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Butpudukanus sBiseTcs OAHHUM U3 aTbTEPHATHBHBIX
croco00B KpHOKOHCEPBHPOBaHHSA. B HacTosIiee Bpems
YCHEITHO BUTPUPHUIHPYIOT 00pa3lbl TKaHEH HEOOIBIIOTOo
pa3Mepa, SHIEKIeTKH, 3Ur0Thl, IMOPUOHBI PaHHHUX CTalIHi,
KOJIOHUH SMOpPHOHANBHBIX CTBOJOBBIX KiIeTOK. OIHAKO
BOIIPOCHI ONTHMHU3AIUU JIAaHHOTO METOJa U pa3paboTKu
TEXHOJIOTHIECKUX ITANOB M BUTPUDUKAUHN KISTOUHBIX
CYCIIEH3MH OCTAalOTCS aKTyaJIbHBIMH.

Henb paboThl — ONpeneuTh BO3MOXKHOCTh HCIOJb-
30BaHMsI METOJIa BUTPUPHUKAIIMHU 11 KPHOKOHCEPBUPOBAHUS
cycneH3uu (eTanbHBIX GUOPOOIACTOMONOOHBIX KIETOK
YeJIoBeKa.

B cocraB Butpuduuupyonmx pactsopon (BP) Bkmrouanu
JAMCO 10%; 3T (10, 15, 20, 25%); 1,2-TI17 (10, 15, 20, 25%)
u caxaposy (0,5, 1, 1,5, 2 M), KOMOUHHPYS UX pa3IHUHBIC
KOHLIeHTpauu. CKpUHUHT pacCTBOPOB IPOBOAMIIHN C YYETOM
MPO3pPaYHOCTH CTEKJa, YCTOWYMBOCTH K PACTPECKUBAHUIO B
a30Te M Mapax a30Ta, a TaKKe MO OTCYTCTBHIO PEKPUCTAI-
nu3anuu npu ororpese. s Butpudukanuu Gubdpobiac-
TOMOIOOHBIX KIIETOK K KJIETOYHON CYCIIeH3UH J00aBISIH B
IBa dTana MaTouyHblii BP, 3ateM mosnydeHHble 00pasiisl
ob6bemMoM 0,5 MJI B IIACTUKOBBIX KPUOKOHTEHHepax
MTOMEIAN B KHUIKUHA a30T. OTOrpeB 00pa3oB MPOBOIAMIH
Ha BonsHOW OaHe mpu +37°C. OTOTpeTyIo CYCHEH3HUIO
otmbiBanu B 0,5M pacTtBope caxapo3sl u cpeae 199,
nornoaHeHHOH 10%-# 3MOpUOHANIBHON TeNns4bel CHIBO-
poTkoi. [l ymaneHuss KpUOIPOTEKTOPOB HCIIOIb30BAJIN
JIBYX- U TPEXCTYIEHYaTyI0 OTMBIBKY. JKu3HecrnocoOHOCTh
KJIETOK OIEHHWBAJIM 110 TPUIIAHOBOMY CHHEMY U CIIOCO0-
HOCTH KJIETOK K aJr€3Ud B YCJIOBUSX KYJIBTHBHPOBAHUSI.

Jus onpeneneHns KOMOWHAIIMN HaMMEHBIIUX 3ddex-
TuBHBIX KoHUeHTpauuii DI, 1,2-I1]] u caxapo3sl, mo3Bo-
nstonx BP coxpaHuTh He00X0auMbIe BUTPU(PHUKALIMOHHEIC
CBOICTBa, NPOBOJMIIM CKPUHHUHI pacTBopoB. M3 cepum
pacTBOpoB BBIOpanH aBa, 00pasyloniue B JKHIKOM a30Te
Mpo3pavyHOe U CTOMKOE CTEKJIO, KOTOpOe IIaBUIOCH Oe3
JEeBUTpUQHKAINY TpU oTorpese. PactBopbl 0003Haumnmm BP-1
(10% AMCO, 20% 3T, 20% I u 0,5M caxapo3si) u BP-2
(10% AMCO, 15% 3T, 15% IIJ] u 1M caxapo3ssl).

