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KpuokoHcepBUpOBaHNE KyIBTYp KJIETOK, MOTYYCHHBIX H3
crmHANbHEIX TaHmues (CI), sBasiercss akTyaslbHBIM A7l Ono-
MEIHIIMHCKAX HCCIeTOBAHWI. DTH KyNbTYpPHl — IICHHBIN
MOJICJIEHEIH OOBEKT Il M3YYEHUs MEXaHH3MOB CEHCOPHOTO
BOCIPHSATHS, aKCOHATFHOTO TPAHCIIOPTA M PETeHEepaIiiy HEPBOB.
OHH cofepiKaT MYJNbTHIOTEHTHBIE KIETKH-TIPOU3BOJHEIC
HEPBHOTO TpeOHs, crocoOHble MuddepeHIMpoBaTbCcs B HEHPOHBI
u cyonomynsmy mmansHeIX kiaetok [RP. Singh et al., 2009].
Panee [C. Amu n coast., 2018] B kierounoit kymerype u3 CI'
HEOHATATBHBIX MOPOCAT Hamu ObutH momydeHs! cdeponast (Cd),
13 KOTOPBIX ITIPH TIEPECeBEe MUTPHUPOBATH KJICTKU PA3THIHBIX
Mop¢onoradeckux TunoB. OJHAKO BONPOC O MPUHAIICKHOCTH
UX K CyOTONMyIsAnusM HEHPOHOB WIM TIHAIBHBIX KICTOK
OCTAaeTCs] OTKPBITHIM.

Lenp pabotel — onpexnenenue skcnpeccun P-111-tyOynuHa,
rmyraMuHcHHTeTa3sl u S-100 mpu cyOKyThTHBHPOBAHUU Ha-
THBHBIX M KPHOKOHCEPBHPOBAHHBIX CHEPOHA0B, MOITYUEH-
HBIX B TIEPBUYHON KYNBTYpe KIETOK CHMHAJIBHBIX TaHIIHEB
HEOHATAIIBHBIX TIOPOCHT.

Knerounyio cycrneH3nio, NOTyYeHHYIO (epMEHTATHBHBIM
MmetoztoM n3 CI' HeoHaTaNbHBIX ITOPOCST, BHICEBAIN B KOHIIEHT-
pauuu 0,5 x 10% kji/Mi1 ¥ KyIbTHBHUPOBAJIN Ha cpene anbda-
MEM c 2% «Hetipomake» npu 37°C u 5% CO,. Chopmupo-
BaBmmecs Ha 8-¢ cyTkn Cd KpHOKOHCEPBHPOBAIN B KPHO3a-
IMXTHBIX cpefax Ha ocHoBe anmbha-MEM u 25%-it deranproit
temsraseit ceiBopoTkH (PTC), comeprkamux JIMCO B KoHIIEHTpa-
musax 5, 7,5 u 10%. KprnokoHcepBupoBaHHEe MPOBOAMIN IO
TPEX3TAIHOI IIPorpamMMe 3aMOPAKHBAHHS C HATAIBHOH CKOPOCTHIO
0,5 rpag/mur mo —20°C, manmee co CKOpOCTBIO 1 Tpal/MUH 10
—80°C ¢ mocnegyrommM MOrpyKeHUeM B JKUIKUKA a30T. HaruHbie
n kpruokoHcepBupoBaHHsle Cd CyOKyIBTHBHPOBAIN HA Cpe-
ne anbpa-MEM, oGoramennoit 10%-i#t ®TC. Ha 10-e cyTku
B KyJIbTypax METOZOM HMMYHOIIUTOXHMHUH aHATH3NPOBAIN
KIIEeTKH, dkcrnpeccupytonue [-I1I-TyOymuH, TyTaMHHCHHTETa3y
(T'C) u S-100.

B kymerype, nomyuenHoit u3 HatuBHbIX Cd, Habmogamics
KpYTIHBIE pacIUlacTaHHBIE MYJIBTHIIONSPHBIC KISTKH (THI 1),
MeJKHE BePEeTeHOMOJOOHbIe KIETKH C JBYMs HEOOIbIINMHU
OTpOCTKaMu (THM 2), OKpPyIIIbIe WIIN MHPaMUAAIbHBIE KICTKH
¢ mmuHHBIME oTpocTkaMu (tum 3). IIpu 3TOM B HaTHBHOM
KynsType skcnpeccnn S-100 He Oput0 00HapykeHo. B kier-
kax 1 n 2 tunos Obuta BeIsBIEHA dKcrpeccust ['C (Mapkepa
CaTeJUTUTHBIX TIHABHBIX KIETOK), a B KieTkax 3 tuma — B-I11-
TyOynmHa (Mapkepa HeHpoOIacToB W HEWpOHOB). B kymbrypax,
MIOJTyYEHHBIX U3 KPHOKOHCEpBUpPOBaHHBIX C¢, COXpaHAIUCH
BCE€ BBIIICONHCAHHBIE TUMBI KJIETOK M XapakTep WX OKpaIln-
BaHMS CTIC(HTICCKUMI MapKePaMH.

Taxum 00pasoM, B KynsType, noiydeHHoi npu nepecese Cd,
TIPACYTCTBYIOT KJIETKH, HKCIIPECCHPYIONINE HeHpaTbHbIe MapKephl
I'C u B-1I-ty6ymun. KprokoHcepBrupoBaHHe B HCTIONB30BAHHOM
peXIMe 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. ef 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-III-tubu-
lin. Cryopreservation in the used regimen preserves these cell
subpopulations.
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