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Our world is filled with microbes. Each multicellular organism has developed ways to
interact with this microbial environment. Microbes do not always pose a threat; they can
contribute to many processes that benefit the host. Upon colonization both host and
microbes adapt resulting in dynamic ecosystems in different host niches. Regulatory
processes develop within the host to prevent overt inflammation to beneficial microbes,
yet keeping the possibility to respond when pathogens attempt to adhere and invade
tissues. This review will focus on microbial colonization and the early (innate) host
immune response, with special emphasis on the microbiota-modifying roles of IL-10
and IL-22 in the intestine. IL-10 knock out mice show an altered microbial composition,
and spontaneously develop enterocolitis over time. IL-22 knock out mice, although not
developing enterocolitis spontaneously, also have an altered microbial composition and
increase of epithelial-adherent bacteria, mainly caused by a decrease in mucin and anti-
microbial peptide production. Recently interesting links have been found between the
IL-10 and IL-22 pathways. While IL-22 can function as a regulatory cytokine at the
mucosal surface, it also has inflammatory roles depending on the context. For example,
lack of IL-22 in the IL-10-/— mice model prevents spontaneous colitis development.
Additionally, the reduced microbial diversity observed in IL-10—/— mice was also reversed
in IL-10/IL-22 double mutant mice (Gunasekera et al., 2020). Since in early life, host
immunity develops in parallel and in interaction with colonizing microbes, there is a need
for future studies that focus on the effect of the timing of colonization in relation to the
developmental phase of the host. To illustrate this, examples from zebrafish research
will be compared with studies performed in mammals. Since zebrafish develop from
eggs and are directly exposed to the outside microbial world, timing of the development
of host immunity and subsequent control of microbial composition, is different from
mammals that develop in utero and only get exposed after birth. Likewise, colonization
studies using adult germfree mice might yield different results from those using neonatal
germfree mice. Lastly, special emphasis will be given to the need for host genotype and
environmental (co-housing) control of experiments.
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MICROBIAL COLONIZATION

As soon as organisms come into contact with the outside world
the process of colonization starts. In some animals colonization
starts at birth, while in others (such as fish) colonization of the
eggs immediately starts when the eggs of the female are released
into the surrounding water (Egerton et al., 2018). At 3 days post
fertilization (dpf) the mouth of the fish opens and microbes
can colonize the developing gastrointestinal tract (Kimmel
et al, 1995). From the microbial perspective, colonization of
a niche is often driven by the availability of substrates that
allows growth and population expansion. As with any microbial
colonization process of a new niche, it is initiated by pioneers,
which are followed or sometimes replaced by other groups of
organisms. The microbial ecosystem of host-associated niches
commonly becomes more complex during these secondary
stages, which are often including the colonization by species
that can utilize the metabolic products of the pioneers as
substrate for growth, thereby, establishing syntrophic chains and
assembling an interactive microbial food-web (Sung et al., 2017;
D’Hoe et al., 2018). Competition and cooperative processes will
simultaneously lead to a more or less stable microbial community
which we call microbiota.

Colonization of the gastrointestinal tract depends on several
biotic (nutrients, other microbes, etc.) and abiotic (pH,
temperature, etc.) factors. Furthermore, the onset of colonization
can be different for different species. For example, colonization
in mammals begins at birth (although there is some discussion
on the sterility of the womb, Perez-Munoz et al., 2017), while in
fish, spawned eggs directly acquire a microbiota (Liu et al., 2014).
Therefore, the selective pressures on and later within the host,
but also the (timing of the) development of immune responses
toward microbes can be very different depending on the host
species studied.

Recently, a large cohort study (TEDDY), typing 903
children (12,500 stool samples) from six different locations
(European and United States), showed that during early life
in humans, three distinct phases of microbial community
structure could be discriminated: a developmental phase in
roughly the first year, a transitional phase in the second
year (<30 months), and a stable phase from >31 months
(Stewart et al., 2018). Breastfeeding explained most microbial
composition variance in the developmental phase, with those
children receiving breastmilk showing a modestly higher
abundance of Bifidobacterium (but also Lactobacillus rhamnosus
and Staphylococcus epidermidis) compared to children that
were formula fed that showed (modest) higher abundance of
Escherichia coli. The metabolic genes enriched in the microbiome
of breastfed children correlated with the presence of high
concentrations on human milk oligosaccharides (HMOs) in
breastmilk. The change into the transition phase seemed to
be caused by the cessation of breastmilk rather than the start
of introduction of solid food, confirming previous studies
(Bergstrom et al., 2014; Backhed et al., 2015; Pannaraj et al., 2017).
Infant formula is frequently supplemented with galacto- and/or
fructo-oligosaccharides, which (in part) probably compensates
for the difference in Bifidobacterial abundance during the earlier

stages of life, explaining why smaller scaled studies may not
have detected the association of this genus with breastfeeding
(Timmerman et al., 2017).

The distinct phases of microbial community shifts were also
reported in zebrafish. Longitudinal evaluation of the microbial
composition in siblings from a single parent pair that were
housed in separate tanks revealed that the microbiota followed a
distinct developmental pattern (Stephens et al., 2016). In the early
time points [4-10 days post fertilization (dpf)] the larval zebrafish
microbiota was more similar to the environmental samples,
and the diversity of the population was relatively high. Around
10 dpf this began to shift, resulting in two larval microbial
subpopulations, one resembling the richness of the 4 dpf samples,
the other group shifting more toward older samples. At this
time point of 10 dpf, zebrafish should have begun feeding. This
is a pivotal life-stage in the larvae, since failure to feed from
5 dpf onward results in starvation and death between 10 and
12 dpf (Samuel et al., 2019). It is likely that the ability to feed
causes the bimodal distribution in the 10 dpf samples. Over
time in the zebrafish the relative abundance of Proteobacteria
decreases (although it remains the dominant phylum) and the
relative abundance of Fusobacteria and Firmicutes increases
(Rawls et al., 2004, 2006; Roeselers et al., 2011; Stephens et al.,
2016). Furthermore, the richness and phylogenetic diversity
decreases from larval to adult stage (Stephens et al, 2016).
This microbiota data was also used in a microbial modeling
study which revealed that especially during early developmental
stages, passive migration and stochastic demographic processes
play an important role in microbial succession and colonization
(Burns et al., 2016).

Rearing zebrafish under different environmental conditions
until 12 days post hatching (12 dph, ~14 dpf) and subsequently
changing the environment and sampling until 98 dph showed
that ecological succession of gut microbial communities mainly
associates with developmental stages rather than the hatching
environment (Xiao et al., 2021). Additional research is required
to decipher the influence of neutral versus non-neutral processes
(selective pressures) that might influence different microbes
within the microbial composition at different stages of life.

For the colonizing microbes, the intestine is a specific
niche where they find food, but also experience selective
pressures. Here, oxygen level, feed, and the developing immune
system play important intertwined roles (Bevins and Salzman,
2011). In a meta-analysis, Sullam et al. (2012) investigated
the gut microbiota of different fish species with different
habitats and feeding behavior. Although differences exist between
different environments, fish species and trophic levels, the
fish gut microbiota still clustered with gut communities from
other species (mammals and insects) and not with free-living
environmental bacteria, showing that the gut environment is a
remarkably consistent selective ecological niche (Sullam et al,
2012). Microbes also adapt to living within this specific niche. For
example, Bacteroides has been shown to adapt by upregulating so-
called commensal colonization factors (ccf) when in contact with
the mouse colon, but not under laboratory culture conditions
(Lee et al., 2013). In another experiment, Aeromonas veronii
was used as a model species and ‘passaged’ through populations
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of germfree larval zebrafish (Robinson et al., 2018). Each time
the gut-associated Aeromonas population was inoculated in the
aquatic environment of the next zebrafish population. Here, the
authors showed that early adaptations in the microbe seemed
to enhance initial colonization, while later adaptations were
involved in host specialization (Robinson et al., 2018).

