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Abstract

Background: Commercial swine breeds in North America undergo two waves of spontaneous fetal loss; one
during peri-attachment and another during mid-gestation. Although an exact mechanism for this loss is not
known, deficits in vasculature at the attachment sites appear to be a major cause. We hypothesized that a balance
between pro-angiogenic and anti-angiogenic factors is needed at the maternal-fetal interface for successful
conceptus development. Six selected members of the pro-angiogenic fibroblast growth factor (FGF) and platelet
derived growth factor (PDGF) families and anti-angiogenic factor thrombospondin-1 (TSP-1) and its receptor CD36
were quantified and localized at the porcine maternal-fetal interface at early and midgestation time points.

Methods: Mesometrial endometrium was collected from non-pregnant gilts (n = 8). Endometrial and
chorioallantoic membrane samples were collected from healthy and arresting conceptus attachment sites at
gestation day (gd) 20 (n = 8) and gd 50 (n = 8). At gd20 arresting conceptus attachment sites were distinguished
by decreased vasculature of the placental membranes and decreased conceptus size. At gd50 arresting
conceptuses attachment sites were identified by smaller conceptus length and weight measurements. Quantitative
real time PCR was used to determine relative transcript levels of genes of interest, and cellular localization was
determined by immunohistochemistry in paraffin embedded endometrial sections.

Results: At gd20, endometrial samples from arresting conceptuses had elevated transcripts for bFGF, and PDGF-bb
than healthy sites (p < 0.05). At gd50, bFGF, FGFR2, and CD36 were more abundant at arresting than at healthy
conceptus attachment sites (p < 0.05). Chorioallantoic membrane from arresting conceptus attachment sites at
gd20 had elevated transcripts for bFGF, FGFR1, FGFR2 and CD36 compared with healthy sites (p < 0.05). FGFR2
transcripts were more abundant in chorioallantoic membrane from arresting conceptuses at gd 50 (p < 0.05).
Immunohistochemical localization of selected pro- and anti-angiogenic factors and receptors revealed their
abundance in the luminal epithelium, uterine glands and perivascular areas of endometrium at gd20 and gd50.

Conclusions: We provide comprehensive analysis of pro and anti-angiogenic factors at the porcine maternal fetal
interface during early and mid-pregnancy. At mRNA levels, the majority of pro-angiogenic factors investigated were
elevated at the sites of fetal arrest. These observations contrast with our previous findings of decreased Vascular
Endothelial Growth Factor (VEGF) family members at arresting sites, and suggest that the bFGF family functions as
a compensatory survival mechanism when major angiogenic proteins are decreasing at the sites of fetal arrest.
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Background
Prenatal mortality is a prime concern for commercial
pork industry in North America. Thirty to forty percent
of conceptuses are lost during gestation [1]. This sponta-
neous fetal loss is found in two waves, a peri-attachment
wave of conceptus loss (gd 10-30) and a mid gestational
wave of fetal loss (gd 50-70) [1-4]. Since only 1.3% of
conceptuses have a gross chromosomal abnormality, con-
ceptus genetics is unlikely to account for more than a
minor proportion of the fetal losses [5]. Although exact
mechanisms for the fetal loss are still unknown, angio-
genesis appears to be crucial in successful development
of conceptuses through gestation.
Angiogenesis is defined as the formation of blood ves-

sels from pre-existing blood vessels. Swine, a species
with an epitheliochorial form of placentation, undergo
extensive angiogenesis at the maternal-fetal interface to
meet the nutrient requirements of the developing con-
ceptus [6]. Investigations of the porcine maternal-fetal
interface at time points representative of the peri-
attachment [3,4,7] and mid-gestational [7] stages of con-
ceptus loss showed that conceptuses undergoing growth
arrest had decreased endometrial vasculature compared
to their healthy counterparts. We postulate that a deficit
in vascular development at the maternal-fetal interface
may play a participatory role in the conceptus loss that
occurs during porcine pregnancy. Previously, we have
reported decreased transcripts of the prime pro-angio-
genic molecule VEGF and two of its receptors, VEGFRI
and VEGFRII, in endometrial lymphocytes, endome-
trium and trophoblast associated with arresting concep-
tus attachment sites [3,4,7]. Although there was no
direct evidence that the arresting conceptuses identified
at early or mid-gestation will be lost later during gesta-
tion, our studies provided first evidence [3,4,7] that dys-
regulation in angiogenesis at the maternal-fetal interface
is a prime cause leading to growth arrest of developing
conceptuses. Given that angiogenesis is a complex pro-
cess which is regulated through a number of alternate
pathways, we extended our investigations of the mater-
nal-fetal interface in relation to pregnancy success or
failure.
Basic Fibroblast Growth Factor (bFGF) is a pro-angio-

