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B coBpeMeHHBIX OAXOAAX JICUYCHHSI OHKOJIOTHYECKUX
3a0oseBaHuil 00JIbIIOC BHUMAHHE YACIACTCS IPUMEHCHHIO
CTBOJIOBBIX pakoBHIX Ki1eToK (CPK) kak HHAYKTOPOB pocTa
omyxonu. Mcrons3oBaHue B MEIUIMHCKON IIPAKTHKE METO/IA
KPHOAECTPYKIUH IIPH JISYCHUH HEKOTOPBIX OHKOJIOTHUECKUX
3a00I1eBaHUI He UCKIFOUacT u3MeHeHus cBoiicts CPK, koto-
pBIE MOTYT OCTaBaThCs B MECTE M3BIICUCHHUS OITyXouu. 13y-
YeHHe BIMSIHUS X0JIO/Ia Ha [TOBE/ICHNE TCHOB IUTIOPUITOTEHT-
Hoctu B CPK Ha Takol 3KCIEpUMEHTAIbHON MOJIEIH, KaK
aneHokaprrHoMa Dpiuxa (AKD), momMoxkeT pacKpBITh MeXa-
HHU3MBI BOSHUKHOBEHHS BO3MOYKHBIX PEIIUIUBOB IOCIIE 1aH-
HOM IpOLEAYPHI.

Ienbto paboThl OBLTO M3YyUYEHHE BIUSHUS MPOIECCOB
3aMOpaXUBaHUI-0TOTPEBA HA MOJICKYJISIPHO-T€HETHYECKHE
cBoiicTBa K1eTok AKD 7-x u 14-X CyTOK pa3BUTHA, a TAKKe
BEIJICIICHHOM 13 HUX (ppakmmu CD44",

Mamepuansi u memoodwt. Knerkn AKD BBogwiM BHYTpH-
oprommuHO (3%10° kierok) camkam wmbimeii BALB/c u
KyJIbTUBHpOBaiH in vivo. Ha 7-e u 14-e cyTku nomydanu
KynbTypy Kietok AKD (AKD-7 u AKD-14), kprokoHcep-
BHPOBAJIM B aCIUTHYECKOM )KUAKOCTH O€3 MCIOIb30BaHUs
KPHOIIPOTEKTOPOB IO ABYXATAITHOM MporpaMme (CKOpoCTh
1 rpag/mun 10 —80°C, 300400 rpag/mun ot —80 10 —196°C).
[omymsiuuto knetok ¢ Mmapkepom CD44 BBIAEISITH METOAOM
MarHuWTHOM cenapaiuu Ha MarHuTHOM copTepe «BD Imag-
net» (CILIA). AHau3 IPOIEHTHOTO CONlepkKaHus CyOIoIyIis-
uii ¢ mapkepamu CD447CD24- u CD44hie" npoBoauiy Ha
nporognoM nutoguryopumerpe «FACS Calibury («Becton
Dickinsony, CIIIA). XXu3HecmocoOHOCTE KIIETOK OLCHABAITH
C TIOMOIIIBIO IPOTHANH Hoanaa. YpoBeHb SKCIIPECCHH TEHOB
sox-2, nanog, oct-4 B o0mmei nomysiuuy kiaetok AKD-7 u
AKD-14 B Boienennoit ¢ppakuun CD44" u dpakum 6e3
CD44* onpenensimu metomom OT-TTLP.

Pezynemamui. CopepixaHue KICTOK-TIPEIIIECTBEHHUKOB
(CDA44tie) 1 Gonee muddepentmposanubix (CD44*CD24°) B
nommynaun kietok AKD 7-X cyTok KynbTUBHPOBAaHUS OBIIIO
JIOCTOBEPHO BBIIIE MO CPaBHEHHIO ¢ KynbTypoit AKD-14.
[Iporiecchbl 3aMOpaKMBaHUA-OTOTPEBA OKA3BIBAIN HHTHOH-
pylolIee IeHCTBIE Ha SKCIIPECCHIO MOBEPXHOCTHBIX (PEHOTH-
nraeckux MapkepoB CD44Me" g kyeType KIIeTOK 000MX Cpo-
KOB pa3BuTHs, a cofepxanue kietok CD44°CD24- ocobenno
TIOBBIIIATOCH B KyJIBType 14-X CyTOK pa3BUTHS. AKTHBALIMS
9KCIIPECCUH TEHOB SOX-2, nanog v oct-4 1ocie Bo3AeHCTBHS
X0J10/1a Ha 0011IyT0 nonmyssiuio kietok AKD n BeiaeneHny o
¢bpaximio CD44" cBuieTenbCTByeT 00 MX KIIFOUEBOH posu B
YBEJITUYEHUH YUCICHHOCTH OIS KIETOK Oy XOJTH.
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An empbhasis is paid currently to cancer stem cells (CSCs)
as inducers of tumor growth during treatment of malignan-
cies. Application of cryodestruction in medical practice
during treatment of some malignancies does not exclude
the change of CSC properties, which may remain in the site
of tumor ablation. The investigation of cold effect on plu-
ripotency gene behavior in SCCs in such experimental model
as Ehrlich adenocarcinoma (EAC) would help to reveal the
mechanisms of appearance after this procedure.

The research aim was to study the effect of freeze-tha-
wing on molecular and genetic properties of EAC cells of 7%
and 14" day of development as well as isolated CD44*
fraction.

Materials and methods. EAC cells were intraperitoneal-
ly introduced (3%10° cells) to BALB/c female mice and cu-
ltured in vivo. To the 7" and 14" day the EAC cell cultures
(EAC-7 and EAC-14) were isolated, cryopreserved in ascitic
fluid without cryoprotectants by two-stage program
(1 deg/min rate down to —80°C, 300—400 deg/min from —80
down to —196°C). Cell population with CD44 marker was
isolated by magnetic separation using magnetic sorter BD
Imagnet (USA). Percentage of subpopulations with CD44*
CD24- and CD44"e" markers was assessed with flow cyto-
fluorimeter FACS Calibur (Becton Dickinson, USA). Cell
viability was assessed by propidium iodide (PI) staining.
Expression level of sox-2, nanog, oct-4 genes in total popu-
lation of EAC-7 and EAC-14 cells in isolated CD44" fraction
and in left CD34" fraction was determined by RT-PCR.

Results. The content of CD44"¢" precursors and more
differentiated CD44*CD24 cells in population of EAC cells
of 7" culture day was significantly higher if compared with
the EAC-14 cells. Freeze-thawing had an inhibiting effect
on expression of surface phenotypic markers CD44%¢" in
cell culture of both terms. Content of CD44'CD24- cells
increased especially in the 14" day culture. Activation of
sox-2, nanog and oct-4 genes expression after cold exposure
in EAC cells total population and CD44" isolated fraction
testified to their key role in increasing number of tumor
cells population.

167



