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The differences in RCAS1 and DFF45 endometrial
expression between late proliferative, early secretory,
and mid-secretory cycle phases
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Abstract: RCAS]1 expression is related to the regulation of activated immune cells and to connective tissue remodeling
within the endometrium. DFF45 seems to play an important role in the apoptotic process, most likely by acting through the
regulation of DNA fragmentation. Its expression changes within the endometrium seem to be related to the resistance of
endometrial cells to apoptosis. The aim of the present study was to evaluate RCAS1 and DFF45 endometrial expressions
during ovulation and the implantation period. RCAS1 and DFF45 expression was assessed by the Western-blot method in
endometrial tissue samples obtained from 20 patients. The tissue samples were classified according to the menstrual cycle
phases in which they were collected, with a division into three phases: late proliferative, early secretory, and mid-secretory.
The lowest level of RCASI and the highest level of DFF45 endometrial expression was found during the early secretory
cycle phase. Statistically significantly higher RCAS1 and statistically significantly lower DFF45 endometrial expression
was identified in the endometrium during the late proliferative as compared to the early secretory cycle phase. Moreover,
statistically significantly higher RCAS1 and statistically significantly lower DFF45 expression was found in the endometri-
um during the mid-secretory as compared to the early secretory cycle phase. The preparation for implantation process in the
endometrium is preceded by dynamic changes in endometrial ECM and results from the proper interaction between endome-
trial and immune cells. The course of this process is conditioned by the immunomodulating activity of endometrial cells and
their resistance to immune-mediated apoptosis. These dynamic changes are closely related to RCAS1 and DFF45 expres-
sion alterations.
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Introduction ly the dynamic changes that take place during the men-
strual cycle phases, the menstrual cycle has been fur-
ther divided into six sub-phases: early-, mid-, and late-
proliferative, and early-, mid-, and late- secretory
[1,2]. The cyclic alterations of the immunomodulating
factor expressions such as interleukins (IL-1, IL-11,
IL-13, IL-15, IL-18) leukemia inhibitory factor (LIF),
- - mRNA transcripts encoding regulated upon activation
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The endometrium represents a unique kind of tissue
with immunomodulating activity that enables the
accumulation of active cytotoxic cells during the
implantation window. In order to evaluate more close-




endometrium [3-18]. Recently, RCASI1 (receptor-
binding cancer antigen expressed on SiSo cells) pro-
tein has been shown to participate in the regulation of
immune cell activity in the endometrium [19-24].
RCASI has been observed as a factor responsible for
tumor escape from host immunological surveillance
[19,20,26]. RCAS1 may induce apoptosis of cytotoxic
lymphocytes and mainly leads to strong suppression of
lymphocyte growth [19,25,26]. Moreover, it has been
suggested that RCAS1 also induces connective tissue
remodeling [25,27]. A dispersion of extracellular
matrix (ECM) during the mid-secretory phase of the
cycle has been found to be crucial for ovum implanta-
tion [28]. Besides the endometrial immunomodulating
activity, its proper function is preserved by the protec-
tion of endometrial cells from immune-mediated apop-
tosis through the disturbance of apoptotic signal trans-
duction. This endometrial ability has been named
resistance to immune-mediated apoptosis and seems to
be linked with DNA fragmentation factor (DFF)
expression changes [29]. DFF is composed of a 40
kDa protein DFF40, with a nuclease activity, and a 45
kDa protein inhibitory sub-unit DFF45 [30]. DFF45
seems to play an important role in the onset of the
apoptotic process, most likely by acting through the
regulation of DNA fragmentation [30-33]. The aim of
the present study was to evaluate RCAS1 and DFF45
endometrial expressions with respect to the menstrual
cycle phase (late proliferative, early secretory, and
mid-secretory) as these factors have not been estimat-
ed simultaneously in the endometrium during ovula-
tion and the implantation period.

Materials and methods

Tissue samples. Human endometrial tissues were obtained from
20 non-menopausal fertile women, aged 20-47 years. These
patients had all undergone hysterectomies due to benign gynecol-
ogical indication (leiomyomas). No patient included in our study
received any hormonal treatment. The surgical procedure was per-
formed in the Gynecology and Obstetrics Department, headed by
Professor Antoni Basta, of the Jagiellonian University in Krakow,
Poland. Tissue samples were classified according to the menstrual
cycle phase in which they were collected, with division into the
three phases: late proliferative (9 cases), early secretory (5 cases),
and mid-secretory (6 cases).

