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It is well established that pregnancy induces deep changes in the immune system. This is
part of the physiological adaptation of the female organism to the pregnancy and the
immunological tolerance toward the fetus. Indeed, over the three trimesters,
the suppressive T regulatory lymphocytes are progressively more represented, while
the expression of co-stimulatory molecules decreases overtime. Such adaptations relate
to an increased risk of infections and progression to severe disease in pregnant women,
potentially resulting in an altered generation of long-lived specific immunological memory
of infection contracted during pregnancy. How potent is the immune response against
SARS-CoV-2 in infected pregnant women and how long the specific SARS-CoV-2
immunity might last need to be urgently addressed, especially considering the current
vaccinal campaign. To address these questions, we analyzed the long-term
immunological response upon SARS-CoV-2 infection in pregnant women from delivery
to a six-months follow-up. In particular, we investigated the specific antibody production,
T cell memory subsets, and inflammation profile. Results show that 80% developed an
anti-SARS-CoV-2-specific IgG response, comparable with the general population. While
IgG were present only in 50% of the asymptomatic subjects, the antibody production was
elicited by infection in all the mild-to-critical patients. The specific T-cell memory subsets
rebalanced over-time, and the pro-inflammatory profile triggered by specific SARS-CoV-2
stimulation faded away. These results shed light on SARS-CoV-2-specific immunity in
pregnant women; understanding the immunological dynamics of the immune system in
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response to SARS-CoV-2 is essential for defining proper obstetric management of
pregnant women and fine tune gender-specific vaccinal plans.

Keywords: SARS-CoV-2, pregnancy, immunological memory, antibody, long term

INTRODUCTION

It is widely recognized that pregnancy prompts deep changes in
the immune system (1). This is part of the physiological
adaptation of the female organism to the pregnancy and the
immunological tolerance toward the fetus (2). However, such
adaptation results in a possible increased risk of infections and
progression to severe disease in pregnant women (3-7). As
pregnancy progresses, hormones concentration varies
dramatically, and the immune response undergoes a number of
still only partially understood para-physiologic modifications (8—
10). Thus, pregnancy is associated with a Th1/Th2 shift (11-13),
but also in an altered generation of long-lived specific
immunological memory towards infective pathogens
contracted during pregnancy. In fact, pregnancy has short- and
long-term effects on central and effector memory T cells (14),
and alteration of the establishment of immunological memory
response can be detected for long after delivery (15). Indeed, it is
not granted that the exposures to an invading pathogen during
pregnancy will trigger a correct and long-lived immunological
memory and it has been shown that sub-optimal memory
responses are created toward pathogens that infect pregnant
woman (16). Suppressive regulatory T lymphocytes (T,.g) induce
an immunologically tolerogenic environment to harbor the fetus
(17). Physiologically, T,.q frequency increases over the course of
the trimesters (18), together with the decrease of co-stimulatory
molecules (i.e. B7 family) (19-21). In turn, T cells are less likely
to be triggered toward a proinflammatory immune response.
Thus, an unbalanced immune response, including the memory
compartment, was described to characterize influenza A virus
infection during pregnancy (22, 23). No results are nevertheless
available on the effects of pregnancy on the development of
SARS-COV-2-specific memory lymphocytes. How potent is the
immune response against SARS-CoV-2 in pregnant women and
how long the specific SARS-CoV-2 immunity might last need to
be urgently addressed (24). This is particularly compelling as
SARS-CoV-2 vaccinal campaigns are taking place. Surveillance
analyses had identified pregnant women as a particularly
vulnerable group who is more likely to be hospitalized and to
develop severe symptoms (25). Pregnant women were and are
nonetheless excluded from clinical trials of the current vaccinal
campaign and the vaccine efficacy in this cohort still needs to be
assessed (4, 7).

Here, we report the long-term immunological response upon
SARS-CoV-2 infection in a group of women who was followed
from the delivery to a six-months follow-up. In particular, we
investigated the immunological response in terms of
immunological memory, specific antibody production and T
cell memory subsets, and inflammatory profile. Understanding
the immunological dynamics of the immune system in response

to SARS-CoV-2 is essential for defining proper obstetric
management of pregnant women and setting appropriate
vaccinal plans that take care of gender-specific differences,
including SARS-CoV-2 convalescent subjects.

