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Context and Objectives: Inflammation is the leading mechanism involved in both

physiological and pathological rupture of fetal membranes. Our aim was to obtain

a better characterization of the inflammasome-dependent inflammation processes in

these tissues, with a particular focus on the nucleotide-binding oligomerization domain

(NOD)–like receptor, pyrin domain containing protein 7 (NLRP7) inflammasome.

Methods: The presence of NLRP7 inflammasome actors [NLRP7,

apoptosis-associated speck–like protein containing a CARD domain (ASC), and

caspase-1] was confirmed by reverse transcriptase–polymerase chain reaction

(RT-PCR) in human amnion and choriodecidua at the three trimesters and at term.

The protein concentrations were then determined by enzyme-linked immunosorbent

assay in term tissues, with or without labor. The presence of Mycoplasma salivarium

and Mycoplasma fermentans in human fetal membranes was investigated using a

PCR approach. Human amnion epithelial cells (AECs) were treated for 4 or 20 h with

fibroblast-stimulating lipopeptide-1 (FSL-1), a M. salivarium–derived ligand. Transcripts

and proteins quantity was then measured by RT–quantitative PCR and Western blotting,

respectively. NLRP7 and ASC colocalization was confirmed by immunofluorescence.

Western blots allowed analysis of pro–caspase-1 and gasdermin D cleavage.

Results: NLRP7, ASC, and caspase-1 transcripts were expressed in both sheets of

human fetal membranes during all pregnancy stages, but only ASC protein expression

was increased with labor. In addition, M. salivarium and M. fermentans were detected

for the first time in human fetal membranes. NLRP7 and caspase-1 transcripts, as well

as NLRP7, ASC, and pro–caspase-1 protein levels, were increased in FSL-1–treated

AECs. The NLRP7 inflammasome assembled around the nucleus, and pro–caspase-1

and gasdermin D were cleaved into their mature forms after FSL-1 stimulation.

Conclusion: Two new mycoplasmas, M. salivarium and M. fermentans, were identified

in human fetal membranes, and a lipopeptide derived from M. salivarium was found to

induce NLRP7 inflammasome formation in AECs.
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INTRODUCTION

Human fetal membranes, which delineate the amniotic cavity
during pregnancy, are composed of two sheets: the amnion,
which is in contact with the amniotic fluid, and the chorion,
which lines the decidua (1). These membranes normally weaken
during the last weeks of pregnancy, leading to their physiological
rupture at term (2). This weakening occurs in a specific area
overlying the cervix, called the “zone of altered morphology”
(ZAM), as opposed to the “zone of intact morphology” (ZIM) (3).
Many studies have focused on deciphering the phenomena that
underlie the weakening of fetal membranes, regardless of whether
the ZAM area was distinguished. These phenomena include
apoptosis (4–6), extracellular matrix remodeling (7–9), oxidative
stress (10, 11), senescence (12–15), epithelial to mesenchymal
transition (16), and inflammation (17–20).

Of these phenomena, inflammation is of primary importance
for fetal membrane weakening, but it also is required for
induction and propagation of prolabor signals. Indeed, the
Menon laboratory proposed a model in which reactive oxygen
species, increasing in the amniotic cavity at term, induce
global senescence of amnion epithelial cells (AECs). These cells
acquire a senescence-associated secretory phenotype (SASP) that
promotes inflammation by the secretion of specific molecules.
Tissue injury, caused by senescence and inflammation, then leads
to the release of damage-associated molecular patterns (DAMPs)
or alarmins. The SASP and DAMPs contribute to the overall
inflammatory load in fetal membranes, and this inflammation
propagates to adjacent tissues (chorion, decidua, myometrium,
and cervix) to trigger labor (21–24).

This model describes a type of inflammation called “sterile
inflammation,” which is an inflammation that is not induced
by a pathogen but instead by endogenous molecules released
from dead cells. These molecules can include high-mobility
group box 1 (HMGB1) protein, cell-free DNA and RNA,
interleukin 33 (IL-33), heat shock protein 70, and uric
acid (25–27). Sterile inflammation is known to occur in
several diseases, such as atherosclerosis (28), gout (29), and
ischemia–reperfusion injury (30), as well as in physiological
contexts, such as fetal membrane rupture and parturition, as

already mentioned.
Sterile inflammation involves inflammasomes as one of the

molecular actors. Inflammasomes are cytoplasmic multiprotein

platforms composed of (i) a receptor or sensor molecule, (ii)

the adaptor protein “apoptosis-associated speck–like protein
containing a CARD domain” (ASC), and (iii) the pro–caspase-
1 (31–35). The sterile proinflammatory ligands activate and
promote the assembly of inflammasomes in a complex called
“speck,” which induces the autocatalytic cleavage of pro–caspase-
1 into its active form (36). Caspase-1 then cleaves the pro–
IL-1β and pro–IL-18 into their bioactive forms (37) and the
gasdermin D proteins, whose N-terminal fragments form plasma
membrane pores that are associated with pyroptotic cell death
(38, 39). The goal of this sterile inflammation process is the
propagation of inflammatory signals that will recruit immune
cells. The type and origin of the proinflammatory ligands

determine which type of sensor molecules is recruited. Our
work is focused on one kind of sensor: the nucleotide-binding
oligomerization domain (NOD)–like receptor, pyrin domain
containing (NLRP) proteins.

The importance of inflammasomes in both normal and
pathological pregnancy deliveries has now been demonstrated
in several studies. For example, women who underwent
spontaneous labor at term showed greater concentrations of
ASC and gasdermin D in amniotic fluid when compared to
women who delivered without labor (40, 41), and the amount
of ASC/caspase-1 protein complexes increased in the fetal
membranes (42). Similarly, HMGB1-treated fetal membranes
exhibited increased expression of inflammasome-related
transcripts (43). These results reflect the inflammasome-
dependent preparation of fetal membranes for rupture at
term. From a pathological perspective, mouse studies have
demonstrated the activation of NLRP3 inflammasomes in
fetal membranes after a treatment with the DAMP S100B
(44) or lipopolysaccharide (LPS) (45) and a correlated
increase in the rate of induced preterm births. This
consequence can be decreased by the use of an NLRP3
inhibitor. In women, chorioamnionitis has been associated
with an upregulation of inflammasome components,
and LPS-treated human amnion cells were able to form
ASC specks/filaments (40, 46). A link between NLRP3
inflammasomes and preeclampsia has also been proposed
by several groups (47–51).

NLRP7 is a member of NLRP subfamily and is especially
known for the involvement of its mutated forms in recurrent
hydatidiform moles (52–54). Several studies have also
demonstrated a role for NLRP7 in different mechanisms
related to pregnancy, including the in vitro decidualization of
endometrial stromal cells (55), trophoblast lineage differentiation
(56), and trophoblast proliferation, migration, and invasion (57).
Khare et al. (58) who demonstrated an ASC-dependent caspase-
1 activation by NLRP7 in response to microbial acetylated
lipopeptides, have first characterized the NLRP7 inflammasome.
Zhou et al. (59) also demonstrated an NLRP7 transcription in
response to a bacterial infection. These works thus suggest that
NLRP7 inflammasomes are activated by pathogens.

The NLRP7 inflammasome has not yet been studied in human
fetal membranes. The aim of the present work was therefore
to characterize the expression profile of NLRP7 inflammasome
actors in human amnion and choriodecidua sheets (i) at the
three trimesters, (ii) at term, in samples collected from women
who either underwent elective cesarean or delivered vaginally,
and (iii) in samples collected from ZAM and ZIM areas.
We also investigated the presence of Mycoplasma salivarium
and Mycoplasma fermentans—whose synthetic derivatives are
known to activate NLRP7 inflammasomes (58)—in human
fetal membranes. Finally, we focused our attention on the
mobilization and activation of NLRP7 inflammasome proteins in
human AECs in response to fibroblast-stimulating lipopeptide-1
(FSL-1), a synthetic proinflammatory lipopeptide derived from a
lipoprotein of M. salivarium and known to specifically activate
NLRP7 inflammasomes (58).
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MATERIALS AND METHODS

Fetal Membrane Collection
The Institutional Local Ethics Committee of the University
Hospital of Clermont-Ferrand (specialized for human clinical
questions) approved this study and the research protocol.
Healthy fetal membranes were collected after receiving oral
informed consent (according to the French law named “Huriet-
n◦88-1138,” which considers placenta and fetal membranes as
chirurgical wastes) from the patients in the “Centre Hospitalier
Universitaire Estaing” (Clermont-Ferrand, France). The selected
fetal membranes were collected from singleton pregnant women
who had no underlying diseases or chorioamnionitis.

