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OBWA NH®OPMALNA

OnucaHne

YoBeLLKNTe Me3eHXMMHY CTBOJIOBM KNeTKU, eHgomeTpuym (eMSCs), ca otgenHa nogrpyna Ha MSCs, nonyyeHun OT pereHeparvBHaTa
eHAoMeTprasiHa ThKaH Ha MaTtkarta. ECTeCTBEHUAT LMKB/ Ha pacTex, AndepeHupanmsa n otTnagaHe Ha eHgoMeTpuyma nogueprasa
pereHepaTtuBHUTE CMIOCOBHOCTM Ha Te3MW KNeTKK, KOeTo npasn eMSCs 0co06eHO LieHHY 3a n3cnefsaHust B 06nactTa Ha Bb3CTaHOBSABAHETO Ha
TbKaHW, pereHeparviBHaTa MeuLyHa v TMHEKOIOTMYHMUTE NpoyYBaHus. TAXHOTO YHVUKaIHO NPOMU3X0/ CbLLO AONPUHAcS 3a NoTeHumana um B
M3yyaBaHeTo Ha UMYHOIOTUYHW HapyLLIEHUA 1 Bb3Na/IMTENIHN CbCTOSHUA, KATO Ce UMaT npeasuj, 3abenexmnTesHuTe UM UMyHOMOZYpaLLm
CBOIiCTBA.

Te3n eMSCs 3ana3Bar xapakrtepHara My/ITUNOTEHTHOCT Ha MSCs, ¢ foKa3aHn cnoco6HOCTY fa ce andepeHumpar B agunouunTu,
0CTe06/1aCcTV 1 XOHAPOLUMTY NPU KOHTPOMPAHW in Vitro yCioBuWs, N3non3eaiikv cneumduyHn gudepeHumpaliy cpean. Tasv cnocobHOCT 3a
andbepeHumaums, cbyetTaHa ¢ TeXHUA nponsxod, npasn eMSCs 0cobeHO NoAXoAALLM 3a U3cneABaHns, CBbp3aHn C TbKaHHO UHXEHEePCTBO U
pereHepaTtuBHu Tepanuu. HawmTte eMSCs ce KpYOKOHCEPBUPAT B paHeH eTan, 3a Aa ce rapaHTnpa MakcvMasiHa X1U3HeCcnoco6bHOCT 1
(hyHKLMOHANMHOCT NpuY pa3mpassBaHe, KaTo BCsika KpMoBMasiHa enpyBeTka cbabpxa 1 x 108 KNeTkuM ¢ X1M3HecnocobHocT oT 92% Ao 95%,
noTBbpAeHa Ype3 TecTa 3a M3kuBaHe ¢ 605 Trypan Blue. KneTkuTe ca nosy4yeHun no eTMyeH HauvH OT 34pasu JOHOPK C MHDOPMMPaHO
cbrnacue, a Bcska naptuga npemviHasa npes LsafocTeH KOHTPO/ Ha KayecTBOTO, 3a fja ce NpoBepu naeHTudmrkaumusTa, ymcrorara,
NOTEHTHOCTTA, XM3HECNOCOOHOCTTA N NPUrOAHOCTTA Ha KNeTKMTe 3a in Vitro n3cnefoBaTencky NPUIOKEHNS, KaTo ce rapaHTpa Havi-BUCOKO
KauecTBO 3a Hay4HW U3cnefBaHus.

TbKaH EHgomeTprym

MpunoxeHus

TecTBaHe Ha nekapcTsa, pereHepaTtnsHa MeavumMHa, n3ciefBaHe Ha 3a6onsBaHNsA

KNACUN®UNKALMUA
OpraHusbm Yosek
Cekc He e nocoveHo
CBoliicTBa, CBbp3aHu € pacTexa MpUBBLPXKEHNK
HuBo Ha 6uonornyHa 6esonacHocT 1
XAPAKTEPUCTUKN
Mopdonorus [lobpe pasnpocTpaHeHa BPeTeHOBMAHA, NOA06Ha Ha hmbpobacT Mopdosiorms 3a noHe 5
nacaxa. MNo-masko ot 2 % OT K/IeTKUTe NokasBaT CNoHTaHHa M1ohmbpo6acTonogobHa
MOpPI0/I0TKA B PAMKUTE Ha BCEKW Macax.
Twun kneTka CTBO/I0BU KI1ETKN
NAEHTUD®UNKATOPU
N3TOYHUK

