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OnucaHne

KneTbuHata nuuusa T47D, nponsxoxaallia oT MIeBPasIeH U3/IMB Ha UHDUATPUPALL, AyKTaNleH KapLUMHOM Ha rbpaarta, ce NpeBbpHa B
N3K/IOUMTENHO BaXKEH pecypc 3a uscnefBaHe Ha paka Ha rbpgata. Knetkute T-47D ca yHukanHu B 06nacTTa Ha uscrefBaHnsTa Ha paka
nopagv csos NPotn/1 Ha XOPMOHasTHa eKcnpecus, No-CcneLmasHo Nopaan Ha/IMYneTo Ha peLenTopu 3a 17 6eTa ecTpagunon, pasinyHn gpyru
cTepouamn 1 KasluMToHUH. OcBeH ToBa kieTkuTe T47D ekcnpecupar oHkoreHa WNT7B.

Knetknte T47D ce oT/iyaBar ¢ TOBa, Ye eKcrpecusTa Ha NporeCTePOHOBUSA PeLLenTop He ce perysimpa ot ecTpaamnos, BbMpPekn Ye XOPMOHBbT
e B N3061ve B KNETKNUTE, KOETO v oT/inyasa ot knetkute MCF7, KOUTO ca LUIMPOKO U3BECTHU C MOMIOXUTE/THWSA CU eCTPOTreHOB peLienTop 1
4ecTo ce M3MNo3BaT 3a U3crefiBaHe Ha PosisiTa Ha ecTporeHa B TyMopHara nponudepatys n oTroBopa Ha TepanumTe.

MonesHocTTa Ha KneTbyHata NnHUA T47D ce pasnpoctupa Bbpxy hopMUpaHeTo Ha KceHorpaTi B UMYHOAEMULIVTHI MULLIKA, KOUTO ca
LieHHN 3a TeCcTBaHe Ha /lekapcTsa, HabnoJaBaHe Ha NPOMEHMTEe B PeLIenTOPHUA CTaTyC U M3yyaBaHe Ha aHruoreHesara.

OcBeH ToBa kiieTbyHaTa MHNA T-47D e N3TOYHMK Ha MHopMaLs 3a NpoyYBaHUs Ha pakoBUTe reHn, KOeTO JaBa nNpeacrasa 3a reHOMHUA 1
npoTeoMHMA naHawadT, obycnassly, paka Ha rbpaara. Karo ynecHssa no-gb160koTo pasbrpaHe Ha NPOTEOMHUTE U TPAHCKPUMTOMHUTE
npodhnav Ha paka Ha rbpaarta, kneTbyHara nmHus t47d nognomara naeHTurLMpaHeTo Ha HoBM (DEHOTMMNOBE Ha KNEeTKUTE Ha paka Ha
rbpAata v paspaboTBaHeTo Ha LieieBun Tepanmi.

Knetknute T47D ca OT CbLUECTBEHO 3HAYEHME 3a U3yyaBaHe Ha ePekTUTe Ha XOPMOHM KaTo NporecTepoH BbPXY paka Ha rbpfara, kato
npegnarat Nnpo3peHns 3a TpaHCKPUMNLMOHHATA perynauus, nekapcTseHara pe3vcTeHTHOCT 1 pa3paboTBaHETO Ha KceHorpadT Moaenm 3a
TepaneBTUYHO TecTBaHe.
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NWAEHTU®UKATOPU

N3TOYHUK
T47D (katanoxeH Homep 300353 Ha Cytion)

[aHbueH naeHTUUKaLMoHeH Homep 9606
B NCBI
Lienosasbp CVCL 0553

NMPOABA N NPEAPA3MO/OXEHOCT

ExkcnpecupaHu peyentopu

EcTtpagvon, cteponan, KaUMTOHWH, aHAPOrEH, MPOreCTEPOH, IMHOKOKOPTUKOUL, NMPOJIakTUH, ECTPOreH

N30eH3nMK

G6PD, B, PGML1, 1, PGM3, 1, ES-D, 2, Ak-1, 1, GLO-1, 1-2

OHKOreHu
Wnt3 +, wnt7h +, wnt7b+

MyTaumoHeH npodounn

MyTtauma Ha TP53

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega
RPMI 1640, w: 2,0 mM ctabuneH rnytamuH, w: 2,0 g/L NaHCO3 (Homep Ha cTtatusita B Cytion 820700a)

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

[OoGaBku

LonbnHete cpepata ¢ 10% FBS, 10 mukporpama/ml HREC nHcynmH
PeareHT 3a gucouunauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aAxe3uBHUTE KNeTKW 1 v npomuiiTe ¢ PBS, KOATO He cbAbpxa kanuuii n marHesuii. 3a konéu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkuTe n3usaio ¢ Accutase, kato nsnonssare 1-2 ml 3a konbu
T25 1 2,5 ml 3a konbu T75. OcTaBeTe kKNeTkUTe Aa ce MHKyOGupaT Ha cTaliHa Temnepatypa 3a 8-10 MuHyTw, 3a ga ce otgensat. Cneg
NHKyb6aLmsaTa BHUMATENHO pas3bbpkaiite kneTkute ¢ 10 ml cpega, 3a Aa rv pecycneHavpare, cnef KoeTo ueHTpodpyrupaiite npm 300xg 3a 3
MUHYTU. VI3XBbp/IETE CynepHaTaHTaTa, pecycrneHaupalite KneTkiTe B NpsicHa cpefa U ri NnpexsbprieTe B HOBY KOI6U, KOUTO BeEYE Chabpxar
npsicHa cpega.

