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Successful implantation requires the coordinated migration and invasion of trophoblast
cells from out of the blastocyst and into the endometrium. This process relies on signals
produced by cells in the maternal endometrium. However, the relative contribution of
stroma cells remains unclear. The study of human implantation has major technical
limitations, therefore the need of in vitro models to elucidate the molecular mechanisms.
Using a recently described 3D in vitro models we evaluated the interaction between
trophoblasts and human endometrial stroma cells (hESC), we assessed the process of
trophoblast migration and invasion in the presence of stroma derived factors. We
demonstrate that hESC promotes trophoblast invasion through the generation of an
inflammatory environment modulated by TNF-a. We also show the role of stromal derived
IL-17 as a promoter of trophoblast migration through the induction of essential genes that
confer invasive capacity to cells of the trophectoderm. In conclusion, we describe the
characterization of a cellular inflammatory network that may be important for blastocyst
implantation. Our findings provide a new insight into the complexity of the implantation
process and reveal the importance of inflammation for embryo implantation.

Keywords: inflammation, trophoblast, embryo implantation, migration, TNF-a, invasion, cytokine
INTRODUCTION

Despite advances in fertility treatments and assisted reproductive technologies (ART), infertility is
still a major global health concern that affects nearly 15% of all couples (1–4). Embryo implantation
is an essential prelude for successful pregnancy. Nevertheless, implantation failure is the most
common fate of the human embryo (5) and recurrent implantation failure (RIF) is one of the most
frequent causes of infertility (6, 7). Implantation will only take place in a receptive uterus thus,
endometrial uterine receptivity is still the major rate limiting factor for successful pregnancies (2, 8, 9).
The endometriumbecomes receptivebetweendays19–23,of anormalhumanmenstrual cycle,which is
referred to as the window of implantation (WOI). This window is induced through increased levels of
17-b-estradiol and progesterone and results in several endometrial changes (10–12). Endometrial
receptivity requires a well-orchestrated interplay of various cell types, such as epithelial cells (hEC),
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stromal (hESC), immune cells, and trophoblasts. Furthermore,
several different cellular components, including cytokines,
chemokines, growth factors, and adhesion molecules, are required
for implantation (8, 13, 14).

Implantation can be divided into 4 unique stages: apposition,
attachment, migration, and invasion (15). Apposition takes place
generally about 2-4days after themorula enters theuterine cavity and
it is associated with blastocyst differentiation into an inner cell mass
(embryo) and the trophectoderm (placenta). During the attachment
phase, the layer of mucin on the epithelial cells is removed, which
allows trophoblasts to attach to the receptive endometrial epithelium
(16). Attachment is facilitated by the expression of various adhesion
molecules on the blastocyst and uterus, including integrins,
cadherins, selectins, and immunoglobulins (15, 17, 18). The next
two steps are invasionandmigration.These twoprocesses involve the
movement of trophoblasts out from the trophectoderm of the
blastocyst and into the stroma through a chemotactic gradient (19,
20).While invasion andmigration are closely related events, there are
distinct differences between these two stages (21). While cell
migration is the directed movement of cells in response to a
chemical response (e.g. chemokines); invasion is the ability of cells
to become motile and to navigate through the extracellular matrix
within a tissue (22–24). Cell migration is a multi-step process while
invasion proceeds through ECM degradation and proteolysis (25).
Cell migration is important for tissue formation during embryonic
development, wound healing, and immune response while invasion
is important in tumor progression (26). Notably, both processes,
migration and invasion, are present during embryo implantation.
Unfortunately, it has being a challenge to understand how physical,
chemical, and molecular aspects regulate and affect cell motility;
therefore in vitro assays are excellent approaches to extrapolate to in
vivo situations and study live cells behavior.

Another important characteristic for a successful implantation
is inflammation (27). An inflammatory microenvironment within
the stroma of the uterus has been shown to be highly critical for
implantation (8, 28, 29). Different immune cells will migrate to the
site of endometrium and site of implantation, such as
macrophages (MAC), dendritic cells (DC), and natural killer
cells (NK) (8). Moreover, the receptive endometrium will
express different cytokines, chemokines, growth factors, and
adhesion molecules; all of which are thought to be directly or
indirectly necessary for implantation (30–32). The changes
detailed above will facilitate proper embryo-endometrium
interaction and, thus, enable implantation (33, 34). Alterations
in any of these factors will negatively affect implantation and lower
the chances of pregnancy.

Inflammation is a critical component of the wound/repair
process by promoting the recruitment of immune cells,
neovascularization and differentiation of stem cells (35). It has
being postulated that a biopsy of the endometrium triggers an
wound/repair inflammatory process that indirectly resembles the
natural inflammation necessary for blastocyst implantation (8, 29)
and consequently enhance uterine receptivity, which lead to
increased pregnancy rates (14, 36–40). Gnainsky et al. reported
an increased expression of pro-inflammatory cytokines, including
GRO-a, IL-15,MIP-1B, andTNF-a in endometrium samples from
Frontiers in Immunology | www.frontiersin.org 2
biopsied women (14). Importantly, these women were more likely
to have a successful pregnancy. Consistent with a wound/repair
proinflammatory environment, endometrial biopsy increases the
number of immune cells near the site of implantation; particularly
DCs andmacrophages (41),which are critical for the removal of the
mucin layeron the epithelium(42).DepletionofuterineDCs(uDC)
is associated with impaired decidual proliferation and
differentiation, as well as perturbed angiogenesis (42).

TNF-aplays apivotal role in early implantation (34, 43–45) and it
is expressed by localmacrophages or endometrial epithelial cells (46–
50). TNF-a receptors, TNFR1 and TNFR2, are both expressed by
majority of endometrial cells taking part in inflammatory processes
but is found preferentially in endometrial stroma cells (51–54).
Gnainsky et al. showed that conditioned media from TNF-a
treated hESC that were isolated from IVF patients on days 12 and
21 of a spontaneous menstrual cycle are capable of increasing
monocyte recruitment and differentiation into dendritic cells, thus
leading to higher expression of adhesion molecules and
downregulation of adhesion-interfering factors on HECs (14).
Moreover, the presence of monocyte-derived macrophages is
associated with an upregulation of implantation-associated genes
(14). Therefore, the presence of inflammation-associated cellular and
secreted factors is beneficial for the process of early implantation and
further pregnancy success (8, 14) and any type ofmanipulation, such
as biopsy, that could restore/promote the inflammatory process will
impact the preparation of the endometrium for embryo
implantation. However, the mechanisms by which stroma derived
inflammation promotes a successful implantation is not
clearly defined.

A large gap in knowledge in the field of reproductive sciences
is the pathology and mechanisms behind a non-receptive
endometrium. Furthermore, the effects of a non-receptive
endometrium on trophoblast function and differentiation are
poorly understood. Ethical restraints and a lack of alternative
methods have delayed and even precluded studies on embryo-
uterine interactions in humans. In order to overcome these
limitations, we developed 3D in vitro models to evaluate the
interaction between trophoblasts and stromal cells, which may
help us to elucidate the molecular mechanisms of early
implantation (19).

In this study we tested the hypothesis that TNFa promotes
the expression of inflammatory factors by endometrial stroma
cells in order to foster trophoblast differentiation acquiring the
capacity to migrate and invade the uterine compartment. The
objective of this study was to elucidate the inflammatory signals
that regulate trophoblast migration and invasion. Using a 3D
model, we demonstrate that TNF-a enhances hESC secretion of
inflammatory cytokines and chemokines that promotes
trophoblast migration and invasion.
MATERIALS AND METHODS

Human Samples
Human peripheral bloodmononuclear cells (PBMCs) were isolated
from whole blood obtained from consenting healthy non‐pregnant
November 2021 | Volume 12 | Article 737401
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female donors as approved by the Human Investigation Committee
of the Yale University Institutional Review Board (IRB) with no
written consent requirement (#20000021607).

Reagents
Dulbecco’s Modified Eagle’s medium (DMEM), McCoy’s 5A
medium, and RPMI-1640 medium, OptiMEM medium were
purchased from Thermo Fisher Scientific (Waltham, MA, USA).
DMEM/F-12 from Invitrogen (Life Technologies, Inc., Carlsbad,
CA), heat-inactivated fetal bovine serum (FBS) from Sigma-
Aldrich (St. Louis, MO, USA), Charcoal dextran-stripped heat-
inactivated FBS from Gemini Bio Products (West Sacramento,
CA, USA).

Cytokines and Antibodies
Human TNF-a (Cat. No. 300-01), GM-CSF (Cat. No. 300-03),
GCSF (Cat. No. 300-23), IP-10 (Cat. No. 300-12), and RANTES
(Cat. No. 300-06) were purchased from PeproTech (Rocky Hill,
NJ, USA). Human TNFR1 (Cat. No. L-005197-00-0005), TNFR2
(Cat. No. L-003934-00-0005), and non-targeting control (NTC;
Cat. No. D-001810-10-05) ON-TARGET plus SMART pool
small interfering RNA (siRNA) were obtained from GE
Healthcare Dharmacon (Little Chalfont, UK). The predesigned
384-well Cytokines and Chemokines panel assay (Cat. No.
10034472) was purchased from BioRad Laboratories (Hercules,
CA, USA).

