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KpnokoHcepBupoBaHnE KyIbTYp KJIETOK, MOTYYEHHBIX H3
crmHANbHEIX TaHmues (CI), sBasiercss akTyasJbHBIM A Ono-
MEIHIIMHCKHAX HCCIeAOBAHWI. DTH KyNbTYpPHl — IICHHBIN
MOJICJIEHEIH OOBEKT Il M3YUYEHHs MEXaHH3MOB CEHCOPHOTO
BOCHPHSATHS, aKCOHATFHOTO TPAHCIIOPTA M PETeHEepaIiiy HEPBOB.
OHH cofepiKaT MYJIbTHIOTEHTHBIE KJIETKH-IPOU3BOMHBIE
HEpPBHOTO TpeOHs, criocoOHbIe MuddepeHIMpoBaTbCcs B HEHPOHBI
u cybnonymsiuuu uanbHeIX Kiietok [RP. Singh et al., 2009].
Panee [C. Amu n coast., 2018] B kierounoit kymerype u3 CI'
HEOHATAJBHBIX MOPOCAT Hamu Obutn monydens! cdepounst (Cd),
13 KOTOPBIX TIPH TIEPECeBE MUTPUPOBATH KJICTKU PA3ITHIHBIX
Mop¢orormdeckux TunoB. OJHAKO BONPOC O MPUHAIICKHOCTH
UX K CyONONMyIsAnusM HEHPOHOB WIM TIHAIBHBIX KICTOK
OCTaeTCsl OTKPHITHIM.

Lenp pabotel — onpexnencaue skcnpeccun PB-111-tyOynuHa,
rmyraMuHcHHTeTa3sl u S-100 mpu cyOKyIhTHBHPOBAHUU Ha-
THBHBIX M KPHOKOHCEPBUPOBAHHBIX CHEPOHUA0OB, MOITYUCH-
HBIX B TIEPBUYHON KYNBTYpe KIETOK CHUHAJIBHBIX TaHIIHEB
HEOHATAIIBHBIX TIOPOCHT.

Knerounyio cycrneH3nio, NOTy4eHHYIO (epMEHTATHBHBIM
MmetozoM n3 CI' HeoHaTaNbHBIX TTOPOCST, BBICEBAIN B KOHIIEHT-
pauun 0,5 x 10% kji/Mi1 ¥ KyIbTHBHUPOBAIN Ha cpene anbda-
MEM c 2% «Hetipomake» npu 37°C u 5% CO,. Chopmupo-
BaBmmecs Ha 8-¢ cyTkn Cd KpHOKOHCEPBHPOBAIN B KPHO3a-
IMUTHBIX cpefax Ha ocHoBe anbGa-MEM u 25%-it deranprol
temsraseit ceiBopoTkH (PTC), comeprkamux JIMCO B KoHIIEHTpa-
musax 5, 7,5 u 10%. KprnokoHcepBupoBaHHEe MPOBOAMIN IO
TPEX3TAIHOI IIPorpaMMe 3aMOPAKIBAHMS C HATAIBHOH CKOPOCTHIO
0,5 rpag/mur mo —20°C, manee co CKOpOCThIO 1 Tpal/MUH 10
—80°C ¢ mocnegyrommM NOrpyKEHUeM B JKUIKUKA a30T. HaruHbie
n kpruokoHcepBupoBaHHsle Cd CyOKyIbTHBHPOBAIN HA Cpe-
ne anbpa-MEM, oGoramennoit 10%-it ®TC. Ha 10-e cyTku
B KyJIbTypax METOJOM MMMYHOIMTOXUMHUH AaHATH3NPOBAIN
KIIeTKH, dkcnpeccupytonue B-I1I-TyOymuH, yTaMHHCHHTETa3y
(T'C) u S-100.