Preparation of tissue extracts and Western blotting. The speci-
mens were mixed with a complete proteinase inhibitor cocktail
(Roche, Germany) and homogenized in an ice-bath in a glass-glass
Potter-Elvejhem homogenizer. The resulting suspensions were
mixed with equal volumes of SDS sample lysis buffer (4% SDS,
20% glycerol, 125 mM Tris-HC] pH=6.8) and boiled in a water
bath for 5 minutes. The chilled samples were then centrifuged at
16,000 g for 15 min at room temperature. The collected super-
natants were used for further analysis. Total protein content in the
obtained supernatants was measured using a BCA assay kit, and
different sample volumes (usually in the range of 2-10 ul), equiv-
alent to 50 pg of total protein were then loaded on SDS-PAGE tris-
tricine peptide-separating gels. A pre-stained broad range molecu-
lar weight proteins standard (Bio Rad, USA) was used in the gel
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marker lane. Following electrophoresis, the gels were electro-
transferred on Immobilon-P polyvinylidene difluoride (PVDF)
0.45 um membrane (Millipore, USA) in the buffer containing 10
mM 3-[cyclohexyloamino]-1-propanesulfonic acid (CAPS)
pH=11, supplemented with 10% methanol. The obtained mem-
brane blots were blocked overnight by gentle agitation in 5%
bovine albumin in TST buffer (0.01 M Tris-HCI, pH=7.4, 0.9%
NaCl), 0.5% Tween-20). All described procedures were performed
at room temperature. The albumin solution was discarded and the
membranes were then agitated for 2 hrs in TST with the mouse
monoclonal anti-RCAS1 IgM-class antibody, 1: 4000 dilution
(Medical and Biological Laboratories, Japan) and, in the second
step, monoclonal antibody against DFF-45 (Abcam, USA). The
membranes were then subjected to 4 cycles of washings in TST, 5
min each, and immersed for agitation in the 1: 2 000 dilution of
SIGMA biotinylated anti-mouse IgM p-chain specific antibodies
for a 2-hour period. After 4 cycles of washings, the membranes
were treated for an additional 2 hours in 1: 2 000 dilution of ExtrA-
vidin alkaline phosphatase conjugate (SIGMA, USA), and finally
washed 2 times in TST and 2 times in TST without Tween-20.
Color reaction was developed with the use of Fast Red TR/Naph-
tol AS-MX tablet set (SIGMA, USA). A sufficient band intensity
was obtained, usually after a 5 min period of developing. The
obtained immunoblots were then rinsed with distilled water and
air-dried. The RCAS1 antigen was identified as a 32 kDa band,
DFF45 as a 45 kDa band, and -actin represented a 42 kDa band
[29,30,34].

Computer aided image analysis. Fluor-S Multilmager (BioRad,
USA) was used to scan immunoblotted membranes and a Quanti-
tyOne software (BioRad, USA) was used to quantitate band inten-
sities. All calculations were performed on RCAS1 antigen band
having a molecular mass of about 32 kDa, DFF-45 of 45 kDa. The
intensities of this band were expressed in arbitrary relative units,
and one unit (U) was defined as band intensity produced in the ref-
erence sample. This reference sample was randomly chosen, but
was strictly the same on all blots and was applied in the same
amount each time. The typical procedure of RCAS1 and DFF45
quantitation was as follows: scanned immunoblot membrane con-
tained one lane of molecular mass standards, while one lane of sam-
ple was used as a reference to calibrate RCAS1 and DFF45 amounts
and 12 lanes containing unknown samples. The location of 32 kDa
RCASI and 45kDa bands in reference and unknown lanes were
identified according to the lane containing molecular mass standard.
The bands' intensities in reference and unknown lanes were then cal-
culated and expressed in pixel number units. These units were divid-
ed by pixel number of reference lane band which resulted in relative-
intensity units "U". The resulting intensity of reference lane band
was always 1.00 U while the intensities of bands from 12 unknown
sample lanes on the same membrane changed according to RCAS1
and DFF45 levels (e.g., if RCAS1 amount in a given sample was 2
times higher than this in the reference sample, the result was 2.00 U.
If the RCAS1 amount was 2 times lower, then the result was 0.50 U).
As mentioned earlier, because all immunoblots contained the same
RCAST1 and DFF45 quantity standard and all lanes were loaded with
the same amount of total protein (50 pg), the determined values were
highly repetitive and independent of the experiment conditions. The
results consistently show a relative amount of RCAS1 32 kD antigen
and DFF45 of 45 kDa and beta-Actin 42 kDa in 50 pg of total sam-
ple protein [29,30,34].