METHODS
Study Population

This is a prospective study that includes 47 pregnant women
with SARS-CoV-2-positive first diagnosis when admitted at
delivery at Unit of Obstetrics and Gynecology, “L. Sacco”
(ASST Fatebenefratelli-Sacco) COVID-19 hub hospital,
Northern Italy between March and May 2020.

All patients were admitted with a SARS-CoV-2 infection
diagnosis defined by a positive result nasopharyngeal swab.
The swab samples were processed by using real-time PCR
testing SARS-CoV-2 with the automated ELITe InGenius
system and the GeneFinderTM COVID-19 Plus RealAmp Kit
assay (ELITechGroup, France), according to manufacturer’s
instruction. This assay targets two viral genes: Nucleocapsid
protein (N) and Envelope membrane protein (E). The human
RNA-dependent RNA polymerase (RARP) was employed as
positive control. All women underwent clinical evaluation of
vital signs and symptoms, laboratory analysis and radiological
chest assessment at admission was discretional. The therapeutic
management was consequently tailored according to the clinical
findings and guidelines demographic and anthropometric
characteristics, lifestyle habits, medical or obstetric
comorbidities. All data were recorded at enrollment through a
customized data collection form. All women underwent fetal
growth and well-being assessment and obstetric management, as
required by local standard protocols.

Monitoring of maternal venous blood sample analysis was
performed every 48 hours, including hemoglobin, white blood
cells count (WBC), hepatic and renal function tests (alanine
transaminase (ALT), aspartate transaminase (AST), creatinine)
and inflammation markers (C-reactive protein). Data on
COVID-19 treatments, clinical evolution during pregnancy,
need for oxygen support and ICU admission were collected.
Data on mode of delivery or pregnancy termination, neonatal
outcomes, and postpartum maternal clinical evolution were
subsequently recorded. A severe subgroup was defined based
on: 1) urgent delivery due to maternal respiratory function; 2)
ICU/sub-intensive care admission during pregnancy or the post-
partum period, or both #1 and #2. All collected data were
transferred to an electronic database and data accuracy was
independently verified by two study investigators (VMS and
FP). Any discrepancy or unclear information was verified with
the specific participating center.
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Specimen Collection

The protocol was approved by the local Medical Ethical and
Institutional Review Board (Milan, area 1, #154082020). We
obtained informed written consent from the mothers to perform
the procedure and analysis, in compliance with the Declaration
of Helsinki principles.

Blood samples were collected in EDTA at time of delivery
(TO), after two weeks (T2), four weeks (T4) and six months
(T24). Samples were immediately transferred to the laboratory of
Immunology, University of Milan, according to the kind of
specimen, to be readily processed. Plasma was separated by
centrifugation and conveniently stored for future analyses, as
well as peripheral blood mononuclear cells (PBMCs), as
previously described (26).

Antibody Detection

The presence of SARS-CoV-2-specific antibodies was investigated
using SARS-CoV-2 IgG and IgM chemiluminescence immunoassay
kits on fully automated iFlash1800 analyzer (Shenzen YHLO
Biotech Co., Ltd., Shenzen, China): the assay uses nucleocapsid
(N) and spike (S) viral proteins as magnetic bead-coating antigens.
The value of 10.0 AU/ml was used as the positivity cut-off for IgM,
while 7.1 was used for IgG. The limit of detection of this kit is not
declared, in agreement with the European Ligand Assay Society.
The intra-assay percentage of coefficient variation (%CV) spanned
from 2.7 to 5.0 for IgM and the inter-assay %CV spanned from 4.1
to 6.1, while the intra-assay %CV spanned from 2.9 to 4.9 and the
inter-assay %CV spanned from 4.0 to 4.9 for IgG.