MAbTHOCT Ha 3acABaHETO 1 x 104 kneTku/cm?

OOGHOBSIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceamMUYHO

Bb3cTaHoBsAIBaHe cnep, pasvpassiBaHe Cnep pasvpassiBaHe, NocTaBeTe K/IeTKUTe B N1aky ¢ NAbTHOCT 5 X 104 kneTku/cm?2 n
ocTaBeTe K/eTKMTe Aa ce Bb3CTaHOBAT OT MpoLeca Ha 3aMpassiBaHe 1 ga ce NpukpensT 3a
Hali-masko 24 yaca.
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https://www.cellosaurus.org/CVCL_0553

Pa3mvpassiBaHe 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 KPUOKOHCEPBALUA

CrtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4YBa Kakto Ype3 PCR-6a3vpaHn aHanmsu, Taka u Yypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MOUYHO NN APOXAEBO 3aMbpCsABaHe, KNeTbYHUTE KyNTYpY ce noasarar Ha exeaHeBHU
BU3YyaUTHV NMPOBEPKU.

Cpepa 3a 3ampasaBaHe Kato cpepa 3a KprokoHcepBauysa 13non3samMe Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneg pasmpasssaHe nnn CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunusaropu 3a nogobpssaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KprovHAYyLMpaHus cTpec.

YcnoBua 3a cCbxpaHeHue

3a gbnroTpaliHo cbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHneTo
npu -80 °C e NprvemINBO camo KaTo KpaTbK MeXAVHEH eTan npeau Npexsbp/sHeTo B TeYeH a3orT.

YcnoBus 3a focTaBka

Kp1OKOHCEpBUPaHNTE KNETHYHW JINHAK CE TPAHCMOPTUPAT BbPXY CyX /18 B YTBbPAEHU, U30/IMPaHI OMakoBKY C JOCTATbUYHO X/TaAW/EH areHT,
3a fa ce nogabpxa npubnuauTesnHo -78 °C no BpeMe Ha TpaHcrnopTupaHeTo. Mpu noyyaBaHeTo He3a6aBHO Nperefaiite onakoBkara v
He3a6aBHO NpexBbp/ieTe (IakoHUTE 3a MOAXOASLLO ChXpaHeHue.

AAPUTEN
Bb3pacT Ha goHopa 54 rognHun
ETHU4ecka npuHagnexHocT KaBka3skun

NMPABH BbMPOCU N BE3OMNACHOCT

Mepku 3a 6esonacHocT

Korato nnaHupare ga cbxpaHssarte kpuonpenapar B TeueH a3oT 3a ObAello pasmpassBaHe, e 3ab/KUTeNIHO [a cnas3sBare CTPOorn Mepku 3a
6e30nacHOCT. MNMoAxoAALmMTe 3aLUMTHN PbKaBLW 1 06/1eK/10 ca OT ChLUECTBEHO 3HaYeHne, a No BpeMe Ha NPexBbp/IAHETO Ha 3aMpaseHu
npo6u KbM UK OT pe3epBoapa € TeueH a3oT e Heo6xoA¥MO Aa Ce U3MN0/3Ba Macka 3a vLe uav npeanasHu ounna. Toea ce npasy, 3a Aa ce
Hama/n PUCKbT OT HapaHABaHe OT MOTEHLMasIHN eKCNI03MN Ha KPYOBMOINTE NPU M3BaXAAHETO UM, KOWTO MoraT Aa AoBefar [0 U3XBbp/sHe
Ha oCcTpu hparMeHTu.
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FapaHuua
Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECNOCOOHOCTTA Ha HALLUTE MPOAYKTY.
[apaHTupame, Ye HalmTe KNeTKu LWe 6baat XM3HecnocobHY B HA4a10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatlaHeTo

MM OT HaLLUUTE CbOPBXEHUS.
lapaHTMpame, Ye BCUYKU MaTepVasIn OTrOBapsiT Ha cneumndmkauumTe, onucasu B ceptudpmkara 3a aHams n/wnm npogykToara avcra
3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
Jdeknapauys

HeoGxoaumo e cnopa3syMeHue 3a Yes
npexsbp/isiHe Ha MaTtepuanu
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