genic molecule, a potent mitogen of endothelial cells and
provides the initial stimulus needed for angiogenesis [8].
It is highly expressed in endometrium during rat, human
and primate pregnancy [9-12]. In porcine endometrium,
bFGF and its two angiogenic receptors (FGFR1 and
FGFR2) are expressed at the beginning of pregnancy
(gd10) when extensive angiogenesis is occurring [13].
Basic fibroblast growth factor and FGFR1 are localized in
the luminal epithelium, stroma and glands in porcine
endometrium [13-15]. FGF-9 is highly upregulated in

pregnant porcine endometrium, and its localization to
the glandular epithelium indicates it could act as an
important embryonic growth factor [16].
Platelet derived growth factor-bb, another pro-angio-

genic growth factor, can stimulate endothelial cells to
form nascent vascular networks and recruit mural cells
to stabilize developing blood vessels [17,18]. PDGF-bb’s
two main angiogenic receptors, PDGFRa and PDGFRb,
are involved in different aspects of angiogenesis;
PDGFRa in the stimulation of endothelial cells, and
PDGFRb in the recruitment of mural cells [19,20]. Dur-
ing pregnancy, PDGFs are actively expressed on both
sides of the maternal-fetal interface in humans [21,22].
Platelet Derived Growth Factor-bb and PDGFRb play an
essential role in normal murine placental development.
Knockouts for either show abnormal labyrinthine forma-
tion, reduced labyrinthine trophoblast, and inherently
dilated blood vessels that lack pericytes [19,20,23]. Dis-
tribution of PDGFRa and b has been well characterized
[24] at the porcine maternal-fetal interface at the begin-
ning of pregnancy (gd7-12).
Thrombospondin-1 (TSP-1) is a potent anti-

angiogenic factor and effects angiogenesis by directly
binding CD36 expressed on endothelial cells, as well as
through growth factors, cytokines and proteases [25].
Thrombospondin-1 has the ability to inhibit endothelial
cell DNA synthesis, leaving the cells unable to prolifer-
ate [26]. Thrombospondin-1 can directly bind VEGF,
leading to internalization through the low density lipo-
protein receptor-1 receptor [27]. Thrombospondin-1
also regulates the activity and bioavailability of matrix
metalloproteinases, which in turn, regulate VEGF bioa-
vailability by releasing matrix bound VEGF [28]. In
humans, TSP-1 is expressed by endometrial stromal
cells [29]. CD36, the primary TSP-1 anti-angiogenic
receptor, is also expressed in human endometrium [30].
Thrombospondin-1 and CD36 have never been investi-
gated at the maternal-fetal interface of a species with
epitheliochorial placentation.
The purpose of this study was to determine whether

changes in pro- and anti-angiogenic factors are asso-
ciated with spontaneous fetal loss in North American
swine. We hypothesized that a balance between pro-
angiogenic (FGF and PDGF family members) and anti-
angiogenic factors (TSP-1 and CD36) is required at the
porcine maternal-fetal interface to promote successful
conceptus development.

Methods
Porcine tissue sample collection
Porcine endometrial and chorioallantoic membrane
samples were obtained from specific pathogen-free
Yorkshire gilts housed at the Arkell Swine Research
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Station of the University of Guelph. First time cycling
gilts were slaughtered and uteri collected from non-
pregnant (NP) (n = 8, diestrus), gd20 (n = 8) and gd50
(n = 8) stages. Immediately following slaughter, uteri
were transported on ice, to an RNAse decontaminated
laboratory. Random samples of mesometrial endome-
trium were collected from non-pregnant uteri. At gd20
and gd50, healthy and arresting littermates were identi-
fied and endometrial and chorioallantoic membrane
samples were taken from the attachment sites [3,4,7].
Arresting conceptuses were identified by decreased size
and lower placental vascularity at gd20, and decreased
conceptus length and weight measurements at gd50 [3].
Samples were collected from three healthy attachment
sites, and all arresting conceptus attachment sites per
uterus. Each sample was divided into three portions; one
was snap-frozen at -80°C for RNA and protein extraction,
another was frozen at -80°C in OCT cryomatrix for cryo-
sectioning, and the last was placed in 4% paraformalde-
hyde for paraffin embedded immunohistochemistry.

RNA extraction from endometrial and chorioallantoic
membrane samples
RNA extraction was performed using RNAeasy Mini Kit
(Qiagen Sciences, Mississauga, ON, Canada) as per
manufacturer’s instructions. Thirty mg of tissue was dis-
rupted and homogenized with Buffer RLT provided with
the kit containing b-mercaptoethanol in a microcentri-
fuge tube. A rotor-stator homogenizer was used to dis-
rupt the tissue (Fisher Scientific, Ottawa, ON). The
lysate was centrifuged and 600 μL of 70% ethanol was
added to the supernatant. Samples were loaded onto
RNAeasy spin columns and centrifuged for 15 seconds.
After two washings of spin columns with wash buffer
provided with the kit, purified RNA was eluted by add-
ing 30 μL of RNAase/DNAase free water. The Gene
Quant Pro RNA/DNA calculator (Biochrome IDD,
Cambridge, MA) was then used to measure RNA con-
centration. RNA was immediately put through first
strand cDNA synthesis, or frozen at -80°C for subse-
quent use.