Neutralization Assay

2x10* Vero-E6 cells (ATCC® CRL 1586TM) were seeded in a 96-
well plate in DMEM medium (Euroclone, Milan, Italy)
supplemented with 2% FBS, 2.5 mM L-glutamine, 100 U/mL
penicillin and 100 pg/mL streptomycin. Plasma was previously
incubated at 56° for 30’ in order to heat-inactivate the
complement system. Plasma obtained at T24 was employed for
this assay. 2000 TCIDs, of the B.1 (EU) SARS-CoV-2 were pre-
incubated at 37° for 30’ with serial dilution 1:2 of patient’s
plasma, spanning from 1:20 to 1:1280 in 2% FBS DMEM.
Upon incubation, the virus-plasma mix was transferred onto
the cells, incubated for 60’ at 37°. Cells were then washed, and the
media replenished with fresh 2% FBS DMEM. Optical
microscope observation (ZOE'" Fluorescent Cell Imager, Bio-
Rad, Hercules, CA, USA) was performed daily to investigate the
cytopathic effect. At 72 hours post infection, supernatant was
removed, cells fixed in 4% PFA for 10" at room temperature and
then stained with crystal violet (Sigma Aldrich, St. Louis, MO,
USA). Each culture condition was run in duplicate, together with
an internal control of the virus efficiency of infection.

Cell Culture

PBMCs were resuspended at the concentration of 1x10° cells/mL
in 10% FBS RPMI 1640 medium (Euroclone, Milan, Italy) and
subsequently stimulated with 500 pg/mL of S (spike) and N
(nucleocapsid) recombinant peptides of SARS-CoV-2
(NovateinBio, Woburn, MA, USA). Unstimulated PBMCs were

cultured as control as well. Cells were harvested 10- or 24-hours post-
infection (hpi) for RNA or flow cytometric analyses, respectively.

Flow Cytometry

A complete evaluation of immunological memory concerning
the different functional subtypes of SARS-CoV-2-specific
circulating T cells was performed at TO, T4, T6 and T24. The
immunophenotypic lymphocyte subpopulations were identified
by flow cytometry on PBMCs upon SARS-CoV-2 antigen
stimulation (n=15). The following CD4+ and CD8+ T cell
subsets were analyzed: naive (CD4+ CCR7+ CD45RA+; CD8+
CCR7+ CD45RA+); central memory (CD4+ CCR7+ CD45RA-;
CD8+ CCR7+ CD45RA-); effector memory (CD4+ CCR7-
CD45RA-; CD8+ CCR7- CD45RA-); terminally differentiated
effector memory re-expressing CD45RA (CD4+ CCR7- CD45RA+;
CD8+ CCR7- CD45RA+). PBMCs were incubated for 30 minutes
at room temperature with the following monoclonal antibodies:
anti-human CD4-PeCy7 (eBioscience, San Diego, CA, USA), anti-
human CD8-PC5 (Beckman Coulter, California, USA), anti-human
CD45RA-FITC (Beckman Coulter, California, USA) and
antihuman CCR7-PE (R&D Systems, Minneapolis, USA). Then,
the cells were washed with PBS (Euroclone, Milan, Italy) and fixed
in 1% paraformaldehyde (Sigma-Aldrich, St. Louis, MO, USA). The
lymphocyte population was gated based on its forward and side
scatter properties, and further gated for CD4 or CD8 expression;
20,000 events were acquired within the CD4 or CD8 gate. Gallios
flow cytometer was employed for acquisition, Kaluza 2.0 software
for data analyses (Beckman Coulter, California, USA). Results are
expressed in terms of percentages of subpopulations relative to the
CD4+ or CD8+ population, respectively.

Expression Analyses of the Inflammatory
Response

Gene expression of 8x10* PBMCs was performed by QuantiGene
Plex assay (Thermo Scientific, Waltham, MA, USA), which
provides a fast and high-throughput solution for multiplexed
gene expression quantitation, allowing the simultaneous
measurement of 74 custom selected genes of interest in a
single well of a 96-well plate. The QuantiGene Plex assay is
hybridization-based and incorporates branched DNA (bDNA)
technology, which uses signal amplification for direct
measurement of RNA transcripts. The assay does not require
RNA purification, nor retro-transcription, with a minimal
sample handling. Some of the targets resulted below limit of
detection and the arbitrary value of 0 was assigned.

The concentration of 27 cytokines/chemokines was assessed
on the plasma specimens collected from all the enrolled subjects
at each time-point using magnetic bead-based immunoassays
(Bio-rad, CA, USA), according to the manufacturer’s protocol
via Bio-Plex 200 technology (Bio-rad, CA, USA). Some of the
targets resulted to be over-range and arbitrary value of 4000 pg/
ml was assigned, while 0 pg/ml was assigned to values below limit
of detection.