HOST-MICROBE INTERACTIONS

Next to adaptation by the colonizing microbes, the host also
responds to these new colonizers. The host needs to launch
adequate defense reactions to counteract microbes that may cause
damage to its mucosal surfaces, but at the same time it needs to
be permissive to those bacteria that do not cause harm, or even
support the hosts nutrient digestion processes. The host response
can be well monitored by the exposure of germfree animals
to conventional animal housing, enabling a new microbiota to
be established. This process is also termed conventionalization.
A large part of the host genes induced by conventionalization
are immune-related and metabolic genes (El Aidy et al,, 2012,
2013a,c; Hooper et al., 2012; Belkaid and Naik, 2013). Comparing
conventionalization of zebrafish and mice showed that this
response toward the microbiota is partly conserved between
different host species (Rawls et al., 2004). Colonizing 3 dpf
germfree zebrafish with bacteria from conventional zebrafish
resulted in a transcriptional response of 212 genes (Rawls et al,,
2004). Remarkably, but perhaps not surprisingly given the largely
conserved pattern recognition receptors reacting to microbes in
zebrafish and mammals (Li et al., 2017), 59 of these microbial
colonization response genes were also modulated in mice
upon microbial colonization. These genes were predominantly
representing pathways involved proliferation, metabolism and
(innate) immune responses, underpinning the conservation of
the microbial colonization response across host species.

El Aidy et al. (2012, 2014) conventionalized adult germfree
C57BL/6] mice and followed the host response as well as the
microbial community over time. Interestingly, within one day
after conventionalization, the bacterial log copy number reached
it maximal size, not increasing further over the course of the
experiment, indicating that a full-sized microbiota can establish
quickly. In the first two days, the diversity remained low, but
reached maximum levels around day 8 after conventionalization.
Interestingly, at day 4 post conventionalization several known
pathobionts (Helicobacter, Sphingomonas, and Mucispirillum)
increase rapidly in abundance, coinciding with the highest
activity of the innate immune system (measured by mucosal
pro-inflammatory responses and plasma cytokine/amine levels).
Subsequently, a sharp decrease in these pathobionts was observed
between 8 and 16 days, coinciding with the increase of (innate
and T cell-associated) immune activation and regulation (El Aidy
et al., 2014). It can be hypothesized that microbial activation of
innate immunity early in development creates a niche for species
that can best resist this inflammatory environment (pathobionts),
and subsequently their bloom induces adaptive immunity that
in turn controls these species and restores the balance, thereby
affecting microbial community structure.

Moreover, microbes can manipulate the host to gain a
competitive advantage within the gut microbiome community.
For example, B. thetaiotaomicron was shown to induce
fucosylation of host surface glycans, which it can use as a
substrate for growth (Bry et al., 1996; Hooper et al, 1999).
Another example is given by Round et al. (2011), where it was
shown that Bacteroides fragilis acts via the toll-like receptor
(TLR)2 on T helper cells to ensure microbial symbiosis. Deletion
of TLR2 specifically on T helper cells lead to activation of an
anti-microbial response that limits B. fragilis colonization (for
review of more host-microbe interactions by which microbes
establish competitive advantages within the host’s gut microbiota,
see Round et al., 2011; Stevens et al., 2021). Likewise, some
pathogenic species have been shown to benefit from the host
immune response eliminating their competitors. One illustrative
example was given in a competition experiment using mice,
Haemophilus influenzae colonization of the nasopharynx induced
recruitment of host neutrophils and stimulated killing of
complement-opsonized Streptococcus pneumoniae. This increase
in neutrophils was not seen when mice were colonized by
Haemophilus alone (Lysenko et al, 2005). This last study,
like other similar studies showing interhost competition, also
illustrates the caveat of studying cell-cell interactions looking
at one or a few selected species, compared to investigating an
entire microbial community of several hundred species (Scales
et al., 2016; Wang et al., 2020; Kern et al., 2021). The net results
of all these interacting bacteria, the environment and the host,
might not be adequately modeled by studying interactions of each
individual species in isolation.

Not only does microbial colonization of the intestines induce
metabolic and immunological changes, it is well-established
that this colonization is even necessary for the development
of homeostatic metabolic and immune processes in the host.
A prerequisite to be able to mount immune responses is the
timing of colonization in relation to the development of the
host. This is different when for example comparing mammals
to fish. In mammals both innate and adaptive immune cells
are present in the periphery at birth, while in fish only innate
immune cells are present from 2 dpf (at time of hatching). The
first adaptive cells (T cells) leave the thymus from 10 dpf onward.
Adaptive immunity in fish is thought to be fully mature around
3-4 weeks post fertilization (wpf) when antibody responses can
be measured, although more research is currently ongoing on
the exact timing in different fish species (Lam et al., 2004;
Brugman, 2016; Dee et al., 2016). Of interest is to understand
the timing of immune maturation in relation to the colonizing
microbes (e.g., different cells will be present at different life stages
of the host). The zebrafish is especially suited to understand
how innate and adaptive immune processes orchestrate the
microbial composition in the intestine. Especially, the sequential
development of innate and adaptive immunity develop enables
investigation of the influence of early innate responses in the
absence of peripheral (intestinal) adaptive immunity until 10-
14 days post fertilization.

Taken together, the microbial composition in the gut is
dynamic, especially during early life. The dynamic interactions
between microbes and the host over time stimulates adaptation
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(gene regulation) and possibly evolution (loss or gain of
functions) of the microbes (and eventually also the host, albeit
at slower pace). During the lifetime of the host, regulatory
processes ensure mucosal homeostasis. Regulatory cytokines IL-
10 and IL-22, the focus of this review, are important factors in
the maintenance of mucosal homeostasis between microbes and
the host in the intestine. Aberrant signaling of these cytokines
is often seen in (human) inflammatory disorders of the gut,
such as inflammatory bowel disease (IBD) (Engelhardt and
Grimbacher, 2014; Keir et al., 2020). For example, individuals
with a missense mutation in either their IL-10 gene or its
receptor genes my develop very early-onset IBD (Glocker et al,,
2009; Kotlarz et al., 2012; Shouval et al., 2014). Next to IL-10,
it is well known that polymorphisms in the IL-23R gene are
associated with IBD (Neurath, 2019). As IL-23 signaling is also
required for IL-22 induction, these polymorphisms might also
implicate disturbances of IL-22 signaling in IBD susceptibility.
Since IL-22 is both involved in regulatory as well as inflammatory
processes, its precise role during IBD onset, flares and remission
are currently unknown, but have been reported to be altered in
IBD patients (Schmechel et al., 2008). In the next sections, the
role of IL-10 and IL-22 in microbiota control is discussed.

