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Two main characteristics of all types of stem cells are their
potency for differentiation and self renewal capacity. There is
a lot of interest to find the conditions and factors, which gov-
ern these behaviours of stem cells. It is very well documented
that retinoic acid (RA) reduces growth rate by induction of cell
differentiation in certain conditions and cell lines. On the
other hand, hyaluronic acid (HA) is known for its growth
induction on cultured cells. A natural source of HA, rabbit vit-
reous humour (VH), was previously shown to promote wound
repair in model animals. In search for its possible mecha-
nisms, VH extract was tested on the cultured mesenchymal
stem cells and NTERAZ2 as human embryonal carcinoma cells
in the presence of RA. Changes in some cellular and molecu-
lar markers (A2B5, Oct4, Sox2) showed that VH and possibly
HA interfere with differentiating effects of RA. Therefore, this
reagent may affect cell proliferation and tissue regeneration by
inhibition of cell differentiation.
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Introduction. Extracellular matrix is very well
known for its effects on cellular behaviours includ-
ing proliferation, migration and differentiation.
Vitreous humour (VH) is a gelatinous, colorless
and shapeless mix of different substances contain-
ing a mass of extracellular matrix, especially
hyaluronic acid and collagen fibrils [1].

Recent progresses in isolation and culture of
stem cells is a step forward to study cell behaviours
in vitro. These cells can be divided into two major
groups of embryonic stem (ES) cells and adult
stem cells [2]. ES cells are able to differentiate and
produce almost all cell types in proper conditions
[3], but due to many technical limitations in using
these cells and also because of many similar prop-
erties, human embryonal carcinoma cells (EC) are
used in some experiments instead [4]. EC cells are
very similar to the ES cells [5] while their growth
and maintenance are easier and less expensive. For
example a human EC cell, NTERA2/D1 or
NT2 for short, is easily differentiated upon
retinoic acid (RA) treatment [6]. Mesenchymal
stem cells (MSCs) derived from bone marrow are
another group of stem cells which are also widely
used because of their easy culture and therapeutic
significance. MSCs are clonogenic, non-haema-
topoietic stem cells present in the bone marrow
and are able to differentiate into multiple meso-
derm-type cell lineages, e.g. osteoblasts, chondro-
cytes, endothelial-cells, and also non-mesoderm-
type lineages, e.g. neuronal-like cells [7].

The capacity of each reagent to induce differen-
tiation in these cells, are examined using certain cel-
lular or molecular markers. Oct4 and Sox2 are
among the molecular markers that rapidly respond
to differentiation. The transcription factor Oct4 (also
referred to as Pou5fl), has significant expression in
ovulated oocytes, mouse pre-implantation embryos,
ectoderm of the gastrula (but notin other germ lay-
ers) and primordial germ cells. This protein has also
been reported from embryonic stem cells [8]. SOX2,
an SRY-related HMG box transcription factor
(TF), is also expressed in the ICM and ES cells, and
has a co-activator role in OCT4 activity [9].

Based on the data from in vivo experiments, VH
is considered as a suitable candidate to be tested
for its possible effect on cell proliferation and dif-
ferentiation. This could be due to its high content
of glycosaminoglycans [10], which seem to play an
important role in early embryogenesis, can
increase the cell growth in vitro [11], and in bovine
blastocysts [12].
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Materials and methods. All experiments were
performed in strict compliance with the Ferdowsi
University of Mashhad Animal Ethics Guidelines
in accordance with Iran Animal Welfare Act.

Culture of NTERAZ2 Cells. NTERA2-clone D1
(NT2/D1) is a hEC cell line derived from a testicu-
lar teratocarcinoma [13], which closely resembles
hES cells and the inner cell mass of human blasto-
cyst stage embryos. The NT2 cells were successfully
defrosted from a liquid nitrogen stocked batch and
grown in a standard T25 flask with Dulbecco’s
Modified Eagles Medium (DMEM, Gibco) supple-
mented by 10 % fetal bovine serum (FBS, Gibco),
100 U/ml penicillin (Gibco), and 100 pug/mL strep-
tomycin (Gibco) and left for growth to 80 % con-
fluency at 37 °C and 10 % CO; in the air. For pas-
sage, the NT2 cells were scraped by glass beads
and reseeded 1:3, continuously until they were
needed for experiments.