Statistics
For the study variables, medians and ranges were reported for
quantitative variables, and absolute and relative frequencies for
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categorical variables. No imputation was made for missing data.
All ranges are indicated as minimum-maximum values. t-Test
and Mixed-effects model (REML) analysis was used with a p
value threshold of 0.05. The analyses were performed using
GraphPad Prism 8 or SPSS Statistics 26.0.

All the procedures were carried out in accordance with the
GLP guidelines adopted in our laboratories.

RESULTS

Population

Three patients were classified as severe cases (6%). A radiological
confirmation of interstitial pneumonia was obtained on
admission or antepartum for all the severe cases and overall in
20 women (43%). Pharmacological treatment during the
antepartum period of hospitalization is reported in Table 1.
Briefly, 30% of the enrolled subjects received Lopinavir/Ritonavir
and 23% hydroxycholoroquine. At the time, none of them
received Remdesivir, nor combination therapies. In the only
severe case of preterm labor, corticosteroids for respiratory
distress syndrome prophylaxis were administered.

Maternal and pregnancy outcomes in the study population are
reported in Table 2. Regarding the mode of delivery, 3 patients (6%)
underwent emergency delivery for maternal respiratory indication.
Among the severe cases, one needed postpartum admission to the
ICU and invasive ventilation for 11 days in total.

Specific Anti-SARS-CoV-2 Antibody and
Neutralization Titer

SARS-CoV-2-specific IgM and IgG were measured in plasma
collected throughout the different timepoints as follows: delivery,
2, 4 and 24 weeks post delivery (Figure 1).

TABLE 1 | Baseline characteristics of the study population on admission.

Total study population (n =47)

Maternal baseline characteristics

Maternal age, years, median (range) 30 (20-42)
Pregnant women, n (%) 29 (62)
Gestational age at admission, median (range) 38 (6 - 41)
Puerperas*, n (%) 18 (38)
Nulliparous, n (%) 18 (40)
Multiparous, n (%) 29 (60)
Spontaneous conception, n (%) 47 (100%)
Pre-pregnancy BMI, kg/m?, median (range) 23 (17-37)
Known sick contact, n (%) 16 (34)
Smoking habit, n (%) 2 (4)
Ethnicity, Caucasian, n (%) 27 (57)
Chronic comorbidity, n (%) 9(19)
Flu vaccination in pregnancy, n (%) 8(17)
Ante-partum therapy

Antibiotic, n (%) 12 (26)
Lopinavir/Ritonavir, n (%) 14 (30)
Hydroxychloroquine, n (%) 11 (23)
Oxygen support without ICU admission, n (%) 4 (9)
Positive chest X-ray, n (%) 20 (43)
Severe case, n (%) 3(6)
Admission to ICU, n (%) 1@

*Early Post-Partum admission.

IgM were detected in 30% of the subject at T0, 14% at T2 and
10% at T24 (Figure 1A). IgM peaked sharply at week 2 (T2) with
an average value of 320.17 AU/ml (Figure 1B). Then, it
decreased overtime to 12.8 AU/ml at T24. The percentage of
subjects testing positive for IgG increased over-time, to then
stabilize at 80% approximately at the 4 and the 24 weeks post-
delivery time points (Figure 1A). Interestingly, approximately
100% of the mild-to-critical subjects developed IgG during the
considered span of time, while IgG became detectable at week 4
only in 50% of the asymptomatic women (Figure 1C). IgG
peaked at T4 with an average value of 92 AU/ml, and it
decreased to 36.48 AU/ml at T4. The titer of the IgG at week 4
showed no significant differences among the subjects stratified by
disease severity (Figure 1D).

Neutralization capability was titrated in plasma specimens
collected at T24 (Figure 1E). We chose to evaluate the nAb titer
at week 24, as it is more representative of the long-lived
immunological memory and it offers an insight on the long-
term protection. Results showed that the neutralization titer
directly correlated with the IgG titer (R* = 0.79, p=0.0006).
Apparently, one subject only did not develop neutralization
capability despite the amount of IgG detected was 36.3 AU/ml.
By removing this subject (grey dot in Figure 1E), the R* would be
0.93 and the statistical significance would drop to <0.0001.