We collected fetal membranes from the first, second, and
third trimesters. The first-trimester fetal membranes (n = 3
patients) were obtained and isolated by aspiration after voluntary
termination of pregnancy. The second-trimester fetal membranes
were harvested after medical termination of pregnancy (n = 4
patients). Eligible cases corresponded to lethal fetal anomalies
without impact on fetal membranes (e.g., severe cardiac
anomalies or brain damage). Third-trimester fetal membranes
(n = 4 patients) were collected from pregnancies after cesarean
births. For second- and third-trimester samples, the amnion was
dissociated from the choriodecidua. This was not possible for
the first-trimester samples because these two sheets were not yet
distinguishable. Term fetal membranes were also collected from
women: (i) after spontaneous labor and vaginal deliveries (n = 6
patients) and (ii) after scheduled cesarean deliveries prior to labor
(n = 5 patients). We also collected term fetal membranes (n =

5 patients) from women after scheduled cesarean deliveries and
prior to labor, where a thread, sewn onto the fetal membranes in
front of the cervix, distinguished the ZAM (with the thread) and
the ZIM (away from the thread). The amnion was also dissociated
from the choriodecidua, thereby leading to the harvest of four
kinds of samples: amnion ZAM, amnion ZIM, choriodecidua
ZAM, and choriodecidua ZIM.

All the samples were washed four times in 1X Dulbecco
phosphate-buffered saline (DPBS; Gibco, 141901169), and the
remaining blood vessels were removed manually. Samples of
the amnion and choriodecidua (1 cm2) were excised and
immediately stored at−80◦C.

Enzyme-Linked Immunosorbent Assays
In order to determine protein concentrations of term
fetal membranes tissue samples, we used enzyme-linked
immunosorbent assay (ELISA) assays. The following kits
were used for NLRP7 (MBS9337822; MyBioSource), ASC
(MBS7227989; MyBioSource), and caspase-1 (SEB592Hu;
Cloud-Clone), according to manufacturer’s protocols. Total
protein concentration was measured following the protein
extraction from fetal membranes explants, and equal quantity of
total proteins was added in each ELISA well.

Human Primary AEC Culture
Delivery products from non-pathological post-cesarean full-term
births (37–39 weeks of gestation) were collected at “Centre
Hospitalier Universitaire Estaing” (Clermont-Ferrand, France),

and the AECs were prepared as previously described (60).
Briefly, the amnion was separated from the choriodecidua by
peeling and was then washed four times with 1X DPBS. The
remaining blood vessels were removed manually. The isolation
of human primary AECs was conducted in three trypsinization
steps (10, 20, and 30min; trypsin-EDTA 0.25%; 11560626;
Gibco) at 37◦C, followed by scraping of the amnion. Cells
were filtered to remove the collagen, centrifuged for 5min at
200 g, and grown in T75 flasks coated with collagen type I
(04902; Stem Cell Technologies). The AECs were cultivated
under standard conditions (5% CO2, 95% humidified air, 37◦C)
in complete Dulbecco modified eagle medium F-12 nutrient
mixture (DMEM/F-12, GlutaMAXTM supplement, 31331028;
Gibco) supplemented with 10% fetal bovine serum (CVFSVF00-
01; Eurobio), 100µg/mL streptomycin, 100 IU/mL penicillin,
and 250µg/mL amphotericin B (SV30079.01, HycloneTM; GE
Healthcare). The absence of mesenchymal cells was checked
using vimentin immunolabeling (data not shown). Furthermore,
mycoplasma contamination has been checked in culture media
(by the Mycoplasmacheck service of Eurofins-Genomics) and
was negative. For all experiments, AECs were used after
one passage.

FSL-1 Treatment
Amnion epithelial cells were treated with 250 ng/mL FSL-1
(Pam2CGDPKHPKSF, tlrl-fsl; InvivoGen) and incubated at 37◦C
for a further 4 or 20 h, depending on the experiment. The
cells were then harvested after trypsinization and used for the
different experiments. The corresponding data are presented as
fold changes relative to the untreated cells, which were set at 1.

RNA Extraction and Reverse
Transcriptase–Quantitative PCR
Total RNA was extracted from fetal membranes explants or
primary AECs using the RNeasy R© Mini Kit (74106; Qiagen). The
RNA concentration was determined by spectrophotometry at
260 nmwith a Denovix DS-11 FX spectrophotometer. The cDNA
was synthetized from 1 µg RNA using oligo-(dT)15 primers
(C1101; Promega), 10mM dNTP (10297-018; Invitrogen),
SuperScript IV Reverse Transcriptase (18090050; Invitrogen),
and rRNasin R© RNase Inhibitor (N2515; Promega), according
to the manufacturers’ protocols. The primer sequences used for
classic or quantitative reverse transcriptase–polymerase chain
reaction (qRT-PCR) are detailed in Supplementary Table 1.
Recombinant Taq polymerase (10342-020; Invitrogen) and 5mM
dNTP (10297-018; Invitrogen) were used for classic PCR.
Negative controls were run without cDNA. Quantitative PCR
reactions were performed in duplicate using LightCycler R© 480
SYBR Green I Master Mix (04887352001; Roche), according
to the MIQE guidelines (61). Standard curves were used to
quantify the amount of amplified transcripts. The results were
normalized to the geometric mean of the housekeeping genes
RPLP0 and RPS17 (“ribosomal protein lateral stalk subunit P0”
and “ribosomal protein S17,” respectively). They are given as
the ratio between the amount of each transcript of interest and
the housekeeping genes’ transcripts (consistently expressed over
the pregnancy).
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Protein Extraction and Quantification
Fetal membrane tissues or primary AECs were lysed, respectively,
with 500 or 250 µL RIPA buffer (20mM Tris, pH 7.5; 150mM
NaCl; 1% Nonidet P-40; 0.5% sodium deoxycholate; 1mM
EDTA; 0.1% sodium dodecyl sulfate), supplemented with 10%
protease inhibitor cocktail (04693159001; Roche). For tissues,
a preliminary disruption step was performed using ceramic
beads (KT03961-1-009.2; Precellys) and a tissue lyser (Qiagen)
(three lysing steps for 25 s with a 30-Hz oscillation frequency,
separated by two break steps of 30 s, at 4◦C). Samples were
then vortex-mixed for 5 s and kept on ice for 10min; this step
was repeated three times. The samples were centrifuged (5min,
6,800 g), and the supernatants were collected. The PierceTM

BCA Protein Assay Kit (23225; Thermo Fisher Scientific) was
used to measure the protein concentration according to the
manufacturer’s guidelines.

Immunofluorescence Assays and Analysis
Amnion epithelial cells grown on collagen type I–coated
coverslips in six-well plates were washed with 1X DPBS
and then fixed with 4% paraformaldehyde (15710; Electron
Microscopy Sciences) and kept at −80◦C. The cells were then
permeabilized and blocked with a solution containing 1X DPBS,
4% bovine serum albumin (K41-012; PAA Laboratories), and
0.1% Triton for 1 h at room temperature. The cells were then
incubated overnight at 4◦C with primary antibodies diluted
in blocking solution, as indicated in Supplementary Table 2.
After three washing steps with the blocking solution (10min
each), the cells were incubated with a 1:1,000 dilution of
donkey Alexa488–anti-rabbit immunoglobulin G (IgG) (A21206;
Thermo Fisher Scientific) or donkey Cy3–anti-mouse IgG
(715-165-150; Jackson Immunoresearch) antibodies for 2 h at
room temperature. The cells were washed again as described
earlier, rinsed with 1X DPBS, and incubated with a 1:10,000
dilution of Hoechst (B2883; Sigma-Aldrich) for 20min at room
temperature. Finally, the cells were washed twice with 1X
DPBS, and slides were prepared using a mounting medium
(Tris-MWL 4-88; Citifluor). The slides were viewed with a
LSM 800 microscope (Zeiss), and images were analyzed with
ImageJ software (Fiji).

Western Blotting
The 4–15% gradient TGX polyacrylamide gels (4568084; Bio-
Rad) were used for Western blotting. The TGX technology
allows absolute quantification of proteins. Thus, protein samples
(40 µg) were separated on these gels and transferred to
nitrocellulose membranes (1704271; Bio-Rad) using the Trans-
Blot R© TurboTM Transfer System (Bio-Rad). After incubation
in blocking buffer [5% skim milk in 1X Tris-buffered saline
(TBS)] for 2 h at room temperature, the membranes were
incubated with primary antibodies diluted in blocking buffer
supplemented with 0.05% Tween-20 (Supplementary Table 2)
overnight at 4◦C. The membranes were washed three times for
10min with 1X TBS−0.1% Tween-20 (TBST) and incubated
with a 1:5,000 dilution of horseradish peroxidase–conjugated
anti-mouse IgG or anti-rabbit IgG antibodies (BI 2413C and
BI 2407, respectively; Abliance) for 2 h at room temperature.

The blots were given three 10-min washes with TBST, rinsed
with 1X TBS, and developed on the ChemiDocTM imaging
system (Bio-Rad) with the Clarity MaxTM Western ECL Blotting
Substrates (1705062; Bio-Rad), according to the manufacturer’s
protocol. The All Blue Standard (161-0373; Bio-Rad) was
used as a protein ladder. Images were analyzed with Image
LabTM software (Bio-Rad). The total protein normalization
(Bio-Rad), a method allowing a normalization using the total
protein loaded, has been used to normalize the Western
blot results.