Isolation and expansion of MSCs. Male Wistar
rats, 4—6 weeks old, were sacrificed by cervical
dislocation and their femurs and tibia were care-
fully cleaned from adherent soft tissues. The tip of
each bone was removed with a rongeur, and the
marrow was harvested by inserting a syringe needle
(27-gauge) into one end of the bone and flushing
with DMEM. Cells were plated at a density of 10?
per T25 flask in 5 ml DMEM containing 15 %
FBS, 2 mM L-glutamine (Gibco), 100 U/ml peni-
cillin (Gibco), and 100 pg/mL streptomycin
(Gibco). Cultures were kept at 37 °C in a humidi-
fied atmosphere containing 95 % air and 5 % CO,.
After 24 hrs, the non-adherent cells were discard-
ed and adherent cells were washed gently with the
fresh medium. The medium were replaced twice a
week. When primary cultures became nearly con-
fluent, the culture was treated with 0.5 ml of
0.025 % trypsin containing 0.02 % EDTA for
5 minutes at room temperature, and the detached
cells were harvested and cultured in a T25 flask.
Once the culture reached to 70—80 % confluency,
the cells were harvested for further experiments.

Vitreous humour extraction. Seven skeletally
mature male, New Zealand white rabbits (age,
6 months, weight 2.5—3 kg) were purchased from
Razi Institute, Mashhad, Iran. They were kept in
soft bedding cages with free access to food and
water. General anaesthetize was performed by
chloroform, and followed by sodium thiopental for
euthanized. Their eye lips were cut open and the
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eye balls were taken out very smoothly. The balls
were rinsed thoroughly in physiological serum and
transferred to laminar flow hood. The vitreous
humour was sucked out from the dorsal part of the
ball using a fine syringe, with special care to avoid
any contamination from the eye lens and retina.
Each extract, about 0.5 ml in volume, was filter-
sterilized using the standard micro filters (0.22
um), and stored in a sterile microtube at —20 °C
for further use.

RNA extraction and RT-PCR. About 10%cells/ml
were subjected to RNA extraction using Tri-reagent
(Sigma) following manufacturer's protocol. To
remove any DNA contamination, the RNA was
treated with DNase (Ambion) and analysed on
1 % agarose gel. The first strand of cDNA was
extended using 5 ug of total RNA and 100 pmol of
oligo(dT)primer, 200 units of M-MLV reverse
transcriptase (Promega) plus its reaction buffer,
and 1.25 mM dNTPs in final volume of 40 pl, fol-
lowed by 2 hrs incubation at 37 °C and 5 min inac-
tivation at 80 °C. 1 pl of this reaction mixture was
used as template for polymerase chain reaction
(PCR) following standard protocols. PCR was
performed using 1 pl of the cDNA in final volume
of 25 pl containing 15 pmol of each primer,
0.1 mM dNTPs, and 0.3 units Taq polymerase
(Promega).

The primer sequences and conditions of these
reactions were as follows: human Oct4 forward
(hOct4-F) (5'-GAGAATTTGTTCCTGCAGTGC-
3"); human Oct4 reverse (hOct4-R) (5'-GTTCC-
CAATTCCTTCCTTAGTG-3'); human Sox?2 for-
ward (hSox2-F) (5'-CCCCCGGCGGCAATAG-
CA-3"); human Sox2 reverse (hSox2-R) (5'-TCG-
GCGCCGGGGAGATACAT-3"); rat Oct4 forward
(rOct4-F) (5'-AAGCTGCTGAAACAGAAGAGG-
3"); rat Oct4 reverse (rOct4-R) (5'-ACACGGTTCT-
CAATGCTAGTC-3"); internal control forward (8-
actin-F) (5'-ATCTGGCACCACACCTTCTACA-
ATGAGTGCG-3"); and internal control reverse
(B-actin-R) (5'-CGTCATACTCCTGCTTGCTG-
ATCCACATCTGC-3"). The number of cycles were
31 for hOct4, 30 for hSox2, 33 for rOct4 and 28
for B-actin.

