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OBWA NH®OPMALNA

OnucaHne

EFM-19 e kneTbyYHa NIMHUS Ha YOBELLKM pak Ha rbpaata, NoOXKMUTEHA N0 OTHOLLEHME Ha ecTporeHHust peuenTtop (ER+), KoATo ce nsnonssa
3a uscnefgaHe Ha epeKTuTe Ha ecTporeHa 1 aHTUeCTPOreHnTe, Kato HanpuMmep TamoKkcueH, BbpXy reHHaTta ekcrnpecus. Tasu kieTbuHa
JINHUS MPOSIBAIBA CUJTHA PEaKTUBHOCT KbM €CTPOreHHa CTUMY aLms, KOASTO MoAdy/npa ekcrnipecusta Ha pasnnyin PHK, perynupaxu ot
ecTporeHa. 3abenexuTenHo e, ye knetkute EFM-19 ekcnpecupar no-Bucoku Huea Ha MPHK Ha ecTporeHHUsi peLenTop B CpaBHEHMWE C Apyru
KNETBLYHW JIMHUW Ha pak Ha repgara, kato MCF-7.

M3cnegpaHusaTa Bbpxy EFM-19 ca noguepTtanv yHUKa/HUSE 1 NPOdon Ha ekcnpecus Ha ecTporeH-perynupandute PHK. Hanpumep, e
nokasaHo, 4ye PHK kato pNR-1, pNR-2, pNR-25 1 pNR-100 ce nHgyumpar ot ectpaauvon. Tasu nHayKums Bapupa ot ymepeHa (3-kpatHa 3a
pNR-100) go 3HauntenHa (Hag 100-kpatHa 3a pNR-2). VIHTepecHO e, Ye peakuuaTa Ha Te3n PHK kbM TamokcrdeH Bapupa; fokaro
TaMOKCU(DEHBT AeliCcTBa KaTo YacTUYeH ecTporeHeH aroHnCT 3a Hakon PHK (Hanpumep pNR-1), HeroBaTa eheKTMBHOCT € No-HKcKa 3a Apyru
(Hanpumep pNR-2). [0 TO31 HaUMH Tasu KNeTbYHA NIMHKSA € LieHHa 3a u3yyaBaHe Ha AnhepeHumasiHiTe edeKkTy Ha ecTporeHa un
aHTVecTporeHnTe BbpXy reHHarta perynauus.

KneTtkute EFM-19 ce oTiMyaBaT CbLUO Taka C NPUI0XKEHNETO CU B U3CNEABaHNSA, NPOYYBaLLM NO-LUMPOKUTE PO/ HA eCTporeHa B 6uosnoruata
Ha paka Ha rbpaata. TexHuTe eKCnpecroHHN NPouan JONpUHACAT 3a pa3bupaHeTo Ha ToBa Kak eCTPOreHbT U CUrHaimsaumsaTa Ha
€CTPOreHHWUTe peLenTopy BAUAAT BbPXY TyMOpOreHe3ara v peakuuiTe KbM SleHeHreTo. Tasm KneTbyHa IMHKA, Hapes ¢ apyru kato MCF-7,
romara 3a paskpvMBaHeTO Ha MexaHu3MuTe, 3a/iBKBaHN OT eCTPOoreHa, Karo NnoTeHLUVasHo NpeaocTassa MHopMaums 3a TepanesTuyHu
cTpareruu, BKIoYBaLLy XOPMOHaTHN MHTEPBEHLIMA.
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https://www.cellosaurus.org/CVCL_0253

NMPOABA N NPEAPA3MONOXEHOCT

EKCI'IpECI/Iﬂ Ha aHTUreHa
HER2+, ER++, AR++, PR++

MyTaumoHeH npodcounn
MyTtaumsa: PIK3CA, p.His1047Leu (c.3140A>T), xomo3uroTHa; Mytaumsa: TP53, p.His193Arg (c.578A>G), XoMO3MroTHa

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 MHKyGauusa 37°C, 5%C02, oBnaxHeHa atmocdepa.

[OoGaBku

[onbnHete cpegara ¢ 20% FBS
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 konbm
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 pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a Aa rv pecycneHavpare, cnej KoeTo ueHTpodpyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBbp/eTe cynepHaTaHTara, pecycneHavpaiite KneTkute B NpPscHa cpeja v rv NpexBbprieTe B HOBU KOIGU, KOUTO BeYe ChabpXaT
npsicHa cpega.

OGHOBsIBaHEe Ha TEYHOCTTa Pazpaensiite KoHh/lyeHTHaTa Ky/Typa 2 MbTW CeAMUYHO.

Pasmpa3ssiBaHe 1 KyNTUBUPaHe

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

CrepunHocrt

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

3a fla ce rapaHTupa, 4ye HMa 6aKTepuasiHo, MOMYHO UK APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpK ce nognarar Ha exefHeBHN
BU3YyasTHV NMPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KproKoHcepBaLa 13nos3Bame Nb/iHa cpeja 3a pactex (BkiuntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT ceg pasmpassiBaHe nin CM-1 (kaTtasioxkeH
Homep 800100 Ha Cytion), KOATO BK/IOYBA ONTUMU3VIPaHV OCMOMNPOTEKTOPU N METAB0/TUTHN
cTabunmnsaropy 3a nogobpsBaHe Ha Bb3CTaHOBSBAHETO U HaMasiABaHe Ha
KPUOMHAYLIMPaHWs cTpec.
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Ycnosusa 3a cbxpaHeHue

3a obnrotTpaliHo CbhbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa pasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NnpveM/IMBO caMO KaTo KpaTbK MeXAVHEeH eTan npean NPexsbp/ISHETO B TEYEH a30T.

Ycnosus 3a gocTaBKa

KpVOKOHCEPBUPaHNTE KNETbYHM IMHWM Ce TPAHCMOPTUPAT BbPXY CyX /1€ B YTBbPAEHW, U30/IMPaHN OMAaKOBKM C JOCTATbYHO XaJUIeH areHT,
3a fia ce Noaabpxa npuénmanTesiHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpu noslyyasaHeTo HesabaBHO nperieaaiTe onakoskara 1
HEe3a6aBHO NpexBbp/ieTe )IaKOHUTE 3a MOAXOASALLO ChXPaHeHue.

AAPUTEN

Bb3pacT Ha foHOpa 50 roguHn

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTEeNIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT ChLLECTBEHO 3HAUEHUE, a Mo BpeMe Ha NPeXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM WK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/3Ba Macka 3a fiue Uy npeanasHi ounna. Tosa ce Npaeu, 3a a ce
Hamasu pUCKbLT OT HapaHsiBaHe OT NOTEHLMAaTHY eKCM/I03UM Ha KPUOBMOTE NPY M3BXKAAHETO MM, KOUTO MOraT Aa A0BefaT [0 U3XBbp/siHe
Ha ocTpy hparmeHTH.

FapaHuyua

Hue B Cytion 3actaBame 3af Ka4eCTBOTO U1 XMN3HECMOCOOHOCTTA Ha HALLUTE NMPOAYKTY.

[apaHTUpame, Ye HalmTe KNeTKY LWe 6baaTt XM3HeCnocobHY B HA4a10TO Ha KyITUBMPAHETO B NPOAb/keHne Ha 60 AHW cref usnpatlaHeTo
MM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasIn OTroBapsaT Ha creumrkayumTe, onucaHn B ceptudmkara 3a aHasims u/unm npogykrosara mcra

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawarta <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"">apaHuynoHHa
aexknapaums
HeoGxoaumo e cnopasyMeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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