6J-LMP2/Psmb9-/-MECL-1/Psmb10-/-LMP7/Psmb8-/-

were kindly provided by Prof. Kenneth L. Rock and Regeneron
Pharmaceuticals, Inc. (VG MAID number VG1230 + Psmb10)
(15). 8 to 12 week-old C57BL/6J mice were bred in the same
animal facility. Mice were age and sex matched between the wild
type (WT) and deficient mice. All mice were group-housed in
12-h day/night cycles at 22 °C with free access to food and water.
All animal experiments were approved by local authorities
according to German and European legislation.

Toxoplasma gondii Infection
T. gondii cysts of type II strain ME49 were harvested from brains
of female NMRI mice chronically infected with T. gondii cysts
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6-10 months earlier, as described previously (25). In short,
isolated brains were mechanically homogenized in 1 ml sterile
phosphate-buffered saline (PBS), and the number of cysts in the
homogenate was determined using a light microscope. Mice were
infected with two cysts via oral gavage.

Organ Collection
First, mice were deeply anaesthetized by isoflurane inhalation
(Baxter). Subsequently, mice were transcardially perfused with
60 ml sterile PBS. Single-cell suspension of mesenteric lymph
nodes and spleen were generated by mechanically passing tissue
through a 40 mm strainer in PBS complemented with 2% fetal
calf serum (FCS). Brains were removed and stored in RPMI
medium (life technologies) or RNAlater (Qiagen) for additional
analysis. Samples stored in RNAlater were kept at 4 °C overnight
and then transferred to -20°C. Samples in RPMI medium were
stored on ice until further experimental procedures.

Cell Isolation
To isolate brain immune cells, brains were homogenized in a
buffer containing 1 M HEPES (pH 7.3) and 45 % glucose and
then filtered through a 70 µm strainer. Leukocytes were
separated via Percoll density gradient centrifugation (GE
Healthcare) as we described previously (26). Living cells were
counted using a Neubauer counting chamber and trypan
blue staining.

Flow Cytometric Analysis
Single cell suspensions were incubated with an anti-FcgIII/II
receptor antibody (clone 93, eBioscience) to block unspecific
binding and Zombie NIR™ (BioLegend), a fixable viability dye.
Thereafter, cells were stained with fluorochrome-conjugated
antibodies against cell surface markers: CD45 (30-F11), CD11b
(M1/70), Ly6C (HK1.4), CD45.2 (104), CD40 (3/23), MHCI (28-
14-8) and MHCII (M5/114.15.2) all purchased from eBioscience;
CD3 (17A2), CD4 (RM4-5), CD8a (53-6.7), CD80 (16-10A1),
CD44 (IM7), CD62-L (MEL-14), PD-1 (29F.1A12) and NK1.1
(PK136) all purchased from BioLegend; and Ly6G (1A8)
purchased from BD Biosciences in FACS buffer (with 2% FBS,
0.1% NaN3) at 4 °C for 30 min and then fixed in 4%
paraformaldehyde (PFA, Affymetrix) for 15 min. Matched
FMO controls were used to assess the level of background
fluorescence in the respective detection channel.

Intracellular staining was performed on 5x105 cells/well after ex
vivo stimulation with Toxoplasma lysate antigen (200 µg/mL) in the
presence of brefeldin A (10 µg/mL, BioLegend) and monensin (10
µg/mL, BioLegend) at 37 °C for 6 h. Afterwards, cells were incubated
with anti-FcgIII/II receptor antibody (clone 93, eBioscience) and
Zombie NIR™ (BioLegend). Surface epitopes were then stained
with CD45 (30-F11), CD11b (M1/70), Ly6C (HK1.4), Ly6G (1A8),
CD3 (17A2), CD4 (RM4-5) and CD8a (53-6.7) for 30min at 4 °C.
Stained cells were fixed in 4% PFA and permeabilized using Perm/
Wash Buffer (BioLegend). To measure cytokine expression, cells
were stained with the flourochrome-conjugated antibodies against
intracellular proteins TNF (MP6-XT22), FoxP3 (FJK.16s) and IL-
12p40 (C17.8) purchased from eBioscience; iNOS (clone 6, BD
Biosciences), Granzyme B (QA16AO2, BioLegend), and IFNg
Frontiers in Immunology | www.frontiersin.org 3123
(XMG1.2, BioLegend) in permeabilization buffer (Invitrogen) for
45 min. Matched isotype controls were used to assess the level of
non-specific binding. Flow cytometric analysis was performed on
BD LSRFortessa (BD Bioscience) and on Attune NxT Flow
Cytometer (Thermo Fisher) and analyzed with FlowJo (version
10, Flowjo LLC).

Calculation of absolute cell count was performed by
multiplying the viable population frequencies derived from
flow cytometry analysis with the hemocytometer cell count of
the respective sample.

Apoptosis Assay
Cellular apoptosis was quantified using a FITC Annexin V
Apoptosis Detection Kit with 7-AAD (BioLegend) following
the manufacturer’s instructions. 5x105 splenocytes were
isolated, as described above, rinsed with staining buffer and
resuspended in Annexin V Binding Buffer (BioLegend). The
cells were then incubated with 5 µL of FITC Annexin V and
10 µL of 7-AAD solution for 20 min at room temperature light
protected. Fluorescence was measured on Attune NxT Flow
Cytometer (Thermo Fisher) and analyzed with FlowJo (version
10, Flowjo LLC).

Transwell CD8+ T Cell Migration Assay
Naïve CD8+ T cells were purified using CD8a T Cell Isolation
Kit mouse (Miltenyi Biotec) following the manufacturer’s
instruction. Chemokines CXCL12 and CCL21 (Peprotech)
were used at 250 ng/mL each in 500 mL of Assay Medium
containing RPMI 1640, 10mM HEPES and 0.1% BSA
(Applichem). Migration assay was performed by seeding 2x106

cells in 200 µL Assay Medium into the upper chamber of 48-well
transwell plates (Corning) with a pore size of 5 µm. Strainer was
pre-coated with poly-L-lysine (1:100 in PBS) for 20 min at 37 °C
prior to the experiment. Following 2.5 h of incubation at 37 °C
and 5% CO2, cells were collected from the lower chamber and
analyzed using MACSQuant® Analyzer (Miltenyi Biotec). Total
migrated cells of control mice were set to 100% and relative
migration of CD8+ T cells from TKO mice was calculated.

Western Blot
Proteins of whole brain lysates were analyzed by immunoblotting
against b1i/LMP2 gp, b5i/LMP7 rb (both custom-generated),
b2i/MECL-1 [K65 rb; (27)] and b-Actin (#A1978,
Sigma-Aldrich).

Tibias and femurs of 10-14 weeks-old WT and TKO mice
were aseptically removed, and bone marrow cells were flushed
out with sterile PBS and centrifuged at 150 ×g for 10 min. Cells
were resuspended in RPMI medium containing 10% FCS
(Capricorn), recombinant murine granulocyte-macrophage
colony-stimulating factor (2 ng/ml; Cell Signaling Technology)
and 50 mM mercaptoethanol (Sigma-Aldrich) and cultivated for
at least 10 days at 37 °C and 5% CO2. Twenty-four hours prior to
experiments, cells were harvested by scraping and seeded into 6-
well plates. For investigation of signaling events cells were treated
for the depicted time points with 30 µg/ml Toxoplasma lysate
Antigen (TLA) and harvested using Trizol reagent (Invitrogen).
Proteins were quantified via Bradford assay and subsequently
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analyzed by immunoblotting against pStat3 (Tyr705) (D3A7;
XP® Rabbit mAb #9145 CST), Stat3, pMEK (Ser217/221) (41G9;
Rabbit mAb #9154 CST), pErk (Thr202/Tyr204) (20G11; Rabbit
mAb #4376 CST), Erk and GAPDH (all Cell Signaling
Technology) antibodies.

DNA and RNA Isolation
Samples stored in RNAlater were homogenized in BashingBeads
tubes (Zymo Research, Freiburg, Germany). AllPrep DNA/RNA
Mini Kit (Qiagen) was used to isolate DNA and the peqGOLD
total RNA kit (Peqlab, Erlangen, Germany) was used to isolate
t o t a l RNA f rom the homogena t e f o l l ow in g th e
manufacturer’s instructions.

Semiquantitative RT-qPCR
T. gondii burden was determined using the FastStart Essential
DNA Green Master kit (Roche). The target T. gondii gene used
was Tgb1, andMm. Asl (TIBMolbiol, Berlin, Germany) was used
as a reference gene. The stage of parasite burden was quantified
using the Power SYBR® Green RNA-to-CT™ 1-Step Kit
(Thermo Fisher) for bradyzoite-specific Bag1 and tachyzoite-
specific Sag1 using Gapdh as reference gene. All genes were
purchased from TIBMolbiol, Berlin, Germany.

Relative gene expression was determined similar to previous
descriptions (28, 29) using the TaqMan® RNA-to-CT™ 1-Step Kit
(life technologies). TaqMan® Gene Expression Assays (life
technologies) were used for mRNA amplification of Psmb8 (Mm00
440207_m1), Psmb9 (Mm00479004_m1), Psmb10 (Mm00
479052_g1), Ccl2 (Mm00441242_m1), Ccl3 (Mm00441259_g1),
Cxcl2 (Mm00436450_m1), Cxcl10 (Mm00445235_m1), Ifng
(Mm00801778_m1), Tnf (Mm00443258_m1), Il12a (Mm00
434165_m1), Nos2 (Mm00440485_m1). Expression of Hprt (Mm01
545399_m1) was chosen as reference and target/reference ratios were
calculated with the LightCycler® 96 software version 1.1 (Roche). All
results were further normalized to the mean of the WT
infected group.

Cytokine and Chemokine Assessment
Cytokine and chemokine profile was characterized using the
LEGENDplex™ system (BioLegend). A more detailed protocol is
published (30). Briefly, we used the Mouse Inflammation Panel
(13-plex) system. Serum from WT and TKO mice was collected
and incubated with fluorescence-encoded capture beads to
cytokine and chemokine targets including CCL2, TNF and
IFNg. The fluorescent signals of analyte-specific bead regions
were quantified using flow cytometry, and the concentrations of
particular analytes were determined using provided data analysis
software (BioLegend, LegendPlex™ software v8.0).

Statistical Analysis
Datasets were analyzed statistically using GraphPad Prism 7.02
(Graphpad software). To test for significance, we used a Mann-
Whitney test for comparing two groups and a 2way ANOVA
with uncorrected Fischer’s LSD test for multiple comparisons.
Owing to the small sample sizes, unequal variances were
assumed in all t-tests. The significance level was set to P < 0.05
for all statistical comparisons. Symbols represent individual
Frontiers in Immunology | www.frontiersin.org 4124
animals, columns represent mean values and error bars
represent ± SEM.
RESULTS

TKO Mice Show Increased Susceptibility
to T. gondii Infection
The 20S catalytic core particle of the IP consists of multiple
subunits, three subunits harbor the six active sites that differ
from those in the standard proteasomes. The relative
contribution of immunoproteasomes to immune responses
against T. gondii is unclear. To determine the relative
expression of the three IP catalytic-subunits LMP2 (Psmb9),
LMP7 (Psmb8) and MECL-1 (Psmb10) during the acute and
chronic neuroinflammatory stage of infection, mRNA and
protein was isolated from brain homogenates of T. gondii
infected wild type (WT) mice at day 28 post-infection (p.i.). As
compared to uninfected controls, the expression of all three IP
subunits LMP2 (Psmb9), LMP7 (Psmb8) and MECL-1 (Psmb10)
was significantly increased in T. gondii infectedWTmice both on
the RNA and protein level (Figure 1A and Supplementary
Figure 1). To investigate the functional significance of these IP
subunits we used mice with a combined deficiency of LMP2,
MECL-1 and LMP7. These triple-knockout (TKO) mice and WT
controls were infected with T. gondii orally (p.o.) and body
weight was monitored daily throughout the course of the
infection (Figure 1B). During the acute phase of infection,
from day 10 to 14 p.i., WT mice showed a higher weight loss
when compared to TKO mice. Starting around day 13 p.i.,
however, this effect was reversed and bodyweight loss was
significantly more pronounced in TKO mice from day 21 to 28
p.i. Parasite burden was significantly increased in the spleen of
TKO mice already at day 10 p.i., an effect that was not observed
at day 28 p.i. (Figure 1C). This might be due to the fact that
T. gondii invades deeper tissues including the brain to evade the
hosts’ immune system (31).

Consequently, we analyzed parasite burden in the brain. To
assess differences in stage conversion of the fast replicating
tachyzoite and slow replicating bradyzoite stages of T. gondii,
we utilized T. gondii-specific genes (TgSAG1 and TgBAG1,
respectively). We detected a reduced mRNA expression of both
tachyzoites and bradyzoites genes in brains of infected TKOmice
in the acute phase of infection (Figure 1D), but increased mRNA
expression in the chronic phase of infection (Figure 1E). Hence,
altered tissue distribution of T. gondii in TKO mice argues for
impaired peripheral immune responses in the absence of a
functional IP.

Reduced/Delayed Type 1 Immune Response
to T. gondii in TKO Mice
Early immune responses against T. gondii strongly depend on the
pathogen-associated molecular pattern (PAMP)-dependent
activation of APCs. They produce TNF and IL-12, promote the
activation of NK and T cells, which produce anti-parasitic IFNg
(6). To determine if the IP affects early parasite recognition in the
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periphery, splenic Ly6Chi inflammatory monocytes and DCs
from WT and TKO mice were analyzed in the acute phase of
infection. As shown in Figures 2A–C, numbers and MHC I
levels of Ly6Chi inflammatory monocytes and DCs were
significantly reduced in the spleen of infected TKO compared
to WT mice. In contrast, MHC II expression proved to be
independent of the IP which is consistent with previously
published data (15).

Next, we investigated whether IP deficiency affects IL-12 and
TNF production by Ly6Chi monocytes and DCs. Upon ex vivo
restimulation with Toxoplasma lysate antigen (TLA), we
observed a significantly higher percentage of Ly6Chi monocytes
producing TNF with increased TNF production and non-
significant change in frequencies of TNF producing DCs
(Figure 3A, A’) in TKO mice in the acute phase. We detected
no difference in the percentage of IL-12-producing DCs and
Ly6Chi monocytes or in the IL-12 produced (Figure 3B, B’). TNF
and IL-12 production lead to the expression of IFNg, a key
molecule for T. gondii elimination (4, 6). IFNg induces cell-
autonomous immune responses (32), such as induction of
inducible nitric oxide synthase (iNOS) which produces nitric
Frontiers in Immunology | www.frontiersin.org 5125
oxide (NO) thereby promoting parasite clearance (33, 34). As
shown in Figure 3C, C’, iNOS production by DCs and Ly6Chi

monocytes was also indistinguishable between infected WT and
TKO animals. These results indicate that the IP has only a minor
impact on early innate immune responses against the parasite but
may be required for IFNg-related adaptive immune responses.

IFNg produced in the course of T. gondii infection facilitates
IL-12 production by DCs and monocytes (35). With an increased
parasite burden in spleens of TKO mice, one would expect
increased expression of IL-12. However, we detected no change
in IL-12 production (Figure 3B, B’). In order to characterize
IFNg production by immune cells, CD8+ and CD4+ T cells,
NK1.1+ cells and neutrophils were restimulated with TLA ex vivo
and analyzed by flow cytometry. Fewer CD8+ T cells were
isolated from the spleens of infected TKO animals compared
to WT mice during the acute phase of infection (Figure 4A).
This, together with the observed reduced MHC I expression on
APCs (Figure 2) is in line with previously reported results (15,
24, 36) describing reduced CD8+ T cell numbers when MHC I/
peptide presentation is impaired (24). In addition, we observed
slightly elevated numbers of CD4+ T cells in spleens of infected
A

C D E

B

FIGURE 1 | Increased susceptibility of TKO mice in the chronic, but not acute, phase of T. gondii infection. Wild type (WT) mice were orally infected with a low dose (2
cysts) of T. gondii (ME49) for 28 days. Brains were collected from WT non-infected (non.inf., n ≥ 4) and T. gondii infected (Tg, n ≥ 4) animals on day 28 p.i. and following
homogenization, mRNA was extracted for RT-qPCR analysis. (A) mRNA expression of the immunoproteasome subunits (LMP7/Psmb8, LMP2/Psmb9, MECL-1/
Psmb10) were normalized to the non-infected group. Data is representative of four independent experiments. (B) WT mice and triple-knocked out (TKO) for the
immunoproteasome subunits (LMP7/Psmb8-/-LMP2/Psmb9-/-MECL-1/Psmb10-/-) mice were orally infected with a low dose (2 cysts) of T. gondii and weighed daily. Day
10 and 28 p.i. were chosen as time points for the acute and chronic immune response. The spleens and brains were taken from acute (d10 p.i.) and chronic (d28 p.i.)
T. gondii-infected WT (WT Tg, n=4) and triple-knockout (TKO Tg, n=4) mice. Organs were homogenized and DNA/RNA was isolated from each for qPCR and RT-qPCR
analysis. (C) qPCR analysis from DNA extracted from spleens of T. gondii infected WT and TKO mice. Relative quantification of T. gondii gene TgB1 in spleen from acute
(d10 p.i.) and chronic (d28 p.i.) T. gondii infected WT and TKO mice. TgB1 gene expression was normalized to the gene expression of the reference gene Mm.Asl.
(D, E) RT-qPCR analysis from RNA extracted from brain homogenates of mice from the acute (d10 p.i.) and chronic (d28 p.i.) phase of infection. Relative mRNA levels
were normalized to the mean expression of the infected WT group. Data shown in (A) represents three independent experiments and data shown in (B–E) represent four
independent experiments. In (A, C–E) symbols represent individual animals, columns represent mean values and error bars represent ± SEM. In (B), data points
represent mean values and error bars represent ± SEM. In (A), a Mann-Whitney test for two groups and in (B–E) a 2way ANOVA following Fisher’s LSD test was used
for statistical analysis. *P < 0.05, **P < 0.01, ***P < 0.001.
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TKO mice, a finding that was already visible in naïve TKO mice
(Figure 4B and Supplementary Figures 2A–C, E, F). Consistent
with previous findings (37), significantly reduced frequencies in
the IFNg+CD4+ T cells were detected in spleens of infected TKO
mice, whereas steady state analyses revealed no difference in the
circulating IFNg in WT and TKO mice (Figure 4B and
Supplementary Figure 2D). Neither numbers, nor frequencies
of IFNg producing NK1.1+ cells or neutrophils (Ly6G+) differed
significantly between TKO and WT mice (Figures 4C, D).

Parasite Dissemination Into the Brain of WT and
TKO Mice in the Acute Phase of T. gondii Infection
To establish the chronic phase of infection in the CNS, T. gondii
has to cross the blood-brain barrier (BBB) and enter the brain.
When T. gondii infects DCs or monocytes, they induce a
hypermotility phenotype and enhanced transmigration
Frontiers in Immunology | www.frontiersin.org 6126
capacity, effectively shuttling the parasite into the brain,
thereby functioning as a Trojan horse to cross the BBB (38). In
TKO animals, we observed an increased parasite burden in the
periphery but the opposite in the brain on d10 p.i. (Figure 1).
This is also associated with a dysregulated DC and CD8+ T cell
recruitment to the spleen (Figures 2 and 4). To investigate
whether and how impaired immune pressure in the periphery
corresponds to altered immune cell composition in the brain, we
analyzed different immune cell populations in brains of T. gondii
infected mice on day 10 p.i. Using flow cytometry analysis, we
assessed recruited myeloid and lymphoid cells into the CNS
along with the resident microglia (Figure 5A). We observed
fewer numbers of myeloid cells recruited into the brain of TKO
mice, though not significant (Figure 5B). Interestingly, these
myeloid cells exhibited a similar phenotype to the peripheral cells
(Figures 2B, C and 3A) as they had reduced MHC I expression
A

B

C

FIGURE 2 | Reduced numbers of Ly6Chi monocytes and DCs in spleen of infected TKO mice. Immune cells were isolated from the spleens of T. gondii infected WT
(WT Tg, n=5) and TKO (TKO Tg, n ≥ 4) mice on day 10 p.i. and analyzed by flow cytometry. Following viability staining and the basic FSC/SSC gating, viable single
cells were chosen for further characterization. (A) Splenocytes were first gated based on surface expression of CD45, a hematopoietic marker, and CD11b, a
myeloid cell marker (left plot). CD11b+CD45+ cells were further gated for CD11c and CD11c+ cells identified as dendritic cells (DCs) (center plot). CD11c- cells were
further divided into inflammatory monocytes (Ly6G-Ly6Chi) and neutrophils (Ly6G+) (right plot). The total number of living cells and surface expression of MHC I and
MHC II were assessed for Ly6Chi monocytes (B) and DCs (C). Expression of MHC I and MHC II was quantified using the mean fluorescence intensity (MFI) of their
respective fluorochrome. Data shown in (A) is a representative of three independent experiments. Data shown in (B, C) represent three independent experiments;
symbols represent individual animals, columns represent mean values and error bars represent ± SEM. A Mann-Whitney test was used for statistical analysis.
**P < 0.01, ***P < 0.001.
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and normal TNF production (Figures 5B, 2B, C, and 3A).
Nonetheless, myeloid cells in the TKO-brain displayed slightly
reduced MHC II expression (Figure 5B), which is expected to be
due to the reduced presence of parasites in the brain in the acute
phase of infection and was not observed on Ly6Chi inflammatory
monocytes and DCs obtained from the spleens of TKO mice
(Figures 2B, C).

