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Human Dental Follicle stem cells (DFSC, hDFSC)

300701

OBWA NH®OPMALNA

OnucaHne

YoBelLuknTe 3b6HM honmkynHu cteonosu knetkn (DFSCs, hDFSCs) ca Bua Me3eHxMMHY cTBO/10BM k1eTkn (MSC), nofyyeHn oT 3b6HUS
hOoNUKyn - eKTOME3EHXMMHA ThKaH, 0brpaxalla pa3srBallms ce 3b0eH 3apoauLl. Tesun KIeTky NpescTaBnsasar 0Co6eH UHTepec B
pereHepaTtuBHaTa MeauLyHa nopaav MyTUNOTEHTHUTE CU CNOCOBHOCTM, KOETO 03Ha4YaBa, Ye mMorat Aa ce AudepeHumpar B pas/imyHm
K/IETBbYHM TUMOBE, BK/IHOUNTENTHO 0CTeobnacTu (KOCTHooBpasyBaLLy KNeTkn), XOHAPOLUTY (XPYLLAIHOO6pasyBaLLy KNeTku), aaunoumTu
(MacTHW KNeTKn) 1 eBEHTYasTHO HepPBHU KNneTkn. DFSCs 06UKHOBEHO ce cbbupar oT 3bOHUTE hONMNKYNM Ha 3acerHaTu TpetTn Monapu (3L6u Ha
MBbAPOCTTA) U Ce LEHAT 3apafm iecHaTa VM JOCTbMHOCT Y MUHUMaUTHATE €TUYHW NMPO6/1EMU B CPaBHEHWE C APYT U3TOYHULIM Ha CTBOOBY
KNTETKN.

DFSC nputexasaT HAKOMKO K/1I0HOBM CBOMCTBA, KOMTO MV NPaBAT obellaBalln 3a TepaneBTUYHN NPUIoXeHNs. Te nputexasar CUIHU
nponudepaTriBHN CNOCOGHOCTM, KaTo 3ana3sar Cnoco6HOCTTa C1 Aa Ce CaMOOOHOBSBAT Npe3 NPOAb/DKUTENHV NEPUOAN Ha KyNTUBMPaHE.
OcBeH ToBa Te nmar 3abenexuTenHara CnocobHOCT Aa MUrpupar 1 Ja ce npubupar Ha MecTarta Ha yBpexaHe - XapakTepucTyika, KosiTo
yBefnMyasa noTeHLMasia M 3a U3rnonssaHe B TbKaHHOTO MHXEHEPCTBO ¥ Bb3cTaHoBABaHe. DFSC oTaenaT n peavua 61oakTneBHu haktopy,
KOUTO AOMNPUHACAT 3a MYHOMOAYIMpaLLya UM epexT, KOeTo M Npasy LLeHHV NPy JIEYEHNETO Ha Bb3Na/IMTENHN ChCTOSHUS.
M3cnepgaHuaTa Ha DFSC nokasaxa TexHusi NoTeHuman B AeHTa/IHOTO ThKaHHO MHXEHEepPCTBO, 0COGEHO NPy pereHepauuaTa Ha
napofioHTa/IHUTE TbKaHu, nysnara u koctra. OCBeH ToBa ANdepeHLPaHETo UM B HEBPOMOAO6HW KNETKV OTKPMBA Bb3MOXHOCTU 3a
HEeBPOIOTMYHU NPUIOXeHUs. Bbnpekn obellasallyTe kavecTsa Ha DFSCs ca HeobxoAvMu AOMb/IHUTENHU NPOYYBaHA, 3a fa ce pasbepart
Hamb/IHO MbTULATa Ha AvdiepeHuypaHde, fa ce ONTUMU3NPAaT YC/I0BUATa Ha KynTMBUpaHe 1 [a ce NoTBbPAY Ab/irocpoyHara um
6e30MacHOCT 1 edMKacHOCT B K/IMHUYHWN YC/TOBUS.

TbKaH 3bb6onekapcku
KNACUND®UNKALNA
OpraHusbm Yosek
CBoiicTBa, CBbP3aHu C pacTexa MpuBBPXEHNK
HuBo Ha 6uonorvyHa 6e3onacHOCT 1
NAEHTUD®UNKATOPU
N3TOYHUK

CTBO/10BU KNETKM OT YoBeLKN 3b6HM dhonnkynu (DFSC, hDFSC) (katanioxeH Homep 300701 Ha Cytion)

[aHbyeH ngeHTUMKaLMOHeH Homep 9606
B NCBI

OBPABOTKA U OTIrNEXAAHE

XpaHuTenHa cpega

Alpha MEM, w: 2,0 mM cTabuneH rnytamuH, w/o: PuboHykneosnau, w/o: [lesokcmpunboHykneosnau, w: 1,0 mM Harpues nupysar, w: 2,2 g/L
NaHCO3

ATmoccpepa 3a MHKyGaLms 37°C, 5%CO02, oBnaxHeHa atMocdepa.

[OoGaBku

[JonbnHete cpepata ¢ 10% FBS, 2 ng/mL bFGF
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PeareHT 3a gucoumauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KNETKU 1 r1 NnpomuiiTe ¢ PBS, KOSITO He ChabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnepf ToBa NoKpuiiTe KNeTkute n3usaio ¢ Accutase, kato nsnonssare 1-2 ml 3a konbu
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTk1Te Aa ce MHKybupar Ha cTaliHa Temnepatypa 3a 8-10 MuHyTw, 3a ga ce otaenat. Cneg
VHKybauuaTa BHUMaTenHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6W, KOUTO BeYe ChAbpXaT
npsicHa cpega.