FUNCTION OF IL-10 IN CONTROLLING
THE GUT MICROBIAL COMMUNITY

IL-10 is produced by a variety of immune cells, of which major
IL-10 producers include dendritic cells, macrophages, innate
lymphoid cells (ILC2s) and regulatory T cells, and to a lesser
extent by neutrophils, B cells, other T lymphocyte-subsets and
even epithelial cells (Izcue et al., 2006; Saraiva and O’Garra,
2010; Ueda et al., 2010; Rivollier et al., 2012; Olszak et al.,
2014; Seehus et al., 2017; Mishima et al., 2019; Miyamoto et al,,
2019; Bando et al,, 2020). IL-10 exerts its action by binding
to the heterodimeric IL-10 receptor, consisting of IL-10R1,
expressed on immune and other hematopoietic cells, and IL-
10R2, which is widely expressed and can also bind to other
cytokines such as IL-22 (co-receptor IL-22R1). Binding of IL-10
to its receptor activates Jakl and Tyk2 and subsequently leads
to phosphorylation of STAT3. In turn, STAT3 induces Socs3
expression, that inhibits pro-inflammatory cytokine pathways
(Donnelly et al., 1999; Riley et al., 1999; Fillatreau and O’Garra,
2014). In this way IL-10 suppresses chemokine expression
and downregulates co-stimulatory molecules [CD80, major
histocompatibility complex (MHC) II] (Kasama et al., 1994;
Willems et al., 1994; Wei et al., 2020). Furthermore, IL-10
decreases pro-inflammatory cytokine expression by inhibiting
transcription factor NF-kB (Driessler et al., 2004). IL-10 also
promotes the induction and maintenance of regulatory T
cells (Tregs). Specifically, Tregs are induced when antigen
presentation by dendritic cells occurs concomitantly with an
instructive IL-10/TGF-B milieu (Izcue and Powrie, 2008). In
addition, IL-10 maintains Foxp3 expression (a master regulator
in the development and function of Tregs) in these cells during
inflammation. These Tregs may further suppress inflammatory
responses (Izcue et al, 2006; Murai et al, 2009). IL-10-/-

mice develop spontaneous colitis (Kiithn et al., 1993). However,
neither germfree IL-10-/- mice nor their derivatives that are
mono-associated with certain pathobionts (e.g., H. hepaticus)
develop this disease, suggesting that colonization with a complex
microbiota may be a prerequisite for disease development in these
mice (Sellon et al., 1998; Dieleman et al., 2000). Intriguingly,
various studies suggested that differences in the composition
of such complex microbiota strongly affects disease severity
(Kim et al., 2005; Sydora et al., 2005; Biichler et al, 2012;
Yang et al., 2013).

Several studies reported differences in gut microbiota
composition between mice that lack IL-10 and their wildtype
counterparts (summarized in Table 1). Multiple factors may
confound data on microbiota composition, indicating the
importance of controlling for these factors as much as possible.
Firstly, given the importance of environmental stimuli in shaping
the microbiota, it is important to co-house experimental animals
to eliminate cage- or tank-specific effects. Secondly, to minimize
the effect of different genotypes (ensuring the genetic variation
is only in the gene of interest) the use of littermates would be
ideal (for a comprehensive review, see Laukens et al., 2016).
Differences in gut microbiota composition were demonstrated
by conventionalization of adult germfree IL-10-/- and WT
littermates that led to distinct microbiota development in these
animals (Maharshak et al., 2013). While the microbiota diversity
and richness decreased over time in the IL-10-/- mice, this
was not seen in WT littermates. In contrast, WT littermates
displayed an increasing diversity until the final timepoint
analyzed at 2 weeks post conventionalization (Maharshak et al.,
2013). Specifically, the abundance of Proteobacteria (E. coli)
increased over time in the conventionalized IL-10-/- mice, which
coincided with the activation of spontaneous inflammation and
the onset of colitis. Analogously, increased E. coli abundance
was also observed in IL-10-/- mice that were conventionally
raised at a timepoint that colonic inflammation was also
apparent (at 8-10 weeks of age) in these animals (Maharshak
et al, 2013). Unfortunately, the microbiota composition of
these conventionally raised animals was not investigated at
earlier ages when inflammation was still absent, disallowing the
analysis of the time-dependent co-development of the microbiota
and the inflammatory responses during early life stages. Such
studies could reveal microbiota changes that occur prior to the
onset of spontaneous colitis, while the present study observed
differences in microbial composition between wildtype and
IL-10-/- littermates may very well be a consequence of the
inflammatory milieu that selects for bacteria that can resist such
conditions, like E. coli (Thiennimitr et al., 2011). Moreover, in
the latter experiments the IL-10-/- mice and WT littermates
were not co-housed, and the differences detected may partially
depend on cage effects. Several studies confirm the elevated
E. coli abundance in IL-10-/- mice (Arthur et al.,, 2012, 2014;
Overstreet et al., 2021). Unfortunately, these studies also do
not include samples taken prior to inflammation onset, and
do not compare between co-housed IL-10-/- and wildtype
littermates, which disables the exclusion of several environmental
factors that can confound the microbiota comparisons. However,
prolongation of the analyses of the IL-10-/- mice associated
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TABLE 1 | Summary of studies investigating the role of lack of IL-10 on the development of colitis and microbiota composition.

Animal model

Intervention

Analysis

Timeline

Littermates/
Co-housed

Findings

References

IL-10-/- Mouse

Mouse

Mouse

Mouse

Mouse

Mouse

Mouse

Mouse

Mouse

Conventionally and SPF
raised mice

GF, SPF and colitis-related-
bacteria-colonized

mice

Mono-colonization with
Helicobacter hepaticus

SPF; in different facilities;
infection with H. hepaticus

Mono-colonization with
H. hepaticus and SPF
infected with H. hepaticus

Mono-colonization with
specific bacterial species

Mono-colonization with
commensal bacterial
species

Embryonic transfer into
dams differing in microbiota
composition; infection with
H. hepaticus

(1) GF IL-10~/~ and WT
colonized with same donor
microbiota;

(2) SPF raised IL-10~/~
and WT

Development of
colitis
Development of
colitis

Development of
colitis

Microbiota
composition and
susceptibility to
colitis severity
Microbiota
composition and
susceptibility to
colitis severity
Susceptibility to
colitis severity

Susceptibility to
colitis severity

Microbiota
composition and
disease severity

Microbiota
composition

Analysis at 0-12 weeks of
age

GF: 0-6 months

SPF: 0-38 weeks
Colitis-related-bacteria-
colonized: adults; analysis
5-32 weeks
post-colonization
2-month old mice; analysis
7-16 weeks
post-colonization

Analysis at 38, 141, 172,
and 204 days of age

8-week old mice; analysis 4
and 13 weeks
post-colonization

Analysis 7 and 22 weeks
post-colonization

10-12 weeks old mice;
analysis 1-46 weeks
post-colonization

Infection at 24-26 days of
age; analysis at 111 days of
age;

(1) Adults; analysis
1-4 weeks
post-colonization
(2) Analysis at 8 and
10 weeks

Littermates, not
co-housed
Littermate status
not clear, not
co-housed

Littermates;
not co-housed

Not littermates; not
co-housed

Not co-housed

Not littermates; not
co-housed

Not littermates; not
co-housed

Littermates,
co-housed and
maternal microbes
tested

Littermates; not
co-housed

IL-10~/~ mice develop spontaneous colitis

Development of spontaneous colitis in
IL-10~/~ mice is dependent on the presence of
microbiota

H. hepaticus mono-colonization did not induce
colitis in IL-10~/~ mice

Susceptibility to H. hepaticus-induced colitis
differed among facilities, related to differing
microbiota compositions

Changes in gut microbiota composition are
involved in strain-specific susceptibility of
IL-10~/~ mice to colitis

Bacterial mono-colonization did not induce
colitis in IL-10~/~ mice, despite stimulating a
systemic response

Different commensal bacteria initiate different
patterns of intestinal inflammation

Disease severity can be influenced by
microbiota composition, which depends on
maternally inherited gut microbiota and host
genotype

Over time, WT mice had increased gut
microbiota diversity and richness, IL-10~/~
mice had decreased diversity and richness,
with increase in Proteobacteria (Escherichia
coli). SPF raised mice showed similar increase
in E. coli

Kuhn et al., 1993

Sellon et al., 1998

Dieleman et al.,
2000

Yang et al., 2013

Bulchler et al., 2012

Sydora et al., 2005

Kim et al., 2005

Hart et al., 2017

Maharshak et al.,
2013

(Continued)
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TABLE 1 | (Continued)

