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Knerku ¢deransHoit neuenu (KOII) mupoko ucnosnb-
3yIOTCS B KJICTOUHOH Teparmu. O0s3aTeIbHBIM 3TaroM B UX
HCIIOJIb30BAaHNH SIBIISICTCS KpHOKOHCEpBHpOoBaHHe. YacTto B
KJIMHUYeCcKOH npakTuke npuMeHsitor KOIT pa3Hbix cpokoB
recTaluu, KOTOpbIE a priori AMEIOT Pa3IMYHYy0 KpHOia-
OMJIBHOCTD B CBSI3U CO 3HAYMTENBHOW MOIU(UKALUEH 110
Mepe recranui. [Tog0op onTuMaIbHBIX YCIOBUI 3aMOpaKH-
Bauus1 KDIT pa3HbIX CpOKOB recTanny (CKOPOCTH OXJIaxIe-
HUSI, KOHLEHTPAUu KPHOIIPOTEKTOPa) M MCIIOIb30BAHHE
a/ICKBATHBIX METOJIOB OLICHKH JEKOHCEPBUPOBAHHOTO MaTe-
pHaJia OCTalTCs aKTyalTbHBIMU. B CBA3H C 3THUM IIEIIBIO HC-
CJIeIOBaHUS OBLUTO U3yUeHHE BIMSIHUS PAa3IMYHBIX TPOTOKO-
JIOB 3aMOpaXMBAaHUS Ha IKCIPECCUI0 (PEHOTUITNYECKUX
mapkepoB KOII pa3HbIX CPOKOB recTarum.

O6nexroM uccnenosanus Ob11u KOIT memmeit C57B1 14
u 18 cytok recrarmu (KOI1-14 u KOI1-18). KprnokoHcepsupo-
Barne KOIT nposomunu o 3amuToit JIMCO B koHIIEHTpa-
musix 7,5; 10 u 12,5% c ucnonp3oBaHHEM IBYX IPOTPAMM
oxnaxaeHus: [ —co ckopoctsto 1 rpaa/mus 10 —25°C; 11— co
ckopocthto 1 rpan/mun 1o —40°C, 3atem — 10 rpan/mMuH 10
—90°C; nanee B 000MX CiTydasx cJI€I0BaJIO MOTPYKEHHUE B
XKHUIKUH a30T. OOpa3Lbl OTOTpeBaIn Ha BOISHOMN OaHe mpu
41°C. XKu3HecrnocoOHOCTh KJIETOK OMPEIENSIIHN 10 OKpaIIIH-
BaHUIO nponuanii Hopuaom. OueHKy GEeHOTHITHHN CyCIeH3HN
K®II mpoBommin METOIOM MPOTOYHOW IUTOMETPHUH Ha
murodnyopumerpe «FACS Calibury («BDy», CIHA) ¢ nc-
TI0JIb30BaHNEM MOHOKJIOHAIBHBIX aHTHTEN («BD Bioscien-
ces», CIIIA) k mortexynam CD34, CD38, Scal, CD73 u CD44.

