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Abstract: There are several open questions to be answered regarding the pathophysiology of the
development of preeclampsia (PE). Numerous factors are involved in its genesis, such as defective
placentation, vascular impairment, and an altered immune response. The activation of the adaptive
and innate immune system represents an immunologic, particularity during PE. Proinflammatory
cytokines are predominantly produced, whereas immune regulatory and immune suppressive factors
are diminished in PE. In the present study, we focused on the recruitment of regulatory T cells (Tregs)
which are key players in processes mediating immune tolerance. To identify Tregs in the decidua,
an immunohistochemical staining of FoxP3 of 32 PE and 34 control placentas was performed. A
clearly reduced number of FoxP3-positive cells in the decidua of preeclamptic women could be
shown in our analysis (p = 0.036). Furthermore, CCL22, a well-known Treg chemoattractant, was
immunohistochemically evaluated. Interestingly, CCL22 expression was increased at the maternal-
fetal interface in PE-affected pregnancies (Psyucytiotrophobiast = 0.035, Peciqua = 0.004). Therefore, the
hypothesis that Tregs undergo apoptosis at the materno-fetal interface during PE was generated, and
verified by FoxP3/TUNEL (TdT-mediated dUTP-biotin nick end labeling) staining. Galectin-2 (Gal-2),
a member of the family of carbohydrate-binding proteins, which is known to be downregulated
during PE, seems to play a pivotal role in T cell apoptosis. By performing a cell culture experiment
with isolated Tregs, we could identify Gal-2 as a factor that seems to prevent the apoptosis of Tregs.
Our findings point to a cascade of apoptosis of Tregs at the materno-fetal interface during PE. Gal-2
might be a potential therapeutic target in PE to regulate immune tolerance.

Keywords: regulatory T cells; apoptosis; preeclampsia; Galectin-2

1. Introduction

Hypertensive disorders are a common complication in pregnancy, resulting in an
increased risk of further complications, as well as long-term consequences for women
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and their fetuses [1-3]. Preeclampsia (PE), one of these hypertensive disorders, repre-
sents a severe pregnancy complication affecting 2-5% of all pregnancies [4]. The main
diagnostic criteria of PE are based on the following symptoms: a new onset hypertonia
(>140/90 mmHg), combined with proteinuria (>300 mg/24 h) or other organ dysfunction
in the second half of pregnancy [5]. PE is associated with high morbidity and mortality,
causing 70,000 maternal deaths worldwide per year [6].

Due to the lack of a cause-specific therapy for PE [6,7], details about the pathophys-
iology of this mechanism need to be further elucidated. However, the development of
PE cannot be attributed to one particular cause, since numerous factors are involved in
the pathophysiology. Currently, it is known that the pathogenesis of PE progresses in
two stages, beginning with a defective trophoblast invasion and spiral artery remodel-
ing, as well as immunological alterations in the early materno-fetal environment. Later
in pregnancy, the reduced uteroplacental flow promotes the release of proinflammatory
chemokines, inducing a systemic inflammation [8]. Overall, the combination of inflam-
matory processes [4,9-11], the loss of the maternal tolerance towards the fetus [3,12,13],
and a maternal cardiovascular maladaptation [14,15] are important elements. Further, an
impaired trophoblast invasion [16,17]—resulting, among other complications, as a general
vascular dysfunction and a deficient remodeling of the spiral arteries [5,18,19]—as well as
defective placentation [15,20-22] appear to lead to placental insufficiency [23] and the release
of vasoactive and pro-inflammatory substances that seem to cause the clinical symptoms.

Different studies underline the importance of the maternal immune system in the
pathophysiology of PE, assuming an inadequate immune tolerance towards the semi-
allogenic fetus that leads to the abnormal trophoblast invasion [24-26]. Furthermore,
a shifted cytokine secretion of activated T cells towards the Thl profile, stimulating a
proinflammatory function, has already been shown in PE [27]. Other studies detected
an extensive activation of either circulating or decidual neutrophils and monocytes in
PE [28,29]. In addition, regulatory T cells (Tregs) have been identified as key players in
several processes mediating immune tolerance, as in organ transplantation [30]. They are,
moreover, assumed as an important immune cell population for the maintenance of the
materno-fetal tolerance via the inhibition of natural killer cells (NK), natural killer T cells
(NK-T), and T-lymphocytes [31,32].

The amount of circulating and resident Tregs increases in healthy pregnancies until
the end of the 2nd trimester [33]. However, in the case of PE, several studies detected
a decrease of Tregs in the maternal peripheral blood during pregnancy [34,35], whereas
there is hardly any data about decidual Treg recruitment during PE, and existing data are
inconsistent. One study has already shown, that Tregs were less located in the decidua of
mice [36]. The mechanism of Treg recruitment in PE has not been fully elucidated. However,
in other diseases, such as carcinoma [37,38], auto immune diseases [39], infections [40,41],
or implantation [42,43], CCL22, the macrophage derived chemokine, and its receptor, CCR4,
are well known for their role in the migration of Tregs [44]. CCL22 is produced by certain
types of immune cells, such as macrophages, monocyte-derived dendritic cells [45,46], NK
cells, and activated T cells [47].

