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O6wa nHdopmayus

Description
YoBewKnTe 3b6HM hoNnKynHM cTBoNOBY KneTku (DFSCs, hDFSCs) ca BUg, Me3eHXMMHU CTBOIOBU KieTku (MSC),

nosyyYeHu oT 3b6HNS hONIMKYI - EKTOME3EHXMMHa TbKaH, 06rpaxpalla passuBalLms ce 3b6eH 3apoguLl. Tesu
K/IeTKM NpefcTaBnsBaT 0CO6EH NHTEPEC B pereHepaTMBHaTa MeAULIMHA NOpaau MyNTUNOTEHTHUTE CU
CMOCO6HOCTM, KOETO 03HaYaBa, Ye MoraT fia ce AndepeHUMpaT B pasnnyHu KNeTbYHW TUTMOBE, BKIKOUYUTENHO
ocTeobnacTu (KOCTHOO6pa3yBaLLM KNETKM), XOHAPOLMTY (XPYLUSIHOOBPpa3yBaLly KIETKK), agunoumT (MacTHA
KIETKM) N eBEHTYa/IHO HEPBHU KneTkn. DFSCs 06MKHOBEHO ce cbbupaT oT 3b6HUTE PONNKYIN Ha 3acerHaTu
TpeTu Monapu (3661 Ha MbAPOCTTA) U CE LIeHAT 3apaau IeCHaTa UM JOCTBMNHOCT M MUHUMANHUTE €TUYHU
npobaemMu B CpaBHEHME C APYTrv U3TOYHULIM Ha CTBOJIOBU KIETKU.

DFSC npuTexaBaT HSKOJ/IKO K04YOBM CBOMCTBA, KOUTO rvi NPaBsT obellaBallv 3a TepaneBTUYHN NMPUSTOXKEHNS.
Te npuTexaBaT CUIHU NponndepaTUBHY CNOCOBHOCTU, KaTo 3arna3BaT CNocobHOCTTa CU fa ce caMoobHOoBsBaT
npe3 NpoAbMKUTENHN NEPUOAN HA KyNTMBMPaHe. OCBEH TOBa Te MMaT 3abenexuTenHaTta CnocobHoCT Aa
MUrpupar v aa ce npubrpaT Ha MecTaTa Ha yBpeXpaaHe - XapaKTepuCTMKa, KOSTO yBenvyaBa NoTeHuMana um 3a
13Mo/3BaHe B TbKaHHOTO MHXEHEePCTBO U Bb3CTaHoBsBaHe. DFSC oTaensT n peguua 61oakTuBHY hakTopu,
KOWTO JOMPUHACAT 38 UMyHOMOZYIMpPaLLus UM edeKT, KOETO r' NPaBU LIEHHW NPU IEYEHMETO Ha
Bb3MaNNTENHN CbCTOAHMS.

M3cnepBaHusTa Ha DFSC nokasaxa TexHWs NOTeHLMa B fEHTATHOTO ThbKaHHO MHXXEHEPCTBO, 0CO6EHO Npu
pereHepauvaTa Ha NapofoHTaNHUTE ThKaHW, MynanaTa u koctTa. OcBeH ToBa AndepeHLMPaHETO UM B
HEeBPOMOAO6HM KNETKN OTKPMBA Bb3MOXHOCTYM 33 HEBPONOrMYHM NPUIOXKEHUS. Bbnpekmn obelyaBamTe
KayecTBa Ha DFSCs ca Heo6xoanMM AOMBAHUTENIHM NPOYYBAHMS, 33 Aa ce pa3bepaT HaMb/IHO MbTULLATA Ha
andepeHumpaHe, fa ce oNTUMUM3NPAT YCI0BUSATA HA KYITUBMPAHE U @ Ce MOTBBPAN A brocpoyHaTa um
6e30MmacHOCT 1 eMKACHOCT B KTMHUYHU YCIOBUS.