cDNA synthesis
cDNA synthesis was performed using First-Strand cDNA
Synthesis Kit as per manufacturer’s instructions (GE
Healthcare, Buckinghamshire, UK). RNA (1.5 μg in
20 μL) heated at 65°C for 10 minutes in GeneAMP PCR
System 2700 (Applied Biosystems, Foster, CA). To this,
11 μL of the bulk first strand cDNA reaction mix, 1 μL
of DTT solution and 1 μL of poly(dT) primer was added.
The sample was incubated for 60 minutes at 37°C in the
PCR machine. The cDNA was stored in -20°C for future
use as a template for real time polymerase chain reaction.

Quantitative real-time PCR
Primers were designed based on coding sequence
homology from different mammalian species (human,
mouse, rat, cow, horse and dog) usingPrimer3
http://frodo.wi.mit.edu/primer3/ program. Target genes
were amplified from pooled porcine reproductive tissue
cDNA with Quantitect SYBR Green I PCR mix (Qiagen)
on real-time capillary based PCR system (LightCycler,
Roche Diagnostics, Laval, QC). Amplification product
was sequenced to confirm that primers were amplifying
target genes. Following confirmation that primer sets
were amplifying desired genes, relative quantification
with b-actin as a housekeeping gene was performed
using the LightCycler480 (Roche Diagnostics, Laval,
QC). Data were analyzed using LightCycler480 RelQuant
software.

Immunohistochemistry in paraffin embedded porcine
endometrial sections
Paraffin-embedded endometrial sections were cut at 7
μm and placed on positively charged microscope slides
(Superfrost Plus, Fisher Scientific, Ottawa, ON). Sec-
tions were deparaffinised by serial rinsing in 100%
xylene, 100%, 90% and 70% ethanol, and water. Antigen
retrieval was performed by boiling the section in citrate
buffer (pH 6.5) for five minutes. The sections were
covered with Peroxidase Block (DAKO, Carpenteria,
CA) for five minutes and rinsed with Tris-buffered sal-
ine (TBS). Non-specific blocking was performed with
serum-free protein block (DAKO, Carpenteria, CA).
Primary antibody for the proteins of interest was
applied to sections with concentrations varying from 1
μg/ml - 4 μg/ml (as titrated in the laboratory, antibody
concentrations and source are provided in Table 1) for
1 hour. Negative slides were treated identically except
isotype control antibody was used instead of primary
antibody. Sections were rinsed and placed in a bath of
TBS containing 0.05% Tween 20 (TBST) and then
incubated with a biotinylated secondary antibody 0.2
μg/ml (DAKO, Carpenteria, CA) for 15 minutes. After
rinsing in TBST, sections were covered with streptavi-
din conjugated to horseradish peroxidise (DAKO,

Table 1 Antibody sources and concentrations used for
immunohistochemistry experiments

Antibody (Abcam) Concentration

Rabbit Polyclonal to FGFR1(ab10646) 1 μg/ml

Rabbit Polyclonal to FGFR2 (ab10648) 4 μg/ml

Rabbit Polyclonal to PDGF-bb (ab23914) 4 μg/ml

Mouse Monoclonal to PDGFRb (ab10847) 4 μg/ml

Mouse Monoclonal to Thrombospondin-1 (ab1823) 4 μg/ml

Rabbit Polyclonal to CD36 (ab36977) 4 μg/ml
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Carpenteria, CA) for 15 minutes. Final color was devel-
oped using DAB+ chromogen and substrate (DAKO,
Carpenteria, CA) for 5 minutes. Slides were counter-
stained with haematoxylin for three minutes and dehy-
drated in serial washes of increasing ethanol
concentrations (70-100%) followed by xylene. Slides
were examined using a Leica DMLB microscope (Leica
Microsystems Inc., Richmond Hill, ON). Images were
captured using QCapture Pro software (QImaging Cor-
poration, Surrey, BC).

Statistical analysis
Statistical analysis of quantitative RT-PCR was done
using Sigma Stat 3.5 software. Data was logarithmically
transformed before an ANOVA on Ranks test was per-
formed. If the data were normally distributed, and had
equal variance, a one way ANOVA was performed
instead. For ANOVA on Ranks, a Dunn’s post test was
used. For a one way ANOVA, a Holm-Sidak post test
was used. A p-value < 0.05 was considered significant.

