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OBWA NH®OPMALNA

OnucaHne

B16-F10-Luc e 61MoNyMUHECLEHTEH BapUaHT Ha MULLNS MENaHOMHU KeTbUYeH NnHna B16-F10, KoATo NbpBOHAYasiHO € 6una cb3gageHa ot
CMNOHTaHEH MeNaHoM, Bb3HWKHaU Npy MULLIKa oT NnHna C57BL/6. Pogutenckara nmHua B16-F10 ce n3nonsBsa LWMPOKO B U3C/NeBaHnATa Ha
paka 6narofapeHue Ha BUCOKUSI C MeTacTaTuyeH NnoTeHuman n CTabuiHoTo, Bb3NPOU3BOAMMO NPUCaXAaHe B CUHIEHEeHV NpYeMHNULM OT
nuHua C57BL/6. B kneTknte B16-F10-Luc reHbT Ha nyuudepasarta e cTabuiiHO MHTErpupaH noj, KOHTPo/ia Ha KOHCTUTYTUBHO akTVBEH
npomotop (06ukHoBeHO EF-1a nnn CMV) upes NeHTuBUpyCcHa TpaHCAyKLUWS, KOETO BOAW 10 BUCOKO HUBO Ha CTabusiHa ekcrnpecus Ha
nyumchepaszara npes BCUYKM nacaxu.

KneTkute B16-F10-Luc nanbusar 6MoyMUHECLLEHTEH CUTHa/T B MPUCHLCTBUETO Ha Cy6CTpaT NyumdeprH, KOeTo No3BosisiBa HEMHBA3UBHO,
KO/IMYECTBEHO in Vivo 61O/TyMUHECLIEHTHO n306paxkeHne (BLI) Ha TyMOpHUA pacTex, pasnpoCcTpaHEHWETO 1 METacTasuTe Mpu X1BK XUBOTHU.
JInHnATa e noAxoAsLLa KakTo 3a NOoAKOXHU, Taka U 3a UHTPaBEeHO3HU (EKCNepuMeHTasIHWU MeTacTasn) mogenu npy muwkn C57BL/6, kato
mMeTacTaTyHUTe KOMIOHWUM ce 0bpasyBaT NpefuMHO B 6enmTe Apo6oBe. JlYMUHECLLEHTHUST U3X0[, € JIMHENHO NPoNopLMoHasieH Ha 6pos Ha
XUN3HECNOCOBHMTE KNEeTKV, KOETO N03BO/ISBA HAGMIOAEHNE B peasiHO BPEME W B Ab/ITOCPOYEH N1aH Ha TYMOPHOTO HaToBapBaHe, 6e3 aa ce
Hanara XepTBaHeTO Ha XMBOTHM BbB BCEKM MOMEHT. EkcnpecusaTa Ha nyuudepasara He NPOMEHS 3HaUYMTENTHO KMHETVKATa Ha pacTexa in
vitro unu in vivo Ha kneTkute B16-F10.

OCHOBHMTE NPUIOKEHNS BK/IOYBAT OLIEHKa Ha aHTUTYMOPHU CPeACcTBa, UMyHOTEPanun U CbeVHEeHUs1, UHXMOMpaLLmM MeTacTasuTe, B
CUHTEHHW MOZENN, KaKTO 1 KOMIMYECTBEHO hapMakoguHaMUYHO n3obpasssaHe B NPeAK/IMHUYHN OHKOMOTUYHN NMPOYYBaHuS.

TbKaH Koxa

3a6onaBsaHe MenaHom Ha MuLLKa
KNACN®UNKALUA

OpraHumsbm Mwuiuka

Cekc Mbx

CBolicTBa, CBbp3aHu C pacTexa MpUBBLPXKEHNK

Craryc Ha 'MO GMO-S1

MoapoGHOCTM OTHOCHO cTatyca Ha TMO

GMO-S1: This cell line contains a stably integrated firefly luciferase reporter cassette (Luc2, codon-optimized) introduced via replication-
incompetent lentiviral transduction. The resulting polyclonal cell population was maintained under puromycin selection (1-5 pg/mL). S1
containment is required. This classification applies only within Germany and may differ elsewhere.

HuBo Ha 6uonornyHa 6esonacHocCT 1
XAPAKTEPUCTUKN

Mopdonorus CmMecC 0T BPETEHOBUHUN W ENUTE/THN KNETKN
NOAEHTUD®UNKATOPU
N3TOUYHUK

B16-F10-Luc (katanoxeH Homep Ha Cytion 305658)

[aHbuyeH ngeHTUMKauMoHeH Homep 10090
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LlenosaBbp CVCL C8XU

NMPOABA N NPEAPA3MO/TOXEHOCT

Ekcnpecus Ha aHTUreHa

Luc?2 (cBeTyrnika, ¢ ONTUMMU3MPAHN KOLOHW)

MpoAaykTn

MenaHuH

OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpepa

DMEM, w: 4,5 g/L rntoko3a, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpues nupysart (Homep Ha usgenveto Ha Cytion
820300a)

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

foGaBku

[JonbnHete cpegara ¢ 10% FBS
PeareHT 3a gucouynauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KNETKU 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXXa Kanuuii u marHesuii. 3a konbu 125
nsnonsearite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnepf ToBa NoKpuiiTe KNeTkTe n3usano ¢ Accutase, kato nanonssare 1-2 ml 3a konéu
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTk1Te Aa ce MHKybupar 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
npscHa cpega.

MnbTHOCT Ha 3acABaHETo 1 o 3 x 104 kneTkm/cm?

OGHOBsIBaHe Ha TEUHOCTTa 2 10 3 MbTW CeaMUYHO

Pa3mpassiBaHe 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 200 x g for 5 minutes, carefully discard the supernatant containing freezing medium.

Follow the procedure described under Post-Thaw Recovery

KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALUA

Cpega 3a 3aMpassiBaHe KaTo cpefa 3a KpMoKoHCepBaLyisi M3Mosi3Bame MbJiHa XpaHutenHa cpega + 10% DMSO 3a
afieKkBaTHa XM3HEeCNnoCco6HOCT crief pasMpassisaHe.

Ycnosusa 3a cbxpaHeHue

3a obnroTpaliHo CbhbxpaHeHve noctaBeTe h/lakoHMTE B TEUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NnprveM/IMBO caMO KaTo KpaTbK MeXAVHEeH eTan npeau NPexsbp/IsSHETO B TEYEH a30T.
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https://www.cellosaurus.org/CVCL_C8XU

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

Mopopa | noasupg, C57BL/6

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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