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Aim. The investigation of trophoblast markers expression in the mesenchymal stromal cells of placental tissue
before and after their isolation and cultivation. Methods. Placental multipotent mesenchymal stromal cells
(MMSC) were obtained by culturing the adhesive fraction of cells enzymatically isolated from the placental
tissue. The placental derived cells were immunophenotyped by flow cytometry and immunocytoche- mistry.
Results. It was shown that the placental MMSC express the trophoblast markers: human chorionic
gonadotropin, pan-cytokeratin, epidermal growth factor receptor HER2. MMSC-like populations of CD90"
CD73°'CD45 CD34 CD14 -cells and CD90 CD73 CD45 CD34 CD14 -cells are presented in the placental tis-
sue. Conclusions. The placental MMSC simultaneously express mesenchymal and trophoblast markers.
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Introduction. Human placenta contains multipotent
mesenchymal stromal cells (MMSC) [1]. It was shown
that the placenta derived MMSC had low immunoge-
nicity, high proliferative potential and capacity to diffe-
rentiate towards the adipogenic, chondrogenic, osteo-
genic, endothelial, neurogenic and cardiomyogenic li-
neages [2—4]. The placenta derived MMSC could be
represented by both fetal and maternal cells. We have
only few data about the features of immunophenotype
of different populations of the placental MMSC; immu-
nophenotype and ontogeny of the fetal placental MMSC
are almost completely unknown.

In some papers authors described similarity of the
placenta-derived MMSC with pericytes [5, 6] but on the
other hand the placental MMSC expressed a range of tro-
phoblast markers. Thus we consider that the hypothesis
about perivascular origin of the placenta-derived MMSC
[6] is not enough proved.
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Furthermore a lot of papers were focused on study-
ing MMSC derived from the placental tissue on an ear-
ly stage of human development (the first and second
trimesters of gestation). Together with a variety of cell
isolation methods there is also complicated analysis of
ontogeny of the placental MMSC [4, 6, 7].

Materials and methods. Isolation and culture of pla-
cental MMSCs. Placentas (n = 7; clinically normal preg-
nancies or caesarean section) were collected after obtai-
ning written informed consent from the 23—36-year old
donors at 39—41 weak of gestation at the Kyiv city ma-
ternity hospital N 3.

The isolation and culturing of placental cells were
performed as described previously [8]. Placental tissue
was digested in DMEM with 0.1 % collagenase I («Ser-
va», Germany) and 0.6 unit/ml dispase I («Gibco»,
Germany). Harvested cells were washed and seeded
into DMEM («Sigmay», USA) with 15 % FBS («Gibcoy),
2 mM L-glutamin, 5 mM HEPES («Biomedicals»,
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USA), 100 unit/ml penicillin, 50 pg /ml streptomycin.
Cells were cultured in the cell culture flask with adhe-
sive surface in density (80-200) - 10’ cells/cm” at 37 °C
in humidified 5 % CO, atmosphere. Culture medium
was changed twice a week. After MMSC reaching 80—
90 % of confluence, the cells were detached with 0.05 %
trypsin with 0.02 % EDTA («Biochrom», Germany),
washed, counted and passaged at inoculation density of
(4-5)-10%cm’.

Flow cytometry. The freshly isolated MMSC were
washed with cold Cell Wash buffer («Becton Dickin-
son», USA), and incubated for 30 min at 4 °C with fluo-
rochrome-conjugated monoclonal antibodies at appro-
priate dilution («Becton Dickinson») 0.5 pg per 10°
cells: anti-CD34 APC, anti-CD90 FITC, anti-CD45
APC-Cy7, anti-CD73 PE, anti-CD14 Pacific Blue. Un-
bounded primary antibodies were washed away with
Cell Wash buffer. The samples were analyzed using
BD FACSAria («Becton Dickinson») with software
BD FACSDiva 6.1. Each sample was analyzed for two
parameters of scattering (FSC/SSC) and five parame-
ters of fluorescence, using unstained, single stained and
fluorescence minus one (FMO) controls.

Immunocytochemistry. Immunocytochemistry was
performed as described earlier [8]. MMSC were grown
in 4-well culture dish with surface area 1.9 cm’ (Nun-
clon™A Surface). MMSC were fixed and permeabili-
zed in acetone/ methanol solution (w/w 1:1) at —20 °C
for 40 min. The endogen peroxidase activity was inhi-
bited by incubation with 0.3 % H,O, for 5 min. Un-
specific binding of antibodies was blocked with 0.1 M
PBS with 0.5 % BSA. Detection of cytokeratins AE1/
AE3, epidermal growth factor receptor type 2 (HER2),
cytokeratin 7 (CK7), chorionic gonadotropin (CG) and
vimentin (Vim) was performed with the next primary
antibodies: mouse anti-cytokeratin AE1/AE3 («Dako»,
Denmark), rabbit anti-HER2 («Dako»), rabbit anti-cy-
tokeratin 7 («Novus Biological», USA), mouse anti-cy-
tokeratin 7 («Dako»), rabbit anti-hCG («Dako»), mou-
se anti-vimentin («Dako»).

