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Aim. The classic detachment techniques lead to changes in cells properties. We offer a simple method of
cultivating the population of cells that avoided an influence on the surface structures. Methods. Mesenchymal
stem cells (MSC) from human umbilical cord matrix were obtained and cultivated in standard conditions. While
substituting the culture media by a fresh portion, the conditioned culture medium, where the cells were
maintained for three days, was transferred to other culture flacks with addition of serum and growth factors.
Results. In the flacks, one day after medium transfer, we observed attached cells with typical MSC morphology.
The cultures originated from these cells had the same rate of surface markers expression and clonogenic
potential as those replated by standard methods. Conclusions. MSC culture, derived by preserving the cells with
reduced attachment ability, actually has the properties of «parenty passage. Using this method with accepted
techniques of cells reseeding would allow maintaining the cells that avoided an impact on the cell surface

proteins.
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Introduction. Mesenchymal stem cells (MSC) are
considered to be one of the most promising instruments
of cell therapy. However, their cultivation is related to
some difficulties, which have not been overcome to a
full degree. Therefore, the methods of isolating MSC
from tissues, their cultivation, passaging, and facili-
tating the retention of multipotency are actively ela-
borated and improved [1-3].

In the tissues of organism MSC are located in the
complex three-dimensional system, where their surface
apparatus is adjusted to receive and process the signals
from outside. The extracellular matrix and surrounding
cells create unique physical and chemical conditions,
determining MSC behavior [4, 5]. During the cultiva-
tion in the monolayer the cells get accustomed to spe-
cific conditions and released from centralized regula-
tion by the neuroimmune and humoral factors [6].
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While passaging the culture the cells are forced to de-
tach from the “parent” substrate. This is achieved using
the solutions, containing proteolytic enzymes, enzyme-
free solutions and special mechanical technologies [2].
The most wide-spread and rather efficient enzymatic
methods of detaching the cells from the substrate are
deemed to be the solutions of trypsin (0.25 %) and
versene (0.02 %) [2]. However, during this procedure
the proteins and glycoproteins on the cell surface are
inevitably damaged. The use of proteolytic enzymes
and the effect of mechanical manipulations during the
replating procedure compels the cells to lose relevant
homing receptors and attachment molecules. It has a
proven negative effect on the stem potential of MSC
[3-8]. Passage by passage the cells change their pro-
perties, lower the degree of multipotency and homing
ability [9]. Therefore, various variants of cultivating
MSC without any obligatory detachment are suggested,
for instance, the application of culture flasks of a spe-
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cial form, which can stretch and increase the surface
area with the enlargement of cell mass [10, 11], or the
cultivation in three-dimensional conditions on different
carriers [12]. These methods are efficient, however they
require additional technical possibilities, complicating
the work and rather expensive.

The current work was aimed at the optimization of
MSC cultivation conditions to preserve the cells with
undamaged surface apparatus and, therefore, more re-
levant by their properties to the cells of the first passa-
ges than the cells after numerous replating procedures.

Materials and Methods. Cel/ isolation. Umbilical
cords, collected after normal vaginal delivery, were
provided by the Kyiv maternity clinic No. 5. The cells
were isolated using the combined method [13]. The
umbilical cords were kept in the solutions of antibiotics
(the mixture of 1 mg/ml penicillin (Arterium, Ukraine)
and 1 mg/ml streptomycin (Arterium)) for 20 min and
washed in PBS. Then they were cut in fragments. To
avoid the potential contamination of MSC population
by endothelial cells, the vessels were removed. The ob-
tained fragments were washed, minced and incubated
in the solution of enzymes (collagenase type I (Sigma,
USA), 200 units/ml, hyaluronidase type IV (Sigma),
400 units/ml) at 37 °C for 20-60 min depending on the
matrix density. After the incubation the tissue frag-
ments were transferred into the flasks with the cultural
medium (DMEM with low glucose content (PAA,
Austria), and with penicillin (Arterium) and streptomy-
cin (Arterium) 100 pg/ml each, 2 mM L-glutamine
(Sigma), 10 nM FGF2 (Refibrol, PharmBiotek, Uk-
raine) and 10 % solution of fetal bovine serum (PAA)).

The solution of enzymes was collected and centri-
fuged for 7 min at 1,000 rpm. The precipitate obtained
was added PBS with subsequent centrifugation in the
same mode. The precipitate obtained was introduced
into flasks with the abovementioned cultural medium.

The attached fibroblast-like cells — single or clones
of 2—6 cells — could be observed on the bottom of the
culture flasks 1-3 days later. Two days after the cell
registration the medium was replaced by the fresh
portion.

Cultivation. The cultivation was conducted in CO,-
incubator (37°C, 5 % CO,). MSC were cultivated in the
above described medium in plastic flasks with the area
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of 25 and 75 square cm (PAA). At all the passages the
medium was changed every 3 days.

When the monolayer confluence reached ~70 %,
the cells were passed using the mixture of trypsin
(0.25%) (PAA) and versene (0.02 %) (1:1).