Animal model Intervention Analysis Timeline Littermates/ Findings References
Co-housed
Mouse SPF IL-10~/~ and WT Microbiota Analysis at 4-19 weeks of Not littermates; not Microbiota diversity was similar between young Overstreet et al.,
composition age co-housed WT and IL-10~/~ mice, but IL-10~/~ mice did 2021
not show increased microbial complexity as WT
did, together with an increase in E. coli and a
reduction in Clostridium in IL-10~/~ mice
Mouse GF IL-10~/~ and WT Microbiota Analysis at 2-20 weeks Not littermates; not Increase in E. coli in IL-10~/~ mice at 2 weeks; Arthur et al., 2012,
colonized with SPF composition post-colonization co-housed E. coli abundance decreased over time in Arthur et al., 2014
microbiota IL-10~/~ and WT, but remaining higher in
IL-10=/~
Mouse (1) SPFIL-10=/~ and WT Paneth cell function (1) analysis at 7 weeks old Not littermates; not More immature granules in Paneth cells of Berkowitz et al.,
(2) SPF IL-10~/~ and WT (2) 9 weeks old mice; co-housed IL-10=/~ mice. 2019
treated with antibiotics analysis at 11 weeks Without microbiota, Paneth cells were more
mature, but with more amorphous granules
Mouse IL-10~/~ and WT Bacterial Analysis at 8-12 weeks of Not littermates, not More penetrable mucus layer and direct Johansson et al.,
penetration/ age co-housed bacteria-epithelium contact in IL-10~/~ mice 2014
localization
Zebra-fish IL-10=/~ and WT Development of Analysis at 1 year old Siblings; not IL-10~/~ zebrafish do not show any signs of Harjula et al., 2018
colitis co-housed intestinal inflammation at baseline
Mouse IL-10—/-IL-22—/- Development of 16-20 weeks old mice Not littermates; not IL-22 deficiency prevents spontaneous colitis in Gunasekera et al.,
and IL-10-/~ colitis and co-housed IL-10~/- mice 2020
microbiota Both IL10-/-and IL-10-/-IL-22—/- display more
composition Th17 cells. Microbial diversity lower in IL-10-/—
but same as wildtype in IL-10-/-IL-22—/— mice
IL10R-/— Mouse SPF IL-10Rb(IL-10R2)~/~ Microbiota Analysis at 0-30 weeks of Littermates; Inflammation is dependent on microbiota in Redhu et al., 2017
and composition age co-housed IL-10Rb~/~ mice;

IL-10Rb(IL-10R2)*

No difference in microbiota composition and
diversity between IL-10Rb~/~ and IL-10Rb®

GF, germfree; IL, interleukin; SPF, specific pathogen free; WT, wildtype.
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microbiota to later ages established that in both the wildtype
and IL-10-/- mice the abundance of E. coli went down over
time, albeit that at each timepoint the E. coli abundance
was higher in the IL-10-/- mice compared to their wildtype
counterpart (Arthur et al,, 2012, 2014). Taken together these
findings suggest that the initial colonization in WT mice with
higher levels of E. coli, followed by microbiota succession toward
a more Firmicutes and Bacteroides dominated microbiota, is also
occurring in IL-10-/- animals although at a slower rate. None
of these studies is able to decide whether the observed higher
abundance of E. coli plays a causative role in the increasing
inflammation in the IL-10-/- mice or is the consequence of the
inflammatory milieu. The delayed microbiota maturation toward
a Bacteroidetes and Firmicutes dominated ecosystem in the IL-
10-/- mice, could suggest that the IL-10-/- mice might have
difficulty regulating/controlling Enterobacterial species. Their
initial colonization is likely to trigger a state of ‘transient
inflammation in the wildtype mice that is balanced by regulatory
responses that establish appropriate homeostatic relations with
typical intestinal microbial phyla of the Bacteroidetes and
Firmicutes, while suppressing enterobacterial species, such as
E. coli (Renz et al., 2011; Al Nabhani et al., 2019). This secondary
regulatory response is absent in IL-10—/- mice, which may lead to
intestinal inflammation directly and may eventually drive toward
colitis. Intriguingly, a recent report showed that IL-10-/- mice
contain more immature granules in their Paneth cells, suggesting
a role for IL-10 in Paneth cell function modulation (Berkowitz
et al., 2019). Especially since Paneth cells are the predominant
producers of anti-microbial peptides that play an important role
in keeping the bacteria away from the replicating stem cell niche.
Disturbed secretion of antimicrobial factors might explain (part
of) the observed loss of microbial containment in the IL-10-/-
intestine. In addition, it was also shown that although the inner
mucus layer in the colon seemed to be even thicker in IL-10-/-
mice, it was shown to be more penetrable by bacteria compared
to that of wildtype mice (Johansson et al., 2014).

Interestingly, Fung et al. (2016) showed that a population
of ‘lymphoid resident bacteria® (specific members of the a-
proteobacteria and P-proteobacteria) exist that are able to
colonize and survive in murine dendritic cells. Dendritic cells
colonized with members of these lymphoid resident bacteria
expressed higher levels of IL-10 (and IL-1f and IL-23) compared
to uncolonized dendritic cells. In the absence of IL-10, an almost
10-fold increase in Th17 + cells in the mesenteric lymph nodes
and Peyer’s patches was observed, which might indicate that IL-10
induced in the lymphoid tissues by these lymphoid tissue resident
commensals (inside dendritic cells) is able to directly limit Th17
expansion and create a tolerogenic environment in the lymphoid
tissues (Fung et al., 2016).

Arguing against a role for IL-10 signaling in shaping the
microbial composition is the observation that IL-10 receptor b-/-
(IL-10rb-/-) mice did not differ in their microbial composition
and diversity from their littermates (IL-10rb+/-) (Redhu et al,,
2017). Yet, the authors do describe that a few significant
minor operational taxonomic units (OTU) differences were
observed at different ages of the animals, however, these were
not further specified. An important difference with the other

studies described above is that the mice used in this study were
littermates that were co-housed in a specific pathogen free facility.

In an effort to unravel the link between host genotype,
environmental factors and severity of colitis in IL-10-/-
mice, Hart et al. (2017) performed an embryonic transfer
study. IL-10-/- embryos were implanted in surrogate dams
which were allowed to naturally deliver and raise the pups.
IL-10-/- pups born from surrogate mothers with different
backgrounds developed a different microbiota and displayed
different disease susceptibility when subsequently colonized with
H. hepaticus. In this study IL-10-/- embryos were taken from
different background [C57BL/6 (B6) and C3H/He]Bir (C3H)]
and surrogate dams could be harboring the Charles River,
Taconic farms or Jackson farms microbiota. As has been shown
previously, animals derived from these different farms harbor
a different microbiota. This has consequences for the presence
(percentage) of different immune cell subsets in the intestines
(Ivanov et al,, 2009). Interestingly, in the B6 IL-10-/- mice
increased microbial diversity was found in those pups born
from mothers harboring the Charles River microbiota and these
pups also had the lowest disease score after colonization with
H. hepaticus compared to the B6 IL-10-/- mice raised by
mothers harboring Taconic or Jackson farm microbiota. On
the C3H background, IL-10-/- mice born to surrogate dams
from Jackson or Taconic farms had increased disease severity
(but also increased microbial diversity) compared to those born
from surrogate dams harboring Charles River microbes. For
both C3H and B6 IL-10-/- mice, those raised by Charles River
containing surrogate dams had the lowest relative abundance
of H. hepaticus. So this study illustrates that disease severity
and microbial composition (including the ability of the disease
causing H. hepaticus to colonize) depends on the gut microbiota
of the surrogate dams as well as on the genetic background of
the pups (Hart et al.,, 2017). This last study really emphasizes
the need to use littermates and to co-house the animals studied,
especially when looking at dynamic and interactive processes
such as colonization and immune development.