Quantity control. Using the Western-blot method and monoclon-
al anti-B-Actine mouse antibody, the relative quantity of B-Actine
was estimated as a control [34].

Statistics. The statistical significance between the groups was
determined by the analysis of variance (ANOVA) test. Post-hoc
Fisher test was used as applicable.
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Ethical issues. The patient's consent was obtained in all cases.
Prior to the study, the approval of the research program by the
Jagiellonian University Ethical Committee was also obtained
(KBET/89/B/2005).

Results

The amount of B-Actin level in all the groups of exam-
ined endometrial tissue was found to be identical; this
indicates that the loading of protein was equal in all the
examined samples and allows the performance of a

(p<0.001); "ES versus MS (p<0.001).

comparative study of RCAS1 and DFF45 expression
between the examined groups.

The lowest level of RCAS1 and the highest level of
DFF45 endometrial expression was found during the
early secretory cycle phase. Statistically significantly
higher RCASI1 and statistically significantly lower
DFF45 endometrial expression was identified in the
endometrium during the late proliferative as compared
to the early secretory cycle phase. Moreover, statisti-
cally significantly higher RCAS1 and statistically sig-



nificantly lower DFF45 expression was found in the
endometrium during the mid-secretory as compared to
the early secretory cycle phase.

Discussion

Dynamic changes in DFF45 and RCAS1 expression
were observed in the endometrium during the late prolif-
erative, early secretory and mid-secretory cycle phases.
To our knowledge, this is the first investigation to focus
on RCAS1 and DFF45 expression in the endometrium
during the periovulatory period. Until now, a simultane-
ous analysis of RCAS1 and DFF45 expressions had only
been performed on nasal polyps [35].

Changes in apoptotic levels corresponding to the
menstrual cycle phases have been observed in the
endometrium. Apoptosis is more prominent during the
secretory cycle phase than the proliferative, and its
level increases insignificantly during menstruation
[36]. The disturbance of apoptosis leads to either a dis-
abling of apoptotic signal transduction or to an inabil-
ity to receive such a signal [37]. Watanabe et al. have
therefore suggested that endometrial cell apoptosis
may not depend on the expression of Bcl-2 level and
the Fas expression [37]. The initiation of apoptosis
seems result from the activity of various factors. In the
final stage of this process, DNA fragmentation related
to the level of DNA-nuclease (DFF40) activity can be
observed [30-33]. The activation of this enzyme is
processed by the fragmentation of DFF45/DFF40
complex by caspase-3 [30]. Since DFF45 is able to
interact with this nuclease as a molecular chaperone
and ensures its correct folding, it was shown to be nec-
essary for generating functional DFF40 nuclease
[31,38]. It has also been demonstrated that DFF45-
deficient thymocytes were more resistant to pro-
grammed cell death [32]. Moreover, in esophageal and
colon carcinoma cells characterized by an impairment
of apoptosis, a decrease of DFF45 level has been
observed [33]. Its expression changes within the
endometrium seem to be related to the resistance of
endometrial cells to immune-mediated apoptosis. In
our recent study, an increase of DFF45 expression was
found in the secretory cycle phase in comparison to the
proliferative [29]. As in this study the more detailed
division of the cycle into the six sub-phases was not
considered, the differences between the periovulatory
and implantation period were not able to be shown.
The dispersion of ECM begins during the implantation
window [28,39-41]. This is the process that is most
likely related to the changes in the resistance to apop-
tosis level and that seems to be crucial for ovum
implantation. Nevertheless, the increase in the level of
endometrial cell resistance to apoptosis appears earli-
er, during ovulation, and alters during the early secre-
tory cycle phase. This finding was confirmed in the
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present study by the changes in DFF45 level. More-
over, Tabibzadeh [28] has stated that the balance
between the grade of TGF-beta (transforming growth
factor - beta) activity and LEFT protein expression is
essential for endometrial ECM status [42-44]. LEFTY
might affect matrix metalloproteinases (MMP)
endometrial activity [44], while MMP is responsible
for endometrial ECM disintegration [45]. Further-
more, Sonoda has shown the association between
RCAS1 expression and MMP-1 expression in the
tumor micro-environment of the uterine cervix [27].
RCASI seems also to be responsible for tissue remod-
eling [20,25,27]. The status of endometrial ECM is
regulated as well by the infiltrating immune cells
[46,47]. Immune cells constitute 7% of all endometri-
al cell population during the proliferative menstrual
cycle phase; during the secretory cycle phase, their
percentage increases to 30 [48]. The increase in
immune cell infiltration starts during the late prolifer-
ative cycle phase and peaks during the mid-secretory
cycle phase. Immune cell status depends on the con-
centration of immunomodulating factors derived from
endometrial cells, including RCASI1 [49]. So far the
evaluated results in RCASI1 expression level in the
endometrium with respect to menstrual cycle phases
have been controversial. On the one hand, it has been
demonstrated that RCAS1 expression level does not
differ with respect to menstrual cycle phases
[21,25,50]. On the other hand, it has been observed
that RCAS1 expression during the secretory cycle
phase was statistically significantly higher than during
the proliferative phase [22,23]. These obtained various
results in RCAS1 expression could derive from the
dynamic changes in RCAS1 expression found between
late proliferative, early secretory, and mid-secretory
cycle phases.

