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OBWA NH®OPMALNA

OnucaHue

KnetbuHata nnuHusa NCI-H522 e nonyyeHa oT YoBeLLKU HeApebHOoKNeTbYeH 6enoapobeH kapuuHom (HAKBK), no-cneynanHo
afileHoKapLMHOM, Ha Bb3pacTeH naumeHT. Tasun kneTbyHa IMHKA Ce U3MN03Ba LUMPOKO B U3C/eABaHusATa Ha paka Ha 6enuvst 4po6, kato
npeanara MOAen 3a ulyyaBaHe Ha MOMEKY/IAPHNUTE U KIETbYHUTE MEXaHU3MU, Niexally B 0OCHoBaTa Ha afleHoKapuyHoMa, Hail-yecTto
cpeluanunAat nogrun Ha NSCLC. Knetkute NCI-H522 ca LeHHM 3a n3cneiBaHe Ha reHeTuyHuTe MyTauun, NbTuuiara Ha curHasiHa
TpaHCAyKUMS 1 TepaneBTUYHUTE peakuun, CBbp3aHu ¢ afeHokapuHoma Ha 6enns Apoo.

Knetkute NCI-H522 nokassar enuTesiHa Mopho/10rns U ekcnpecupar Mmapkepu, XapakTepHu 3a 6e104po6bHUsA afeHOKapLUYHOM, BKTKOYUTENHO
LMTOKEpaTUHN 1 KapunHoembproHaneH aHtureH (CEA). Te ca HocUTeNW Ha reHeTUYHM NPOMeHN, YecTo Habntogasaru npu NSCLC, kato
MyTaumn B reHa TP53 n geneunn B reHa RB1. Viscneposatenute nanonssar knetkute NCI-H522, 3a fa n3cneasar K/1040BU CUTHaUTHU
MbTULLA, yHacTBalLM B Nporpecusta Ha paka Ha 6enus apo6, kato Hanpumep nbTuwara EGFR, KRAS n PI3K/Akt. Te3n kneTku ce nsnonssar
CbLLO Taka Npvi BUCOKOMPOV3BOAMTE/NHN TECTOBE 3a CKPUHUHT Ha SIeKapcTBa U NPefKNVHNYHM TECTOBE Ha XMMUOTEpPaneBTUYHN areHTu,
Lenesu Tepanuu n umyHotepanun. OcseH ToBa kneTkute NCI-H522 ce nsnonssar 3a n3yyaBaHe Ha MexaHU3MUTE Ha JleKapcTBeHa
pe3nCTEHTHOCT M 3a pa3paboTBaHe Ha cTpaTerny 3a NpeofoaBaHeTo M. 3Ha4YeHNeTo Ha kneTbuHata nHus NCI-H522 B nscnefsaHuaTa Ha
6en104pobHUs afeHoKapLMHOM nofyepTaBa HeliHaTa BaXKHOCT 3a HanpeABaHe Ha pa3bupaHeTo HY 3a 6uonorusta Ha 6enoapobHust pak 1 3a
pa3paboTBaHeTo Ha HOBU 1 NO-e(PeKTUBHY NOAX0AM 3a fleveHune Ha naumeHTy ¢ HOKBK.
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606
B NCBI

Lienosasbp CVCL 1567

NMPOABA N NPEAPA3MO/OXEHOCT

MyTauvoHeH npodmn
MyTaums: TP53, p.Pro191fs*56 (c.571delC), xomo3uroteH

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, w: 4,5 g/L rntoko3sa, w: 10 mM HEPES, w: 1 mM Hatpues nupysar, w: 1,5 g/L NaHCO3

PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KETKW 1 v npomuiiTe ¢ PBS, KOATO He cbabpXa Kanuuii n marHesuii. 3a koném T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NokKpuiiTe 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 MpsiCHa Cpeda u ri npexsbprieTe B HOBY KO16U, KOUTO BeYe Chabpxar
npsicHa cpega.

OGHOBSIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceaMUYHO

Pa3smpassiBaHe 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 KPUOKOHCEPBALMUA

CrepunHoct

3ambpcsBaHeTo ¢ MyKOM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3npaHmn aHanmsm, Taka u Ypes TIyMVHECLLEHTHN MeTOAM 3a OTKpMBAHE Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, 4e HaAMa 6akTepuanHo, rOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNITypU ce nogsarar Ha eXeaHEeBHN
BU3YyaUTHV MPOBEPKK.
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https://www.cellosaurus.org/CVCL_1567

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.

Ycnosus 3a focTaBKa

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 58 roguHu
ETHU4ecka npuHagnexHocT EBponelicku

NMPABHN BbMNPOCU 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
noAPOBHOCTU 3A NMPOAYKTA
Ta6nuuya cbec cbCcTaBa
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