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CormtacHO TeopHH CTBOJIOBBIX pakoBbIX kKieTok (CPK), B
TIoCIIeJHee BpeMsI [OJTyqarolel Bce OOTIbIIEe T0Ka3aTeNbCTB,
OITyXOJIb COZIEPKHT CYOIIOIYISIINHU PAKOBBIX KJIETOK, KOTO-
pble 0071a1ar0T XapaKTEPUCTHKAMH CTBOJIOBBIX MITH IIPOT €HH-
TOPHBIX KJIETOK. OHIM U3 MapKepoB, HIACHTU(PUINPYIOINX
CPK, sBrsiercs CD44. B cBs13u ¢ mprMEHEHHEM KPHOJECTPYK-
IIUH, KaK CaMOCTOSITEIFHOTO METO/1a ¥ BCTIOMOTaTeJIbHOT0
3Tana, Ipy JICYEHNH OHKOJIOTHIECKUX 3a00JIeBaHN BIUSIHUE
HU3KHUX TEMIIepaTyp Ha Pa3InIHbIC CyOIIOMYIIALNHU KIETOK
OITyXOJIM OCTACTCS aKTyaIbHBIM BOIIPOCOM.

[enpro paboThl OBIIO OLEHHUTH BIUSHUS MPOLECCOB
3aMOpaKMBaHUSA-0TOTPEBA Ha CIIOCOOHOCTH OIyX0JIe00pa-
30BaHMUs KJIETOK, Jkcnpecupyrommx CD44 |, BEIIeIeHHBIX U3
KyJIBTypHI aJieHoOKapunHoMbl Dpiuxa (AKD) 7 n 14-x cyTok
Pa3BUTHS.

Kunetkn AKD BBOIMIH BHYTPHOPIOIKMHHO (3%10° Ki1eTOK)
caMkam Mblnielt imann BALB/c 1 KynsTHBHPOBAIH in Vivo.
Ha 7 u 14-e cyTku nomyyanu KyiaeTypy kietok AKD (AKD-7
u AKD-14). [Tomynsmuro kineTok ¢ Mmapkepom CD44 Brize-
s m3 AKD-7 (AKD-7CD44%) u AKD-14 (AKD-14CD44%)
METOJIOM MAarHUTHOH cemapaliy Ha MarHUTHOM COpTepe
«IMagnet» («BD», CIIIA), KpHOKOHCEPBUPOBAJIH B ACIIUTH-
YeCKOH XKHUAKOCTH 0€3 UCIIONB30BaHMUsI KPHOTIPOTEKTOPOB 110
JIBYX3TaITHOH IporpaMme (CKOpOCTh OXJIaXKIIeHHs 1 rpajyMuH
1o —80°C, 300—400 rpax/mun ot —80 10 —196°C) u cHOBa
KyJBTHBUPOBAIH i1 vivo (3%10° KIIETOK Ha MbIIIb). AHAIN3
MIPOLIEHTHOTO COAep KaHMsI cyOonomymsinuii ¢ GeHoTHIIoM
CD447CD24 u CD44heh iposoauiiy Ha TIPOTOYHOM IIHTO-
¢dyopumerpe «FACS Calibury («BDy, CIIIA). YpoBeHb 3Kc-
IIPECCUU TEHOB nanog, oct4, sox2 onpeneisiii MEeTOJ0M
OT-TILIP.

YcraHoBneHo, uTo B KyneType AKD, BeIpaiieHHoi u3
HaTUBHBIX KIIeTok AKD-7CD44", coneprxanue 6osee qud-
¢depennmpoBanbix Kietok (CD44*CD247) Bhliie, 4eM B
AHAJOTUYHBIX KPHOKOHCEPBUPOBAHHBIX 00pa3uax, a conep-
XaHue KIeTOK-mpeamecTBeHHUKOB (CD44Meh) Haobopor,
Hmxe. B kynerype AKD, Beipamennoit u3 AK3-14CD44*
HaOmonamuch NoroOHbIe 3P PEKTHI, OMHAKO KOTHMIECTBO KITe-
TOK-TIPE/IIICCTBEHHUKOB B KYJIBTYPE, BEIPAIIIEHHON M3 KPHO-
KOHCEPBUPOBAHHBIX 00Pa3I0B, OBIJIO BHILIE 10 CPABHEHUIO
¢ TakoBbIM B AKD-7CD44". [Tocie Ky IsTHBUPOBAHUS KPHO-
koHcepBrpoBaHHBIX AK3-14CD44" Habnromanock MoBkIIIe-
HUE YPOBHS 3KCIPECCHH T'€HOB nanog, oct4, sox2, a B
HATHUBHBIX 00pa3liaX — ero CHIKEHHE.

Taxkum oGpaszom, nerictBue xomnoma Ha CPK pasHbix
HOITYJIALIUH OIyXOJIEBBIX KIETOK U3MEHSET HallpaBIICHHE UX
JanpHeHIen mudGepeHITMPOBKH.
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According to the theory of cancer stem cells (CSCs)
gaining recently more evidence the tumor contains sub-
populations of cancer cells with characteristics of stem or
progenitor cells. One of the markers identifying CSCs is
CD44. Due to the application of cryodestruction as both an
independent method and auxiliary stage in the therapy of
cancers, the issue about the effect of low temperatures on
different subpopulations of tumor cells continues to be
relevant.

The objective was to evaluate the effects of freeze-
thawing processes on the tumor forming ability of cells
expressing CD44, isolated from Ehrlich’s carcinoma (EC)
cell culture of 7 and 14 days of development.

EC cells were injected intraperitoneally (3x10° cells) to
female BALB/c mice and cultured in vivo. To 7 and 14 days
the EC cell culture (EC-7 and EC-14) was obtained. Cell
population with CD44 marker was isolated from EC-7 (EC-7
CD44%) and EC-14 (EC-14CD44") by magnetic separation
with magnetic sorter BD IMagnet (USA), then cryopreser-
ved in ascitic fluid without cryoprotectant according two-
stage program (1deg/min cooling rate down to —80°C, 300—
400 deg/min from —80 down to —196°C) and then recultured
in vivo (3%10° cells per mouse). Percentage of subpopula-
tions with phenotype CD44*CD24~ and CD44"&" was ana-
lyzed with flow cytometer (BD FACSCalibur, USA). The
expression level of nanog, oct4, sox2 genes was determined
by RT-PCR.

It was established that in EC culture, grown from native
cells of EC-7CD44*, the content of more differentiated cells
(CD44*CD24°) was higher than in similar cryopreserved
samples but the content of precursor cells (CD44"e") vice
versa was lower. In the EC culture grown from EC-14CD44*
we observed the similar effects, but the number of progenitor
cells in a culture grown from cryopreserved samples was
higher compared with those in the EC-7CD44*. After
culturing cryopreserved EC-14CD44* we noted an increased
expression level of nanog, oct4, sox2 genes, whereas in na-
tive samples the expression level of these genes was
reduced.

Thus, the effect of cold on CSCs from different popu-
lations of tumor cells changes the direction of their further
differentiation.
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