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Jnst mcenenoBaHus BO3MOXHOCTH AU HepeHINPOBKU
KJIETOK CTPOMBI OBIITM CO3JaHbl MHUKC-KYJIBTYypPBI CTPO-
MaJTbHBIX CTBOJNIOBBIX KJIeTOK (CCK) kocTHOrO MO3ra v mpore-
HHUTOPHBIX KJIeTok HaakocTHUIE ([TKH) B cootHOmIeHNN 3:1
(600000 CCK 1200000 ITKH). Kynsrypy CCK nomyyanu u3
KOCTHOI'O MO3I'a IIyTEM MEXaHUYECKOM ie3arperaluu, [ieHT-
PpUQYTUPOBaHUS C MTOCIENYIOUIMM BHICEBAHUEM B KYJIBTY-
pasbHble pmakonst 75 cm? (“Costar”, CHIA). ITepBudHO BbI-
peneHnyro kynsTypy CCK Benm Ha pocToBOH cpene
DMEM/F12 1:1 (“Sigma”, CIIA) ¢ no6aBnernem 20% M-
OproOHAIBHOH Telstubell chiBOpoTKHU (“bromor”, Poccus),
mrytamuHa (“Bronor”, Poccnst), L-ackopOMHOBOW KACIOTE
(“Sigma”, CIIIA) u ocHOBHOTO (hakTopa pocta pudpodiac-
ToB (“Sigma”, CIIA). Kietku xynsruBuposani B CO,-uH-
kybarope (37°C, coneprkaHue yIIIEKUCIOro ra3a 5% u Biax-
HOCTb 95%). Cpenmy MeHsH Kaxibie 3-e cyTok. [Ipu noctu-
skeHnn 70—80% MOHOCIIOS KIIETKH TTAaCCUPOBAJIM PAaCTBOPOM
0,25%-ro Tpurncun/Bepcena (1:5).

Kynerypy IIKH nomyganu u3 nepuocrta KOCTHBIX (par-
MEeHTOB. brornTar MHOrOKpaTHO IpoMbIBaIK pacTBopoM PBS
¢ ngobasienueM 100 ex/mi nenunmninda 1 100 MKr/ma
cTpenToMHUnMHA ¥ BHOCHIN TpH 4°C Ha 24 9 B TMTATEIbHYIO
cpeny “Urma” (“buonor”, Poccns), coneprkantyto 100 ex/min
meHnnurHa 1 100 Mxr/Ma crpenrromuninHa. [Tocie 3Toro
3JIEMEHTHI MBIIIEYHOH M COSANHUTEIFHON TKaHHU OT AN
ot kocTHOH. [ToBepxHOCTH yatek [lerpu auamerpom 35 Mm
IpeaBapuTeNIbHO 00pabaThIBaId PacTBOPOM KoJutareHa |
THUIIa ¥ TIOMELIAIN B HUX KOCTHBIE (pparMeHThl. KynsTuBu-
PpOBaHMe IIPOBOIVIIN 10 CTaHAAPTHOHM MeTouke. Ha 8-e cyT-
KU B (ha30BO-KOHTpacTHOM MuKpockorie “Laborux” (“Leica”,
Iepmanus) Ipu CTOKPATHOM YBEJIHMYECHHH HaOIIOAAIN
murpammio [IKH, gepe3 mecs1r mociie Hauana KyJIbTHBHPO-
BaHMA ObLIA MOTydeHa KOH(ITyeHTHAasI KyJbTypa.

MUKC-KyNnbTypy KYJIbTHBHPOBAIN MO CTaHIAPTHOU
Metoauke. [JoBepXHOCTB IuIa3MaTHYeCKUX MeMOpaH rpe-
BApUTENIFHO TIOMEYalu MPWKU3HEHHBIMU KPAaCUTEISIMHU
PKH67 Green (s CCK) u PKH26 Red (mns ITIKH) Fluo-
rescent Linker Kit (“Sigma”, CIIIA), koTopsle o0nanaioT
(bayopeciieHnrel B 3eaEHON U KPaCHOM YacTsIX CIEKTpa
cootBetcTBeHHO. Kaxkapie 3—4 nHs KyabTypbl otorpadupo-
BaJIM IIpU NIOMOIIHM nporpammbl “Qwin” (“Leica”, ['epma-
Hus). Yepes 3-4 Hexenu mocyie COBMECTHOTO KyJIBTHBHPO-
BaHus otMeueHa nuddepenuporka CCK B octeobmacTsl,
YTO NOATBEPKAAJIOCH IIOJIOKUTEIIbHOW OKPACKOM Ha I11eJ104-
HyI0 (ocdarazy, KoTopas IBISIETCS IPOLYKTOM KU3HEIesI-
tenpHOCTH KocTHBIX KieTok (BCIP/NBT Liquid Substrate
System, “Sigma”, CILIA).
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In order to investigate the possibilities for stromal cell
differentiation there were designed the mix-cultures of
stromal stem cells (SSCs) of bone marrow and periosteal
progenitor cells (PPCs) in 3:1 ratio (600,000 SSCs and 200,000
PPCs). SSCs culture was derived from bone marrow by
means of mechanical disaggregation, centrifugation with
following inoculation in 75 cm? cultural flasks (“Costar”,
USA). The isolated SSCs culture was primarily plated on
DMEM/F12 growth medium in 1:1 ratio (“Sigma”, USA) with
adding 20% fetal calf serum (“Biolot”, Russia), glutamine
(“Biolot”, Russia), L-ascorbic acid (“Sigma, USA”) and main
factor of fibroblast growth (“Sigma”, USA). Cells were
cultured in CO, incubator (37°C, 5 and 95% of CO, and
humidity, correspondingly). Medium was changed every 3
days. When getting 70-80% monolayer, the cells were pas-
sed with 0.25% trypsin/versene solution (1:5).

The PPCs culture was derived from bone fragment
periost. Biopsy specimen was many-fold washed with PBS
solution, complimented with 100 U/ml penicillin and
100 pg/ml streptomycin and introduced into the “Eagle”
cultural medium (“Biolot, Russia), containing 100 U/ml
penicillin and 100 mg/ml streptomycin at 4°C for 24 hrs.
Afterwards the elements of muscular and connective tissues
were isolated from the bone one. The surface of 35 mm
diameter’s Petri dishes was preliminarily treated with I type
collagen solution with placing bone fragments into them.
Culturing was carried-out by the standard technique. To
the 7™ day the PPCs migration was observed under phase-
contrast microscope “Laborux” (“Leica, Germany”) at 100-
fold magnification, a confluent culture was obtained a month
later of culturing beginning.

The mix-culture was cultured according to the standard
technique. The surface of plasmatic membranes was prelimi-
narily marked with supravital dyes PKH67 Green (for SSCs)
and PKH26 Red (for PPCs) Fluorescent Linker Kit (“Sigma”,
USA), having fluorescence in green and red spectra, corres-
pondingly. Cultures were recorded with “Qwin” software
(“Leica”, Germany) every 3-4 days. The SSCs differentiation
into osteoblasts was noted 3-4 weeks after mutual culturing,
confirmed by a positive staining onto alkaline phosphatase,
being the product of bone cell vital activity (BCIP/NBT
Liquid Sytem, “Sigma”, USA).
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