Gal-2, is a member of the family of carbohydrate-binding proteins that participate
in multiple cellular mechanisms, such as cell adhesion and activation, cytokine secretion,
immune cell migration, and apoptosis, by binding distinct cell surface or extracellular
matrix glycoconjugates [48-51]. Furthermore, galectins are associated with cell death and
growth, as well as with cell differentiation, in addition to their modulatory effect on the
immune system by regulating monocytes, macrophages, and CD8"-T cells. Gal-2 is able
to bind to T cells in a 3-galactoside-specific manner to induce apoptosis in activated T
cells [52-54]. Structurally, Gal-2 is closely related to galectin-1 (Gal-1), although it acts via
different cell surface binding strategies [55]. While little is known about the relationship
between Gal-2 and Tregs, Gal-1 is considered as a negative regulator of the immune
response promoting Treg induction, differentiation, and expansion [56,57]. In PE and other
pregnancy diseases, the Gal-2 expression is downregulated in the placental tissue [58], in
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contrast to the increased Gal-2 level in maternal blood during preeclampsia [59]. Still, there
is a lack of research regarding the role of Gal-2 during pregnancy affected by PE.

Therefore, the present study targeted the investigation of Tregs’ recruitment in the
decidua of PE-affected pregnancies, as well as their behavioral alterations concerning
apoptosis and their chemokine attractant CCL22. Furthermore, the effect of Gal-2 on Tregs
in cell culture undergoing apoptosis was observed.

2. Results
2.1. The Number of Tregs Is Decreased in the Decidua of PE-affected Pregnancies

The number of Tregs was evaluated by immunohistochemical FoxP3 staining. Cells
were counted in three randomly selected visual fields of the decidua and the average
was calculated.

The number of FoxP3-positive cells was significantly reduced (p = 0.046) in PE placen-
tas (1.07 £ 1.203 and a range from 0 to 3.67) compared to control placentas (1.80 £ 1.497
and a range from 0 to 6.33) (Figure 1A-C).
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Figure 1. Immunohistochemical staining results of FoxP3: (A) boxplot of the average number
of FoxP3-positive Tregs per visual field in control and PE placentas (control n = 34, PE n = 30),
mean + SD; p-values were calculated with Mann-Whitney-U-Test, * p = 0.046; (B) representative
picture of control placenta; (C) representative picture of PE placenta. Detected Tregs are marked with
arrows. The circle in A symbolizes an outlier value with its respective number for identification. A
respective negative and positive control is shown in the Supplementary Data (Figure S1).

In addition, since the weeks of gestation of the observed PE placentas vary over a wide
range, the number of Tregs in early-onset PE (before the 34th week of gestation) and late-
onset PE (after the 34th week of gestation) was compared. Although there was a descriptive
difference between early-onset PE (1.67 + 1.553) and late-onset PE (0.84 & 0.992), this
difference was not significant (p = 0.218).
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Considering only the control placentas, a significantly positive correlation of the
number of Tregs and maternal age at birth (r = 0.550, p = 0.001) was found.

2.2. CCL22 Expression Is Increased in PE Compared to Control Placentas

The expression of CCL22, which is known to be involved in Treg recruitment, was
evaluated individually for the different tissue parts of the placenta. The staining result
of the syncytium, evaluated by the mean IRS (International Remmele Score), showed a
significantly increased CCL22 cytoplasmatic expression in the PE placentas (4.00 &= 3.006)
compared to the control placentas (2.38 £ 1.688; p = 0.013) (Figure 2). Further, an anal-
ysis of the mean intensity of the CCL22 staining was performed. There, a significantly
increased intensity was measured in PE placentas (0.172 % 0.0079) compared to the controls
(0.161 £ 0.0151; p < 0.001).
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Figure 2. Immunohistochemichal staining results of CCL22 in the syncytium: (A) boxplot of the
mean IRS of syncytial staining of CCL22 in control and PE placentas (control n = 34, PE n= 30),
mean + SD; p-values were calculated with Mann-Whitney-U-Test, * p = 0.013; (B) boxplot of the
mean intensity of syncytial staining of CCL22 in control and PE placentas (control n = 34, PE n = 30),
mean + SD; p-values were calculated with Mann-Whitney-U-Test, * p < 0.001; (C); representative
picture of control placenta (IRS = 3); (D) representative picture of PE placenta (IRS = 12). The circles
in A and B symbolize outlier values with their respective number for identification. The star in
A symbolizes an extreme outlier value with its respective number for identification. A respective
negative and positive control is shown in the Supplementary Data (Figure S2).