Results
Expression of bFGF, FGFR1, FGFR2 mRNAs level and
immunolocalization
Basic fibroblast growth factor, FGFR1, and FGFR2 were
transcribed in non-pregnant endometrium as well as
endometrium and chorioallantoic membrane at gd20
and 50 (Figure 1). Transcripts of bFGF were higher in
endometrium from arresting conceptus attachment sites
compared to tissue from healthy sites at both gd20, and
gd50 (p < 0.05) (Figure 1A). No significant differences
were found for FGFR1 between endometrial tissue from
healthy and arresting conceptus attachment sites at
either time points (Figure 1B). For FGFR2, endometrial
tissues from arresting conceptus attachment sites had
elevated FGFR2 transcript levels compared to healthy
at gd50 (Figure 1C) (p < 0.05); no difference was seen
at gd20.
Chorioallantoic membrane from arresting conceptus

attachment sites demonstrated elevated transcript levels
of bFGF in comparison with healthy at gd20 (p < 0.05;
Figure 1D). Similarly Chorioallantoic membrane from
arresting gd20 conceptus attachment sites had elevated
transcript levels of FGFR1 and FGFR2 compared to tis-
sue from healthy sites (Figure 1D, E p < 0.05). At gd50,
no significant difference was observed between healthy
and arresting conceptus attachment sites for these three
genes (Figure 1D, E, F).
Fibroblast growth factor receptors 1 and 2 expression

was confirmed in endometrium from healthy and arrest-
ing conceptus attachment sites at gd20 and gd50 by
immunohistochemistry (Figure 2). The receptors were
localized in the endometrial luminal epithelium, blood
vessels, and uterine glands (Figure 2).

Expression of PDGF-bb, PDGFRa, and PDGFRb transcript
levels and immunohistochemistry
Transcript levels of PDGF-bb were higher in endome-
trial tissue from arresting conceptus attachment sites
compared to endometrial tissue from healthy sites at
gd20 (p < 0.05), but were unchanged at gd50 (Figure 3A).
Transcripts for both receptors (PFGFRa and b) were
present in non-pregnant endometrium, endometrium
associated with attachment sites, and gd20 and gd50
chorioallantoic membrane (Figure 3B, C, E, F). No
PDGF-bb transcripts were detected in non-pregnant
endometrium or in gd50 chorioallantoic membrane. An
opposite trend was seen for PDGFRa expression, such
that tissue from healthy conceptus attachment sites had
elevated PDGFRa transcript levels compared to arresting
sites at gd20 (p < 0.05; Figure 3B). Platelet derived growth
factor receptor-b transcript levels did not differ between
endometrium at healthy and arresting conceptus attach-
ment sites (Figure 3C). Platelet Derived Growth Factor
family member transcript levels did not differ between
tissue from healthy and arresting conceptus attachment
sites for gd20 or gd50 chorioallantoic membrane (Figure
3D, E, F).
Platelet derived growth factor-bb and PDGFRb expres-

sion was confirmed in endometrial tissue associated with
healthy and arresting conceptus attachment sites by
immunohistochemistry (Figure 4). Expression of PDGF-
bb was localized to the luminal epithelium, blood
vessels, and uterine glands (Figure 4A, B, D, E). Immu-
nostaining of PDGF-bb appeared more intense in tissue
from arresting conceptus sites at gd20 especially in the
luminal epithelium and in blood vessels (Figure 4A,
and 4B). Platelet Derived Growth Factor Receptor-b was
localized to the luminal epithelium, uterine glands, and
blood vessels (Figure 4G, H, J, K).

Anti-angiogenic factor TSP-1 and its receptor CD36 are
present at the porcine maternal-fetal interface
Both TSP-1 and CD36 were transcribed in non-pregnant
endometrium, as well as in endometrium and chorioal-
lantoic membrane at gd20 and 50 (Figure 5). No differ-
ence was found for transcripts of TSP-1 between
endometrial tissue from healthy and arresting conceptus
attachment sites at gd20 or gd50 (Figure 5A). In endo-
metrium at gd50, arresting conceptus attachment sites
had elevated CD36 transcript levels compared to healthy
sites (p < 0.05), but no difference was found at gd20 or
between endometrial samples from non-pregnant and
pregnant pigs (Figure 5B). Thrombospondin-1 transcript
levels were not significantly different between chorioal-
lantoic membrane from healthy and arresting conceptus
attachment sites at gd20 or gd50 (Figure 5C). Chorioal-
lantoic membrane samples from arresting conceptus
attachment sites had elevated transcript levels of CD36

Edwards et al. Reproductive Biology and Endocrinology 2011, 9:5
http://www.rbej.com/content/9/1/5

Page 4 of 11



compared to tissue from healthy sites at gd20 (p < 0.05),
but not at gd50 (Figure 5D). Both TSP-1 (Figure 6A, B,
D,E) and CD36 (Figure 6G, H, J, K) expression was loca-
lized to the luminal epithelium, uterine glands and
blood vessels.

Discussion
Successful mammalian pregnancy requires a substantial
increase in blood flow at the maternal-fetal interface to
meet the nutrient demands of the growing conceptus.
Various species have evolved various mechanisms to
accomplish this increase in blood flow. In some species,
like human and mice, blood flow is increased by remo-
delling endometrial arteries. In swine, blood flow to the
maternal-fetal interface is increased almost exclusively
by endometrial and placental angiogenesis. Regulation of
angiogenesis and the development of maternal and pla-
cental vasculature are of central importance to optimal
conceptus development. The goal of this study was to
identify and characterize the dynamic changes in angio-
genic growth factor expression at the maternal-fetal
interface during the first half of pregnancy, when preg-
nancy is most likely to fail.

