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OBWA NH®OPMALNA

OnucaHne

KnetbuHata nuHmsa NCI-H1650 e nonyyeHa OT YOBeLLKU HeapebHokNeTbueH 6enoapobeH kapunHom (HOKEBK), no-cneunantHo
afileHOKapLMHOM, 1 Ce 13M0/3Ba LUMPOKO B U3C/eBaHNATa Ha paka nopaan OT/IMYUTENHUS CU FTeHeTUYeH Npodua 1 3HaYEHNETOo 1 3a
TecTBaHe Ha /lekapcTBa. Tasu KNeTbuHa /IMHUS Ce XapakTepuanpa ¢ MyTaluumn B K/THOBY OHKOrEHHM 1 TYMOPHO-CYNPECOPHN NbTULLA,
BK/TOUMTENHO Aeneuns B reHa PTEN u aktusupalua mytauns B EGFR. Te3un reHeTuuHn npomenu npasaT NCI-H1650 noaxogaiy, mogen 3a
n3yyaBaHe Ha MexaHU3MWTe Ha TymoporeHesa v TepaneBTUYHa pe3ncTeHTHocT npu NSCLC, oco6eHOo B KOHTEKCTa Ha LienieBun Tepanuu,
Haco4yeHn KbM curHasiHna nut EGFR.

M3TtpuBaHeTo Ha PTEN B NCI-H1650 Boau [0 3ary6a Ha hocatazHa akTMBHOCT, KOETO Aeperynvpa curdHanima nbT PI3K/AKT,
[JonprHacsiiki 3a TymopHaTa Nporpecusi 1 pesaucTeHTHOCTTa KbM ONpeAeneHy TepaneBTUYHN cpeacTea. AkTBMpalyara mytauus Ha EGFR,
KOSITO YecTo ce Habnogasa npy 6e104po6HUS afeHOKapLVHOM, NpaBy K/eTbYHaTa IMHUS 0COOEHO YyBCTBUTE/THA KbM TUPO3UH KMHA3HU
UHXNBUTOPK KaTo epnoTnHNG. CbBMecTHaTa NosiBa Ha Te3n reHeTUYHU NPOMeHN obaye 4ecTo Hanara KOMGUHUpaH Tepanun 3a
npeopossBaHe Ha afanTUBHUTE MEXaHU3MU Ha PE3NUCTEHTHOCT, KOUTO BK/THOYBAT KOMMEHCATOPHU CUTHaUTHW NbTuULa, Kato mTOR nnn MET.
B fonbHEHVEe KbM CBOUTE FEHETUYHM U cUrHauHK XapakTepuctukn NCI-H1650 e Bk/Ito4eH B MHOTOGPOIHM NpoyYBaHusi, U3cneaBallm
cOMaTUYHM MyTauun, BapuaLlmmn B 6posi Ha KonNusaTa v eNUreHeTUYHN NPOMEHUN B PakoBUW K/IETbUYHU NHUW. Peakumsata My KbM UHXMOUTOPU Ha
nbTuwara EGFR v PI3K nogyeptasa Herosarta nosie3HOCT B NPeAKINHUYHMTE CTpaTerny 3a OTKpuBaHe Ha fiekapcTsa 1 nepcoHasm3npaHara
MeauumHa. Tasun KNneTbyHa JIMHUA CIYXW KaTo NpefcTaBuTeNeH Moen 3a n3cneiBaHe Ha B3aMMOAENCTBMETO MeX/y OHKOreHHUTE hakTopu
1 TepaneBTUYHUTE YS3BUMOCTU Npu 6e104p06HNA afleHOKapLHOM.
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606
B NCBI

Llenosasbp CVCL 1483

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_1483

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
Bb3pacT Ha goHOopa 27 rognHn
ETHU4ecka npuHagnexHocT EBponelicku

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHupate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bJello pasMpassBaHe, e 3ab/IXKUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3almUTHN pbKaBuLY 1 06/1eK/T0 ca OT CbLLECTBEHO 3HAYEeHWE, a No Bpeme Ha NPeXBbP/ISHETO Ha 3aMpaseHm
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaManv PUCKLT OT HapaHsiBaHe OT NOTEHLUMa/THY EKCNI03UM Ha KPUOBMOMTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja [A0BeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

FapaHuyus

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HalLUTe NPOAYKTU.

[apaHTUpame, Yye HalMTe KIETKM LWe ObAaT XM3HECNOCO6HN B Ha4Ya10TO Ha Ky/TTUBUPAHETO B NPOAb/HKEHUe Ha 60 AHW cref u3npaluaHeTo
MM OT HalWTe CbOPBXEHUS.

[apaHTupame, 4ye BCUYKM MaTeprasiv OTroBapaT Ha cneuudmkauumite, onucadu B ceptudoukara 3a aHanus u/unm npogykrosara nmcra

3a nMb/IHW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Kon cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaumsa
HeoGxoaumo e cnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
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