The cycling conditions were as follows: 94 °C
for 45 sec, 58 °C (hOct4), 56 °C (hSox2), 57 °C
(rOct4) and 62 °C (B-actin) for 1 min, 72 °C for
1.5 min, with a final extension at 72 °C for
10 min.
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Fig. 1. Morphology of rat bone marrow mesenchymal stem cells (rMSCs) and NT2 cells. The picture shows a time course mor-

phological changes of MSCs from round-shape on day one (a) to spindle-shape on days 8—15 (b—c) after isolation, and a

perfect spindle-shape at first passage (d). The morphology of NT2 cells after 4 (e) and 7 (f) days in culture are also shown.
The original magnification is 400x

PCR products were separated on 1 % agarose gel,
stained with ethidium bromide, and visualized under
the UV light. The graphs from the gels were sub-
jected to intensity measurement using LabWorks
program. In this method, the intensity of the RT-
PCR products for the control sample is assumed
100 and the treatments are compared relative to
the control one. The semi-quantitative RT-PCR
experiments were repeated at least two or three
times for expression assay of each gene.

VH and retinoic acid treatment of NTERA?Z cells.
NTERA?2 cells were seeded at a density of 10°cells
per T25 flask and treated with either VH (150 ul)
or RA (10°M) for 7 days and the effects of both
compounds on the gene expression were deter-
mined by semi-quantitative RT-PCR at different
time points. Medium was changed with fresh RA,
VH and DMEM supplemented with 10 % fetal
bovine serum, every 2 days. Cells were harvested at
different time points with Tri-reagent and total
RNA was extracted from each sample.

Flow cytometry analysis. The cells were detached
from culture dish with trypsin/EDTA. Cell surface
antigen expression was assayed by flow cytometry
as previously described [6]. Briefly, the cells were
incubated in primary antibody (A2B5 anti-gan-
glioside GT3) [14] for 1 h at 4 °C. After three
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Fig. 2. Growth induction on NTERA2 and rMSCs upon 7

days of VH treatment: @ — Growth of NT2 cells was signifi-

cantly (P <0.05) increased in all VH concentrations reaching

to its highest in 50 pl per well; b — Growth of MSCs was

almost doubled (P < 0.004) in wells treated with 50 ul of VH
extract
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Fig. 3. Semi-quantitative RT-PCR analysis of OCT4 and
SOX2 mRNA expression in human NT2 cells 7 days after
treatment: @ — pictures of the observed PCR products on
the agarose gel; b, ¢ — the relative intensities of the PCR
products for OCT4 and SOX2 mRNAs respectively. These
treatments included NT2 control cells (NT/C) and those
treated with VH (NT2/VH) or a combination of RA and
VH (NT2/RAVH). OCT4 and SOX2 mRNAs increased in
both treatments. RT-PCR of B-actin mRNA indicates equal
loading of the samples

washes in wash buffer (5 % FBS and 0.02 % sodi-
um aside in magnesium and calcium free phos-
phate-buffered saline (PBS)), they were incubated
in a FITC-conjugated secondary IgM antibody for
1 hr. They were then resuspended in the wash
buffer, and analysed using a flow cytofluorimeter.
The antibody produced from the myeloma
P3X63Ag8 [15] was used as a negative control.
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Statistics. The SPSS V. 13 statistical program
was used to analyse the data. Significance of the
data was examined in the level of (p < 0.05) using
one way ANOVA and tukey test.