In conclusion, the impact of IL-10 on the composition of the
microbiota is far from clear and properly controlled experiments
are needed. Sampling should be performed over time, including
early time points that precede the onset of colitis, and employing
littermates (IL-10+/+ and IL-10-/-) that are co-housed. One
could expect an effect of IL-10 on microbial composition, if only
based on the fact that IL-10 plays a role in the maintenance and
development of IgA + plasma cells that are reported to have
an impact on the microbial composition (Kunisawa et al., 2013;
Huus et al., 2021). This might indicate that timing of sampling
is crucial, since developing intestinal inflammation in these
IL-10-/- mice might obscure more subtle dysbiotic processes
early on. To investigate early innate regulation in the absence
of adaptive immunity, the zebrafish model might be useful, as
zebrafish develop from eggs ex utero and solely rely on innate
immunity in the first 1-2 weeks of life (Brugman, 2016; Dee
et al., 2016). Notably, mutant zebrafish lacking functional IL-10
did not develop spontaneous colitis, but did express increased
levels of interferon (IFN)-y in the gills (Harjula et al., 2018;
Bottiglione et al., 2020). Moreover, inflammatory responses in
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the gills upon exposure to irritants (Resiquimod R848) were
stronger in IL-10 deficient zebrafish compared to wildtypes,
although this difference could only be shown in later phases
of the inflammatory response (Bottiglione et al., 2020). Since
colitis in IL-10-/- mice is clearly associated with presence of
certain members of the microbiota, further investigation into the
microbial composition and possible disease inducing potential
of (specific or combinations of) microbes in IL-10-/- zebrafish
could shed some light on loss or gain of IL-10 and the effect on
the microbial composition in health and disease.

Next to microbial composition analysis, determinants of host
barrier function (Paneth cell function, epithelial proliferation and
mucus structure) should be investigated in parallel, especially
at early time points that precede full-blown inflammation, in
order unravel the multiple factors contributing to dysbiosis and
loss of homeostasis in IL-10-/- animals. An important factor
in epithelial barrier function regulation is IL-22. In the next
section the role of IL22 in keeping the peace at the mucosal
surface is addressed.

FUNCTION OF INTERLEUKIN 22 IN GUT
MICROBIAL COMPOSITION

IL-22 belongs to the IL-10 family of cytokines, together with IL-
19, IL-20, IL-24 and in humans, IL-26 (Parks et al., 2015; Shohan
et al., 2020). Production of IL-22 occurs particularly at mucosal
surfaces. While many cells like macrophages, neutrophils, CD4*
Th17, Th22, y8 T cells, LTi cells, and natural killer T cells have
all been shown to produce IL-22, group 3 ILCs are probably its
major innate cellular source (Liang et al., 2006; Cella et al., 2009;
Colonna, 2009; Eyerich et al., 2009; Ouyang et al., 2011; Rutz and
Ouyang, 2011; Hansson et al., 2013; Zindl et al., 2013; Yeste et al.,
2014; Dudakov et al., 2015).

IL-22 exerts its actions via binding to the IL-22 receptor,
which consists of two subunits: IL-22R1 and IL-10R2 (Dumoutier
et al., 2000; Xie et al., 2000; Kotenko et al., 2001a,b; Li et al.,
2004). While IL-22 is mainly produced by immune cells, it
is targeting non-immune cells; in the intestines IL-22R is
expressed mainly on epithelial cells (Shohan et al., 2020). In
general, IL-22 promotes antimicrobial activity by stimulating
antimicrobial peptide production by epithelial cells, inducing
mucus production and supporting tissue repair (Radaeva et al,,
2004; Sugimoto et al., 2008; Zheng et al., 2008). Furthermore,
IL-22 may also promote intestinal stem cell (ISC) expansion
(Lindemans et al., 2015).

IL-22 has been reported to have both regulatory and
inflammatory effects depending on the context. Low level IL-
22 production and signaling (during homeostasis) seems to
strengthen epithelial barrier function, while increased levels
of IL-22 induced during inflammation help clearing bacterial
infections, such as shown for Citrobacter rodentium infection
(Munoz et al., 2015; Tsai et al., 2017). Secreted IL-22 receptor,
IL-22 binding protein (IL-22BP) (produced by dendritic cells)
is upregulated during inflammation and might be a regulator of
overt inflammatory effects (reviewed in Parks et al., 2015). In the
next section, we will focus on the microbiota shaping potential of

IL-22. An overview of studies making use of IL-22-/- animals is
given in Table 2.

An important role for keeping the peace via IL-22 might
be via innate lymphoid cell (ILC) function. For example, in
the absence of ILCs, Alcaligenes species could disseminate (and
cause systemic disease) in mice, which could be prevented by the
administration of IL-22 (Sonnenberg et al., 2012). Furthermore,
IL-22 has been shown to induce the proliferation of epithelial
cells, strengthening the intestinal barrier (Ouyang et al., 2011;
Lindemans et al., 2015). Recently, it was shown that by using
Paneth cell-specific IL-22Ra (IL22R1)-/- mice, that Paneth cell
maturation and antimicrobial effector function are dependent
on IL-22R signaling (Gaudino et al., 2021). C57BL/6 Paneth
cell specific IL-22R-/— (IL-22Ral/f;Defa6-cre) mice displayed
reduced expression of Paneth cell-specific Lyzl, Mmp7, and some
a -defensins.

Since IL-22 induces antimicrobial peptides and mucins it is
likely that IL-22 has intestinal health and microbiota modulating
effects (Wolk et al., 2004; Liang et al., 2006; Wolk et al., 2006;
Boniface et al., 2007; Sugimoto et al., 2008; Zheng et al., 2008).
Indeed, it was shown that a-IL-22 antibody administration to
germfree mice colonized with a human microbiota changed the
composition of the gut microbiota (Nagao-Kitamoto et al., 2020).
Further research showed that IL-22 modulated glycosylation
of host N-linked glycans in this model. In this humanized
microbiota mouse model, these host glycans promoted the
growth of succinate consuming bacteria which sequestered the
succinate from use by C. difficile, preventing outgrowth of
C. difficile and disease in the intestine (Nagao-Kitamoto et al.,
2020). This microbiota modulating effect by IL-22 via effects on
glycosylation was also shown in IL22R-/- mice. Although no
differences in microbiota composition were observed between
IL22R-/- mice and wildtype mice at baseline, it was shown that
IL-22R signaling protected against lethal Citrobacter rodentium
infection by increasing colonization resistance to other disease-
enhancing pathobionts such as E. faecalis (Pham et al., 2014).
It was shown that IL22R signaling promotes the expression
of Fut2, required for epithelial cell surface fucosylation. This
fucosylation has been shown to shape the intestinal microbiota
by favoring colonization of some (beneficial) species, while
preventing others (pathobionts) like E. faecalis to colonize
(colonization resistance) (Marcobal et al., 2011). Administration
of fucosylated oligosaccharides to C. rodentium-challenged IL-
22R-/- mice decreased the colonization of E. faecalis and
attenuated C. rodentium infection (Pham et al., 2014). Also,
administration of fucosylated oligosaccarides increased the
diversity and composition of the microbiota in IL-22R-/- mice
during C. rodentium infection. Therefore, it seems that IL22
signaling is able to restore the diversity of anaerobic commensal
symbionts by increasing Fut2-mediated fucosylation on epithelial
cells thereby favoring colonization of beneficial bacteria.

The aforementioned Paneth cell specific IL-22R-/- mice, that
show decreased anti-microbial peptide production, also showed
an altered microbial composition (Gaudino et al., 2021). 16S
DNA sequencing of co-housed littermates revealed increased
colonization of a-Proteobacteria and Peptostreptococcaceae
in the terminal ileum of Paneth cell specific IL-22R-/- mice.
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TABLE 2 | Summary of studies investigating the role of lack of IL-22 on the microbiota composition.