The preparation for the implantation process in the
endometrium is preceded by dynamic changes in
endometrial ECM and results from the proper interac-
tion between endometrial and immune cells. The
course of this process is conditioned by the
immunomodulating activity of endometrial cells and
their resistance to immune-mediated apoptosis. These
dynamic changes are closely related to those observed
in the current study of RCAS1 and DFF45 expression
alterations.

Acknowledgments: We wish to thank Professor Antoni Basta for
their advice, the helpful discussions, and their friendly words of
support. We would like also to thank Dr. Pawel Mak as well as
Christine Maisto for her help. This work was funded by the Polish
Ministry of Science Grant Number: N406 012 31/0201 in
2006/2008.

References

[ 1] Lessey BA, Castelbaum AJ, Wolf L et al. Use of integrins to
date the endometrium. Fertil Steril. 2000;73:779-787.



RCASI1 and DFF-45 endometrial expression

[ 2] Noyes RW, Hertig Al, Rock J. Dating the endometrial biopsy.
Fertil Steril. 1950;1:3-25.

[ 3] Ledee-Bataille N, Bonnet-Chea K, Hosny G, Dubanchet S,
Frydman R, Chaouat G. Role of the endometrial tripod
interleukin-18, -15, and -12 in inadequate uterine receptiv-
ity in patients with a history of repeated in vitro fertiliza-
tion-embryo transfer failure. Fertil Steril. 2005;83:598-
605.

[ 4] Dimitriadis E, Stoikos C, Stafford-Bell M, et al. Interleukin-
11, IL-11 receptoralpha and leukemia inhibitory factor are
dysregulated in endometrium of infertile women with
endometriosis during the implantation window. J Reprod
Immunol. 2006;69:53-64.

[ 5] Aghajanova L, Stavreus-Evers A, Nikas Y, Hovatta O, Land-
gren BM. Coexpression of pinopodes and leukemia inhibito-
ry factor, as well as its receptor, in human endometrium. Fer-
til Steril. 2003;79:808-814.

[ 6] Kitaya K, Yamaguchi T, Honjo H. Central role of interleukin-
15 in postovulatory recruitment of peripheral blood CD16(-)
natural killer cells into human endometrium. J Clin
Endocrinol Metab. 2005;90:2932-2940.

[ 7] Kitaya K, Yasuda J, Yagi [, Tada Y, Fushiki S, Honjo H. IL-15
expression at human endometrium and decidua. Biol Reprod.
2000;63:683-687.

[ 8] Roberts M, Luo X, Chegini N. Differential regulation of inter-
leukins IL-13 and IL-15 by ovarian steroids, TNF-alpha and
TGF-beta in human endometrial epithelial and stromal cells.
Mol Hum Reprod. 2005;11:751-760.

[ 9] Goumenou AG, Matalliotakis IM, Tzardi M, Fragouli YG,
Mabhutte NG, Arici A. Apoptosis and differential expression
of apoptosis-related proteins in endometriotic glandular and
stromal cells. J Soc Gynecol Investig. 2004;11:318-322.

[10] Hornung D, Klingel K, Dohrn K, Kandolf R, Wallwiener D,
Taylor RN. Regulated on activation, normal T-cell-expressed
and -secreted mRNA expression in normal endometrium and
endometriotic implants: assessment of autocrine/paracrine
regulation by in situ hybridization. Am J Pathol. 2001;158:
1949-1954.