Furthermore, the mean IRS of the CCL22 staining in the decidual part of the placenta
was significantly higher (p = 0.006) during PE (2.30 £ 2.693) compared to healthy samples
(0.76 £ 1.130) (Figure 3). The mean-intensity-analysis did not show a significant difference
between PE and the control group. However, a higher mean intensity of CCL22 was
detected in the PE group (0.166 =+ 0.0125) compared to the control group (0.161 £ 0.0153).
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Figure 3. Immunohistochemical staining results of CCL22 in the EVT (extravillous trophoblast):
(A) boxplot of the mean IRS of decidual staining of CCL22 in control and PE placentas (control n = 34,
PE n = 30), mean =+ SD; p-values were calculated with Mann-Whitney-U-Test; * p = 0.006 (B) boxplot
of the mean intensity of decidual staining of CCL22 in control and PE placentas (control nn = 34, PE
n = 30), mean + SD; p-values were calculated with Mann-Whitney-U-Test; (C) representative picture
of control placenta (IRS = 3), (D) representative picture of PE placenta (IRS = 6). The circles in (A) and
(B) symbolize outlier values. Respective negative and positive control is shown in the Supplementary
Data (Figure S2).

Moreover, the expression of CCL22 in the syncytiotrophoblast and in the decidua
correlated significantly positive (rjrs = 0.401, pirs = 0.001; 7intensity = 0442, Pintensity < 0.001),
indicating an increased expression in the entire placenta in the case of PE.

In addition, since the weeks of gestation of PE placentas vary over a wide range, the
expression of CCL22 in early-onset PE and late-onset PE was compared. Even though
there was a descriptive difference between early-onset PE (IRSsyncytium = 5.88 + 4.390,
IRSgyT = 2.63 + 2.504; intensitysyncytium = 0.174 & 0.1016, intensity gecidua = 0-170 £ 0.1506)
and late-onset PE (IRSgyneytium = 3.32 + 2056, IRSgyr = 218 + 2.805;
intensitysyncytium = 0.171 £ 0.0070, intensity geciqua = 0.165 & 0.0116), this difference emerged
as insignificant (IRS: Psyncytium = 0-277, pey = 0.534; intensity: psyncytium = 0.730, Pdecidua = 0.219).

2.3. Identification of Decidual Cells Expressing CCL22 as EVT

To investigate the type of decidual cells expressing CCL22, an immunofluorescence
staining of CCL22 and CK7 was performed. This staining showed a coexpression of CCL22
and CK7 in all cells stained by anti-CCL22 antibody. Thus, the CCL22-expressing cells in
the decidua can be clearly classified as EVT, since there are hardly any other trophoblasts in
third trimester placentas and CK7 accounts as a specific trophoblast marker [60]. The result
for the double expression in the control and PE placentas was nearly identical (Figure 4).
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control

PE

Figure 4. Immunofluorescence staining of CCL22 (red) and CK7 (green) in the decidua of PE and
control placentas. Nuclear staining with DAPI is shown in blue in each case. Representative pictures
of control placenta (A-D) and PE placenta (E-H), single staining of CCL22 (A,E) and CK7 (B,F),
double staining of CCL22 and CK7 (C,G), and merge including nuclear staining (D,H) are shown.
Respective negative control picture is shown in the Supplementary Data (Figure S3).

2.4. CCL22 and FoxP3 Are Correlating Positively

The expression of CCL22 and the number of placental Tregs correlated significantly
positive in the EVT (r = 0.264, p = 0.038; Figure S4) but not the syncytiotrophoblast (r = 0.239,
p = 0.061; Figure S5). Individual examination of PE and controls revealed a significantly
positive correlation between the number of Tregs and the expression of CCL22 in the
syncytium in PE placentas (v = 0.576, p = 0.001) and a significantly positive correlation of the
number of Tregs and the expression of CCL22 in the EVT regarding the control placentas
(r=0.465, p = 0.006).

2.5. Tregs Undergo Apoptosis in PE

To understand the decreased number of FoxP3-positive cells in PE placentas despite
increased CLL22 expression, TUNEL staining was performed to identify apoptotic Tregs. A
clear difference between the control group and the PE group in the percentage of TUNEL-
positive Tregs was found. While only 20-30% apoptotic Tregs appeared in the control
group, almost 100% of the detected Tregs were undergoing apoptosis in the PE group
(Figure 5).

2.6. Correlation of Gal-2 with Tregs

Since galectins are known to be able to induce or inhibit the apoptosis of T cells [55,61,62],
data about the expression of galectins—which was detected by our group earlier and pub-
lished by Hutter et al. [53]—were correlated with the number of Tregs (Figures S6 and S7).
A significant positive correlation between Gal-2 in the syncytiotrophoblast and the number
of decidual Tregs was detected (r = 0.390, p = 0.049). Considering the control and PE
placentas individually, a significantly positive correlation was shown between the number
of Tregs and the expression of Gal-2 in PE placentas (Gal-2 in the syncytium: » = 0.620,
p = 0.042; Gal-2 in the decidua: r = 0.720, p = 0.012).