Mycoplasma salivarium and Mycoplasma

fermentans Detection
Genomic DNA (gDNA) was extracted with a QIAmp DNA
Mini Kit (51306; Qiagen) from amnion and choriodecidua
samples collected from women who delivered vaginally (n = 7
patients) or by cesarean section (n= 7 patients). Specific primers
for M. salivarium (62) and M. fermentans (63) were used to
amplify DNA and detect these species (Supplementary Table 3).
Polymerase chain reaction was conducted using Q5 R© High-
Fidelity DNA Polymerase (M0491S; New England Biolabs) and
10 or 20 ng of gDNA for M. salivarium and M. fermentans,
respectively. The following amplification program was used:
30 s at 98◦C, followed by 40 amplification cycles comprising
10 s at 98◦C, 30 s at 62◦C or 65◦C according to primers
pair (Supplementary Table 3), and 30 s at 72◦C, ending with
2min at 72◦C. Positive controls were run using commercial
gDNA from both mycoplasma species (52-0117 and 52-0103,
Minerva Biolabs), according to the manufacturer’s instructions.
Amplified DNA was visualized on 2% agarose gels prepared
with 1X Tris borate electrophoresis buffer and stained with
ethidium bromide.

Statistical Analysis
All data were analyzed using the GraphPad Prism Program
version 5.02. The non-parametric Mann–Whitney U-test was
used to compare two independent groups. When more than two
groups were compared, the non-parametric one-way analysis of
variance (Kruskal–Wallis) test was applied, followed by multiple
comparison with Dunn correction. In all cases, p < 0.05 was
considered statistically significant.

RESULTS

ASC Protein Expression Is Increased in
Human Fetal Membranes With Labor
We first checked the expression of mRNAs of NLRP7
inflammasome actors (i.e., NLRP7, ASC, and caspase-1) in
human fetal membranes using RT-PCR, and we observed the
expression of these transcripts in amnion and choriodecidua
during all pregnancy stages (data not shown). We then
determined whether the protein expression of NLRP7, ASC,
and caspase-1 in the amnion and choriodecidua was influenced
by labor and whether the expression varied between the ZIM
and ZAM areas. Enzyme-linked immunosorbent assay were
used to quantify protein expression of ASC (Figures 1A–C),
caspase-1 (Figures 1D–F), and NLRP7 (Figures 1G–I). Labor
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FIGURE 1 | Protein expression level of NLRP7 inflammasome actors in term fetal membranes. Protein expression of ASC (A–C), caspase-1 (D–F), and NLRP7 (G–I)

was measured in term amnions and choriodeciduas with or without labor (A,B,D,E,G,H) and in ZIM and ZAM areas at term (C,F,I) using ELISAs. Number of samples:

n = 7 for term without labor tissues; n = 6 for term with labor tissues; n = 5 for ZIM and ZAM tissues. Statistics for (C,F,I): non-parametric one-way analysis of

variance, Kruskal–Wallis test, Dunn post-test. Statistics for (A,B,D,E,G,H): non-parametric t-test, Mann–Whitney U-test. ns, not significant. *p < 0.05; **p < 0.01.

ASC, apoptosis-associated speck–like protein containing a CARD domain; CASP1, caspase-1; NLRP, nucleotide-binding oligomerization domain-like receptor, pyrin

domain containing; ZAM, zone of altered morphology; ZIM, zone of intact morphology.

affected only the expression of ASC, which was increased in

both the amnion and choriodecidua (Figures 1A,B). Caspase-1

(Figures 1D,E) and NLRP7 (Figures 1G,H) protein expression

was unchanged with labor. We did not detect any difference in

expression between the ZIM and ZAM areas (Figures 1C,F,I),

but caspase-1 expression was significantly higher (p = 0.033) in
the ZIM area of the choriodecidua than in the ZIM area of the
amnion (Figure 1F).

Pregnant Women Are Healthy Carriers of
M. fermentans and M. salivarium
We evaluated the presence ofM. fermentans andM. salivarium—
known to activate NLRP7 inflammasomes (58)—in term
fetal membranes samples obtained with or without labor,
by PCR using specific primers (Supplementary Table 3).
These mycoplasmas were found in almost all amnion and
choriodecidua samples, regardless of whether the women
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FIGURE 2 | Mycoplasma salivarium (A) and Mycoplasma fermentans (B) are

present in human fetal membranes. Using specific primers for M. salivarium (A)

or M. fermentans (B) gDNA (Supplementary Table 3), these mycoplasmas

were identified in human amnions (A) and choriodeciduas (C), obtained after

vaginal delivery (VD; n = 7) or cesarean section (CS; n = 7). We checked the

primers were not interspecific by amplifying the gDNA of one species with the

primers of the other species (Fe C and Sa C, M. fermentans gDNA control and

M. salivarium gDNA control). The PCR products amplified with specific primers

for M. salivarium or M. fermentans have a length of 434 or 206 bp,

respectively. The negative control (PCR mix without DNA) and positive control

(using M. salivarium and M. fermentans gDNA) were indicated as nc and pc,

(Continued)

FIGURE 2 | respectively. A 2% agarose gel prepared with 1X Tris borate

electrophoresis and stained with ethidium bromide was used to visualize the

results of PCR. The ladder (L) is 1Kb Plus DNA Ladder (10787-026;

Invitrogen). VD, vaginal delivery; CS, cesarean section; A, amnion; C,

choriodecidua; Fe C, specificity control with M. fermentans gDNA; Sa C,

specificity control with M. salivarium gDNA; nc, negative control; pc, positive

control; bp, base pair; L, ladder.

delivered vaginally or by cesarean section (Figures 2A,B).
This is the first report of M. salivarium in term human fetal
membranes. Mycoplasma fermentans was previously detected
in amniotic fluid (64), but this report is the first to identify this
mycoplasma in term human fetal membranes. The samples
for this experiment were collected from women without a
pathological pregnancy, so we can assume that pregnant women
are healthy carriers of M. salivarium and M. fermentans. Both
of which could potentially be involved in the induction of an
NLRP7-dependent inflammatory response in fetal membranes
and contribute to membrane weakening.

NLRP7, ASC, and Caspase-1 Proteins Are
Increased in AECs in Response to FSL-1
Primary AECs were harvested from amnions collected after
cesarean section and cultured in vitro. The expression of NLRP7,
ASC, and caspase-1 was measured by RT-qPCR (Figures 3A–C)
and Western blotting (Figures 3D–H) after a 4- or 20-h
exposure, respectively, to FSL-1 at 250 ng/mL, which is a well-
established concentration (65–67). The NLRP7 mRNA and
protein levels were significantly increased by FSL-1 treatment
when compared with the control condition (Figures 3A,D,E). By
contrast, the ASC transcript expression was decreased by FSL-
1 treatment (Figure 3B), while its protein level was increased
(Figures 3D,F). The processing of pro–caspase-1 protein into
its intermediate form (considered as the active form) was also
analyzed. Transcripts of caspase-1 (Figure 3C) and the precursor
and intermediate proteins of caspase-1 (Figures 3D,G,H) were
higher in AECs after FSL-1 treatment than in the untreated
condition. Therefore, AECs responded to FSL-1 by increasing
the protein expression of NLRP7, ASC, and caspase-1, the
three molecular actors involved in the formation of NLRP7
inflammasomes. Furthermore, caspase-1 protein was activated in
AECs in response to FSL-1.

NLRP7 and ASC Proteins Colocalize in
AECs After FSL-1 Treatment
Immunofluorescence assays were conducted to establish the
localization of NLRP7 and ASC in AECs 20 h after the FSL-
1 treatment (Figure 4). In untreated AECs, NLRP7 staining
was almost non-existent (Figure 4B), and the observed ASC
staining indicated that this protein was diffusely distributed in
the cytoplasm (Figure 4A). Treatment with FSL-1 increased the
intensity of the NLRP7 and ASC staining (Figures 4F,G), in
agreement with the Western blot results (Figures 3D–F). The
ASC proteins were localized around the nucleus and colocalized
with the NLRP7 proteins (Figure 4I).
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FIGURE 3 | NLRP7, ASC, and caspase-1 expression is increased, as well as the pro–caspase-1 is processed, in response to FSL-1 in AECs. Expression of NLRP7

(A,D,E), ASC (B,D,F), and caspase-1 (C,D,G,H) was measured at transcript (A–C) and protein (D–H) levels with or without FSL-1 treatment, using RT-qPCR (n = 6)

and Western blotting (n = 4), respectively. Representative Western blot data are shown in (D). Transcript and protein levels were evaluated 4 or 20 h after 250 ng/mL

of FSL-1 exposure, respectively. Statistics: non-parametric t-test, Mann–Whitney U-test. ns, not significant. *p < 0.05; **p < 0.01. AECs, amnion epithelial cells; ASC,

apoptosis-associated speck–like protein containing a CARD domain; FSL-1, fibroblast-stimulating lipopeptide-1; NLRP, nucleotide-binding oligomerization

domain-like receptor, pyrin domain containing.