T. gondii activates resident microglia, which induces the
recruitment of immune cells into the brain (39). In infected
TKO mice, MHC I and TNF expression by microglia was
significantly reduced compared to WT mice (Figure 5C). In
contrast, circulating TNF was not altered in non-infected TKO
mice (Supplementary Figure 2D). Furthermore, in the brain of
infected TKOmice the size of CD8+ T cell pool and availability to
produce IFNg were slightly reduced (Figure 5D). The number
and IFNg production of brain CD4+ T cells was unchanged
whereas the number of NK1.1+ cells as well as IFNg production,
were slightly increased in acutely infected TKO mice (Figures
5E, F). To directly assess the ability of CD8+ T cells to migrate to
sites of T. gondii infection, we used a transwell migration assay.
CD8+ T cells were isolated from T. gondii-infected WT and TKO
Frontiers in Immunology | www.frontiersin.org 7127
mice and stimulated using CCL21 or CXCL12. Interestingly,
CD8+ T cells from spleens of infected TKO mice showed
significantly reduced migration upon both CCL21 and
CXCL12 ex vivo stimulation compared to WT mice
(Supplementary Figure 3A). This indicates that CD8+ T cells
from TKO mice possess a reduced capacity to migrate to the site
of infection in the acute phase that suggests a failure of the
immune system to limit infection by inducing tachyzoite
differentiation into bradyzoites.

An alternative explanation for the reduced pathogen burden in
brains of acutely infected TKO mice could be reduced parasite
shuttling by myeloid cells, a process which is CCL2-dependent (3,
39). In the serum of infected TKO mice CCL2 levels were slightly,
(albeit non-significantly) reduced (Supplementary Figure 3B)
which aligns with the number of myeloid cells in the brain
(Figure 5B). Correspondingly, mRNA levels of CCL2 and other
myeloid-associated chemokines such as CCL3, CXCL2 and
CXCL10 were reduced in brains of infected TKO mice at day 10
p.i. (Supplementary Figure 3C). This was also the case for IFNg
(Supplementary Figure 3D), which is known to induce
chemokine gene activity (40). Overall, an absent IP correlates
A B C

A’ B’ C’

FIGURE 3 | Cytokine production by APCs in spleens of T. gondii infected mice. Immune cells were isolated from the spleens of T. gondii infected WT (WT Tg, n=5)
and TKO (TKO Tg, n=4) mice on day 10 p.i. Isolated cells were then restimulated with T. gondii-lysate antigen (TLA) for 6 hours, stained and analyzed by flow
cytometry. (A–C) Histograms of Ly6Chi monocytes and DCs intracellular production of (A) TNF (B) IL-12 and (C) iNOS and their resulting MFI expression (A’–C’).
The histogram values (right side) represent the average percentage of positively expressing cells (determined by isotype control; in gray) for each respective immune
marker and group (WT in black; TKO in red outline). The bar (A–C) outlines where positive expression begins for each respective cell and marker. Data shown in
(A–C) are representatives of three individual experiments. Data shown in (A’–C’) represent three independent experiments; symbols represent individual animals,
columns represent mean values and error bars represent ± SEM. 2way ANOVA following Fisher’s LSD test was used for statistical analysis. *P < 0.05.
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with impaired early induction of adaptive immune responses,
leading to a loss of parasite control in the acute phase of infection,
subsequently resulting in an increased peripheral parasite burden.

WT and TKO Mice During Chronic T. gondii Infection
Parasite control during chronic neuroinflammation requires
persistent, basal levels of inflammation involving resident
microglia and recruited immune cells such as monocytes and
T cells. Upon chronic infection, we observed an increased
parasite burden in combination with a more severe weight loss
in TKO compared to WT mice (Figure 1E) that resembled
reactivated toxoplasmosis. To further investigate this phenotype,
immune cells were isolated from brains of chronically infected
mice and analyzed via flow cytometry. Ly6Chi inflammatory
monocytes and DCs exhibited comparable total numbers in the
brains of infected TKO mice (Figure 6A). Next, we determined
the influence of the IP on the functional capacity of resident
microglia and recruited immune cells in chronic inflammation.
Again, expression of MHC I continued to be impaired as all cell
types exhibited significant reduced expression (Figure 6B).
Microglia showed a slight increased expression of MHC II in
the chronic stage of infection, which is expected with an
increased parasite burden (Figure 6C). To investigate the
effector function of these cells in the chronic stage of infection,
we then analyzed their production of TNF, IL-12 and iNOS.
Frontiers in Immunology | www.frontiersin.org 8128
Ly6Chi monocytes recruited into the brains of TKO mice showed
a trend of increased TNF expression whereas significantly fewer
microglia were producing TNF when compared to WT mice
(Figure 6D,D’). Fewer DCs produced IL-12 while no differences
in producing microglia or Ly6Chi monocytes could be detected
between WT and TKO mice in the chronic stage of infection
(Figure 6E, E’). Interestingly, when assessing iNOS expression in
these cell types, they all, especially microglia, showed
significantly increased iNOS production in brains of TKO
compared to WT mice (Figure 6F, F’). These results show that
in the chronic stage of infection, TKO mice are able to induce
IFNg-driven anti-parasitic immune responses such as the
expression of iNOS. Although in TKO mice expression of cell
autonomous anti-parasitic effector molecules was induced, they
regardless were not able to sufficiently control parasite
proliferation in the brain. It is crucial to have T. gondii specific
T cells that can recognize active, ongoing parasite infection and
then prime the local cells to adequately defend and prevent
further parasite spread. Thus, we hypothesized that T cells are
responsible for the lack of parasite control in the chronic stage of
infection and we analyzed T cell responses in chronic
inflammation in more detail.

When assessing CD4+ and CD8+ T cell recruitment into the
brain, TKO mice compared to WT mice showed comparable
CD4+ T cell numbers, but a trend for fewer CD8+ T cells
A B
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FIGURE 4 | Reduced CD8+ T cell numbers and impaired Th1 responses in T. gondii infected TKO mice. Immune cells were isolated from the spleens of T. gondii
infected WT (WT Tg, n=5) and TKO (TKO Tg, n=5) mice on day 10 p.i. and analyzed by flow cytometry. Following viability staining and the basic FSC/SSC gating,
viable single cells were determined by first removing CD11b+ and CD3- immune cells. CD3+CD4+ and CD3+CD8+ T cells were identified for further analysis.
CD45+NK1.1+ cells were determined after gating out CD3+, CD8+, Ly6C+ and Ly6G+ cells. The total cell number of (A) CD8+ T cells, (B) CD4+ T cells, (C) NK1.1+

cells and (D) neutrophils, the percentage of IFNg producing cells and their respective IFNg production were measured. Data shown represents three independent
experiments; symbols represent individual animals, columns represent mean values and error bars represent ± SEM. A Mann-Whitney test was used for statistical
analysis. *P < 0.05.
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(Figure 7A). To further assess T cell functionality in response to
T. gondii, we analyzed IFNg and TNF production of CD4+ T cells
as well as IFNg and Granzyme B secretion by CD8+ T cells
following ex vivo TLA stimulation. Granzyme B is a cytotoxic
protein contained in granules of cytotoxic CD8+ T cells that is
able to induce apoptosis in neighboring infected cells after
release. Interestingly, we observed significantly increased
frequencies of IFNg and TNF secreting CD4+ T cells in TKO
mice compared toWTmice (Figure 7B) which is in concordance
with our finding that in whole TKO-brains significantly
enhanced TNF and non-significantly increased IFNg mRNA
levels can be found (Supplementary Figure 3E). Similar to the
immune response in the acute phase of infection, TKO mice
compared to WT mice showed a lower frequency of IFNg
producing CD8+ T cells (Figure 7C). Surprisingly, no
differences of granzyme B containing CD8+ T cells could be
detected between TKO and WT mice in brain tissue in the
chronic stage of infection (Figure 7C). Since it is described that
regulatory T cells (Tregs) mediate T cell suppression during the
acute phase of T. gondii infection, we next analyzed whether
TKO mice have changes in the recruitment of Tregs into the
CNS. And indeed, we found significantly reduced frequencies of
Frontiers in Immunology | www.frontiersin.org 9129
CD4+ Tregs in brains of TKO mice compared to WT mice in the
chronic phase of infection (Figures 7D, E). These results show
that the absence of the IP leads to reduced Treg frequencies in the
T. gondii infection model and subsequent reduced T cell
suppression, resulting in increased cytokine production by
CD4+ T cells (Figure 7B).

The immunoproteasome is crucial to induce T cell
maturation (41). Thus, we further analyzed different T cells
subtypes in respect to their surface expression of CD62L and
CD44, allowing us to distinguish between naïve (CD44-CD62L+),
central memory (CD44+CD62L+) and effector memory
(CD44+CD62L-) T cells. First, we investigated the number of T
cell subtypes recruited into the CNS and observed a significant
reduction of CD8+ T effector memory (Tem) cells but not CD4

+

T effector cells in brains of TKO mice in the chronic phase of
infection (Figures 7F, F’). To assess if this significant difference
in T cell differentiation is restricted to the chronic infection, we
investigated different T cell subtypes of splenocytes in uninfected
mice as well as infected mice in the acute and chronic phase of
infection (Figures 7G, H). Already uninfected TKO mice
showed a significant reduction of naïve CD8+ T cells and vice
versa a significant increase of naïve CD4+ T cells in spleen tissue
A

C D E F

B

FIGURE 5 | Impaired recruitment and IFNg-dependent activation of proinflammatory myeloid cells in TKO mice. Immune cells were isolated from brains of T. gondii
infected WT (WT Tg, n=5) and TKO (TKO Tg, n ≥ 4) mice on day 10 p.i. For the measurement of TNF and IFNg, brain cells were restimulated with TLA for 6 hours
and then stained and analyzed by flow cytometry. Following viability staining and the basic FSC/SSC gating, single cells were chosen for further characterization.
(A) Representative gating strategy using CD45 and CD11b to distinguish between microglia, myeloid cells and lymphoid cells (left plot) and representative plots from
from brain tissue of infected WT (center panel) and TKO (right plot) mice. CD11b+CD45int cells were identified as microglia and CD11b+CD45hi were identified as
recruited myeloid cells then divided into Ly6G- monocytes as depicted in Fig 2A. CD45+CD11b- cells were divided into CD3+CD8+ and CD3+CD4+ T cells.
CD45+NK1.1+ cells were determined after removing CD3+, CD8+, Ly6C+ and Ly6G+ cells. Total number of cells was assessed for recruited (B) myeloid cells,
(D) CD8+ T cells, (E) CD4+ T cells and (F) NK1.1+ cells. Recruited (B) myeloid cells and (C) microglia were measured for their surface expression of MHC I and
MHC II as well as their production of TNF. Recruited (D) CD8+, (E) CD4+ and (F) NK1.1+ cells had their IFNg production quantified. The expression or production of
each immune marker was quantified using the MFI of their respective fluorochromes. Data shown in A is a representative of three independent experiments. Data
shown in (B–F) represents three independent experiments; symbols represent individual animals, columns represent mean values and error bars represent ± SEM.
A Mann-Whitney test for comparing two groups and a 2way ANOVA followed by Fisher’s LSD test for comparing multiple groups was used for statistical analysis.
*P < 0.05; ***P < 0.001.
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compared to WT mice (Figures 7G’, H’ and Supplementary
Figures 2B, C), which is consistent with previous findings (15).
We found that TKO mice compared to WT mice had
significantly increased numbers of naïve CD4+ T cells as well
as comparable numbers of central memory T cells (Tcm) and Tem

cells throughout the infection (Figure 7G, G’’, G’’’).
Splenocytes of TKO mice compared to WT mice possessed

significantly fewer naïve CD8+ T cells in uninfected mice (Figure
7H’). However, during the course of infection WT and TKO
mice had comparable numbers of naïve CD8+ T cells (Figure
7H’’, H’’’), but TKO mice exhibited reduced Tem cells in the
chronic stage of infection (Figure 7H’’’). These data describe that
the absence of the IP hampers the ability to induce effector T cells
and affect CD8+ T cell differentiation into memory/effector T
Frontiers in Immunology | www.frontiersin.org 10130
cells, since an increased proportion of T cells were differentiated
into central memory cells (Figure 7H).

IP Deficiency Affects Apoptosis and Signaling via
STAT3 in TKO Mice in Chronic T. gondii Infection
Since T. gondii is known to infect APCs, DCs in particular, as
well as the IP primarily seems to affect CD8+ T cell numbers by
altered MHC I/peptide presentation, this suggests an important
role for APCs in the brain in the chronic stage of infection. To
further investigate this hypothesis, we determined the
frequencies of apoptotic APCs in brain (Figure 8A) and spleen
(Figure 8B) tissue of WT and TKO mice in the chronic stage of
infection. Using Annexin V and 7AAD, we assessed early and
late apoptotic APCs in infected animals in the chronic stage of
A B C

D E F

D’ E’ F’

FIGURE 6 | Increased anti-parasitic immune response in brains of TKO mice in chronic stage of infection. Immune cells were isolated from brain homogenate of
T. gondii infected WT (WT Tg, n=4) and TKO (TKO Tg, n=4) mice on day 28 p.i. For the measurement of TNF, IL-12 and iNOS brain cells were restimulated with TLA
for 6 hours, stained and analyzed by flow cytometry. Following viability staining and the basic FSC/SSC gating, single cells were chosen for further characterization.
Using the same gating strategy as described for Fig 2A and 5A, CD11b+CD45int microglia (MG), CD11b+CD45hiLy6G-Ly6Chi inflammatory monocytes and
CD11b+CD45+CD11c+ DCs were analyzed. (A) Total cell numbers were calculated as a percentage of live cells found in the brain for Ly6Chi monocytes and DCs.
The surface expression of (B) MHC I and (C) MHC II expression was determined on MG, DCs and Ly6Chi monocytes. Histograms of the intracellular production of
(D) TNF, (E) IL-12 and (F) iNOS and their resulting MFI (D’–F’). The histogram values (right side) represent the percentage of positively expressing cells (determined
by isotype control; in gray) for each respective immune marker and group (WT in black; TKO in red outline). The bar (D–F) outlines where positive expression begins
for each respective cell and marker. Data shown represent four independent experiments; symbols represent individual animals, columns represent mean values and
error bars represent ± SEM. 2way ANOVA followed by Fisher’s LSD test was performed for statistical analysis. *P < 0.05, ***P < 0.001.
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infection. First analyzing CD11b+ cells (to include microglia) in
brains from infected animals on day 28 p.i., we detected
comparable early apoptotic, but significantly increased
frequencies of late apoptotic cells in TKO mice compared to
WT mice (Figure 8A). Splenocytes were isolated from infected
animals on day 28 p.i. and all CD11b+ splenocytes were further
divided into Ly6Chi and Ly6Clo cells. We observed significantly
increased frequencies of early apoptotic Ly6Clo cells, whereas
significantly increased frequencies of late apoptotic Ly6Chi and
Ly6Clo cells were found (Figure 8B). Thus, with the absence of
the IP, APCs in brain and spleen tissue of chronically infected
animals have increased rates of apoptosis (Figures 8A, B). It is
conceivable that this is a potential mechanism, explaining the
observed reduced numbers of CD8+ Tem cells in brains of TKO
mice (Figures 7F’).

During inflammation, the IP is a crucial component needed
for cell signaling and protein degradation. Studies have
hypothesized that the IP plays a role in regulating pro-
Frontiers in Immunology | www.frontiersin.org 11131
inflammatory cytokines (42, 43). Thus, we aimed to determine
if deficiency of the IP affects any major cytokine signaling
pathways found in APCs such as MAPK/NF-kB or STAT
pathways. These signaling pathways are known to be
essentially involved in T. gondii containment (35, 44, 45) and
further can be manipulated by the parasite itself thereby using
them to evade the host immune system (46, 47). Bone marrow
derived macrophages (BMDMs) were stimulated with TLA ex
vivo and protein expression was analyzed via immunoblot
(Figures 8C). We analyzed different key proteins from
different stages of the MAPK/NF-kB pathway. No differences
in the phosphorylation of MEK and ERK could be detected
between WT and TKO mice following stimulation. We further
analyzed STAT3 and its phosphorylated variant (pSTAT3) as a
key component of the STAT pathway. BMDMs of TKO mice
compared to WT mice showed a marked reduction in STAT3
phosphorylation. It is described that STAT3, and subsequent
pSTAT3, are crucial components for cell survival and IL-6/10/12
A

F G G’ G’’ G’’’

F’ H H’ H’’ H’’’

B C D E

FIGURE 7 | Altered T cell differentiation in infected TKO mice. Immune cells were isolated from brain homogenate of T. gondii infected WT (WT Tg, n=4) and TKO
(TKO Tg, n=4) mice on day 28 p.i. For the measurement of IFNg, TNF and Granzyme B, cells were restimulated with TLA for 6 hours, stained and analyzed by flow
cytometry. (A) Total number of CD4+ and CD8+ T cells recruited to the brain. (B, C) Intracellular production of proteins in T cells was characterized by the
percentage of cells positive for IFNg, Granzyme B or TNF. (D) Representative gating for regulatory T cells after selecting CD11b-CD3+ cells. Tregs were determined
by gating for CD4+FoxP3+ cells. (E) The frequency of recruited FoxP3+ cells was calculated as a percentage of CD4+ T cells in the brain. Using CD62L and CD44,
CD4+ and CD8+ T cells were divided into naïve (CD62L+CD44-), T central memory (Tcm, CD62L

+CD44+) and T effector memory (Teff, CD62L
-CD44+) populations.

Total number of differentiated (F) CD4+ and (F’) CD8+ T cells from the brains of WT and TKO mice from day 28 p.i. (G, H) Immune cells were isolated from spleens
at steady state, day 10 p.i. (acute) and day 28 p.i. (chronic) from WT and TKO mice and analyzed by flow cytometry. (G, H) Representative gating strategies of these
T cell subpopulations for both CD4+ and CD8+ T cells (acute stage shown). The absolute number of CD4+ and CD8+ T cells for the respective subpopulations from
WT and TKO mice (G’, H’) non-infected, (G’’, H’’) acute stage infection, (G’’’, H’’’) chronic stage infection. Data shown in D, G & H are representatives of three
independent experiments. Data shown in A–C, E, F, F’, G’-G’’’ and H’–H’’’ represent four independent experiments; symbols represent individual animals, columns
represent mean values and error bars represent ± SEM. In C&E a Mann-Whitney test for comparing two groups and in A, B, F, F’, G–G’’’ and H–H’’’ a 2way
ANOVA followed by Fisher’s LSD test were used for statistical analysis. *P < 0.05; **P < 0.01, ***P < 0.001.
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signaling (48–50). This finding fits to our observation of
increased apoptosis in brains of TKO mice in the chronic stage
of infection. These data highlight that the absence of the
IP impairs STAT3 signaling via dysregulated phosphorylation
(Figure 8C and Supplementary Figures 5A, B), correlating with
the observed reduced myeloid cell survival (Figures 8A, B) and
altered T cell differentiation (Figures 7F, F’) in infected TKO
mice in the chronic stage of infection.
DISCUSSION

The results presented in the current study demonstrate that the
IP is a crucial component of the immune system for the
transition between innate and adaptive immune responses
against T. gondii. The absence of the IP subunits LMP2,
MECL-1 and LMP7 indirectly showed a reduced ability of
APCs to present peptides to T cells by displaying decreased
MHC I cell surface level, thereby reducing the pool of the
available CD8+ T cells, all crucial steps for T. gondii
containment and clearance. Furthermore, these APCs were
Frontiers in Immunology | www.frontiersin.org 12132
more prone to apoptosis and lacked STAT3 phosphorylation.
Ultimately, this impaired immune response lead to an inability of
TKO mice to control parasite proliferation, causing reactivation
of toxoplasmosis resulting in an increased susceptibility of TKO
mice in a T. gondii infection model.