[Tocne 3amopaxuBanus-otorpesa cycnensuu KOII-14,
HE3aBHCHMO OT IPOTPaMMBI OXJIAKICHHUS, OTMEYEeHO o0ora-
nrenue CD34 Scal* kierkamu. JlanHbiil 3G PeKT He HAOIT0-
naicst y KOII-18, B KOTOpBIX OCIIE 3aMOpaKUBaHUSA-OTOTPE-
Ba HaOJTFONAITN CHIDKEHHUE JaHHOTO NoKazaress. Mcnonb3oBa-
nue IMCO B koHueHTpanmu 7,5% npu 06enx mporpaMMax
OXJIAKIACHUS TO3BOJIMIO COXPAaHUTHh KOIMYECTBO KJIIETOK
CD34*CD38 B K®II-14 Ha ypoBHE epBOHaYaIbHBIX 3HAUYE-
Huil. [Ipu aToM ucnons3oBanue 12,5%-ro pactsopa IMCO
ObLIO HEONTUMATLHBIM JUISI COXPaHSHUSI TAHHOM MOMYJIALIN
KJIETOK, YTO BBIPAXKAJIOCh B CYIIECTBEHHOM CHIDKCHUHU
komnyectBa CD34°CD38 -knerok. C yBenMueHHEM CpOKa
rectaiuu ayBcTBUTEIbHOCTH CD34"CD38-K11eTOK K KOH-
[EHTPAINH KPHOIPOTEKTOpa CYLIECTBEHHO M3MEHSAIACh,
YTO OBIJIO MOATBEPXXACHO NaHHBIMH O HaHOOJBIIEM
xommgectse CD34"CD38 -knetok cpeau KOII-18 npu ucnons-
3oBannu rporpammsl 11 ¢ 12,5% JAMCO. Haubonee Bricokoe
conepxkanne CD44*CD73"-knerok B KOII 14 u 18 cyTok rec-
TaluK ObUIO MOIYYEHO MOCIIE UX 3aMOPaKUBAHUI-OTOIPEBA
¢ ucnoap3zoBanuem nporpammsl [ u 10% JIMCO. [Tomy4den-
HBIE TaHHBIC TOITBEP)KIAI0T HEOOXOMMOCTh TIATEIBHOTO
nogdopa mporpaMmsl KpuokoHcepBupoBaHus st KOIT
Pa3HBIX CPOKOB IeCTalunH.
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Fetal liver cells (FLCs) have been widely used in cell
therapy. Mandatory component of technological process
of their application is cryopreservation. It is of common
occurence that applied FLCs are of different gestation terms,
and a priori are of various cryolability due to their significant
modification during gestation. Selection of optimal freezing
conditions for FLCs of different gestation terms (cooling
rate, cryoprotectant concentration) and application of
adequate methods of assessing frozen-thawed material has
remained an actual task. In this connection the research aim
was to study the effect of different freezing protocols on
expression of phenotype markers of FLCs of different
gestation terms.

The research objects were FLCs derived from C57Bl mice
of 14 and 18 gestation day (FLC-14 and FLC-18). FLCs were
cryopreserved under protection of DMSO in concentrations
of 7.5%; 10% and 12.5% utilizing two programs: I — cooling
rate of 1 deg/min down to —25°C; II —cooling rate of 1 deg/min
down to —40°C and 10 deg/min down to —90°C; in both
cases with following plunging into liquid nitrogen. The
samples were thawed in water bath at 41°C. Cell viability
was examined by staining with propidium iodide. The
phenotype of FLCs was assessed by flow cytometry with
FACS Calibur (BD, USA) using monoclonal antibodies (BD,
USA) against molecules CD34, CD38, Scal, CD73 and CD44.

After freeze-thawing of FLC-14 suspension indepen-
dently on cooling program we noted a rised content of CD34~
Scal” cells. This effect was not found in FLC-18 suspension,
where this index reduced after freeze-thawing. Use of DMSO
in concentration of 7.5% in all the cryopreservation
programs allowed the preservation of the number of
CD34"CD38" cells at the level of the control values in FLC-14.
Application of 12.5% DMSO solution was not optimal to
preserve this cell population, that was manifested in a
significant reduction of CD34*CD38" cell number. It is of
interest that with a rise in gestation term the sensitivity of
CD34"CD38 cells to cryoprotectant concentration signifi-
cantly altered, which was confirmed by the data on the
highest amount of CD34"CD38" cells among FLC-18 after
application of program I with 12.5% DMSO. The highest
number of CD44*CD73" cells in FLC of 14 and 18 gestation
days were obtained after freeze-thawing using program [
and 10% DMSO. The findings focus the attention to the
need of thorough selection of cryopreservation program
for FLCs of different gestation terms.
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