Int. J. Mol. Sci. 2022, 23, 1880

7 of 18

Control

A

cell counts per sample

- B % o -
* * O
204 . Y —L
2 804
: P
8 :&’ 60+
101 o X
%° .0 L 404
ﬁ_ﬁv o [S)
%e ® oo — o 204
[eeree) ° S
0 ) . . — S
FoxP3* FoxP3*/TUNEL* FoxP3* FoxP3*/TUNEL* %’ 0- T
l | | | Q control PE

control

Figure 5. Immunofluorescence staining of apoptotic Tregs. Graphical representation of all Tregs
(FoxP3*) and all apoptotic Tregs (FoxP3* /TUNEL™) counted per sample (A), mean + SD; * p-values
were calculated with Mann-Whitney-U-Test; mean percentage of apoptotic Tregs counted in controls
and PE (B), mean + SD; * p-values were calculated with Mann-Whitney-U-Test; Representative
pictures of control placenta (C-F) and PE placenta (G-J), single staining of FoxP3-positive Tregs
(red) (C,G), single TUNEL staining (green) (D,H), double staining of apopototic Tregs (E,I) (yellow),
merge (FJ), and nuclear staining with DAPI (C,D,F,G,H,J). Non-apoptotic Tregs are marked with
arrows; apoptotic Tregs are marked with arrowheads. A respective negative control is shown in the
Supplementary Data (Figure S3).

2.7. Gal 2 Protects Tregs from Apoptosis

Since a positive correlation between the number of Tregs and Gal-2 expression, as well
as an increased ratio of apoptotic Tregs, was detected in PE placentas, the influence of Gal-2
on the apoptosis of Tregs was investigated. Therefore, the apoptosis in Tregs isolated from
blood of healthy patients was induced by FAS ligand (FasL) with and without the addition
of Gal-2 and compared with an untreated Treg control group.

Since the results varied highly between the donors, the measured levels of Caspase 3
were set in relation to the Treg + FasL group donor-specifically, further termed as standard-
ized values. The Treg + FasL group was chosen as the reference group, since the highest
apoptotic rate was suspected in this group.

Our results showed a significantly reduced amount of active Caspase 3, which is an
indicator of active apoptosis, in Tregs incubated with Gal-2 and FasL compared to the
group incubated with solely FasL (pstzndardized = 0.001, Peoncentration = 0.161).

As one donor showed a higher rate of apoptosis in the untreated Tregs than in those
treated with FasL, that sample was excluded from the overall statistical analysis, as it can
be assumed that the apoptosis induction was defective. Nevertheless, a descriptive analysis
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showed a reduction in the level of Caspase 3 after addition of Gal-2 in this donor as well
(Treg + FasL = 45.87 &+ 19.45; Treg + FasL + Gal-2 = 16.99 + 22.71).

The concentration of active Caspase 3 showed significant differences between the un-
treated Treg group, the Treg + FasL group, and the Treg + FasL + Gal-2 group
(Treg = 81.56 = 91.979, Treg + FasL = 437.02 £ 43.915, Treg + FasL + Gal-2 = 260.39 £ 147.971;
p = 0.004). The pairwise comparison of the single groups revealed significant differences be-
tween the groups Treg and Treg + FasL (p = 0.001) but not between the groups Treg + FasL
and Treg + FasL + Gal-2 (p = 0.054) (Figure S8).

In contrast, standardized values showed an even higher significance between the
untreated control group and the FasL group (p < 0.001), as well as significant differences
between the groups with and without Gal-2 (p = 0.018) (Figure 6). Therefore, the lack
of a significant difference in the measured levels of Caspase 3 seems to occur through
donor-specific differences.

p =0.255
[ p<0.001 p=0.018 \

Treg Treg + FasL Treg + FaIsL + Gal-2

Figure 6. Concentration of standardized active Caspase 3 after exclusion of the second donor,
in the groups untreated Treg (Treg, 0.20 + 0.231), Treg with induction of apoptosis through
FasL (Treg + FasL, 1.00 £ 0.024), and the group with the Gal-2 treatment (Treg + FasL + Gal-2,
0.57 £ 0.283). The one-way-ANOVA-Kruskal-Wallis-Test showed significant differences among the
three groups (p = 0.002). Further analysis revealed this significant difference between the group Treg
and Treg + FasL (p < 0.001), as well as between Treg + FasL and the group Treg+FasL+Gal2 (p = 0.018).

3. Discussion

Various theories for placental dysfunction during the pathophysiology of PE exist:
oxidative stress [63,64], generation and transformation of the spiral arteries [65,66], and the
imbalance between the maternal adaptive immune system as a proinflammatory response
and a lack of immune tolerance towards the semi-allogenic fetus [24,25]. Therefore, the
role of the maternal immune response during the development of PE needs to be further
investigated to elucidate pathophysiologic mechanisms of PE and to discover potential
therapeutic targets. In the present study, we were able to detect a significantly reduced
number of FoxP3positive cells, considered to be Tregs, in the decidua of PE-affected preg-
nancies despite an upregulation of CCL22, a potent Treg chemoattractant. Furthermore, we
detected higher rates of apoptotic Tregs in PE placentas. Gal-2, a well-known immunoregu-
lator, which is downregulated in PE placentas, could be identified to protect Tregs from
apoptosis in vitro.

Tregs are known to play an essential role in controlling immune regulatory processes.
Since there are incoherent findings about Tregs’ recruitment in PE-affected pregnancies and
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the importance of Tregs during implantation had already been demonstrated in mice [67],
the aim of the present investigation was to clarify the aspect of decidual Tregs’ recruitment
and to elucidate their role during PE. The present study detected a reduced number of
FoxP3-positive cells in the decidua of PE placentas, supporting the findings from previous
research that showed reduced levels of circulating and decidual resident Tregs [67,68] in
pregnancies suffering from PE.

