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OBWA NH®OPMALNA

OnucaHue

KneTbuHata nmHusa M14 e yoBeLlKa MeslaHOMHa K/1eTbUHa NIMHNA, NO/TyYeHa OT MeTacTaTuyHa KOXHa fie3ns Ha Bb3pacTeH NauueHT ¢
MenaHoM. Tasun K1eTbyHa NIMHNUA Ce U3N0/3Ba LUMPOKO B U3C/e[BaHusATa Ha paka, 0cobeHo B NpoyYBaHETO Ha bronorusaTa Ha menaHoma,
nporpecuaTa Ha TyMopa 1 OLeHKaTa Ha NoTeHLUMasiHu TepaneBTuyHN cpeactea. Knetkute M14 nputexasat XapakTepUCTUKX, TUMMYHN 3a
3/10Ka4eCTBEHNA MeNaHOM, BK/IHOUMTENHO CNOCOBHOCTTa fa 06pa3yBar TyMOpY B UMYHOKOMMNPOMETUPAaHN MULLKW, KOETO F1 NPaBy LEeHeH
WHCTPYMEHT 3a in Vivo n3cnegsaHus B JOMb/HEHWE KbM in Vitro ekcrnepumeHTuTe.

Mo OTHOLLEHME Ha MOMEKYIAPHUTE XapakTepuUCTUKN € CbOOLLEHO, Ye k1eTkuTe M14 ca HocuTenu Ha MyTauuy B reHn, KOUTO YecTo ce
NPOMEHAT Npn MenaHoma, BkIunTesiHo reHa BRAF. o-KoHKpeTHO, knetkute M14 nputexasart mytaunaTa BRAF V600E, koaTo Bogn 40
KOHCTUTYTMBHO akTuBMpaHe Ha MAPK/ERK curHasiHusi MbT, HacbpyaBaiiki kneTbyHaTa nponvdpepaums n ouensisaHe. Toea npespbia M14
BbB BaXEH MoJes 3a M3yyaBaHe Ha Lie/ieBu Tepanuu, kKato MHXnobutopu Ha BRAF, KOMTO ca npegHa3HayeHn fa 13nonssar Tasu MyTauus.
OcBeH ToBa kneTkute M14 ce n3non3Bart B u3cneaBaHust B 06/1acTTa Ha UMyHoTepanuaTa Nnopagun ekcnpecusita Ha pas/iniyHn aHTUreHu,
CBbp3aHU C MelaHoMa, U NOAAT/IMBOCTTA MM Ha MOAYNaLUsi Ha UMyHHaTa cuctema.

M3cneposarenute, U3non3sallm kieTbyHata IMHua M14, Tpsbea Aa umart npegsus, Ye Tesu KAeTK He ca NOAXOASALLM 32 TepaneBTUYHN
NPUNOXEHUS 1 ca NpefHa3Ha4YeHy eAMHCTBEHO 3a U3Cef0BaTesiCcku Lesn, 0Co0b6eHo 3a TakvBa, HacoYeHn KbM naTomsnonornsaTa Ha
MenaHoMa, CKPUHUHE Ha fiekapcTBa 1 paspaboTBaHe Ha HOBM TepaneBTUYHY cTpaTernun. KnetbyHata nmHua M14 octaBa k1l040B pecypce 3a
nogo6psiBaHe Ha pa3bupaHeTo HY 3a MeflaHoMa 1 3a NpoyYBaHe Ha HOBM Bb3MOXHOCTU 3a JIeHeHue.

THbKaH Koxa

3a6onsaBaHe AmeniaHoTUYeH MenaHom

MsicTo Ha meTacTasuTe [JeceH cefanuileH Myckys, xunogepma

CUHOHMMU
¢ M14-MEL
« UCLA-SO-M14
« UCLASO M14
« UCLA-SO-14
« UCLASO-M14
« Melanoma 14

« M-14
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NWAEHTU®UKATOPU

N3TOYHUK
M14 (kaTanoxeH Homep 302163 Ha Cytion)

[aHbueH naeHTUUKaLMoHeH Homep 9606
B NCBI
Lienosasbp CVCL 1395

OBPABOTKA N OTINEXAOAHE

XpaHuTtenHa cpepa
RPMI 1640, w: 2,0 mM ctabuneH raytamuH, w: 2,0 g/L NaHCO3 (Homep Ha ctatusita B Cytion 820700a)

Atmocchepa 3a MHKyGaumsa 37°C, 5%C02, oBnaxHeHa atmocdepa.

