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OnucaHue

NUGC-3 e k/1eTb4Ha NMHUS Ha YOBELLKM CTOMALLEH KapLuyHOM, NoslyYeHa OT MbPBUYHUSE TYMOP Ha MauMeHT C 1010 AndepeHumpaH
afleHoKapLMHOM. Tasu KNeTbyHa JIMHKSA CIYXM KaTo BaXKeH MOAEN 3a U3cnefBaHe Ha paka Ha cTomaxa — 3/10Kka4yecTBeHo 3abonssaHe, KOeTo
Ce XapakTepu3unpa c B1COKa XeTepOreHHOCT 1 siolla NporHo3a B HanpegHanute ctagnn. Knetkute NUGC-3 ce 13non3sar LWAPOKO B
nscneaBaHvATa B obnactra Ha buonoruata Ha paka, 0co6eHo B 06/1acTuTe Ha TymopHaTa nporpecusi, MetactasvpaHeTo 1 oLieHKaTa Ha HoBU
TepaneBTUYHW CPeACTBa, HACOYeHW CpeLLly paka Ha cToMaxa.

Knetknte NUGC-3 umar enutesniHa Mopoiorns 1 ca agxesviBHu Npu cTaHJapTHY YCI0BUSA Ha KNEeTbYHa KyTypa. Te3un KNeTku HOCAT
TeHETUYHWN N MOJIEKY/IAPHN NMPOMEHU, CBbP3aHN C afjeHoKapLMHOMa Ha CTOMaxa, BK/IIOUUTENTHO MyTaLyn B K/IIOHOBY OHKOrE€HWU 1 TyMOp-
CYMNpecopHu reHun. ViscneposarenvTe U3nons3sar Tasu KNeTbyHa IMHUA 3a NPoyYBaHe Ha CUTHaUTHW MbTHLLA, KOMTO ca OT pellasallo
3HaueHne 3a TYMOPHUA pacTex, kaTto HanpuMep aucperynaumnsaTa Ha EGFR, HER2 v gpyru peLienTopH/ TMPO3UH-KUHA3HU NbTULLA, KaKTOo U
npoueca Ha ennTenuasHo-Me3eHxnmaneH npexog (EMT), KoiTo urpae pons B UHBasuATa U MeTacTasvpaHeTo Ha paka.

Tasu KneTbyHa NMHKA € NOAXOAALLA U 3a N3CNeABaHNA Ha PE3UCTEHTHOCTTA KbM XMMMOTEPanus, Thii KaTo pakbT Ha CTOMaxa YecTo pasBuBa
pe3nNCTEHTHOCT KbM cTaHAapTHUTe neveHns. Knetknute NUGC-3 ce 13n0n3BaTt B TECTOBE 3a CKPVHUHE Ha flekapcTBa, 3a fa ce nposepu
ehrKacHOCTTa Ha LIMTOTOKCUYHW CPeACTBa, LiefieBu Tepanin n KOMorHpaHu neveHns. OCcBeH ToBa Te NpefocTasaT ctabuiHa nnargopma
3a u3cnefBaHe Ha B3aMmogelicTBMATa Mexay Tymopa 1 cTpomara, KakTo 1 Ha ponsTa Ha TyMopHaTa MUKpocpesa B Mporpecusta Ha paka Ha
ctomaxa. Mo To3u HauH NUGC-3 ocTaBa LigHeH pecypc 3a Harnpebka B U3C/iefjBaHnATa Ha paka Ha cToMaxa 1 paspaboTBaHeTo Ha
Tepanuu.
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606
B NCBI

LlenosaBbp CVCL 1612

NMPOABA N NPEAPA3MO/OXEHOCT

MyTtauunoHeH npocoun
MyTauus: TP53; npocta; p.Tyr220Cys (c.659A>G), HeyToUHeHa

OBPABOTKA U OTIrNEXAAHE

XpaHutenHa cpefia
RPMI 1640, w: 2,0 mM ctabuneH rnytamuH, w: 2,0 g/L NaHCO3 (Homep Ha ctatusta B Cytion 820700a)

ATMmoccpepa 3a MHKyGaLus 37°C, 5%C02, oBnaxHeHa atmocgepa.

[NoGaBku

[JonbnHete cpepata ¢ 10% FBS
PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

3a pyTUHHY afXxe3vBHU KIETbYHM KyNTypu: AcnmpupaiiTe cTaparta XxpaHuTesiHa cpefa oT afxe3viBHUTE KIIETKU U 1 npoMuiite ¢ PBS, 3a ga
OTCTpaHuTe ocTaHanara cpega. Cnepa kato acnupupare PBS, gobaseTe noaxoaswmsa ob6em pastsop Ha TpuncuH/EDTA B 3aBMCMMOCT OT
pasmepa Ha cbaa 3a kyntusupaHe (Hanp. 1 ml 3a konb6a T25, 3 ml 3a konba T75) 1 NHKy6upaiiTe npu cTaliHa Temneparypa unm 37 °C,
pokato knetkute ce otaenat (5-10 muHyTH). Habntogasaiite oTAeNsHETO NOA MUKPOCKOM 1 NpY HEOOXOAMMOCT /1eKo noTynaiiTe cbaa, 3a Aa
ocBoboauTe knetkmute. Cnep Kkato ce OTAeNAT, Jo6aBeTe Mb/HaA cpefa, 3a Aa UHakTuBuparte TpuncuHa/EDTA, BHUMATENHO pecycneHaupaiite
K/IETKATE 1 NPEXBbP/IETE a/IMKBOTHA YaCT OT K/IeTbYHaTa CyCrNeH3ust B HOB Cb/, 3a Ky/ITBMpaHe, ChAbpxall, npsicHa cpefa. NoctaseTe cbia
B MHKy6aTop, HacTpoeH Ha 37 °C ¢ 5 %CO2, n cmeHsiiiTe cpegaTta Ha BCeku 2-3 AHU.

MABbTHOCT Ha 3acABaHETo 2—4 x 104/cm?

PasmpassBaHe u 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 KPUOKOHCEPBALMUA

CrepunHoct

3ambpcsBaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3npaHmn aHanmsu, Taka u ypes IyMVHECLLEHTHN MEeTOAM 3a OTKpMBAaHE Ha
MUKoM1a3mMa.

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_1612

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 72 ropnHn
ETHU4ecka npuHagnexHocT AnoHcKn

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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