Visualization of specific binding was also perfor-
med using Mouse/Rabbit Poly Vue HRP/DAB Detec-
tion System («DBS», USA).

Double staining for CK7 and vimentin as well as
CK7 and CD90 was performed as described earlier [9].
Secondary antibodies were donkey anti rabbit-Alexa 555

(«Invitrogen», Germany) and goat anti mouse-Alexa
488 («Invitrogeny).

Statistical analysis. Data are discribed as mean va-
lue + s. e. m (standard error) or confidential interval.
The statistical differences between groups were asses-
sed by Mann-Whitney U-test. The results were consi-
dered statistically significant at P value < 0.05.

Results and discussion. The colonies of MMSC
cells emerged on 812 days of culturing and reached a
confluence on the 16" day. In our previous publication
we have shown that the placental MMSC were of fetal
origin, had CD90'CD73'CD105'CD34 CD45 CD133"
CD14-immunophenotype and might differentiate in
adipocytes, osteocytes and chondrocytes [8].

Immucytochemical analysis showed that the placen-
tal MMSC were positive for the trophoblast markers:
cytokeratins AE1/AE3 (Fig. 1, 4), HER2 (Fig. 1, B) and
CG (Fig. 1, C) during six passages. The placental MM
SC expressed the trophoblast marker CG and marker of
mesenchymal cells Vim simultaneously (Fig. 1, C).
The CK7 positive cells also expressed CG (Fig. 1, E)
that proves their extravillous trophoblast ontogeny
(EVT). Notably, the CK7 -cells expressed the stem
cells marker CD90 (Fig. 1, F).

The population of double positive cells for Vim and
CK7 (Fig. 1, D) significantly decreased from 37.6 %
(26.6-49.4 %, ) at the first passage to 13.4 % (2.5-31.1 %)
at the third passage (n = 6; p < 0.05).

HER2 was exclusively expressed on non-mesen-
chymal cells such as the syncytiotrophoblast and extra-
villous trophoblast (EVT) in the placental tissue but it was
also detected on the bone marrow derived MMSC [10].

Furthermore, the expression of cytokeratin AE1/
AE3 and CG by the placental MMSC during six passa-
ges may suggest their relationship with progenitors of
trophoblast. CG was also detected in placental stromal
cells of fetal origin in vitro [11, 12].

FACS analysis of some placental MMSC lines
showed bi-modal pattern of the expression of CD90
and correspondingly the presence of both CD90" and
CD90" populations of cells (Fig. 2).

We showed that placental tissue in situ contain both
population of MMSC-like cells (Fig. 3) with immu-
nophenotype CD90'CD73'CD45 CD34 CD14 (0,22 +
+0,14 %, n=4) and CD90 CD73'CD45 CD34 CDI14"
(3,61 £2,45 %, n =4). Placental stromal mesenchymal
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Fig. 2. Histograms of placental MMSC antigen profile: blue — level of
expression of CD90, CD73, CD105, CD34, CD14, CD45; (BD FACS
Diva 6.1.2 software)

Fig. 1. Immunocytochemical staining
of stromal cells culture of placenta:
detection of cytokeratin AE1/AE3
(4) and HER2 (B); immunoperoxi-
dase cytochemical analysis; brown —
positive cells, light microscopy, x 100;
C — detection of CG (yellow stai-
ning) and Vim (green staining); D —
detection of Vim (green staining)
and CK7 (yellow); E — detection of
CG (yellow) and CK7 (green stai-
ning); F — detection of CK7 (red)
and CD90 (green); fluorescence mic-
roscopy

cells characterized downregulation of CD105 [11] and
variable level of CD90 expression [12].

The expression of CD90, CD105, CD73 and the ab-
sence of CD34, CD45, CD14 on the placental stromal
cell in vitro together with the capacity to differentiate
into three mesedermal lineages indicate their relation to
MMSC but the expression of cytokeratins AE1/AE3,
CK7, HER2, CG may suggest their trophoblast origin.
The population of Vim'CG'CK7 MMSC may be consi-
dered as mesenchymal as well as trophoblast because
some trophoblast cell lines do not express CK7 whe-
reas CG and cytokeratin AE1/AE3 [13] are expressed.
The Vim'CG'CK7" population of MMSC has EVT-Ili-
ke immunophenotype and therefore we conclude about

“’g_; CD90-CO73+CD95-CD34-CD14- “’g__; CD90+CD073+CD45-CD34-C014-

. + Fig. 3. Two-dimensional dot-plot histo-
< 73 < 73 grams of surface markers expression CD
o] oo 90, CD73, CD105, CD34, CD14, CD45
gme—g EWEE on freshly isolated cells by fermentation
23 <4 of placental tissue: 4 — population of cells

“9__ “'9_; with immunophenotype of CD90 CD

o 73°CD45 CD34 CD14; B — population
- = E of cells with immunophenotype of CD
b " |||||||||||||||||||||2 TT |||||||:] TT |||||||‘1 TT |||||||S T "M |||||||||||||||||||||2 LILELRARLL R |||||||‘i TTTIm T 9OVCD73+CD457CD347CD147 (BD FACS
gz D10 10 10 10 g 010 10 10 ;
CDA0 FITC-A CDO0FITC-A Diva 6.1.2 software)
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their relation to some type of EVT progenitors. Thus,
differences between mesenchymal stromal and tropho-
blast placental cells in vitro remains insufficiently clear.

