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OnucaHue

KneTtbuHata nuHusa NCI-H226 e nonyyeHa oT YoBeLUKU HeapebHOoKNeTbYeH 6enoapobeH kapumHom (HOKBK), no-cneuuanHo naocKokNeTbYeH
KapuMHOM, 1 e HafexaeH Moen 3a n3yyasaHe Ha natoreHesara Ha HOKBK v TepaneBT1YHMA OTroBop. XapakTepeH CbC CBOATa enntesnHa
mopdponorusi, NCI-H226 e nsnonssaH LUMPOKO B NPELKIMHUYHM U3CNeBaHus, DOKyCHpaHn BbpXy NIOCKOKIETbYHATa AndepeHLaums n
anonTosara. Tasu KNeTbyHa JIMHUA Ma K/TFUYOBO 3HaYeHMe 3a U3SICHABaHE Ha MexaHW3MUTe Ha cKBamo3HaTa AuepeHumanus, no-
crneuyvasiHo 3a obpasyBaHeTo Ha ompexeHn 06BuBKY (CLE) n pondTta Ha TpaHcrnyTaMuHasHata akTYBHOCT, KOMTO ca MapKepu Ha
TepMyHanHaTa audepeHumaums.

EAHO OT KNto4YoBMTE OTKpUTKUS, cBbp3aHn ¢ NCI-H226, e peakuyusita My KbM areHTu Kato CypamuH, KOMTo npeansBrkea gudepeHuymauyms n
anonTosa, 6e3 HenpeMeHHO Ja UHX16Mpa KneTbyHaTa nponvdepaums. MpoyyBaHuATa NOKas3saT, Ye CypamMUHBT MOXeE Aa CTUMyImpa
ekcrnpecusita Ha MHBOJTYKPUH, a NOBUMLLUN akTWBHOCTTa Ha LiMTO30/1HaTa TpaHCrlyTaMnHasa 1 fa uHayumpa obpasysaHeTo Ha K/1E no
He3aBKCUM OT MPOTENHOBMSA CUHTE3 HauWH. Te3un echekTn npeBpbLyat NCI-H226 B ngeanHa cuctema 3a nscrefsaHe Ha TepaneBTUyHN
areHTun, KOUTO M3N0/I3BaT MbTULLATA Ha KNeTbUHaTa AudepeHumaums 3a 6opba ¢ peancteHTHUs NSCLC.

NCI-H226 e BKNtOYEH 1 B NO-LLUMPOKN YCUNNSA 3a U3C/e[BaHe Ha paka, kaTo Hanpumep nporpamara 3a cKpuHuHr Ha nekapcrsa NCI-60, koeTo
[Jasa npefcrasa 3a hapmakonornyHuTe My nponsiv 1 None3HocTTa My Npy BUCOKONPOU3BOAWTENEH CKPUHMHT Ha flekapcTsa. MeHeTuyHara
1 heHoTUNHAaTa CTabUHOCT Ha Tasu KIeTbYHa NIMHWA AOMbHUTENHO 3aTBbPX/AAaBAT 3HAYEHNETO 1 B U3CNefBaHNATa Ha paka 1
paspaboTBaHeTo Ha Tepanuu.
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606
B NCBI

Llenosasbp CVCL 1544

OBPABOTKA N OTINEXAAHE

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

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

[NoGaBku

JonbnHete cpepata ¢ 10% FBS
PeareHT 3a gucounauus 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 kon6u T75. OcTaBeTe KNeTkUTe Aa ce MHKybupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTH, 3a ga ce otaensTt. Cnepn
MHKy6auuaTa BHUMaTeNnHo pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a Aa rv pecycneHaupare, cnef KoeTo LeHTpodiyrupaiite npm 300xg 3a 3
MUHYTU. VI3XBbp/ieTe cynepHaTaHTaTa, pecycneHaupaiite kneTkiTe B MpsicCHa Cpea v ri npexsbprieTe B HOBY KO/16U, KOUTO BeYe Chabpxar
npsicHa cpega.

OGHOBSIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceaMUYHO

Pasmpa3ssiBaHe 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 KPUOKOHCEPBALMUA

CtepunHoct

3ambpcsBaHeTo ¢ MyKoMIa3ma ce U3k/oyBa kakTo upes PCR-6a3upaHmn aHanmsu, Taka u Ypes IyMUHECLLEHTHN MeToAM 3a OTKpMBaHE Ha
MUKoM/1asmMa.

3a ga ce rapaHTupa, Ye HAMa 6akTepuasiHO, MbOUYHO NIV APOXAEBO 3aMbpCsiBaHe, KNETbYHUTE KyITYpy ce nogsarat Ha eXXeaHeBHU
BW3YyaUTHV NMPOBEPKN.

Cpepa 3a 3aMmpassiBaHe Karto cpefa 3a KproKoHcepBaLmsa 13non3same Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agiekBaTHa XM13HecnocobHOCT cnef pasmpassasaHe nnn CM-1 (katasioxeH
Homep 800100 Ha Cytion), KOATO BKIOYBA ONTUMU3MPAH OCMONPOTEKTOPU N METAB0NUTHIN
cTabunusaropy 3a nogobpsiBaHe Ha Bb3CTaHOBSBAHETO U HaMasifiBaHe Ha
KPUOVHAYLMpaHusa cTpec.

Ycnosusa 3a cbxpaHeHue

3a AbArotpariHo CbXxpaHeHne noctaseTe (hiakoHVTe B TedeH a3oT B NapHa hasa npv Temneparypa okoso -150 fo -196 °C. CbxpaHeHneTo
npu -80 °C e NpveM/IMBO caMO KaTo KpaTbK MeXAVHEH eTan npean NPexBbp/ISHETO B TEYEH a30T.
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https://www.cellosaurus.org/CVCL_1544

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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