Luminex Multiplex Assay
After culture and treatment, the supernatant was collected,
centrifuged, aliquoted, and stored until use. The samples were
thawed only once immediately prior to running the assay. The
samples were run on the Luminex Multiplex Assay (R&D
Systems, Minneapolis, MN) for the following cytokines and
chemokines: GROa, IL-1b, IL-6, IL-8, IL-10, IL-12, IL-17,
G-CSF, GM-CSF, IFN-g, CXCL-10,CCL2, MIP-1a, MIP-1b,
RANTES, TNF-a, and VEGF.

Cell Lines
The cell lines used in the experiments were the first trimester
trophoblast cell line Swan 71 (55); Immortalized human
endometrial stromal cells (hESC) (56–58) and endometrial
epithelial cells (HEC-1A and RL95-2) obtained from ATCC.
hESC were grown in DMEM medium, Swan 71 and RL95-2
were grown in DMEM-F12 medium, while HEC-1A were grown
in McCoy’s 5A medium with additional 10ug/mL insulin and
cultured at 37°C with 5% CO2. All the complete culture media
were supplemented with 10% FBS, 1000 U/ml penicillin, 100 ug/ml
streptomycin, 10 mM HEPES, 100 nM non-essential amino acids,
and 1mM sodium pyruvate.

Formation of Blastocyst-Like
Spheroids
BLS were obtained as previously described (19), In brief, first
trimester trophoblast Sw.71 cells were trypsinized and then 4,000
of these cells were added to each well of a Costar ultra-low
attachment 96-well microplate (Corning Incorporated, Corning,
NY, USA). Cells were incubated for 48 hr until achieved a
Frontiers in Immunology | www.frontiersin.org 3
compact morphology (spheroid). Morphology was monitored
using the IncuCyte Zoom (Essen Biosciences, Ann Arbor, MI,
USA). The differential cellular characteristics of trophoblast cells
as a 3D model or monolayer are described in details
elsewhere (19).

Isolation of Peripheral Blood
Mononuclear Cells
Human peripheral blood mononuclear cells (PBMCs) were
isolated from normal non-pregnant female donors via density
centrifugation. Briefly, whole blood collected in EDTA-coated
vacutainers was diluted 1:2 with PBS and carefully overlayed into
a tube containing equal volume of Lymphoprep™ (StemCell
Tech, Vancouver, CA). Cells were spun at 2000 rpm without
brake and acceleration for 25 mins at room temperature with
resultant mononuclear cells harvested from the interface of
plasma and Lymphoprep™ and washed twice with large
volumes of PBS.

B Cell, T Cells and Macrophage
Cells Isolation
B cells were then purified by negative selection from the PBMCs
using the MojoSort™ Human Pan B Cell Isolation Kit
(B ioLegend , San Diego , CA, USA) fo l lowing the
manufacturer’s instructions, resulting in highly purified
population of CD19+ Cells (> 90% purities) (59). T cells were
purified from isolated PBMCs by negative selection using the
EasySep™Human T cell Isolation Kit (StemCell Tech) following
the manufacturer’s instructions resulting in purity of >95% CD3+

cells. CD14+ monocyte isolation was performed as previously
described (60). Briefly, peripheral mononuclear cells were
separated using the density centrifugation technique with
lymphocyte separation medium. CD14+ monocytes were
further isolated by magnetic affinity cell sorting using an
EasySep™ human CD14 positive selection kit II (EasySep,
Vancouver, CA, USA).

Generation of hESC and HEE Cells
Conditioned Media Preparation
hESC and HEE cells were plated at 5×10^5 cells/100 mm dish
with 10% FBS DMEM-F12 media and allowed to attach
overnight. Media was then changed to 1% FBS DMEM-F12
media and incubated for 48 hrs. Cell supernatant was collected
and spun down to remove any cellular debris. Cell free
supernatant was aliquoted and stored at -80°C until use.

Generation of Naïve B-Cell and T-Cell
Conditioned Media
CD19+ B cells and CD3+ cells T cells were resuspended in RPMI-
1640 media with 10% FBS (Gibco Invitrogen, Carlsbad, CA,
USA) and seeded at 1 x 106 cells/well in a 24-well flat-bottom
plate and incubated at 37°C with 5% CO2. After 24hr, cells were
centrifuged at 1500 RPM for 5 minutes and changed to 1% FBS
RPMI Medium for 24 hours. Cell supernatant was collected and
spun down to remove cellular debris in the collection of cell-
free supernatant.
November 2021 | Volume 12 | Article 737401
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Generation of Macrophage
Conditioned Media
CD14+ monocytes were resuspended in DMEM/F-12 media
supplemented with 1% FBS and 10ng/ml GM-CSF and seeded
at 2 x 106 cells/well in a 6-well flat-bottom plate at 37°C with 5%
CO2. Media and GM-CSF were refreshed every 2 days for a total
of 6 days. Cell supernatant was collected and spun down to
remove cellular debris in the collection of cell-free supernatant.

Wound Assay
hESC and HEC-1A cells (80,000 cells/well) were plated in a
24-well Image Lock Plate (Essen Bioscience). After 24 h, the
100% confluent cells were wounded using a semi-manual wound
maker tool (61). Wound width was calculated by imaging plates
using the Incucyte system (Essen Instruments), during around-
the-clock kinetic imaging. After wound, cells were washed once
with 1X PBS to remove dislodged cells and media was replaced
with phenol red-free media containing 10% stripped heat-
inactivated FBS supplemented as described in cell culture
conditions. Conditioned Media (CM) was collected at 6 and
24 hr following scratch, and cells were lysed for RNA isolation.

Trophoblast Migration Assay
A total of 200,000 hESC Cells or 200,000 HEC-1A were cultured
in a 6-well plate for 24 hours in 1% FBS DMEM/F-12 medium.
Single BLS was transferred into individual wells of a flat-bottom,
tissue-culture treated 96-well plate (Corning Incorporated)
containing 200 µL control or conditioned media from hESC or
HEC-1A cells. Attachment and migration of the BLS to the well
surface was monitored by live imaging using the IncuCyte Zoom
(19). The extension of trophoblast migration was determined by
measuring the radius of migrated trophoblast cells out of the
center of the spheroid. The diameter of the original spheroids
and the expansion (radius) were measured and quantified by
Incucyte Zoom software (Sartorius, 2015A).

Trophoblast Invasion Assay
HEC-1A cells or hESC transfected with TNFR1 or NTC siRNA
hESC cells were plated in flat bottom 96‐well plates (Corning) for
24 hours. Matrigel (Corning) was then diluted at a 1:1 ratio with
10% FBS DMEM growth medium and added on top of the
HEC-1A or hESCmonolayer. Following the addition of Matrigel,
the 96-well plate was returned to the 37°C incubator for 30
minutes or until the Matrigel had solidified. Then, a single BLS
was transferred to the top of the Matrigel layer in a volume of 150
mL DMEM‐F12 growth medium. Images were taken every 24
hours to monitor the invasion of trophoblast cells from BLS
using the Echo Revolve Microscope (Echo Laboratories, San
Diego, CA, USA) (19). The number of invading cells (BLS
projections) were quantified by using Fiji Image J(GPL v2) for
the analysis.

RNA Interference
hESC cells that were plated to approximately 70% confluency
were transfected with TNFR1, TNFR2, or NTC siRNA using
DharmaFECT 1 transfection reagent as recommended by the
Frontiers in Immunology | www.frontiersin.org 4
manufacturer (GE Healthcare Dharmacon). The following day,
cells were passaged for experimental endpoint.

RNA Isolation and Quantitative
RT-PCR Analysis
Total RNA was harvested from hESC and HEC-1A cells using
the QIAGEN RNeasy mini kit and RNase-Free DNase Kit
(Qiagen, Valencia, CA, USA) according to the manufacturer’s
protocol. RNA samples were quantified using the Nanodrop
One spectrophotometer (ThermoFisher). The purity of the
RNA was assessed through the A260/A280 and A260/A230
levels. Individual mRNA abundance was determined using
TaqMan one-step RT-PCR procedures on the CFX Connect
Real-Time System (Bio-Rad Laboratories). Primer-probe sets
for TaqMan assays were purchased from Applied Biosystems
(ThermoFisher). Relative expression values for each gene were
calculated using a standard curve and the reference gene
peptidylprolyl-isomerase B (PPIB). Transcript levels of specific
cytokines and chemokines were measured in hESC transfected
with TNFR1 or NTC siRNA and treated for 6 hr with TNF-a
using a predeveloped human cytokine and chemokine 384-well
panel assay from Bio-Rad Laboratories. Assay data was analyzed
using the delta-delta Ct method with Bio-Rad CFX Manager
3.1 software.

