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OBWA NH®OPMALNA

OnucaHne

KneTtkute Madin-Darby Canine Kidney type Il (MDCK-Il) ca enutenHa kneTbyHa NMHUS, NolyyeHa OT 6b6peLuTe Ha Bb3pacTeH XXEHCKN KOKep
LUNaHbOo/. Tesn KeTKM ce 13Mo/3BaT LMPOKO B G1OMeANLMHCKUTE U3cneaBaHns nopaan yHukasHarta M crocobHOCT Aa 06pasysar MiabTHA
BPB3KM 1 NONSAPU3MPAHN MOHOCI0EBE, KOUTO Ca XapaKTepHu 3a enutenHute TbkaHu. Knetkute MDCK-Il nputexasart cTabusiHu CBOCTBa Ha
pacTex n gudepeHLmaLys, KOeTo rv npasu OT/IMYeH MOAEN 3a U3yvyaBaHe Ha 61oNoruATa Ha enuTesHUTE KIETKWU, BKTUYUTENTHO K/leTbyHaTa
MOMIAPHOCT, TPAHCMOPTHUTE npoLecu u bapuepHaTa yHKLMA

KneTbynata nnHna MDCK-Il e ocobeHo LieHHa 3a 13cnefBaHe Ha MexaHW3MUTe Ha B3avMOAeiCTBME MexXy BUPYC U TOCTONPUEMHUK,
0co6eHo 3a nscnefBaHe Ha rpunHnTe Bupycu. CnocobHOCTTa Ha KeTkuTe Aa obpasyBar nonspusvipaHn MOHOC/IOeBe 1 Npasu naeasHn 3a
n3cneaBaHe Ha HaCOYeHOTO 0CBOGOXAAaBaHe 1 pasnpocTpaHeHne Ha Bupycu. OcseH Toa MDCK-II kneTkute yecTo ce n3nonssar npu
n3cneABaHvsa Ha MpeHoca Ha fiekapcTBa U TOKCUYHOCTTa UM, Thid KaTo TexHUTe fobpe AedHUpaHn TECHY BPb3KM OCUTYPABAT HafeXaeH
MOZeN 3a OLeHKa Ha NPoMyCcKIMBOCTTa U 6aprepHaTa (hyHKLMA Ha eNUTENIHUTE KETKN. TaxHaTa YyBCTBUTENTHOCT KbM Pas/IMyHN PacTeXHN
haKkTopy 1 XOPMOHM AOMBIHATE/IHO NOBULIABA MOME3HOCTTA MM B Pas3/IMyHu 13Cnef0BaTesICKV NPUIOXKEHNS

M3cneposatenute nanonssat MDCK-II kneTknTe 1 3a n3cnegsaHe Ha 6bL6peyHara h3nonorms n Natousnooris, Tbil KaTo NPOM3XOXAAT
OT 6b6peyHa ThkaH. Tasu kneTbyHa NMHKA faBa npeacTaBa 3a PyHKUuusaTa Ha 6bOpeYHUTe enUTENTHN KNETKU, BKIKOUYUTENHO NpeHoca Ha
OHU, perynmpaHeTo Ha TeYHOCTUTE U KNeTbYHMUTE peakuun npu yBpexaaHe. Kato usano MDCK-II kneTkute ca yH1BepcaieH 1 BaxkeH
WHCTPYMEHT 3a n3cnefsaHe Ha 61uonorusTa Ha enutesiHUTe KeTKM 1 CBbP3aHnTe C TAX 6MoMeanLMHCKM 0bractu

TbKaH Bbbpeun
3a6onaBsaHe HopmarneH 6b6peyeH enuten
MpunoxeHus

Bupyconorus; n3cnegBaHust Ha enuTenHns TPaHCMNopPT; U3C/eABaHUst Ha NTbTHUTE CbeAMHEHNS; TECTOBE 3a NPOMYCKNBOCT Ha SIeKapCcTBa;
KNeTbYHa 6uonorus

CUHOHMMU

« MDCKII

« MDCKII

« MDCK2

« MDCK-2

« MDCK Type Il
« MDCKII-WT

KNACND®UNKALMNA

OpraHmsbm Kyue
Cekc JKeHcku
CBolicTBa, CBbp3aHu C pacTexa MpUBbPXEHNK

Craryc Ha TMO Be3 'MO

MoapoGHOCTM OTHOCHO cTatyca Ha TMO

No genetic modification; wildtype cell line

HuBo Ha 6uonormyHa 6esonacHocT 1
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XAPAKTEPUCTUKN

Mopdonorus Mofo6HW Ha enuten
Tvin KneTka Envtenvanex
Bpeme 3a yaBosiBaHe okono 16-20 yaca
NAEHTUDUKATOPIA
N3TOUHMK