SARS-CoV-2 Naive and Memory T-Cell
Characterization

Naive and memory T cell subsets were assessed by flow
cytometry upon SARS-CoV-2 specific in-vitro stimulation
(Figure 2). Throughout the timepoints, naive cells were stable
around a percentage of approximately 40% of the CD4+ T cell
and 35% of the CD8+ T cell (Figures 2A, B, respectively). The
percentage of central memory (CM) T cell significantly decreased
over-time from 23% to 11% for CD4+ T cell, while it slightly
decreased from 8% at TO to 6% at T2, and then stabilized over-
time for CD8+ T cell. Effector memory T cell (EM) increased
over-time in both CD4+ (from 21% at TO to 56% at T24) and
CD8+ (from 26% at TO to 34% at T24) subsets. Similarly, CD4+
effector memory re-expressing CD45RA (EMRA) T cell increased
from 4% (T0) to 13% (T24) for CD4+, whereas CD8+ pyma
increased from 19% (T0) to 41% (T24). Mixed-effects model
(REML) analysis showed a statistical significance of p=0.006 for
the time effect on CD4+ cells, and p=0.058 for CD8+. Multiple
single t Test analyses are shown in Figure 2C.

Inflammatory Response

To determine whether SARS-CoV-2 infection results in a long-
term alteration of the immune response in women who became
infected during pregnancy, we analyzed the expression of 74
genes involved in the inflammatory response at T0, T4, T6 and
T24 upon SARS-CoV-2 specific in-vitro stimulation (Figure 3).
Results showed a generalized immune activation at T0, which
quickly decreases over-time (Figure 3A), suggesting that the
immune activation associated with SARS-CoV-2 infection does
not persist over-time. The upregulated genes are involved in
different aspects of the inflammatory response and include
cytokines and chemokines (CSF2, CSF3, IL1Rn, IL6, ILS,
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TABLE 2 | Maternal and pregnancy outcomes in the study population.

Total study population

(n = 47)
Total of deliveries, n (%) 41 (87)
Delivery mode
Vaginal, n (%) 27 (55)
Caesarean section, n (%) 14 (30)
GA at delivery, weeks median (range) 39 (25 - 41)
Caesarean section for severe maternal illness related 3 (6)
to COVID-19, n (%)
Preterm delivery*, n (%) 2(4)

Birth weight, g, median (range)
Umbilical artery pH, median (range)
APGAR score 5’ <7, n (%)
Infected neonates, positive, n (%)
NICU admission, n (%)
Breastfeeding, n (%)

3100 (1800 - 4165)
7.34 (7.14-7.43)
24
24
1)
24 (51)

*One woman delivered at home a stillborn fetus at 25 weeks of gestation.

IL17A, 1L28), adhesion molecules (CD44, CD209), activation
markers (HAVCR2, AGTR1, AGTR2, PPARY), mediators of the
immune response (MPO, CRP and NOS2), downstream
signaling molecules of toll-like receptors (NOD1, NOD2), the
cholesterol metabolism (CH25H, ABCA1, HMGCSI1, NR1H3,
PDCD1, PTGS2) and the antiviral interferon stimulated genes
(ISG - IFNA2, IFNB, IFIl6, IFITM1, MX1). Statistical
significances are displayed in Figure 3B.

A detailed plasmatic cytokine/chemokine profile was
assessed. A 27-cytokine multiplex assay was performed on
plasma isolated from blood samples (Figure 4). Although
delivery may modulate the cytokine profile per se, overall, the
results obtained confirmed what observed at the mRNA
expression level. Briefly, proinflammatory antiviral cytokines
and chemokines were upregulated at TO and early time-points,
while decreased over-time (Figure 4A). This increase was mostly
evident for the cytokines IL1f, IL1ra, IL5, IL6, IL7, IL10, IL13,
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FIGURE 1 | SARS-CoV-2-specific IgM and IgG measured in plasma collected at TO, T2, T4 and T24. The percentage of the positive subjects for IgM (grey) and IgG
(black) is depicted throughout the timepoints in (A). The antibody titer expressed in AU/ml for IgM (grey) and IgG (black) is depicted throughout the timepoints in (B).
The percentage of the positive subjects for IgG at T4 stratified by disease severity is depicted in (C). The antibody titer expressed in AU/ml for IgG at T4 stratified by
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Frontiers in Immunology | www.frontiersin.org