Whole-Genome Analysis
200,000 hESC cells were cultured in each well of 6-well plate until
reach 70% confluence and treated with vehicle or 25 ng/ml TNF-a
in OptiMEM for 24 hours. Cells were collected for RNA
extraction, and conditional medium were collected for the BLS
treatment. BLS were obtained by plating 200,000 first trimester
trophoblast Sw.71 cells with 10% FBS DMEM/F12 into each well
of Costar ultra-low attachment 6-well microplate (Corning
Incorporated, Corning, NY, USA) for 48 hours. 50% TNF-a
Stroma Conditional medium was obtained by diluting collected
conditional stroma medium with 1% FBS DMEM/F12 medium in
a ratio of 1:1. As control, OptiMEMmedium was diluted with 1%
FBS DMEM/F12 medium in a ratio of 1:1. BLS was treated by 50%
OptiMEM Medium or 50% TNF-a stromal conditional medium
for 6 hours. Total RNA was harvested using the QIAGEN RNeasy
mini kit (Qiagen) with an on-column deoxyribonuclease (DNase)
treatment. RNA purity and yield were assessed based on the
absorbance ratios of 260 to 280 nM and 260 to 230 nM. RNA
sequencing was performed on a total of 6 samples, n=3 for each
treatment. Samples were sequenced at the Yale Center for Genome
Analysis using 1 X 75 bp strand-specific sequencing with the
Illumina HiSeq 2500 sequencing system according to the
manufacturer’s recommended protocol. Sequence reads were
aligned to the human reference genome GRCh38 using the
splice junction mapper for RNA-sequencing reads in the
TopHat 2 software package (62). Sequencing depth for RNA-
sequencing samples averaged 30 million reads per biological
sample with 95% overall alignment rate. After alignment, read
counts were determined with HTSeq-count and relative RNA
abundance was measured as Transcripts Per Million Transcripts
(TPM), as recommended. TPM data were analyzed by the EBSeq/
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Bioconductor software, based on empirical Bayesian methods, to
identify differentially expressed genes (63). Differentially expressed
genes were imported to the Ingenuity Pathway Analysis software
program (IPA; Qiagen) and iPathwayGuide (Advaita) to identify
gene ontology terms and KEGG pathways. Gene set enrichment p
values were determined in IPA using the Fisher’s exact test with a
cutoff of p<0.05.

Statistical Analysis
All the Data for qPCR were generated by Bio-Rad CFX manager
3.1 software and calculated the Fold Change of gene expression
with 2^(–DDCt). Statistics were performed using the Prism
9 Software.

Data represent the average of at least three biological
replicates and are presented as means ± SEM. Normality was
determined by the Shapiro-wilk method. Statistical significance
was determined by student’s t-test or ANOVA with Tukey’s
post-hoc analysis. Statistical significance is defined as p<0.05 (*),
p<0.01 (**), p<0.001 (***), or p<0.0001 (****).
RESULTS

Endometrial Stromal Cells Regulate
Trophoblast Attachment and Migration
Our first objective was to investigate the individual contribution of
the endometrial epithelium (HEC) and stroma (hESC) cells in the
regulation of trophoblast attachment and trophoblast migration.
In order to achieve this objective, we used our previously described
3D in vitromodel using blastocyst-like spheroids (BLS) formed by
first trimester trophoblast Swan.71 cell line (Sw.71) (19) and the
conditioned media (CM) from epithelial HEC-1A and stromal
hESC cells (19, 56). Trophoblast cells when form the spheroid are
Frontiers in Immunology | www.frontiersin.org 5
characterized by a mesenchymal phenotype (19) which
recapitulate the characteristics of the trophoectoderm. Indeed, it
is well established that the trophectoderm at the time of
implantation express mesenchymal markers (19, 64, 65). During
the adhesion of the embryo to the endometrium, the embryonic
trophectoderm upregulates the expression of genes characteristic
of an epithelial to mesenchymal transition (EMT) in order to be
able to migrate and invade the uterine cavity (64, 66–68). Thus,
BLS were transferred into individual wells of a 96-well plate
containing CM from HEC-1A, hESC, or DMEM/F-12 growth
medium supplemented with low serum (1% FBS) as a control
(Conditioned Media for all the cells was prepared using 1% FBS).
Attachment of BLS to the plate and trophoblast migration was
monitored using live cell imaging (Figure 1A). BLS transferred
into wells containing hESC CM attached to the bottom of the plate
within 2 hours, after which, the trophoblasts equally and
symmetrically migrated out of the spheroid after 24h
(Figure 1A). Importantly, attachment and trophoblast migration
were not evident in wells containing low serum or HEC-1A CM.
To further investigate the differential effects between stromal and
endometrial epithelial cells, we performed an attachment and
migration assay with RL95-2 cell line: an alternative in vitromodel
of endometrial epithelial cells (69). Unlike the hESC CM, the CM
from RL95-2 cells did not induce BLS attachment or trophoblast
migration (Figure S1A). To determine whether specific immune
cell populations were required for the process of attachment and
trophoblast migration, BLS were transferred into wells containing
CM from B-cells, T-cells, or macrophages (Figure S1B). While
some trophoblast migration was seen in BLS treated with B-cell
CM, the number of migrating cells was considerably lower than
that observed within the hESC CM group. Furthermore, no
migration was found in the models of BLS exposed to T-cell or
macrophage CM (Figure S1B). These results imply that
A B C

FIGURE 1 | Trophoblast migration from blastocyst-like spheroids in response to endometrial cell-type. (A) Blastocyst-like spheroids (BLS) were transferred to
individual wells of a 96-well plate containing DMEM/F-12 media supplemented with low serum (1% FBS), 50% hESC conditioned media or HEC-1A conditioned
media. Images of the transferred BLS were obtained at 0, 12, and 24 hrs post-transfer using the IncuCyte Zoom with 4X objective. (B) Quantification of trophoblast
migration. The distance of migrated trophoblast was determined by measuring the radius of the migrated cells from center of BLS over time. (C) BLS in the presence
of hESC conditioned media (green line) attached to the plate and migrate with in the well in a time dependent manner. No attachment or migration is observed in
wells containing either low serum (1% FBS) or HEC-1A conditioned media. Line graphs represent the mean ± SEM of 6 independent experiments. Migration was
calculated from the center of the spheroid. Statistical significance was determined by ANOVA and is denoted as p < 0.0001 (****).
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endometrial stroma cells secrete specific factors with the capacity
to promote trophoblast migration. Indeed, evaluation of the
cytokine/chemokine content released by stroma cells at basal
conditions showed the presence of several cytokines and
chemokines potentially associated with trophoblast migration
and invasion such as IL-6, IL-8, IL-17, GM-CSF and
MCP-1 (Table 1).

In order to quantify the process of trophoblast migration, we
established a standardized method that could determine the rate
and distance of trophoblast migration by measuring the diameter
of migrated cells over time (Figure 1B). We observed a time-
dependent migration of trophoblast cells when BLS were exposed
to hESC CM. At 12 and 24 hours, the diameter of migrated
trophoblasts was significantly larger when BLS were incubated
with hESC CM compared to BLS incubated with HEC-1A CM
(Figure 1C). This suggests that factors derived from stromal cells
are involved in trophoblast migration.

Endometrial Stromal Cells Promote
Trophoblast Invasion
Following migration from the trophectoderm, trophoblast cells
invade the endometrium. This stage is critical for the
establishment of the placenta (20, 70, 71). In order to test the
hypothesis that factors secreted by endometrial stroma cells have
the potential to regulate trophoblast invasion, we employed the
3D assay that evaluates trophoblast active movement through
ECM (19). For this assay, a monolayer of either hESC or
HEC-1A cells was seeded into individual wells of a 96-well
plate and Matrigel mixed with growth medium at a 1:1 ratio
was added on top of the cells (Figure 2A). Wells without cells
below the Matrigel layer served as controls. BLS were transferred
to individual wells, and trophoblast invasion was monitored by
either live imaging (IncuCyte) or microscopy (ECHO Revolve).
We showed that trophoblasts migrated out from BLS and
invaded the Matrigel only if wells containing hESC at the
bottom (Figure 2B). Moreover, the number and length of the
trophoblast projections increased over time when hESC were
present. In the absence of stromal cells, there was no migration or
invasion of trophoblast cells (Figure 2C). In agreement with this
finding, trophoblast invasion was not present in wells seeded
with RL95-2 cells (Figure S2). We quantified the number of
invading cells under all three culture systems, confirming that
only the presence of stromal cells promoted trophoblast invasion
Frontiers in Immunology | www.frontiersin.org 6
(Figure 2D). These data suggest that hESC is responsible for the
migration and invasion of trophoblast cells through the secretion
of specific factors.

To determine whether there are differences between stroma
cells and differentiated decidual cells, we exposed BLS to
condition media to in vitro differentiated decidual cells (72).
Interestingly, we did not observed differences on the capacity to
promote trophoblast migration between the stroma and decidual
cells (Figure S3).

Human Endometrial Stromal Cell-
Regulated Trophoblast Migration Is
Mediated by Inflammatory Cytokines
To further examine whether a wound/repair process induces the
expression of inflammatory cytokines that can promote
trophoblast migration, we utilized an in vitro “wound-repair”
model (13, 73) where we induce a “wound” in monolayer
cultures of either hESC or HEC-1A cells. Cell wounding was
achieved by making a grid of scratches across confluent cells
growing in a 6-well plate, and followed by mRNA extraction at 0,
6, and 24 hours later. We found that transcript levels of IL-8,
RANTES, CCL4, CCL2, and Csf2 were significantly upregulated
in hESC 6 hours after wound induction (Figure 3A). The
expression of IL-8, CCL4, CCL2, and CSF2 remained
significantly higher at 24 hours in hESC compared to baseline
levels (0 hours) or to HEC-1A cells. The wound in HEC-1A cells
induced a transient up-regulation of only IL-8 at 6 hours.
Interestingly, cell wounding repressed CCL2 expression in
HEC-1A cells (Figure 3A). In addition to the above
chemokines, we observed increased levels of inflammatory
signaling genes, such as TNFR1 and TNFR2, in hESC at 6- and
24-hours post-wounding. However, increased expression of
TNFr2 was only observed in HEC-1A cells (Figure 3B).

