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Mony4yeHue KynbTypbl HeMPOONACTONOAOOHbLIX KNETOK U3 HaaNnO4Ye4YHUKOB
HOBOPOXAEHHbIX MOPOCAT METOAOM CEJIeKTUBHOW aaresvu
E.M. MnakcuHa, O.C. CugopeHko, E.W. Jlerau, I A. Boxok
UHcmumym nipobriem Kpuobuornozuu u KpuomeduyuHsl HAH YkpauHbl, 2. Xapbkos
Neuroblast-Like Cell Culture Derivation from
Newborn Piglet Adrenal Glands Using Selective Adhesion Method
K.M. Plaksina, O.S. Sidorenko, E.I. Legach, G.A. Bozhok

Institute for Problems of Cryobiology and Cryomedicine
of the National Academy of Sciences of Ukraine, Kharkiv, Ukraine

Wzyuenne ocobeHHOCTEN pocTa, mpoudepaiu, MUur-
pamuy, mdpepeHIMa HeHpoOIaACTOB B KYIIBTYPE il Vitro
uMeeT OoJbIIoe 3HAUeHHUE ISl TOHMMAaHMS MPHHIIMIIOB
(OpMHUPOBaHS TOJIOBHOTO ¥ CIMHHOTO MO3Ta B OHTOTCHE3E.
Panee Hamu OBIJIO yCTAHOBIICHO MOSIBIICHHE HEHpoOIacTo-
MOIOOHBIX KJIETOK B KyJIBType Ki1eToK HaanoueyHnkos (KKH)
HOBOPOKICHHBIX IOPOCAT, pacTyllell ¢ oOpa3oBaHHeM
nurocdep. Kpome toro, B 3T0# KyJIbType NpUCy TCTBOBAIIN
(udpobITacTONONOOHBIC KIICTKH, KOTOPBIC OBLTH HIICHTU(H-
IIUPOBAHBI KaK KJICTKH COeANHUTEIbHOTKAHHOH KaTICyJIbl U
KOPKOBOTO BEIIIECTBA HAAMTOYCUHHKA.

Hexp namHOW pabOTHl — MOJYYCHHE OYUIICHHOW
KyJIbTypbl HEHpoOIacTONo00HBIX KICTOK M3 HAAIOYed-
HHUKOB TIOPOCST Pa3HbIX CPOKOB HEOHATAIHLHOTO Pa3BUTHUS
METOJIOM CEJIEKTUBHOM a/Ir€3UHU.

Knerounyto cycrieH3uto nmoiay4ain GepMEHTATHBHBIM
METOJIOM M3 Ha/IMOYEYHUKOB IOPOCST Bo3pacTtoM 1, 7, 14, u
28 nueit (P1, P7, P14 u P28 cooTrBercTBeHHo). KneTku
KyJIbTHBHPOBAJIN HA HU3KOAAT'€3UBHOW IMOBEPXHOCTH IIPU
temneparype 37°C matmocdepe ¢ 5% CO, B cpene 199 ¢ 10%
(eTanpHOM Tensubeil CBIBOPOTKY M aHTHOMOTHKaMU. [1pn
9TOM HaOJTFOIAIOCh 00pa3oBaHKe GPIIOTUPYIOIHMX UTOChHEP.
[TonoBUHY KyJIbTYpajbHOU Cpelibl ¢ IUTOChepamMu epeHo-
CHJIM Ha aJre3uBHYIO MOBepXHOCTh Ha 4, 7, 11, 14, 17,
21-e cyTKH KynbTUBHpOBaHUS. /|1 ompenenenus sKcmpec-
cuu B-11I-TyOynuHa METOIOM HIMMYHOIIUTOX UIMUH HCITOJb-
30BaJIM [ICPBUYHBIC MBIIITHHBIC aHTHTENA K B-111-TyOynuny
(1:200) n BropruHbIe ko361 aHTHMBIIMHBIE Hilyte Fluor 488 —
KOHBIOTHpOBaHHBIC aHTUTENA (1:400).