February 2022 | Volume 13 | Article 827889


https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Fenizia et al. Pregnant Women and SARS-CoV-2 Long-Lived Memory
A B
CD4 CD8
100 100
BN naive Bl naive
m Tem 80+ = Tem
mm Tey mm Ten
ES = Temra BN = Tewmra
C
CD4+ CD8+
TTEST naive Teu Ten Teura naive Teu Ten Tenra
TOvs T2 0,507 0,772 0,025 0,062 0,605 0,275 0,801 0,006
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FIGURE 2 | Flow cytometric analyses of memory subsets at TO, T2, T4 and T24 upon SARS-CoV-2 specific in-vitro stimulation of PBMCs. Percentages of naive,
central memory (Tgw), effector memory (Tey) and effector memory re-expressing CD45RA (Temra) T helper CD4+ and T cytotoxic CD8+ are depicted in (A, B),
respectively. Mixed-effects model (REML) analysis showed a statistical significance of p=0.006 for the time effect on CD4+ cells, and p=0.058 for CD8+. Statistical
significance obtained by multiple t Test analyses is reported in (C). p<0.05 values are highlighted in bold.

IL15, IL17, Eotaxin, FGF, GM-CSF, IFNYy, IP10, MCP-1, MIP1j,
RANTES and TNFo. Statistical significances are displayed
in Figure 4B.

DISCUSSION

Herein, we report results obtained by analyzing the potency and
the duration of SARS-CoV-2-specific immunological memory in
women who became infected during pregnancy; results of a
longitudinal assessment of the immunological activation and
cytokine profile performed over a 6-month span post-delivery in
the same women are presented as well. Our results show that
80% of the women who became infected during pregnancy
developed a specific antibody response, consistently with what
previously reported for the general population (27, 28). In the
analyzed cohort, the antibody titer peaked between week 2 and 4,
and it was maintained up to week 24, consistently with how
observed in the non-pregnant population (29, 30). Although the
lower number of collected samples due to some discontinuity
during the follow-up, the neutralization titer significantly
correlated with the IgG antibody titer, which is expected but
not granted (31). Additional results showed that, while SARS-
CoV-2-specifi IgG were present in 50% only of the asymptomatic
subjects, strong antibody response was elicited by infection in all
mild-to-critical patients. Notably, disease severity did not
correlate with the IgG titer and it had been observed in severe
COVID-19 patients that the excessive immune response might

actually hamper a correct development of a B-cell based
memory (32).

Analyses focusing on the development of the anti-SARS-CoV-
2-specific immunological memory in this cohort showed that the
women enrolled in this study displayed a decreasing percentage of
Tcwm, accompanied by an increasing percentage of Tgy and Teyra
overtime. Ty cells were predominant in the CD4+ compartment,
while Tgy; in the CD8+ one. Consistent with the literature, this is a
sign of a functional and responsive adaptive immune response
against SARS-CoV-2 infection (33). As Tcy cells express lymph
node homing markers, they progressively accumulate in secondary
lymphoid organs, where they reside, rather the in peripheral blood
(33-35). Ty differentiate into Ty, which typically reside in
peripheral tissues and patrol the bloodstream, where they display
pro-inflammatory effector functions. In this way, Tgy cells ensure
a strong enhanced recall-response thanks to their increased
numbers, higher activation status, reduced stimulatory
requirements, more rapid induction of effector functions (35).
Further, Tgyra express senescence and exhaustion markers, and
display a decreased proliferative capacity, revealing their terminal
stage of differentiation from Ty (35-37). Indeed, an increased
level of exhaustion markers on T cells is a characteristic trait of
SARS-CoV-2 infected patients, even in those displaying mild
severity of disease (38-40).