Organism YoBek
Tissue 3bbonekapckm

XapaKTepucTuku

Growth MpuabpxaLm ce
properties

PerynatopHu faHHuU
Citation CTBO/IOBYM K/IETKM OT YoBeLWKN 3b6HM donmkynn (DFSC, hDFSC) (kaTanoxeH Homep 300701 Ha Cytion)
Biosafety level 1

NCBI_TaxID 9606
BbuomMoneKkynsapHu gaHHu
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Pa6oTtac

Culture Alpha MEM, w: 2,0 mM cTabuneH rnyTamuH, w/o: PuboHykneosmnau, w/o: [lesokcupunboHykneosman, w: 1,0 mM

Medium HaTtpues nupysat, w: 2,2 g/L NaHCO3

Supplements [onbnHeTe cpepaTta ¢ 10% FBS, 2 ng/mL bFGF

Dissociation Accutase

Reagent

Subculturing OTcTpaHeTe cTapaTa Cpefia OT aAXe3MBHUTE KNETKU U T MpoMuiiTe ¢ PBS, KOATO He ChabpiKa Kanumin u
MarHesui. 3a konbu T25 nsnonssanTte 3-5 ml PBS, a 3a konbu T75 - 5-10 ml. Cnepg ToBa NOKPUATE KNETKNUTE
n3uyano c Accutase, kato nsnonseate 1-2 ml 3a konbu T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTKUTE Aa ce
MHKY6UpaT Ha CTaliHa TeMnepaTypa 3a 8-10 MUHYTH, 3a fa ce oTaenaT. Cnea nHKybaumsaTa BHUMaTENHO
pa3bbpkanTe kneTkuTe ¢ 10 ml cpefa, 3a fla rv pecycneHanpaTe, cief KoeTo LeHTpodyrupaiite npu 300xg 3a 3
MUHYTU. I3XBbpneTe cynepHaTaHTaTa, pecycneHavnpanTe KNeTKUTe B NPsiCHa Cpefa v rv NpexBbp/ieTe B HOBU
KON6M, KONTO BeYe CbAbPKAT NPsiCHa cpefa.

Seeding 2 x 104 KneTKM/CMZ

density

Freeze KaTo cpepa 3a kprokoHcepBaLus nsnonssame 90% FBS + 10% DMSO 3a noagbpxaHe Ha XM3HeCcnocobHocTTa

medium unu CM-1 (kaTanoxeH Homep 800100 Ha Cytion), KOSITO BKNKOYBaA ONTUMU3NPAHN OCMOMNPOTEKTOPU U
MeTabonuTHM cTabunmsaTopu 3a NogobpsiBaHe Ha Bb3CTAaHOBSBAHETO U HAaMasIiBaHE Ha KPUOUHAYLMpPaHUs
cTpec.
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Thawing and

Culturing Cells .
1. YBepeTe ce, ye haKoOHBT OCTaBa AbI6OKO 3aMpa3eH Npu AOCTaBKaTa, Thil KaTo KIeTKUTe ce

TPaHCMOPTMPAT CbC CyX JIeq, 3a Aa Ce MOAAbPXKAT ONTUMAHU TEMMNEPaTypu NO BPeME Ha
TpaHCMoOpTMPaHEeTO.

2. lpu nonyyYaBaHe UM CbXxpaHsBaliTe He3abaBHO KpMOBMOaTa Npy TeMnepaTypu nog -150 °C, 3a ga
OCUrypuTe 3amnasBaHe Ha KeTb4yHaTa UsaocT, Uan NpeMUHETE KbM CTbIKA 3, aKo € Heo6X0g1MMo
He3abaBHO KyNTMBUpPaHe.

3. 3a He3abaBHO KynTMBMpaHe 6bp30 pa3MpaseTe 1aKOHA, KaTo ro NOTONUTe BbB BOAHA 6aHs € ymcTa
BOJa U aHTUMUKPOBEH areHT ¢ TemnepaTypa 37 °C, KaTo pa3bbpKBaTe BHMMATEHO B MPOAb/DKEHME Ha
40-60 ceKyHaM, [OKATO OCTaHe MasiKa fiegeHa byyka.

4. N3BbpLUBaiiTe BCUYKM CNefBaLLM CTHMKMW MPU CTEPUIHM YCIOBUS B aCMMPATOp, KaTo nNpegu oTeapsiHe
Ae3nHdeKumpaTte Kprosmronata cbe 70% eTaHo.