XKusnecriocobHOCTh (HUOPOOITACTONMOTOOHBIX KIETOK
nociue koHTakta ¢ BP u oTMBIBKU IIpH ABYyX- U TPEXCTYINEH-
4aTOW OTMBIBKE COCTaBJjsijia COOTBETCTBEHHO aisi BP-1:
77,5+4,7 u 68,9+£3,7%; BP-2: 74,8+4,8 u 68,8+2,8%; mocie
3aMopaxkuBaHus-otorpeBa mius BP-1: 65,5427 u 59+3,6%;
anst BP-2: 47,1£1,9 u 33,6+3,8%. Knetku coxpausiau
CIOCOOHOCTh MPUKPEIUIATHCS K IUIACTHKY, MPH 3TOM MOCIE
IBYXCTYNEHYATOW OTMBIBKH OHH MPOSBISIIH 0OOJIBIIYIO
CIOCOOHOCTh K PacIlIacThIBAHUIO.

Taxum oOpa3om, Oblia MOKa3aHa BO3MOXKHOCTH NpHMe-
HEHHUS METOAa BUTpHU(HKAIMH A KPUOKOHCEPBUPOBAHUS
KJIETOYHBIX cycneH3nuid nop 3amurort IMCO, DI, 1,2-I11 u
caxapossl.
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Vitrification is one of the alternative cryopreservation
methods. Nowadays, small tissue samples, oocytes,
zygotes, embryos at early stages, colonies of embryonic
stem cells are sucessfully vitrified. However, optimizations
tasks of this method and development of technological
stages for vitrification of cell suspensions are still actual.

Purpose of work is to find possibility of using the
vitrification method for cryopreservation suspension of
human fetal fibroblast-like cells.

In composition of vitrifying solutions (VS) included 10%
DMSO, EG (10, 15, 20, 25 %); 1,2—PD (10, 15, 20, 25%); and
sucrose (0.5, 1, 1.5, 2 M), with combination of their different
concentrations. Solution screening was performed on glass
transparency, resistance to cracking in nitrogen and its
vapours, as well as on absence of recrystalisation during
warming. For vitrification of fibroblast-like cells to cell
suspension the stock VS was added in two stages, after
that the obtained 0.5 ml samples in plastic cryocontainers
were placed into liquid nitrogen. Sample thawing was
performed on water bath at +37°C. The thawed suspension
was washed-out in 0.5 M solution of sucrose and in medium
199, supplemented with 10 % fetal calf serum. For removal
of cryoprotectants two- and three-stage washing-outs were
used. The viability of cells was assessed with trypane blue
staining and adhesion ability of cells during culturing.

For determination of combination the least effective
concentrations of EG, 1.2-PD and sucrose, enabling VS to
keep essential vitrifying properties, solution screening was
performed. Among the series of solutions two were chosen,
those forming in liquid nitrogen the transparent and stable
glass, which melted with no devitrification during warming.
The solutions were defined as VS-1 (10% DMSO, 20% EG,
20% PD and 0.5 sucrose) and VS-2 (10% DMSO, 15% EG,
15% PD and 1M sucrose).

Viability of fibroblast-like cells after the contact with
VS and washing-out during two- and three-step washing-
outs made correspondingly to VS-1:77.5+ 4.7 and 68.9+ 3.7%;
VS-2: 74.844.8 and 68.8+ 2.8%); after freezing-thawing — for
VS-1: 65.5+2.7 and 59+3.6%; for VS-2: 47.1+1.9 and 33.6+3.8%.
Cells kept the ability of adhering to plastic, herewith after
two-step washing-out they showed higher ability to
flattening.

In such a way, there was shown the ability to use
vitrification method for cryopreservation of cell suspensions
under protection of DMSO, EG, 1.2-PD and sucrose.
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