TKO mice showed an increased weight loss during the
chronic course of T. gondii infection that is often associated
with an enhanced immune response. And in fact, brain tissue of
chronically infected TKO mice showed increased TNF and IFNg
as well as increased production of these cytokines released by
CD4+ T cells in the chronic phase of infection. Nevertheless, T.
gondii infected TKO mice showed an inability to control the
parasite burden, particularly, in the acute phase but also in the
chronic phase of infection. This inability for early parasite
containment is presumably caused by a delayed antigen
presentation by APCs. Dysregulated antigen presentation by
APCs can delay parasite specific T cell activation and
proliferation thereby delaying expression of IFNg induced anti-
parasitic effector molecules. This mechanism aligns with other
infection models using TKO animals. Infection with Brucella
abortus in TKO mice led to an increased bacterial burden. This
was associated with an impaired MHC I presentation of CD11c+

cells and a reduced percentage of both CD4+ and CD8+ IFNg
A B

C

FIGURE 8 | Altered STAT3 signaling in TKO APCs. Immune cells were isolated from the brain and spleen tissue of T. gondii-infected WT (WT Tg, n=5) and TKO
(TKO Tg, n=5) mice on day 28 p.i. and analyzed by flow cytometry. (A, B) Isolated cells were stained with Annexin V and 7AAD to determine early apoptotic (7AAD-

AnnexinV+) and late apoptotic (7AAD+AnnexinV+) cells. (A) Percentage of early and late apoptotic CD11b+ cells isolated from brain tissue. (B) Percentage of early
and late apoptotic Ly6Chi and Ly6Clo mononuclear cells isolated from spleen. (C) Bone marrow derived macrophages from WT and TKO mice were treated with
30mg/ml toxoplasma lysate for the depicted time. Proteins were isolated and quantified via Bradford assay and immunoblotted using pMEK (Ser217/221), Erk, pErk
(Thr202/Tyr204), Stat3, pStat3 (Tyr705) and GAPDH antibodies. For apoptosis assay, n=5. Data shown in (A, B) represent three independent experiments; symbols
represent individual animals, columns represent mean values and error bars represent ± SEM. Data shown in (C) represents a representative of three independent
experiments. 2way ANOVA followed by Fisher’s LSD test was used for statistical analysis. *P < 0.05, **P < 0.01.
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producing T cells as well as fewer Granzyme B producing CD8+

T cells (37). Similarly, infection with the protozaon Trypanosoma
cruzi in TKO mice resulted in reduced MHC I expression and
altered CD8+ effector T cell function, in both quantity
and quality as there were fewer overall CD8+ effector cells and
fewer IFNg producers (36). However, depending on the pathogen
type, its organ specificity and impaired IP subunit expression as
well as the duration of the challenge, the IP’s contribution varies.

In a Leishmania major infection model, the absence of the
subunit LMP7 had no effect on the ability of DCs to stimulate CD8+

T cells in bothWT and LMP7-/- mice, as well as the authors showed
similar IFNg production and T cell proliferation (51). The role of
LMP7 was further highlighted in a malaria infection model, since
the absence of LMP7 resulted in lower parasite growth, reduced
parasite burden but an enhanced immune response with increased
phagocytosis activity (52). LMP7-/- mice displayed reduced MHC I
expression on APCs (53) and infected LMP2-/- mice showed a
strong reduction (~70%) of CD8+ lymphocytes compared to WT
mice (54). In addition, MECL-1-/- mice similar to LMP2-/- mice,
showed a reduction of CD8+ T cells in the spleen compared to WT
mice (55), at which MECL-1 contributes to T cell homeostatic
expansion (56). Notably, using the LCMV infection model,
Nussbaum et al., observed that although LMP2-/- or LMP7-/- mice
had fewer CD8+ T cells, these animals were able to mount strong
CD8+ anti-viral immune responses demonstrated by similar kinetics
of viral clearance compared toWTmice (57). In addition, analyzing
the role of mouse adenovirus type 1 infection in pathogenesis of
TKOmice the authors detected age-dependent differing effects (58).
All these studies demonstrate that the role of the IP during infection
is multifaceted and most likely pathogen specific.

DCs and Ly6Chi monocytes in spleens of acutely infected TKO
mice possessed a slightly increased production of TNF but not IL-
12, indicating that parasite detection was still intact. However,
Ly6Chi monocytes and DCs from TKO mice showed reduced cell
numbers with impaired MHC I expression in spleen and brain
tissue during both the acute and the chronic stage of infection. This
reduced recruitment of APCs to the sites of infection not only delays
IFNg induced T cell priming, but also leads to a delayed initiation of
the adaptive immune response as fewer APCs are able to present
parasite specific antigens. Thus, in the acute phase of infection an
attenuated inflammation can be detected which is similar to the
phenotype observed in models of autoimmune-related myocarditis
and experimental autoimmune encephalomyelitis due to
immunoproteasome inhibition (59, 60). In contrast, an opposite
scenario could be observed during the chronic stage of infection
where Ly6Chi monocytes and DCs could be found in the brain of
TKO mice which released higher levels of TNF and iNOS. In
addition, proinflammatory cytokines were increased in whole brain
homogenates of chronically infected TKO mice. These results
indicate a dysregulated immune response to T. gondii. In the
absence of the immunoproteasome, an efficient immune response
cannot be initiated during the acute phase of infection. Further, the
resulting excessive inflammatory response in the chronic phase is
insufficient to efficiently control the infection. This is in
concordance with previously published data showing that IP-
formation is crucial for protection from virus-induced
Frontiers in Immunology | www.frontiersin.org 13133
inflammatory tissue damage as observed in coxsackievirus B3
myocarditis (27). Notably, enhanced NF-kB activity and TNF
production can be mediated even in the absence of
immunoproteasomes as observed in our study e.g. by increasing
the degradation of the NF-kB inhibitor IkBa through 20S
proteasome complexes associated with the proteasome activator
PA28 that is constitutively expressed in various tissues (61, 62).

An impaired MHC I-antigen peptide activation of CD8+ T
cells is in line with previous results illustrating the pivotal role of
the IP subunit LMP7 during T. gondii infection in regard to
induction of DC driven activation of cytotoxic CD8+ T cells (24).
Furthermore, mice deficient for the single IP subunits LMP2 or
LMP7 showed increased susceptibility to T. gondii infection and
displayed less IFNg-secreting CD8+ T cells following infection
although they had similar numbers of activated CD8+ T cells
compared toWTmice (24). It should be noted that in our study a
lower dose of T. gondii as well as a different infection route was
used, thus reducing inflammation that resulted in reduced
susceptibility of TKO mice compared to single subunit knock
out mice in T. gondii infection (24).

As described above, T. gondii infected TKO mice showed a
clearly reduced capability of APCs for antigen presentation, further
suggesting a delayed induction of a Th1 adaptive immune response
to T. gondii in TKO mice. And in indeed, we observed reduced
numbers of CD8+ T cells as well as IFNg producing CD4+ T cells in
spleens of infected TKO mice in the acute phase of T. gondii
infection, whereby parasite proliferation is not restricted properly.
In addition, we detected increased numbers of NK1.1+ cells in
brains of infected TKO mice which could possibly compensate for
the absence of activated CD8+ T cells.

Similar to the NK1.1+ cells in brains of TKO mice in the acute
phase of infection, it seems that CD4+ T cells in the brain of TKO
mice in the chronic phase of infection could compensate for the
reduced CD8+ T cell response. We found significantly more IFNg
and TNF producing CD4+ T cells in brains of infected TKOmice in
the chronic stage of infection. This correlates with an increase in
iNOS production inmononuclear cells. Given the fact that iNOS is a
crucial anti-parasitic effector molecule during chronic infection (63),
it could compensate in part for the lack of CD8-mediated
intracellular parasite clearance in the brain. In contrast, TKO
mice exhibited reduced CD8+ Tem cells in the chronic stage of
infection suggesting that the absence of the IP hampers the ability to
induce effector T cells timely after infectious challenge.

Regulatory T cells (Tregs), as a subpopulation of T cells, are
important to suppress T cell function to regulate self-tolerance
thereby preventing autoimmunity (64). We hypothesized that fewer
Tregs would affect the contraction phase of the T cell response.
Usually, the contraction phase begins once the pathogen has been
cleared. This in turn leads to the upregulation of exhaustionmarkers
resulting in apoptosis (65–67). Although parasites are still present, it
is possible that the reduced MHC I/TCR signaling leads to reduced
CD8+ T cell interaction with their associated antigen, thus behaving
as if there is no pathogen present, ultimately starting exhaustion
earlier than anticipated. Infected TKO mice, however, showed
comparable expression of T cell exhaustion and apoptosis
markers in CD8+ and CD4+ T cells (Supplementary Figure 4).
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Further, we found increased numbers of apoptotic monocytes in
spleens of TKOmice in the chronic phase of infection. This could be
explained by the inability of TKO derived myeloid cells to induce
STAT3-signaling by its phosphorylation, a mechanism which has
also been described in Th17 cells after IP inhibition (68). Consistent
with this finding, STAT3-deficiency in B lymphocytes has been
shown to induce apoptosis in a model of experimental autoimmune
uveitis (69). However, it still has to be investigated whether the
observed apoptosis is caused by direct parasite invasion or by the
absence of the IP itself.

In summary, our results established the importance of the IP in
infection-induced neuroinflammation with T. gondii. Without the
IP, animals were impeded in developing an efficientT. gondii specific
Th1 immune response. With reduced MHC I expression, CD8+

T cell numbers and IFNg in the acute phase, TKO mice were not
able to control parasite proliferation, especially by their inability to
promote the transition of the acute phase to an efficient long lasting
immune response during the chronic stage of T. gondii infection.

We described an enhanced compensatory CD4+ T cell effector
function in TKOmice with increased IFNg release during the course
of infection. In addition, we detected increased production of iNOS
in microglia and myeloid subsets and overall enhanced TNF level in
brain tissue of chronically infected TKO animals as well as reduced
numbers of regulatory T cells, reduced STAT3 phosphorylation but
increased induction of apoptosis in myeloid cells. This study
demonstrates that IP deficiency leads to impaired parasite control
and thus increased susceptibility of these animals to T. gondii,
highlighting the importance of the IP in terms of induction and
maintenance of T. gondii-induced neuroinflammation.
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Tissue-resident immune cells reside in distinct niches across organs, where they
contribute to tissue homeostasis and rapidly respond to perturbations in the local
microenvironment. Innate lymphoid cells (ILCs) are a family of innate immune cells that
regulate immune and tissue homeostasis. Across anatomical locations throughout the
body, ILCs adopt tissue-specific fates, differing from circulating ILC populations.
Adaptations of ILCs to microenvironmental changes have been documented in several
inflammatory contexts, including obesity, asthma, and inflammatory bowel disease. While
our understanding of ILC functions within tissues have predominantly been based on
mouse studies, development of advanced single cell platforms to study tissue-resident
ILCs in humans and emerging patient-based data is providing new insights into this
lymphocyte family. Within this review, we discuss current concepts of ILC fate and
function, exploring tissue-specific functions of ILCs and their contribution to health and
disease across organ systems.

Keywords: innate lymphoid cell (ILC), NK cell, tissue-resident immune cells, tissue homeostasis, autoimmunity,
inflammation, immune tolerance
INTRODUCTION

Innate lymphoid cells (ILCs) orchestrate immune responses to signals such as cytokines, alarmins,
neuropeptides and hormones, interacting with hematopoietic and non-hematopoietic cells alike.
ILCs lack rearranged antigen receptors and while predominantly tissue-resident, are also observed
in circulation and secondary lymphoid tissues where they exhibit distinct spatial and temporal
functions (1). Outside of roles in immunity, ILCs have key roles in maintaining tissue homeostasis,
promoting tissue repair, and regulating inflammation. Via crosstalk with parenchymal cells, ILCs
are also involved in processes previously thought to lack immune system influence, such as thermal
regulation, neuronal signal transduction, circadian rhythms, and tissue remodeling (2–6). The
regulation of both immune functions and tissue-specific processes by ILCs highlights the
importance of understanding how they respond and function within tissue niches, and
conversely how ILC biology is controlled by the microenvironment in which they reside.

Development of ILCs in non-lymphoid tissues occurs when circulating ILC progenitors seed tissue
niches, and requires the expression of local survival factors including IL-7 and thymic stromal
lymphopoietin (TSLP) (7, 8). Differentiated ILCs express signature cytokines and transcription
factors that parallel CD4+ and CD8+ T cells in both humans and mice (Figure 1) (6, 8), and can be
org March 2022 | Volume 13 | Article 8369991137
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broadly categorizedas cytotoxic (NKcells) ornon-cytotoxic ‘helper’
ILCs. Human NK cells express TBET and Eomesodermin
(EOMES), release IFN-g and TNF-a and are grouped into
CD56dimCD16+ or CD56brightCD16- NK cells. CD56dimCD16+

NK cells express killer cell immunoglobulin-like receptors (KIRs)
and exhibit profound cytotoxic potential (6, 8). CD56brightCD16-

NK cells lack KIR expression but are superior producers of IFN-g
and TNF-a (9, 10). NK cells discriminate between self and non-self
or altered-self and function in anti-viral and anti-tumor immunity
similar to CD8+ cytotoxic T cells (6, 8). ‘Helper’ ILC (hILCs) are
non-cytotoxic and are classified based on function and
development into Group 1 (ILC1s), Group 2 (ILC2s), Group 3
(ILC3s) as well as Lymphoid Tissue inducer LTi cells (6). ILC1s
produce IFN-g in a TBET-dependent but EOMES-independent
manner (6). ILC2s express GATA-3 and RORa and secrete
interleukin (IL)-4, IL-5, IL-9, IL-13 and Amphiregulin (AREG),
aiding in anti-parasite immunity or the promotion of allergic
responses (6). ILC3s rely on the transcription factor RORC and
produce IL-22, IL-17, and GM-CSF (6). ILC3s include subsets
which express natural cytotoxicity receptors (NCRs) NKp44
(human) and NKp46 (mouse and human). LTi cells express
ILC3-associated transcription factors and cytokines but also
express surface Lymphotoxin (sLT) (11). Further, ILCs with
immunosuppressive activity have been identified in cancer,
intestinal inflammation, allergy, autoimmunity and ischemia
reperfusion injury (12–18). These include both NK-like ILCs, IL-
10producing ILC2s (ILC210) and ID3

+ regulatory ILCs [reviewed in
Jegatheeswaran et al. (19)]. Despite growing appreciation of ILCs
with regulatory functions, their development and function are
poorly characterized, particularly in humans.

Mouse studies identified central roles for ILCs in regulating
tissue homeostasis, repair and remodeling, transforming our
understanding of cellular interactions between immune cells and
the tissues in which they reside. Across tissue microenvironments,
ILCs adapt and acquire distinct phenotypes and functional
properties (Figure 2). While ILC subsets have important
functions within these tissues, dysregulation of ILC numbers and
functions is associated with diverse human pathologies including
arthritis, diabetes, psoriasis, asthma, and inflammatory bowel
disease [reviewed in (20)], highlighting the need to identify how
local tissue factors promote or inhibit inflammatory ILC responses.
Within this review, we explore NK cell and hILC biology across
different tissues in health and disease, highlighting evidence of
similarities between human and mouse ILC function where data is
available. We summarize current understanding of organ-specific
functions of ILCs, focusing on their contributions to tissue
homeostasis, host-defense, and inflammatory disease progression
across the body.
ILCS IN THE NERVOUS SYSTEM

While the central nervous system (CNS) is considered an immune-
privileged site with minimal immune infiltrate, ILCs have been
identified in the CNS of healthy humans and mice, accounting for
~2.5% of leukocytes by sequencing (21–25). CNS-resident NK cells
are present in low proportions in the naïve mouse brain and
Frontiers in Immunology | www.frontiersin.org 2138
enriched in a IL-2R+ CD27+ CD62Lhigh subset, suggesting a more
mature phenotype compared to infiltrating NK cells (22). CNS
ILC2s accumulate with age and reside in the healthy murine
meninges, localizing within dural sinuses and surrounding blood
vessels (23–25). Interestingly, the transcriptional profile of
meningeal ILC2s showed downregulation of genes related to
metabolism, signal transduction, and inflammation compared to
lung-derived ILC2s, suggesting a tissue-specific quiescent
adaptation to the CNS environment (23). Upon spinal cord
injury in mice, ILC2s migrate to the injured site independently of
IL-33 and upregulate Calca (CGRP) and its receptor Ramp3,
associated with nerve regeneration (23), yet the regenerative
activity of ILC2s in the spinal cord remains to be
demonstrated experimentally.

ILCs in Multiple Sclerosis
Multiple sclerosis (MS) is a demyelinating and neurodegenerative
autoimmune disease that is one of the most common neurological
disabilities in young adults (26). NK cells mediate several
treatment-related effects in MS patients (Figure 3A). For
example, Daclizumab targets the high affinity IL-2 receptor
(CD25), inhibiting activated T cells and resulting in greater
availability of IL-2, which expands CD56bright NK cells
expressing high levels of the medium-affinity IL-2 receptor chain
(CD122) (18, 27). This expansion of CD56bright NK cells or
elevated baseline expression of CD122 in patients correlated
with lower inflammation and fewer inflammatory lesions (18,
28). While T cells are only modestly depleted by Daclizumab
directly, induction of T cell apoptosis by CD56bright NK cells is
supported by findings of Granzyme K+ NK cell co-localization
with T cells in active MS lesions (18, 29, 30). Takahashi et al.
further found that during the remission phase of MS, CD95
expression increased on NK cells alongside decreased response
of memory T cells, suggesting that CD95+ NK cells regulate
autoimmune memory T cell responses during remission (31). In
autologous hematopoietic stem cell transplantation, another MS
treatment modality, NK cells reconstitute faster than CD4+ T cells
and regulate disease-promoting Th17 cells via NKG2D-mediated
cytotoxicity, preventing lesion formation and relapse (32).

A higher ratio of CD56bright to CD56dim NK cells is observed
in the cerebrospinal fluid of patients with MS compared to those
with other inflammatory and non-inflammatory neurological
diseases, suggesting an MS-specific alteration in resident NK
cells with controversial effects on the abundance of NK cells in
circulation (30, 33, 34). Despite conflicting findings regarding
abundance, circulating CD56bright NK cells from MS patients
have reduced IFN-g production in response to IL-12 and an
impaired ability to regulate autologous CD4+ T cells compared to
healthy controls (33, 35). This impaired regulatory capacity was
due to HLA-E upregulation on autologous T cells engaging the
inhibitory receptor NKG2A on NK cells (35). Further, DNAM-1
and 2B4 were reduced on NK cells alongside reduced expression
of the DNAM-1 ligand CD155 on CD4+ T cells, while
Daclizumab treatment induced CD155 upregulation on T cells
to partially rescue the impaired ability of NK cells to regulate
autologous T cells (30). A genome-wide association study of MS
patients demonstrated lower expression of TBX21 and EOMES in
March 2022 | Volume 13 | Article 836999
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NK cells, supporting that impairment of NK cells may be a driver
of MS (36).

Using the experimental autoimmune encephalomyelitis (EAE)
model ofMS, Hao et al. demonstrated the importance of CX3CR1-
mediated recruitment in generating disease-ameliorating CNS-
resident mouse NK cells (37). Transmigration of NK cells into the
CNS partially depends on VLA-4 binding to endothelial VCAM-1,
as antibody blockade of VLA-4 reduces NK cell recruitment by 40-
70% (30, 38). Absence from or blocked transmigration results in
excessive proliferation of myelin-reactive CD4+ T helper 17
(Th17) cells, indicating that NK cells must be within the CNS to
limit myelin-specific T cell activity and disease progression (37).
Mouse NK cell-mediated disease amelioration required an NCR-
and perforin-dependent lysis of microglia to abrogate Th17
expansion (37). The tight proximity of microglia and NK cells
requires reciprocal chemoattraction through secretion of MIP-1a
and MCP-1 by NK cells and microglia, respectively (37, 39).
Frontiers in Immunology | www.frontiersin.org 3139
Additionally, NK cells dampen EAE pathogenesis by directly
modulating infiltrating CCR2+Ly6Chi monocytes in an
acetylcholine-dependent fashion. Adoptive-transfer of choline
acetyltransferase (ChAT)-expressing NK cells into the CNS of
Cx3cr1-/- mice reduced the abundance of infiltrating monocytes
(40). ChAT+ NK cells dampened TNF-a, IL-1b, IL-12 and Qa-1
expression by monocytes through engaging the a7-nicotinic
acetylcholine receptor, rendering myeloid cells more susceptible
to lysis (40). ChAT+ NK cells preferentially localize to active
demyelinated lesions in the human brain, suggesting this
mechanism of microglial regulation may translate to human MS
as well (40). While dampening myeloid and T cell activity reduces
disease severity, murine NK cells negatively impact regeneration
through lysis of Qa-1low neuronal stem cells in the sub-ventricular
zone, altering neuronal repair and impairing recovery in later
disease (41). Of note, NK cell activation via NKG2D triggered
motor neuron destruction in models of amyotrophic lateral
FIGURE 1 | Common phenotypic markers of mice (top) and human (bottom) ILCs and their common cytokine expression profiles. Cytotoxic Natural Killer cells can
be subdivided into two major subsets based on surface marker expression in both mice and humans. In mice, NK cells are subdivided into two subsets based on
CD27 and CD11b expression: CD27highCD11b- immature NK cells and mature CD27lowCD11b+ NK cells. In humans, CD56brightCD16- and CD56dimCD16+ are
generally used to identify immature and mature NK cells in blood. However, tissue NK cells often display a CD56brightCD16- phenotype. ILC1s, ILC2s, and ILC3s are
classified based on surface marker and transcription factor expression profiles that parallel CD4+ T helper subsets. ILC3s are further subdivided into natural
cytotoxicity receptor (NCR)+ and NCR- subsets. Created with Biorender.org.
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sclerosis, suggesting pathological NK cell-mediated lysis of
neurons is not specific to MS/EAE (42).

