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Lenbro paboTHI SBUIIOCH H3yUYCHUE PO MUKPOOKPYKe-
HUS Ha MOBEJICHHE B KyJIBType M30JIMPOBAHHBIX HEPBHBIX
KJIETOK T'OJIOBHOT'O MO3T'a HOBOPOXKICHHBIX KPBIC /10 1 TTOCTIe
runorepMugeckoro xpanenus (I'X).

Hepeasie kietkn (HK), momydeHHbIe U3 TKAaHH MO3Ta
HOBOPOXKJCHHBIX KPBIC, KYJFTUBUPOBAIN B KOHIICHTPAIIUU
2x10° knnerox/mi B cpeie DMEM/F12, o6orarennoit 10%
CBIBOPOTKHU KpOBH Kpbic. KiteTku xpanunu B Teuenue 1, 2, 3
u 4 cytok npu Temnepatype 8°C B DMEM/F12 u caxapo3o-
coneBoM pactope (CCP). Cpeny xpanenust oboramamm 10%
CBIBOPOTKH KPOBH KPBIC, SKCTpaKTaMu Mo3ra (OM) u nedeHu
(OI1) HOBOPOXKICHHBIX KPBIC.

B kynerype cexeBbiaeaeausie HK ¢popmupoau arpe-
rarbl, KOTOPbIE MOCIIE IPUKPETUICHUs] (POPMUPOBATIH MOHO-
CIIOM, COCTOSIIIUN U3 KIIETOK INIMHY U HelipoHoB. Ha MoHOCTOE
BIOCJIE/ICTBHH IOSIBIISUTUCH KOJIOHHH CTBOJIOBBIX/TIPOT€HUTOP-
HBIX KJIETOK. He3aBICHMO OT HCTIONB3YEeMOM Cpe/Ibl M IIPUCY T-
CTBHS DKCTPAKTOB, | X MPUBOIUIIO K CHIDKEHHUIO KaK 00IIeT0o
KOJINYECTBa KJIETOK, TAK M KOJINYECTBa KJIETOK, KOTOPHIE HE
MIPOKPAIIMBAINCH TPUMAHOBBIM CHHHM. [IprcyTcTBIE ChIBO-
POTKH He BIHSUIO Ha n3MeHeHue KoHrenTpauun HK B poriec-
ce I'X 1 oka3pIBaio HEOOJIBIIOE MTOJIOKHUTEINBHOE BIMSTHHAC
Ha COXPaHHOCTh MHTaKTHBIX KJIETOK. XpaHeHHE Ha IPOTSDKe-
nun 1-x cytok B cpeie DMEM/F12 ¢ ceiBopoTKoii 1 Oe3 Hee,
aTaoke B CCP 6e3 chIBOpOTKH HE BIUIIO Ha moBeneHne HK
B KYJIBTYp€ 110 CPaBHEHHUIO C KOHTpoJeM. B mpucyrcTeun
kak DM, tax u D11 B cpere DMEM/F 12 npoucxoammm 6oree
NO3/{HEe NPUKPEIUICHUE arperaToB K MOJIOKKe H Ooee
TI03/THEE MOSIBIICHUE Ha MOHOCTI0E HelipoOiacToB. B mpucyT-
ctBun DI1 B CCP netipobnacts! u kononnu HK e mosBistince.
B teuenne 2-x cytok ['’X B cpene DMEM/F12 B ipucytcTBrn
KaK CBIBOPOTKH, Tak U D11 v OM npakTu4ecku He BIUSIIO
Ha [TOBeJICHHE KIIETOK B KynbType. [Ipu oTcyTCTBHHU CBIBO-
potku u 3xkctpakToB B DMEM/F12 HK B kynsType opmupo-
BaJIM JIMIIb HEOOBIINE yYacTKH MoHOCHOos. KynbTuBHpo-
Banne HK nocie xpanenns B CCP 63 CBIBOPOTKH HIIH B ITPH-
cyTcTBUU DM npuBOIMIO K (POPMHUPOBAHHIO HEOOIBIIOTO
KOJINYECTBA HEHPOOIaCTOB U KOJIOHHUH, KOTOPBIE HOSBIISUTICH
B OoJiee MO31HNE CPOKH 10 CPABHEHMIO ¢ KOHTpoieM. [Ipn
kynsTuBHupoBanun HK, xpanusmuxcst B CCP ¢ cbIBOpOTKOH,
(hOpPMHPOBAINCH METIKUE arperarsl, He IPUKPETUISIBIINECS
k mojoxkke. Jlo6asnenue D11 B CCP criocobcTBOBaNO ITPH-
KPETUICHHUIO YaCTH arperaToB ¥ (YOPMHUPOBAHUIO HEOOIBIINX
yuaacTkoB MoHOcHos1. KynsruBupoBanue HK nocne 3-x cyTok
I"X He3aBUCHMO OT UCI0JIb3YEMOM CpeJibl XapaKTepHu30Ba-
J10¢h GOpMUPOBAHNEM MEJIKHX PHIXJIBIX arperaToB, KOTOPbIE
He MPUKPETUIIINCH K MOJIOKKE U B AaTbHEHIIIEM OrHOa.