Gasdermin D Protein Is Overexpressed and
Processed After FSL-1 Treatment
Inflammasomes induce a classically pyroptotic cell death
mediated by the gasdermin D proteins that form pores on
plasma membranes to allow the release of cellular contents. We
used RT-qPCR and Western blotting to examine the amounts
of gasdermin D mRNAs and proteins, respectively, in AECs
(Figure 5). The gasdermin D transcript expression was the same
in the untreated and FSL-1–treated conditions (Figure 5A);
however, the expression of the precursor of gasdermin D protein
was increased 20 h after FSL-1 treatment (Figures 5B,C). The
pyroptotic form of gasdermin D protein was also increased
(Figures 5B,D).

DISCUSSION

Inflammation is involved in both the normal physiological and
the pathological rupture of human fetal membranes during
parturition. Recently, particular attention has been paid to
inflammasomes and their molecular actors, as these have been

linked to preterm prelabor rupture of membranes (pPROM)
(68, 69), chorioamnionitis (42, 46, 70), preterm labor (71–73),
and preeclampsia (48, 50, 74). Thus, a better characterization
of inflammasome-related inflammation seems to be essential in
order to prevent potentially adverse pregnancy outcomes.

This work demonstrates for the first time that the transcripts
of the three NLRP7 inflammasome actors (NLRP7, ASC, and
caspase-1) are expressed in human fetal membranes during all
trimesters and at term, meaning that this inflammasome can
assemble at all stages of pregnancy in response to pathogen-
associated molecular pattern and DAMP production throughout
pregnancy. We focused on term physiological rupture of fetal
membranes, so we examined the protein expression of these
three actors at term, with or without labor, and in the ZAM and
ZIM areas.

ASC expression was higher in the amnion with labor at term
than without labor, and this has not been reported before. This
result is consistent with the observation of Gomez-Lopez et al.
(42) of an increased number of ASC/caspase-1 complexes with
labor in fetal membranes. We did not observe a change in the
expression for caspase-1 protein with labor, in accordance with
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FIGURE 4 | NLRP7 and ASC colocalize in response to FSL-1 in AECs. Immunofluorescence assay of AECs treated (F–J) or not (A–E) with 250 ng/mL of FSL-1 for

20 h. ASC proteins were stained in red (A,F), NLRP7 proteins in green (B,G), and nucleus in blue with the Hoechst staining (C,H). Merged pictures are seen in D and I

without the Hoechst channel in order to better visualize the colocalization of NLRP7 and ASC. Negative controls, corresponding to secondary antibodies incubation

without primary antibodies, attested the specificity of antibodies used (E,J). Magnification ×400; with the LSM 800 microscope (Zeiss); n = 3. AECs, amnion epithelial

cells; ASC, apoptosis-associated speck–like protein containing a CARD domain; FSL-1, fibroblast-stimulating lipopeptide-1; NLRP, nucleotide-binding oligomerization

domain-like receptor, pyrin domain containing.

the work of Romero et al. (75), who also used ELISAs for caspase-
1 concentration measurements. In that same study, Western
blots revealed no difference in pro–caspase-1 accumulation in
fetal membranes with or without labor; however, an increased
accumulation of the p20 isoform was observed with labor, as
was an increase in caspase-1 immunostaining. Similarly, Lappas
(76) demonstrated an unchanged accumulation of pro–caspase-
1 protein in fetal membranes by Western blotting, whereas the
p35 and p10 isoforms were increased with labor. The NLRP7
protein expression was not affected by labor in the present study.
Romero et al. (75) demonstrated that NLRP3 protein expression
was increased in fetal membranes with labor, suggesting a
specific behavior of each NLRP family member during labor.
Thus, among the three NLRP7 inflammasome actors, only ASC
protein level is increased in human fetal membranes with labor,
which could contribute to the recruitment and activation of
inflammasomes at term during parturition. It is worth noting
that Romero et al. (75) also measured the protein concentration
of IL-1β and IL-18 in human fetal membranes and observed an
increased protein expression of IL-1β with labor, compared to
unlabored women, whereas the IL-18 protein concentration is
unchanged in the same conditions.

To better decipher the NLRP7 protein expression in fetal
membranes, we investigated the presence of two known
activators of NLRP7 inflammasomes, M. salivarium and M.
fermentans, in the tissues. This study provides the first evidence
for M. salivarium and M. fermentans in the fetal membranes
of healthy women. Mycoplasma fermentans has previously
been found in the amniotic fluid of women who presented
chorioamnionitis and villitis (64) and in women’s genital tracts

(77). The detection of these bacteria in fetal membranes obtained
after vaginal delivery could be due to a contamination after
fetal crossing through the genital tract. However, these bacteria
were also present in samples obtained after cesarean sections,
suggesting that M. salivarium and M. fermentans reach the fetal
membranes by genital tract ascension and that some women are
healthy carriers. Some mycoplasmas are known to be involved in
pathological pregnancies (e.g., chorioamnionitis, preterm labor,
pPROM) due to their overgrowth (78–84). As M. salivarium
and M. fermentans were found in term fetal membranes, they
could activate NLRP7 inflammasomes in fetal membranes, which
could contribute to their weakening at term or at least to
the overall inflammatory load observed in this area at term.
Therefore, obtaining a better understanding of the molecular
pathway induced by mycoplasmas is important.

Special attention should also be paid to the relationship
between mycoplasmas and inflammation induced by
inflammasomes. We addressed this by examining the
mobilization of inflammasomes in response to mycoplasmas,
using the known activation of NLRP7 inflammasomes in
macrophages by the M. salivarium–derived ligand FSL-1 (58).
We found that FSL-1 treatment increased the expression of
NLRP7 and caspase-1 transcripts and proteins in AECs. Thus,
the expression of two of the molecular actors necessary to form
NLRP7 inflammasomes was stimulated by FSL-1. This finding
reflects the transcriptional priming observed in the canonical
pathway of NLRP3 inflammasome activation (85) and suggests
that the NLRP7 inflammasome also undergoes a transcriptional
priming step. Interestingly, our results could be considered as
complementary with two previous works: one of Saeki et al.
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FIGURE 5 | Gasdermin D protein is increased and processed in response to FSL-1 in AECs. Expression of gasdermin D and its pyroptotic form was measured at

transcript (A) and protein (B–D) levels with or without FSL-1 treatment, using RT-qPCR (n = 6) and Western blotting (n = 4), respectively. Representative Western blot

data are shown in (B). Transcript and protein levels were evaluated 4 or 20 h after 250 ng/mL of FSL-1 exposure, respectively. Statistics: non-parametric t-test,

Mann–Whitney U-test. ns, not significant. *p < 0.05. AECs, amnion epithelial cells; FSL-1, fibroblast-stimulating lipopeptide-1.

(86), demonstrating the activation of the NLRP3 inflammasome
in murine macrophages treated with FSL-1, and the other of
Khare et al. (58) demonstrating the activation of NLRP7 in
human macrophages treated with FSL-1. This paves the way to
further investigations.

The transcript expression of ASC was decreased, whereas the
ASC protein level was increased by FSL-1 treatment. Only one
previous study has reported a decrease in the ASC protein level
in human monocytes infected with Legionella pneumophila; this
decreased expression was abolished once ASC expression was
dependent on a L. pneumophila impervious promoter (87).

Proinflammatory signals induce the formation of
inflammasomes, which then gather in a cytosolic
macromolecular complex called the “ASC speck” (88). As
other NLRP proteins, NLRP7 is able to form an inflammasome.
Indeed, this protein is composed of three main domains: the
pyrin domain (PYD) at the N-terminus, the leucine-rich repeat
(LRR) domain at the C-terminus, and the central nucleotide-
binding domain (NBD), containing the NACHT domain (which
comes from “present in NAIP, CIITA, HET-E, and TP-1”)

adjacent to the NACHT-associated domain (NAD) (89, 90).
The NBD binds ATP and exhibits ATPase activity, which is
necessary for the NLRP7 oligomerization and inflammasome
activation (91). Singer et al. (92) then refined these results
and proved that the NLRP7 proteins physically oligomerize
through the NAD. Moreover, Khare et al. (58) demonstrated the
interaction between the PYD of NLRP7 and ASC, as well as the
coimmunoprecipitation of NLRP7, ASC, and caspase-1 in human
macrophages infected with Staphylococcus aureus. Finally, it is
now well-described that the ASC protein binds the NLRP protein
and the caspase-1 through homotypic interactions with its PYD
and caspase recruitment domain (CARD), respectively (93). In
the present study, ASC and NLRP7 were present and colocalized
in the AECs in a location around the nucleus. This location
of ASC agrees with the results recently obtained by Panaitescu
et al. (40), who showed ASC localization all around the nucleus
in amnion epithelial and mesenchymal cells in response to
LPS and nigericin. Moreover, the colocalization of NLRP7 and
ASC around the nucleus suggests an interaction between these
proteins and organelles. Indeed, NLRP7 is able to colocalize
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with the Golgi apparatus and the microtubule-organizing center
within human peripheral blood mononuclear cells (89). Other
work has demonstrated that NLRP3 and ASC interact with
mitochondria and the endoplasmic reticulum in THP-1 cells
following stimulation (94). Thus, we suggest that, like the NLRP3
inflammasomes, NLRP7 inflammasomes may also interact
with organelles to contribute to their activation and functions
in AECs.