[AoGaBku
[onbnHete cpegara ¢ 10% Ton/IMHHO aktusmpaH FBS

PeareHT 3a gucoumauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aAxe3uBHUTE KNeTKW 1 v npomuiiTe ¢ PBS, KOATO He chAbpxXa kanuuii n marHesuii. 3a konéu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkuTe n3usaio ¢ Accutase, kato nsnonssare 1-2 ml 3a konbu
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTk1Te Aa ce MHKYybupar Ha cTaliHa Temnepatypa 3a 8-10 MuHyTw, 3a ga ce otaenat. Cneg
VHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6GW, KOUTO BeYe ChAbpXaT
npsicHa cpega.

Pa3smMpa3ssiBaHe U 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

CTtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4yBa Kakto Ypes PCR-6a3vpaHn aHanmsu, Taka u Yypes IYMUHECLLEHTH METOAM 3a OTKpYBaHe Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHO, MOUYHO NIV APOXAEBO 3aMbpCsABaHe, KNETbYHUTE Ky/ITYpY ce nogsiarar Ha exenHeBHU
BU3YyaUTHV NMPOBEPKN.

Cpepa 3a 3ampassBaHe Kato cpepa 3a KprokoHcepBauysa 13non3samMe Mb/iHa cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneg pasmpasssaHe nnn CM-1 (kaTtasioxeH
Homep 800100 Ha Cytion), KOATO BK/IOUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METaboNUTHU
cTabunusaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KprovHAYyLMpaHus cTpec.
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https://www.cellosaurus.org/CVCL_1395

Ycnosusa 3a cbxpaHeHue

3a obnrotTpaliHo CbhbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa pasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NnpveM/IMBO caMO KaTo KpaTbK MeXAVHEeH eTan npean NPexsbp/ISHETO B TEYEH a30T.

Ycnosus 3a focTaBka

KpVOKOHCEPBUPaHNTE KNETbYHM IMHWM Ce TPAHCMOPTUPAT BbPXY CyX /1€ B YTBbPAEHW, U30/IMPaHN OMAaKOBKM C JOCTATbYHO XaJUIeH areHT,
3a fia ce Noaabpxa npuénmanTesiHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpu noslyyasaHeTo HesabaBHO nperieaaiTe onakoskara 1
HEe3a6aBHO NpexBbp/ieTe )IaKOHUTE 3a MOAXOASALLO ChXPaHeHue.

OAPUTEN
Bb3pacT Ha foHOopa 33
ETHMYecKa NpUHaANEXHOCT EBponeiicku

NMPABHN BbMNPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTEeIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT ChLLECTBEHO 3HAUEHUE, a Mo BpeMe Ha NPeXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM UK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/3Ba Macka 3a fue Uy npeanasHy ounna. Tosa ce npaeu, 3a a ce
Hamasu pUcKbLT OT HapaHsiBaHe OT NOTEHLMAasTHY eKCM/I03UM Ha KPUOBMOMTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/siHe
Ha ocTpy hparmeHTH.

FapaHuyua

Hue B Cytion 3acTaBame 3aj ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HaLLUTe NPOAYKTU.

[apaHTUpame, ye HalUTe KNETKM LWe 6bAaT XM3HECNOCO6HM B HA4YaN0TO Ha KyNTUBUPAHETO B NPOAb/KeHNe Ha 60 AHW cnef n3npallaHeTo
UM OT HalLWTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuann oTroBapsT Ha cneuudmkaummnte, onucaHu B ceptudmkara 3a aHanns n/wnm npogykrosara nncra

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawarta <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"">apaHuynoHHa
aexknapaums

HeoGxoaumo e cnopa3yMeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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