We investigated the FGF and PDGF pro-angiogenic
families. With the exception of PDGFRa, pro-angiogenic
growth factors and receptors transcript levels were ele-
vated at sites of fetal arrest. These findings raise an
intriguing question. Why, at sites of fetal arrest, where it
is well documented that there is reduced vasculature at
the maternal-fetal interface [3,4,7] and pro-angiogenic
molecules (VEGF) are found to be decreased, would
members of other pro-angiogenic families have elevated
transcripts? We postulate that at sites of fetal arrest, the
conceptus responds to signals (or by a dearth of signal)
induced by restricted vascularization, by producing tran-
scripts of the alternate pro-angiogenic molecules bFGF
and PDGFbb,thereby potentially increasing its chances
of survival. This could be a survival mechanism to com-
pensate for decreased VEGF at these sites. The increase
in FGFR1 and FGFR2 transcript levels at arresting sites
in chorioallantoic membrane at gd20 could also be
attributed to this compensatory survival mechanism.
Sufficient receptor expression would be necessary to
allow bFGF to induce angiogenesis. The elevated bFGF
transcript levels at these sites could also drive the eleva-
tion in receptor transcript level. In a swine model of

Figure 1 mRNA expression of bFGF and its receptors at the porcine maternal-fetal interface. bFGF (A, D), FGFR1 (B, E), and FGFR2 (C, F)
mRNA transcripts relative to b-actin transcripts were quantified in non-pregnant (NP) endometrium, and gd20 and gd50 endometrium (A, B, C)
and chorioallantoic membrane (D, E, F) from healthy (HE, HCAM) and arresting (AE, ACAM) conceptus attachment sites. Log transformed data
was analyzed by ANOVA, p < 0.05 was considered significant. ACAM: arresting conceptus chorioallantoic membrane; HCAM: healthy conceptus
chorioallantoic membrane; HE; healthy endometrium; AE: arresting endometrium.
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Figure 2 Immunohistochemical localization of FGFR1 and FGFR2. FGFR1 (A-F) and FGFR2 (G-L) expression in endometrium from healthy
(A, D, G, J) and arresting (B, E, H, K) conceptus attachment sites at gd20 and gd50. Expression of both receptors was associated with blood
vessels (red arrows), luminal epithelium (blue arrows), and uterine glands (green arrows). Trophoblast (Tr) are visible in some sections. Size bars
represent 100 μm.
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induced endothelial cell dysfunction, administration of
bFGF was able to increase FGFR1 protein expression [31].
BFGF, PDGF-bb and their angiogenic receptors have a

variety of functions at maternal-fetal interface outside of
angiogenesis. They are involved in tissue remodelling
and function as both propagators and effectors of the
inflammatory response [8,17]. The ubiquitous expression
of bFGF, which has been previously localized to the
luminal epithelium, uterine glands, and uterine stromal
cells and corresponding extracellular matrix in pregnant
porcine endometrium [14] provides further evidence
that it has functions outside of angiogenesis at the por-
cine maternal-fetal interface. The increase in bFGF or
PDGF-bb transcript levels seen at arresting attachment
sites may not solely be associated with angiogenesis, but
rather one of the other functions of the molecule such
as tissue remodelling or effectors of an inflammatory
response. Immunohistochemistry was performed to
visualize whether the localization of angiogenic factors
and receptors differed between healthy and arresting
endometrial attachment sites. Despite repeated attempts

with varying antibody concentrations or modifications in
the protocol, we were unable to optimize immunostain-
ing for bFGF. However, FGFR1 and FGFR2 were loca-
lized to the luminal epithelium, uterine stroma, uterine
glands, and blood vessels in endometrium at both
healthy and arresting attachment sites, similar to pre-
vious findings [13]. Similar localization was observed for
PDGF-bb and PDGFRb. The localization of PDGF-bb
and PDGFRb in perivascular areas at sites of fetal arrest,
along with their ample expression in arresting tissues,
indicates that inhibited stabilization of nascent blood
vessels at arresting sites does not contribute to the lack
of vasculature.
Anti-angiogenesis is essential for regulating growth of

nascent blood vessels. To our surprise, TSP-1 transcript
levels did not differ between healthy and arresting in
endometrium or chorioallantoic membrane at gd20 or
gd50. In contrast, the TSP-1 receptor CD36 shows ele-
vated transcription at sites of arrest in gd20 chorioallan-
toic membrane and gd50 endometrium. In the absence of
an increase in ligand (TSP-1), it is difficult to assess the

Figure 3 mRNA expression of PDGF-bb and its receptors at the porcine maternal-fetal interface. PDGF-bb (A, D), PDGFRa (B, E), and
PDGFRb (C, F) mRNA transcripts were quantified in non-pregnant endometrium and gd20 and gd50 endometrium and chorioallantoic
membrane from healthy (HE, HCAM) and arresting (AE, ACAM) conceptus attachment sites. Transcript levels are relative to b-actin. ND= Not
detected. Data was log transformed before analysis by ANOVA, p < 0.05 were considered significant. ACAM: arresting conceptus chorioallantoic
membrane; HCAM: healthy conceptus chorioallantoic membrane; HE; healthy endometrium; AE: arresting endometrium.

