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OBWA NH®OPMALNA

OnucaHne

KnetbuHata nmHmsa NCI-H2122 e mofen Ha YoBeLLKM HeapebHOKIeTbYeH pak Ha 6enus apo6 (HAKB), nonyyeH oT naumeHT ¢
afieHokapLmMHOM. T ce oTIMyaBa C TOBa, Ye e HocuTen Ha myTaumnsa G12C Ha KRAS, otanunteneH 6ener Ha NSCLC, kosiTo Boau L0
KOHCTUTYTUBHO aKTMBMpaHe Ha curHasiHng nbT MAPK. Tasun kneTbyHa IMHKUA Ce U3MN0/3Ba LMPOKO B NPOYYBaHNUS, HACOYEHU KbM
TepaneBTUYHN NHTEPBEHLMN, HacoueHn kbM KRAS G12C u cBbp3aHuTe C Hero NbTuLia Hafony no Bepurara, 0CO6eHo Te3n, BKIHUBaLLM
nHxnéutopu Ha MEK n ERK. M3cneggaHusaTa, B kouto ce nsnonssa NCI-H2122, noguepTtasar ponsaTta v 3a pasbvpaHe Ha MexaHusmuTe Ha
lekapCTBEHa Pe3NCTEHTHOCT 1 3a ONTUMU3MPaHE Ha KOMOUHUPaHWUTE Tepanuu.

MpeakNMHUYHUTE NpoyYBaHust, U3non3sawy knerbyHata nnHus NCI-H2122, nemMoHCcTpupar HeliHaTa nofe3HoCT 3a u3cneaBaHe Ha
pe3ncTeHTHOCTTa KbM UHXMOUTOpU Ha MAPK nbTa. Hanpumep noaxogute 3a CRISPR ckpuHUHT ca naeHtudpmumpann MAPK7 (ERK5) kaTto
KpUTUYEH MeanaTop 3a peakTBMpaHe Ha NbTA creq, HxnorpaHe Ha MEK, KoeTo npegnonara noTeHuyanHy KOMOUHMpaHu cTparternm,
13non3eay MHxno6utTopm Ha MEK kato KOGMMETUHNG 1 nHXMBMTOpPU Ha MAPKT. JINHUSITA CNYXW U KaTo MOAEN 3a OLeHKa Ha edmkacHoCcTTa
Ha UHXMBUTOPU C MasIKn MOJEKYN, BKIIOUMTENHO TakmBa, HacodeHn kbM PI3K 1 BRAF, kouTo ca nogxofsium B kombuHaums ¢ KRAS-
cneumuyHy neyeHus.

NCI-H2122 ce n3nonssa u 3a n3cnegsaHe Ha metabonutHute ysassumoctu npu NSCLC. MNpoyyBaHuaTa nokasear, Ye buocuHTesara Ha
cepuHa 1 HoNaTHUAT LMKb ca METABONUTHU MbTULLA, KOUTO AONPUHACAT 3a PE3NCTEHTHOCTTA KbM Lie/IeBU Tepanuu, Kato Hanpuvep
NHXN6UTOPK Ha BRAF. BbpXy Tasu KneTbyHa JIMHUA ca TeCTBaHN METaboIMTHU MOZY/1aTOPU KaTo METOTPEeKCaT 1 cTpaTernm 3a nviasaHe ot
CepuH, KOeTo fjaBa npejcTasa 3a NPeoAossiBaHe Ha SlekapCTBeHaTa Pe3NCTEHTHOCT U UAEHTUMULMPaHe Ha HOBU METabONVUTHU Lienn 3a
TepaneBTUYHO U3MON3BAHE.
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606
B NCBI

Lienosasbp CVCL 1531

NMPOABA N NPEAPA3MO/OXEHOCT

MyTauvoHeH npodmn
MyTaums: KRAS, p.Gly12Cys (c.34G>T), xomo3uroteH; Mytauusa: TP53, p.GInl6Leu (c.47A>T), xeTeposuroteH; Mytauus: TP53,
p.Cys176Phe (c.527G>T), xeTepo3urotHa

OBPABOTKA N OTINEXAAHE

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

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

[AoGaBku
[onbnHete cpepara ¢ 10% FBS

PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afxe3nuBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii u marHesuii. 3a konbu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa Nokpuiite kneTkute n3usno ¢ TrypLE Express, kato n3nonseate 1-2 ml 3a
kon6u T25 n 2,5 ml 3a konbu T75. OcTaBeTe KNeTKATE Aa Ce NHKYOGMUpaT Ha cTaiiHa Temnepatypa 3a 8-10 MuHyTH, 3a fa ce otaenat. Cneg
NHKyb6aLusaTa BHUMATENHO pasobpkaiite kneTkute ¢ 10 ml cpega, 3a Aa rv pecycneHavparte, cnej KoeTo LeHTpodyrupaiite npm 300xg 3a 3
MUHYTU. VI3XBbp/ieTe cynepHaTaHTaTa, pecycneHaupaiite kneTkiTe B MpsicHa Cpeda v ri npexsbprieTe B HOBY KO16U, KOUTO BeYe Chabpxar
npsicHa cpega.

OOHOBAIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceamMUYHO

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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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 46 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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