Caspase-1 is the executor molecule of inflammasomes (85),
and caspase-1 transcripts and pro–caspase-1 protein expression
were increased in AECs in response to FSL-1 treatment. We
confirmed inflammasome activation by assessing pro–caspase-
1 processing by detecting an increased level of caspase-1
intermediate form (p35). This is in agreement with the work of
Boucher et al. (36), in which they recently demonstrated inmouse
macrophages that the form of caspase-1 with major cleavage
activity is the intermediate form (p33/p10 or p35) and not the
dimer p20/p10, as was initially supposed for many years.

An in vivo study showed that IL-1β mRNA expression is
increased in mouse fetal membranes following LPS stimulation
(45). Interleukin 1β transcript expression is also increased in
term human fetal membranes explants treated with LPS (95).
Interleukin 1β transcription is also increased in fetal membranes
with labor (75). Thus, an increased expression of IL-1β mRNA
in fetal membranes is correlated with both pathological and
physiological conditions. In our study, we also demonstrated a
similar response of AECs to FSL-1, illustrated by an increased
expression of IL-1β transcripts (Supplementary Figure 1)
corresponding to the already described “priming step.”
Nevertheless, by using three different methods of protein
identification and quantification (Western blot, ELISA, and
Multiplex assays), we could not detect an increase of the mature
IL-1β protein (in cell lysates and culture media). Thus, as
other inflammasomes, the NLRP7 inflammasome may request
a “second signal” in order to proceed such IL maturation.
Activation of inflammasomes also induces gasdermin D cleavage,
leading to the formation of membrane pores by the N-terminal
fragment, also called the pyroptotic fragment (96). Recently,
Gomez-Lopez et al. (41, 73) associated gasdermin D expression
and subsequent pyroptosis with both term and preterm
deliveries. In the present study, the precursor and pyroptotic
forms of gasdermin D were more strongly expressed in AECs

following FSL-1 treatment than in the untreated condition.
Taken together, our results suggest the formation of gasdermin
D pores on AEC plasma membranes—and the subsequent
pyroptosis—in absence of IL-1β release, in response to FSL-1.

To conclude, these findings demonstrated that NLRP7
inflammasomes are formed in AEC following stimulation
with a lipopeptide derived from M. salivarium, suggesting an
involvement of NLRP7 in amnion during the physiological
rupture of membranes. The amnion and chorion are both
involved in fetal membranes rupture; therefore, complementary
investigations should be initiated to determine if NLRP7
inflammasomes are also established in chorion cells during this
obstetrical phenomenon.
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6. Runić R, Lockwood CJ, LaChapelle L, Dipasquale B, Demopoulos

RI, Kumar A, et al. Apoptosis and fas expression in human fetal

membranes. J Clin Endocrinol Metab. (1998) 83:660–6. doi: 10.1210/jc.8

3.2.660

7. McLaren J, Taylor DJ, Bell SC. Increased concentration of pro–matrix

metalloproteinase 9 in term fetal membranes overlying the cervix before labor:

implications for membrane remodeling and rupture. Am J Obstetr Gynecol.

(2000) 182:409–16. doi: 10.1016/S0002-9378(00)70232-8

8. El Khwad M, Stetzer B, Moore RM, Kumar D, Mercer B, Arikat S, et al.

Term human fetal membranes have a weak zone overlying the lower

Frontiers in Immunology | www.frontiersin.org 10 August 2020 | Volume 11 | Article 1645

https://www.frontiersin.org/articles/10.3389/fimmu.2020.01645/full#supplementary-material
https://doi.org/10.1016/0002-9378(60)90512-3
https://doi.org/10.1093/humrep/14.1.237
https://doi.org/10.1111/j.1471-0528.1994.tb11908.x
https://doi.org/10.1093/humrep/14.11.2895
https://doi.org/10.1155/2013/316146
https://doi.org/10.1210/jc.83.2.660
https://doi.org/10.1016/S0002-9378(00)70232-8
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Lavergne et al. NLRP7 Inflammasomes Assemble in hAECs

uterine pole and cervix before onset of labor. Biol Reprod. (2005) 72:720–

6. doi: 10.1095/biolreprod.104.033647

9. Riley S, Leask R, Denison F, Wisely K, Calder A, Howe D. Secretion of

tissue inhibitors of matrix metalloproteinases by human fetal membranes,

decidua and placenta at parturition. J Endocrinol. (1999) 162:351–

9. doi: 10.1677/joe.0.1620351

10. Chai M, Barker G, Menon R, Lappas M. Increased oxidative

stress in human fetal membranes overlying the cervix from

term non-labouring and post labour deliveries. Placenta. (2012)

33:604–10. doi: 10.1016/j.placenta.2012.04.014

11. Menon R, Fortunato SJ, Yu J, Milne GL, Sanchez S, Drobek CO, et al.

Cigarette smoke induces oxidative stress and apoptosis in normal term

fetal membranes. Placenta. (2011) 32:317–22. doi: 10.1016/j.placenta.201

1.01.015

12. Behnia F, Taylor BD, Woodson M, Kacerovsky M, Hawkins H, Fortunato SJ,

et al. Chorioamniotic membrane senescence: a signal for parturition? Am J

Obstetr Gynecol. (2015) 213:359.e1–16. doi: 10.1016/j.ajog.2015.05.041

13. Jin J, Richardson L, Sheller-Miller S, Zhong N, Menon R. Oxidative stress

induces p38MAPK-dependent senescence in the feto-maternal interface cells.

Placenta. (2018) 67:15–23. doi: 10.1016/j.placenta.2018.05.008

14. Menon R, Yu J, Basanta-Henry P, Brou L, Berga SL, Fortunato SJ, et al.

Short fetal leukocyte telomere length and preterm prelabor rupture of the

membranes. PLoS ONE. (2012) 7:e31136. doi: 10.1371/journal.pone.0031136

15. Menon R, Behnia F, Polettini J, Saade GR, Campisi J, Velarde M. Placental

membrane aging and HMGB1 signaling associated with human parturition.

Aging (Albany NY). (2016) 8:216–29. doi: 10.18632/aging.100891

16. Janzen C, Sen S, Lei MYY, Gagliardi de Assumpcao M, Challis J,

Chaudhuri G. The role of epithelial to mesenchymal transition in human

amniotic membrane rupture. J Clin Endocrinol Metab. (2016) 102:1261–

9. doi: 10.1210/jc.2016-3150

17. Marcellin L, Schmitz T, Messaoudene M, Chader D, Parizot C, Jacques

S, et al. Immune modifications in fetal membranes overlying the

cervix precede parturition in humans. J Immunology. (2017) 198:1345–

56. doi: 10.4049/jimmunol.1601482

18. Osman I, Young A, Ledingham MA, Thomson AJ, Jordan F, Greer IA, et al.

Leukocyte density and pro-inflammatory cytokine expression in human fetal

membranes, decidua, cervix and myometrium before and during labour at

term.Mol Hum Reprod. (2003) 9:41–5. doi: 10.1093/molehr/gag001

19. Keelan JA, Marvin KW, Sato TA, Coleman M, McCowan LM, Mitchell MD.

Cytokine abundance in placental tissues: evidence of inflammatory activation

in gestational membranes with term and preterm parturition. Am J Obstet

Gynecol. (1999) 181:1530–6. doi: 10.1016/S0002-9378(99)70400-X

20. Gunn L, Hardiman P, Tharmaratnam S, Lowe D, Chard T. Measurement of

interleukin-1 alpha and interleukin-6 in pregnancy-associated tissues. Reprod

Fertil Dev. (1996) 8:1069–73. doi: 10.1071/RD9961069

21. Menon R. Human fetal membranes at term: dead tissue or signalers of

parturition? Placenta. (2016) 44:1–5. doi: 10.1016/j.placenta.2016.05.013

22. Menon R. Initiation of human parturition: signaling from senescent fetal

tissues via extracellular vesicle mediated paracrine mechanism. Obstetr

Gynecol Sci. (2019) 62:199–211. doi: 10.5468/ogs.2019.62.4.199

23. Menon R, Bonney EA, Condon J, Mesiano S, Taylor RN. Novel concepts on

pregnancy clocks and alarms: redundancy and synergy in human parturition.