Edwards et al. Reproductive Biology and Endocrinology 2011, 9:5
http://www.rbej.com/content/9/1/5

Page 7 of 11



Figure 4 Immunohistochemical localization of PDGF-bb and PDGFRb. PDGF-bb (A-F) and PDGFRb (G-L) expression in endometrium from
healthy (A, D, G, J), and arresting (B, E, H, K) attachment sites at gd20 and 50. Expression of both ligand and receptor was associated with blood
vessels (red arrows), luminal epithelium (blue arrows), and uterine glands (green arrows). Trophoblasts (Tr) are visible in some sections. Size bars
represent 100 μm.
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contribution that an increase in receptor expression
would have on anti-angiogenic activity. Currently, there
are no reports of constitutive anti-angiogenic activity
for CD36. CD36 is highly expressed on macrophages
and platelets [32], where it also functions as a scaven-
ger receptor, and is involved in the uptake of apoptotic
particles [33]. Previously, we have shown elevated tran-
script levels for FAS/FASL at arresting attachment sites
during peri-attachment, indicating the possibility of
increased apoptosis [3]. If CD36 is elevated at arresting
sites, it could be related to apoptosis and not anti-
angiogenic activity. But a role in anti-angiogenesis is
strongly suggested, since both TSP-1 and CD36 were

localized to perivascular areas by immunohistochemis-
try. These observations point out potential anti-
angiogenic mechanisms at play at the porcine mater-
nal-fetal interface, but there is insufficient evidence to
suggest that abnormal anti-angiogenic activity contri-
butes to fetal arrest.
This study provides insight into the changes of

pro-angiogenic growth factor expression during the first
half of pregnancy in a species with epitheliochorial pla-
centation. It also demonstrates for the first time that
anti-angiogenic growth factors are abundantly present
particularly at arresting sites at the maternal-fetal inter-
face during porcine pregnancy.

Figure 5 mRNA expression of TSP-1 and CD36 at the porcine maternal-fetal interface. TSP-1 (A), and CD36 (B) mRNA transcripts in non-
pregnant endometrium and gd20 and gd50 endometrium (A,C) and chorioallantoic membrane (B, D) were quantified from healthy (HE, HCAM)
and arresting (AE, ACAM) conceptus attachment sites. Transcript levels are relative to b-actin. Data was log transformed and analyzed by ANOVA.
A p < 0.05 was considered significant. ACAM: arresting conceptus chorioallantoic membrane; HCAM: healthy conceptus chorioallantoic
membrane; HE; healthy endometrium; AE: arresting endometrium.
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Figure 6 Immunohistochemical localization of TSP-1 and CD36. TSP-1 (A-F) and CD36 (G-L) were immunolocalized in endometrium at
healthy (A, D) and arresting (B, E) conceptus attachment sites gd20 and 50. Expression of ligand and receptor was localized to blood vessels
(red arrows), luminal epithelium (blue arrows), and uterine glands (green arrow). Size bars represent 100 μm.

Edwards et al. Reproductive Biology and Endocrinology 2011, 9:5
http://www.rbej.com/content/9/1/5

Page 10 of 11



Acknowledgements
This research was supported by Natural Sciences and Engineering Research
Council (NSERC), Ontario Ministry of Agriculture Food and Rural Affairs,
Ontario Pork and Bioniche Life Sciences, Inc.

Author details
1Department of Biomedical Science, University of Guelph, Guelph, ON N1G
2W1, Canada. 2Department of Microbiology and Immunology, University of
Western Ontario, London, ON N6A 5C1, Canada. 3Department of Anatomy
and Cell Biology, Queen’s University, Kingston, ON K7L 3N6, Canada.

Authors’ contributions
AKE carried out real time PCR and immunohistochemistry experiments,
performed statistical analysis and wrote the manuscript. MJVH helped in the
real-time PCR experiments and statistical analysis. JMW helped with the
immunohistochemistry experiments. BAC participated in designing this work
and editing manuscript. CT conceived the experimental work, designed
experiments and wrote part of the manuscript. All authors read and
approved the manuscript.

Competing interests
The authors declare that they have no competing interests.

Received: 17 November 2010 Accepted: 17 January 2011
Published: 17 January 2011

References
1. Geisert RD, Schmitt RAM: Early embryo survival in the pig. Can it be

improved? J Anim Sc 2002, 80:E54-E65.
2. Wilson ME, Biensen NJ, Ford SP: Novel insight into the control of litter

size in pigs, using placental efficiency as a selection tool. J Anim Sci
1999, 77:1654-1658.

