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OBWA NH®OPMALNA

OnucaHne

KneTbyHaTa NMHMA B16 e Lmpoko n3non3saH ML MOZE, NOyYeH OT MeNaHoMHW Tymopy npy muwikm C57BL/6. Tasn nnHna ce nanonssa
LUMPOKO B U3C/eABaHnsATa nopaamn cnocobHocTTa i Aa obpasysa MenaHoTUYHY TYMOPU, KOMTO MHOMO HanoAo06aBaT YoBELLKVA MeTaHOM Mo
OTHOLLIEH/E Ha XapakTepUCTUKNTE Ha pacTexa 1 MeTacTaTuyHus noTeHumasn. KneTbyHara IMHNA CbLiecTByBa B pas/ivyHy NOATUMNOBE, KaTo
B16-F0, B16-F1 n B16-F10, kaTo Bcekv NOATVN AEMOHCTpMPa pasnvyHa CTeneH Ha MeTactatuyHa cnocobHocCT; Hanpumep B16-F10 e cunHo
meTacTatnyeH B cpaBHeHve ¢ B16-FO. Te3n Bapnauum no3sonssart Ha uscnefosarenute fa nsbepar noaxoasil, Moges Bb3 OCHOBa Ha
cneuyduyHMTe N3NCKBaHUS Ha TEXHWUTE NPOYYBaHNA OTHOCHO arpecrBHOCTTa Ha TyMOpUTE 1 MeTacTasuTe.

KneTknTe B16 ca OT CbLECTBEHO 3HaYeHWe 3a pa3brpaHeTo Ha MOMEKY/IIPHUTE U KNETbYHUTE MeXaHW3MM1 Ha NporpecusTa Ha MenaHoma 1
3a TeCTBaHETO Ha NPOTNBOPaKoOBK Tepanuu. CNocoGHOCTTa UM [a NPomu3BexaT MeflaH!H 1 NpaBu 0CO6EHO NOe3HN 3a U3cneABaHns Ha
MefnaHoreHesara 1 HeiiHoTo perynnpaHe. OCBeH ToBa k/ieTbyHaTa MHUS B16 cnyxu kaTto OCHOBEH MHCTPYMEHT 3a pa3paboTBaHe Ha
BaKCVHW 1 €eKCNepMMEHTU 3a UMyHOTepanus, kato npegsara MHopmaums 3a B3anMogelicTBYETO Mexay TymMopa 1 MyHHaTa cuctema u
ehmKacHoOCTTa Ha UMyHOMOZy npaLLuTe cpeacTsa. AJanTMBHOCTTA Ha Te3u KIEeTKM KbM pas/IMyHu in vivo 1 in vitro cpeam nogyeprasa
3HaAYEeHNETO M B TPAHCNALMOHHUTE W NPEeAKIVHUYHWTE N3CnefBaHus, HACOYEHN KbM JIEYEHNETO 1 NPEeBEHLMATA Ha MeflaHoMa.

TbKaH Koxa

3a6onsaBaHe MenaHom Ha MuLLKa
CUHOHUMU

« B-16

« B16 melanoma
« B16 subline B78

- B78
KNACUNDOUNKALNA
OpraHmsbm Muwka
Cekc Mbx
CBolicTBa, CBbp3aHu C pacTexa MpuBbPXEHNK
HuBo Ha 6uonormyHa 6esonacHocT 1
XAPAKTEPUCTUKN
Mopcponorus CmMecC OT BPETEHOBUAHN W ENUTESTHN KNETKN
TymoporeHeH Oa
NAEHTUDPUKATOPIN
N3TOUYHUK

B16 (kaTanoxeH Homep Ha Cytion: 305154)

[aHbyeH ngeHTUpMKaLMOHeH Homep 10090

B NCBI

Llenosasbp CVCL F936
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https://www.cellosaurus.org/CVCL_F936

NMPOABA N NPEAPA3MONOXEHOCT

MpoaykTn

MenaHuH

OBPABOTKA N OTINEXAOAHE

XpaHutenHa cpefia
EMEM (MEM Eagle), w: 2 mM L-Glutamine, w: 2,2 g/L NaHCO3, w: EBSS (Homep Ha cTaTtusaTta B Cytion 820100a)

ATmocdpepa 3a UHKYGauus 37°C, 5%C02, oBnaxHeHa atmocdepa.

floGaBku
JonbnHeTe cpeparta ¢ 10% FBS 1 1% NEAA

PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afiXe3UBHUTE KNETKN 1 1 npomuiiTe ¢ PBS, KOSITO He ChabpXa Kaniuuii u marHesuii. 3a konbu 125
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuiiTe kneTkute u3LsAio ¢ Accutase, kato nsnonssare 1-2 ml 3a kon6u
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KIETKUTE Aa ce MHKybuparT Ha cTaiiHa Temneparypa 3a 8-10 MuHyTH, 3a fa ce oTaenst. Cneg,
VHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, creg KoeTo LeHTpodiyrmipaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja 1 rv NpexsbprieTe B HOBU KOGW, KOUTO BeYe ChAbpXaT
npsacHa cpega.

OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CEAMUYHO

PasmpassiBaHe 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 KPUOKOHCEPBALUA

CtepunHoct

3amMbpcsBaHETO ¢ MUKOM/Ia3ma ce U3K/o4Ba KakTo upe3 PCR-6a3vpaHi aHaimai, Taka v Ypes lyMUHECLEHTHY METOAM 3a OTKpUBaHe Ha
MUKonnasma.

3a [la ce rapaHTipa, Ye HaMa 6akTepuasiHo, MrbOUYHO UM APOXKAEBO 3aMbpCcsiBaHe, KNETbYHNUTE KYNTypu ce noanarar Ha eXegHEBHN
BU3YaJsTHV MPOBEPKN.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a kproKoHcepBaLms 13non3Bame Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneq pasmpasssaHe nnn CM-1 (katanoxeH
HomMep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METAbONUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiBaHe Ha
KpYovHAYyLMpaHus cTpec.

YcnoBua 3a cbxpaHeHue

3a gbnroTpaliHo cbxpaHeHve noctaBeTe /lakoHMTE B TeUEH a30T B NapHa asa npu Temneparypa okono -150 go -196 °C. CbxpaHeHneTo
npu -80 °C e NpveM/IMBO caMO KaTo KpaTbK MeXAVHEH eTan npean NPexBbp/IsSHETO B TEYEH a30T.
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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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