However, when interpreting the results, the differing level of Tregs during pregnancy
needs to be considered when interpreting our results. Overall, the number of placental
Tregs peaks in the second trimester, followed by decreasing values towards the end of
pregnancy [33,69,70]. Since the different weeks of gestation in the PE and control groups
could be excluded as a cause for the different number of Tregs through regression analysis
and pregnancy week matched analysis (which may be seen in the Supplementary Data), we
aimed to analyze the recruitment of Tregs as a possible explanation for the lower number
of decidual Tregs in PE, assuming that lower chemoattractant levels might be responsible
for the reduced Treg infiltration. Therefore, we chose to analyze CCL22, a well-known
chemoattractant for Tregs [71].

Generally, the role of CCL22 during pregnancy is not completely resolved and CCL22
expression in the placental tissue has not been previously investigated during preeclampsia.
Still, CCL22 is known to be expressed by dendritic cells and macrophages, both of which
account for a large proportion of decidual immune cells [72], as well as in trophoblasts
and maternal stromal cells [42]. Macrophages are essential players in remodeling the
uterine vasculature, thereby facilitating an adequate placental-fetal blood supply [73,74].
Furthermore, as an immune cell-derived cytokine, CCL22 is involved in M2 polarization
of placental macrophages [75]. These immune cells enhance endocytosis and promote
tissue repairing mechanisms and cell growth, as well as tissue remodeling. They further
promote maternal immune tolerance against the semi-allogenic fetus and preserve fetal
growth until delivery [76,77]. Further CCL22 was revealed as a marker for preeclampsia
in one study where the serum of pregnant women was analyzed [78]. In accordance with
our results, which showed a significantly higher expression of CCL22 in PE placentas,
Freier et al. [42] generated the hypothesis of placental CCL22 acting as a negative feedback
response to proinflammatory events, since they found no decidual CCL22 expression in
healthy first trimester placenta, in contrast to an increased decidual expression in recurrent
miscarriages. Since we were able to identify EVT cells expressing CCL22 via immunofluo-
rescence, we could confirm the findings of Freier et al. [42], stating that CCL22 is not only
secreted by solid tumor cells, epithelial cells, and immune cells, such as monocytes and
macrophages [79-81]. Moreover, this could explain the recruitment of Tregs by trophoblast
cells, which was already shown by several studies [82,83]. Until now, hCG was assumed
to be one of the potential attractants, whereas downregulation of hCG production after
siRNA intervention led to reduced Treg recruitment [84]. Nevertheless, the results of
the present study hinted at trophoblasts being able to secrete CCL22. However, future
research is needed to support this theory, including further confirmation by in vitro and
in vivo investigations.

Although we found a diminished number of decidual Tregs but a significantly higher
expression of CCL22 in PE placentas, the amount of decidual Tregs correlated signifi-
cantly positive with the placental CCL22 level. Therefore, the hypothesis of inhibited Treg
recruitment by a lack of CCL22 in preeclamptic placenta could be refuted.

Earlier studies had already shown an impaired function of Tregs during PE [85,86].
Furthermore, Zhang et al. [87] found a reduced proliferation of placental Tregs in preeclamp-
sia by analyzing the Ki67 —/+ Tregs in the placenta. Therefore, we hypothesized that the
known impaired trophoblast function in PE, as well as the decreased number of Tregs,
seemed to be indicative for an increased apoptosis of decidual Tregs in PE placentas. In
this context, we investigated the apoptosis of Tregs via TUNEL staining. By analyzing the
co-expression of FoxP3, DAPI, and TUNEL staining, we detected an increased number of
TUNEL-positive Tregs in PE compared to control placentas. Therefore, enhanced apoptosis
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of Tregs in preeclamptic placentas might explain the reduced number of decidual Tregs.
Increased Treg apoptosis during PE might be a possible explanation for the reduced number
of Tregs in PE placentas despite an increased expression of CCL22, one important Treg
chemokine. Nevertheless, there are other chemokine ligands, such as CX3CL1 [88,89]
CCL3, CCL4, and CCL5 [90-92], whose receptors are further expressed by Tregs during
pregnancy [93], potentially contributing to chemokine-mediated migration to the decidua.

The imbalance of proinflammatory and anti-inflammatory acting T cells has already
been described in pregnancies affected by PE [94]. A reduction or impairment of the
immune modulating Tregs induced by apoptosis might be responsible for a lack of immune
tolerance against the semi-allogenic fetus. Since the inappropriate and proinflammatory
activation of the immune system is thought to play a considerable role in the development
of PE [78], the prevention of Treg apoptosis might account for a potential therapeutic target
of this pregnancy-associated disease. To identify a potential factor that could help to prevent
Treg apoptosis, we chose Gal-2 to perform in vitro experiments. Gal-2, a member of the
family of carbohydrate-binding proteins, plays a pivotal role in T cell apoptosis [55,61,62].
Since the expression of Gal-2 is known to be decreased in PE placentas [53], we performed a
correlation analysis of Gal-2 and the number of decidual Tregs, which showed a significantly
positive correlation. To analyze the possible effect of Gal-2 on Tregs undergoing apoptosis,
apoptosis was induced in primary isolated Tregs via FasL. We showed a significantly
reduced level of active Caspase 3 in Gal-2 co-cultured cells, indicating a clearly protective
effect of Gal-2 on Tregs undergoing apoptosis.