Other ILCs have been identified in MS too, although
inconsistent phenotyping has hindered identification of these
ILCs. A sizable fraction of CD3- IL-17+ RORgt+ cells associate
with newly formed meningeal lymphoid follicles of MS patients,
suggestive of ILC3 involvement (43). In mice, CD3-RORgt+
Frontiers in Immunology | www.frontiersin.org 4140
populations in the cerebellum after EAE induction were
predominantly CD4-, consistent with ILC3 identity (44).
Hatfield et al. reported both NCR+ and NCR- ILC3s and CD4+

CD3- LTi-like ILC3s within the meninges of healthy mice which
proliferated and accumulated downstream of c-kit signaling
during EAE induction (45). Meningeal ILC3s produce IL-17
and GM-CSF, and express co-stimulatory molecules OX40L
FIGURE 2 | Body-wide distribution and surface phenotypes of human ILCs. Surface marker expression of CD56dim NK cells (teal), CD56brightNK cells (dark blue),
ILC1s (purple), ILC2s (green), NCR- ILC3s (red) and NCR+ ILC3s (pink) in nervous system, lung, heart, liver, kidney, gut, reproductive system, adipose tissue, and
skin. ILC subsets that have not yet been identified during steady state visualized in lighter color. Represented selection of ILC markers is based on the consistent use
of these markers across multiple independent studies. Created with Biorender.org.
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and CD30L. They accumulated near Th17 cells and antigen
presenting cells (APCs) and facilitated T cell activation and entry
into the brain parenchyma in a T-bet-dependent fashion,
h i gh l i gh t ing a ro l e f o r ILC3s in e s t ab l i sh ing a
microenvironment that sustains Th17 responses in EAE (45, 46).

Helper ILCs (hILCs) are also affected by Daclizumab treatment
and appear to play a sex-biased role in MS/EAE. Untreated MS
patients presenting with elevated white blood cell counts displayed
higher levels of RORgt+ ILCs in their cerebrospinal fluid (47).
Daclizumab treatment lowered CXCL13 levels and the abundance
of Lin-c-kit+RORgt+ ILCs, suggesting that ILC3 inhibition may be
another beneficial effect of Daclizumab treatment (48). In vitro
differentiation of c-kit+ ILC precursors and CD34+ hematopoietic
progenitor cells under high IL-2 conditions favored the
Frontiers in Immunology | www.frontiersin.org 5141
development of CD56bright NK cells and restrained ILC3
differentiation, implying that greater in vivo IL-2 availability
affects the development of ILCs by altering subset composition
(48). MS has a higher prevalence in females and is correlated with
reduced accumulation of ILC2s in EAE models (49). Interestingly,
male mice that have reduced c-kit signaling (KitW/Wv) failed to
accumulate ILC2s and adopted a female disease phenotype
suggesting a sex-dependent role for ILC2s in protection from
EAE pathogenesis (49). Il33 expression is only upregulated in male
mice after myelin peptide immunization, and IL-33
administration in female mice expands ILC2s and provides
protection from EAE, while anti-IL-33 treatment abrogates
protection in male mice, further supporting sex effects on ILC2
function, dependent on differential IL-33 availability (50).
B

C

A

FIGURE 3 | ILCs in the nervous system. Limited information exists on human ILCs in the nervous system at steady state due to challenges in obtaining samples,
however, several studies focus on ILC activity in multiple sclerosis or stroke. (A) Daclizumab-driven inhibition of T cells resulted in the expansion of NK cells and the
elevated lysis of T cells. Daclizumab treatment lowers the abundance of Lin-c-kit+RORC2+ ILCs and dampens Th17-associated inflammation by lowering IL-17 and
GM-CSF. ChAT+ NK cells preferentially localize to demyelinated lesions in the human brain to dampen monocyte-driven inflammation via the a7-nicotinic
acetylcholine receptor (a7nAChR), rendering myeloid cells more susceptible to lysis at early stages of MS. Conversely, NK cell-mediated lysis negatively impacts
regeneration during later stages of MS by targeting, Qa-1low neuronal stem cells. NK cell activation may be impaired by NKG2A/HLA-E interactions with autologous
CD4+ T cells. (B) After a stroke, CX3CL1 from hypoxic neurons recruits NK cells, while local IL-15 levels facilitate NK cell enrichment and promote high NKG2D
expression and neuronal lysis. (C) ILC2s impact neurological functions in murine brain and are supported by exogenous IL-33 to suppress T cell inflammation and
enhance neurogenesis. Created with Biorender.org.
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ILCs in Cerebral Ischemia (Stroke)
After a stroke, human peripheral blood NK cells are reduced
early (< 72h) and the degree of reduction as well as expression of
activation markers positively correlates with infarct volume (51,
52). Within 12 hours of intracerebral hemorrhage,
CD69+Perforin+ NK cells become the dominant immune cell
type in perihematomal regions (21). 24h following a stroke,
CD69+NKp46+ cell numbers peaked in the brain and remained
elevated (52). In mice, the accumulation of NK cells during the
acute phase of stroke is mediated by the release of CX3CL1 by
hypoxic neurons (53). Recruited NK cells accumulate in an IL-
15-rich environment, adopt an activated phenotype, and mediate
neuronal lysis through missing-self activation (Figure 3B) (53).
Ischemia-reperfusion injury (IRI) induces IL-15 production by
neurons, astrocytes and microglia, blockade of which reduced
IFN-g+ NK cells in the murine brain (54). Liu et al. reported that
cholinergic signaling in the brain and catecholaminergic
signaling in the periphery suppressed NK cell function after
cerebral ischemia, contributing to post-stroke susceptibility to
infection (52). While adrenergic activation suppressed NK cell
abundance and function in the periphery, cholinergic signaling
reduces Runx3 expression in CNS NK cells, leading to a decline
in NK cell responsiveness and demonstrating the involvement of
distinct neural pathways in regulating the spatial activation of
NK cells in mice and humans (52). In humans, the microRNA
(miRNA) profile of peripheral NK cells is altered after stroke and
inhibition of miRNA-451a and miRNA-122-5p partially restored
CD69 and NKG2D expression, suggesting that targeting
miRNAs may alleviate immunosuppression observed after a
stroke (51). Although data supporting a role for helper ILCs in
response to stroke is scarce, early after an acute cerebral
infarction circulating ILC1s increased and ILC2s decreased,
correlating to serum ox-LDL levels, suggesting lipid-mediated
regulation of ILC1 and ILC2 abundance (55).

ILCs in Neurological Function
Murine studies support a role for ILCs in regulating neurological
function. Depletion of NK cells using anti-NK1.1 improved
cognitive function, enhanced neurogenesis, and reduced
microglial inflammation but did not affect b-amyloid
concentration in a mouse model of Alzheimer’s disease (56).
NK cells exhibited altered expression profiles in the disease
model, with higher expression of Icam1, Ctsb, Ctsc, Ccl3 and
Ccl4 (56). Following NK cell depletion, microglia exhibited a
return to homeostatic morphology, reduced proliferation, and
reduced expression of pro-inflammatory mediators including
Il18, Il1a, Il1b and Tnf, suggesting that NK cells and type I
immunity contribute to cognitive decline by promoting
microglial inflammation (56). In line with these findings,
choroid plexus ILC2s accumulated and displayed a quiescent
state in the aged brain, which was reversed with IL-33
stimulation (57). In comparison to meningeal ILC2s, choroid
plexus ILC2s were resistant to senescence and exhibited higher
expression of Arg1 and genes associated with glycolysis that may
underlie their enhanced proliferative and cytokine-producing
capacity, and suggest niche-specific functionality (57).
Frontiers in Immunology | www.frontiersin.org 6142
Intriguingly, activation of ILC2s in aged mice or transfer of
activated ILC2s to the aged brain increased cognitive function,
potentially through IL-5-mediated suppression of T cell
inflammation leading to enhanced neurogenesis (Figure 3C)
(57). After traumatic brain injury, ILCs are increased in
frequency in human meninges and cerebrospinal fluid, and
treatment with AMPK-activating metformin in a murine
model specifically enhanced IL-10-producing ILC2s and
improved neurological outcomes (58). Together, this suggests
that ILC2s support neurological function and resolution of
inflammation while NK cells exacerbate cognitive decline.

ILCs in Peripheral Nervous System
Nervous system signaling in the periphery is also impacted by
ILC activity. Specialized pro-resolving mediators (SPMs) such as
PCTR1 are important for resolving inflammation and promoting
tissue repair (59). Acetylcholine promotes the enzymatic activity
of ILC3-derived 15-LOX-1, the initiating enzyme in PCTR1
biosynthesis (60). Production of SPMs is regulated by the
vagus nerve, and loss of vagus nerve signaling reduced
peritoneal ILC3s in mice resulting in poor resolution of
Escherichia coli infection (60). The circuit between ILC3s,
SPMs, and macrophages is key for resolving infection and
inflammation in the peritoneum (60).
ILCS IN THE LUNG

NK cells account for 10-20% of all lymphocytes in human and
murine lungs (61–63). Lung NK cells are marked by higher
CD57 and KIR expression, and lower CD27, indicative of a
mature phenotype (64). Despite their high KIR expression,
human lung CD56dimCD16+ NK cells are hypofunctional and
some CD56bright subsets are characterized by the expression of
markers associated with tissue-residency (e.g., CD69, ITGA1
(CD49a), ITGAE (CD103), and CXCR6) (61, 64). A review by
Hervier et al. nicely summarizes the development and function of
NK cell subsets in the human lung (65). In addition to NK cells,
all other helper ILC subsets have been observed in human lung,
albeit with conflicting reports on the relative abundance of
ILC1s, ILC2s and ILC3s that may reflect small sample sizes,
sampling location, or inter-donor heterogeneity (66, 67).

Recruitment as well as local proliferation of ILC precursors in
the lung during development shape the pool of tissue-resident
ILC subsets (Figure 4A). Oherle et al. identified that murine
pulmonary ILC3s develop from a local precursor pool sustained
by insulin-like growth factor 1 provided by alveolar fibroblasts
(68). Early-life seeding of ILC3s was protective against
pneumonia in a CCR4-dependent fashion, driven by a gut
commensal microbiota – dendritic cell (DC) axis (69). Similar
interactions between adventitial stromal cells and mouse ILC2s
were reported to sustain and regulate ILC2s homeostasis and
function (24, 70). Adventitial stromal cells release TSLP,
promoting basal IL-13 release by ILC2s, which in turn
activates adventitial stromal cells to produce IL-33 in a
homeostatic circuit (24). Interestingly, ILC2s localize around
March 2022 | Volume 13 | Article 836999

https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


Murphy et al. Tissue-Adapted Functions of ILCs
B

A

D

C

FIGURE 4 | ILCs in the lung. At homeostasis (A), IL-22 producing ILC3s are required for protection against pneumonia and require commensal gut bacteria for their
recruitment to the lungs. Once in the lung, ILC3s are sustained locally through insulin-like growth factor 1 (IGF1) from alveolar fibroblasts. In the steady state,
Adventitial stromal cell-derived TSLP promotes IL-13 production by ILC2s that drives stromal cells to produce IL-33. (B) During pulmonary tuberculosis (PTB), ILC3
accumulation in the lung is regulated by pathogen-derived AhR-ligands that in turn promote phagocyte function, formation of tertiary lymphoid structures and
enhanced protection. Similarly, infection by influenza virus triggers NKp46-dependent activation of NK cells resulting in IL-12 and type 1 interferon secretion by DCs
that promote NK cell activation. The release of CCL8 and IL-33 during respiratory viral infection facilitated ILC2 activation and AREG-dependent epithelial repair.
(C) In allergic lung inflammation, IL-13 from ILC2s induced Th2 cell differentiation by promoting migration of activated DCs to the draining lymph nodes. In mice,
administration of the CRTH2 ligand, prostaglandin D2, promotes ILC2 accumulation. Nociceptor Nav1.8+ sensory neurons activated lung ILC2s through vasoactive
intestinal peptide (VIP), while pulmonary neuroendocrine cells produced calcitonin gene related-peptide (CGRP) collectively promoting allergic inflammation in the
murine lung. Nasal polyps accumulate ILC2s in chronic rhinosinusitis, which supports eosinophils and promotes chronic airway inflammation. (D) IL-17A+IL-22+ ILCs
and NCR- ILC3s are increased in COPD. The lungs of COPD patients and smokers contain Neuropilin 1 (NRP1)-expressing ILC3s surrounding high endothelial
venules. NK cells may contribute to COPD, with higher CD57 expression, IL-15-dependent activation, and greater cytotoxicity against lung epithelial cells. Smoke
exposure may lead to a sustained loss of ST2 expression on ILC2s, reducing their responsiveness to IL-33 while paradoxically promoting ST2 expression on NK
cells that supports a type 1 response. Created with Biorender.org.
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the peribronchial and perivascular adventitial cuff regions
independent of microbial signals, IL-25, IL-33 or TSLP,
indicating that additional unknown signals regulate pulmonary
ILC2 development and recruitment (24, 70, 71). Whether
pulmonary ILC2s in mice and humans originate from other
tissues at steady state remains unclear, however mouse intestinal
ILC2s were demonstrated to traffic to the lungs in an S1P-
dependent manner after intraperitoneal IL-25 administration or
helminth infection, demonstrating coordination between tissue
sites to resolve multi-organ infections (72). Additional niche-
signals may be delivered through the ICOS : ICOSL axis that has
been demonstrated to sustain the pool of pulmonary ILC2s by
elevating anti-apoptotic genes and IL-2 responsiveness (73).
Intriguingly, ILC2s express both ICOS and ICOS-L, suggesting
that both self-sustaining and helper cell-dependent interactions
promote ILC2 homeostasis (73).

ILCs in Airway Infections
Airborne pathogens are a constant challenge within the lung, and
ILCs have a key role in anti-bacterial and anti-viral host defense
(Figure 4B). Helper ILCs accumulate in the lungs of patients
with pulmonary tuberculosis (PTB), while circulating ILCs are
reduced (74), suggesting trafficking of ILCs to the lung. ILC3s are
critical for host defense in PTB, as specific deletion of ILC3s
(Ahrfl/flRorgtCre) increased mycobacterial burden, and impaired
the accumulation of alveolar macrophages and formation of
protective lymphoid follicles in granulomas (74). Mycobacterial
pigments serve as ligands for Aryl hydrocarbon receptor (AhR),
a key transcription factor for ILC3 development and function,
suggesting an alternative mechanism of ILC3 activation in
tuberculosis infection (75). In addition, ILC3s recruited to
murine lungs produced IL-17A and IL-22 to enhance
protection and support phagocytic functions of inflammatory
monocytes to mediate clearance of bacterial infections (76, 77).

NK cells are critical in controlling viral infections in the lung.
Indeed, influenza infection is lethal in Ncr1-/- mice (78).
However, adoptive transfer and antibody-depletion
experiments showed that NK cells exacerbated influenza
morbidity and mortality in a manner dependent on virus titer
(79). Differences in mouse genetic backgrounds, influenza
strains, and infectious dosage complicate the interpretation and
translation of these findings. In humans, viral hemagglutinin on
infected cells triggered NKp46-dependent activation of NK cells,
and upregulation of the NKG2D ligand ULBP on infected DCs
and elevated secretion of IL-12 and type 1 interferon facilitated
NK cell activation and cytolysis in response to influenza (80, 81).
In a human lung tissue explant model, CD56brightCD49a+ NK
cells robustly responded to influenza A infection, hinting at an
NK cell subset-specific memory response (82). Dou et al. found
that seasonal influenza vaccination induced a short-term (6
month) memory response in NK cells, correlating with
downregulation of surface NKp46 and a concomitant increase
in intracellular NKp46 expression (83). This memory response to
re-challenge was not strain-specific, suggesting broader
protection to influenza after seasonal strain-specific vaccination
(83). While the role of ILC1s separate from NK cells is less clear,
murine ILC1s promote antiviral defense and DC maturation,
Frontiers in Immunology | www.frontiersin.org 8144
potentially through the glucocorticoid-induced TNFR-related
protein (GITR):GITR-L axis (84). GITR upregulation on ILC1s
resulted in stronger IFN-g and TNF-a responses to influenza A,
supporting host defense against alveolar viral infections (84).

ILC2s have conflicting roles in influenza infection response,
promoting airway hyperreactivity in an IL-13-dependent
manner while supporting epithelial cell integrity and tissue
repair via the secretion of AREG following viral infections (85,
86). In response to CCL8, IL-33-activated ILC2s produce more
IL-5 and IL-13, and exhibit ameboid-like movements to traffic to
peribronchial and perivascular sites in mice, particularly at
locations of increased collagen-I deposition (71). Human ILC2s
also exhibited a chemotactic response to CCL8, suggesting
shared lung recruitment responses across species (71).
Infections with respiratory syncytial virus (RSV) leads to a
viral titer-independent increase in respiratory disease severity
in young infants driven by elevated ILC2 cytokine release (87,
88). Interestingly, patients older than 3 months had fewer ILC2s
in their lungs, greater IFN-g levels and experienced less severe
disease, suggesting that the immunological changes occurring
with age and development confer protection to RSV infections by
balancing type 1 and type 2 immunity (88). The plasticity of
ILC2s may also play a role in promoting type 1 immunity to viral
infections. Silver et al. found that adoptively transferred murine
ILC2s trans-differentiate into ILC1s near IL-12- and IL-18-
expressing myeloid cells during influenza A infection (89).
Overall, this suggests that age and plasticity shape ILC2
responses to viral infections.
ILCs in Asthma and Allergic
Airway Inflammation
Asthma is a chronic inflammatory disease of the airways marked
by elevated type 2 inflammation (90, 91). ILC2 activity is
implicated in airway inflammatory diseases (Figure 4C). ILC2-
derived IL-13 is critical for inducing Th2 cell differentiation in
response to allergic lung inflammation by promoting the
migration of activated DCs to the draining lymph nodes,
supporting the development of allergic adaptive immune
responses (92). Circulating ILC2s from asthmatic patients
produced more IL-5 and IL-13 in response to IL-25 and IL-33
stimulation relative to controls, and administration of
prostaglandin D2, the ligand for CRTh2, promoted ILC2
accumulation in murine lungs (93, 94). A single nucleotide
polymorphism resulting in elevated CRTh2 expression
positively associates with asthma development in humans,
although whether this corresponds directly to increased ILC2
presence is unknown (95). Interestingly, the prevalence of
asthma is lower in adult males versus females, indicating sex-
specific differences in type 2 immunity (96). Several animal
studies recapitulated these sex-dependent changes in
abundance, phenotype, and responsiveness of ILC2s and
implicated the role of sex-hormones in facilitating sex-specific
responses to alveolar diseases (96–100). For example, androgen-
receptor signaling negatively regulated ILC2 cytokine secretion
and differentiation and reduced IL-33-dependent lung
inflammation in male mice (97, 100, 101).
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Strikingly, neuronal and neuroendocrine-driven stimulation
of ILC2s promotes allergic lung inflammation (102, 103). IL-5-
stimulated nociceptor Nav1.8+ sensory neurons activated ILC2s
through vasoactive intestinal peptide (VIP), while pulmonary
neuroendocrine cells trigger ILC2s through the calcitonin gene-
related peptide (CGRP) to promote allergic inflammation in the
murine lung (102, 103). CGRP-secreting pulmonary
neuroendocrine cells were increased in asthmatic patients
suggesting that this mechanism could also support ILC2-
mediated allergic inflammation in humans, inspiring several
pathways of therapeutic interventions (103). Constitutive
activation of ILC2s may lead to long-lasting alterations in the
lung as found in other pulmonary diseases. For example, ILC2s
are enriched in nasal polyps of chronic rhinosinusitis patients
along with elevated IL5 and IL13 transcripts, suggesting an ILC2-
dependent contribution to the disease-associated eosinophilia
and chronic airway inflammation (104, 105). Polyp tissues
identified with eosinophilia revealed a co-localization of ILC2s
and eosinophils, indicating a possible cross-talk between IL-5-
producing ILC2s and IL-4-producing eosinophils to support
reciprocal activation and survival (106).

