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OBWA NH®OPMALNA

OnucaHne

KneTbuHata nuHusa A673 e LueHeH pecypc B 6rnonornyHata Hayka. Tasu KneTbyHa MHNUSA, NoflydeHa OT MycKy/iHaTa TbkaH Ha 15-roguiuHa
naumeHTKa, AguarHocTmuypaHa cbC capkoM Ha EBUHIC, NokasBa AICHO n3paseHa nonroHasiHa mopdonorvs. MbpsoHavasHo ce e CMATaso, ve
KneTbyHaTa NMMHUSA € nosyyeHa ot padgommnocapkom (RMS).

EfHa oT 3abenexuTeniHnuTe XapakTepucTuku Ha kneTknte A673 e cnocobHOCTTa MM Aa NPOU3BEXAAT HAKOIKO PacTexHu aktopa, Kouto
npuTeXaBar OHKOreHeH noTeHuuas. Tesn KNeTkn cekpeTupar 1 hakTopu, MHXNGUpaLLIM pacTexa, kato ocurypsisat 6aniaHcmpaHa cpeja 3a
perynupaHe Ha KneTb4HWS pacTex. Te3n CBo/cTBa NpeBpbLUaT kieTkute A673 B OT/IMUEH MOAEN 3a u3c/efBaHe Ha B3arMOAeiCTBNeTO
mexay dakTopuTe, CTUMYMpALLY 1 NOTUCKALLM Pa3BUTUETO Ha Tymopa. KneTkute A673 AeMOHCTpMPaT TYMOPOreHeH NoTeHLmas, Tbil KaTo
morar fja npeAn3BukaT obpasyBaHe Ha TYMOPU Npy MyHOCYNpPecypaH MULLIK.

OcBeH ToBa Npoy4YBaHKATa ca yCTaHOBWUIN X1NePMETUIVPaHN NPOMOTOPU Ha reHu, CBbpP3aHu C paka, B k/ieTbyHata MHna A673. Tesun
reHeTUYHN NPOMEHUN JOMb/IHUTENTHO AONPUHACAT 3a HelHaTa 3Ha4YMMOCT B M3CNeABaHNATa Ha paka, npegaraiku nnargopma 3a
nscneABaHe Ha enureHeTUYHNTE MOAVMUKaLIMI U TAXHOTO Bb3AENCTBUE BbPXY Pa3BUTMETO 1 MPOrpecusaTa Ha TyMopuTe.

Bbnpeku ye knetkute A673 yecTo ce Hapuuat Tymop Ha FOuHr (ET) nunm capkom (ES), Te ce cBbp3Bar v ¢ pabgomumocapkom (RMS).
3abenexuTenHo e, Ye KneTbyHaTa imHnsa A673 Ma CNIOXEH KaproTun CbC crneumdmyHa TpaHcnokaums, BKIoUBalla xpomMosomn 11 n 22.
Tasn TpaHcnokauusi Boau o cnmBaHe Ha reHuTe EWS n FLIL, KoeTo e XxapakTepHO reHeTUYHO CbouTre npu Tymopa Ha FOWHT.
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LlenosaBbp CVCL 0080

NMPOABA N NPEAPA3MO/TOXEHOCT

MopgaTnusocT KbM BUpYyCU

Bucoka YyBCTBUTENHOCT KbM YOBELLKM aflEHOBMPYCU

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rntokosa, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpues nupysat (Homep Ha nsgenveto Ha Cytion
820300a)

ATmocchepa 3a UHKYGauus 37°C, 5%CO02, oBnaxHeHa atMocdepa.