Takum oOpa3zom, 100aBIeHNE CHIBOPOTKH MIIN DKCTPAK-
ToB B cpery DMEM/F12 no3BossieT coXpaHATh MOMYIISAIIUH
CTBOJIOBBIX/TIPOr€HUTOPHBIX U Au(depernnpoBanHpix HK
Ha npoTsbkeHuH 2-X cyTok ['X. [IpucyTcTBre CHIBOPOTKH WK
OI1 8 CCP oka3bIBaeT OTPUIIATENHHOE BIVSHIE Ha COXPAaHHOCTh
HK HOBOpOXAEHHBIX KPBIC HE3aBUCUMO OT cpoka ux I'X.
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The aim of the work was to study the influence of the
microenvironment on isolated newborn rat neural cells (NC)
behaviour in culture before and after their hypothermic
storage (HS).

NC were isolated from the brain tissue of newborn rats
and cultured of 2 mIn cells per ml concentration in DMEM/
F12 medium supplemented with 10% rat blood serum. Cells
were stored for 1,2, 3 and 4 days at 8°C in DMEM/F12 me-
dium and sucrose-based solution (SBS). The medium was
supplemented with 10% rat blood serum and brain (BE) or
liver extracts (LE).

In culture the freshly isolated NC formed aggregates.
After attachment to the substrate they formed a monolayer
that consisted of glial cells and neurons. Stem/progenitor
cell colonies appeared on the monolayer by further culturing.
Regardless of medium or the presence of extracts HS caused
the reduction of the NC concentration and the number of
cells that excluded the trypan blue. The presence of serum
did not influence the change of NC concentration during
the HS and had a little positive effect on the preservation of
intact cells. One day of HS in DMEM/F12, with or without
serum, and in SBS without serum, did not influence the
behavior of NC in culture if compared to the control. The
presence of BE and LE in DMEM/F12 caused the later
attachment of aggregates to the substrate and the later
appearance of neuroblasts on the monolayer. In the presence
of LE in SBS the appearance of neuroblasts and forming of
colonies were not observed. Two days of HS in DMEM/F12
in the presence of serum or extracts almost did not affect
the behavior of cells in culture. Being in serum-free and
extract-free DMEM/F12 the cells only formed small areas of
monolayer. Cultivation of NC that were stored in SBS without
serum or supplemented with BE, resulted in formation of a
small amount of neuroblasts and colonies, moreover they
appeared later if compared to the control. Culturing of NC
that were stored in SBS with serum led to appearance of
small loosely-packed aggregates, not attached to the sub-
strate. Supplementing the SBS with LE resulted in
attachment of the part of aggregates to the substrate and
formation of small areas of monolayer. The cultivation of
NC after 3 days of HS, regardless of medium used, was
characterized by forming of small-sized loosely packed
aggregates that did not attach to the substrate and died
during further cultivation.

Thus, the supplementing of DMEM/F12 medium with
serum or extracts allowed to preserve the populations of
stem/progenitor and differentiated NC within two days of
HS. The presence of serum or LE in SBS had a suppressive
effect on preservation of newborn rat NC regardless of HS
duration.
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