YoBeLUKN Me3EeHXMMHIN CTBOSIOBU KNETKU, EHAOMETPUYM (KaTtanoxeH Homep 300647 Ha Cytion)

[aHbyeH ngeHTUpMKaLMOHeH Homep 9606
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NMPOABA N NPEAPA3MONOXEHOCT

Ekcnpecus Ha aHTUreHa

3a ngeHtudpuupmpare Ha kyntmempaHn MSCs (P2-P3) npeay KpMokoHcepBauus ce 13nos3sa 06LLUMPEH NaHes OT MapKepu, BKIOYNTENHO
CD73/CD90/CD105 (nonoxwutenHu) u CD14/CD34/CD45/HLA-DR (oTpuuaTtenHu), Npy aHaam3 ¢ NoTo4YHa LMToMeTpus. Tesn Mapkepu ce
npenopwbyBar ot komuteTta Ha ISCT 3a MSC.

Bupycu

[oHopbT e oTpuuateneH 3a HBV (PCR), Treponema pallidum (PCR) n HIV-1/2 (IFA). KneTkute ca otpuuatesiin 3a HBV, HCV, HSV1, HSV2,
CMV, EBV, HHV6, Toxoplasma gondii, Treponema pallidum, Chlamydia trachomatis, Ureaplasma urealyticum n Ureaplasma parvum.

OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpega

Alpha MEM, w: 2,0 mM cTtabuneH raytamuH, w/o: PruboHykneosnaun, w/o: [e3okcmpnboHykneosnau, w: 1,0 mM Hatpues nupysart, w: 2,2 g/L
NaHCO3

ATmocdpepa 3a UHKYGauus 37°C, 5%C02, oBnaxHeHa atmocdepa.

floGaBku

JonbnHete cpepara ¢ 10% FBS, 2 ng/mL bFGF
PeareHT 3a gucouunauus TpuncvH-EDTA

MpecaxpaHe

3a pyTUHHN aaxe3nBHU KIETbUYHU KYNTypu: ACnnpupaiite ctapata XxpaHuTenHa cpeja oT aAxe3vBHUTE KNETKM 1 r npomulite ¢ PBS, 3a ga
OTCTpaHuTe ocTaHanata cpefa. Cnef kato acnupupate PBS, nobasete noaxogsiumsa o6em pastsop Ha TpuncuH/EDTA B 3aBUCUMOCT OT
pasMepa Ha cbAa 3a Kyntusupae (Hanp. 1 ml 3a kon6a T25, 3 ml 3a kon6a T75) u uHkybupaiite npu craiiHa Temneparypa unm 37 °C,
fokato knetkute ce otaensT (5-10 MuHyTW). Habnogasaiite oTAeNsHETO NOA MUKPOCKON M NPU HEO6XOAMMOCT JIeko noTynaiTe cbaa, 3a fa
ocsoboauTe knetkute. Cneg kato ce oTAenaT, fjobaseTe Nb/Ha cpefa, 3a fja UHakTveupare TpuncuHa/EDTA, BHAMaTENHO pecycneravpaiiTe
K/IETKUTE 1 NPexBbp/ieTe a/IMKBOTHA YacT OT K/IeTbYHaTa CyCreH3nsa B HOB Cb/, 3a Ky/ITUBYPaHe, ChAbpxaly, npscHa cpea. MNoctaseTe cbaa
B MHKy6aTop, HacTpoeH Ha 37 °C ¢ 5 %CO2, n cMeHsiliTe cpegaTta Ha Bceku 2-3 AHU.

MnBbTHOCT Ha 3acsiBaHETO 1 po 3 x 104 kneTtku/cm?
OGHOBsIBaHe Ha TEYHOCTTA [MbpBOHAYa/THO NOAHOBSABAHE HA TEYHOCTTA cNef 24 yaca, a cfief, ToBa Ha Bceku 2 o 3
[OHW.