Conclusions. It has been shown that the placental
MMSC express the trophoblast markers such as CG,
CK7, cytokeratin AE1/AE3, HER2. The placental cells
in situ have MMSC-like populations with both im-
munophenotypes CD90'CD73'CD45 CD34 CD14 and
CDY90 CD73°CD45CD34 CD14.

MesenximanbHO-TpodobIacTHUI iIMyHODEHOTHIT

MYJBTHIIOTCHTHUX CTPOMAJIBHUX KJIITUH TUTALEHTH JIFOJJUHHA

B. A. Illa6miit, M. 1. Kyuma, B. M. Kupuk , I'. M. CgiriHa,
10. M. Ia6mniu, JI. JI. Jlykau, I'. C. JloOuHueBa

Pestome

Mema. /locrioumu excnpeciio mapkepie mpogobracma 6 Myabmuno-
MEHMHUX CIMPOMATLHUX KAIMUHAX Y MKAHUKI NAAYEeHMU Ma 3d YMOG
ixnboeo Kynomusyeanns. Memoou. Mynomunomenmni me3eHXiManibHi
cmpomanwri knimunu (MMCK) ompumysanu KyaibmueysaHHam adee-
3U6HOI (hpaKyii cycnensii Kiimun mKaHuHy niayeHmu, iMyHogeHomu-
ny6anus KAimuH nposoousu 3a 00NOMO2010 NPOMOYHOT YUMOPIYopo-
mempii ma imynoyumoximii. Pesynomamu. [lokasano, wo MMCK nna-
yenmu excnpecyloms mapkepu mpoghobracma: xopioniunuii 20Ha0o-
mponin, yumoxepamunu AEI/AE3, peyenmop enioepmanvho2o ¢hax-
mopa pocmy HER2. Y mxanuni naiayenmu npucymui nooioui 3a imyno-
geromunom 0o MMCK nonynayii CD90'CD73"CD45 CD34 CD14 -
kaimun i CD90"CD73"CD45 CD34 CD14 -xnimun. Bucnosxu. ITna-
yenmapni MMCK oonouacho excnpecyioms me3eHximanvii ma mpo-
Gobracmui maprepu.

Kurwuosi cnosa: niayenma, Xopion, My1bmunomeHmui me3eHxi-
ManbHi cmpomanvui Kiimunu, mpogobaacm, ougepenyito8anHs.

MeszenxumanbHO-Tpo}Ho0IacTHBIIT UMMYHO(EHOTHIT
MYJIbTHIIOTCHTHBIX CTPOMAJIBHBIX KJIETOK IUIAICHTHI YeIOBEKa

B. A. llabnauu, M. []. Kyuma, B. M. Kupuk, A. H. Ceumuna,
10. M. Ulabauu, JI. JI. Jlykaw, I". C. Jlobunyesa

Pestome

Henv. Hccnedosams sxcnpeccuio mapkepos mpogobnacma 6 Mynomii-
NOMEHMHBIX CIPOMATILHBIX KNEeMKAX 6 MKAHU NILAYEHMbL U 8 YCIOEUAX
ux Kynomueupoganus. Memoowt. Mynomunomenmuble Me3eHXUMANb-
note cmpomanvhvie kiemxku (MMCK) nonyuanu Kyiemusuposanuem
aoee3usHoll pakyuu cycneH3uu Kiemox mKaHu niayenmol, UMMYHO-
enomunuposanie K1emox npogoounl ¢ NOMOUbIO NPOMOYHOU YUIMO-
@ryopomempuu u ummynoyumoxumuu. Pesynomamur. Iloxaszano, ymo
MMCK nnayenmul sxcnpeccupyiom mapkepsvl mpogooracma: xopuo-
Huueckuil conadomponut, yumoxepamunovl AE1/AE3, peyenmop snu-
oepmanvnoco gaxmopa pocma HER2. B mxanu niayenmol npucym-
cmeyiom noxoacue no ummynopenomuny na MMCK nonyrayuu CD
90°CD73°CD45 CD34 CD14 -xnemox u CD90 CD73°CD45 CD34
CD 14 -knemox. Boteoowt. [Tnayenmapnvie MMCK ooHogpemenHo sKc-
npeccupyom me3eHxumManvHole u mpogodracmusle MapKepui.
Kniouesvie cnosa: niayenma, XopuoH, Myabmunomenmmuvle me3eH-
XUManbHvle CMpoManbHble Kiemku, mpogoodiacm, oupgepenyuposka.
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