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OBWA NH®OPMALNA

OnucaHne

KnetbyHata nnHma B16-FO e KneTbyHa /IMHUA Ha MUY MeNnaHoM, nostlydeHa oT MeniaHom B16. Tasu kKneTbyHa JIMHNA e LUMPOKO M3Mosi3BaHa
B U3C/leiBaHMsATa Ha paka nopaju BUCOKMSA CU MeTacTaTMyeH NnoTeHuman n cnocobHocTTa fa obpasysa TyMOPU NPpU HXEKTUPaHe B
CUHreHHN MULLKK. KneTknTe B16-FO ca 0cO6eHO NonesHu 3a n3yyaBaHe Ha MOMEKY/IAPHUTE MEXaHn3MU, fiexall B OCHoBaTa Ha
nporpecusita n MetTacTasmMpaHeTo Ha MeflaHoMa, KakTo 1 3a TeCTBaHe Ha epukacHOCTTa Ha NPOTNBOPAaKOBU JleKapcTBa v TepaneBTUYHN
WHTEepPBEHLMN B NPeAKIVHUYHY MoAenn. 3abenexunTesnHo e, Ye kneTbuHata imHus B16-FO e nsxoaHara KieTbuHa SIMHUSA, OT KOATO ca
nosyyeHu apyrv BapmaHTtu, kato B16-F1, B16-F10 n B16-BL6, 4ype3 cenekTvBHY Npoueaypu, Haco4eHn KbM NogobpsisaHe Ha cneunguyHn
meTacTaT!4HN CBOWCTBA.

Knetknute B16-FO nokassar TUnuyHa enutesiHa Mopaosiorus 1 pacrar npuiensallo B KynTypa. 3a TAx € U3BECTHO, Ye ekcrpecupar pas/inyHm
aHTWUreHu, CBbp3aHn C MesiaHoMa, KOeTO 1 NpaBy LieHeH MHCTPYMEHT 3a MMYHOJIOTMYHM U3C/IefBaHus 1 3a paspaboTBaHe Ha MeaHOMHY
BakcuHW. OCBeH TOBa Te3u K/IeTKM YeCTO Ce U3MOo/3BaT B NPOoy4YBaHus, CBbP3aHN C FeHHaTa eKkCrpecus, CUrHa/IHUTe MbTuLLa U TyMopHaTa
Mukpocpegza. scneposarenmTe U3non3ear kietku B16-FO 3a nscnenBaHe Ha B3avMOAENCTBUATA MEXAY MENaHOMHUTE KIETKA U UMyHHaTa
cucTema, KaTto ce hokycmpar no-cneLmasiHo Bbpxy MexaHn3MuTe 3a n3bsarsaHe v NOTUCKaHe Ha MyHHaTa crcTema. Xapaktepucrukara Ha
B16-FO 1 npou3BoOAHMTE N IMHMM OCUTYpsiBa LiSI0CTHA pamMKa 3a pasbrpaHe Ha MHBa3MBHOTO 1 METAcTaTMYHOTO NOBEAEHVEe Ha MenaHoMa,
karo B16-F1, B16-F10 n B16-BL6 npeacTasnsasar etanu Ha HapacTsalla MetactatyHa U MHBasnBHa akTUBHOCT, KaTo MO TO3W HauMH Cnyxar
KaTo KpUTUYHU MOZE/N NPpU n3yyaBaHEeTo Ha NporpecusTa Ha paka 1 TepaneBTUYHUS OTroBOP.

TbKaH Koxa

3a6onaBsaHe MenaHom Ha MuLLKa
CUHOHMMU

« B16/FO

« B16FO0
KNACUN®UNKALMUA

OpraHmsbm Mwuiuka

Cekc MbXx

CBoiicTBa, CBbP3aHu C pacTexa MpUBBLPXEHNK

HuBo Ha 6uonoruyHa 6esonacHocT 1
XAPAKTEPUCTUKN

Mopdhonorus CMecC OT BPETEHOBUAHW U ENUTENHN KNETKN

Tun KneTka Enutenvanex

TymoporeHeH [a, Npy CUHTEHHU MULLIKK
NWAEHTU®PUNKATOPU
N3TOUHMK

B16-F0 (katanoxeH Homep 300308 Ha Cytion)

[daHbuyeH ngeHTuMKaumoHeH Homep 10090
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LlenosaBbp CVCL 0604

NMPOABA N NPEAPA3MO/TOXEHOCT

MpoaykTn

MenaHuH

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

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

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

[NoGaBku

JonbnHete cpepata ¢ 10% FBS
PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KEeTKW 1 v npomuiiTe ¢ PBS, KOATO He cbabpXa Kanuuii n marHesuii. 3a konom T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkute n3usio ¢ Accutase, kato nanonssare 1-2 ml 3a koném
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKyOGupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTw, 3a ga ce otgensaTt. Cnea
NHKybaLmsaTa BHUMATENHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavparte, cneg KoeTo ueHTpodyrupaiite npm 300xg 3a 3
MUHYTU. VI3XBbp/ieTe cynepHaTaHTaTa, pecycneHaupaiite kneTkiTe B MpsicCHa Cpea u ri npexsbprieTe B HOBY KO/16U, KOUTO BeYe Chabpxar
npsicHa cpega.

Pa3smpassiBaHe 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 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 KPMOKOHCEPBALUA

CrepunHoct

3ambpcsBaHeTo ¢ MyKOM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3vpaHn aHanmsu, Taka u Ypes TIyMVHECLLEHTHN MEeTOAM 3a OTKpMBAaHE Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, 4e HaAMa 6akTepuanHo, rOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyITypU ce nogsarar Ha eXxeaHEeBHN
BU3YyaUTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefa 3a KproKoHcepBaLmsa 13non3same Nb/iHa cpega 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a ageKkBaTHa XM3HEeCnoCcobHOCT cneg pasmpasssaHe M CM-1 (kaTasioxeH
Homep 800100 Ha Cytion), KOATO BKIOYBA ONTUMU3MPAH OCMONPOTEKTOPU N METAB0NUTHIN
cTabunusaropy 3a nogobpsiBaHe Ha Bb3CTaHOBSBAHETO U HaMasifiBaHe Ha
KpUonHAyLMpaHnsa cTpec.
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https://www.cellosaurus.org/CVCL_0604

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 gocTaBKa

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.

AAPUTEN

Mopopaa | nogBug C57BL/6

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTEeNIHO [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 WK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/3Ba Macka 3a fiue Uy npeanasHi ounna. Tosa ce Npaeu, 3a a ce
Hamasu pUCKbLT OT HapaHsiBaHe OT NOTEHLMAaTHY eKCM/I03UM Ha KPUOBMOTE NPY M3BXKAAHETO MM, KOUTO MOraT Aa A0BefaT [0 U3XBbp/siHe
Ha ocTpy hparmeHTH.

FapaHuyua

Hue B Cytion 3actaBame 3af Ka4eCTBOTO U1 XMN3HECMOCOOHOCTTA Ha HALLUTE NMPOAYKTY.

[apaHTUpame, Ye HalmTe KNeTKY LWe 6baaTt XM3HeCnocobHY B HA4a10TO Ha KyITUBMPAHETO B NPOAb/keHne Ha 60 AHW cref usnpatlaHeTo
MM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasIn OTroBapsaT Ha creumrkayumTe, onucaHn B ceptudmkara 3a aHasims u/unm npogykrosara mcra

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawarta <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"">apaHuynoHHa
aexknapaums
HeoGxoaumo e cnopasyMeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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