Cultivation optimization. While replacing the
cultural medium with the fresh portion the conditioned
medium was collected, transferred into a new flask with
the addition of fetal bovine serum (1 mlper 10 ml of the
obtained medium) and FGF2 (per 0.0025 pg/ml).

Microscopy. Cell morphology was examined with
light microscopy using the Leica DMIL inverted
microscope and imaged with Canon PowerShot 640A
camera.

Results and Discussion. It is known that during a
specific phase of the cell cycle, for instance, prior to the
division, the degree of cell attachment to the substrate
decreases [14].

MSC culture (during routine cultivation) is asyn-
chronous. Therefore, cells not do not proceed through
the stages of cell cycle simultaneously, which presup-
poses the risk of losing some cells at standard replating,
when the medium, where the cells were maintained, is
removed from the culture flask. According to the sug-
gested method, the conditioned medium, in which the
culture has been growing for some time, is transferred
to another culture flask (for instance, during medium
changing). This medium is added a portion of serum
and growth factors.

On the following day there is evident attachment of
the cells, which might have been in less adhesive state.
To reach the higher concentration of cells the obtained
medium may also be centrifuged, thus precipitating the
cells and immediately placing the obtained precipitate
into the flask with the medium.

Taking into account the individual features of
cultures, obtained from different donors, one can note
10-20 “attachment places” on average on the bottom of
the culture flask containing 1-10 cells. These clones are
viable and actively proliferating. In seven—ten days the
number of cells increases three-fold on average.
Approximately two weeks after the first detection of the
cells, the clones acquire size and confluence sufficient
to be passed using standard methods.

The morphology of the cells, obtained by the me-
thod of preserving the conditioned medium, is typical
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Comparison of the morphology of cell cultures (48 hours) and the cells that have passed the standard procedure passaging, 2nd passage b cells
obtained by transferring the medium where they were cultivated for 3 days, in another culture vial 1st arcade. MSCs are alive, unstained; X100

for MSC. Taking into account the discrepancies in the
number of cells, obtained by the above described me-
thod, and the cells, replated by standard methods using
the solutions of trypsin (0.25 %) and versene (0.02 %) it
is possible to state that generally the cells of the derived
culture preserve the morphology, typical for the cells of
the initial culture (Fig.). The degree of surface markers
expression is similar to the one in cultures, replated by
the standard method (over 75 % population are CD105,
CD73, CD90 markers positive).

The expression of the surface marker proteins was
determined by staining with fluorescent-labeled anti-
bodies (United States Biological, USA) on BD FACS
Aria cell sorter (State Institute of Genetic and Regene-
rative Medicine, NAMS Ukraine) (data not shown).

The damaging effect of the multiple obligatory de-
tachment of cells from the substrate during the culture
passaging is described in detail in the works [7-9, 15].

The method of using the conditioned medium, sug-
gested by us, helps to preserve an additional amount of
cells and to reduce the degree of negative effect on
MSC culture.

Conclusions. The main advantage of the suggested
approach is the fact that the culture, obtained via uphol-
ding the cells, spontaneously detached during the repla-
cement of the cultural medium, actually preserves the

properties of the initial passage cells. As only a part of
the population is remarkable for decreased attachment
level, the described method would be a reasonable ad-
dition to the standard method. It would provide perma-
nent support to the cell population, which evaded the
impact of the standard procedure of passaging on
proteins and glycoproteins of the surface apparatus.

H. C. llysanosa, O. A. Macnosa, E. M. Cyxopaoa, O. I. [lepabuna,
B. A. Kopoom

Bo3MoXHOCTB MOAACPIKAHUA KYJIBTYPbl ME3€HXUMAJIbHBIX CTBOJIO-

BBIX KJIETOK 3a CUET KIETOK CO CHIDKEHHOU CTETICHBIO a/ITe3Uu

HucTuTyT MONeKyIsapHOi Ouonoruu u renetuky HAH Ykpaunast
V. Akanemuka 3abonotroro, 150, Kues, Ykpauna, 03680