TNF-a Exposure Induces a Robust
Transcriptional Response in hESC
Since we observed upregulation in the expression of TNFR1 and
TNFR2, in hESC, we next determined whether TNF-a signaling
could be a factor regulating the expression of pro-inflammatory
cytokines in hESC. Thus, hESC cells were treated for 6 hours
with 25 ng/mL TNF-a or vehicle (Veh) and the mRNA
expression of IL-8 and CCL4 was evaluated by qPCR. As
shown in Figure S4, transcriptional levels of CXCL8 (IL-8) and
TABLE 1 | Cytokine/chemokine expression by hESC treated with TNFa.

(pg/mL) Vehicle TNF-a p-value

IP-10 0 47.23 (± 8.47) 0.0005
TNF-a 0 174.79 (± 33.12) 0.001
G-CSF 0 6.55 (± 1.92) 0.005
VEGF 0 2.85 (± 1.29) 0.03
RANTES 0 225.5 (± 39.58) 0.0005
IL-6 0.28 (± .06) 4.92 (± .56) 0.00009
IL-8 81.63 (± 6.10) 15150.60 (± 517.67) 0.0000001
IL-17 2.06 (± .34) 10.57 (± .68) 0.00003
GM-CSF 26.98 (± .31) 40.54 (± 1.60) .0005
MCP-1 45.33 (± 3.37) 538.73 (± 39.98) 0.00001
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CCL4 were significantly higher following treatment with TNF-a
(Figure S4).

We next performed RNA-sequencing analysis of hESC
treated with vehicle or 25 ng/ml TNF-a and observed 652
genes being upregulated and 184 being downregulate
Frontiers in Immunology | www.frontiersin.org 7
(Figure 4A). As expected, the top overrepresented biological
pathways induced by TNFa were related to inflammatory
signals, including cytokine-cytokine receptor interactions,
NOD-like receptors, and TNF signaling pathways (Figure 4B).
The top upregulated genes included chemokines, such as CXCL9,
A B

FIGURE 3 | Transcriptional response to cell wounding in hESC and HEC-1A cells. (A) Transcript levels of IL-8, RANTES (CCL5), CCL4 (MIP-1b), and CCL2 (MCP-1)
measured by quantitative RT-PCR from hESC and HEC-1A cells 0, 6, and 24 hrs after cell wounding. Quantified mRNA values were normalized to the reference
gene PPIB and set relative to the 0 hr sample for each respective cell line. Statistical significance when compared to 0 hr was determined by ANOVA with Tukey’s
post-hoc analysis and is denoted with p <0 .01 (**). (B) Transcript levels of TNFR1 and TNFR2 measured by quantitative RT-PCR from hESC and HEC-1A cells 0, 6,
and 24 hrs after cell wounding. Quantified mRNA values were normalized to the reference gene PPIB and set relative to the 0 hr sample for each respective cell line.
Statistical significance when compared to 0 hr was determined by ANOVA with Tukey’s post-hoc analysis and is denoted with p < 0.01 (**). Bar graphs represent
mean of at least five independent experiments ± SEM. HESC, human endometrial stroma cells. HEC, human endometrial epithelial cells.
A

B

D

C

FIGURE 2 | Trophoblast invasion into a matrix stimulated is promoted by hESC derived factors. (A) Model of blastocyst-endometrial cells interaction. Blastocyst-like
spheroids (BLS) were transferred to individual wells of a 96-well plate that contained Matrigel alone or a monolayer of hESC or HEC-1A cells seeded below the
Matrigel matrix. (B) Trophoblast migration from the BLS into the Matrigel was visualized at days 1, 2, and 3 using the Echo Revolve Microscope (10X). Note the
presence of projections emerging from the BLS with in the Matrigel in wells containing hESC in the bottom of the well. No invasion is observed in wells containing
low serum (1% FBS) or HEC-1A conditioned media. (C) Higher magnification (20x) image of BLS transferred to Matrigel alone, Matrigel + hESC, and Matrigel + HEC-
1A. (D) The number of invading cells were quantified from all experimental conditions at Day 1, Day 2, and Day 3. Bar graphs represent the mean ± SEM of 3
independent experiments. Statistical significance was determined by ANOVA and is denoted as p < 0.0001 (****).
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CXCL10, CXCL11, and CCL5 (Figure 4C). We also observed
that genes related to dendritic cell maturation, such as RSAD2,
amongst the top upregulated genes (Figure 4C).

For validation of the RNA-sequencing results, we performed
qRT-PCR on an independent set of hESC treated for 6 or 24
hours with either vehicle or 25 ng/mL TNF-a. In agreement with
our RNA-sequencing data, TNF-a treatment enhanced the
transcript levels of TNFSF18 and INHBA at 6 and 24
hours (Figure 4D).

TNF-a Signaling in hESC Is
Mediated by TNFR1
The pathway analysis suggested the involvement of TNFR1/2 in
the regulation of cytokines/chemokines expression in hESC. In
order to elucidate the specific function of these receptors, we
knocked down TNFR1 and TNFR2 via siRNA. Transfection of
TNFR1 siRNA significantly reduced expression of TNFR1 by
98% when compared to cells transfected with non-targeting
control (NTC siRNA) but did not alter the expression of the
TNFR2. Knockdown of TNFR2was efficient and reduced levels of
TNFR2 by 92%, although TNFR2 siRNA had a modest effect on
the transcript levels of TNFR1 (Figure 5A).

We next evaluated the differential response to TNFa in hESC
depleted of TNFR1 (hESC-TNFR1KD) and TNFR2 (hESC-
TNFR2KD). Treatment with TNF-a resulted in a significant up-
regulation of CXCL8 and CCL4 in both wt-hESC and hESC-
TNFR2KD (Figure 5B) but not in hESC-TNFR1KD
demonstrating that only TNFR1 is required for TNF-a
mediated upregulation of CXCL8 and CCL4 (Figure 5B). We
further validated the cytokine/chemokine profile regulated by
Frontiers in Immunology | www.frontiersin.org 8
TNFa/TNFR1 by using a cytokines/chemokines qRT-PCR panel
array. In wt-hESC cells transfected with scrambled siRNA, TNF-a
treatment induced the expression of 21 pro-inflammatory
cytokines (21 of 88 cytokines/chemokines that were included in
the panel array) (Figure 5C). However, TNF-a had no effect on
the expression of these 21 cytokines in hESC-TNFR1KD. These
data established the specificity of TNFa/TNFR1 cytokine/
chemokine regulation in hESCs.

To further confirm the results from the cytokine/chemokine
array, we determined the protein concentrations of inflammatory
cytokines in the supernatant of wt-hESC treated with vehicle
(Veh) or 25 ng/mL TNF-a for 24 hours. As shown in Table 1,
TNFa treatment induced a significant increase on the protein
expression of cytokines and chemokines, including IL-17,
CXCL8, GM-CSF, CXCL-10, TNF-a, G-CSF, VEGF, CCL5,
IL-6, and CCL2 (Table 1).

To determine the specificity of the TNFa receptor, we
evaluated CCL2 and CCL5 in the wt-hESC and hESC-
TNFR1KO treated with vehicle (Veh) or 25 ng/mL TNF-a for
24 hours. TNF-a treatment enhanced the secretion of CCL2
(538.7 ± 39.9 pg/mL vs 45. 3± 3.4 pg/mL in vehicle) and CCL5
(225.5 ± 39.6 pg/mL vs 0 pg/mL in vehicle) in the wt-hESC
(Table 1 and Figure 6). In contrast, the TNF-a-dependent
expression of CCL2 and CCL5 was abolished in cells lacking
TNFR1 (Figure 6).

TNFa Signaling in Stromal Cells Promotes
Trophoblast Invasion
Next, we tested whether factors secreted by hESC treated with
TNF-a may enhance trophoblast activity. Again, we utilized the
A B

DC

FIGURE 4 | Pathway analysis of regulated genes in hESC treated with TNF-a. hESC were treated with vehicle or 25 ng/ml TNF-a for 24 hr. mRNA was isolated
from three independent experiments and analyzed by RNA-sequencing. (A) Volcano plot of the statistically significant differentiated genes by Log (Fold Change) vs
-Log (adjusted P-value). TNF-a induced genes are shown in red and repressed genes are shown in blue. (B) Pathway analysis of TNF-a-regulated genes in hESC
identify the top 10 activated KEGG Pathway. Functions were ranked by the associated p-value and graphed by -log (p-value) using iPathwayGuide software.
(C) Top 10 significantly upregulated and downregulated genes were plotted by Log (Fold Change). (D) Validation of the array was done by determining the
expression of TNFSF18 and INHBA in hESC cells treated with vehicle or 25 ng/ml TNF-a for 6 hr and 24 hr. Expression is determined relative to the control not
treatment. Statistical significance when compared to control was determined by a two-tailed t-test and is denoted with p < 0.0001 (***), p < 001 (**).
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3D invasion assay described above (19). BLS were transferred
individually to a 96-well plate containing Matrigel alone, a
monolayer of hESC seeded below the Matrigel matrix, or a 24
hour TNF-a treated (20 ng/ml) hESC seeded below the Matrigel
matrix (Figure 7A). The presence of hESC below the Matrigel
matrix enhanced invasion of trophoblast cells from the BLS on
Day 2 and 4 when compared to Matrigel alone and this effect was
further enhanced in hESC treated with TNF-a (Figure 7A).
Quantification of the invasion process reveled that the addition
of TNF-a to hESC doubled the number of invading projections
on day 2 when compared to vehicle treated hESC (Figure 7B).
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On Day 4, the average number of trophoblasts invading
projections was significantly higher in the TNF-a treated hESC
wells (131.2 ± 11.7) compared to the Matrigel alone wells (1.5 ±
2.14) or the vehicle treated hESC wells (69.8 ± 6.97) (Figure 7B).

