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Panee ObLIO YCTaHOBIICHO, YTO B HAaJIIOYEYHHKAX
yenoBeka [Santana M.M. u coasr., 2012], 6s1ka [Chung K.F.
U c0aBT., 2009], mbiiu [Debatin K.M., 2013 ] npucyTcTByot
CTBOJIOBBIC/TIPOTC€HUTOPHBIE KICTKH, (DOPMHUPYIOLIHNE XPO-
Mochepsl, Hecyliue crennpuuecKue MapKephl IPOU3BO/I-
HBIX HEPBHOTO I'peOHs M 00sajfaronire CrocoOHOCTHIO
muddepeHIpoBaThcs B XpoMadHUHHBIC KICTKH U HEH-
poHbl. Hamu Oblia peAnpuHsTA MOMBITKA TOJTyYSHHS 110-
JOOHBIX KJIETOK U3 HAAMOYEYHUKOB CBUHEH. CTaHIapTHBINA
NPOTOKOJ BBIJICNICHHUS U SKCIIAHCHHM HEPBHBIX CTBOJIOBBIX
KJIETOK BKJIFOYAET KYJIBTHBHPOBAHUE B OECCHIBOPOTOUHON
cpeze C OIpeelIeHHbIM Ha0OpOM POCTOBBIX (haKTOPOB U
UCII0JIb30BaHHE HU3KOA/IIe3UBHBIX TOBEPXHOCTEH.

[enpro mpencTaBiIeHHON pabOTHI SBISIOCH CPABHH-
TeJIbHOE U3y4YeHue MOP(HOIOrHYECKUX U (PEHOTHITHYECKUX
ocobeHHOoCTeH ITOchep, HOPMHUPYIOLINXCS MPH KyIGTHBH-
POBaHMH KJIETOK HAJIIOYEYHHKOB HEOHATAJIBHBIX MIOPOCST
Kak B OOBIYHBIX YCIIOBHSX, TAK U B YCIIOBHSIX, pa3pabOTaHHBIX
JUTS IOJTydeHHs XxpoMocdep.

Kirerounyto cycnieH3Hio nomyyain U3 HallIOUeYHbIX JKe-
ne3 pepMeHTaTHBHEIM MeTOo/1oM. KileTkn BbIceBau B KOH-
tenTpanun 1-2X10° xi/mi, KynstuBuposaiu mpu 37°C B
armocdepe ¢ 5% CO, B yamkax IleTpu ¢ Hu3K0are3UBHOM
noBepxHocThio B cpesie DMEM/F12 u nobassiim 2% B27,
20 ar/mn EGF, 20 ar/mn bFGF, 10 Ex/mn renapusa v aHTH-
6noTHkoB (beccriBOpoTOoUHas cpena). OcyIecTBIsIn 3ame-
HY TTOJIOBHHBI Cpefibl pa3 B 45 cyTok. st cpaBHEHHS KIIETKU
KynbTHBUpOBaiH B cpeie DMEM/F12 ¢ 10%-it peranbHOM
TEJSYbEN CBIBOPOTKOH B KYJIBTYPaJIbHON [TOCYIE C HOPMaJlb-
HOW WJIM HU3KOAJTE€3WBHOHN MOBEPXHOCTHIO. DKCIPECCHIO
XpOMOTpaHMHA A B KJIETKaX HCCIEI0BAIN METOAAMH MPO-
TOYHOH IIMTO(IYyOPUMETPUH 1 IMMYHOLIIUTOXUMHH C TI0-
MOIIBIO MIEPBUYHBIX MMOJUKJIOHATBHBIX aHTHTEJ KPOJIMKA
(«Abcamy, BenmkoOpuranust, 1:100) 1 BTOpHYHBIX aHTHKPO-
nmnubux AlexaFluor488-koHblornpoBaHHbIX aHTHTEN («Ab-
camy, 1:500).

®opmupoanue GroTUpYIOMUX IUTOC(hEp YCTaHOBICHO
Ha 5-€ CYTKH IpHU KyJIbTHBHPOBaHWH B HU3KOAATE3MBHBIX
YCIIOBUSIX B CBIBOPOTKOCOAEpKAIIEH 1 6€CCHIBOPOTOTHON
cpenax. Habmonanocs nmocreneHHoe yBelMueHHE pa3Mepa
nurocdep B TeyeHue 28 cyTok KyabTHBUpoBaHus. Criocoo-
HOCTB IUTOC(ep K MPUKPETUICHAIO U JabHekmel nposude-
pauuu u3ydaiu pH X MEePEeHOCe Ha ITO/JI0XKKH C aAre31B-
HOM MOBEPXHOCTHIO (KYJIBTypaJIbHBIH [UIAHILIET, KOJIJIareH,
(MOPOHEKTHH) M KyJIbTUBHPOBaHNH Ha cpexe ¢ 10% PTC.
Pasznuuus B akcripeccun XpoMorpaHuaa A u Mop¢oJoru-
YeCKHe 0COOCHHOCTH KJICTOK, BBICEISIOIIIXCS U3 UTOChED,
TI03BOJIUIIU CIENIATh BBIBOJ O TOM, YTO COCTaB CPEJIbl U CTE-
TICHb a/Ir€3MBHOCTH MOBEPXHOCTH SIBIISIOTCS (haKTOpaMH,
OTIPENENSIOIUMH KICTOUHBINH cocTaB U auddepennupo-
BOYHBIN MOTEHIIHA nuTocdep.
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It was previously reported that adrenal glands of human
[Santana M.M. et al., 2012], bovine [Chung K F. et al., 2009]
and mice [Debatin KM, 2013] contain stem/progenitor cells
forming the chromospheres carrying specific markers of
neural crest derivatives and able of differentiation into
chromaffin cells and neurons. We have attempted to derive
these cells from the adrenal glands of pigs. A standard
protocol for isolation and expansion of neural stem cells
comprises culturing in a serum-free medium with a particular
set of growth factors and use of low adhesive surfaces.

The aim of the research presented was to compare
morphological and phenotypic features of the cytospheres
forming in cultures of new-born piglet adrenal cells both in
normal conditions and in the environment specific for the
obtaining chromospheres.

The cell suspension was derived from adrenal glands
by enzymatic method. Cells were seeded in a concentration
of 1-2x10° cells/ml and cultured at 37°C in atmosphere with
5% CO, in Petri dishes with low adhesive surface in DMEM/
F12 supplemented with 2% B27, 20 ng/ml EGF, 20 ng/ml
bFGF, 10 IU/ml heparin and antibiotics (serum-free medium).
A half of the medium was replaced every 45 days. To make
the comparison samples the cells were cultured in DMEM/
F12 with 10% fetal bovine serum in culture dishes with either
normal or low adhesive surface. Expression of chromogranin
A in cells was examined by flow cytometry and immune
cytochemistry using primary polyclonal rabbit antibodies
(Abcam, UK, 1: 100) and anti-rabbit secondary antibody
conjugated to AlexaFluor488 (Abcam, 1: 500).

Formation of floating cytospheres was found to day 5
in culture with low adhesive conditions in serum containing
and serum-free media. A gradual increase in the dimensions
of cytospheres was observed within 28 days of culturing.
The ability of cytospheres to adhesion and subsequent
proliferation was studied following their transfer to the
substrates with an adhesive surface (culture plate, collagen,
fibronectin) and culturing in the media supplemented with
10% FBS. The differences in chromogranin A expression
and morphological characteristics of the cells migrating from
cytospheres, allowed to conclude that the composition of
medium and adhesive properties of surfaces were the factors
determining the cell composition and differentiation
potential of cytospheres.
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