MDCK-II (kaTanoxeH Homep 305233 Ha Cytion)

JdaHbuyeH ngeHTudMKaumoHeH Homep 9615
B NCBI
Llenosasbp CVCL 0424

OBPABOTKA N OTINEXAAHE

XpaHutenHa cpefia
EMEM (MEM Eagle), w: 2 mM L-Glutamine, w: 2,2 g/L NaHCO3, w: EBSS (Homep Ha cTaTtusaTta B Cytion 820100a)

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

floGaBku
JonbnHeTe cpeparta ¢ 10% FBS 1 1% NEAA

PeareHT 3a gucoumauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He ChabpXa Kaniuuii u marHesuii. 3a konbu 125
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuiiTe kneTkute u3LsAio ¢ Accutase, kato nsnonssare 1-2 ml 3a kon6u
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KIETKUTE Aa ce MHKybuparT Ha cTaiiHa Temneparypa 3a 8-10 MuHyTH, 3a fa ce oTaenst. Cneg,
MHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja 1 rv NpexsbprieTe B HOBU KO6GK, KOUTO BeYe ChAbpxXaT
npsacHa cpega.

KoedmuuneHT Ha pasgensiHe orlpo5
MnbTHOCT Ha 3acABaHETo 2 0o 5 x 104 knetkn/cm?
OGHOBfIBaHe Ha TEYHOCTTA 2 [0 3 NbT cegMUyHO

PasmvpassiBaHe 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.
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https://www.cellosaurus.org/CVCL_0424

KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALUA

CrepunHocrt

3ambpcsABaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u Ypes TyMVHECLLEHTHN MEeTOAM 3a OTKpMBAaHE Ha
MUKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpK ce nognarar Ha eXxefHeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KpYoKOHCepBaLma 13nosi3Bame Nb/iHa cpefa 3a pactex (BkauntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCnoco6HOCT creg pasmpassiBaHe i CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1IOUBA ONTVMMU3VPAHN OCMOMPOTEKTOPY U METAbONNTHN
cTabunmnsaropy 3a nogobpsBaHe Ha Bb3CTaHOBSIBAHETO U HaMasifABaHe Ha
KPUOMHAYLIMPaHns cTpec.

Ycnosua 3a cbxpaHeHue

3a A4bAroTpaiHo cbxpaHeHue noctaseTe (/1lakKOHUTE B TEYEH a30T B NapHa hasa npu temneparypa okosno -150 ao -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMO KaTo KpaTbK MeXAMHEH eTar npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpriokoHcepBupaHnTe KNEeTbYHN JIMHUK Ce TPaHCNOPTUPAT BbPXY CyX /e, B YTBbPAEHW, N30/IMPaHN ONakoBKWN C AOCTATbYHO XNa4UIIEH areHT,
3a fla ce nogabpxa npnbnuantenHo -78 °C no BpemMe Ha TpaHcnopTupaHeTo. Npu nonyyaBaHETO He3abaBHO NpernefaiTte onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTE 3a NOAXOASALLO0 ChbXPaHEHME.

AAPUTEN
Mopopa | noasug Kokep wnaHbon
Bb3pacT Ha floHopa Bb3pacTHu

NMPABHWN BbMNPOCU N BE3OMACHOCT

Mepku 3a 6e3onacHoCT

Korarto nnaHupare fa cbxpaHsiBaTe Kpuonpenapar B TeYeH a3oT 3a 6bello pa3mpassiBaHe, e 3afb/HKMTENIHO Aa cnassarte CTPory Mepku 3a
6e3onacHocT. MoaxoasLmTe 3auTHY PbKaBmLy 1 061EK/0 ca OT CbLLECTBEHO 3HaYeHWe, a o BpemMe Ha NPexBbp/ISHETO Ha 3ampaseHu
npobu KbM U 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, KOUTO MoraT fa [AoBeAar [0 U3XBbpsiHe
Ha OCTpu hparMeHTu.

FapaHuyus

Hue B Cytion 3acTaBame 3a/ ka4eCTBOTO Y XM3HECNOCOBHOCTTA Ha HalLUTe NPOAYKTU.

[apaHTUpame, ye HalMTe KNETKM LWe 6bAaT XM3HECNOCO6HN B Ha4YaI0To Ha KyTTUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cref u3npallaHeTo
UM OT HalMTe CbOPBXEHUS.

[apaHTUpame, ye BCUYKN MaTepunasn OTroBapsaT Ha crneuudrkaummnte, onucaHu B ceptudmkara 3a aHanms u/wnm npogykrosara nmcra

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