B kynerype, nomyuenHoit u3 HatuBHBIX Cd, Habmogamics
KpYTIHBIE pacIUIacTaHHBIE MYJIBTHIIONSPHBIC KISTKH (THI 1),
MeJKHE BePEeTeHOMOJOOHbIe KIETKH C JBYMs HEOOIbIINMHU
OTpOCTKaMu (THM 2), OKpPyIJIbIe WIIN MHPaMUAAIbHBIE KICTKH
¢ mIuHHBIME oTpocTkaMu (tum 3). [Ipu 3TOM B HaTUBHOM
KynsType skcnpeccun S-100 He Oputo 0O0HapykeHO. B kier-
kax 1 n 2 tunoB Obuta BeIABIEHA dKcnpeccust ['C (Mapkepa
CaATCJUTUTHBIX TIHABHBIX KIETOK), a B KieTkax 3 tuma — B-II1-
TyOynmHa (Mapkepa HeHpoOIacToB W HEWpOHOB). B kymbTypax,
MIOJTyYEHHBIX M3 KPHOKOHCEpBUpPOBaHHBIX C¢, COXpaHAINCH
BCE€ BBIIICONHCAHHBIE TUMBI KJIETOK M XapakTep WX OKpaIln-
BaHMS CTICI(HTICCKUMI MapKEPaMH.

Taxum 00pasoM, B KynsType, moiydeHHoit npu nepecese Cd,
TIPUCYTCTBYIOT KJIETKH, HKCIIPECCHPYIONINE HeHpaTbHbIe MapKepsl
I'C u B-1II-ty6ymun. KprokoHcepBrnpoBaHHE B HCIIONB30BAHHOM
pEeXIMe COXpaHsIeT JAHHBIE CYOIOIYIISINH KIETOK.
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Cryopreservation of cell cultures derived from dorsal root
ganglia (DRQG) is relevant in biomedical research. These cultures
are valuable model objects for studying the mechanisms of
sensory perception, axonal transport and nerve regeneration.
DRG contain multipotent neural crest derived stem cells, capable
to differentiate into neurons and various subpopulations of
glial cells [Singh RP. et al., 2009]. In previous study of cell cul-
ture [Ali C. et al., 2018] we obtained the spheroids (Sph) from
neonatal piglets’ DRG, wherefrom after re-plating there
was a migration of the cells of different morphological types.
However, the question about belonging them either to the sub-
populations of neurons or glial cells has remained unanswered.

The research object was to study the expression of B-III-
tubulin, glutaminesynthetase and S-100 with subculturing native
and cryopreserved spheroids derived from the cells of neonatal
porcine dorsal root ganglia.

The cell suspension obtained from DRG of the neonatal
piglets by enzymatic method was plated at a concentration of
0.5 x 10* cells/ml and cultured with alpha-MEM medium with
2% Neuromax at 37°C and 5% CO,. The spheroids formed on
day 8 were cryopreserved in the cryoprotective media based on
alpha-MEM and 25% fetal bovine serum (FBS) containing
cryoprotectant DMSO in the concentrations of 5%, 7.5% and
10%. Cryopreservation was performed by a three-stage freezing
program with an initial cooling rate of 0.5 deg/min down to
—20°C, then with cooling rate of 1 deg/min down to —80°C fol-
lowed by an immersion into liquid nitrogen. Native and cryo-
preserved Sph were subcultured with alpha-MEM medium
enriched with 10% FBS. To day 10 the expression of B-III-tubu-
lin, glutaminesynthetase (GS) and S-100 was analyzed in native
and cryopreserved cultures by means immunocytochemistry
methods.

In the culture derived from native Sph, large, spreading
multipolar cells (type 1), small spindle-like cells with two
small processes (type 2), and round or pyramidal cells with
long processes (type 3) were observed. No expression of S-100
was found in the culture derived from native Sph. Expression
of GS (a marker of satellite glial cells) was detected in the
cells of the I** and 2™ types, and expression of B-III-tubulin
(a marker of neuroblasts and neurons) was revealed in the
cells of the 3™ type. All the types of cells described above as
well as the characteristics of their staining with specific markers
were present in the culture derived from cryopreserved Sph.

Thus, in the culture obtained with subculturing Sph, there
were the cells expressing the neural markers GS and B-I1I-tubu-
lin. Cryopreservation in the used regimen preserves these cell
subpopulations.
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