Hum Reprod Update. (2016) 22:535–60. doi: 10.1093/humupd/dmw022

24. Menon R, Mesiano S, Taylor RN. Programmed fetal membrane

senescence and exosome-mediated signaling: a mechanism associated

with timing of human parturition. Front Endocrinol. (2017)

8:196. doi: 10.3389/fendo.2017.00196

25. Yang D, Han Z, Oppenheim JJ. Alarmins and immunity. Immunol Rev. (2017)

280:41–56. doi: 10.1111/imr.12577

26. Oppenheim JJ, Yang D. Alarmins: chemotactic activators

of immune responses. Curr Opin Immunol. (2005) 17:359–

65. doi: 10.1016/j.coi.2005.06.002

27. Rider P, Voronov E, Dinarello CA, Apte RN, Cohen I. Alarmins: feel the stress.

J Immunol. (2017) 198:1395–402. doi: 10.4049/jimmunol.1601342

28. Eren E, Ellidag HY, Aydin O, Yilmaz N. HDL functionality and crystal-

based sterile inflammation in atherosclerosis. Clinica Chimica Acta. (2015)

439:18–23. doi: 10.1016/j.cca.2014.09.024

29. Rock KL, Kataoka H, Lai JJ. Uric acid as a danger signal

in gout and its comorbidities. Nat Rev Rheumatol. (2013)

9:13–23. doi: 10.1038/nrrheum.2012.143

30. van Golen RF, Reiniers MJ, Olthof PB, van Gulik TM, Heger M.

Sterile inflammation in hepatic ischemia/reperfusion injury: present

concepts and potential therapeutics. J Gastroenterol Hepatol. (2013)

28:394–400. doi: 10.1111/jgh.12072

31. Martinon F, Burns K, Tschopp J. The inflammasome: a molecular platform

triggering activation of inflammatory caspases and processing of proIL-β.

Molecular Cell. (2002) 10:417–26. doi: 10.1016/S1097-2765(02)00599-3

32. Lamkanfi M, Dixit VM. Mechanisms and functions of inflammasomes. Cell.

(2014) 157:1013–22. doi: 10.1016/j.cell.2014.04.007

33. Platnich JM, Muruve DA. NOD-like receptors and inflammasomes: a review

of their canonical and non-canonical signaling pathways. Arch Biochem

Biophys. (2019) 670:4–14.doi: 10.1016/j.abb.2019.02.008

34. Palazon-Riquelme P, Lopez-Castejon G. The inflammasomes,

immune guardians at defence barriers. Immunology. (2018)

155:320–30. doi: 10.1111/imm.12989

35. Kim YK, Shin JS, NahmMH. NOD-like receptors in infection, immunity, and

diseases. Yonsei Med J. (2016) 57:5–14. doi: 10.3349/ymj.2016.57.1.5

36. Boucher D, Monteleone M, Coll R, Chen K, Ross C, Teo J, et al. Caspase-1

self-cleavage is an intrinsic mechanism to terminate inflammasome activity. J

Exp Med. (2018) 215:827–40. doi: 10.1084/jem.20172222

37. Sansonetti PJ, Phalipon A, Arondel J, Thirumalai K, Banerjee S,

Akira S, et al. Caspase-1 activation of IL-1β and IL-18 are essential

for shigella flexneri–induced inflammation. Immunity. (2000)

12:581–90. doi: 10.1016/S1074-7613(00)80209-5

38. Sborgi L, Rühl S,Mulvihill E, Pipercevic J, Heilig R, Stahlberg H, et al. GSDMD

membrane pore formation constitutes themechanism of pyroptotic cell death.

EMBO J. (2016) 35:1766–78. doi: 10.15252/embj.201694696

39. Rathkey JK, Benson BL, Chirieleison SM, Yang J, Xiao TS, Dubyak GR, et al.

Live-cell visualization of gasdermin D-driven pyroptotic cell death. J Biol

Chem. (2017) 292:14649–58. doi: 10.1074/jbc.M117.797217

40. Panaitescu B, Romero R, Gomez-Lopez N, Xu Y, Leng Y, Maymon

E, et al. In vivo evidence of inflammasome activation during

spontaneous labor at term. J Mater Fetal Neonatal Med. (2019)

32:1978–91. doi: 10.1080/14767058.2017.1422714

41. Gomez-Lopez N, Romero R, Panaitescu B, Miller D, Zou C,

Gudicha DW, et al. Gasdermin D: in vivo evidence of pyroptosis

in spontaneous labor at term. J Mater Fetal Neonatal Med. (2019)

1–11. doi: 10.1080/14767058.2019.1610740

42. Gomez-Lopez N, Romero R, Xu Y, Garcia-Flores V, Leng Y, Panaitescu

B, et al. Inflammasome assembly in the chorioamniotic membranes

during spontaneous labor at term. Am J Reprod Immunol. (2017)

77:e12648. doi: 10.1111/aji.12648

43. Plazyo O, Romero R, Unkel R, Balancio A, Mial TN, Xu Y, et al.

HMGB1 induces an inflammatory response in the chorioamniotic membranes

that is partially mediated by the inflammasome. Biol Reprod. (2016)

95:130. doi: 10.1095/biolreprod.116.144139

44. Gomez-Lopez N, Romero R, Garcia-Flores V, Leng Y, Miller D, Hassan

SS, et al. Inhibition of the NLRP3 inflammasome can prevent sterile intra-

amniotic inflammation, preterm labor/birth, and adverse neonatal outcomes.

Biol Reprod. (2019) 100:1306–18. doi: 10.1093/biolre/ioy264

45. Faro J, Romero R, Schwenkel G, Garcia-Flores V, Arenas-Hernandez

M, Leng Y, et al. Intra-amniotic inflammation induces preterm birth

by activating the NLRP3 inflammasome. Biol Reprod. (2019) 100:1290–

305. doi: 10.1093/biolre/ioy261

46. Gomez-Lopez N, Romero R, Xu Y, Plazyo O, Unkel R, Than

NG, et al. A role for the inflammasome in spontaneous labor at

term with acute histologic chorioamnionitis. Reprod Sci. (2017)

24:934–53. doi: 10.1177/1933719116675058

47. Stødle GS, Silva GB, Tangerås LH, Gierman LM, Nervik I, Dahlberg UE,

et al. Placental inflammation in pre-eclampsia by Nod-like receptor protein

(NLRP)3 inflammasome activation in trophoblasts. Clin Exp Immunol. (2018)

193:84–94. doi: 10.1111/cei.13130

48. Weel CI, Romão-Veiga M, Matias ML, Fioratti EG, Peraçoli JC, Borges

VT, et al. Increased expression of NLRP3 inflammasome in placentas from

Frontiers in Immunology | www.frontiersin.org 11 August 2020 | Volume 11 | Article 1645

https://doi.org/10.1095/biolreprod.104.033647
https://doi.org/10.1677/joe.0.1620351
https://doi.org/10.1016/j.placenta.2012.04.014
https://doi.org/10.1016/j.placenta.2011.01.015
https://doi.org/10.1016/j.ajog.2015.05.041
https://doi.org/10.1016/j.placenta.2018.05.008
https://doi.org/10.1371/journal.pone.0031136
https://doi.org/10.18632/aging.100891
https://doi.org/10.1210/jc.2016-3150
https://doi.org/10.4049/jimmunol.1601482
https://doi.org/10.1093/molehr/gag001
https://doi.org/10.1016/S0002-9378(99)70400-X
https://doi.org/10.1071/RD9961069
https://doi.org/10.1016/j.placenta.2016.05.013
https://doi.org/10.5468/ogs.2019.62.4.199
https://doi.org/10.1093/humupd/dmw022
https://doi.org/10.3389/fendo.2017.00196
https://doi.org/10.1111/imr.12577
https://doi.org/10.1016/j.coi.2005.06.002
https://doi.org/10.4049/jimmunol.1601342
https://doi.org/10.1016/j.cca.2014.09.024
https://doi.org/10.1038/nrrheum.2012.143
https://doi.org/10.1111/jgh.12072
https://doi.org/10.1016/S1097-2765(02)00599-3
https://doi.org/10.1016/j.cell.2014.04.007
https://doi.org/10.1016/j.abb.2019.02.008
https://doi.org/10.1111/imm.12989
https://doi.org/10.3349/ymj.2016.57.1.5
https://doi.org/10.1084/jem.20172222
https://doi.org/10.1016/S1074-7613(00)80209-5
https://doi.org/10.15252/embj.201694696
https://doi.org/10.1074/jbc.M117.797217
https://doi.org/10.1080/14767058.2017.1422714
https://doi.org/10.1080/14767058.2019.1610740
https://doi.org/10.1111/aji.12648
https://doi.org/10.1095/biolreprod.116.144139
https://doi.org/10.1093/biolre/ioy264
https://doi.org/10.1093/biolre/ioy261
https://doi.org/10.1177/1933719116675058
https://doi.org/10.1111/cei.13130
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Lavergne et al. NLRP7 Inflammasomes Assemble in hAECs

pregnant women with severe preeclampsia. J Reprod Immunol. (2017) 123:40–

7. doi: 10.1016/j.jri.2017.09.002

49. Kohli S, Ranjan S, Hoffmann J, Kashif M, Daniel EA, Al-Dabet MM,

et al. Maternal extracellular vesicles and platelets promote preeclampsia

via inflammasome activation in trophoblasts. Blood. (2016) 128:2153–

64. doi: 10.1182/blood-2016-03-705434

50. Matias ML, Romão M, Weel IC, Ribeiro VR, Nunes PR, Borges

VT, et al. Endogenous and uric acid-induced activation of nlrp3

inflammasome in pregnant women with preeclampsia. PLoS ONE. (2015)