MNBbTHOCT Ha 3acsiBaHeTO 2 x 104 knetku/cm2

Pa3mpassiBaHe 1 KynTuBMpaHe

Confirm that the vial remains deeply frozen upon delivery, as cells are shipped on dry ice to maintain optimal temperatures during transit.
Upon receipt, either store the cryovial immediately at temperatures below -150°C to ensure the preservation of cellular integrity, or proceed to
step 3 if immediate culturing is required.

For immediate culturing, swiftly thaw the vial by immersing it in a 37°C water bath with clean water and an antimicrobial agent, agitating gently
for 40-60 seconds until a small ice clump remains.

Perform all subsequent steps under sterile conditions in a flow hood, disinfecting the cryovial with 70% ethanol before opening.

Carefully open the disinfected vial and transfer the cell suspension into a 15 ml centrifuge tube containing 8 ml of room-temperature culture
medium, mixing gently.

Centrifuge the mixture at 300 x g for 3 minutes to separate the cells and carefully discard the supernatant containing residual freezing
medium.

Gently resuspend the cell pellet in 10 ml of fresh culture medium. For adherent cells, divide the suspension between two T25 culture flasks;
for suspension cultures, transfer all the medium into one T25 flask to promote effective cell interaction and growth.

Adhere to established subculture protocols for continued growth and maintenance of the cell line, ensuring reliable experimental outcomes.

KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALMUA

CrtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3k4yBa Kakto Ypes PCR-6a3vpaHn aHanmsu, Taka 1 Yypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MOUYHO NN APOXAEBO 3aMbpCsABaHe, KNeTbYHUTE KyTYpY ce noasarar Ha exeaHeBHU
BU3YaUTHV NMPOBEPKU.

Cpepa 3a 3ampasfiBaHe Karto cpegfa 3a kprokoHcepsaumsa nsnonssame 90% FBS + 10% DMSO 3a nogabpxaHe Ha
Xmn3HecnocobHocTTa unn CM-1 (katanoxeH Homep 800100 Ha Cytion), KOATO BK/IKOUYBa
ONTUMM3NPAHN OCMONPOTEKTOPN N METAB0/IMTHU CTabunnsaTopm 3a nogobpsiBaHe Ha
Bb3CTAHOBABAHETO W Hama/isiBaHe Ha KPUOWHAYLMPaHNs cTpec.

Ycnosua 3a cCbxpaHeHue

3a AbAroTpaiHo cbxpaHeHue noctaBeTe (/1lakOHUTE B TEYEH a30T B NapHa hasa npu temneparypa okosno -150 ao -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeXAMHEH eTan npeav Npexsbp/istHETO B TEYEH a30T.

Ycnosus 3a focTaBKa

KpnokoHcepBripaHnTe KNeTbyYHU IMHUW Ce TPaHCMOoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakKoBKM C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusutenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO npernejainTe onakoskara u
He3abaBHO npexebpsieTe h1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.

NMPABHWN BBMNPOCU N BE3OMACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHvpate aa cbhxpaHsisate Kpuonpenapar B TedeH a3oT 3a Gb/eLL0 pasMpassiBaHe, e 3aib/XUTE/NHO [a crassate CTPori Mepku 3a
6e30MacHOCT. MoAX0AAWMTE 3aLMUTHI PbKaBULW 1 06/IEK/IO Ca OT ChLUECTBEHO 3HAUEHME, a Mo BPEME Ha NPEeXBbP/ISHETO Ha 3aMpaseHm
npo6yu KbM UM OT pe3epBoapa ¢ TedeH as3oT e Heo6XOAMMO Aa Ce U3MN0/3Ba Macka 3a Nnle Uan npeanasHu ounna. Tosa ce Npaeu, 3a 4a ce
HaMa/Im PUCKLT OT HapaHsiBaHe OT MOTEHLMATHN EKCN/I031M Ha KPYOBUOIUTE NPY U3BAXKAAHETO UM, KOUTO MOTaT Aa [OBEAAT [0 U3XBbp/isHE
Ha OCTpW (hparMeHTy.
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FapaHuua

Hve B Cytion 3acTaBamMe 33/ Ka4eCTBOTO M XMN3HECTIOCOBHOCTTA Ha HAaLIUTE NPOAYKTU.
FapaHTMpame, Yye HaluMTe KNeTKU Le GbAaT XM3HECNoCoBHM B HAYAN0TO Ha Ky/ITUBMPAHETO B NPOAbIXEHUE Ha 60 AHM cres U3npallaHeTo

MM OT HallnTe CbOPbXEeHNA.

apaHTupame, 4ye BCUYKN MaTepuasiv oTroBapaT Ha CI'IeLJ,Mq)I/IKaLI,MMTe, onncaHn B CepTMCpVIKaTa 3a aHa/m3 n/namn npoaykroeara /imcrta

3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHuus/

feknapauysi

Heo6xoaumMo e cnopasymeHue 3a
npexBbp/isiHe HA MaTepuann
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