Pasmpa3ssiBaHe 1 Ky/ITUBUpaHe

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 KPUOKOHCEPBALUA

CtepunHoct

3ambpcsABaHeTo ¢ MUKOMIasma ce U3k/o4Ba KakTo ype3 PCR-6a3vpaHn aHanmsu, Taka v Ypes lyMUHECLLEHTHYN METOAM 3a OTKpUBaHe Ha
MuKonnasma.

3a Aa ce rapaHTupa, Ye HaAMa GakTepuasiHo, NbEUYHO UK APOXAEBO 3aMbpCsiBaHe, KNETbYHUTE KyNTypy ce nognarat Ha exeHeBHN
BU3yasTHV NPOBEPKM.
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Cpepa 3a 3ampasfiBaHe Karto cpefa 3a kprokoHcepBaumsa nsnonssame 80% FBS + 10% ocHoBHa cpega + 10%
DMSO 3a nogabpxaHe Ha xum3HecnocobHocTTa unm CM-1 (katasioxeH Homep 800100 Ha
Cytion) 3a no-fo06pa KpuosawuTa, NpefoTBpaTaBaLla HexenaHa gndepeHumanms n
3anassatla naypunoTeHTHocTTa.

Ycnosusa 3a cbxpaHeHue

3a A4bAroTpaiHo cbxpaHeHue noctaseTe (/1IaKOHUTE B TEYEH a30T B NapHa hasa npu Temneparypa okosno -150 fo -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeXAMHEH eTan npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpriokoHcepBupaHnTe KNEeTbYHN JIMHUK Ce TPaHCNOoPTUPAT BbPXY CyX /e, B YTBbPAEHW, N30/IMPaHN ONakoBKW C AOCTATbYHO XNa4UIEH areHT,
3a fla ce nogabpxa npnbnuantenHo -78 °C no BpemMe Ha TpaHcnopTupaHeTo. Npu nonyyaBaHETO He3abaBHO NpernefaiTe onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTE 3a NOAXOASALLO0 ChbXPaHEHME.

AAPUTEN
Bb3pacT Ha foHOopa Mons, nonuTaiite
ETHuYecka npuHapgiexxHoct KaBkasku

NMPABHUN BbMPOCU N BE3SOMACHOCT

Mepku 3a 6e3onacHocT

Korarto nnaHupare fa cbxpaHsiBaTe Kpuonpenapar B TeYeH a3oT 3a 6bello pa3mpassiBaHe, e 3afb/HKMTENHO Aa cnassarte CTPory Mepku 3a
6e3onacHocT. MoaxoasLmTe 3ayTHY PbKaBmLuy 1 061EK0 ca OT CbLLECTBEHO 3HaYeHWe, a o BpemMe Ha NPexBbp/IsSHETO Ha 3ampaseHu
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a iuLe uav npeanasHu ounia. Tosa ce npasu, 3a ja ce
HamaIv pUCKbT OT HapaHsBaHe OT NOTEHLUMasTHY eKCNI03UM Ha KPUOBMOIUTE MNPU U3BadkAAHETO 1M, KOUTO MOraT fa [AoBear [0 U3XBbpsiHe
Ha OCTpu hparMeHTu.

FapaHuyus

Hue B Cytion 3acTaBame 3a/, Ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HaLLUTe NPOAYKTU.

[apaHTUpame, Yye HalMTe KIETKM LWe ObAaT XM3HECNOCO6HN B Ha4Ya10TO Ha Ky/TTUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cref usnpaluaHeTo
UM OT HalMTe CbOPBXEHUS.

[apaHTUpame, ye BCUYKN MaTepunaIn OTroBapsaT Ha crneuudmkaummnte, onucaHu B ceptudmkara 3a aHanmns u/wnm npogykrosara nmcra

3a nMb/IHW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Kon cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
neknapauus
HeoGxoaumo e crnopasymMmeHue 3a Yes
npexsbprisiHe Ha MaTtepuanu
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