[11] Stavreus-Evers A, Koraen L, Scott JE, Zhang P, Westlund P.
Distribution of cyclooxygenase-1, cyclooxygenase-2, and
cytosolic phospholipase A2 in the luteal phase human
endometrium and ovary. Fertil Steril. 2005;83:156-162.

[12] Steck T, Giess R, Suetterlin MW, Bolland M, Wiest S, Poehls
UG, Dietl J: Leukaemia inhibitory factor (LIF) gene muta-
tions in women with unexplained infertility and recurrent fail-
ure of implantation after IVF and embryo transfer. Eur J
Obstet Gynecol Reprod Biol. 2004;112:69-73.

[13] Linjawi S, Li TC, Tuckerman EM, Blakemore Al, Laird SM.
Expression of interleukin-11 receptor alpha and interleukin-
11 protein in the endometrium of normal fertile women and
women with recurrent miscarriage. J Reprod Immunol.
2004;64:145-155.

[14] Saito S. Cytokine network at the feto-maternal interface.
J Reprod Immunol. 2000;47:87-103.

[15] Pongcharoen S, Searle RF, Bulmer JN. Placental Fas and Fas
ligand expression in normal early, term and molar pregnancy.
Placenta. 2004;25:321-330.

[16] Joswig A, Gabriel HD, Kibschull M, Winterhager E. Apopto-
sis in uterine epithelium and decidua in response to implanta-
tion: evidence for two different pathways. Reprod Biol
Endocrinol. 2003;1:44.

[17] Qiu Q, Yang M, Tsang BK, Gruslin A. Fas ligand expression
by maternal decidual cells is negatively correlated with the
abundance of leukocytes present at the maternal-fetal inter-
face. J Repord Immunol. 2005;65:121-132.

[18] Harada T, Kaponis A, Iwabe T et al. Apoptosis in human
endometrium and endometriosis. Hum Reprod Update. 2004;
10:29-38.

[19] Sonoda K, Miyamoto S, Hirakawa T et al. Clinical signifi-
cance of RCASI as a biomarker of uterine cancer. Gyneco!
Oncol. 2006; 103:924-931.

[20] Sonoda K, Miyamoto S, Hirakawa T et al. Association
between RCAS1 expression and microenvironmental immune
cell death in uterine cervical cancer. Gynecol Oncol. 2005;97:
772-779.

[21] Kawano Y, Kaku T, Sonoda K et al. Expression of RCAS1 in
female genital organs. Int J Gynecol Pathol. 2005;24,330-
334,

[22] Wicherek L, Popiela TJ, Galazka K et al. Metallothionein and
RCASI1 expression in comparison to immunological cells
activity in endometriosis, endometrial adenocarcinoma and
endometrium according to menstrual cycle changes. Gynecol
Oncol. 2005;99:622-630.

[23] Wicherek L, Galazka K, Klimek M, Obrzut B: Cycle depend-
ent RCAS1 expression with respect to the immune cells pres-
ence and activity. Neuro Endocinol Lett. 2006;27: 645-650.

[24] Wicherek L, Galazka K, Lazar A. RCAS1 decidual
immunoreactivity during placental abruption immune cell
presence and activity. Am J Reprod Immunol. 2007; 58:46-55.

[25] Sonoda K, Miyamoto S, Manabu Nakashima M, Wake N.
Biological role of the unique molecule rcasl: a bioactive
marker that induces connective tissue remodeling and lym-
phocyte apoptosis. Front BIOS. 2007. In Press.

[26] Nakashima M, Sonoda K, Watanabe T. Inhibition of cell
growth and induction of apoptotic cell death by the human
tumor-associated antigen RCAS1. Nat Med. 1999;5:938-942.

[27] Sonoda K, Miyamoto S, Hirakawa T et al. Invasive potency
related to RCAS1 expression in uterine cervical cancer.
Gynecol Oncol. 2005;99:189-198.

[28] Tabibzadeh S. Decoding implantation and menstruation: the
tale of opposing signals. Front Biosc. 2002;7:1475-1486.

[29] Banas T, Wicherek L, Popiela TJ et al. Comparative analysis
of DFF45 expression between eutopic and ectopic endometri-
um. Pol J Environ Stud. 2005;14,Suppl 2:410-420.

[30] Widlak P. DNA microarrays, a novel approach in studies of
chromatin structure. Acta Biochim Pol. 2004;51:1-12.

[31] Zhou P, Lugovskoy AA, Mccarty JS, Li P, Wagner G. Solu-
tion structure of DFF40 and DFF45 N-terminal domain com-
plex and mutual chaperone activity of DFF40 and DFF45.
Proc Natl Acad Sci USA. 2001;98:6051.