Results. Growth rate of NTERAZ2 and rMSCs is
increased upon VH treatment. Rat MSCs (Fig. 1,
a—d) and NT2 cells (Fig.1, e, f), at approximately
80 % confluency, were trypsinized and seeded into
six well plates. Next day, NT2 cells were treated
with different volumes, 50, 100 and 200 ul of the
VH extract to evaluate the optimum concentration
for the highest cell growth rate. The medium was
replaced with fresh one, containing VH every
48 hrs, and finally the cells were counted after one
week. This experiment was repeated three times
independently. After seven days, statistical analysis
revealed that there was a significant (p < 0.05)
growth difference between NT2 control cells in
comparison with the cells treated with VH (50,
100 and 200 pl). The maximum proliferation was
observed at 50 ul of the VH extract (Fig. 2, a). As
seen in Fig. 2, b, treatment of rIMSCs with 50 pl
VH extract increased cell proliferation almost 2
folds (P < 0/004) in comparison with the untreat-
ed ones.

Expression of Oct4 and Sox2 genes are affected by
retinoic acid and vitreous homour treatments. As
previously described, N'T2 cells are among the cells
expressing a high level of OCT4 and SOX2 tran-
scription factors. As expected, the semi-quantita-
tive RT-PCR analysis following RA treatment of
these cells showed a decline in the expression lev-
els of OCT4 and SOX2 genes. Interestingly, this
pattern was reversed upon treatment of the cells
with VH extract. Both OCT4 and SOX2 showed a
significant increase in their expression when
NT?2 cells were treated with VH alone. In a sepa-
rate experiment, results showed that VH could
somehow inhibit the suppressing effects of RA on
the expression of these genes when applied in
combination with RA (Fig. 3, a—c). In other
words, mRNA levels of SOX2and OCT4 were
higher in combinational treatment of RA and VH
(RA-VH) compared to that of the RA alone.

OCTH4 gene is expressed in rat mesenchymal stem
cells. mRNAs were extracted from rMSCs with or
without RA treatment and subjected to semi-
quantitative RT-PCR. Oct4 mRNA was detectable
in tMSCs. However, it disappeared upon treat-
ment with RA (Fig. 4).
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Differentiation of rMSCs upon treatment with RA
and VH. As expected, rMSCs and NT2 cells, treat-
ed with a combination of RA and VH, did not dis-
play a significant decrease in their proliferation,
despite presence of retinoic acid. RA alone signals
a decline in growth of rIMSCs and NT?2 cells with-
in 2 days, prior to the appearance of neuronal dif-
ferentiation markers. rMSCs treated with RA
(10> M) were first examined microscopically for
any morphological changes. After 4 days of treat-
ment the rMSCs showed a transition to the cells
with asymmetric morphology, while the cells treat-
ed with RA and VH had a symmetric morphology.
This change progressed to day 10, when the RA-
treated rMSCs showed neuron-like structures. By
day 26, the treated cells demonstrated structures
very similar to neurons (data not shown) which
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MSC/RA

Fig. 4. Detection of Oct4 mRNA in rMSCs (MSC/C) by
semi-quantitative RT-PCR analysis. The level of Oct4

mRNA decreases upon RA treatment (MSC/RA). The lower
panel represents the band for 28s rRNAs

MSC/C
Oct4
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remains to be confirmed more precisely. Treatment
of the cells with combination of RA and vitreous
humour extract however, reduced the progressive
effect of RA to differentiate the MSCs to neuron-
like cell types.

RA treatment induces neural differentiation in
NT2 and rMSCs. To confirm the morphological data
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Fig. 5. Cell surface antigen (A2B5) expression (analyzed by flow cytometry) following retinoic acid and vitreous homour

treatment in NT2 for 4 days and rMSC for 7 days: a — rMSCs express high level of A2B5 after RA treatment (MSC/RA),

but not as high after RA plus VH treatment (MSC/RAVH) compared to the control (MSC/C); b — RA treatment of the

NT?2 cells (NT2/RA) and its combination with VH (NT2/RAVH) induces A2B5 expression to the same level in NT2 cells
with no RA treatment (NT2/C)
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of transdifferentiation, the RA-induced neuronal
differentiation of MSCs and NT2 cells was also
evaluated by flow cytometry based on the presence
of specific cell surface antigens [4].