10:e0129095. doi: 10.1371/journal.pone.0129095

51. Xu L, Li S, Liu Z, Jiang S, Wang J, Guo M, et al. The NLRP3

rs10754558 polymorphism is a risk factor for preeclampsia in

a Chinese Han population. J Mater Fetal Neonatal Med. (2019)

32:1792–9. doi: 10.1080/14767058.2017.1418313

52. Slim R, Wallace EP. NLRP7 and the genetics of hydatidiform

moles: recent advances and new challenges. Front Immunol. (2013)

4:242. doi: 10.3389/fimmu.2013.00242

53. Nguyen NMP, Khawajkie Y, Mechtouf N, Rezaei M, Breguet M,

Kurvinen E, et al. The genetics of recurrent hydatidiform moles:

new insights and lessons from a comprehensive analysis of 113

patients. Modern Pathol. (2018) 31:1116–30. doi: 10.1038/s41379-01

8-0031-9

54. Murdoch S, Djuric U, Mazhar B, Seoud M, Khan R, Kuick R, et al. Mutations

in NALP7 cause recurrent hydatidiform moles and reproductive wastage in

humans. Nat Genet. (2006) 38:300–2. doi: 10.1038/ng1740

55. Huang JY, Yu PH, Li YC, Kuo PL. NLRP7 contributes to in vitro

decidualization of endometrial stromal cells. Reprod Biol Endocrinol. (2017)

15:66. doi: 10.1186/s12958-017-0286-x

56. Mahadevan S, Wen S, Wan YW, Peng HH, Otta S, Liu Z, et al.

NLRP7 affects trophoblast lineage differentiation, binds to overexpressed

YY1 and alters CpG methylation. Hum Mol Genet. (2014) 23:706–

16. doi: 10.1093/hmg/ddt457

57. Abi Nahed R, Reynaud D, Borg AJ, Traboulsi W, Wetzel A, Sapin V, et al.

NLRP7 is increased in human idiopathic fetal growth restriction and plays

a critical role in trophoblast differentiation. J Mol Med. (2019) 97:355–

67. doi: 10.1007/s00109-018-01737-x

58. Khare S, Dorfleutner A, Bryan NB, Yun C, Radian AD, de Almeida

L, et al. An NLRP7-containing inflammasome mediates recognition of

microbial lipopeptides in human macrophages. Immunity. (2012) 36:464–

76. doi: 10.1016/j.immuni.2012.02.001

59. Zhou Y, Shah SZA, Yang L, Zhang Z, Zhou X, Zhao D.

Virulent mycobacterium bovis beijing strain activates the NLRP7

inflammasome in THP-1 macrophages. PLoS ONE. (2016)

11:e0152853. doi: 10.1371/journal.pone.0152853

60. Bouvier D, Rouzaire M, Marceau G, Prat C, Pereira B, Lemarié R, et al.

Aquaporins and fetal membranes from diabetic parturient women: expression

abnormalities and regulation by insulin. J Clin Endocrinol Metab. (2015)

100:E1270–9. doi: 10.1210/jc.2015-2057

61. Bustin SA, Benes V, Garson JA, Hellemans J, Huggett J, Kubista M,

et al. The MIQE guidelines: minimum information for publication

of quantitative real-time PCR experiments. Clin Chem. (2009) 55:611–

22. doi: 10.1373/clinchem.2008.112797

62. Timenetsky J, Santos LM, Buzinhani M, Mettifogo E. Detection of multiple

mycoplasma infection in cell cultures by PCR. Braz J Med Biol Res. (2006)

39:907–14. doi: 10.1590/S0100-879X2006000700009

63. Wang RY, Hu WS, Dawson MS, Shih JW, Lo SC. Selective detection

of Mycoplasma fermentans by polymerase chain reaction and by using

a nucleotide sequence within the insertion sequence-like element.

J Clin Microbiol. (1992) 30:245–8. doi: 10.1128/JCM.30.1.245-24

8.1992

64. Blanchard A, Hamrick W, Duffy L, Baldus K, Cassell GH. Use of the

polymerase chain reaction for detection of mycoplasma fermentans and

mycoplasma genitalium in the urogenital tract and amniotic fluid. Clin Infect

Dis. (1993) 17(Suppl. 1): S272–9. doi: 10.1093/clinids/17.Supplement_1.S272

65. Goradia P, Lim R, Lappas M. DREAM is involved in the

genesis of inflammation-induced prolabour mediators in

human myometrial and amnion cells. Biomed Res Int. (2018)

2018:8237087. doi: 10.1155/2018/8237087

66. Lim R, Barker G, Lappas M. PARK7 regulates inflammation-induced pro-

labour mediators in myometrial and amnion cells. Reproduction. (2018)

155:207–18. doi: 10.1530/REP-17-0604

67. Lim R, Barker G, Lappas M. Pellino 1 is a novel regulator of TNF and TLR

signalling in human myometrial and amnion cells. J Reprod Immunol. (2018)

127:24–35. doi: 10.1016/j.jri.2018.04.003

68. Brickle A, Tran HT, Lim R, Liong S, Lappas M. Autophagy,

which is decreased in labouring fetal membranes, regulates IL-

1β production via the inflammasome. Placenta. (2015) 36:1393–

404. doi: 10.1016/j.placenta.2015.10.015

69. Modi BP, Teves ME, Pearson LN, Parikh HI, Haymond-Thornburg H,

Tucker JL, et al. Mutations in fetal genes involved in innate immunity

and host defense against microbes increase risk of preterm premature

rupture of membranes (PPROM). Mol Genet Genomic Med. (2017) 5:720–

9. doi: 10.1002/mgg3.330

70. Gomez-Lopez N, Romero R, Maymon E, Kusanovic JP, Panaitescu B,

Miller D, et al. Clinical chorioamnionitis at term IX: in vivo evidence of

intra-amniotic inflammasome activation. J Perinatal Med. (2019) 47:276–

87. doi: 10.1515/jpm-2018-0271

71. Gomez-Lopez N, Romero R, Panaitescu B, Leng Y, Xu Y, Tarca AL, et al.

Inflammasome activation during spontaneous preterm labor with intra-

amniotic infection or sterile intra-amniotic inflammation. Am J Reprod

Immunol. (2018) 80:e13049. doi: 10.1111/aji.13049

72. Gotsch F, Romero R, Chaiworapongsa T, Erez O, Vaisbuch E, Espinoza

J, et al. Evidence of the involvement of caspase-1 under physiologic and

pathologic cellular stress during human pregnancy: a link between the

inflammasome and parturition. J Matern Fetal Neonatal Med. (2008) 21:605–

16. doi: 10.1080/14767050802212109

73. Gomez-Lopez N, Romero R, Tarca AL, Miller D, Panaitescu B, Schwenkel G,

et al. Gasdermin D: evidence of pyroptosis in spontaneous preterm labor with

sterile intra-amniotic inflammation or intra-amniotic infection. Am J Reprod

Immunol. (2019) 82:e13184. doi: 10.1111/aji.13184

74. Xie F, Hu Y, Turvey SE, Magee LA, Brunham RM, Choi KC,

et al. Toll-like receptors 2 and 4 and the cryopyrin inflammasome

in normal pregnancy and pre-eclampsia. BJOG. (2010) 117:99–

108. doi: 10.1111/j.1471-0528.2009.02428.x

75. Romero R, Xu Y, Plazyo O, Chaemsaithong P, Chaiworapongsa T, Unkel R,

et al. A role for the inflammasome in spontaneous labor at term. Am J Reprod

Immunol. (2018) 79:e12440. doi: 10.1111/aji.12440

76. Lappas M. Caspase-1 activation is increased with human labour in foetal

membranes and myometrium and mediates infection-induced interleukin-1β

secretion. Am J Reprod Immunol. (2014) 71:189–201. doi: 10.1111/aji.12174

77. Agbakoba NR, Adetosoye AI, Adewole IF. Presence of mycoplasma and

ureaplasma species in the vagina of women of reproductive age. West Afr J

Med. (2007) 26:28–31. doi: 10.4314/wajm.v26i1.28299

78. Kacerovský M, Boudys L. Preterm premature rupture of membranes and

Ureaplasma urealyticum. Ceska Gynekol. (2008) 73:154–9.

79. Kacerovský M, Pavlovský M, Tosner J. Preterm premature rupture of

the membranes and genital mycoplasmas. Acta Medica. (2009) 52:117–

20. doi: 10.14712/18059694.2016.115

80. Kwak DW, Hwang HS, Kwon JY, Park YW, Kim YH. Co-infection with

vaginal Ureaplasma urealyticum and Mycoplasma hominis increases adverse

pregnancy outcomes in patients with preterm labor or preterm premature

rupture of membranes. J Matern Fetal Neonatal Med. (2014) 27:333–

7. doi: 10.3109/14767058.2013.818124

81. Paramel Jayaprakash T, Wagner EC, van Schalkwyk J, Albert AYK,

Hill JE, Money DM, et al. High diversity and variability in the

vaginal microbiome in women following Preterm Premature Rupture of

Membranes (PPROM): a prospective cohort study. PLoS ONE. (2016)

11:e0166794. doi: 10.1371/journal.pone.0166794

82. Hillier SL, Martius J, Krohn M, Kiviat N, Holmes KK, Eschenbach

DA. A case-control study of chorioamnionic infection and

histologic chorioamnionitis in prematurity. N Engl J Med. (1988)

319:972–8. doi: 10.1056/NEJM198810133191503

83. Cox C, Saxena N, Watt AP, Gannon C, McKenna JP, Fairley DJ, et al. The

common vaginal commensal bacterium Ureaplasma parvum is associated

with chorioamnionitis in extreme preterm labor. J Matern Fetal NeonatalMed.