[32] Zhang J, Wang X, Bove KE, Xu M. DNA fragmentation fac-
tor 45-deficient cells are more resistant to apoptosis and
exhibit different dying morphology than wild-type control
cells. J Biol Chem. 1999;274:37450-37459.

[33] Konishi S, Ishiguro H, Shibata Y et al. Decreased expression
of DFF4S5 is correlated with a poor prognosis in patient with
esophageal carcinoma. Cancer. 2002;95:2473-2479.

[34] Wicherek L, Dutsch-Wicherek M, Mak P, Klimek M,
Skladzien J, Dubin A. Comparative analysis of RCASI level
in neoplasms and placenta. Acta Biochim Pol. 2003;50:1187-
1194.

[35] Dutsch-Wicherek M, Tomaszewska R, Strek P, Wicherek L.,
Skladzien J. The analysis of RCAS1 and DFF-45 expression
in nasal polyps with respect to immune cells infiltration. BMC
Immunol. 2006;7:4.

[36] Tabibzadeh S. The signals and molecular pathways involved
in human menstruation, a unique process of tissue destruction
and remodelling. Mol Hum Reprod. 1996;2:77-92.

[37] Watanabe H, Kanzaki H, Narukawa S t al. Bcl-2 and Fas
expression in eutopic and ectopic human endometrium during
the menstrual cycle in relation to endometrial cell apoptosis.
Am J Obstet Gynecol. 1997;176:360-368.

[38] Sharif-Askari E, Alam A, Rheaume E et al. Direct cleavage of
the human DNA fragmentation factor-45 by granzyme B
induces caspase-activated DNase release and DNA fragmen-
tation. EMBO J. 2001;20:3101-3110.



[39] Chen WJ. Dendritic Cells and CD4+CD25+ T Regulatory
Cells: Crosstalk Between Two Professionals in Immunity ver-
sus Tolerance. Front Biosc. 2006;11:1360-1370.

[40] Sharma S, Murphy SP, Barnea ER. Genes regulating implan-
tation and fetal development: a focus on mouse knockout
models. Front Biosc. 2006;11:2123-2137.

[41] Garai J, Molnar V, Varga T, Koppan M, Torok A, Bodis J.
Endometriosis: harmful survival of an ectopic tissue. Fornt
Biosc. 2006; 11:595-619.

[42] Tabibzadeh S. Molecular control of the implantation window.
Hum Reprod Update. 1998;4:465-471.

[43] Tang M, Xu Y, Julian J, Carson D, Tabibzadeh S. Lefty is
expressed in mouse endometrium in estrous cycle and peri-
implantation period. Hum Reprod. 2005;20: 872-880.

[44] Mason JM, Xu H-P, Rao SK et al. Lefty contributes to the
remodeling of extracellular matrix by inhibition of connective
tissue growth factor and collagen mRNA expression and
increased proteolytic activity in a fibrosarcoma model. J Biol
Chem. 2002;277:407-415.

[45] Goldamn S, Shalev E. The role of the matrix metallopro-
teinases in human endometrial and ovarian cycles. Eur J
Obstet Gynecol Reprod Biol. 2003;11:109-121.

T.J. Popiela et al.

[46] Kalinka J, Sobala W, Wasiela M, Brzezinska-Blaszczyk E.
Decreased proinflmatory cytokines in cervicovaginal fluid as
measured in midgestation, are associated with preterm deliv-
ery. Am J Reprod Immunol. 2005;54:70-76.

[47] Ordi J, Casals G, Ferrer B et al. Uterine (CD56+) natural
Killer cells recruitment: association with decidual reaction
rather than embryo implantation. A4m J Reprod Immunol.
2006;55:369-377.

[48] Kayisli UA, Guzeloglu-Kayisli O, Arici A. Endocrine-
immune interactions in human endometrium. Ann N Y Acad
Sci. 2004;1034:50-63.

[49] Wicherek L. The role of the endometrium in the regulation of
immune cell activity. Front Biosc. 2008;13:1018-1035

[50] Sonoda K, Kaku T, Hirakawa T et a/. The clinical significance
of tumor-associated antigen RCAS1 expression in the normal,
hyperplastic, and malignant uterine endometrium. Gynecol
Oncol. 2000;79:424-429.




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /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 true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /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 0.15
    /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 true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /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 0.15
    /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 true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. 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 best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /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
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