Complicating our understanding of ILC2s in allergic responses
are recent findings from Golebsky and colleagues that ILC210s are
reduced in abundance in allergic individuals relative to non-
allergic controls, while sublingual immunotherapy for grass
pollen allergy restores this IL-10-producing subset which may
confer protection and restoration of epithelial barrier integrity
(16). Interestingly, murine lung ICOS+ST2+ ILC2s exhibit
memory in response to allergen challenge dependent on ICOS
and IL-33, marked by transcriptional and epigenetic programs
involving the scaffold protein Four And A Half LIM Domains 2
(FHL2) (107). Further, adoptive transfer of FHL2+CRTh2+ human
ILC2s induced airway hyperreactivity in mice and were partially
steroid resistant, suggesting memory ILC2s may be relevant to
steroid-resistant asthma (107).

Similar to ILC2s, ILC3s have been linked to asthma pathology.
IL-17 levels and IL-17+ ILC3s were elevated in bronchial alveolar
lavage fluid of asthmatic patients, especially in patients with severe
disease (108, 109). An ILC3 gene signature was upregulated in
nasal brushings of adult-onset severe asthma patients, while
bronchial brushings revealed elevated type 2 related gene
profiles, supporting the idea of an anatomic preference of
distinct ILC responses that may selectively contribute to site-
specific characteristics of disease (110).

ILCs also contribute to chronic pulmonary inflammation
through regulation of adaptive immune cells. CD40L
expression by human and murine T helper cells induces an IgE
response by B cells, contributing to airway hyper-responsiveness
(111, 112). CD40L expression on T cells is induced by cAMP
only in the presence of CD56+CD16+ NK cells through a contact-
dependent manner to drive asthmatic IgE responses (112). In
patients with severe asthma, NK cells expressed higher levels of
CD69 and NKG2D in line with an activated phenotype. Despite
higher activation status, NK cell ability to induce eosinophil
apoptosis was impaired (113). IL-13 production by ILC2s was
attenuated and NK cell-induced eosinophil apoptosis was greatly
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increased by lipoxin A4 (LXA4), a pro-resolving mediator
negatively affected during severe allergic asthma (113, 114).
Lacking efficiency in resolution of eosinophilic inflammation
due to a lack of LXA4 production in severe asthma suggests
another axis of interaction promoting pulmonary dysfunction of
NK cell and ILC2 responses to inflammation (113). Collectively,
multiple layers of regulation affect the localized activity and
accumulation of ILCs in asthma, emphasizing the need to
understand tissue signals that control ILCs to develop more
targeted therapies.

ILCs in COPD
Chronic obstructive pulmonary disease (COPD) is an
inflammatory condition characterized by permanent and
progressive loss of lung function, associated with smoking and
exposure to noxious stimuli (115). ILC1s are increased in
abundance in COPD patient lungs, correlating with smoking
status and symptom severity (116). All helper ILC subsets
localized with lymphoid aggregates in COPD lungs (116). IL-
17 upregulation in end-stage COPD is implicated in lymphoid
follicle neogenesis, and De Grove et al. found trends of elevated
abundance of NCR- ILC3s and IL-17A+ and IL-22+ ILCs in the
lungs of COPD patients (66, 117). While this seems to support
the involvement of ILC3s in COPD, data supporting a specific
role for ILC3-derived IL-17 is lacking. Co-culture of expanded
human lung ILC3s with mesenchymal stromal cells induced
upregulation of ICAM-1 and VCAM-1, suggestive of LTi
activity, contrasting with observations in Rorc-/- and Id2-/- mice
that develop lung lymphoid follicles even in the absence of
ILC3s/LTis (118, 119). Interestingly, a subset of Neuropilin1+

ILC3s were recruited to high endothelial venules in lung tissues
of smokers and COPD patients in a VEGF-A-dependent
manner, although the specific role for ILC3s in COPD
development and pathogenesis remains unresolved (118).

Circulating NK cells from smokers and COPD patients express
higher levels of CD57 and have greater cytotoxicity against
autologous lung epithelium than non-smokers or smokers
without COPD (120, 121). The increase in cytotoxicity was
mirrored in a murine COPD model after cigarette smoke
exposure, demonstrating that trans-presentation of IL-15Ra by
lung DCs was required to prime high NK cell cytotoxicity against
autologous epithelial cells (120). Interestingly, cigarette smoke
exposure induces a sustained loss of ST2 expression on ILC2s,
dramatically reducing their responsiveness to IL-33, despite
increased IL-33 production in severe COPD (122). Conversely,
smoke induces an upregulation of ST2 on NK cells, leading to IL-
33-mediated activation of NK cells instead of ILC2s, explaining the
increase in type 1 immunity despite elevation of the type 2-
activating cytokine IL-33 (122). Paralleling this, elevation of
circulating ILC1s with a strong inverse correlation to ILC2
abundance was observed in COPD patients, further suggesting a
misguided immune activation and cytokine-driven ILC plasticity,
similar to mechanisms observed in the response to murine
influenza infections (89, 106). Stimulation of human blood-
derived ILC2s with IL-12 promoted their trans-differentiation
into ILC1-like cells accompanied by the downregulation of
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GATA3 and an upregulation of T-BET, increasing IFN-g release
while dampening IL-4 and IL-13 production (89, 106). These
results collectively demonstrate that persistent lung inflammation
and exposure to smoke leads to changes in the local ILC
composition and function (Figure 4D).
ILCS IN THE SKIN

The skin is a barrier organ that employs immunological,
microbial, and physiochemical mechanisms to protect the body
from pathogens and harmful environmental factors. The skin is
composed of three distinct layers: the epidermis (mainly
comprised of keratinocytes), the underlying dermis, and the
innermost subcutis. Tissue-resident and long-lived ILC subsets
have been identified in mice and humans with varying
proportions identified across studies (123–127). A more
granular analysis of skin by layer revealed a predominant
accumulation of ILC3s in the epidermis, ILC2s in the subcutis
and comparable abundance of both subsets within the dermis in
mice (128). This distribution has been attributed to the localized
release of IL-7 and TSLP by either hair follicle keratinocytes or
epithelial cells (128, 129). Mirroring murine models, human skin
ILC2s can be activated by IL-25, IL-33, and TSLP, with high
expression of IL-33 and TSLP during chronic skin inflammation
(130–132).

ILCs regulate essential homeostatic functions of the skin
(Figure 5A). For example, murine TNF+LTa1b+

2 CCR6
+ ILC3s

negatively regulate the size of the lipid-secreting sebaceous
glands, while the differentiation, proliferation, and expression
of antimicrobial proteins by keratinocytes depends on IL-22
stimulation from ILC3s or epidermal T cells (128, 133). These
interactions regulate the skin microbiome which can alter
susceptibility to inflammatory disorders, impact repair
pathways and influence host defense (128, 133, 134).

ILCs in Wound Healing
ILCs directly influence skin repair after damage. Murine skin-
resident ILC2s activated by IL-33 from injured epithelial cells
proliferate at sites of injury while anti-CD90 depletion of ILC2s
in Rag1-/- mice delays wound healing (135). CD4+NKp46low/-

ILC3s are recruited by damage-induced CXCL13 and CCL20 and
promote wound closure via IL-17A, IL-17F and IL-22 and
indirectly through CCL3-mediated macrophage recruitment
(136). Comparable findings were observed in IL-22-/- mice,
where deficiency in IL-22 impaired keratinocyte proliferation,
impeding repair (137). These results support a role for ILC2s and
ILC3s in regenerative remodeling of the skin, yet research is
needed to translate animal findings to humans and to define the
differential impacts of ILCs and T helper cells (138).

ILCs in Psoriasis
Psoriasis is a chronic inflammatory skin disease that manifests as
red scaly plaques caused by hyperproliferation of keratinocytes
downstream of excessive repair pathways (139). Elevated IL-17
levels and Th17-associated gene expression signatures are found in
psoriatic lesions andmousemodels, implicating IL-17 and IL-22 in
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pathogenesis (140–142). IL-22- and IL-17-producing NCR+ ILC3s
and CD56+RORgt+ ILC3s are enriched in inflamed and non-
inflamed skin of psoriasis patients (Figure 5B) (123, 124, 126).
ILC3s in inflamed lesions express higher NKG2D, which likely
interacts with elevated MICA on keratinocytes (143). Anti-TNF
treatment reduced circulating ILC3s in patients, corresponding
with a decrease in inflammatory lesions (124). Further, ILC3-
derived IL-22 induces an upregulation of MHC-II on
keratinocytes, which promotes T cell polarization and skin
inflammation, demonstrating a key circuit mediating skin
inflammation (144). Skin ILC2s are also capable of driving T cell
activation directly by presenting lipid antigens in a CD1a-
dependent manner, leading to local activation of T cells in
response to dermal bacteria (145).

There is limited and sometimes conflicting evidence for the role
of NK cells in psoriasis. Studies have indicated that circulating NK
cells are reduced in psoriasis patients (146, 147), or that no change
was observed compared to healthy controls (148, 149). Within
psoriatic plaques, Ottaviani et al. observed CD56+CD16- NK cells
that co-expressed CD161, NKG2A, and CD69 (150). Supernatants
from culturing these NK cells activated keratinocytes, increasing
MHC-I, ICAM-1 and HLA-DR expression, along with CXCL10
andCCL5 secretion (150). These chemokines inducedmigration of
skin-derivedNKcells, supportingNKcell-keratinocyte cross-talk in
psoriatic inflammation (150). NK cells appear to be hypofunctional
in psoriasis, with reduced degranulation and IFN-g potential (146,
149). The role of helper type 1 ILCs is even less defined, however
expansion of ILC1s was observed in psoriatic lesions (126).

ILCs in Atopic Dermatitis
Atopic dermatitis (AD) is a common inflammatory skin disorder
characterized by high levels of IL-4, IL-5 and IL-13 (151, 152).
AD skin lesions are enriched for skin-resident ILC2s, which are
activated by TSLP or IL-33, promoting type 2 inflammation (132,
153, 154). This is supported by murine models where anti-CD90
and anti-CD25 depletion of skin ILC2s in T and B cell deficient
Rag1-/ - mice attenuated dermatitis symptoms (153).
Interestingly, KLRG1 ligation by E-cadherin reduces IL-5 and
IL-13 production by human ILC2s, implicating dysregulation of
parenchymal-ILC interactions in AD where E-cadherin levels are
canonically downregulated on keratinocytes and ILC2s have
elevated KLRG1 expression (132).

ILC3s have also been implicated in the pathogenesis of AD.
Circulating ILC2s and ILC3s are elevated in AD patients, and
increased IL-17 levels are apparent during acute disease (154,
155). Using several AD models, Kim et al. demonstrated AD
lesions had increased numbers of IL17A+ ILC3s, which induced
IL-33 release by keratinocytes and fibroblasts, promoting type 2
responses and exacerbating disease in mice (154). Further
supporting a role for ILC3s in AD, ILC2s and ILC3s were
elevated in AD lesions, with AHR+ ILC3s representing the
most abundant subset. ILC3s in AD lesions were frequently
surrounded by T cells, suggesting cellular interactions between
ILC3s and T cells in AD (126).

NK cells are also altered in AD and are prone to apoptosis via a
CD14+ monocyte-driven, contact-dependent mechanism, aligning
with observed reductions in peripheral NK cell abundance in AD
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(146, 152, 156). Mack et al. found particularly reduced levels of
circulatingmatureCD56dimCD16+NKcellswithhigh expressionof
KIRs and CD57 in patients with moderate-to-severe AD (152). A
regulatory circuit betweenNKcells and ILC2s is supported by three
lines of evidence: NK cell recovery occurring after IL-4 blockade;
ILC2accumulation inAD lesions ofNKcell-deficientmice; andNK
cell recovery and activation after IL-15 superagonist treatment
leading to reduced ILC2 levels and disease scores in an AD model
(152). Thus, cross-talk between ILC subsets may underlie the
development and severity of AD (Figure 5B).
ILCS IN THE INTESTINE

The intestine is the largest mucosal surface in the human body
and faces unique challenges. As a barrier surface, immune
function in the intestine must balance tolerance and control of
Frontiers in Immunology | www.frontiersin.org 11147
commensal microbes with protection from pathogens. Among
immune residents of the intestine, ILCs have key roles in
sustaining gut barrier integrity, repair, immune homeostasis,
and host defense (Figure 6A). ILC distribution along the
human intestine was reported by Simoni et al. and Yudanin
et al. (67, 127). In line with observations made in mice, both
groups demonstrated the presence of NK cells, ILC1s, ILC2s, and
ILC3s across the intestinal tract, with predominance of ILC1s
and ILC3s (67, 127, 157). NK cells are low in abundance and
mainly CD56bright with distinct surface marker expression (64)
(Figure 2). Intestinal ILC1s are heterogeneous, including a
population of CD103+ ILC1s located in the epithelium, and
CD127+ ILC1s residing in the lamina propria (LP) (158, 159).
ILC3 subsets also localize within distinct microanatomic
compartments of the gut epithelium/isolated lymphoid follicles
(ILFs)/LP, but it remains to be shown if a similar distribution
applies to humans (160, 161).
B

A

FIGURE 5 | ILCs in the skin. At homeostasis (A), ILCs are retained by IL-7 and TSLP released by hair follicle keratinocytes or epithelial skin cells. TNF-a+LTa1b2+CCR6+

ILC3s negatively regulate lipid-secreting sebaceous glands, regulating the skin microbiome, which can alter susceptibility to inflammatory conditions or affect tissue repair
pathways. Upon tissue damage, injured epithelial cells release IL-33, inducing proliferation of skin-resident ILC2s. In mice, anti-CD90 depletion in Rag1-/- mice delays
wound healing, suggesting a role for ILC2s in promoting epithelial repair via AREG. The epithelium also produces TNF-a downstream of damage-induced Notch signaling
in keratinocytes, recruiting CD4+NKp46low/- ILC3s that participate in wound closure. TNF-a driven release of CCL20 and CXCL13 by keratinocytes recruit ILC3s which
facilitates the recruitment of F4/80+ reparative macrophages. In disease (B), psoriatic lesions in mice accumulate IL-17+ IL-22+ NCR+ ILC3s which is mirrored by the
increase of CD56+RORgt+ ILC3s in both inflamed and non-inflamed skin of psoriasis patients. ILC2s promote atopic dermatitis (AD) when activated by epithelial-derived
TSLP and IL-33 in inflammatory lesions. Dermal NK cells are decreased in AD and prone to apoptosis through contact with CD14+ monocytes. NK cells are proposed to
regulate ILC2 abundance in AD, as therapeutic expansion of NK cells lowers ILC2 counts and improves disease scores in an AD mouse model. Created with Biorender.org.
March 2022 | Volume 13 | Article 836999

https://Biorender.org
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


Murphy et al. Tissue-Adapted Functions of ILCs
B
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A

FIGURE 6 | ILCs in the intestines. ILCs have important roles in maintaining intestinal homeostasis (A). ILC2s can be activated by both IL-25-producing tuft cells or
IL-33 and TSLP-secreting stromal cells to promote anti-parasitic immunity in the intestines. ILC2s secrete IL-5 and IL-13 to promote host defense through parasite
expulsion. Similarly, microbiota-sensing CX3CR1+ macrophages position IL-22-secreting CXCR6+ NCR+ ILC3s in the lamina propria via CXCL16. IL-22 supports
anti-microbial gene expression in Paneth cells and promotes stem cell turnover, crypt proliferation, and DNA damage repair. Interaction of ILC3/LTi surface LTa1b2
and LTBR on mesenchymal cells leads to the upregulation of VCAM-1 and ICAM-1, resulting in the formation of cryptopatches and ILF. These tertiary lymphoid
structures support the differentiation of IgA-producing plasma cells to promote barrier defense and host-microbiota mutualism. Clock genes and circadian cycles,
modulated through feeding and the microbiota drive important homeostatic neuro-immune interactions in the gut. Disruption of circadian regulation alters ILC3
function, abundance, and trafficking into the intestines while negatively regulating ILC2s through adrenergic signaling. Glucocorticoids or vasoactive intestinal peptide
further control ILC1 and ILC2 responses. (B) In chronic inflammatory disease such as intestinal bowel disease (IBD), the inflamed gut induced TGF-b and Matrix
metalloproteinase 9 production by ILC1s leading to the expansion of epithelial crypt cells and extracellular matrix deposition by fibroblasts, exacerbating fibrosis. In
contrast, pro-tolerogenic ILC3 functions including the release of GM-CSF, IL-2 or the expression of MHC-II are impaired in IBD patients, suggesting an anti-
inflammatory role for ILC3s. IL-10 producing regulatory ILC2s or ILCregs may also suppress intestinal inflammation. (C) Enteric infection by Rotavirus induces
epithelial-derived IL-1a to promote ILC3 production of IL-22, which synergizes with epithelial IFN-l to promote the induction of antiviral responses in intestinal
epithelial cells. Created with Biorender.org.
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Intestinal ILCs promote host immunity against pathogenic
and commensal microbes through interactions with sentinel
immune and tissue cells. For example, murine ILC2s activated
by IL-25-producing tuft cells or IL-33- or TSLP-secreting
stromal cells promote anti-parasitic immunity, while DC-
derived IL-33 promotes regulatory T cell (Treg) responses,
suppressing anti-parasitic immunity (4, 24, 162–164). Myeloid
cells, especially CXCL16-producing CX3CR1+ macrophages are
critical for sustaining lamina propria-resident CXCR6+ NCR+

ILC3s as a major source of IL-22 in the intestinal LP (160). These
ILC3s support IL-22-dependent intestinal epithelial anti-
microbial gene expression, stem cell turnover, crypt
proliferation, and DNA damage repair (160, 165–168).

While ILC3-derived IL-22 protects the intestinal epithelium
against genotoxic stress, risk-associated single nucleotide
polymorphisms have been identified within Il22 and the IL-23
signaling pathways as a driver of colorectal cancer in patients
(165, 169, 170). Nevertheless, ILC3-derived IL-22 and LTa
positively alter the glycosylation activity of epithelial cells,
supporting glycan-scavenging intestinal commensal microbes
and balanced host-microbe interactions and providing
protection from infection (171, 172). sLT, expressed by human
and mouse LTis, is essential to initiate the development of
cryptopatches (CPs) and ILFs in the gut (11, 173). These
tertiary lymphoid tissues support the differentiation of IgA-
producing plasma cells to promote barrier defense (174, 175).
Mouse CP and ILFs contain a unique subset of DCs that require
LTbR signaling for their development. These DCs released IL-22
binding protein, which in turn alter intestinal epithelial IL-22R
signaling and lipid transport (176).

Tregs have key functions in inducing tolerance to luminal
antigens (177). IL-2 and GM-CSF-producing ILC3s directly and
indirectly support the generation of Tregs in the healthy murine
gastrointestinal tract, upon stimulation by microbiota-sensing IL-
1b-producing macrophages. The cooperation and reciprocal
crosstalk between macrophages, DCs, and ILC3s supports Treg
homeostasis and T cell immunity against orally ingested antigens
(177–179). MHC-II expression on murine ILC3s has been
demonstrated to regulate T cell responses to microbial antigens
via a mechanism analogous to negative selection in the thymus
(180, 181). Lehmann et al. reported organ-specific expression
levels of MHC-II on murine ILC3s and demonstrate that
microbiota-induced IL-23 stimulation of ILC3s reversibly
downregulated their MHC-II expression (182). Noteworthy, Rao
et al. reported an accumulation of HLA-DR+ ILC3s in T cell-rich
areas of colorectal cancers suggesting antigen-presenting capacity
of ILC3s in humans as well (183). Together, this suggests that
ILC3s both positively and negatively regulate T cell immunity
dependent on microenvironmental signals.

Several environmental factors regulate murine intestinal ILC
abundance. The metabolite-sensing Ahr is highly expressed by
ILCs in the gut, with an important role in sustaining ILC3s and
promoting IL-22 production (165, 184, 185). In contrast to
ILC3s, gut ILC2 function is suppressed by Ahr signaling,
suggesting a role for Ahr ligands in regulating the balance of
intestinal ILC subset abundance (186). A similar divergent
Frontiers in Immunology | www.frontiersin.org 13149
stimulation between ILC2s and ILC3s has been reported for
other dietary components (187, 188). Microbial short chain fatty
acids (SCFAs) differentially affect mouse ILCs in a subset- and
location-specific manner, generally promoting ILC3
proliferation and IL-22 production while inhibiting ILC2
expansion (189–191). Free Fatty Acid Receptor 2 (Ffar2) acts
as a SCFA receptor, and agonism leads to ILC2 proliferation, yet
SCFA feeding leads to contraction of ILC2 abundance,
suggesting the involvement of several receptors in coordinating
the response to microbial fermentation products (191). This
along with reports of age and body-mass index-associated
alterations in the abundance of ILC subsets suggests age and
metabolism-dependent regulation of intestinal ILCs in
humans (67).