To further demonstrate the role of TNFa in the above results,
wt-hESC or hESC-TNFR1KD were treated with either vehicle or
TNF-a (25 ng/mL) prior to seeding below the Matrigel matrix
(Figure 8A). BLS were then transferred to wells containing
wt-hESC treated with either vehicle or TNF-a and to hESC-
TNFR1KO treated with either vehicle or TNF-a. Trophoblast
invasion was monitored, and number and length of projections
FIGURE 6 | Regulation of CCL2 and CCL5 expression by TNFR1. The presence of CCL2 and CCL5 in the conditioned media of hESC transfected with TNFR1 or
NTC siRNA and treated with vehicle (Veh) or 25 ng/mL TNF-a for 24 hr was analyzing using by multi-plex assay. Note the absence of CCL2 and CCL5 expression in
hESC lacking TNFR1. Statistical significance when compared to vehicle treated NTC siRNA was determined by ANOVA with Tukey’s post-hoc analysis and is
denoted with p < 0.01 (**).
A

B

C

FIGURE 5 | Receptor-specific knockdown to determine the mechanism of TNF-a action. (A) Transcript levels of TNFR1 and TNFR2 measured by quantitative
RT-PCR from hESC transfected with control scrambled siRNA, TNFR1 siRNA, or TNFR2 siRNA. Quantified mRNA values were normalized to the reference gene
PPIB and set relative to the scrambled siRNA sample. Statistical significance when compared to scrambled siRNA was determined by ANOVA with Tukey’s post-hoc
analysis and is denoted with p < 0.05 (*) or p < 0.01 (**). (B) Transcript levels of IL-8 and CCL-4 (MIP-1B) measured by quantitative RT-PCR from hESC transfected
with scrambled siRNA, TNFR1 siRNA, or TNFR2 siRNA. Quantified mRNA values were normalized to the reference gene PPIB and set relative to the scrambled
siRNA sample. Statistical significance when compared to scrambled siRNA was determined by ANOVA with Tukey’s post-hoc analysis and is denoted with p < 0.01
(**). (C) Cytokine and Chemokine PrimePCR Pathway panel array was used to measure mRNA expression in 4 independent replicates of hESC transfected with
TNFR1 or NTC siRNA and treated with vehicle (Veh) or 25 ng/mL TNF-a for 6 hr. Green denotes downregulated genes, red denotes upregulated genes, and black
boxes indicate that the transcript was not detected.
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was quantified by life imaging after 2 and 4 days. At both time
points, the number of invasive trophoblast cells was greater in
wells plated with TNF-a treated wt-hESC compared to vehicle
treatment (Figures 8B, C). However, in cells lacking TNFR1
(hESC-TNFR1KD), trophoblast invasion was significantly
reduced on Day 2 and 4 (Figures 8B, C). While the addition
of TNF-a to wt-hESC significantly increased the migration of
trophoblast cells (Figures 8B, C), it did not have a comparable
effect in wells containing hESC-TNFR1KO. These results suggest
that TNF-a enhances the expression of hESC-secreted factors
responsible for trophoblast invasion in a TNFR1-
dependent manner.

Stromal-Derived Factors Are Responsible
for Trophoblast Invasion
To further determine that the signals necessary for the
promotion of trophoblast invasion are factors secreted from
hESC in response to TNF-a, we used the same 3D invasion
model as described above. However, we substituted the hESC
cells with conditioned media (CM). BLS were transferred to wells
containing Matrigel alone, Matrigel mixed in a 1:1 ratio with
hESC-CM, or Matrigel mixed in a 1:1 ratio with CM obtained
from TNF-a (20 ng/mL)-treated hESC (24 hours) (Figure 9A).
While the addition of hESC CM enhanced trophoblast
outgrowth compared to that of Matrigel alone, the CM from
hESC exposed to TNF-a increased the number of invading cells
by approximately 3-fold on day 2 as compared to that of Matrigel
alone (Figures 9B, C). Furthermore, at each time point, the
factors secreted from hESC in response to TNF-a enhanced
trophoblast invasion by 2.8-fold compared to the factors secreted
from hESC under basal conditions (Figure 9C). We did not
observe trophoblast migration in wells containing media with
TNF-a alone (data not showed).
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Effect of hESC-Derived Cytokines on
Trophoblast Motility
To understand the potential molecular mechanics by which
hESC-derived factors enhance trophoblast migration and
invasion, we performed RNAseq on BLS exposed to CM from
TNF-a treated hESC. Our data shows that 229 genes were
upregulated, and 322 genes were downregulated when BLS
were exposed to CM produced by TNF-a treated hESC
(Figure 10A). Signal receptor activity, cell signaling,
communication, and cell receptor activities and cell motility
were the main biological processes enriched by CM of TNF-a
treated hESC (Figure 10B). KEGG pathway analysis showed an
association with activation of inflammatory pathways, such as
cytokine-cytokine receptor interaction, TNF-a, IL-17, and NF-k
signaling pathways (Figure 10C).

Since we observed IL-17 expression by hESC treated with
TNFa (Table 1) and IL-17 pathway as one of the KEGG
pathways enriched in the trophoblast, we investigated whether
IL-17 could be one of the factors produced by hESC that is
necessary to promote trophoblast migration and invasion. Using
gene pathway analysis, we investigated the downstream genes
induced by IL-17 that could promote trophoblast migration. We
identified several chemokines and cytokines known to induce cell
motility that were upregulated in trophoblast cells exposed to
hESC condition media, including CCL2, CXCL6/IL6, CXCL1/
GROa, IL-1b, CSF2/GMCSF, CXCL8/IL8, MMP3, and MMP9
(Figure 11A). These genes are all involved in cell motility
function (Figure 11B).

To test the hypothesis that IL-17 has a regulatory function on
trophoblast gene expression and function, we treated trophoblast
cells with IL-17 (200 ng/ml) and determined the cytokines/
chemokines mRNA expression levels by qPCR. Our data
showed that IL-17 significantly enhanced the mRNA
A B

FIGURE 7 | Trophoblast invasion in response to TNF-a-stimulation of hESC. (A) Blastocyst-like spheroids (BLS) were transferred to individual wells of a 96-well plate
that contained Matrigel alone, a monolayer of hESC seeded below the Matrigel matrix, or a monolayer of hESC treated with 20 ng/ml TNF-a for 24 hr prior to the
addition of the Matrigel. Outgrowths of trophoblast cells were visualized on Day 2 and 4 using the 10X objective on the Echo Revolve Microscope. (B) The number of
invading cells were quantified from all experimental conditions on Day 2 and 4. Bar graphs represent the mean of 6 independent experiments ± SEM. Statistical
significance was determined by ANOVA and is denoted as p < 0.0001 (****).
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expression of IL6, CXCL8, PDL1, CXCL1, CSF2/GMCSF,
MMP3, and MMP9 in trophoblast cells (Figure 12). Finally,
we tested whether IL-17 could impact trophoblast migration and
invasion. We exposed BLS to IL-17 (200 ng/ml) and monitored
Frontiers in Immunology | www.frontiersin.org 11
attachment and migration. Interestingly, addition of IL-17 to the
medium promoted trophoblast attachment and migration
(Figure 13); a process that is not observed in the absence of
IL-17 (Figure 13).
A CB

FIGURE 9 | Effect of hESC conditioned media on trophoblast invasion. (A) Blastocyst-like spheroids (BLS) were transferred to individual wells of a 96-well plate that
contained 1) Control: Matrigel alone or Matrigel with 20 ng/ml TNF-a, 2) Matrigel mixed in a 1:1 ratio with conditioned media from hESC, or 3) Matrigel mixed in a 1:1
ratio with conditioned media from hESC treated with 20 ng/ml TNF-a for 24 hrs. (B) Trophoblast cells migrating out from the BLS were visualized on Day 2 and 4
using the 10x objective on the Echo Revolve Microscope. Note the presence of projections on the group containing Matrigel mixed in a 1:1 ratio with conditioned
media from hESC treated with 20 ng/ml TNF-a for 24 hrs. No invasion is observed in the control group with either media alone or media with TNFa. (C) The number
of invading cells were quantified from all experimental conditions on Day 2 and 4. Bar graphs represent the mean of 3 independent experiments ± SEM. Statistical
significance was determined by ANOVA and is denoted as p< 0.0001 (****).
A CB