3. Tayade C, Black GP, Fang Y, Croy BA: Differential gene expression in
endometrium, endometrial lymphocytes and trophoblasts during
successful and abortive embryo implantation. J Immunol 2006,
176:148-156.

4. Linton NF, Wessels JM, Cnossen SA, van den Heuvel MJ, Croy BA, Tayade C:
Angiogenic DC-SIGN(+) cells are present at the attachment sites of
epitheliochorial placentae. Immunol Cell Biol 2010, 88(1):63-71.

5. Zudova D, Rezacova O, Kubickova S, Rubes J: Aneuploidy detection in
porcine embryos using fluorescence in situ hybridization. Cytogenet
Genome Res 2003, 102:179-183.

6. Moffett A, Loke C: Immunology of placentation in eutherian mammals.
Nat Rev Immunol 2006, 6(8):584-594.

7. Tayade C, Fang Y, Hilchie D, Croy BA: Lymphocyte contributions to altered
endometrial angiogenesis during early and mid gestation fetal loss.
J Leukoc Biol 2007, 82:877-886.

8. Presta M, Dell’era P, Mitola S, Moroni E, Ronca R, Rusnati M: Fibroblast
growth factor/fibroblast growth factor receptor system in angiogenesis.
Cytokine Growth Factor Rev 2005, 16:159-178.

9. Srivastava RK, Gu Y, Ayloo S, Zilberstein M, Gibori G: Developmental
expression and regulation of basic fibroblast growth factor and vascular
endothelial growth factor in rat decidua and in a decidual cell line.
J Mol Endocrinol 1998, 21:355-362.

10. Rusnati M, Casarotti G, Pecorelli S, Ragnotti G, Bresta M: Basic fibroblast
growth factor in ovulatory cycle and postmenopausal human
endometrium. Growth Factors 1990, 3:299-307.

11. Samathanam CA, Adesanya OO, Zhou J, Wang J, Bondy CA: Fibroblast
growth factors 1 and 2 in the primate uterus. Biol Reprod 1998,
59:491-496.

12. Wordinger RJ, Smith KJ, Bell C, Chang IF: The immunolocalization of basic
fibroblast growth factor in the mouse uterus during the initial stages of
embryo implantation. Growth Factors 1994, 11:175-186.

13. Welter H, Wollenhaupt K, Einspanier R: Developmental and hormonal
regulated gene expression of fibroblast growth factor 2 (FGF-2) and its
receptors in porcine endometrium. J Steroid Biochem Mol Biol 2004,
88:295-304.

14. Gupta A, Bazer FW, Jaeger LA: Immunolocalization of acidic and basic
fibroblast growth factors in porcine uterine and conceptus tissues. Biol
Reprod 1997, 5:1527-1536.

15. Wollenhaupt K, Welter H, Brüssow KP, Einspanier R: Regulation of
endometrial fibroblast growth factor 7 (FGF-7) and its receptor FGFR2IIIb
in gilts after sex steroid replacements, and during the estrous cycle and
early gestation. J Reprod Dev 2005, 51(4):509-519.

16. Østrup E, Bauersachs S, Blum H, Wolf E, Hyttel P: Differential endometrial
gene expression in pregnant and nonpregnant sows. Biol Reprod 2010,
83(2):277-285.

17. Seifert RA, Hart CE, Phillips PE, Forstrom JW, Ross R, Murray MJ, Bowen-
Pope DF: Two different subunits associate to create isoform-specific
platelet-derived growth factor receptors. J Biol Chem 1989,
264(15):8771-8778.

18. Heldin CH, Ernlund A, Rorsman C, Rönnstrand L: Dimerization of B-type
platelet-derived growth factor receptors occurs after ligand binding and
is closely associated with receptor kinase activation. J Biol Chem 1989,
264(15):8905-8912.

19. Hellström M, Kalén M, Lindahl P, Abramsson A, Betsholtz C: Role of PDGF-B
and PDGFR-β in recruitment of vascular smooth muscle cells and
pericytes during embryonic blood vessel formation in the mouse.
Development 1999, 126:3047-3055.

20. Lindahl P, Johansson BR, Levéen P, Betsholtz C: Pericyte loss and
microaneurysm formation in PDGF-B-deficient mice. Science 1997, 277:242-245.

21. Goustin AS, Betscholtz C, Pfiefer-Ohlsonn S, Persson H, Rydnert J,
Bywater M, Holmgren G, Heldin CH, Westermark B, Ohlsonn R:
Coexpression of the sis and myc proto-oncogenes in developing human
placenta suggests autocrine control of trophoblast growth. Cell 1985,
41:301-312.

22. Boehm KD, Daimon M, Gorodeski IG, Sheean A, Utian WH, Ilan J:
Expression of the insulin-like and platelet-derived growth factor genes
in human uterine tissues. Mol Reprod Dev 1990, 27:93-101.