5. BHMMaTenHo oTBopeTe Ae3nHdeKLMpaHus dakoH U NpexBbpeTe KneTbyHaTa cycneHsus B 15 ml
LleHTpodyxHa enpyBeTKa, CbabpXalla 8 ml xpaHUTenHa cpefa Cbe CTallHa TemnepaTtypa, KaTo
pa3bbpKaTe BHMMATENHO.

6. LeHTpodyrupalite cmecta npuv 300 X g B NpoAb/KEeHME Ha 3 MUHYTY, 32 fia OTRENUTE KNeTKUTe, U
BHUMATE/IHO M3XBbpAeTe CynepHaTaHTaTa, CbAbpXalla ocTaTbyHa 3amMpassBalla cpefa.

7. BHMMaTenHO pecycrneHfmpaniTe KneTbyYHaTa neneta B 10 ml npscHa xpaHuTenHa cpega. 3a agxesmBHU
KNETKU pa3genieTe CycneH3unsaTa Mexay gse Konbu T25; 3a CycneH3noHHW KyATypy NpexBbpreTe
usnaTa cpega B efHa konba T25, 3a fa ctumynmpate eceKTUBHOTO B3aMMOZENCTBIE U pacTex Ha
KIeTKuTe.

8. MpuabpxaiiTe ce KbM YCTaHOBEHUTE NMPOTOKO/IM 32 CYy6KYNTUBMPAHE 33 HEMPEKbCHAT PacTeX U
MoAAbPXKAHEe Ha KIeTbYHATa IMHUSA, KATO rapaHTMpPaTe HAZEXAHWN eKCNIePUMEHTAIHM Pe3yNTaTu.

Incubation
Atmosphere 37°C, 5%C02’ OBaXHeHa aTMocdepa.

Flask Coating Hawma

Freezing
Procedure KpVOKOHCEpPBMPAHUTE KNeTbYHM IMHUKN Ce TPAHCNOPTUPAT BbPXY CYX fief BbB BaNnanpaHa, usonmpaHa

OMaKoBKa C 4OCTAaTbYHO X/TaAUEH areHT, 3a Aa ce NoAabpXa NpubAn3nTenHo -78 °C No BpeMe Ha
TpaHcrnopTupaHeTo. Mpy nonyyaBaHeTo He3abaBHO NperieganTe onakoBKaTa u He3abaBHO NpexsbpreTe
(bnakoHWUTE 3a NOAXOAALLO CbXpaHeHHe.
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Shipping
Conditions

Storage
Conditions

Kp1oKoHCepBMpaHMTE KNeTbYHU IMHUK Ce TPAHCMOPTMPAT BbPXY CyX fief BbB BanAuanpaHa, M3onmpaHa
OMaKOBKa C AOCTATbYHO XNIagMNEH areHT, 3a fa ce NofAbpKa NpubansnTenHo -78 °C no Bpeme Ha
TpaHcrnopTupaHeTo. Mpy nonyyaBaHeTo He3abaBHO MperiefanTe ONakoBKaTa U He3abaBHO NpexsbpeTe
(bnakoHWUTE 3a NOAXOAALLO CbXpaHEHNeE.

3a AbAroTpaHo cCbxpaHeHue noctaBeTe QIaKOHMTE B TeYeH a30T B NapHa dasa npu TemnepaTypa okoso -150
00 -196 °C. CbxpaHeHuneTo npu -80 °C e NpUeMAnBO CaMO KaTo KpaTbK MEXAMHEH eTan npeay NpexBbpasHETO B
Te4yeH a3oT.

KoHTpon Ha kayecTBOTO [ TeHeTuyeH npodun [ HLA

Sterility
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3aMBbpCsSBaHETO C MUKOMJIa3Ma Ce U3K/oYBa KakTo Ype3 PCR-6a3mpaHu aHanunsm, Taka v 4pes nyMUHECLEHTHM
MeTO/AM 3a OTKPUBAHE Ha MMKOMAa3Ma.

3a fa ce rapaHTUpa, Ye HsiMa 6aKkTepranHo, FbOUYHO UM OPOXAEBO 3aMbpPCABAHE, KNETbYHUTE KYITypH ce
rnog/iarat Ha eXXefHeBHU BU3YasiHV NMPOBEPKMU.
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