Animal model Intervention Analysis Timeline Littermates/ Findings References
Co-housed
IL-22-/- Mouse SPF IL-22=/~ and WT Microbiota Start DSS treatment: Not littermates and IL-22-/— more susceptible to colitis induction. Zenewicz et al.,
composition and 8-12 weeks of age; littermates; Transfer of IL-22—/— microbes to WT in 2013
susceptibility to start co-housing: separately and co-housing. IL-22 seems to shape balance
colitis severity 4-6 weeks pre-DSS co-housed between immunity and colonic microbiota
treatment;
analysis 1 week post-DSS
initiation
Mouse Ltbr=/~ (lack IL-23 and Microbiota Analysis at 13 weeks of age Littermates Lack of IL-22 and IL-23 was associated with an Upadhyay et al.,
IL-22) and WT composition increase in small intestinal epithelial-attaching 2012
SFB
Mouse SPF Ahr=/~ (less IL-22 Microbiota Analysis at 6-10 weeks of Littermates Ahr=/~ mice show increased Qiu et al.,, 2013
production) composition age epithelial-attaching SFB
Mouse IL-22=/—, Bacterial lymphoid 6-12 weeks of age; Co-housed or Lack of IL-22 prevented Achromobacter Fung et al., 2016
Rag~/~/IL-22~/~ and WT; tissue colonization analysis 10 days post littermates colonization of lymphoid tissue
inoculation with inoculation
Achromobacter +
antibiotics treatment
Zebra-fish Morpholino knock-down of Susceptibility to A. hydrophila infection at Siblings, not Knock-down of IL-22 increased mortality in Costa et al., 2013
IL-22; exposure to bacterial infection 2 dpf; analysis at 3 dpf co-housed absence of infection; exposure to A. hydrophila
Aeromonas hydrophila or or LPS increased pro-inflammatory cytokine
LPS expression and reduced survival with IL-22
knock-down
Mouse SPFRag~/~ (noBand T Microbial Adult n.a. Lack of ILCs led to bacterial translocation of Sonnenberg et al.,
cells) mice with ILC translocation lymphoid tissue resident Alcaligenes and 2012

depletion/anti-IL-22 mAb
treatment; administration of
IL-22

systemic inflammation, which could be
prevented by IL-22 administration

(Continued)
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TABLE 2 | (Continued)

Animal model Intervention Analysis Timeline Littermates/ Findings References
Co-housed
Mouse SPF atherosclerosis-prone Microbiota Start experiments: 6 week Littermates; Inactivation of IL-23-IL-22 signaling reduced Fatkhullina et al.,
IL-237/~, IL-22~/~ (via composition old; analysis 8-16 weeks co-housed intestinal barrier function and increased 2018
bone marrow post-WD feeding epithelial adherent bacteria and increased
reconstitution); fed WD systemic LPS
Mouse IL22-antibody treatment Microbiota Rag1-/-, WT, 8- to No littermates, not IL-22 modulated glycosylation promoted the Nagao-Kitamoto
composition during 16-week-old female and co-housed growth of succinate consuming bacteria which etal., 2020
C. difficile infection male mice sequestered the succinate from use by
C. difficile, preventing outgrowth of C. difficile
and disease in the intestine
Mouse IL-10-/-IL-22—/-and Development of 16-20 weeks old mice Not littermates; not IL-22 deficiency prevents spontaneous colitis in Gunasekera et al.,
IL-10-/— colitis and co-housed IL-10—/— mice 2020
microbiota Both IL10-/- and IL-10-/-IL-22—/- display more
composition Th17 cells. Microbial diversity lower in IL-10-/—
but same as wildtype in IL-10-/-IL-22—/— mice
IL22R-/- Mouse IL22R1-/- Antimicrobial Adult mice No littermates, not IL-22R signaling protected against lethal Pham et al., 2014
effector functions DSS 7 days co-housed Citrobacter rodentium infection by increasing
during C. rodentium 10-25 days colonization resistance to other
C. rodentium post infection disease-enhancing pathobionts such as
infection/DSS and E. faecalis
microbial
composition
Mouse SPF paneth cell specific Antimicrobial Analysis at 6-8 weeks of Littermates; Paneth cell antimicrobial effector function Gaudino et al.,
IL-22R1~/~ effector functions age co-housed depends on IL-22Ra1 signaling. 2021
and microbial Paneth cell specific IL-22R deletion was
composition associated with an altered microbial

composition (increased SFB)

Ahr, aryl hydrocarbon receptor; dpf, days post fertilization;, DSS, dextran sodium sulfate; IL, interleukin; ILC, innate lymhoid cells; LPS, lipopolysaccharide; Ltbr, lymphotoxin beta receptor; mAb, monocloncal antibody;
SFB, segmented filamentous bacteria; SPF, specific pathogen free; WD, western diet; WT, wildtype.
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IL-10-/-

Microbial diversity decreases
Spontaneous colitis development
(depending on microbiota)

° 1L22-/-

less mucin production
by Goblet cells leading to
reduced mucus layer, more
epithelial attachment by
bacteria and increased
translocation/infections

IL-22-/-

Microbiota composition affected
Microbiota can ‘ transmit’ effect of
severity of induced colitis to
co-housed wildtype littermates

_

IL-10-/-,

thicker but more
penetrable mucus
layer

IL22-/-; IL-22R-/-
Decreased anti-microbial
peptide production by
Paneth cells and

other epithelial cells

IL-10-/-

IL-22
Promotes ISC expansion

IL-22
induces
AMP production

Immature Paneth cell granules

Lymphoid resident commensals
Induce IL-10 and promote homeostasis
1L22-/-, impairs ability for commensals to colonize lymphoid tissue

IL-10-/-

increased IL-22 expression, epithelial hyperplasia, colitis

IL-10-/-1L-22-/-

No spontaneous colitis, no epithelial hyperplasia

IL-22 induces epithelial proliferation (repairs/retains barrier function at homeostatic levels)

FIGURE 1 | Role of IL-10 and IL-22 on the intestinal mucosal barrier and microbiota. While IL-10 is important to maintain homeostasis in the gut, IL-22 plays a dual
role. In the absence of inflammation or infection, IL-22 signaling is important for epithelial proliferation, anti-microbial peptide (AMP) secretion and mucus secretion by
Goblet cells as well as possibly allowing (IL-10-inducing) colonization of lymphoid tissue by selected microbes. However, in the case of infection or inflammation,
increased IL-22 augments inflammatory processes as evidenced by its role in colitis in IL-10-/— mice and its requirement to, for example, combat C. rodentium
infections. Interestingly, microbiota from IL22—/— mice could confer increased severity of chemically induced colitis to wildtype littermates, indicating these effects on
the host (AMPs, mucin secretion) might also lead to an altered microbial composition.

Quantitative PCR showed an increase in epithelial cell attaching
segmented filamentous bacteria in the ileum of these mice. The
fact that in the absence of IL-22, the host is unable to prevent
epithelial attachment has been shown consistently. For example,
mice lacking the lymphotoxin p receptor (which have decreased
IL23 and IL-22 production) and Ahr-/- mice (in which
ILC3s produce less IL-22), all displayed an increased levels of
epithelial-attaching segmented filamentous bacteria (Upadhyay
et al,, 2012; Qiu et al,, 2013). Likewise, low density lipoprotein
receptor (Idlr) knock out mice (model for atherosclerosis)
with a deletion of either IL23 or IL-22 in the bone-marrow
derived cells (immune cells) exhibited reduced intestinal barrier
function and increased epithelial adherent bacteria including
Clostridiaceae and Ruminococcaceae, causing systemic increase
in lipopolysaccharide (LPS) and trimethylamine N-oxide
(TMAO) associated with development of atherosclerosis
(Fatkhullina et al,, 2018). On the other hand, pathogens are
sometimes able to use the induction of antimicrobial protein
expression induced by IL-22 to their advantage. It has been

shown that antimicrobial proteins, such as lipocalin-2 and
calprotectin, can sequester essential metal ions from microbes,
thereby inhibiting their growth (Behnsen et al., 2014). However,
some pathogens that can overcome this metal ion starvation
can benefit and make use of this competitive advantage
(Behnsen et al., 2014). IL-22-induction of antimicrobial peptides
therefore does not automatically lead to homeostasis, but is
influenced by the continuous evolutionary rat race between
host and pathogens.