Cholinergic neurons in the gut and lung of mice produce
neuromedin U in response to helminth challenge, which
stimulates ILC2 proliferation and production of IL-4 and IL-13
in an IL-33-independent manner (192). The neuromedin U
receptor does not appear to be expressed by other
hematopoietic cells besides ILC2s at significant levels (192). In
humans, the NMUR1 transcript was detected in intestinal ILC2s,
yet direct evidence for this ILC2-neuronal interaction in humans
is lacking (192). Other modalities where the nervous system
regulates ILCs includes negative regulation of ILC2s by
adrenergic signaling, glucocorticoid dampening of ILC1 and
ILC2 responses, VIP stimulation of ILC2s, and ILC3 co-
localization with neurons in enteric CPs, as detailed in a
review by Klose and Artis (3). Interestingly, circadian light-
dark cycles regulated neuron-immune interactions and
intestinal ILC3-specific gene expression through diurnal
oscillations of Rorc, Il17a, and Il22, while disruption of ILC3
circadian regulation altered their function, abundance, and
trafficking in the murine intestine (2, 193–195). Interestingly,
the gut microbiota contributed to control of this circuit, as
antibiotic treatment partially restored ILC3 abundance and
constrained cytokine production in circadian-disrupted mice
(195). In mice, VIP promotes ILC3 intestinal recruitment and
maintains expression of gut-homing receptor CCR9 (196).
Talbot et al. reported a feeding-induced inhibition of ILC3s by
VIPergic neurons, regulating mucosal immunity by dampening
IL-22-induced antimicrobial peptide production in exchange for
enhanced absorptive capacity of the intestinal epitheliummarked
by increased fatty acid transporter (Fabp2) expression (197).
This contrasts with findings by Seillet et al. that VIP stimulation
increased IL-22 production by enteric ILC3s, although the reason
for these conflicting results is unclear, suggesting complex signals
regulate intestinal ILC3 activity (198). Together, intestinal ILC3s
are regulated by a complex circadian network involving light-
dark cycles, microbial signals, and nutrient-driven neuronal
regulation. Of note, the production of IL-5 by murine ILC2s
was also circadian regulated (198).

Chronic Inflammatory Diseases
Chronic inflammation of the intestinal tract is a hallmark of
inflammatory bowel disease (IBD) and fosters a local cytokine
milieu that promotes differentiation of ILC1s (199). ILC1
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expansion in inflamed intestinal tissue is location-specific, with
greater expansion of LP-resident CD127+ ILC1s versus
intraepithelial ILC1s in Crohn’s disease (CD) patients (158,
159, 200, 201). Specific expansion of CD127+CD94+

Granulysin+ ILC1s is observed in the inflamed LP of CD
patients (202). With elevated secretion of TGF-b and MMP9,
mouse ILC1s facilitate the expansion of CD44+ epithelial crypt
cells and extracellular matrix deposition by fibroblasts,
collectively supporting matrix remodeling and epithelial
proliferation that may exacerbate inflammation-associated
fibrosis (Figure 6B) (203). In contrast, ILC3 abundance and
homeostatic functions in circadian oscillation, production of IL-
2, and expression of MHC-II were critically impaired in IBD
patients, supporting anti-inflammatory contribution of ILC3s
(178, 180, 193, 195). ILC3 secretion of IL-22 is enhanced by G
Protein-Coupled Receptor 34 (GPR34) recognition of
lysophosphatidylserine from apoptotic neutrophils, further
supporting a role of ILC3s in sensing intestinal injury and
initiating repair responses (204). However, ILC3s may
contribute to intestinal inflammation under permissive
circumstances (205). Further, destabilizing RORgt expression
promoted the differentiation of ILC3s into ILC1/ex-ILC3 in
mice and humans and correlated with intestinal IBD-like
inflammation (206, 207). Interestingly, this differentiation was
not static, but was regulated by the myeloid cytokine milieu in
the intestinal tract (159). Counterbalancing the elevated type 1
and type 3 immunity reported in IBD, ILC2-derived AREG was
sufficient to reduce DSS-induced damage in mice by promoting
epithelial integrity and mucus production (162). Bando et al.
further identified murine ILC2s as a dominant source of IL-10 in
the intestine, while Wang et al. identified a distinct subset of IL-
10-producing regulatory ILCs in humans and mice, supporting
that IL-10 producing ILC2s or ILCregs may suppress intestinal
inflammation (Figure 6B) (13, 17). Targeting ILC3-to-ILC1
plasticity, ILC1 activation, and ILC3 abundance may be a
promising approach to restore intestinal immune homeostasis
under chronic inflammatory conditions (208–211).

Gastrointestinal Infection
ILCs play a critical role in the response to intestinal pathogens in
humans, highlighted by cases of deficiency in RORC resulting in
severe mucosal fungal and bacterial infections (212). Along this
line, susceptibility to infections by enteric extracellular pathogens
are increased in the absence of IL-22 or GM-CSF, highlighting a
critical role for ILC3-associated cytokines in barrier defense
(213–216). Mouse ILC3s and ILC1s/ex-ILC3s promote
antimicrobial responses via surface lymphotoxin-mediated
differentiation of goblet cells and IFN-g-induced production of
mucins, further emphasizing the synergistic actions of ILC1s and
ILC3s that require underlying microbial recognition and
activation by myeloid cells (207, 217–219). Whether this
permits discrimination of commensal and pathogenic microbes
requires further investigation (219). In response to mouse enteric
rotavirus infections, epithelial IL-1a induced ILC3-derived IL-22
which synergized with epithelial IFN-l, promoting the induction
of antiviral gene expression in intestinal epithelial cells, limiting
viral replication and tissue damage (Figure 6C) (220). While
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ILC3s can promote antiviral immunity, they experience
cytokine-dependent depletion in the intestinal tract of HIV+

human and SIV+ non-human primates, altering epithelial
permeability and homeostasis (221–223). Collectively, ILCs
promote intestinal barrier defense against enteric bacterial,
fungal, and viral infections by exerting cytokine or cell contact-
dependent effects on intestinal epithelial cells.

Enteric parasites and worms constitute a major global health
burden. Murine NK cell recruitment to the intestine early after
helminth infection does not affect parasite burden but limits the
tissue damage induced by infection (224). Experimental models
of worm infections revealed the importance of ILC2s and ILC2-
derived cytokines in intestinal host defense in mice (225–227).
For example, IL-13 from murine ILC2s promoted tuft and goblet
cell differentiation from crypt progenitors, contributing to
epithelial remodeling and worm expulsion in the characteristic
“weep and sweep” response (4, 228). ILC2s actively promoted
Th2 cell responses via MHC-II and co-stimulatory molecules,
partially acquired through trogocytosis, while T cell-derived IL-2
activated ILC2s for efficient helminth expulsion in mice (229).
Further, ILC2s are activated by acetylcholine and upregulate
ChAT to produce acetylcholine in response to helminth
infection, supporting efficient helminth expulsion through a
potential autocrine signaling mechanism (230). The activation
of ILC2s following worm infection could be blunted through
parasite-derived, bio-active components interfering with the IL-
33-ST2 axis (231). Intriguingly, helminth infection changed the
global distribution and activation of murine ILC2s through the
induction of S1PR1-dependent egress of gut ILC2s and
accumulation in the lungs, suggesting a coordinated response
to protect distal body sites targeted by helminth infection
(72, 232).

While the fetal and adult human intestine hosts a population of
ILC2s capable of releasing type 2 cytokines following stimulation
with IL-2, IL-25, and IL-33, their role during human parasitic
infections has not been well detailed (104). Lack of sample
availability has hampered investigation of intestinal ILC
abundance and function of worm infected patients (233). To
date only two studies analyzed ILCs in worm infected patients.
Nausch et al. observed a reduced frequency of ILC2s in children
infected with Schistosoma, while Boyd et al. observed an increase
in circulating c-kit+ ILCs and elevated IL-13 secretion in adult
patients with filarial infections, suggesting heterogeneity in ILC
responses dependent on age and/or helminth species (234, 235).

Collectively, intestinal ILCs support host immunity, barrier
defense and tissue repair during infection and homeostasis, but
also may perpetuate inflammation under permissive
microenvironmental conditions.
ILCS IN THE LIVER

The liver is critical for metabolism and blood detoxification.
Constant exposure to an array of antigens and microbial
products within liver sinusoids promotes tolerance to
predominantly harmless antigens (236, 237). The liver contains
a large proportion of innate immune cells such as Kupffer cells
March 2022 | Volume 13 | Article 836999
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(specialized macrophages), inflammatory and non-inflammatory
macrophages, NKT cells, NK cells and ILCs (238–240). These
innate lymphocytes influence the activation and function of the
various adaptive immune populations that include ab T cells, gd
T cells and B cells, as well as parenchymal cells within the
liver niche.

In humans, CD56brightCD16- NK cells comprise 50% of all
liver NK cells (241). These NK cells express CD69, CCR5 and
CXCR6, but not SELL or CCR7, and are localized to sinusoids by
CCL3, CCL5, and CXCL16 produced by Kupffer cells, T and NK
cells, and endothelial cells, respectively (241, 242). NK cells in
healthy liver of deceased donors highly express EOMES, CD7,
KLRD1(CD94), GZMK, NCR1(NKp46) and NCAM1(CD56),
and lowly express FCGR3A(CD16) and ITGA1(CD49a) (240).
Although CD49a+ NK cells akin to murine liver-resident NK
cells have been identified in humans, they represent only a small
subset of human liver-resident NK cells, while lack of CD49e
protein expression differentiated human liver-resident NK cells
from conventional (cNK) cells (243, 244). CD49a+CD16− NK
cells in liver have a transcriptional program consistent with
cytotoxic activity and exhibited antigen-specific killing of
autologous targets presenting viral or metal antigens (245).
Notably, a donor-derived EOMEShi tissue-resident NK cell
population persisted in the liver up to 13 years post-transplant
in a study of HLA-mismatched liver transplants (246). This NK
cell population had a phenotype consistent with those reported
in transcriptomic studies of healthy human liver (240–243).

While group 1 ILCs are the most abundant hILC population
in human liver, NCR+ and NCR- ILC3s and ILC2s are also
present (247). Liver ILC2s are CRTH2+CD161+CD69+ and
highly express fibronectin-binding VLA-5, laminin-binding
VLA-6, and the chemokine receptor CCR6 (247). In contrast
to mice, only 10% of intrahepatic human ILC2s express the IL-33
receptor ST2, and primarily produce IL-13 and AREG, with very
little IL-5 (247).

ILCs in Viral Hepatitis
NK cells are implicated in both Hepatitis C (HCV) and Hepatitis
B (HBV) infections, which are major causes of liver
inflammation and cirrhosis, leading to development of
hepatocellular carcinoma (248) (Figure 7A). Peripheral NK
cell abundance is reduced in both HCV- and HBV-infected
patients, with reduced IFN-g and TNF-a potential particularly
in HBV, suggesting functional dysregulation (249). Cytotoxic
impairment is associated with chronic infection establishment,
while acute HCV infection induces NK cell activation, including
increased NKG2D expression and greater capacity for
cytotoxicity and IFN-g production (250). Despite shared
dysregulation, NK cell phenotype differs between chronic HBV
and HCV; an enrichment of NKG2C+ NK cells are observed in
HBV, whereas increased CD69 expression and decreased
inhibitory KIR expression are observed in HCV (249).
Differences in NK cell KIR and HLA allele expression may
differentiate infections that are self-limited versus those that
become chronic; KIR2DL3 and HLA-C1 expression is reported
to be protective in HCV infection (251, 252). Weaker inhibitory
signals by HLA-C1 may allow for increased NK cell activation
Frontiers in Immunology | www.frontiersin.org 15151
and viral clearance (251, 252). In agreement, degranulation
marker CD107a was increased on NK cells with KIR2DL2/3
and was highest in those with self-limiting infections (250).
Engagement of HLA-E with elevated NKG2A and CD94
receptors on NK cells of HCV-infected individuals results in
TGF-b and IL-10 production and impaired ability to activate
DCs for virus-specific T cell responses, in line with findings that
hepatocyte and Kupffer cell HLA-E expression correlates with
HCV severity (253, 254). Of note, intrahepatic CD56brightCD16-

NK cell abundance correlates with better liver function and lower
disease scores in HCV-positive patients undergoing liver
transplantation (255).

In chronic HBV, circulating and intrahepatic NK cells highly
express TRAIL and CD69, especially the CD56bright subset (256).
Elevated IFN-a and IL-8 upregulate TRAIL expression on NK
cells and TRAILR-2 expression on hepatocytes, respectively,
suggesting TRAIL-dependent targeting of hepatocytes by
CD56bright NK cells mediates damage during chronic HBV
flares (256). Notably, HBV-specific T cells also have high
expression of TRAIL-R2 and are susceptible to targeting by
NK cells, supporting a role for NK cells in regulating anti-HBV
T cell responses (257).

Comparatively little is known about the role of human hILCs
in hepatitis infections. Increased hILCs were reported in the
circulation of patients with chronic HBV (258, 259). HBV-
related cirrhosis progression correlated with IL-17A and IL-22
production by ILC3s, suggesting ILC3 promotion of fibrosis,
likely in part due to IL-22-mediated suppression of anti-fibrotic
IFN-g (Figure 7A) (259). While HCV/HBV do not infect mice,
other viral hepatitis models provide some context into ILC viral
responses in the liver more generally. Hepatic ILC3s produce IL-
17A/F alongside gdT cells to promote antiviral T cell responses
and inflammation early after infection (260). At later timepoints
post-infection, ILC2s induce immunosuppressive neutrophils via
IL-13 to limit T cell damage (261). This suggests that hepatic
ILCs may have time-dependent roles to balance viral clearance
and tissue protection.

ILCs in Liver Fibrosis
Liver disease is characterized by fibrogenesis of the liver, driven
by type 2 immunity, with an implication for ILC2 activity
(Figure 7B) (262). Hepatic stellate cells become activated and
transdifferentiate into myofibroblasts that produce copious
extracellular matrix proteins, driving fibrosis and loss of
function resulting in cirrhosis (263). Patients with cirrhosis
have elevated serum IL-33 and increased intrahepatic ILC2s,
correlating with disease severity (247, 264, 265). Expansion of
ILC2s and activation by IL-33 from damaged parenchymal cells
results in IL-13 production driving fibrotic gene expression in
hepatic stellate cells in fibrosis models, or IL-5 production with
resultant hepatic inflammation and eosinophilia in immune-
mediated hepatitis models (265, 266). While both effects are IL-
13-dependent, additional signals which influence IL-5 versus IL-
13 dominant responses by ILC2s are unknown. Interestingly,
liver ILC2s present antigen to CD4+ T cells which produce IL-2
to sustain ILC2 expansion (267). High levels of IL-6, linked to
liver regeneration, were produced by IL-33-activated liver ILC2s,
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FIGURE 7 | ILCs in the liver. The liver is occupied by a variety of ILCs that play diverse roles in viral hepatitis, liver disease, liver cirrhosis, and liver regeneration and
repair. (A) Hepatitis C (HCV) and Hepatitis B (HBV) are key inducers of liver inflammation and cirrhosis and lead to the development of hepatocellular carcinoma. The
abundance of NK cells in the blood of both HBV/HCV infected patients is reduced, suggesting elevated homing to the liver where functional deficiencies like impaired
IFN-g and TNF-a production are reported. NK cells in chronic HBV and HCV infected patients adopt distinct phenotypes that manifest in an enrichment of NKG2C-
expressing NK cells or altered CD69 and inhibitory KIR expression. In contrast, acute HCV infection promotes elevated NKG2D and IFN-g expression while IFN-g is
reduced in chronic infections. HCV-infected hepatocytes and Kupffer cells express higher levels of HLA-E that boost TGF-B and IL-10 production by NK cells
through NKG2A and CD94. CD56bright NK cells in chronic HBV infection facilitate TRAIL-dependent hepatocyte death. ILC3s separately support hepatic stellate
expansion and counteract IFN-g. (B) In liver disease, ILC2s are increased and activated, driving liver fibrosis via AREG and IL-13. Similarly, in immune-mediated
hepatitis, ILC2s were expanded and produced high levels of IL-5, recruiting eosinophils, and driving inflammation. (C) In liver cirrhosis, crosstalk between NK cells
and gd T cells through the CD137-CD137L axis enhanced cytotoxicity of NK cells against HSCs. Alcohol exacerbates fibrosis chronically, but also attenuates NK-
mediated cell killing, and reduced NKG2D, TRAIL and IFN-g expression on NK cells. (D) NK cells upregulate TIGIT while hepatocytes upregulated the ligand PVR/
CD155, attenuating IFN-g production and promoting liver regeneration. Finally, extracellular ATP is elevated after liver injury and regulates regeneration in the liver via
NKp46+ NK cells. Created with Biorender.org.
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indicating that ILC2s may have a dual roles in immune-mediated
liver disease (267).

Intrahepatic human CD49a+ NK cells are expanded in
cirrhotic livers (268). CD49a+CD25+ NK cells positively
correlate with serum alanine aminotransferase, linking
CD49a+CD25+ NK cells to liver inflammation (268).
Conversely, liver NK cells dampen fibrosis by killing activated
hepatic stellate cells in an NKG2D- and TRAIL-dependent
manner, while IFN-g reduces hepatic stellate cell activation and
matrix protein deposition (269, 270). CD137-CD137L crosstalk
between NK cells and gd T cells enhances NK cell cytotoxicity
(Figure 7C) (271). Chronic alcohol consumption exacerbates
fibrosis, and ethanol attenuates NK cell cytotoxicity towards
hepatic stellate cells by reducing NKG2D, TRAIL, and IFN-g
expression, suggesting immunological and environmental
mechanisms of NK cell regulation (272).

ILCs in Non-Alcoholic Liver Disease
Non-alcoholic fatty liver disease (NAFLD) is the most common
non-infectious chronic liver disease and can develop into non-
alcoholic steatohepatitis (NASH) and progress to cirrhosis (273).
NK cells are elevated in liver biopsies of NAFLD and NASH
patients, with greater than two times increased NK cell
abundance in NASH compared to NAFLD (274). NKG2D and
TRAIL-DR5 transcript levels also have higher expression in
NASH (274). Upregulation of MIC-A/B positively correlates
with disease score and degree of fibrosis, suggesting NK cell
engagement with MIC-A/B stress ligands could be a key factor in
NASH development (274). In agreement, circulating NK cells
from NASH patients had higher NKG2D expression (275).
Depletion of IFN-g-producing NKp46+DX5+ NK cells in a
NASH mouse model altered macrophage phenotype,
suggesting that IFN-g from NK cells reduces fibrosis by
polarizing macrophages away from a TGF-b+ pro-fibrotic
phenotype (276). Additional studies are required to delineate
the mechanisms that control whether NK cells limit or
promote fibrosis.

While fewer studies have focused on hILCs, ILC3s appear to
mitigate NAFLD. High fat diet increases ILC3 abundance in
mice, while deficiency of ILC3s leads to liver fibrosis and an
increase of pro-inflammatory gene expression with concomitant
accumulation of saturated fatty acids (277).

ILCs in Liver Regeneration and Repair
The liver is uniquely capable of self-regeneration, including
regenerating entire lobes after resection. Group 1 ILCs interact
with injured tissue and influence regenerative capacity
(Figure 7D). In models where NK cells are pre-activated by
viral infection or TLR3 agonism to produce higher levels of
IFN-g, as well as in aged livers that have elevated IFN-g signaling,
regeneration is impaired (278, 279). NK cells upregulate T cell
immunoreceptor with Ig and ITIM domains (TIGIT) while
hepatocytes upregulate the ligand PVR/CD155, attenuating
IFN-g production and promoting liver regeneration (280).
Mouse NKp46+ cells co-localized with F4/80+ cells in liver
sinusoids, and NKG2D blockade abrogated regeneration,
suggesting NKG2D-mediated crosstalk with Kupffer cells
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regulates regeneration (281). Extracellular ATP is elevated after
injury and regulates liver regeneration (281, 282). ATP limits NK
cell cytotoxicity while antagonism of ATP-receptor P2X1
reduces IL-22 production by group 1 ILCs in a murine liver
resection model, resulting in dampened hepatocyte proliferation
and elevated hepatocellular injury and stress (281, 283). Taken
together, extracellular ATP released after resection may dampen
NK cell cytotoxicity and promote IL-22 production to modulate
time-dependent group 1 ILC functions supporting liver
regeneration. Future studies that characterize marker
expression in greater detail may clarify whether the cells
identified were also inclusive of CD56+ ILC3s or were NK cells
or ILC1s that converted to ILC3s.
ILCS IN THE KIDNEY

Kidneys perform essential functions of filtering blood, excreting
waste, and regulating the body’s fluid and electrolyte balance.
ILCs have been found to contribute to acute and chronic kidney
diseases, with protective (Figure 8A) and pathological
(Figure 8B) functions in IRI, kidney disease, and lupus
nephritis, however, their role in the steady state remains
poorly described.