FIGURE 8 | Trophoblast invasion in response to TNFR1 siRNA treated hESC. (A) Blastocyst-like spheroids (BLS) were transferred to individual wells of a 96-well plate that
contained monolayer of hESC seeded below the Matrigel matrix. hESC were either transfected with NTC siRNA or TNFR1 siRNA. Transfected cells were then treated with
vehicle or 20 ng/ml TNF-a for 24 hrs prior to the addition of Matrigel. (B) Trophoblast cell outgrowths were visualized on Day 2 and Day 4 using the 10X objective on the Echo
Revolve Microscope. (C) The number of invading cells were quantified from all experimental conditions on Day 2 and 4. Bar graphs represent the mean of 3 independent
experiments ± SEM. Statistical significance was determined by ANOVA and is denoted as p < 0.032 (*) and p < 0.0002 (***). n.s., non significant.
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DISCUSSION

We report the characterization of an inflammatory network that is
modulated by endometrial stroma cells, which is responsible for the
regulation of trophoblast migration and invasion. We show that
TNF-a regulates the expression and secretion of inflammatory
factors from endometrial stroma cells that will then confer
trophoblast cells with migratory and invasive capacity. We
Frontiers in Immunology | www.frontiersin.org 12
demonstrate, for the first time, that target genes regulated by TNF-
amodulate hESC signaling and induce a favorable environment for
trophoblast migration and early invasion. The findings from this
study demonstrate the presence of an inflammatory network lead by
TNF-a promoting the expression and secretion of cytokines, such as
IL-17 inhESC. IL-17 then interactswith trophoblast cells and induces
the expression of genes responsible for promoting trophoblast
migration and invasion (Figure 14).
A B

FIGURE 11 | Genes regulated by IL17 in Trophoblast cells. Activated genes in IL17 signaling pathway that are associated with Cell Motility. Analysis of RNA seq
from BLS exposed to hESC CM. (A) Gene Expression of IL-17 target genes increased in trophoblast cells exposed to hESC conditioned media. (B) The activated
genes in IL17 signaling pathway that are associated with Cell Motility.
A B

C

FIGURE 10 | Genes regulated by TNF-a stromal conditional medium (SCM). (A) BLS were treated with 50% Optimum or 50% TNF-a stromal conditional medium
(SCM) for 6 hr. mRNA was isolated from three independent experiments and analyzed by RNA-sequencing. The number of genes regulated by TNF-a SCM are
separated into induced or repressed. Differentiated genes maps were shown as dot-plot by Log (Fold Change) vs -Log (adjusted P-value). iPathwayGuide software
was used to analyze the TNF-a SCM regulated gene list and identify the top 10 activated GO biological process (B) GO molecular function. (C) KEGG Pathway
analysis of stroma cells treated with TNFa.
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Pregnancy success depends on proper communication
between endometrial and trophoblasts cells (74, 75). hEC,
hESC, and immune cells are the most important cellular
components of the human endometrium, which take part in
orchestrating early implantation through intercellular signaling
(8, 27, 76). Cytokines and chemokines, such as IL-1b, TNFa,
CSF-1, IL6, LIF, IL-17 and prostaglandins, are expressed before
and during implantation. These factors work to establish an
inflammatory environment responsible for uterine endometrial
Frontiers in Immunology | www.frontiersin.org 13
receptivity (8, 29, 77). While it is now well established that early
stages of pregnancy are associated with an inflammatory process
(75), the cellular and molecular components regulating
inflammation are still not fully elucidated. Unfortunately, the
understanding of the biological networks responsible for the
early process of human blastocyst implantation is limited by legal
and ethical regulations. Thus, there is a need to establish
multicellular models that mimic the process of implantation.
To overcome these limitations, several investigators have
FIGURE 13 | IL17 induce the migration of BLS. BLS were pretreated with vehicle or IL17 for 24 hrs and performed the migration assay and quantify the diameters
of migrated cells from BLS. IL-17 treatment promotes trophoblast attachment and migration. Statistical significance when compared to NT BLS was determined by
ANOVA and is denoted with p<0.05 (**) or p<0.01 (***).
FIGURE 12 | IL-17 induce the expression of genes associated with motility in trophoblast. Sw71 cells were treated with vehicle or 200 ng/ml IL17 for 24 hr,
Quantified mRNA values were normalized to the reference gene GAPDH and set relative to the NT sample. Statistical significance when compared to NT was
determined by t-test and is denoted with p < 0.05 (*) or p < 0.01 (**), p > 0.001 (***).
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developed in vitro models of embryo/endometrium interaction
where two or more cellular components are evaluated (69, 78–
81). We established a 3D in vitro model of the human
endometrium consisting of hESC within an extracellular
matrix and trophoblast cells as the main component of a BLS
that lacks the inner cell layer (19, 33). All in vitro models have
their limitations and ours is not an exception. We use a first
trimester trophoblast cell line which as a monolayer has the
characteristics of EVT. However, as we previously reported (19),
when Sw. 71 cells are cultured in low attachment plates and form
the spheroids, we observed a decrease in the expression of
epithelial markers and concomitant increase in expression of
mesenchymal genes such as Snail and Slug as well as stem cell
markers like Sox2 and KLF4 (19). Therefore, the trophoblast cells
forming the spheroids are different from the monolayer. Similar
results are observed with trophoblast primary cultures isolated
from first trimester placentas (19).

Using these in vitro models, we were able to separate the
process of trophoblast migration and invasion. An important
finding using this model is the observation that trophoblast
migration/invasion only occurs under the appropriate signaling
and it is not an intrinsic characteristic of these cells.
Furthermore, we found that factors secreted by hESC seem to
regulate a major part of BLS attachment and trophoblast
migration. Moreover, this exclusive role of hESC was also
observed in trophoblast invasion using the 3D invasion assay
(19, 33). Interestingly, CM from hESC treated with TNF-a
showed a significant improvement in trophoblast migration
and invasion. Previous studies have correlated the cytokine
levels in endometrial secretions with pregnancy outcome (82,
83). Our findings further support the role of endometrial
secretions, cytokines, and chemokines, as regulators of
Frontiers in Immunology | www.frontiersin.org 14
trophoblast invasion and provide the evidence for the role of
and TNF-a as a critical inducer of their expression, which are
necessary for successful implantation. While the addition of
hESC CM enhanced trophoblast outgrowth compared to
Matrigel alone, the CM from hESC exposed to TNF-a
increased the number of invading cells by approximately
5-fold. Furthermore, at each time point, the factors secreted
from hESC in response to TNF-a enhanced trophoblast invasion
compared to the factors secreted from hESC under basal
conditions. However, deletion of TNFR1 in stroma cells
abolished the capability of hESC to promote trophoblast
migration and invasion. The fact that we see an effect from
hESC derived factors, but not in the hESC TNFR-KD cells can be
explained by the constitutive, although low, expression of TNF-a
by these cells.

Decidual macrophages are considered the main source of
TNFa expression (41, 84); however, the glandular epithelium is
also a source of TNFa and its synthesis and secretion is regulated
by ovarian steroid hormones (85).

Using a wound assay that mimics the inflammation seeing
during wound/repair process, we could demonstrate that hESC
showed significantly higher transcription of IL-8, RANTES,
CCL4 (MIP-1b), and CCL2 (MCP-1) compared to HEC.
Interestingly, the exact same elevated pro-inflammatory
cytokine-profile was found within endometrial samples from
women who conceived after endometrial biopsy, also a wound/
repair process (14). Moreover, the observed increase of TNFR1
and TNFR2 after hESC wounding further support our hypothesis
of the potential involvement of TNF-a in the regulation of pro-
inflammatory factors that are necessary for embryo
implantation. This was confirmed when TNF-a treatment of
hESC showed a significantly higher expression of IL-8 and CCL4.
FIGURE 14 | Model of an inflammatory network responsible for embryo implantation. M1 macrophages secrete TNFa, which binds to its receptor, TNFR1, in hESC
and promotes the expression of inflammatory cytokines, such as IL17. IL-17 by acting on trophoblast cells prompts the expression of factors necessary to confer
trophoblast cells with the capacity to attach, migrate and invade the endometrial tissue.
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Furthermore, knocking down TNFR1 or TNFR2 in hESC
revealed the involvement of TNFR1 in TNF-mediated signaling
for the expression of IL-8 and CCL4. Using this approach, we
demonstrated the specificity of TNFR1/2 in cytokine/chemokine
regulation providing a tool to identify the specific tissue and cell
functionality for each receptor.

Almost twenty years ago it was reported that endometrial
biopsies taken during the spontaneous cycle preceding the IVF
treatment substantially increase the rates of implantation,
clinical pregnancies, and live births (36). The positive effects
of local endometrial injury have been confirmed by later
multiple studies (37–40, 86, 87). However, more recent
studies have challenged the efficacy of endometrial biopsy to
enhance receptivity (88). A possible explanation for the distinct
outcomes could be based on the type of inflammation induced
by the biopsy. Our results highlight a potential mechanism by
which endometrial biopsy, by inducing a wound repair
inflammatory process, restores endometrial receptivity (13,
14, 27). The beneficial effect of the biopsy represents the
ability of this intervention to successfully promote a local
inflammatory response in preparation for implantation.
Furthermore, the specificity of this response may depend on
the induction of TNF-a signaling in hESC (14). In this study,
we demonstrate that TNF-a signaling is capable of activating
biological cell functions in hESC, which leads to a highly
favorable environment for trophoblast migration and
early invasion.

