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Jnst mcenenoBaHus BO3MOXHOCTH AU HepeHINPOBKU
KJIETOK CTPOMBI KOCTHOTO MO3Ta 110 KapANOMHOIIUTAPHOMY
IyTH OblIa MPOBEJEHA Cepusl SKCIepUMEHTOB. Kynbsrypy
CTPOMAJIbHBIX CTBOJIOBBIX KJIETOK ITOJyYaJld U3 KOCTHOTO
Mo3ra ITyTéM MeXaHH4YEeCKOM Je3arperaniu, HeHTpudyru-
POBaHUS C IIOCIIENYIONIMM BBICEMBAaHHEM B KYJIBTYpaJIbHbIC
¢axonsl 75 cm? (“Costar”, CIIA). TTepBUYHO BBIIEICHHYIO
kynbeTypy CCK Benu Ha pocrooit cpene DMEM/F12 1:1
(“Sigma”, CHIA) ¢ no6asienuem 20% >MOpHOHATBHON
Tensaeii cbiBopoTkH (“buonor”, Poccust), mmyramuna (“buo-
not”, Poccus), L-ackopounoBoii kuenotsl (“Sigma”, CILA)
1 OCHOBHOTO (hakTopa pocra Gudbpodnacros (“Sigma”,
CHIA). Knetku xynsrusrposami B CO,-unky6arope (37°C,
coJiepykaHue YITIEKUCIIoro rasa 5% u BnaxHocTh 95%). Cpe-
Iy MeHsU Kaxable 3-e cyTok. [Ipu noctukenuun 70-80%
MOHOCIIOSI KJIETKH MaccupoBaiu pactBopom 0,25% tpuricun/
BepceHa (1:5).

KonayeHTHYIO KyIpTypy BTOPOTO Maccaka CTUMYJITH-
poBanu k nuddepeHnnpoBKke 1006aBISHUEM B KYJIBTYpailb-
HYIO Cpelly 5-a3alMTHIMHA B KOHIEHTpauu# 10 MKMOJIB/JT
Ha 24 4. [Tocne atoro cpeay 3amensuti Ha cpery DMEM/F12
1:1 (“Sigma”, CIIIA), conepxantyto JonoaHnTensHo 20%
(eranpHOM TemsTubelt chiBopoTKH (“buonor”, Poccus), riryta-
muH (“buonot”, Poccns), macymus (“Sigma”, CILIA), nekca-
MetaszoH (“Sigma”, CIIA), L-ackopOHHOBYIO KHCIIOTY
(“Sigma”, CIIA) u pakrop pocra pudpodnacros b (FGFb)
(“Sigma”, CIHA). Cpeny MeHsUTH KaxIble 3-€ CYTOK.

W3meHnenune kieTo4Hoilt MOpGoiIoruu HabIraan BU-
3yallbHO TPH MOMOIIXA METO/Ia CBETOBOH MHMKPOCKOIIHH.
Uepes ofHy HEIEIIO TTOCIIe HavYaa MHAYKIUH KyJIBTYpa Ipef-
CTaBJIs1a cO00H MOHOCTION (hHOPOOIACTONOJOOHBIX KIIETOK.
B KoHIIe BTOpOii Heie1 MOosBIISUINCH MPOAOIIbHBIC KapHO-
MHOIIUTOIIO00HBIE MYCKYJIbHBIE KIEeTKH, 10 20% 0T 0011ero
KOJIM4ecTBa KieToK. Uepes 3—4 Henenu KyIbTHBHPOBaHUS
710 30% KJIETOK CTIOHTaHHO COKPAIAJIUCh M COIEPKaIN OT
OJTHOTO J10 HECKOJIBKHX sIIIEp.

J1st moaTBep K IeHUsI COCTOSABIICHCS T hepeHIINPOBKI
CCK B KapaAMOMHOUINTONOJ00HBIE KJICTKH HCHOIb30BAIN
MMMYHOTUCTOXUMHYECKHI METOA HACHTH(UKALNH B KYJIb-
Typax 3THX KJIETOK Crielin(puIecKux OesKoB — TporoHuHa [ u
AKTHHA C TIOMOIIIBI0 MOHOKIIOHANBHBIX aHTHTeN. Pa3oBo-
KOHTPACTHYIO U (IyOPECUEHTHYI0 MUKPOCKOIIHIO ITPOBO-
I Ha MUKpockorie “Laborux” (“Leica”, I'epmanusi).
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The series of experiments were carried-out for studying
the possibility for bone marrow stromal cell differentiation
by cardiomyocyte way. The culture of stromal stem cells
was derived from bone marrow via mechanical disaggre-
gation and centrifugation with following inoculation in 75
cm? cultural flasks (“Costar”, USA). Primarily isolated SSCs
culture was plated on DMEM/F12 1:1 growth medium
(“Sigma, USA”) with adding 20% fetal calf serum (“Biolot”,
Russia), glutamine (“Biolot”, Russia), L-ascorbic acid
(“Sigma, USA”) and main fibroblast growth factor (“Sigma”,
USA). Cells were cultured in CO,-incubator (37°C, 5% CO,
content and 95% humidity). Medium was changed each 3
days. When achieving 70-80% monolayer the cells were
passed with 0.25% trypsin/versene solution (1:5)

Confluent culture of the second passage was stimulated
to differentiation by adding into cultural medium of 5-
azacytidine in 1pM/1 concentration for 24 hrs. Afterwards
the medium was changed for DMEM/F12 1:1 (“Sigma”,
USA), additionally containing 20% fetal bovine serum
(“Biolot”, Russia), glutamine (“Biolot”, Russia), insulin
(“Sigma”, USA), dexamethazone (“Sigma”, USA), L-ascor-
bic acid (“Sigma”, USA) and fibroblast growth factor b
(FGFb) (“Sigma, USA”). The medium was changed every 3
days.

Change in cell morphology was visually observed by
means of light microscopy. One week after beginning the
induction, the culture represented a monolayer of fibroblast-
like cells. At the end of the second week the lateral cardio-
myocyte-like muscular cells, up to 20% of total cell amount,
appeared. Three-four weeks after culturing up to 30% of
cells contracted spontaneously and contained from one to
several nuclei.

To confirm the occurred SSCs differentiation in cardio-
myocyte-like cells we used the immune histochemical method
of identification of specific proteins: troponin I and actin
using monoclonal antibodies in cultures of these cells. Pha-
se-contrast and fluorescent microscopies were done with
“Laborux” microscope (“Leica”, Germany).
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