Previously, we assessed the inflammatory response triggered
by SARS-CoV-2 infection in pregnant women both at the
systemic and placental level, and in their fetuses at the
systemic level (41). An intense pro-inflammatory status was
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detected in maternal and umbilical cord blood in mothers and
fetuses. Such inflammatory status was clearly recognizable not
only in severe, but even more concerning, also in mild COVID-
19 case. A picture of an intense and exaggerated inflammation
has been described as being characteristic of severe COVID-19
infection (42) and is clearly detectable in pregnant women
during the peri-partum period and soon thereafter (41, 43),
fading away after partum and during convalescence. Our results
showing that inflammation is greatly diminished within two
weeks after delivery confirm previously published observations.
Data herein also extend such observations by showing that the
inflammatory condition triggered by SARS-CoV-2-specfic
stimulation is completely resolved by month six after delivery
(44). Although there is no observational study to assess the long-
term impact of SARS-CoV-2 infection and the related
inflammatory profile during pregnancy on the offspring, strong
evidences have been gathered on different viral infections and
inflammatory diseases (45-51). Both infections and
inflammation during pregnancy may result in direct injury to
neurons and neural progenitor cells or indirect injury through

B
TTEST TOvs T2 TOvs T4 TO vs 724 T2vs T4 T2vs T24 | TAvs T24
L2 0,251 0,232 0,196 0,884 0,540 0,427
3 0,864 0,138 0,051 0,280 0,124 0,217
CXCL10 0,461 0,178 0,078 0,592 0,097 0,117
CSF2 0,871 0,718 0,014 0,648 0,037 0,045
CSF3 0,257 0,661 0,058 0,453 0,028 0,047
IL1A 0,710 0,837 0,074 0,900 0,089 0,136
L18 0,971 0,293 0,075 0,394 0,170 0,393
IL1IRN 0,116 0,301 0,029 0,477 0,019 0,059
3 0,855 0,342 0,013 0,372 0,029 0,153
ns 0,057 0,572 0,030 0,290 0,298 0,171
IL10 0,139 0,336 0,016 0,420 0,018 0,013
IL17A 0,143 0,758 0,078 0,182 0,037 0,030
IL18 0,434 0,943 0,068 0,403 0,070 0,054
IL28A 0,342 0,559 0,055 0,564 0,052 0,019
TNF 0,944 0,626 0,747 0,466 0,698 0,369
IFNA2 0,373 0,577 0,083 0,162 0,026 0,043
IFNB1 0,165 0,553 0,014 0,304 0,028 0,022
IFNG 0,362 0,583 0,420 0,629 0,167 0,248
IFI16 0,019 0,006 0,000 0,981 0,477 0,348
IFITM1 0,182 0,744 0,017 0,405 0,004 0,013
mx1 0,020 0,043 0,551 0,172 0,301 0,081
TLR3 0,153 0,584 0,074 0,222 0,143 0,393
TLR4 0,421 0,864 0,091 0,360 0,077 0,106
TLR7 0,137 0,573 0,289 0,228 0,078 0,194
NOD1 0,216 0,595 0,061 0,289 0,095 0,034
NOD2 0,208 0,246 0,011 0,947 0,018 0,040
€044 0,178 0,584 0,552 0,358 0,007 0,154
CLECAM 0,148 0,514 0,043 0,079 0,022 0,028
€D209 0,203 0,849 0,038 0,188 0,090 0,112
CH25H 0,309 0,989 0,043 0,311 0,145 0,039
ABCA1 0,041 0,897 0,283 0,015 0,002 0,167
HMGCS1 0,322 0,033 0,920 0,844 0,327 0,017
NR1H3 0.810 0,289 0,004 0,329 0,020 0,002
ACATL 0,263 0418 0,047 0,336 0,167 0,019
PDCD1 0,408 0,385 0,035 0,848 0,052 0,012
PTGS2 0,453 0,192 0,006 0,430 0,152 0,091
MPO 0,344 0,486 0,014 0,633 0,042 0,010
HAVCR2 0,349 0,955 0,041 0,312 0,058 0,002
AGTR2 0,116 0,163 0,018 0,939 0,013 0,031
AGTR1 0,421 0,588 0,011 0,718 0,030 0,014
PPARG 0,227 0,702 0,004 0,193 0,058 0,035
CRP 0,249 0,851 0,036 0,219 0,029 0,054
€038 0,278 0,511 0,480 0,487 0,169 0,237
NOS2 0,151 0,472 0,074 0,326 0,043 0,059