[NoGaBku

JonbnHete cpepata ¢ 10% FBS
PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KEeTKW 1 v npomuiiTe ¢ PBS, KOATO He cbabpXa Kanuuii n marHesuii. 3a konom T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkute n3usio ¢ Accutase, kato nanonssare 1-2 ml 3a koném
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKyOGupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTw, 3a ga ce otgensaTt. Cnea
NHKybaLmsaTa BHUMATENHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavparte, cneg KoeTo ueHTpodyrupaiite npm 300xg 3a 3
MUHYTU. VI3XBbp/ieTe cynepHaTaHTaTa, pecycneHaupaiite kneTkiTe B MpsicCHa Cpea u ri npexsbprieTe B HOBY KO/16U, KOUTO BeYe Chabpxar
npsicHa cpega.

MNbTHOCT Ha 3acABaHETo 1 x 104 kneTku/cm? Le foBeae A0 KOH(/TyEHTEH MOHOC/ION B paMK1Te Ha 8 AHW.
OGHOBSIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceaMUYHO

Bib3cTaHoBsBaHe cnej pasMpassiBaHe Cnep pa3mpassiBaHe, NocTaBeTe KIeTKUTe B Naky ¢ NAbTHOCT 5 x 104 kneTku/cm?2 n
ocTaBeTe K/eTK/Te fa ce Bb3CTaHOBAT OT NpoLeca Ha 3ampassiBaHe 1 fja ce Npukpensr 3a
Havi-manko 24 vaca.

PasmpassBaHe U KynTusupaHe

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

CrepunHoct

3ambpcsABaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsu, Taka u ypes IyMVHECLLEHTHN MEeTOAM 3a OTKpMBAaHE Ha
MUKoMa3mMa.

3a fa ce rapaHTupa, 4ye HaAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyITypK ce nognarar Ha eXefHeBHN
BU3YyasTHV MPOBEPKK.
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https://www.cellosaurus.org/CVCL_0080

Cpepa 3a 3ampassiBaHe KaTo cpepfa 3a KprokoHcepBaLus 13non3Bame Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnoco6HOCT cneg pasmpassBaHe nin CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunmnzartopy 3a nogo6psiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KpYOVHAYLMpaHUs cTpec.

Ycnosua 3a cCbxpaHeHue

3a AbAroTpaiHo cbxpaHeHue noctaBeTe (/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.

YcnoBusA 3a goctaBka

KpnokoHcepBripaHnTe KNeTbYHU IMHUW Ce TPaHCMOoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKK C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusntenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainte onakoskara u
He3abaBHO npexebpsieTe h1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.

AAPUTEN
Bb3pacT Ha foHOopa 15 roanHn
ETHU4ecka npuHagnexHocT KaBka3skun

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHvpate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bello pasMpassBaHe, e 3ab/IXUTE/NHO fa cnassate CTPoru Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3alyTHY pbKaBuLY 1 06/1eK/10 ca OT CbLLECTBEHO 3HAaYeHWe, a No Bpeme Ha NPEXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM 1K 0T pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No/3Ba Macka 3a iuLe uav npeanasHu ounia. Tosa ce npasw, 3a ja ce
HaManM PUCKLT OT HapaHsiBaHe OT MNOTEHLUMa/THY EKCNI03UM Ha KPUOBMOUTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja AOBeAaT A0 U3XBbp/siHe
Ha oCTpU hparMeHTu.

FapaHyua

Hue B Cytion 3acTaBame 3a/, Ka4eCTBOTO U1 XMN3HECMNOCOOHOCTTA Ha HaLLUTE NMPOAYKTY.

[apaHTUpame, Ye HawmTe KNETKY LWe 6baart XM3HeCnocobHY B HA4a10TO Ha Ky/ITUBMPAHETO B NPoAb/hkeHne Ha 60 AHW cref usnpatiaHeTo
MM OT HalInTe CbOPbXEHUS.

[apaHTUpame, ye BCUYKN MaTepuanIn OTroBapAT Ha crneuudukaumnte, onucaHu B ceptudmkara 3a aHanns u/wnm npogykrosara nncra

3a nMb/HW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawara <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaumsa
HeoGxoaumo e crnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
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