23. Ohlsson R, Falck P, Hellstrom M, Lindahl P, Bostrom H, Ranklin G, Ahrlund-
Richter L, Pollard J, Soriona P, Etsholtz C: Pdgfb regulates the
development of the labyrinthine layer of the mouse fetal placenta. Dev
Biol 1999, 212:124-136.

24. Persson E, Rodriguex-Martinez H: Immunocytochemical Localization of
Growth Factors and Intermediate Filaments During the Establishment of
the Porcine Placenta. Microsc Res Tech 1997, 38(1-2):165-175.

25. Zhang X, Lawler J: Thrombospondin-based antiangiogenic therapy.
Microvasc Res 2007, 74:90-99.

26. Armstrong LC, Björkblom B, Hankenson KD, Siadak AW, Stiles CE,
Bornstein P: Thrombospondin 2 inhibits microvascular endothelial cell
proliferation by a caspase-independent mechanism. Mol Biol Cell 2002,
13(6):1893-1905.

27. Greenaway J, Lawler J, Moorehead R, Bornstein P, Lamarre J, Petrik J:
Thrombospondin-1 inhibits VEGF levels in the ovary directly by binding
and internalization via the low density lipoprotein receptor-related
protein-1 (LRP-1). Cell Physiol 2007, 210(3):807-818.

28. Jin Y, Wang X, Xiao Y, Lv C, Ding C, Lin Q: The role of TSP-1 on decidual
macrophages involved in the susceptibility to unexplained recurrent
spontaneous abortion. Am J Reprod Immunol 2009, 61(3):253-260.

29. Kawano Y, Nakamura S, Nasu K, Fukuda J, Hisashi Narahara H, Miyakawa I:
Expression and regulation of thrombospondin-1 by human endometrial
stromal cells. Fertil Steril 2005, 83:1056-1059.

30. Rees MC, Heryet AR, Bicknell R: Immunohistochemical properties of the
endothelial cells in the human uterus during the menstrual cycle. Hum
Reprod 1993, 8(8):1173-1178.

31. Boodhwani M, Voisine P, Ruel M, Sodha NR, Feng J, Xu SH, Bianchi C,
Sellke SW: Comparison of vascular endothelial growth factor and
fibroblast growth factor-2 in a swine model of endothelial dysfunction.
Eur J Cardiothorac Surg 2008, 33(4):645-650.

32. Silverstein RL: Inflammation, atherosclerosis, and arterial thrombosis: Role
of the scavenger receptor CD36. Cleve Clin J Med 2009, 76(Suppl 2):S27-30.

33. Greenberg ME, Sun M, Zhang R, Febbraio M, Silverstein RL, Hazen SL:
Oxidized phosphatidylserine-CD36 interactions play an essential role in
macrophage-dependent phagocytosis of apoptotic cells. J Exp Med 2006,
203:2613-2625.

doi:10.1186/1477-7827-9-5
Cite this article as: Edwards et al.: Expression of angiogenic basic
fibroblast growth factor, platelet derived growth factor,
thrombospondin-1 and their receptors at the porcine maternal-fetal
interface. Reproductive Biology and Endocrinology 2011 9:5.

Edwards et al. Reproductive Biology and Endocrinology 2011, 9:5
http://www.rbej.com/content/9/1/5

Page 11 of 11

http://www.ncbi.nlm.nih.gov/pubmed/10438009?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10438009?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16365405?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16365405?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16365405?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19755977?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19755977?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14970699?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14970699?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16868549?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17634279?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17634279?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15863032?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15863032?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9845676?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9845676?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9845676?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2257150?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2257150?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2257150?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9716545?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9716545?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7734143?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7734143?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7734143?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15120423?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15120423?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15120423?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15976484?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15976484?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15976484?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15976484?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20393170?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20393170?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2542288?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2542288?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2542295?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2542295?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2542295?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10375497?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10375497?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10375497?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9211853?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9211853?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2986848?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2986848?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1979007?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1979007?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10419690?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10419690?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9260847?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9260847?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9260847?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17559888?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12058057?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12058057?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19239428?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19239428?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19239428?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15820829?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15820829?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7691867?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7691867?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18201892?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18201892?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19376978?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19376978?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17101731?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17101731?dopt=Abstract

	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Porcine tissue sample collection
	RNA extraction from endometrial and chorioallantoic membrane samples
	cDNA synthesis
	Quantitative real-time PCR
	Immunohistochemistry in paraffin embedded porcine endometrial sections
	Statistical analysis

	Results
	Expression of bFGF, FGFR1, FGFR2 mRNAs level and immunolocalization
	Expression of PDGF-bb, PDGFRα, and PDGFRβ transcript levels and immunohistochemistry
	Anti-angiogenic factor TSP-1 and its receptor CD36 are present at the porcine maternal-fetal interface

	Discussion
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /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 true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