After showing the importance of TNF-a signaling in the
activation of inflammation-associated cytokine and chemokine
production, we evaluated the pathways that were activated in
the trophoblast by hESC secreted factors stimulated by TNF-a.
Gene analysis revealed an increase in the expression of genes
regulated by IL-17, a potent proinflammatory cytokine (89)
produced by a specific subset of T Helper cells (TH), Th17, as
well as by other cell types such as gdT cells, NK cells, stroma
and epithelial cells. IL-17 binds the IL-17R to trigger
inflammatory response by inducing proinflammatory
cytokines and chemokines and play important biological
functions that include protection against infection, tissue
remodeling, and cell migration (89, 90).

In cancer metastasis, a biological process similar to
trophoblast invasion, IL-17 has been shown to promote
migratory capacity to cancer cells via the STAT3 pathway (91–
93). Furthermore, Xu et al. reported that Th17 cells were present
in decidua and were increased in the peripheral blood during
clinically normal pregnancies (94). Additionally, they reported
that Th17 cell supernatants promoted trophoblast proliferation,
and that anti-IL-17 neutralizing antibody abolished the Th17
cell-induced trophoblast proliferation (94). In this study, we
show that hESC cells, following stimulation by TNF-a, also
express and secrete IL-17. Since we observed, IL-17-induced
genes in trophoblast exposed to hESC CM, we hypothesized that
IL-17 may be an essential component of hESC-induced
trophoblast migration. Indeed, addition of IL-17 to BLS,
promotes trophoblast migration. It is also associated with
trophoblastic expression of chemokines and inflammatory
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cytokines, such as CXCL8, CXCL10, CSF1, CXCL1, which are
necessary for implantation. Based on these findings, we
postulated that, TNF-a enhances IL-17 expression and
secretion by hESC, which then promotes trophoblast migration
and invasion thought the expression of genes necessary for this
process (Figure 14).

Upon completion of implantation, as the levels of TNF-a
decrease, IL-17 expression also drops down. This decrease is
concomitant with the differentiation of stroma cells into decidual
cells and the establishment of an anti-inflammatory environment
(76). Recent studies have observed a correlation between low
levels of IL-17 in the peripheral blood of women just after
spontaneous abortion, which highlights IL-17 as a regulatory
cytokine essential to the initiation and maintenance of a
successful pregnancy (95). We present a biological role for
IL-17 during early pregnancy, in facilitating trophoblast
migration and invasion. We postulate that in the lack of IL-17,
implantation failure would occur due to abnormal trophoblast
invasion. Additional studies are necessary to demonstrate the
role of IL17 during human implantation.

Conversely, due to the strong pro-inflammatory effect,
chronic high levels of IL-17 may also become detrimental for
the later stages of pregnancy. Indeed, higher levels of IL-17 has
been associated with pregnancy complications, such as
miscarriages (96, 97).

In summary, we describe the characterization of a cellular
network that promotes trophoblast migration and invasion
and might play an important role during embryo implantation.
We demonstrate that hESC promotes trophoblast migration
and invasion through the generation of an inflammatory
environment modulated by TNF-a. We also show the role of
stromal derived IL-17 as a promoter of trophoblast migration
through the induction of essential genes that confer migratory
capacity to cells of the trophectoderm. Our findings provide
a new insight into the complexity of the implantation
process and reveal the importance of inflammation for
embryo implantation.
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Secretomics Reveals ChemotacticMigration and IntercellularCommunication of
Endometrial and Circulating MSCs in Embryonic Implantation. Int J Mol Sci
(2021) 22(11):5638. doi: 10.3390/ijms22115638

65. DaSilva-Arnold SC, Zamudio S, Al-Khan A, Alvarez-Perez J, Mannion C,
Koenig C, et al. Human Trophoblast Epithelial-Mesenchymal Transition in
Abnormally Invasive Placenta†. Biol Reprod (2018) 99(2):409–21. doi:
10.1093/biolre/ioy042

66. Yamakoshi S, Bai R, Chaen T, Ideta A, Aoyagi Y, Sakurai T, et al. Expression
of Mesenchymal-Related Genes by the Bovine Trophectoderm Following
Conceptus Attachment to the Endometrial Epithelium. Reproduction (2012)
143(3):377–87. doi: 10.1530/REP-11-0364

67. Imakawa K, Bai R, Kusama K. Integration of Molecules to Construct the
Processes of Conceptus Implantation to the Maternal Endometrium. J Anim
Sci (2018) 96(7):3009–21. doi: 10.1093/jas/sky103

68. Imakawa K, Bai R, Fujiwara H, Kusama K. Conceptus Implantation and
Placentation: Molecules Related to Epithelial-Mesenchymal Transition,
Lymphocyte Homing, Endogenous Retroviruses, and Exosomes. Reprod
Med Biol (2016) 15(1):1–11. doi: 10.1007/s12522-015-0215-7

69. Wang H, Pilla F, Anderson S, Martinez-Escribano S, Herrer I, Moreno-Moya
JM, et al. A Novel Model of Human Implantation: 3D Endometrium-Like
Culture System to Study Attachment of Human Trophoblast (Jar) Cell
Spheroids. Mol Hum Reprod (2012) 18(1):33–43. doi: 10.1093/molehr/gar064

70. Ashary N, Tiwari A, Modi D. Embryo Implantation: War in Times of Love.
Endocrinology (2018) 159(2):1188–98. doi: 10.1210/en.2017-03082

71. Dimitriadis E, Nie G, Hannan NJ, Paiva P, Salamonsen LA. Local Regulation
of Implantation at the Human Fetal-Maternal Interface. Int J Dev Biol (2010)
54(2-3):313–22. doi: 10.1387/ijdb.082772ed

72. Silasi M, You Y, Simpson S, Kaislasuo J, Pal L, Guller S, et al. Human
Chorionic Gonadotropin Modulates CXCL10 Expression Through Histone
Methylation in Human Decidua. Sci Rep (2020) 10(1):5785. doi: 10.1038/
s41598-020-62593-9

73. Fest S, Aldo PB, Abrahams VM, Visintin I, Alvero A, Chen R, et al.
Trophoblast-Macrophage Interactions: A Regulatory Network for the
Protection of Pregnancy. Am J Reprod Immunol (2007) 57(1):55–66. doi:
10.1111/j.1600-0897.2006.00446.x

74. Osokine I, Erlebacher A. Chapter 8 - Immunology of the Decidua. In: Mor G,
editor.Reproductive Immunology. LondonUK:AcademicPress (2021). p. 129–45.
November 2021 | Volume 12 | Article 737401

https://doi.org/10.1016/j.fertnstert.2006.05.062
https://doi.org/10.1016/j.fertnstert.2007.05.064
https://doi.org/10.1016/j.fertnstert.2007.05.064
https://doi.org/10.1111/j.1479-828X.2009.01076.x
https://doi.org/10.1002/uog.12539
https://doi.org/10.1172/JCI36682
https://doi.org/10.1016/S0165-0378(00)00089-9
https://doi.org/10.1023/A:1021740108284
https://doi.org/10.1016/j.jri.2010.10.003
https://doi.org/10.3389/fimmu.2017.00120
https://doi.org/10.1093/molehr/gah233
https://doi.org/10.1111/j.1600-0897.2012.01181.x
https://doi.org/10.1111/j.1600-0897.2012.01181.x
https://doi.org/10.3389/fimmu.2019.00792
https://doi.org/10.1093/humrep/dey347
https://doi.org/10.1007/s12016-016-8596-x
https://doi.org/10.1016/j.cyto.2005.07.003
https://doi.org/10.1016/j.cyto.2005.07.003
https://doi.org/10.1038/ijo.2016.154
https://doi.org/10.1016/j.placenta.2008.10.012
https://doi.org/10.1016/j.placenta.2009.08.007
https://doi.org/10.1210/en.2003-1606
https://doi.org/10.1210/en.2003-1606
https://doi.org/10.1126/science.1156725
https://doi.org/10.1002/JLB.1A0420-012RR
https://doi.org/10.1111/aji.13187
https://doi.org/10.1111/aji.12288
https://doi.org/10.4161/cc.23406
https://doi.org/10.4161/cc.23406
https://doi.org/10.1093/bioinformatics/btp120
https://doi.org/10.1093/bioinformatics/btp120
https://doi.org/10.1093/bioinformatics/btv193
https://doi.org/10.3390/ijms22115638
https://doi.org/10.1093/biolre/ioy042
https://doi.org/10.1530/REP-11-0364
https://doi.org/10.1093/jas/sky103
https://doi.org/10.1007/s12522-015-0215-7
https://doi.org/10.1093/molehr/gar064
https://doi.org/10.1210/en.2017-03082
https://doi.org/10.1387/ijdb.082772ed
https://doi.org/10.1038/s41598-020-62593-9
https://doi.org/10.1038/s41598-020-62593-9
https://doi.org/10.1111/j.1600-0897.2006.00446.x
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


You et al. Inflammation and Trophoblast Invasion
75. Maxwell AJ, You Y, Aldo PB, Zhang Y, Ding J, Mor G. Chapter 1 - The Role of
the Immune System During Pregnancy: General Concepts. In: Mor G, editor.
Reproductive Immunology. London UK: Academic Press (2021). p. 1–21.