ILCs in Chronic Kidney Disease
End-stage renal disease (ESRD) is associated with high morbidity
and mortality, often associated with infections (284). Circulating
ILC2 abundance, proliferation, and IL-5/IL-13 production is
higher in patients with ESRD versus healthy controls, pointing
to ILC responsiveness to the altered environment (285). The IL-2
rich ESRD plasma promotes STAT5 phosphorylation of ILC2s
leading to expansion and activation (285). An inverse correlation
between circulating ILC2 abundance and infectious
complications, as well as elevated IL-33 suggest ILC2 activation
as a protective mechanism in ESRD (286). These findings are
supported by increased protection from chronic kidney disease
by IL-33-induced ILC2 expansion and elevated eosinophil
recruitment (287). In contrast, CD56bright NK cells are
positively correlated with loss of kidney function in chronic
kidney disease and were more abundant in fibrotic biopsies,
co-localizing with proximal tubular epithelial cells at sites
of tubulointerstitial injury (288). In fibrotic samples,
NKp46+CD117+CD56bright NK cells were the dominant source
of IFN-g and upregulated CD69, implying a role in renal injury
and fibrosis (288).

ILCs in Ischemia-Reperfusion Injury
IRI occurs when temporary disruptions in blood flow cause
hypoxic stress and injury to the kidney. Several lines of evidence
suggest that ILCs influence IRI severity. Anti-asialo-GM1 and
anti-NK1.1 depletion, or NKG2D blockade ameliorated IRI and
prevented killing of Rae-1-expressing tubular epithelial cells by
NK cells in mice (289, 290). Interactions between co-stimulatory
receptor 4-1BB on NK cells and its activating ligand 4-1BBL on
epithelial cells activate NK cells and recruit neutrophils via
epithelial cell-derived CXCL1 and CXCL2 (291). Together,
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these results support a role for NK cell-epithelial cell interactions
in aggravating IRI.

IL-25 and IL-33 administration expands ILC2s in mice,
attenuating IRI and promoting recovery post ischemic injury
(292, 293). ILC2 depletion using anti-CD90 treated Rag1-/- mice
abolished the protective effect of IL-33 administration (293).
Further, adoptive transfer of either murine (into C57BL/6) or
human ILC2s (into NSG (NOD.Cg-Prkdcscid Il2rgtm1Wjl/SzJ)
mice) conferred protection from IRI, while AREG-deficient
ILC2s failed to abrogate IRI (293). In contrast, Liang et al.
reported IL-33 treatment worsened disease scores and fibrosis
in mice post-IRI (294). The timing and duration of IL-33
administration and experimental endpoints may account for
differences in results, specifically that prolonged IL-33
administration may be detrimental, underscoring the
importance of balance between tissue repair and fibrosis
processes required to achieve tissue homeostasis.

Despite evidence that expansion or adoptive transfer of ILC2s
is beneficial, depletion of ILC2s did not negatively impact IRI, as
mice with reduced (Rorafl/+Il7rcre/+), depleted (Icosdtr/+ Cd4cre/+),
or deficient for ILC2s (Rorafl/flIl7rcre/+), had no effect on IRI,
Frontiers in Immunology | www.frontiersin.org 18154
suggesting ILC2 functions can be compensated for by other cell
types (295). A regulatory ILC population (Lin- CD127+ CD25+

IL-10+) was identified in mice that limited ILC1s and pro-
inflammatory macrophages in an IL-10- and TGF-b-dependent
manner (15). Reduced tissue damage was noted in experimental
IRI when these cells were expanded in Rag-/- mice (15). Notably,
endogenous ILCregs in IRI produced less IL-10 than expanded
ILCregs, suggesting that endogenous ILCreg function is impaired
in IRI. While the human counterpart of this regulatory ILC
subset was identified, confirmation of their function is
needed (15).

ILCs in Lupus Nephritis
ILCs have been linked to kidney autoimmune pathologies such as
lupus nephritis (LN), a manifestation of systemic lupus
erythematosus (SLE). Arazi et al. identified two distinct NK cell
populations within LN kidney tissue by scRNAseq, annotated as
CD56dimCD16+ NK cells and tissue-resident CD56brightCD16- NK
cells (296). CD56+ NK cells from SLE patients show an impaired
antibody-dependent cellular cytotoxicity due to reduced CD3z
signaling upon NCR engagement (297). Altered abundance of
B

A

FIGURE 8 | ILCs in the kidney. (A) Mouse and human studies support ILC2s may limit kidney injury. Administration of IL-25 and IL-33 in a humanized mice model
attenuates IRI, and in conventional mouse models promotes a Th2 response and M2 macrophage polarization resulting in decreased tissue damage post ischemic
injury. ILC2s may also be protective in end-stage renal disease (ESRD), where circulating ILC2 abundance, proliferation, and cytokine release increases. IL-2 is
proposed to facilitate this ILC2 expansion via STAT5 and protect against infections through eosinophil support. (B) CD56bright NK cells are more abundant in fibrotic
kidney tissue where they upregulate CD69 and co-express NKp46 and CD117, producing the majority of IFN-g, implying a role in driving inflammation and fibrosis. In
lupus nephritis (LN), scRNAseq revealed two distinct NK cell subsets – a CD56dimCD16+ blood-derived and tissue-resident CD56brightCD16- population. Both NK
cells showed impaired antibody-dependent cell cytotoxicity because of dampened signaling efficiency by NKp30 and NKp46. LN patients further displayed elevated
ILC1s and decreased ILC2s, while patients with moderate to severe disease showed an additional decrease in ILC3s. Created with Biorender.org.
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circulating ILCs in LN is associated with disease severity, with
increased ILC1s across disease scores and decreased ILC3s in
moderate to severe disease scores (298, 299). Further, reduced
cytokine production and increased PD-1 expression suggest an
exhausted ILC state in active disease (299). Specifically, CD117+

ILCs, likely ILC progenitors, were markedly decreased in LN and
preferentially differentiated into ILC1s when cultured in LN
plasma. Blockade of IL-1R reversed this effect, suggesting IL-1b-
mediated regulation of the ILC progenitor pool (299). In a murine
model of LN, renal ILC3s were the dominant source of IL-22 and
were increased in abundance, while IL-22 deficiency ameliorated
disease, supporting a pathogenic role for ILC3s in LN, yet whether
an analogous mechanism applies to humans is unknown (300).
These studies collectively support dysregulation of ILCs in SLE
and LN.
ILCS IN THE FEMALE
REPRODUCTIVE SYSTEM

ILCs have established roles within the reproductive system and
influence pregnancy outcomes (Figure 9A). While group 1 and
group 3 ILCs are abundant in uterine tissue and participate in the
dynamic regulation of reproductive health, little is known about
the role of low abundance ILC2s (301).
ILCs in Pregnancy
Pregnancy is a unique case where non-self is protected from
immune-mediated rejection. Dynamic changes occur in both
maternal and fetal tissues as pregnancy progresses. The uterine
mucosa undergoes cyclic remodeling, termed decidualization, in
which the endometrium thickens in preparation for implantation
(302). For implantation and placentation to occur, the decidua
must be invaded by fetal tissue (trophoblast cells) (303). Together,
maternal and fetal tissue interactions promote successful
implantation, placentation, and arterial spiralization to facilitate
blood and nutrient supply to the developing fetus (303).

Uterine NK (uNK) cells are important cellular regulators of
fetal implantation and protect against maternal rejection of the
fetus. These uNK cells are the most abundant leukocytes present
in the uterine mucosa and exhibit differential functions and
limited cytotoxicity compared to cNK cells (304). Despite the
discovery of uNK cells in the early 1990’s, the function of uNK
cells in healthy and abnormal pregnancy is still the subject of
intense research. Uterine NK cells contribute to placental
remodeling, striking a balance between excessive trophoblast
infiltration and defective placentation, regulated by KIR and
MHC-I interactions (305). In general, activating receptor ligation
improves reproductive success by promoting trophoblast
invasion and vascular transformation (306). Human chorionic
gonadotropin (hCG) released by the implanting fetal trophoblast
induces uNK cell proliferation through hCG N-linked
carbohydrate recognition by CD206 (mannose receptor) on
uNK cells, establishing a pathway of uNK cell regulation by the
implanting embryo (307).
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ScRNAseq defined three distinct subsets of decidual NK cells
(dNK cells) in humans. All subsets expressed CD49A and CD9,
dNK1 cells expressed CD39, CYP26A1 and B4GALNT1, dNK2
cells expressed ANXA1 and ITGB2, and dNK3 cells expressed
ITGB2, CD160, KLRB1 and CD103 (308). In particular, the
highly granular and metabolically active dNK1 cells are
hypothesized to interact with extravillous trophoblast cells
because of high-level expression of KIRs and other HLA-
molecule receptors (308). Unlike dNK2 and dNK3 cells, dNK1
cells were mostly IFN-g- in response to stimulation (309).
Computational predictions suggest the mechanism behind the
prevention of an inflammatory immune response relies on
immune-tissue crosstalk (308). Decidual stromal cells highly
express LGALS9 and CLEC2D, pointing to potential NK cell
inhibition via interaction with TIM-3 and KLRB1 (308). In line
with the scRNAseq findings, Huhn et al. confirmed three subsets
of dNK cells by mass cytometry with differential expression of
the transcription factors TBET and EOMES (309). NK cells in
the uterus or decidua acquire KIRs and CD39 along a
developmental trajectory, corresponding to increased
immunomodulatory and angiogenic function (310). With KIR
acquisition, dNK cell expression of LILRB1, Ki-67, NKp30, and
Granzyme B increased while NKG2D, CD161, and TBET
decreased, unlike the relatively stable expression of these
markers on cNK cells (309). Once acquired, the expression of
KIRs remain remarkably stable for successive menstruation
cycles (311). In another departure from cNK cells, granules
were ~3 times larger in dNK cells and as KIR expression
increased, degranulation and cytokine production decreased,
supporting that dNK cells are phenotypically and functionally
unique (309).

High NKG2C marks uNK cells that have acquired memory,
or “trained immunity”, contributing to improved reproductive
success in subsequent pregnancies by improving vascularization
and placentation (312, 313). Greater abundance of uNK cells and
aberrant function resulting in higher expression of angiogenic
factors in the endometrium coincides with thickening of the
spiral artery walls, suggesting alteration of uNK-mediated
vascular remodelling as cause for recurring miscarriage (314,
315). However, lower abundance of uNK cells is also associated
with recurrent pregnancy losses through reduced decidual-uNK
cell interactions. Chronic senescence of decidual cells leads to
tissue dysfunction not conducive to successful pregnancies and
uNK cells selectively eliminate senescent decidual cells via
NKG2D, while differentiating decidual cells support and
recruit uNK cells with CXCL14, IL-15 and TIMP3 (316, 317).
Indeed, endometrial biopsies from patients with recurrent
pregnancy loss exhibit excessive decidual senescence and
reduced uNK cell abundance, indicating that a balanced co-
operation between decidual cells and uNK cells promotes healthy
pregnancies (316).

dNK cells also protect against pregnancy loss from
trophoblast bacterial infection. Here, rather than forming a
cytotoxic synapse, dNK cells transfer granulysin to infected
trophoblasts using nanotube connections, killing the
intracellular bacteria without killing the trophoblast (318).
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This pathway could account for NK-mediated host defense in a
setting that aims to avoid excessive tissue damage.

Other ILCs also have defined roles in pregnancy and
reproductive conditions. Vacca et al. reported ILC3s in human
decidua express PD-1 and TIM-3, which regulate ILC3 cytokine
production, most notably IL-22 (319). Since trophoblast cells are
PD-L1high, ILC3-trophoblast interactions may promote fetal
Frontiers in Immunology | www.frontiersin.org 20156
tolerance during the first trimester (319). In support of this,
PD-L1 levels were much lower or nonexistent in the trophoblast
cells of spontaneous abortions compared to healthy terminated
pregnancies (319). Subsets of CD127hiCD117hiAhRhiCD94-

CD56+/-NKp44+/- decidual ILC3s were capable of producing
GM-CSF, XCL1 and low levels of IFN-g upon stimulation
(309). NCR+ILC3s correlate with neutrophil abundance in the
B

C

A

FIGURE 9 | ILCs in the reproductive system. Most ILC data focuses on the female reproductive tract, where NK cells have established roles in pregnancy (A).
uNK cells are regulated by human chorionic gonadotropin (hCG) released by fetal trophoblasts, signaling through CD206 (mannose receptor) to facilitate placental
remodeling. Women with recurrent pregnancy losses show an increase in uNK cells in the endometrium, coinciding with thickened spiral artery walls and the
resulting vascular remodeling affecting the blood flow to the fetus. In support of this, uNK cells from women with recurrent miscarriages also produced more
angiogenic factors, fibroblast growth factors, and vascular endothelial growth factors. A special subset of memory uNK cells expressing higher levels of NKG2C
contribute to improved reproductive success and lower incidence of pregnancy complications in subsequent pregnancies. In the human decidua, ILC3s express
PD-1 and TIM-3, regulating ILC3 cytokine production, in particular IL-33. ILC3-trophoblast interactions may promote fetal tolerance during the first trimester via PD-1:
PDL-1 interactions, supported by lower PD-L1 levels in trophoblasts of spontaneous abortions compared to healthy terminated pregnancies. (B) Reduced stem cell
factor leads to a higher proportion of immature uNK cells in endometriosis, potentially contributing to infertility associated with endometriosis. (C) In a model of
PCOS, microbial dysregulation led to reduced bile acids needed to support ILC3 function. The reduced ILC3 abundance and IL-22 production led to cystic follicle
development and insulin resistance. Created with Biorender.org.
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human decidua and produce GM-CSF and CXCL8, supporting
neutrophil recruitment and survival (320). Based on lower
decidual neutrophil numbers in patients with miscarriages,
Croxatto et al. hypothesize that the ILC3-neutrophil axis is
beneficial, particularly in early stages of pregnancy (320).

ILCs in Endometriosis
Pathological functions of uNK cells are linked to endometriosis, a
condition affecting ~10% of women where endometrial tissue
grows outside of the uterus, resulting in debilitating pain and
infertility. Patients with endometriosis have increased immature
uNK cell counts and lower levels of stem cell factor (SCF) in the
endometrial tissue, associated with infertility (Figure 9B) (321).
Supplementing cultures of immature uNK cells with SCF
supports uNK cell maturation (321). Endometrial stromal cells
express high levels of SCF, suggesting stromal-uNK cell
interactions influence fertility outcomes in endometriosis. SCF
receptor expression is also found on helper ILCs, however, their
role in endometriosis requires further investigation (322–324).
While many questions remain, these reports support a critical
role for uNK cell homeostasis in fertility.

Notably, IL-33 elevation is implicated in endometriosis and
exogenous IL-33 exacerbates lesion severity and fibrosis
dependent on ILC2s in a murine endometriosis model (325).
Yet, in endometrial tissue of patients with endometriosis, ILC2s
and ILC3s are reduced in abundance relative to non-
endometriosis controls (326). Further work will be needed to
clarify the role of hILCs in endometriosis.

ILCs in Polycystic Ovary Syndrome
Separate from protective roles in pregnancy, reduced ILC3 activity
is associated with polycystic ovary syndrome (PCOS). PCOS
encompasses mixed metabolic and reproductive pathologies,
such as irregular ovulation, infertility, hyperandrogenism, insulin
resistance, and adipose tissue inflammation associated with a
complex etiology including hormonal dysregulation and
heritability (327). Reductions in bile acids due to microbial
dysregulation decreased IL-22 production by ILC3s and
promoted insulin resistance and cystic follicle development in a
murine PCOS model (328). This was reversed by supplementing
missing bile acids or IL-22, supporting a link between the gut and
fertility (328). However, hormonal imbalances impact ILC
function in PCOS. For example, progesterone driven IL-15, IL-
18 and CXCL10 expression promote uNK cell recruitment and
proliferation, and are altered in PCOS endometrial tissue
(Figure 9C) (329). These findings indicate that tissue-ILC and
microbiota-ILC interactions critically regulate reproductive
homeostasis on multiple levels.
ILCS IN THE HEART

In mice, NK cells account for ~3% of cardiac immune cells,
ILC2s for ~1.7%, and ILC1s for 0.2%, while ILC3 abundance is
negligible (330). Compared to lung ILC2s, murine cardiac ILC2s
had lower expression of ICOS, CD25, and Ki-67, and higher
expression of Sca-1 and GATA3 (330). Only 2% of cardiac ILC2s
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in mouse were donor-derived after 2 months of parabiosis,
indicating that ILC2s are a stable tissue-resident population in
the heart (330). Cardiac-resident ILC2s respond to IL-33 but not
IL-25, and a committed cardiac ILC2 precursor (ILC2p) in mice
and humans exists in a quiescent state with the capability to
differentiate into ILC2s in response to myocardial infarct or
myocarditis (331). The existence of undifferentiated ILC2p
within tissues has been observed before and suggests a role for
this pool of precursors as a reservoir for ILCs to protect from
tissue damage (332). Cardiac ILC activity has been implicated in
several disease models (Figure 10).

ILCs in Atherosclerosis and Coronary
Artery Disease
Conflicting findings on ILC subset functions in atherosclerosis
and coronary artery disease (CAD) have been reported.
Selathurai et al. found murine NK cells were detrimental to
atherosclerotic disease, increasing lesion size in a Perforin- and
Granzyme B-dependent manner, while Nour-Eldine et al. found
no effect of NK cells on lesion development using a distinct
genetic depletion model, likely accounting for divergent findings
(333, 334).

In humans, a study of acute ST-segment elevation myocardial
infarction (STEMI) found elevated circulating ILC1s within 12
hours of symptom onset which produced more IL-12, IL-18, IFN-
g, and TNF-a, and were associated with a higher risk of major
adverse cardiovascular events (335). In contrast, NK cells were
reduced and have lower cytotoxicity in CAD patients, both in the
case of stable angina and incidence of myocardial infarction or
unstable disease (336–338). During follow-up, patients who failed
to reconstitute their peripheral NK cells post myocardial infarction
had higher levels of serum IL-6 and exhibited characteristics of
metabolic syndrome, suggesting poor NK cell recovery
corresponds with low-grade inflammation (336). Recovery of
NK cells in CAD patients is potentially self-regulated, as
apoptotic NK cells both respond to and produce FasL, which is
elevated in serum and correlates with NK cell levels and apoptotic
susceptibility (339). Increased proportions of CD56bright NK cells
were identified in carotid plaques compared to autologous
peripheral blood, and greater NK cell infiltration corresponded
with symptomatic versus asymptomatic CAD patients (340).
Soluble B7-H6 levels of 250 pg/ml were detected in symptomatic
patients but not in asymptomatic patients or healthy controls
(340). Notably, B7-H6 can interact with NKp30, yet further studies
are needed to directly assess B7-H6 andNK cell interactions in this
context. Circulating NK cells from atherosclerotic patients had
higher TIM-3 expression than healthy controls, with the greatest
levels in those with unstable plaques (341). TIM-3 blockade
reduced the death of NK cells cultured in TNF-a, suggesting
that TIM-3 promotes cytokine-induced NK cell apoptosis in
atherosclerosis (341). Whether NK cells are preferentially
recruited to unstable carotid plaques, or functionally contribute
to plaque destabilization requires additional study (340).

ILC2s appear to have cardioprotective functions based on
mouse models. ILC2s protect from cardiac fibrosis and are
enhanced by exogenous IL-33, producing AREG and BMP-7 to
support cardioprotective responses to injury (342). Expansion of
March 2022 | Volume 13 | Article 836999

https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


Murphy et al. Tissue-Adapted Functions of ILCs
ILC2s reduces atherosclerosis severity and lesion size, while
genetic ablation (Staggerer/RoraFlox-CD127Cre) exacerbates
disease (343, 344). Notably, protection is IL-5 and IL-13-
dependent, recruiting eosinophils and polarizing macrophages
towards an anti-inflammatory phenotype (342, 343). Further,
pericardial and cardiac ILC2s expand early post-experimental
myocardial infarction, peaking at day 3 before returning to
homeostatic levels, while the absence of ILC2s impairs cardiac
remodeling and results in larger areas of scarring (345).
Together, this supports a role for cardiac-resident ILC2s in
directing repair pathways in response to injury.