Although the present study revealed promising results, the research conducted also
had some limitations that need to be discussed. While in past studies different subtypes of
Tregs have been identified in pregnancy and PE, our study only focused on FoxP3-positive
cells and did not differentiate between, e.g., iTregs (Helios-) and nTregs (Helios+), while
Hsu et al. [50] found no significant difference in decidual FoxP3+ Tregs. Furthermore, to
confirm the protection from apoptosis through Gal-2, primary isolated Tregs from healthy
control patients were used. Since it was shown that decidual Tregs are phenotypically
distinct from peripheral blood Tregs, this difference needs to be considered when interpret-
ing our results [95,96]. Therefore, future research is needed, using Tregs from pregnant
women’s blood or directly from the decidual tissue, to confirm that Gal-2 might be a
potential therapeutic target for PE and the protecting effect on apoptosis of Treg apoptosis.

4. Materials and Methods
4.1. Sample Placental Tissue

Tissue samples were collected from the Department of Obstetrics and Gynecology of
the University Hospital, LMU Munich, between 2007 and 2019. The collective consisted of
32 PE placentas and 34 control placentas with a mean maternal age of 32.37 &+ 5.659 years
(range: 17—44 years). The weeks of gestation at birth differed significantly, with a range
between 25 and 40 weeks (p < 0.001) between PE and controls; therefore, linear regressions
were performed. With regard to both the number of Tregs (p = 0.339), and the expression
of CCL22 (psyncytium = 0.064; ppyr = 0.350), no significant impact of the weeks of gestation
was detected (Figures S9-513). Since the weeks of gestation were missing from two PE
placentas, whereas Tregs are known to change in number during ongoing pregnancy, we
excluded these two PE placentas from the analysis, but separately reported the analysis
including the two placentas in the Supplementary Materials. The gender of the newborns
was balanced, with 30 female and 31 male newborns (controls: 18 females, 16 males; PE:
12 females, 15 males) (Table S1).

4.2. Immunohistochemistry

The two immunohistochemical stainings were performed according to different proto-
cols. Unless otherwise stated, the work was carried out at room temperature.
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4.2.1. FoxP3 Staining

After deparaffinization of the slides in Roticlear (Carlroth, Arlesheim, Switzerland)
for 20 min, the endogenous peroxidase was blocked by a 3% H;O, methanol mixture.
Rehydration by descending alcohol series was followed by demasking via heat pretreatment
using a sodium citrate buffer (pH = 6.0). To prevent an unspecific binding and staining,
an incubation with Blocking Solution Reagent 1 (ZytoChem Plus HRP Polymer System;
Zytomed Systems, Berlin, Germany) for five minutes was performed. Subsequently, the
primary antibody Anti-FoxP3 (Abcam, Cambridge, UK; mouse IgG monoclonal, Clone:
236A/E7; dilution 1:300) was applied to incubate for 16 h at 4 °C. After incubation with
the primary antibody, a 20 min incubation with Post-Block Reagent 2 (ZytoChem Plus
HRP Polymer System; Zytomed Systems, Berlin, Germany) and a 30 min incubation
with HRP Polymer Reagent 3 (ZytoChem Plus HRP Polymer System; Zytomed Systems,
Berlin, Germany) followed. For visualization, a DAB+ Substrate chromogen system (Dako,
Glostrup, Denmark) was applied and the reaction was stopped with distilled water after
two minutes. This was followed by a two-minute counterstain with haemalaun and
bluing in tap water. The final steps were dehydration through an ascending alcohol series,
treatment with Roticlear (Carlroth, Arlesheim, Switzerland), and covering with Eukitt
(Merck, Darmstadt, Germany). Between all working steps, the samples were washed
with PBS.

4.2.2. CCL22 Staining

The second immunohistochemical staining followed a different protocol, as it was
performed in the Institute of Pathology of the University Hospital, LMU Munich. Instead
of PBS, TRIS buffer (pH = 7.5) was used for rinsing. The dewaxing was followed by
heat pretreatment with Target Retrieval Solution (Agilent Technologies, Santa Clara, CA,
USA). After antigen retrieval, the endogenous peroxidase was blocked with 7.5% aqueous
hydrogen peroxide. The 20 min incubation with blocking serum (ImmPRESS Reagent
Kit Anti-Rabbit IgG; Vector, Burlingame, USA) was followed by a 60 min incubation
at RT with the primary antibody (CCL22/MDC, No 500-P107, 1:200; PeproTech, Rock
Hill, USA). The sections were then incubated for 30 min with anti-rabbit Ig (ImmPRESS
Reagent Kit Anti-Rabbit IgG; Vector Laboratories, Burlingame, CA, USA). Visualization
with DAB+ for three minutes and counterstaining with Hematoxylin Gill’s Formula (Vector
Laboratories, Burlingame, CA, USA) followed. Aquatex (Merck, Darmstadt, Germany) was
used for covering.