(2016) 29:3646–51. doi: 10.3109/14767058.2016.1140734

Frontiers in Immunology | www.frontiersin.org 12 August 2020 | Volume 11 | Article 1645

https://doi.org/10.1016/j.jri.2017.09.002
https://doi.org/10.1182/blood-2016-03-705434
https://doi.org/10.1371/journal.pone.0129095
https://doi.org/10.1080/14767058.2017.1418313
https://doi.org/10.3389/fimmu.2013.00242
https://doi.org/10.1038/s41379-018-0031-9
https://doi.org/10.1038/ng1740
https://doi.org/10.1186/s12958-017-0286-x
https://doi.org/10.1093/hmg/ddt457
https://doi.org/10.1007/s00109-018-01737-x
https://doi.org/10.1016/j.immuni.2012.02.001
https://doi.org/10.1371/journal.pone.0152853
https://doi.org/10.1210/jc.2015-2057
https://doi.org/10.1373/clinchem.2008.112797
https://doi.org/10.1590/S0100-879X2006000700009
https://doi.org/10.1128/JCM.30.1.245-248.1992
https://doi.org/10.1093/clinids/17.Supplement_1.S272
https://doi.org/10.1155/2018/8237087
https://doi.org/10.1530/REP-17-0604
https://doi.org/10.1016/j.jri.2018.04.003
https://doi.org/10.1016/j.placenta.2015.10.015
https://doi.org/10.1002/mgg3.330
https://doi.org/10.1515/jpm-2018-0271
https://doi.org/10.1111/aji.13049
https://doi.org/10.1080/14767050802212109
https://doi.org/10.1111/aji.13184
https://doi.org/10.1111/j.1471-0528.2009.02428.x
https://doi.org/10.1111/aji.12440
https://doi.org/10.1111/aji.12174
https://doi.org/10.4314/wajm.v26i1.28299
https://doi.org/10.14712/18059694.2016.115
https://doi.org/10.3109/14767058.2013.818124
https://doi.org/10.1371/journal.pone.0166794
https://doi.org/10.1056/NEJM198810133191503
https://doi.org/10.3109/14767058.2016.1140734
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Lavergne et al. NLRP7 Inflammasomes Assemble in hAECs

84. Latino MA, Botta G, Badino C, Maria DD, Petrozziello A, Sensini A,

et al. Association between genital mycoplasmas, acute chorioamnionitis and

fetal pneumonia in spontaneous abortions. J Perinat Med. (2018) 46:503–

8. doi: 10.1515/jpm-2016-0305

85. Groslambert M, Py BF. Spotlight on the NLRP3 inflammasome pathway. J

Inflamm Res. (2018) 11:359–74. doi: 10.2147/JIR.S141220

86. Saeki A, Sugiyama M, Hasebe A, Suzuki T, Shibata K. Activation of

NLRP3 inflammasome in macrophages by mycoplasmal lipoproteins and

lipopeptides. Mol Oral Microbiol. (2018) 33:300–11. doi: 10.1111/om

i.12225

87. Abdelaziz DH, Gavrilin MA, Akhter A, Caution K, Kotrange S, Khweek

AA, et al. Apoptosis-associated speck-like protein (ASC) controls legionella

pneumophila infection in human monocytes. J Biol Chem. (2011) 286:3203–

8. doi: 10.1074/jbc.M110.197681

88. Hoss F, Rodriguez-Alcazar JF, Latz E. Assembly and regulation of ASC

specks. Cell Mol Life Sci. (2017) 74:1211–29. doi: 10.1007/s00018-01

6-2396-6

89. Messaed C, Akoury E, Djuric U, Zeng J, Saleh M, Gilbert L, et al.

NLRP7, a nucleotide oligomerization domain-like receptor protein, is

required for normal cytokine secretion and co-localizes with golgi

and the microtubule-organizing center. J Biol Chem. (2011) 286:43313–

23. doi: 10.1074/jbc.M111.306191

90. Moein-Vaziri N, Fallahi J, Namavar-Jahromi B, Fardaei M, Momtahan M,

Anvar Z. Clinical and genetic-epigenetic aspects of recurrent hydatidiform

mole: a review of literature. Taiwan J Obstetr Gynecol. (2018) 57:1–

6. doi: 10.1016/j.tjog.2017.12.001

91. Radian AD, Khare S, Chu LH, Dorfleutner A, Stehlik C. ATP

binding by NLRP7 is required for inflammasome activation

in response to bacterial lipopeptides. Mol Immunol. (2015)

67:294–302. doi: 10.1016/j.molimm.2015.06.013

92. Singer H, Biswas A, Zimmer N, Messaed C, Oldenburg J, Slim R, et al.

NLRP7 inter-domain interactions: the NACHT-associated domain is the

physical mediator for oligomeric assembly.Mol Hum Reprod. (2014) 20:990–

1001. doi: 10.1093/molehr/gau060

93. Nambayan RJT, Sandin SI, Quint DA, Satyadi DM, de Alba E. The

inflammasome adapter ASC assembles into filaments with integral

participation of its two death domains, PYD and CARD. J Biol Chem.

(2019) 294:439–52. doi: 10.1074/jbc.RA118.004407

94. Zhou R, Yazdi AS, Menu P, Tschopp J. A role for mitochondria

in NLRP3 inflammasome activation. Nature. (2011) 469:221–

5. doi: 10.1038/nature09663

95. Morwood CJ, Lappas M. The citrus flavone nobiletin reduces pro-

inflammatory and pro-labour mediators in fetal membranes and

myometrium: implications for preterm birth. PLoS ONE. (2014)

9:e0108390. doi: 10.1371/journal.pone.0108390

96. Taabazuing CY, Okondo MC, Bachovchin DA. Pyroptosis and apoptosis

pathways engage in bidirectional crosstalk in monocytes and macrophages.

Cell Chem Biol. (2017) 24:507–14.e4. doi: 10.1016/j.chembiol.2017.03.009

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

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

potential conflict of interest.

Copyright © 2020 Lavergne, Belville, Choltus, Gross, Minet-Quinard, Gallot, Sapin

and Blanchon. This is an open-access article distributed under the terms of

the Creative Commons Attribution License (CC BY). The use, distribution or

reproduction in other forums is permitted, provided the original author(s) and the

copyright owner(s) are credited and that the original publication in this journal

is cited, in accordance with accepted academic practice. No use, distribution or

reproduction is permitted which does not comply with these terms.

Frontiers in Immunology | www.frontiersin.org 13 August 2020 | Volume 11 | Article 1645

https://doi.org/10.1515/jpm-2016-0305
https://doi.org/10.2147/JIR.S141220
https://doi.org/10.1111/omi.12225
https://doi.org/10.1074/jbc.M110.197681
https://doi.org/10.1007/s00018-016-2396-6
https://doi.org/10.1074/jbc.M111.306191
https://doi.org/10.1016/j.tjog.2017.12.001
https://doi.org/10.1016/j.molimm.2015.06.013
https://doi.org/10.1093/molehr/gau060
https://doi.org/10.1074/jbc.RA118.004407
https://doi.org/10.1038/nature09663
https://doi.org/10.1371/journal.pone.0108390
https://doi.org/10.1016/j.chembiol.2017.03.009
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles

	Human Amnion Epithelial Cells (AECs) Respond to the FSL-1 Lipopeptide by Engaging the NLRP7 Inflammasome
	Introduction
	Materials and Methods
	Fetal Membrane Collection
	Enzyme-Linked Immunosorbent Assays
	Human Primary AEC Culture
	FSL-1 Treatment
	RNA Extraction and Reverse Transcriptase–Quantitative PCR
	Protein Extraction and Quantification
	Immunofluorescence Assays and Analysis
	Western Blotting
	Mycoplasma salivarium and Mycoplasma fermentans Detection
	Statistical Analysis

	Results
	ASC Protein Expression Is Increased in Human Fetal Membranes With Labor
	Pregnant Women Are Healthy Carriers of M. fermentans and M. salivarium
	NLRP7, ASC, and Caspase-1 Proteins Are Increased in AECs in Response to FSL-1
	NLRP7 and ASC Proteins Colocalize in AECs After FSL-1 Treatment
	Gasdermin D Protein Is Overexpressed and Processed After FSL-1 Treatment

	Discussion
	Data Availability Statement
	Author Contributions
	Funding
	Supplementary Material
	References