FIGURE 3 | mRNA expression of 74 genes involved in the inflammatory response at T0, T2, T4 and T24 upon SARS-CoV-2 specific in-vitro stimulation of PBMCs
(A). Gene expression (nfold) is shown as a Colour scale from light to dark blue. Only the most relevant targets are shown in the table. Statistical significance obtained
by multiple t Test analyses is reported in (B). p<0.05 values are highlighted in bold.

activation of microglia and astrocytes, which in turn can trigger
cytokine production and oxidative stress. Exposure to infectious
or inflammatory agents may perturb neurotransmitter signaling
in the developing brain. Detection of such subtle injuries to the
fetal brain is difficult, but an increasingly body of evidence links
infectious and/or inflammatory events during pregnancy to
neuropsychiatric consequences for the child later in life (45-
51). SARS-CoV-2-related long-term consequences will need to
be scrupulously assessed in the coming years.

Pregnancy represents a peculiar immunological scenario: the
mother’s immune system has to balance tolerance towards the
fetus with the maintenance of protective responses against
invading pathogens (3). The achievement of such balance results
in the induction of a ‘window of vulnerability’, that pathogens are
more likely to breach (52, 53). This newfound equilibrium has also
been shown to hamper the ability to establish an effective long-
lived immunological memory towards pathogens encountered in
pregnancy (14, 15, 53-57), thus exposing women to an increased
risk of reinfection. Such considerations may seriously question the
long-term efficacy of the vaccinal campaign for pathogens
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FIGURE 4 | A 27 cytokine/chemokine multiplex array was performed on a maternal plasma at TO, T2, T4 and T24 (A). Protein concentration is shown as pg/m.
Statistical significance obtained by multiple ¢ Test analyses is reported in (B). p<0.05 values are highlighted in bold. * p<0.05.

encountered during pregnancy. Data herein show that pregnancy
does not hamper the establishment of an articulate anti-SARS-
CoV-2 immunological memory and indicate that virus-specific
immune system alterations are quickly reversed upon
virus clearance.

Anti-SARS-CoV-2 vaccinal campaigns are being launched all
over the world with the shared aim for generating a protective
specific immunological memory (58). Although there is not a
clear consensus yet about the reciprocal contribution and relative
importance of neutralizing antibodies (nAb) versus T cell
memory, surely both are involved (59). The presence of nAb is
enough to completely abrogate viral infectivity per se (27).
Typically, moderate-to-severe patients develop a high titer of
specific antibodies, but it does not correlate with SARS-CoV-2
viral load nor it is predictive of the outcome of the disease (28,
30). Moreover, asymptomatic or pauci-symptomatic patients
might not develop specific antibodies not nAb at all, indicating
the importance of other mechanisms of immune control,
probably T cell-based (59, 60). On the other hand, moderate-
to-severe patients consistently develop a robust CD4+ T cell-
based response (38, 61). Although too early to assess, some
evidences suggest that T cell memory might endure longer than
antibody-based immune response in COVID-19 recovered
patients (62, 63). Together with the B lymphocytes adaptive
immune response (i.e. antibody), the T cell-mediated immunity
is proven to be fundamental for an effective resolution of SARS-
CoV-2 infection, as often observed in convalescent patients (38,
64-68). Moreover, the mechanisms driving the inauspicious
cytokine storm are not fully elucidated so far, especially in the
pregnant population. Such syndrome has been described in a
number of virus-related severe acute respiratory syndromes, such

as MERS, SARS-CoV or seasonal influenza (H5N1 and HIN1)
(69). However, in pregnant patients, there are only few data
available, and it is absolutely necessary to shed light on a
broader picture.

Notably, neither SARS-CoV-2 negative pregnant women nor
SARS-CoV-2 positive non-pregnant women were considered
appropriate for comparison, and therefore not included in the
study design. Our speculations are based on the analyses
performed upon SARS-CoV-2 in vitro stimulation, and
therefore target the antigen-specific immunological response
only, and based on the comparison with the state-of-the-art
knowledge. These limitations notwithstanding, results herein
furnish a novel contribution to a better understanding of
SARS-COV-2-specific immunity in women in the particular
setting of pregnancy and help in the clarification of SARS-
CoV-2 gender issues.
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