4.3. Immunofluorescence Staining

To analyze the immunofluorescence staining, the Zeiss Axiophot fluorescence micro-
scope (Zeiss, Oberkochen, Germany) was used in conjunction with the software AxioVision
4.8.1. Each fluorescence staining was performed on a representative portion of 10% of the
respective group.

4.3.1. CCL22-CK7 Staining

The immunofluorescence staining procedure was performed in a manner similar to
the aforementioned immunohistochemical staining protocol. Deparaffinization in Roticlear
for 20 min was followed by rehydration through a descending alcohol series ending in
distilled water. Afterwards, antigen retrieval was performed by heat pretreatment in a
pressure cooker with Na-citrate-buffer (pH = 6.0) for five minutes. Ultra-Vision block
(Thermofisher, Waltham, MA, USA) was applied for 15 min at room temperature. Later,
incubation with primary antibodies against CCL22 and CK7 (mouse IgG1 monoclonal, OV-
TL 12/30, 1:30; Novocastra Leica Biosystems, Wetzlar, Germany) for 16 h at 4 °C followed.
In the next step, the slices were incubated with secondary antibodies for 30 min at RT.
The secondary antibodies Cy3-labeled-Goat-anti-rabbit-IgG (1:500; Dianova, Hamburg,
Germany) and Alexa-Fluor-488-labeled-Goat-anti-mouse-IgG (1:100; Dianova, Hamburg,
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Germany) were mixed before application. After drying in the dark, the sections were
mounted with mounting medium for fluorescence containing DAPI.

4.3.2. FoxP3-TUNEL Staining

To perform the double staining of Anti-FoxP3- (mouse IgG1, monoclonal 236A/E7,
1:50; Thermofisher, Waltham, MA, USA) and TUNEL staining, another protocol was nec-
essary. The procedure resembles immunohistochemical FoxP3 staining, although the
endogenous peroxidase was not blocked. After heat pretreatment, unspecific binding sites
and staining were blocked by incubation with Ultra-Vision-Protein-Block (Thermofisher,
Waltham, MA, USA) for 15 min. The sections were then incubated with the primary
antibody FoxP3 for 16 h at 4 °C. After washing with PBS, the secondary antibody goat-
anti-mouse-IgG Cy3-labeled (Jackson Immunoresearch Laboratories, West Grove, PA, USA)
was applied for 30 min at room temperature. In the next step, the TUNEL staining was
performed. TUNEL enzyme (Roche, Basel, Switzerland) and TUNEL label (Roche, Basel,
Switzerland) were mixed in a ratio of 1:10 and 50 puL were applied on each slide. Covered
with a cover glass, the sections were incubated for one hour at 37 °C. After incubation
and washing in PBS, the sections were air-dried and covered with mounting medium for
fluorescence with DAPI (Vector, Burlingame, CA, USA).

4.4. Evaluation of Stainings

Different methods were used to evaluate the staining, depending on the used antibody.
The CCL22 staining was primarily evaluated by two independent evaluators, using the
semi-quantitative International Remmle Score (IRS). The IRS was calculated by multiplying
the percentage of positively stained cells (0 = no staining, 1 < 10%, 2 = 11-50%, 3 = 51-80%,
4 > 80% of cells stained) in the examined tissue type, and the staining intensity (0 = no
staining, 1 = weak staining, 2 = moderate staining, 3 = strong staining). The IRS was
determined separately for the syncytium and the decidua, with the entire slide being
evaluated. In addition, a software-related evaluation was performed using the open-source
software QuPath (version 0.3.0; Github, San Francisco, CA, USA). For this purpose, three
images were taken of both the syncytium and the decidua of the slide under investigation at
a 6.3 x magnification (Flexcam C1, Leica microsystems, Wetzlar, Germany). Subsequently,
the sole DAB staining was isolated in each image and the mean intensity per pixel was
analyzed. For the overall analysis, the mean value for each of the three images per tissue
type was calculated.

For the analysis of Tregs, the FoxP3-positive cells were counted in three randomly
selected visual fields of the decidua at 25x magnification in the immunohistochemical
staining and at 20 x magnification in the immunofluorescence staining and the average
was calculated.

4.5. Cell Culture of Tregs and Gal-2

Tregs were isolated from PBMC (peripheral blood mononuclear cells) of human donor
blood with the MACS CD4+ CD25+ CD127dim/— human regulatory T cell isolation kit II
human (Nr. 130-094-775, Miltenyi Biotec, Bergisch Gladbach, Deutschland). The purity of
Tregs was verified by flow cytometry analysis using the BD LSRFortessa Flow Cytometer
(Becton Dickinson, Franklin Lakes, NJ, USA) (Figure S14). The antibodies that were used for
the FACS verification are listed in Table S2. The cell culture was performed as a biological
triplicate, meaning that the Tregs were isolated from buffy coats of three different healthy
donors. Basically, 200,000 freshly isolated Tregs were seeded in one ml RPMI-1640-medium
per well of a 24-well plate. The effect of Gal-2 on the isolated and FasL-pretreated Tregs
was analyzed. Two groups of Tregs were seeded for this purpose, in addition to the
control group with untreated Tregs. In the first group, apoptosis was induced by using one
ug/mL FasL (Treg + FasL); in addition, one pg/mL Gal-2 was added to one ug/mL FasL
(Treg + FasL + Gal-2) for the second group. After five hours of incubation, the cells were
extracted for the subsequent caspase-3 ELISA.
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4.6. Caspase 3 ELISA