76. Kaislasuo J, Simpson S, Petersen JF, Peng G, Aldo P, Lokkegaard E, et al. IL-10
to TNFalpha Ratios Throughout Early First Trimester can Discriminate
Healthy Pregnancies From Pregnancy Losses. Am J Reprod Immunol (2020)
83:e13195. doi: 10.1111/aji.13195

77. Sharma S, Godbole G, Modi D. Decidual Control of Trophoblast Invasion. Am
J Reprod Immunol (2016) 75(3):341–50. doi: 10.1111/aji.12466

78. Teklenburg G, Macklon NS. Review: In Vitro Models for the Study of Early
Human Embryo-Endometrium Interactions. Reprod Sci (2009) 16(9):811–8.
doi: 10.1177/1933719109334966

79. Fitzgerald HC, Schust DJ, Spencer TE. In Vitro Models of the Human
Endometrium: Evolution and Application for Women’s Health+. Biol
Reprod (2020) 104(2):282–93. doi: 10.1093/biolre/ioaa183

80. Stern-Tal D, Achache H, Jacobs Catane L, Reich R, Tavor Re’em T. Novel 3D
Embryo Implantation Model Within Macroporous Alginate Scaffolds. J Biol
Eng (2020) 14(1):18. doi: 10.1186/s13036-020-00240-7

81. Weimar CH, Post Uiterweer ED, Teklenburg G, Heijnen CJ, Macklon NS. In-Vitro
ModelSystems for theStudyofHumanEmbryo-EndometriumInteractions.Reprod
BioMed Online (2013) 27(5):461–76. doi: 10.1016/j.rbmo.2013.08.002

82. Brosens JJ, Salker MS, Teklenburg G, Nautiyal J, Salter S, Lucas ES, et al.
Uterine Selection of Human Embryos at Implantation. Sci Rep (2014) 4:3894.
doi: 10.1038/srep03894

83. Cheong Y, Boomsma C, Heijnen C, Macklon N. Uterine Secretomics: A
Window on the Maternal-Embryo Interface. Fertil Steril (2013) 99(4):1093–9.
doi: 10.1016/j.fertnstert.2013.01.144

84. Ning F, Liu H, Lash GE. The Role of Decidual Macrophages During Normal
and Pathological Pregnancy. Am J Reprod Immunol (2016) 75(3):298–309.
doi: 10.1111/aji.12477

85. Terranova PF, Hunter VJ, Roby KF, Hunt JS. Tumor Necrosis Factor-Alpha in
the Female Reproductive Tract. Proc Soc Exp Biol Med (1995) 209(4):325–42.
doi: 10.3181/00379727-209-43905B

86. Almog B, Shalom-Paz E, Dufort D, Tulandi T. Promoting Implantation by
Local Injury to the Endometrium. Fertil Steril (2010) 94(6):2026–9. doi:
10.1016/j.fertnstert.2009.12.075

87. Narvekar S, Gupta N, Shetty N, Kottur A, Srinivas M, Rao K. Does Local
Endometrial Injury in the Nontransfer Cycle Improve the IVF-ET Outcome in
the Subsequent Cycle in Patients With Previous Unsuccessful IVF? A
Randomized Controlled Pilot Study. J Hum Reprod Sci (2010) 3(1):15–9.
doi: 10.4103/0974-1208.63116

88. Lensen S, Osavlyuk D, Armstrong S, Stadelmann C, Hennes A, Napier E, et al.
A Randomized Trial of Endometrial Scratching Before In Vitro Fertilization.
N Engl J Med (2019) 380(4):325–34. doi: 10.1056/NEJMoa1808737

89. Xu S, Cao X. Interleukin-17 and its Expanding Biological Functions. Cell Mol
Immunol (2010) 7(3):164–74. doi: 10.1038/cmi.2010.21
Frontiers in Immunology | www.frontiersin.org 18
90. Wu L, Chen X, Zhao J, Martin B, Zepp JA, Ko JS, et al. A Novel IL-17
Signaling Pathway Controlling Keratinocyte Proliferation and Tumorigenesis
via the TRAF4-ERK5 Axis. J Exp Med (2015) 212(10):1571–87. doi: 10.1084/
jem.20150204

91. Li Q, Han Y, Fei G, Guo Z, Ren T, Liu Z. IL-17 Promoted Metastasis of Non-
Small-Cell Lung Cancer Cells. Immunol Lett (2012) 148(2):144–50. doi:
10.1016/j.imlet.2012.10.011

92. Li Y, Cao ZY, Sun B, Wang GY, Fu Z, Liu YM, et al. Effects of IL-17A on the
Occurrence of Lung Adenocarcinoma. Cancer Biol Ther (2011) 12(7):610–6.
doi: 10.4161/cbt.12.7.16302

93. Cunningham D, Zhang Q, Liu S, Parajuli KR, Nie Q, Ma L, et al. Interleukin-
17 Promotes Metastasis in an Immunocompetent Orthotopic Mouse Model of
Prostate Cancer. Am J Clin Exp Urol (2018) 6(3):114–22.

94. Wu HX, Jin LP, Xu B, Liang SS, Li DJ. Decidual Stromal Cells Recruit Th17
Cells Into Decidua to Promote Proliferation and Invasion of Human
Trophoblast Cells by Secreting IL-17. Cell Mol Immunol (2014) 11(3):253–
62. doi: 10.1038/cmi.2013.67

95. Kaminski VL, Ellwanger JH, Matte MCC, Savaris RF, Vianna P, Chies JAB.
IL-17 Blood Levels Increase in Healthy Pregnancy But Not in Spontaneous
Abortion. Mol Biol Rep (2018) 45(5):1565–8. doi: 10.1007/s11033-018-
4268-7

96. Lee SK, Kim JY, Lee M, Gilman-Sachs A, Kwak-Kim J. Th17 and Regulatory T
Cells in Women With Recurrent Pregnancy Loss. Am J Reprod Immunol
(2012) 67(4):311–8. doi: 10.1111/j.1600-0897.2012.01116.x

97. Wang WJ, Hao CF, Yi-Lin Yin GJ, Bao SH, Qiu LH, Lin QD. Increased
Prevalence of T Helper 17 (Th17) Cells in Peripheral Blood and Decidua in
Unexplained Recurrent Spontaneous Abortion Patients. J Reprod Immunol
(2010) 84. doi: 10.1016/j.jri.2009.12.003

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

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

Copyright © 2021 You, Stelzl, Joseph, Aldo, Maxwell, Dekel, Liao, Whirledge and
Mor. 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.
November 2021 | Volume 12 | Article 737401

https://doi.org/10.1111/aji.13195
https://doi.org/10.1111/aji.12466
https://doi.org/10.1177/1933719109334966
https://doi.org/10.1093/biolre/ioaa183
https://doi.org/10.1186/s13036-020-00240-7
https://doi.org/10.1016/j.rbmo.2013.08.002
https://doi.org/10.1038/srep03894
https://doi.org/10.1016/j.fertnstert.2013.01.144
https://doi.org/10.1111/aji.12477
https://doi.org/10.3181/00379727-209-43905B
https://doi.org/10.1016/j.fertnstert.2009.12.075
https://doi.org/10.4103/0974-1208.63116
https://doi.org/10.1056/NEJMoa1808737
https://doi.org/10.1038/cmi.2010.21
https://doi.org/10.1084/jem.20150204
https://doi.org/10.1084/jem.20150204
https://doi.org/10.1016/j.imlet.2012.10.011
https://doi.org/10.4161/cbt.12.7.16302
https://doi.org/10.1038/cmi.2013.67
https://doi.org/10.1007/s11033-018-4268-7
https://doi.org/10.1007/s11033-018-4268-7
https://doi.org/10.1111/j.1600-0897.2012.01116.x
https://doi.org/10.1016/j.jri.2009.12.003
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	TNF-α Regulated Endometrial Stroma Secretome Promotes Trophoblast Invasion
	Introduction
	Materials and Methods
	Human Samples
	Reagents
	Cytokines and Antibodies
	Luminex Multiplex Assay
	Cell Lines
	Formation of Blastocyst-Like Spheroids
	Isolation of Peripheral Blood Mononuclear Cells
	B Cell, T Cells and Macrophage Cells Isolation
	Generation of hESC and HEE Cells Conditioned Media Preparation
	Generation of Na&iuml;ve B-Cell and T-Cell Conditioned Media
	Generation of Macrophage Conditioned Media
	Wound Assay
	Trophoblast Migration Assay
	Trophoblast Invasion Assay
	RNA Interference
	RNA Isolation and Quantitative RT-PCR Analysis
	Whole-Genome Analysis
	Statistical Analysis

	Results
	Endometrial Stromal Cells Regulate Trophoblast Attachment and Migration
	Endometrial Stromal Cells Promote Trophoblast Invasion
	Human Endometrial Stromal Cell-Regulated Trophoblast Migration Is Mediated by Inflammatory Cytokines
	TNF-α Exposure Induces a Robust Transcriptional Response in hESC
	TNF-α Signaling in hESC Is Mediated by TNFR1
	TNFα Signaling in Stromal Cells Promotes Trophoblast Invasion
	Stromal-Derived Factors Are Responsible for Trophoblast Invasion
	Effect of hESC-Derived Cytokines on Trophoblast Motility

	Discussion
	Data Availability Statement
	Author Contributions
	Funding
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