While several studies show different mechanisms by with
IL-22 might modulate certain species within the microbiota,
Zenewicz et al. (2013) investigated whether IL22-/- mice
displayed differences in the total gut microbiota by also
controlling for host genetic background and environmental
effects, something that most studies neglect. While IL-22-/-
mice did not show different colonic architecture compared to
wildtype mice, they do develop more severe colitis in response to
dextran-sodium sulfate (DSS) treatment compared to wildtype
mice (Zenewicz et al., 2013). Interestingly, cohousing wildtype
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mice with IL-22-deficient mice increased the severity of DSS-
induced colitis in these wildtype mice, suggesting that the
colitis might be ‘transmissible’ as has been shown for TRUC
mice (mice that are deficient for both T-bet and Rag2) (Garrett
et al., 2007). This suggests that transmissible agents, most likely
(members of) the microbiota can ‘transmit’ this increased
severity. The IL-22-/- mice still developed more severe colitis
upon DSS treatment than the wildtype mice when co-housed,
and therefore both the lack of IL-22 function in the host, as well
as the (‘transmissible’) microbiota of these mice play a role in
the severity of DSS-induced colitis. To tease apart the effects of
host genotype and housing, heterozygous siblings (IL-22+/-)
were in crossed to obtain a colony of wildtype, heterozygous
and mutant IL-22 mice, in which the mice were siblings and
co-housed and colitis was induced by DSS (Zenewicz et al.,
2013). In this sibling and co-housing controlled experiment,
again the wildtype mice co-housed with the IL-22-/- showed
increased wasting disease compared to wildtype not co-housed
with their IL-22-/- siblings (Zenewicz et al, 2013). Fecal
samples were taken of these mice prior to DSS treatment and
the microbial composition was determined by 16S sequence
analysis. Interestingly, while the wildtype siblings housed alone
harbored a significantly different microbiota compared to
their IL22-/- siblings, this difference between IL22-/- and
wildtype was completely lost upon co-housing. Here, the co-
housed wildtype and IL22-/- mice both had lower abundance
of Lactobacillus, Bacteroides, Ruminococcus, Turicibacter,
Anaerobacter, Parabacteroides, and Hespellia and higher
abundance of Coprococcus, Allobaculum, Barnesiella, Alistipes,
Xylanibacter, Butyricimonas, and Helicobacter compared to the
wildtype siblings housed alone (Zenewicz et al., 2013).
Intriguingly, the wildtype mice that were co-housed for four
weeks with the IL-22-/- siblings showed a reduced expression
of ReglIly and ReglIIf in the colon compared to their wildtype
siblings that were separately housed (Zenewicz et al., 2013). So,
it seems that the microbes of IL-22-/- mice were transmitted to
wildtype litter- and cage-mates, and in turn were able to influence
the levels of antimicrobial peptides and DSS colitis severity in
these wildtype mice. How these microbes upon transmission
find a niche and are able to establish themselves in immune-
competent wildtype mice, let alone subsequently have an effect
on anti-microbial peptide production in these wildtype mice is
as yet unclear, but warrants further investigation. Using mice
conventionalized at neonatal or adult age with these ‘colitis
transmitting’ microbes (from mice or from human IBD patients)
might lead to an understanding of the underlying mechanisms.
Interestingly, it seems that IL-22 is not solely keeping
bacteria clear from the epithelial surface and favoring species to
colonize the gut lumen, but might also ensure lymphoid tissue
colonization (Fung et al., 2016). It was shown that IL-22 derived
from ILC3 cells played a role in the colonization of lymphoid
tissues by certain species. By inoculating IL-22-/-, Rag—/-1L-22-
/-, WT and IL17a-/- mice with one of the species that have been
shown to colonize lymphoid tissues, Achromobacter, it was shown
that the mice lacking IL-22, lacked Acromobacter colonization
of lymphoid tissue (Fung et al., 2016). It seems, therefore, that
IL-22 modulates the microbiota giving some species (able to

colonize lymphoid tissue) a competitive advantage. How this
permissive effect of IL-22 on microbes colonizing the lymphoid
tissues in mice can be explained in the context of its clear
role in maintaining epithelial barrier integrity, protecting against
unwanted epithelial-attachment and translocation by increasing
mucus and antimicrobial peptide production is currently unclear.
This however, does link back to the previous study by Zenewicz
et al. (2013), in which it was shown that IL-22—-/- microbes were
able to colonize wildtype cage-mates and where able to influence
antimicrobial peptide production (reduced RegIIIf and ReglIly)
in these wildtype hosts.

In the study of Fung et al. (2016) the observed colonization of
lymphoid tissue by certain bacterial species (members of the a-
proteobacteria and B-proteobacteria) appeared to be important
for the protection against DSS colitis by their induction of IL-
10 (and IL-22). It might be interesting to study these processes
early in life of the mice. Does lymphoid tissue colonization
occur naturally and is IL-22 involved in this process during
early natural colonization? Does this occur in other species than
laboratory mice as well? For example, it might also be interesting
to investigate whether this process of IL-10 induction through
colonization of dendritic cells also exists in those species that lack
mucosal-associated lymphoid tissues in the intestines, like fish, or
whether this is an evolutionary adaptation that evolved with the
development of lymph nodes draining the intestine.

IL-22 is conserved in zebrafish (Igawa et al., 2006; Siupka
et al., 2014) and also found in other fish species (Corripio-
Miyar et al., 2009; Monte et al, 2011; Costa et al., 2013;
Yang et al., 2020). In zebrafish, expression of IL-22 was seen
in the intestine and gill at baseline and increased after a
challenge with TLR agonists (LPS/Poly I:C) (Siupka et al,
2014). When IL-22 was injected to mpx:GFP/lysC:DsRED2
double transgenic fish (staining myeloperoxidase-producing
cells green and granulocytes red, respectively) it induced GFP
expression specifically in enterocytes (Siupka et al., 2014). It has
been shown that next to neutrophils, enterocytes also express
myeloperoxidase during infection (Rendueles et al., 2012). Thus,
zebrafish IL-22 also seems to signal to gut epithelial cells, just
like mammalian IL-22. Constructing IL-22-/-, IL-22R-/-, and
IL-22BP-/- zebrafish might shed light on the effect of IL-22 on
epithelial barrier function in these fish.

It has been shown using zebrafish that knock-down of IL-
22 by morpholino in larval zebrafish in the absence of bacterial
infection, tended to increase mortality (Costa et al., 2013).
During bacterial bath exposure to Aeromonas hydrophila or
LPS, the IL-22 knock down larvae showed increased severity of
disease; they displayed higher levels of tnfa and il1b expression
and reduced survival (Costa et al., 2013). This might indicate
that like in mammals, low levels of IL-22 are necessary to
maintain homeostasis and increased levels might be necessary to
combat infections.

Recently, ILC-like cells expressing il22 have also been
discovered in zebrafish using single-cell transcriptional analysis
in ragl-deficient zebrafish (lacking B and T lymphocytes)
(Hernandez et al., 2018). However, these cells differ from the
mammalian counterparts. Specifically, zebrafish ILC-like cells
were not found to constitutively express cytokine receptors
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which human and mouse ILCs do express, nor AhR and
pattern recognition receptors (Hernandez et al., 2018). Instead,
zebrafish ILC-like cells expressed novel immune-type receptors
(NITRs), putative orthologs of mammalian natural cytotoxicity
receptors (NCRs) and killer cell immunoglobin like receptors
(KIRs) (Hernandez et al., 2018). Thus, these ILC-like cells in
zebrafish may possibly resemble human and mice NCR + ILC3s
in key ways, including IL-22 expression in response to
bacterial infection. Nevertheless, these aforementioned receptor
differences might have consequences for their regulation.