A prominent induction of the neuroectodermal
marker, A2B5, appeared by day 7 in the RA treat-
ed MSC cells (Fig. 5). Terminal morphological
differentiation, such as neuronal outgrowth, did
not typically appear until approximately 3 weeks
after RA treatment.

Discussion. As a natural source of intact HA, we
were interested to test the differentiative and pro-
liferative effects of VH on stem cells as an accepted
model for in vitro studies. Previous experiments on
mouse ears demonstrated that wounds treated with
VH had an increase in fat cell production, angio-
genesis and fibroblast proliferation [16]. This caused
a significant increase in tissue regeneration and
wound repair.

Our data indicate that treatment of stem cells
with VH increased cell growth considerably, but
the mechanism of such effect is open to speculation.
In other line of experiments, our results showed
that VH also interfered with cell differentiation.

The octamer-binding transcription factor-4
(Oct4) and SoxZ2 are expressed in human pluripo-
tent stem cells, but not in theirdifferentiated deriv-
atives. Therefore, their expression is rapidly down-
regulated in response to retinoic acid-induced dif-
ferentiation [17] and markers associated with neu
ral cells are co-ordinately up regulated during the
differentiation [18]. We used expression level of these
transcription factors as indicator of VH effects on
the cells. These markers were considerably increased
in mRNA level upon the VH treatment. As they
are key genes in determination of cell fate during
embryogenesis, it is possible that VH can make a
suitable cell nitch for certain cells with activation
of primitive and upstream signalling pathways [19].
The undifferentiated cells become committed to
differentiation with RA, unleashing a genetic pro-
gram that involves the differential expression of
more than 3000 genes [17]. Therefore, compo-
nents of the VH may take an antagonistic approach
to prevent cell differentiation. As we show here,
VH reverses differentiative effects of RA, with a
consequence of increased cell proliferation.

As reported before, during cell differentiation
the level of peroxides also increases. Alternatively,
reduction of peroxides could be a possible mecha-
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nism of VH action in differentiating cells. This
again could be due to the high content of HA,
which is believed to have antioxidative effects in
various systems [20]. VH is known for its high con-
tent of glycosaminoglycans specially hyaluronan.
As the effect of hyaluronan on proliferation of cord
blood progenitor cells is well known [21, 22], it
seems reasonable to investigate the effect of differ-
ent chemical fractions of VH extract on cell prolif-
eration and differentiation.
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N3YYEHUE BJIWAHWA TPYBOI'O 5KCTPAKTA
CTEKJIOBMAHOI'O TEJA HA POCT U
JANODEPEHLIMALINIO MESEHXMMAJIbHbBIX
CTBOJIOBBIX KJIETOK KPBICBI (rMSCs)

N KJIETOK NTERA2 YEJIOBEKA

JIByMsI OCHOBHBIMU XapaKTEPUCTUKAMU BCEX TUIIOB
CTBOJIOBBIX KJIETOK SIBJISIETCSI MX CIIOCOOHOCTH K qudde-
pEeHLIMAlMU U CAMOOOHOBJIEHUIO. 3HAYUTEIbHbII UHTEPEC
BBI3bIBAET PACKPBITUE YCIOBUIN U (HAKTOPOB, KOTOpPBIE
YIPaBISIOT TAKUM MOBEIEHUEM CTBOJIOBBIX KJIETOK. XO-
pOIIO U3BECTHO, UTO peThHOeBas kuciaora (RA) cHuxkaet
TEMITbl POCTa, UHAYLUPYS AU HepeHInalno KIETOUHbIX
JINHUIA B ONpe/ieJIEHHBIX yCI0BUsIX. BMecTe ¢ TeM n3BecT-
HO, 4TO ruanypoHoBas kuciota (HA) unmyuupyer poct
KyJIBTUBUPYEMBIX KJIETOK. PaHee ObLI0 MOoKa3aHo, 4To ec-
TecTBeHHbI uctouHuk HA, crexinoBugHoe teno (VH)
KPOJIMKA, BBI3bIBAET 3aKMBJIEHUE PAaH Y MOJEIbHBIX XU-
BOTHBIX. B monckax BO3MOXHOTO MEXaHU3Ma 3TOTO Mpo-
ecca 3KCTPaKT CTEKJIOBUIHOTO Tejia ObLI MCCIeI0BaH
Ha KYJIETUBUPYEMbIX ME3€HXUMAaJIbHbBIX CTBOJIOBBIX KJIET-
kax 1 kiretkax NTERA2 sMOproHaIbHON KapIIMHOMBI Ue-
JloBeKa B npucytcTtBun RA. I3MeHeHUsT HEKOTOPBIX Kile-
TOUYHBIX W MOJIEKYJISIpHBIX MapKepoB (A2B5, Oct4, Sox2)
nokasayiu, utro VH u, BoamoxHo, HA Biustior Ha nudde-
peHuupytoiue 3¢ dextel RA. TakuMm 06pazom, 310 Beniec-
TBO MOXET BJIMSAThH Ha MpoJindepalnio KIeTOK U pereHe-
pauuio TKaHeil, UHruoupys AuddepeHIMalnio KIETOK.