To analyze the amount of apoptotic Tregs after cell culture with Gal-2, the amount
of active Caspase 3 was measured after cell extraction with the human active Caspase-3
immunoassay Quantikine ELISA (R&D Systems, Minneapolis, MN, USA). For a more
accurate result, each sample was analyzed in technical triplicates.

4.7. Statistical Analysis

Statistical analysis was performed using the PC software SPSS (version 24; IBM,
Armonk, NY, USA). Non-parametric tests, such as the Mann-Whitney U-test and the
Spearman-Rho correlation test, were used, as the values could not be assumed to have
a normal distribution. The results are given as mean value =+ standard deviation. The
correlation coefficient r indicates the strength of the correlation (r < 0.3 weak relation,
r > 0.3 medium relation, r > 0.5 strong relation) [97]. In order to analyze a possible effect
of the weeks of gestation, a linear regression was performed. The significance level for
all tests was assumed at p < 0.05. In addition, an analysis of matched data regarding
the weeks of gestation was conducted, using the Wilcoxon rank test, as shown in the
Supplementary Data.

5. Conclusions

In summary, our results show that Tregs undergo apoptosis during PE, which may
be prevented by Gal-2. Furthermore, we detected an increased expression of CCL22
in PE placentas, while Treg infiltration was reduced, indicating a positive feedback loop.
Whether Gal-2 might be a potential therapeutic target to avoid Treg apoptosis, and therefore
prevent an immunomodulatory imbalance during PE, needs to be further investigated in
additional research.

Supplementary Materials: Supplementary materials can be found at https://www.mdpi.com/
article/10.3390/1jms23031880/s1.

Author Contributions: Conceptualization, S.M. (Sarah Meister) and U.J.; methodology, L.H., C.P,
K.S., M.M. and D.A; software, S.B.; validation, E.S., D.M. and U.J.; formal analysis L.H.; investigation,
L.H.; resources, T.K.; data curation, S.M. (Sarah Meister); writing—original draft preparation, S.M.
(Sarah Meister) and L.H.; writing—review and editing, T.K., S.B., and A.Z.Z.; visualization, L.H.;
supervision, S.C. and U.H.; project administration, S.M. (Sven Mahner); funding acquisition, T.K. All
authors have read and agreed to the published version of the manuscript.

Funding: S.M. (Sarah Meister) was funded by the DFG-funded Clinician Scientist Program PRIME,
grant number 413635475.

Institutional Review Board Statement: The study was conducted according to the guidelines of the
Declaration of Helsinki, and approved by the local ethics committee of the Ludwig-Maximilians-
University of Munich (reference number 18-700, date of approval: 25 March 2019).

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author. The data are not publicly available to ensure privacy of the participants.

Acknowledgments: We want to thank Christina Kuhn for her professional technical support.

Conflicts of Interest: S.M. (Sven Mahner) received research support, honoraria, and travel expenses
from AbbVie, AstraZeneca, Clovis, Eisai, GlaxoSmithKline, Medac, MSD, Novartis, Olympus, Phar-
maMar, Roche, Sensor Kinesis, Teva, and Tesaro. He is also on relevant advisory boards. T.K. holds
stock in Roche, and a relative is employed by Roche.


https://www.mdpi.com/article/10.3390/ijms23031880/s1
https://www.mdpi.com/article/10.3390/ijms23031880/s1

Int. J. Mol. Sci. 2022, 23, 1880 14 0f 18

Abbreviations

CCL22 CC-chemokine-ligand 22

CCL3 CC-chemokine-ligand 3 also known as macrophage inflammatory protein 1-alpha
CCL4 CC-chemokine-ligand 4

CCL5 CC-chemokine-ligand 5

CCR4 CC-chemokine-receptor 4

CX3CL1 C-X3-C-chemokine-ligand 1 also known as Fractalkine

CK7 cytokeratin 7

DAB chromogenic 3,3/-diaminoenzidine

DAPI 4/ 6-Diamino-2-phenylindile

ELISA Enzyme-Linked Immunosorbent Assay

EVT extravillous trophoblast
FasL FAS ligand
FACS fluorescence-activated cell sorting

FoxP3 forkhead box protein 3

Gal-2 galectin 2

hCG human chorionic gonadotropin

IRS immunoreactive Score

MACS magnetic cell separation

MDC macrophage derived chemokine, CCL22
PBMC peripheral blood mononuclear cell

PBS phosphate buffered saline
PE preeclampsia (respectively: preeclampsia placentas)
Treg regulatory T cells, respectively the group of untreated regulatory T cells

TUNEL  TdT-mediated dUTP-biotin nick end labeling
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