7 Cytion

Human Dental Pulp Stem Cells (DPSC, hDPSC)

300702

OBWA NH®OPMALNA

OnucaHue

YoBeLuknTe CTBOIOBY KETKM OT 3bbHa nynna (DPSC, hDPSC) ca MynTUNOTEHTHW CTBO/IOBY K/IETKW, U30/IMPaHN OT 3bbHaTa nynna Ha
Bb3pacTHM 3b6W, 0BUKHOBEHO TPeTK Monapu. Tesn KNeTkn ca 0COBEHO LIeHHN B pereHeparrBHaTa MeavuyHa nopaam cnocobHocTTa um ga ce
AnbepeHumpaT B pas/IMyHN KNETbYHY TUNOBE, BK/TIOUYNTENTHO Tak1Ba, KOUTO 06pasyBaT KOCTHU, XPYLUAMIHU, MAaCTHU 1 3b6HU TbkaH. DPSCs
ce OT/IYaBar ¢ BMUCOKa nponundepaTnsHa cnocoOOHOCT, KOETO 1 Npasun HafexXAeH n3bop 3a TbKaHHO MHXEHEePCTBO 1 KNEeTbYHO 6asmpaHm
TepaneBTUYHU NMPUIOXEHUS.

DPSCs npuTexasar 1 3HauMTeTHN UMYHOMOZAY/IMPALLY CBONCTBA, KOUTO AONPUHACAT 3a NOTEHLMAIHOTO UM U3MON3BaHe MpU JIeYeHre Ha
Bb3Na/IMTE/HN CbCTOAHNA. OCBEH 3a pereHepauysa Ha 3bbHaTa TbkaH, Te ca U3cneBaHu 3a CNocobHOCTTa MM [a Bb3CTaHOBABAT KOCTHY
fedeKTn 1 3a MPUIOKEHNETO M B HEBPOOTMYHM Tepanuu. CpaBHUTENTHO flecHaTa UM [JOCTBMHOCT 1 CNOCOGHOCTTA MM fa 3ana3sar
XKM3HECNOCOBHOCTTA CU Crief, KpMoKoHcepBaLysa npasaT DPSC npusnekatesiHa Bb3MOXHOCT 3a K/IMHUYHY U3CNeABaHns 1 TepaneBTUYHN
pa3paboTku, 0CO6eHO B 06/1acTTa Ha pereHepaTMBHaTa CTOMaTo0rvs, OpToneansaTa n HeBpogereHepaTBHNTE 3a6015BaHus.

TbKaH 3bbonekapcku

MpunoxeHus
TecTBaHe Ha nekapcTBa, pereHepatnuBHa MeauLvHa, nscneiBaHe Ha 3abonssaHus

KNACUNOUKALNA
OpraHusbm Yosek
CBoiicTBa, CBbp3aHu C pacTexa MPUBBPXKEHNK
HuBo Ha 6uonoruyHa 6esonacHocT 1

NMAEHTUD®UNKATOPU

N3TOYHUK

YoBeLuKn CTBOMIOBY KNeTkn oT 3b6Ha nynna (DPSC, hDPSC) (katanoxeH Homep 300702 Ha Cytion)

[JaHbueH ngeHTUUKaLMoHeH Homep 9606
B NCBI

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

Alpha MEM, w: 2,0 mM cTtabuneH rnytamuH, w/o: PnéoHykneosunan, w/o: [lesokcuprnboHykneosnam, w: 1,0 mM Hatpues nupysart, w: 2,2 g/L
NaHCO3

ATtmocchepa 3a MHKyGauusa 37°C, 5%C02, oBnaxHeHa atmocdepa.

[OoGaBku
JonbnHete cpepata ¢ 10% FBS, 2 ng/mL bFGF

PeareHT 3a gucouunauyus Accutase
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MpecaxpaHe

OTcTpaHeTe cTaparta cpefia OT afXe3UBHUTE KNETKN 1 1 NnpomuiiTe ¢ PBS, KOSITO He ChabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonsearite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnepf ToBa NOKpuiiTe KNeTkuTe n3usano ¢ Accutase, kato nanonssare 1-2 ml 3a konéu
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 BHUMaTeHo 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
npscHa cpega.

Pa3smMpa3ssiBaHe U 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 upe3 PCR-6a3vpaHn aHanmsu, Taka 1 Yypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MOUYHO NIV APOXAEBO 3aMbpCsABaHe, KNETbYHUTE Ky/ITYpY ce nogsarar Ha exenHeBHU
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), KOSTO BK/IKOUYBaA
ONTUMU3NPAHN OCMOMNPOTEKTOPN N METabo/IMTHU CTabunnsaTopu 3a nogobpsisaHe Ha
Bb3CTAHOBABAHETO W Hamas/isiBaHe Ha KPUOWHAYLMPaHKs cTpec.

Ycnosua 3a cCbxpaHeHue

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

YcnoBus 3a flocTaBka
KproKOoHcepBrpaHNTE KNETbYHM IMHWW CE TPAHCMOPTUPAT BbPXY CyX /e, B YTBbPAEHW, U30/IMPaHN OMaKOBKM C OCTATbYHO X/aJMUMNeH areHT,

3a Aa ce noaabpxa npubnusutenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpy nonyyasaHeTo He3abaBHO npernejainte onakoskara u
He3abaBHO npexebpsieTe P1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.

NMPABHWN BBMNPOCU N BE3OMACHOCT

Mepku 3a 6e3onacHocT

Korarto nnaHupare fa cbxpaHsiBaTe Kpuonpenapar B Te4eH a3oT 3a 6bello pa3mpassiBaHe, e 3afb/HKMTENHO Aa cnassarte CTPory Mepku 3a
6e3onacHocT. MoaxoasLmTe 3anTHY PbKaBmLuy 1 061EK0 ca OT CbLLECTBEHO 3HaYeHWe, a o BpemMe Ha NPexBbp/IsSHETO Ha 3ampaseHu
npobu KbM UM OT pe3epBoapa C TeYeH a3oT e HeobXoAMMO fa ce U3MNo3Ba Macka 3a nuue Win npegnasHn oynna. Tosa ce npasu, 3a fja ce
HamaIv PUCKbT OT HapaHsBaHe OT NOTEHLUMasTHY eKCNI03UM Ha KPUOBKOIUTE MNPU U3BadkAaHETO 1M, KOMTO MoraT Ja [AoBeAar [0 U3XBbpsiHe
Ha OCTpu thparMeHTu.
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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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