Alireza Jian Bagherpoor, Ahmad Reza Bahrami,
Maryam M. Matin, Naser Mahdavi-Shahri,
Mohammad Amin Edalatmanesh

BMBYEHHA BIUVIMBY T'PYEOI'O EKCTPAKTY
CKJIOMMIOAIBHOI'O TIJIA HA PICT TA
JUOEPEHUIALIIO ME3EHXIMAJIbBHUX
CTOBBYPOBUMX KJIITHH LIYPA (rMSCs)

[ KIIITUH NTERA2 JIIOAVHUA

JIBoMa OCHOBHUMU XapaKTepUCTUKAMU BCiX THIIIB
CTOBOYPOBUX KJIITUH € iXHS 3IaTHIiCTh J0 AudepeHuiamii
Ta CAMOOHOBJIEHHSI. 3HAYHUU iHTEpEC BUKIMUKAE DPO3-

ISSN 0564—3783. Hlumonoeus u eenemuxa. 2010. No 6



| Investigating the effects of vitreous humour (crude extract) on growth and differentiation |

KPUTTSI YMOB Ta (haKTOpPiB, KOTPi YIPaBISIOTh TAKOIO TT0-
BEiHKOIO CTOBOYPOBUX KJIiTUH. [loOpe BimoMo, 1110 peTu-
HoeBa kuciora (RA) 3HIZKY€e TeMITH POCTY, IHIYKYIOUH JTH-
depeHIialio KIITKOBUX JIiHIl B IEBHUX yMoBax. Pa3zom 3
TUM BiZOMO, 10 TiaaypoHoBa kuciora (HA) iHgykye picTt
KyJbTMBO- BaHUX KJIiTUH. Panimie Oyyso mokasaHo,
o npupoaHe mxepeno HA, ckmononione tino (VH) kpo-
Jis1, BUKJIMKAE 3aTOEHHST paH Yy MOJETbHUX TBapuH. B mo-
IIyKaX MOXJIMBOTO MEXaHi3My IIbOTO TPOIIeCy eKCTPaKT
CKJIOTIOAIOHOTO Tijla OyB MOCTIIKEeHUI Ha KYJIBTUBOBAHUX
ME3eHXIMaJIbHUX CTOBOYpOBUX KIIITMHAX Ta KJiTHHAX
NTERA2 em0pioHabHOT KapLIMHOMM JTFOOUHU B TIPUCYT-
HocTi RA. 3MiHM nesIKMX KIITUHHUX Ta MOJCKYJISIPHUX
mapkepiB (A2B5, Oct4, Sox2) mokazanu, mo VH i, Mox-
mmBo, HA BrmmBamoTh Ha nudepeHIiomodi epektu RA.
TakuMm 9MHOM, ISl peYOBUHA MOXe BIUIMBATH HA MPOJIi-
depariito i pereHepaitiro TKaHWH, iHTiIOyI0YM TUdepeHItia-
Li10 KJIITUH.
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