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OBWA NH®OPMALNA

OnucaHne

KnetbuHara nuunsa NCI-H1975 e yTBbpAeH Moaen, NonyyeH OT YOBELLKM HeapebHokeTbUYeH 6enogpobeH kapumHom (HAKBK), no-
cneuvasHo afieHokapLUyHOM. Tasn KneTbYHa NMHKA € 0CO6eHO 3Ha4YMma nopaam ABOMHNUTE C MyTauuMK B reHa Ha pelenTtopa 3a
enuaepmasneH pactexeH caktop (EGFR). Ta cbabpxa aktusmpawara Mmytaums L858R B ek30H 21 1 myTtauusta T790M B ek30H 20, KOUTO
npugasar Pe3UCTEHTHOCT KbM TUPO3UH KNMHa3HUTe nHxnéutopu (TK) oT mbpBO NoKosnieHne KaTto retuTUHNG 1 epnoTuHNG. Tesn reHeTUYHN
xapaxkrepuctuku npasat NCI-H1975 ueHeH NHCTPYMEHT 3a U3yyaBaHe Ha MexaHu3MUTe Ha /leKapCcTBeHa Pe3NCTEHTHOCT U TeCcTBaHe Ha
cnefBallo NokoneHne nHxnbutopm Ha EGFR.

MyTauuata T790M npomeHst gkoba 3a cBbp3BaHe Ha AT® Ha EGFR, kaTto HamasisiBa echukacHOCTTa Ha No-paHHUTE MHXMGUTopn Ha EGFR,
KaTo CbLLEeBPeMEHHO 3ana3Ba CUrHasiHaTa akTMBHOCT Ha peLienTtopa. ToBa CBOVCTBO CTUMY/VPa U3C/efBaHnATa Ha UHXMOUTOpY OT TPETOo
MOKO/IEHNE, KaTo Hanpymep osimertinib, KOWTO cenekTUBHO Bb3AeicTBaT BbpXy MyTupanna T790M EGFR, kaTo CblieBpeMeHHO WaaaTt
aveua Tun EGFR, HamansaBsaiiku ecbektute n3BbH UenTa. MpoyysaHusaTta ¢ NCI-H1975 gonprHecoxa 3a pa3bupaHeTo Ha CTPYKTYpHUTE U
(hYHKLMOHa/THNTE Bb3AENCTBUSA Ha TE3N MyTaLMmn BbPXY CUrHaIHUTE NbTuwa, meguupann ot EGFR, BkntountenHo nocnegsatute edhektu
Bbpxy PI3K/AKT n RAS/RAF/MEK/ERK nbTuwarta, KOUTO ca K/1Ho4oBU 3a nponndepaumsaTa 1 ouensBaHeTo Ha TYMOPHUTE KNeTKW.

B gonbiHeHWe KbM ponsATta Cu B U3C/nefBaHusaTa Ha fiekapcteeHara pesncteHTHocT, NCI-H1975 ce n3nonssa B NpeaKIMHUYHUTE OLEHKN Ha
KOMOGVHMpaHW Tepanuu, KOUTO LeNAT NPeoAosBaHe Ha PE3UCTEHTHOCTTA Ype3 Bb3eliCTBME BbPXY MHOXECTBO MbTula. HeroBuat gobpe
XapaxkTepu3vpaH reHeTu4eH 1 MosiekynisipeH npodons, BKIoYBaLL, NOAPOOHY AaHH 3a Bapuauumte B 6post Ha Konuata u MyTauyoHHUTe
naHgwadTv, 3aTBbpAKN cTaTyTa My Ha OCHOBEH MOZeN B U3cnefsaHeTo Ha buonoruata Ha NSCLC 1 paspaboTsBaHeTo Ha Tepanuu.
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Llenosasbp CVCL 1511

OBPABOTKA N OTINEXAOAHE

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

ATMocdpepa 3a UHKyGauusa 37°C, 5%CO02, oBnaxHeHa atmocdepa.

[NoGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aIXe3UBHUTE K/ETKN 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. Cnep, ToBa NokpuiiTe kneTkute usLusAio ¢ Accutase, kato nsnonssare 1-2 ml 3a kon6u
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KIETKUTE Aa ce MHKybuparT Ha cTaiiHa Temneparypa 3a 8-10 MuHyTH, 3a fa ce oTaenst. Cneg,
MHKybauuaTa BHUMaTenHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cief KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MUHYTW. VI3XBBbP/EeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefja 1 rv NpexsbprieTe B HOBU KOI6U, KOUTO BeYe ChAbpxXaT
npsicHa cpega.

OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CEAMUYHO

PasmpassiBaHe 1 Ky/ITUBUpaHe

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

CtepunHoct

3ambpcsBaHeTo ¢ MUKOM/Ia3ma ce U3k/yBa KakTo upes PCR-6a3upaHmn aHanmsu, Taka u Ypes TIyMUHECLLEHTHN MEeTOAM 3a OTKpMBaHE Ha
MuKoMna3ma.

3a ga ce rapaHTupa, Ye HAMa 6akTepuasiHO, MbOUYHO UM APOXAEBO 3aMbpCsiBaHe, KNeTbYHUTE KyITYpy ce nogsarat Ha eXxxeaHeBHU
BU3YyasTHV NMPOBEPKN.

Cpepa 3a 3ampassiBaHe Karo cpefa 3a kproKoHcepBaLmsa 13non3Bame Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agekBaTtHa XM13HecnocobHOCT cref pasMpasssaHe nnn CM-1 (katasoxeH
Homep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METabONUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSABAHETO U HaMasiABaHe Ha
KpYovHAYyLMpaHus cTpec.

YcnoBsua 3a cbxpaHeHue

3a obarotTpaliHo cbhxpaHeHve noctaBeTe /lakoOHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpYemnBO camo KaTo KpaTbK MeXAVHEH eTan npeay NPexBbp/sHETO B TEYEH a3oT.
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https://www.cellosaurus.org/CVCL_1511

Ycnosus 3a focTaBka

KpnokoHcepBrpaHnTe KNeTbyYHU IMHUW Ce TPaHCMoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKM C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusutenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainTe onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTe 3a NOAXOASALLO0 ChbXpaHeHMe.

AAPUTEN

ETHU4ecka npuHagnexHocT EBponelicku

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 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3Mo3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaMan PUCKLT OT HapaHsiBaHe OT NOTEHLUMaTHY EKCNI03UM Ha KPUOBMOUTE NPU U3BaXKAAHETO 1M, KOMTO MOraT Ja [AOBeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

FapaHyua

Hue B Cytion 3actaBame 3a/, KQ4eCTBOTO U XMU3HECMOCOOHOCTTA 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 MaTepuasIn OTroBapAT Ha crneuudukaumnte, onucaHu B ceptudmkara 3a aHanms u/wnm npogykrosara nncra

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