Besides ILC-like cells, other potentially conserved relevant
factors regarding IL-10 and IL-22 signaling have also been
discovered in the zebrafish genome, strengthening the
comparisons that can be made between these fish and mammals.
One such factor involved in IL-22 signaling is IL-23, that acts via
STATS3 to stimulate IL-22 production in ILCs and T cells (Zheng
etal., 2008; Guo et al., 2014). Both i[23a (p19) and i[23r have been
annotated in the zebrafish genome as well as il1b. IL-23a and il1b
expression has been shown to be upregulated in zebrafish colitis
(Brugman et al., 2009; Oehlers et al., 2012). Whether i[23 and il1b
induce i22 production in zebrafish needs to be determined.

A word of caution in light of similarity of genes or cells
of different species is worth giving here. As for similarity of
genes between (host) species, it has to be noted that (automatic)
annotation might not mean functional conservation as has been
shown for the IL-10R2 (Piazzon et al., 2016). In terms of receptor
similarity it is shown that for IL-10R1 functional homology
exists between fish and mammals. Annotation of the IL-10R2
(the receptor that, when conserved, also might bind IL-22) has
been confusing. Since the two putative IL-10R2 receptors (CRFB4
and CRFBS5) are very similar in protein structure and genomic
organization both are annotated in the zebrafish database' as
IL-10R2 (ENSDARG00000078042 and ENSDARGO00000068711).
Studies performed in grass carp actually showed that CRFB4 is
probably the functional homolog of IL-10R (Wei et al., 2014;
Piazzon et al., 2016). Additionally, the lack of cell markers for
specific cell types in zebrafish sometimes leads to assumptions
on the presence of certain cell types only on the basis of gene
expression data. This should always be interpreted with caution.

The presence of IL-22BP in zebrafish has been predicted
via phylogenetic analysis (Stein et al., 2007) and its cDNA has
been cloned (Levraud et al., 2007). Recently, IL-22BP has been
functionally characterized in mandarin fish Siniperca chuatsi
(Huo et al., 2019). In this study, IL-22BP bound to IL-22 and
thereby prevented the induction of target genes of IL-22. This
suggests that at least in mandarin fish, IL-22 and IL-22BP are
functionally conserved. However, whether IL-22 has the same
microbiota modulating effects in (zebra)fish as in mammals
during homeostasis needs to be further investigated.

In conclusion, studies performed in IL-22-/- mice are
clearly showing microbiota modulating potential of IL-22.
IL-22 induces antimicrobial activities, mucin production and
increasing epithelial integrity, thereby preventing microbes to
adhere and invade epithelial cell surfaces. However, at the same
time IL-22 seems to allow certain bacteria to colonize lymphoid
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tissues necessary for IL-10 regulatory processes, by currently
unknown mechanisms. Additionally, it is unclear why IL-10R2-
/- mice do not show differences in their microbial composition,
while this receptor subunit is also part of the IL-22R (IL-22R1,
IL-10R2) and knock out of this subunit should also impair IL-
22 signaling, shown to play a role in shaping the microbial
composition. For example, Paneth cell specific IL-22R(1)-/- mice
also showed an altered microbial composition (Gaudino et al.,
2021). The fact that the IL-22Ra (IL-22R1) subunit also binds
IL-20, IL-22, and IL-24, makes interpretation of these studies
all the more complicated. Next to this, the role of IL-22BP
might also be important in regulating IL-22 function, but it is
unclear whether binding of IL-22 to IL-22BP has any effect on the
microbiota-regulating properties of IL-22. Investigating changes
in microbial composition in IL-22-/- animal models from birth
or start of microbial environment exposure might shed more light
on the establishment of beneficial microbial communities in the
presence or absence of IL-22.

CONCLUSION AND FUTURE
PERSPECTIVES

As has become clear from recent advances in our understanding
of host microbe interactions, the interplay between the
environment, host and colonizing microbes involves complex
and dynamic processes. In Figure 1 a schematic overview of IL-
10 and IL-22 microbiota modifying effects is given. Early in life,
bacterial species colonize the host. The host subsequently mounts
both inflammatory and regulatory responses, in turn influencing
the microbial composition. IL-22 has been convincingly shown
to affect the microbiota composition and appears to create an
environment that allows certain microbes to get the competitive
advantage and even colonize host lymphoid tissue (resulting
in IL-10 production). The exact mechanisms by which IL-22
enables some bacteria to colonize lymphoid tissues, whereas
on the other hand is necessary to prevent epithelial-attachment
via antimicrobial peptide induction and induction of mucus
production, is currently unclear. For IL-10 the microbiota
modulating potential is not so clear. The difficulty in comparing
the different studies stems from the variation in co-housing and
the use of littermates, as well as the timing of the experiments. IL-
10-/- mice develop enterocolitis over time, making it difficult to
address whether dysbiosis precedes or follows the inflammatory
process. Detailed investigation into the first neonatal colonization
processes might shed some light on the role of microbial
induction of these regulatory cytokines (and cell types induced),
as well as the effect of the induction of these regulatory cytokines
on shaping the microbial community. This also holds true for
the use of germfree models. Most studies compare germfree mice
with wildtype mice at adult age. Likewise, when colonization
effects are studied, mostly adult germfree mice are used, which
might obscure those processes that are limited to (or play a
bigger role) in early life. Although germfree mice have not
experienced microbial colonization (and in that sense are naive)
this does not mean that several other developmental processes
are naive in their ability to respond to environmental stimuli.
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There might be a specific developmental window (‘a critical
period in development in which an organism’s phenotype may
be influenced by intrinsic and extrinsic factors, Burggren and
Mueller, 2015) by which certain host processes can be influenced
by the microbiota. Indeed, by comparing transcriptional profiles
of intestinal regions of conventionalized (at adult age) and
conventionally raised (from birth) germfree mice it was shown
that the gene signature that distinguishes conventionally raised
from adult conventionalized mice was region-specific as well
as age-dependent (EI Aidy et al., 2013b). Therefore, succession
of microbial species (from pioneers to stable, yet dynamic,
microbiota) in interaction with the host, might also influence host
immunity in early life, while not being apparent at later stages.
A deeper understanding on which immune cells and pathways
can only be influenced during this window of opportunity early
in life, and those that can be modified throughout life might
help develop better targeted dietary (prebiotic) or probiotic
intervention studies.

The processes under homeostatic conditions (more the focus
of this review) might be very different from those in the context
of inflammation. It has been reported for example, that IL-10-
/- mice exhibited enhanced IL-22 responses toward Clostridium
difficile infection (Cribas et al., 2021). Moreover, recently it was
shown that spontaneous colitis in IL-10-/- mice is dependent
on IL-22; IL-10-/-1L22-/- mice did not display spontaneous
colitis (Gunasekera et al., 2020). IL10~/-IL-22—/- mice showed
enhanced frequencies of Thl7 cells, just like IL-10-/- mice,
while microbial diversity in IL-10-/-IL-22-/- mice was restored
(compared to IL10-/- mice) and no epithelial hyperplasia nor
increased ReglIly was seen (Gunasekera et al., 2020).

Furthermore, IL-10 and IL-22 responses are shown to be
dynamic and probably dependent on the location within the
intestines and the life stage of the host. Indeed, it has been
shown that in the ileum of wildtype mice ILC3 IL-22 expression
increased until 4 weeks of life after which levels declined.
This decrease after 4 weeks of age was not shown in Ragl-
/- mice (lacking adaptive immune cells). Further investigation
showed that both regulatory T cells and Thl7 cells could
diminish ILC3 activation by decreasing IL-23 production or
regulation of the bacterial burden respectively (Mao et al., 2018).
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