Pestome

Lenv. Hcnonvsosanue Knaccuueckux memooux Ojis OmKpenieHus me-
B3EHXUMATbHBLX cmE0108bix Kiemok (MCK) om cybocmpama npusooum
K usMeHeHulo ux ceoucms. B dannom coobwenuu npeonodicern npo-
cmou U 00CMYNHbIIL CROCOO COXpAHeHus: NONYIAYUU KIemox, usbe-
AHCABUIUX  GIUAHUA HA NoeepXHOCcmHubL annapam. Mamepuanst u
memoowvt. MCK u3z mampuxca nynounoz2o Kanamuka 4eniogexa noiyda-
JU U KYTbMUupo8anu no cmanoapmuoti memoouxe. IIpu samene kyino-
MypanbHOL cpedbl HA CEEHCYI0 NOPYUIO KOHOUYUOHUPOBAHHYIO CPedy,
6 KOMOpOUl KyIbnypa Haxo0uldch 8 meuenue mpex OHell, npeono.io-
JHCUMENLHO COOPAHCAWYIO CNOHMAHHO OMKPENUSUILecs KIemKu, ne-
penocunu 8 Opy2oll KyIbmypaibHblil cocyd, 000assis CbleOPOMKY U
pocmogeie Gpaxmopwl. Pesynomameut. Yepesz cymku nocne nepenoca
KOHOUYUOHUPOBAHHOU CPedbl HA OHe COCYOd MOJICHO Obllo 0bHApY-
orcums npuxpeniennvie kiemxu munudnot ona MCK mopghonoauu,
umerowue cmenetb IKCHPeccuu NOGEPXHOCHHbBIX MAPKePo8 U KIOHO-
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2eHHbIU NOMEHYUAI, AHATIO2UYHbIE MAKUM KYIbIMYp, NepPecesHHbIX NO
cmanoapmuoil memoouke. Bwi6oowt. [ouepnsas Kynemypa, nonyuen-
Has 8 pe3ynvbmame COXpPAHEHUs KAeMOK, CNOHMAHHO OMKPEeNUBUUUXCL
8 npoyecce 3aMeHbl KyIbMypanbHoll cpedbl, hakmuiecku, cCoXpansiem
c60lICMea K1emox ucxo0Ho2o naccaxca. Memoo yenecoobpasno npu-
MeHsmb OONOIHUMENbHO K CMAHOAPMHOU MEMOOUKe NACCUPOBAHLUSL.
Dmo no36onum nocmosHHO UMents Ny KIemok, U30exiCasuiux IusHus
Kaaccuyeckou npoyedypsl NACCUpOBanus Ha OeaKu U 2IUKONPOmeuHbsl
NOBEPXHOCIU KIeMKU.

Knrouesvie cnosa: MCK, kyremuguposanue, KiemKi cO CHUICEH-
HOUL cmenenvio ao2esuu.

H. C. llysanosa, O. O. Macnosa, O. M. Cyxopaoa, O. I'. /lepsbina,
B. A. Kopoiom

MoO>XIUBICTh HIATPUMAHHS KYJIbTYPH ME3CHXIMAILHUX CTOBOYPOBUX

KIIITHH 32 paXyHOK KJIITHH 31 3HHKEHHM CTYIEeHeM ajaresii

Pestome

Mema. 3acmocysanns KIACUYHUX MEMOOUK Oisl GIOKPINieHHs: me-
senximanvrux cmosdyposux xaimun (MCK) 6io cyocmpamy npusgo-
oumu 00 3MiH IXHIX éracmueocmei. Y oanomy nogioomienni 3anpono-
Hogano npocmuil i docmynnuil cnocio 36epedicents NonyiAyii Knimun,
w0 YHUKIU GNIUBI8 Ha nosepxnesuti anapam. Mamepianu i memoou.
MCK 3 mampuxcy nynkoo2o KaHamuxa 1t00uHu OMmpuMysan i Kyib-
MUBY8al 3a Cmandapmuoio memoouxoro. Ipu samini Ky1omypanbHo-
20 cepe0osuLya Ha CIXCY NOPYII0 KOHOUYIOHOBAHE cepedosuiye, Y KO-
MY KYA6mypu 3HAXOOUTUC 61POO0BIUC MPLOX OHIG I sAKe NOMeHYiliHO
MICIULO CHOHMAHHO GIOKPINACHT KIIMUHU, NePEeHOCUNU 8 THUUL KYlb-
MypanbHull nocyo, 000awyu CUposamxy ma pocmosi gaxmopu. Pe-
synomamu. Yepes 000y nicis nepenecenns cepe0osuiya Ha OHi Kyib-
MypanbHo20 nocyo0y MOJICHA OYI0 cnocmepieamu NPUKpinieni Kiimu-
nu munogoi onsi MCK mopghonoeii, siki manu cmynins excnpecii nogepx-
HeeUX Mapkepie ma KIOHO2EHHUU NOMeHYidN, aHAl02iYHi MaKum y
KYIbmyp, naco8anux 3a cmanoapmmuoio memoouxoio. Bucnosku. /lo-
YipHsL KYTbmMypd, OMPUMAHA 8HACIIOOK 30epedCer s KIIMUH, SKi CHOH-
MAHHO GIOKPINUAUCL Y NPOYECE 3aMIHU KYIbMYPAIbHO20 Cepedosuuyd,
Gaxmuuno, 3depicac enacmueocmi Kiimun 6uUxionoeo nacaxjcy. 3anpo-
NOHOBANUL MEMOO OOYLILHO 3ACMOCO8Y8amu d00AMK080 00 CHMAH-
oapmuoi memoouku nacyeauus. Lle 0os3goaums nocmiuno mamu nyn
KATMUH, AKI YHUKIU NOUKOONCYIOUUX GNIUBIE HA OLIKU | eniKonpomeinu
NOBEPXHI KIIMUHU.

Kniouogi cnosa: MCK, KynbmugyeanHs, KiimuHu 3i SHUMCEHUM CHLy-
nenem aoeesii.
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