Hutocdepsr, oopazosasmuecs B8 KKH nmopocsart P1 mocie
NepeHoca Ha afire3MBHYI0 IOBEPXHOCTh, Ha 4, 7 1 11-e cyTku
KyJbTUBHPOBAHUS NMPUKPEIUIINCH, 3aTeM HaOII0qanoch
BEICeJIeHHUE U3 IuTochep puoOpoOIacTOnoJ00HBIX U HEUPO-
6macTonogo0HBIX KIeTOK. IIpu 3TOM KOH(IIOEHTHOCTH
MOHoOcT0sI cocTaBisiia ~50% npu nepeHoce Ha 4-¢ , 40% —
7-e,1,5%—11-e cyrku. [Ipu nepenoce Ha 14, 17, 21-e cyTku
nuTocepsl MPUKPEILISIINCh, HO MOHOCIIOH U3 Gudpo-
671acTOII0JOOHBIX KIIETOK He hopmupoBaics. [Ipu meperoce
Ha 14-e cyTku u3 nurochep akTHBHO BBICEISUTUCH HEHpO-
61acTonot00HbBIE KIIETKH, KOTOPBIE TO3UTUBHO OKpAIINBa-
ek arTuTenamu K 3-111-ryOymuny. [pu ieperoce Ha 17-¢ cyTkm
AKTUBHOCTB BBICEJICHHUS 3TUX KJIETOK YMEHBIIANACh, a HA
21-e cytku onu orcyrcrBoBanu. B KKH nopocsat P7 u P14
(hopMHpOBAIIUCH TUTOCHEPDI, TPHU IEPEHOCE KOTOPHIX Ha-
Omromanack ToT ke A dext. [Tpu neperoce nutochep, oopa-
3oBasunxcst B KKH mopocst P28, 6ombiras ux gacts Tepsiia
CIIOCOOHOCTB K PUKPEIICHHIO, & U3 TeX IuTocdep, KOTopbie
TIPUKPEIUISUTICE, BBICEJICHUE KJIETOK HE HAOIIOAJIOCh.

Taxum 00pa3om, OUUIIIeHHAs KyJIbTypa HelpooiacTorno-
JIOOHBIX KJIETOK MOXET OBITH ITOTy4eHA ITPU KYJIETHBHPOBA-
HUU KJIETOK HAJMOYEYHHKOB MopocsT 1—14-cyTodnoro
BO3pacTa B TeueHHE 14 CyTOK C OCIIEAYIOIINM ITEPEHOCOM
¢rotupyromux nuTocdep Ha are3MBHYIO MOBEPXHOCTb.
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Studying the features of neuroblast growth, prolifera-
tion, migration and differentiation in culture in vitro is of
great importance to understand the principles of brain and
spinal cord formation in ontogenesis. Previously we have
established the fact of neuroblast-like cell appearance in
newborn piglet adrenal gland cell culture (AGCC), featured
with the formation of cytospheres. Moreover, this culture
contained the fibroblast-like cells, identified as the cells of
connective tissue capsule and adrenal cortex.

The research aim was to derive a purified culture of
neuroblast-like cells from adrenal glands of piglets of
different terms of neonatal development using selective
adhesion method.

Cell suspension was procured with enzyme method from
adrenal glands of 1-, 7-, 14- and 28-day-old piglets (P1, P7,
P14 and P28, respectively). Cells were cultured on low
adhesive surface at 37°C and 5% CO, atmosphere in medium
199 with 10% fetal bovine serum and antibiotics. The
formation of floating cytospheres was observed under these
conditions. The half of culture medium with cytospheres
was transferred to adhesive surface to days 4,7, 11, 14, 17,
21 of culture. To determine the beta I1I Tubulin expression
by means of immunocytochemistry method we used the
beta III Tubulin primary mouse antibodies (1:200) and
secondary goat anti-mouse HiLyte Fluor 488-conjugated
antibodies (1:400).

The cytospheres, formed in AGCC of P1 piglets after
transferring to adhesive surface were attached to days 4, 7,
and 11 of culture, then the migration of fibroblast-like and
neuroblast-like cells out of cytospheres was noted. The
monolayer confluency was thereby ~50, 40 and 1.5% during
transfer to days 4, 7 and 11, respectively. Following the
transfer to days 14, 17 and 21 the cytospheres were attached,
but no monolayer of fibroblast-like cells was formed. After
the transfer to day 14 the neuroblast-like cells actively
migrated from cytospheres, which were positively stained
with beta III Tubulin antibodies. When transferring to day
17 the migration activity of these cells reduced, and after
transfer to day 21 they were absent. The AGCC of P7 and
P14 piglets contained the cytospheres, representing the
same features following their transfer. Transferring the
cytospheres formed in AGCC of P28 piglets showed that
majority of the structures lost their ability to attach, and no
migration was observed from the attached cytospheres.

Thus, a purified culture of neuroblast-like cells may be
derived following culturing of adrenal gland cells from 1-
14-day-old piglets involving the transfer of floating
cytospheres to an adhesive surface.
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