ILCs in Cardiac Inflammation
ILC expansion has been observed in patients with pericarditis
(346). In contrast to cardioprotective findings above, ILC2s have
been implicated in pericarditis pathology. Exogenous IL-33
expanded murine pericardial ILC2s, driving cardiac fibroblasts
to secrete CCL11/eotaxin-1 and recruit eosinophils, initiating
pericarditis (346). Pericardial fluid from humans revealed an
elevated frequency of CD127+ ILCs in patients with cardiac
disease versus controls, indicating that ILCs are also involved
in human pericardial pathology (346). In an opposing role, NK
cell depletion led to greater inflammation and fibrosis of the
heart, dependent on NK cell-mediated prevention of eosinophilic
Frontiers in Immunology | www.frontiersin.org 22158
infiltration (347). A possible cross-regulation of NK cells and
ILC2s during cardiac inflammation should be investigated.

Sex differences in mortality and morbidity of Coxsackievirus
B3 (CVB3) viral myocarditis may also reflect sex-based
regulation of NK cell function. Male mice experience greater
morbidity and mortality from myocarditis following CVB3
infection, with increased IFN-g+ NK cell infiltration in cardiac
tissue (348). Ovariectomized or sexually immature female mice
show similar susceptibility to infection-triggered myocarditis
when compared to male mice, while estrogen-treated male
mice had ameliorated myocarditis (348). CVB3-stimulated NK
cells cultured with estrogen down-regulated T-bet expression
and consequently had reduced IFN-g production, indicating that
regulation of T-bet expression by estrogen might underlie the
decreased IFN-g+ NK cell infiltration in female mice and
contribute to sex differences in myocarditis, in line with prior
reports of hormonal regulation of other ILC subsets (100, 348).
ADIPOSE ILCS

Adipocytes are critical regulators of energy and glucose
homeostasis. They are a heterogeneous population of cells,
comprising energy-storing white adipocytes, thermogenic
FIGURE 10 | ILCs in the heart. Limited studies have examined ILCs in the heart. In mice, IL-33 administration or CD27+Sca-1+ fibroblast-derived IL-33 expands
ILC2s in the pericardium, driving cardiac fibroblasts to secrete CCL-11/eotaxin, leading to the accumulation of eosinophils. In humans, CD127+ ILCs increase in the
pericardial fluid during in cardiac disease, particularly during pericarditis. Separately, the expansion of ILC2s by IL-33 was cardioprotective after injury, reducing
fibrosis. Within 12 hours of acute ST-segment elevation myocardial infraction (STEMI), ILC1 elevation peaks. Higher ILC1-associated IL-12, IL-18, IFN-g, and TNF-a
levels lead to a higher risk of major adverse cardiovascular events. Created with Biorender.org.
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brown adipocytes that express uncoupling protein-1 (UCP-1) to
dissipate energy as heat, as well as beige adipocytes that reside
within white adipose tissue (WAT) and upregulate UCP-1 in
response to environmental cues (349). Beige adipocyte
accumulation protects from insulin resistance, and regulation
of the beiging process has become an attractive therapeutic target
for metabolic dysregulation and type 2 diabetes (350).

ILC2s are the dominant hILC subtype identified in adipose
tissue, with phenotypic variation across different murine adipose
compartments: ILC2s in para-aortic adipose tissue have an
inflammatory phenotype defined by IL-25 responsiveness and
high KLRG1 expression, whereas peri-gonadal adipose ILC2s are
IL-33 responsive, expressing ST2 (343, 351). Intriguingly, mouse
ILC2s highly express bone morphogenetic protein (Bmp)2 and
Bmp7, which promote adipocyte differentiation, while ILC-
deficient mice have more CD34+PDGFRa+ precursor
adipocytes, supporting a role for ILCs in adipogenesis (352).
Under homeostatic conditions, ILC2s orchestrate immune
responses in adipose tissues by recruiting eosinophils, promoting
alternative activation of macrophages, and regulating beiging,
glucose catabolism, and insulin sensitivity in adipose tissues
(Figure 11A) (353, 354). In support of this, depletion of IL-5
and IL-13-producing cells (mainly ILC2s) corresponded to a
reduction of eosinophils and Arg-1+ adipose macrophages in
visceral adipose tissue (355). ILC2s also promote Treg responses
through ICOSL and OX40L co-stimulation in adipose tissues,
critical for supporting insulin sensitivity (356–358).

Mouse studies support that ILC2s can directly promote adipose
beiging, supporting homeostasis and preventing obesity (5, 359,
360). ILC2s are sustained by IL-33 from adipose stem and
progenitor cells (ASPCs) (360). Stromal ICAM-1 interactions
with LFA-1 on ILC2s promotes ILC2 activation and
proliferation in adipose tissue, while IL-4/IL-13 expression by
ILC2s induces eotaxin (CCL11) expression in stromal cells,
supporting eosinophil recruitment (361). Peritoneal IL-33
administration expands adipocyte precursors and promotes
beige lineage commitment in an ILC2-dependent manner, as
effects are abolished in the absence of ILC2s and when
adipocyte precursors are not receptive to IL-4/IL-13 signaling
(Il4rafl/flPdgfraCre) (359). An alternative mechanism of ILC2-
dependent beiging of mouse adipose tissue was proposed by
Brestoff et al. who found IL-33-stimulated ILC2s produce
methionine-enkephalin (MetEnk), an endogenous opioid-like
peptide which induces WAT beiging (5). Overall, these studies
demonstrate that ILC2-dependent eosinophil-derived IL-4 and
ILC2-derived IL-13 and/or MetEnk directly promote murine
adipocyte precursor proliferation and beige lineage commitment
(5, 359).

Group 1 ILCs are largely resident in murine adipose tissue (362).
Although their homeostatic role is poorly understood, ILC1s
regulate adipose macrophage homeostasis (363). Alternatively
activated macrophages scavenge potentially cytotoxic molecules
released during adipose tissue remodeling and upregulate stress
ligands (i.e. Rae-1) at steady state, and their selective depletion by
adipose type 1 ILCs prevents stress-induced inflammation in
macrophages during homeostatic tissue remodeling (363).
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ILCs in Obesity
Dysregulation of the immune environment associated with obesity
can lead to metabolic dysfunction and insulin resistance, driving
type 2 diabetes (T2D) (364). ILC dysregulation has been
implicated in obesity (Figure 11B). In obese humans and mice,
ILC2s are reduced in WAT, possibly due to reduced IL-33
production by ASPCs in response to high fat diet (5, 360, 365).
High PD-1 expression on ILC2s reduced IL-5 and IL-13
production, an effect partially rescued by macrophage depletion,
suggesting PD-1/PD-L1 interactions between ILC2s and
macrophages dampens ILC2 function in obese conditions in
mice (365). Additionally, adipocyte-derived soluble ST2 is
induced by obesity and interrupts IL-33 signaling, impairing
ILC2 homeostasis (366). Infiltration of IFN-g-producing cells
also contributes to reduced ILC2 abundance and function, as
IFN-g directly represses ILC2s and counteracts IL-33 (357).

Obese mice fed a high fat diet had adipose tissue-specific IL-
12-dependent accumulation of ILC1s with elevated IFN-g
production, resulting in insulin resistance and glucose
intolerance (362, 367). Interestingly, CD56dim CD16– ILCs
accumulating during obesity have reduced cytotoxicity, a
potential secondary mechanism contributing to macrophage
accumulation and glucose intolerance (363). Wensveen et al.
demonstrated NKp46 on adipose-resident mouse NK cells may
regulate this effect (368). High fat diet-induced obesity triggered
the expression of NCR1 ligands on adipocytes which promoted
local NK cell proliferation and production of IFN-g, inducing the
differentiation of pro-inflammatory macrophages and promoting
insulin resistance (368). Wang et al. further found that the ILC1
IFN-g-dependent expansion of pro-inflammatory macrophages
exacerbated adipose fibrosis by promoting TGF-b1 and pro-
fibrotic programs in macrophages, resulting in higher collagen
deposition (367).

In agreement with murine models, circulating and adipose
ILC1s are increased in obese patients, especially those with T2D,
and the abundance of ILC1s positively correlates with measures
of glucose intolerance and insulin resistance (367). A unique
subpopulation of CSF1R+IL6Ra+ NK cells is expanded in human
and murine obesity (369). Selective depletion of this subset
(Csf1r-loxSTOPlox-DTR x NcrCre) resulted in decreased weight gain,
better glucose tolerance, and insulin responsiveness in mice fed a
high fat diet (369). Further, the expression of RORgt,
lymphotoxin and IL-22 all elevated weight gain and adipose
tissue size, paralleling findings that IL-22 from Th17 cells
exacerbates inflammation in obesity (370, 371). The regulation
of metabolism by intestinal ILC3s suggests a gut-adipose axis
that remains to be explored. Overall, ILC2s mediate adipose
homeostasis and are dysregulated in obesity, while ILC1s and
potentially ILC3s have a role in exacerbating inflammation.
CONCLUDING REMARKS

Multiple parallels and differences between murine and human
ILCs exist. Their evolutionarily conserved transcriptional
programs and functional similarity emphasizes their
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importance across multiple distinct phylogenetic branches.
However, a better understanding of homologies and analogies
in their surface receptor expression and function are needed to
inform conserved mechanisms underlying responses to
infections, inflammation and malignancies. This will be of
particular interest to enhance our understanding NK cell
biology, where receptors regulating NK cells responses differ
between mouse and human, but different receptors often
perform similar function.

The distinct living conditions of mice and humans require
conserved and specified adaptations of organs and tissues to
environmental triggers. ILCs as regulators of tissue homeostasis
adapt to these species-specific environments. Shared and
differing microbiota within humans and mice may explain
conserved and distinct functions of ILCs across these
organisms. Gnotobiotic technologies, humanized mice, knock-
Frontiers in Immunology | www.frontiersin.org 24160
out mouse models or adoptive transfer experiments are suitable
to investigate these differences but bring their own pitfalls.
Beyond these challenges, a key obstacle for the study of ILCs
in situ is the scarcity of ILC-specific models available to tease out
cell-specific or even organ-specific functions. Adding to this,
ILCs typically function in cellular networks to influence the
outcome of a given immune response. To properly understand
their function and tease out any redundancy, more systems-
based approaches are needed, particularly in humans (295,
372, 373).

Other roadblocks in understanding the role of various ILCs in
homeostasis and disease are studies designed only to link the presence
or absence of ILCs with disease outcome. This is especially evident in
reports of NK cell function. Reporting expansion or reduction of NK
cells as having a protective or detrimental effect assumes a
homogeneous function of NK cells. While classically, NK cell
B

A

FIGURE 11 | ILCs in adipose tissue. (A) Using mostly mouse models, ILC2s are linked to adipogenesis, where they maintain homeostasis and prevent obesity by
promoting adipose beiging. ILC2s are sustained by IL-33 from adipose stem and progenitor cells (ASPCs) and required stromal cell interactions via ICAM-1 and LFA-1.
The resulting release of IL-4, IL-13 by ILC2s promotes eosinophil recruitment via stromal cell-derived eotaxin (CCL11). IL-33 stimulates ILC2-produced methionine-
enkephalin (MetEnk), an endogenous opioid-like peptide that promotes adipose beiging. (B) Both obese humans and mice, have reduced ILC2s in the white adipose
tissue due to diet-driven impairment of IL-33 production by ASPCs. The infiltration of IFN-g-producing ILCs actively represses cytokine release by ILC2s and propagates
ILC2 inhibition through via PD-1 and macrophage-expressed PD-L1. A unique subpopulation of CSF1R+IL16Ra+ NK cells and increased ILC1 abundance positively
correlates with glucose intolerance and insulin resistance. Overall, reduction of adipose ILC2s fosters metabolic dysfunction, insulin resistance and obesity. Created with
Biorender.org.
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function has been cytotoxic and inflammatory, NK cells have also
been cast in an immunoregulatory role where they dampen an
immune response (19). Additionally, identifying NK cells as CD3-

CD56+ does not rule out other non-cytotoxic ILC1s and ILC3s that
can share CD56 expression, and does not address the large degree of
heterogeneity within NK cells (374). Untangling the identity and
functional capacity of distinct CD3- CD56+ populations may help to
clarify contradictory findings.

The plasticity of ILCs makes definitively assigning them as
“good” or “bad” quite problematic. Sometimes ILCs with identical
or similar surface phenotype may be functionally distinct (206).
While this may be context dependent, ILC plasticity may be
partially responsible for conflicting reports of their function in
disease. Future studies should consider assessing the functional
role of ILC subsets correlated with ILC transcriptional and
epigenetic profiles to identify mechanisms underlying distinct
ILC functions and whether some level of ‘trained’ immunity
contributes to differing findings. Additionally, it remains unclear
if the tissue-specific functions of ILCs are due in part to the
existence of specific subsets of ILCs that home to their niche, or
instead these different functions are a directly due to
microenvironment signals leading to niche adaptation. It is also
entirely possible that both cases are true and contribute to
establishing tissue-specific ILC functions. Moving forward, the
characterization of tissue-specific networks and niches for ILCs
will transform our understanding of ILC functions and underlying
mechanisms controlling their tissue adaptations.
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244. Marquardt N, Béziat V, Nyström S, Hengst J, Ivarsson MA, Kekäläinen E,
et al. Cutting Edge: Identification and Characterization of Human
Intrahepatic CD49a + NK Cells. J Immunol (2015) 194:2467–71.
doi: 10.4049/jimmunol.1402756

245. Stary V, Pandey RV, Strobl J, Kleissl L, Starlinger P, Pereyra D, et al. A
Discrete Subset of Epigenetically Primed Human NK Cells Mediates
Antigen-Specific Immune Responses. Sci Immunol (2020) 5:eaba6232.
doi: 10.1126/sciimmunol.aba6232
March 2022 | Volume 13 | Article 836999

https://doi.org/10.1053/j.gastro.2008.07.014
https://doi.org/10.3389/fimmu.2020.01847
https://doi.org/10.1126/sciadv.aay8230
https://doi.org/10.1126/science.aaa4282
https://doi.org/10.1126/science.aaa4282
https://doi.org/10.1016/j.chom.2010.01.006
https://doi.org/10.1038/nm1720
https://doi.org/10.1038/nm1720
https://doi.org/10.1126/scitranslmed.aad6663
https://doi.org/10.1016/j.immuni.2013.08.003
https://doi.org/10.4049/jimmunol.2000197
https://doi.org/10.4049/jimmunol.2000197
https://doi.org/10.1371/journal.pone.0022459
https://doi.org/10.1371/journal.pone.0022459
https://doi.org/10.1080/19490976.2019.1667723
https://doi.org/10.1038/ni.3180
https://doi.org/10.1038/s41590-020-0593-9
https://doi.org/10.1128/jvi.01644-19
https://doi.org/10.1371/journal.ppat.1004551
https://doi.org/10.1038/s41385-019-0231-8
https://doi.org/10.1084/jem.20051615
https://doi.org/10.1038/nature08900
https://doi.org/10.1038/nature08901
https://doi.org/10.1038/nri2199
https://doi.org/10.1016/j.immuni.2014.06.016
https://doi.org/10.1126/sciimmunol.abe3218
https://doi.org/10.1016/j.immuni.2017.09.015
https://doi.org/10.1084/jem.20180610
https://doi.org/10.3389/fimmu.2019.00620
https://doi.org/10.1371/journal.pntd.0003627
https://doi.org/10.1371/journal.pone.0108649
https://doi.org/10.1371/journal.pone.0108649
https://doi.org/10.1002/hep.22034
https://doi.org/10.1038/nri3169
https://doi.org/10.1038/cmi.2015.104
https://doi.org/10.1038/cmi.2015.96
https://doi.org/10.1038/cmi.2015.96
https://doi.org/10.1038/s41467-018-06318-7
https://doi.org/10.1038/s41467-018-06318-7
https://doi.org/10.1016/j.jaut.2015.08.011
https://doi.org/10.1038/srep26157
https://doi.org/10.1038/srep26157
https://doi.org/10.4049/jimmunol.1601818
https://doi.org/10.4049/jimmunol.1402756
https://doi.org/10.1126/sciimmunol.aba6232
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


Murphy et al. Tissue-Adapted Functions of ILCs
246. Cuff AO, Robertson FP, Stegmann KA, Pallett LJ, Maini MK, Davidson BR,
et al. Eomes Hi NK Cells in Human Liver Are Long-Lived and Do Not
Recirculate But Can Be Replenished From the Circulation. J Immunol (2016)
197:4283–91. doi: 10.4049/jimmunol.1601424

247. Jeffery HC, McDowell P, Lutz P, Wawman RE, Roberts S, Bagnall C, et al.
Human Intrahepatic ILC2 are IL-13positive Amphiregulinpositive and Their
Frequency Correlates WithModel of End Stage Liver Disease Score. PloS One
(2017) 12:e0188649. doi: 10.1371/journal.pone.0188649

248. Kanda T, Goto T, Hirotsu Y, Moriyama M, Omata M. Molecular
Mechanisms Driving Progression of Liver Cirrhosis Towards
Hepatocellular Carcinoma in Chronic Hepatitis B and C Infections: A
Review. Int J Mol Sci (2019) 20:1358. doi: 10.3390/ijms20061358

249. Oliviero B, Varchetta S, Paudice E, Michelone G, Zaramella M, Mavilio D,
et al. Natural Killer Cell Functional Dichotomy in Chronic Hepatitis B and
Chronic Hepatitis C Virus Infections. Gastroenterology (2009) 137:1151–60.
doi: 10.1053/j.gastro.2009.05.047

250. AmadeiB,UrbaniS,CazalyA,FisicaroP,ZerbiniA,AhmedP, et al.Activationof
Natural Killer Cells During Acute Infection With Hepatitis C Virus.
Gastroenterology (2010) 138:1536–45. doi: 10.1053/j.gastro.2010.01.006
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GLOSSARY

AD Atopic dermatitis
Ahr Aryl hydrocarbon receptor
APC Antigen presenting cell
AREG Amphiregulin
ASPCs Adipose stem and progenitor cells
CAD Coronary artery disease
CD Crohn’s disease
ChAT Choline acetyltransferase
COPD Chronic obstructive pulmonary disease
cNK cells Conventional NK cells
CNS Central nervous system
CP Cryptopatches
CVB3 Coxsackievirus B3
DC Dendritic cell
dNK cells Decidual Natural Killer cells
EAE Experimental autoimmune encephalitis
EOMES Eomesodermin
ESRD End stage renal disease
FasL Fas ligand
Ffar2 Free Fatty Acid Receptor 2
FHL2 Four And A Half LIM Domains 2
GITR Glucocorticoid-induced TNFR-related protein
GPR34 G Protein-Coupled Receptor 34
HBV Hepatitis B virus
hCG Human chorionic gonadotropin
HCV Hepatitis C virus
HDM House dust mite
hILC helper ILC
IBD Inflammatory bowel disease
ID Inhibitor of DNA binding
IFN-g Interferon gamma
IL Interleukin
ILC Innate lymphoid cell
ILC1 Group 1 innate lymphoid cell
ILC2 Group 2 innate lymphoid cell
ILC210 IL-10 producing ILC2
ILC3 Group 3 innate lymphoid cell
ILCreg Regulatory ILC
ILF Isolated lymphoid follicle
IRI Ischemia reperfusion injury
KIR Killer immunoglobulin receptor
KLRG1 Killer cell lectin like receptor G1
LN Lupus nephritis
LP Lamina propria
LTi Lymphoid tissue inducer
LXA4 Lipoxin A4
MHC-I Major histocompatibility complex class I
MHC-II Major histocompatibility complex class II
miRNA MicroRNA
MS Multiple Sclerosis
NAFLD Non-alcoholic fatty liver disease
NASH Non-alcoholic steatohepatitis
NCR Natural cytotoxicity receptor
PCOS Polycystic ovary syndrome
RA Retinoic acid
RORA RAR-related orphan receptor A
RORC RAR-related orphan receptor C
RSV Respiratory syncytial virus
SCF Stem cell factor
SCFA Short chain fatty acid
scRNAseq Single cell RNA sequencing
SLE Systemic lupus erythematosus
sLT Surface lymphotoxin
SPM Specialized pro-resolving mediator
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T2D Type 2 diabetes
TBET T-box transcription factor
Tfh T follicular helper
TIGIT T cell immunoreceptor with Ig and ITIM domains
TNF Tumor necrosis factor
Treg Regulatory T cell
TSLP Thymic stromal lymphopoietin
UCP-1 Uncoupling protein 1
uNK cells Uterine Natural Killer cells
VIP Vasoactive intestinal peptide
WAT White adipose tissue
AD Atopic dermatitis
Ahr Aryl hydrocarbon receptor
APC Antigen presenting cell
AREG Amphiregulin
ASPCs Adipose stem and progenitor cells
CAD Coronary artery disease
CD Crohn’s disease
ChAT Choline acetyltransferase
COPD Chronic obstructive pulmonary disease
cNK cells Conventional NK cells
CNS Central nervous system
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