7 Cytion

K7M2 B ecTecTBEH BapuaHT
305188

OBWA NH®OPMALNA

OnucaHne

KneTbuHata nuHmsa K7M2 wt e noslydeHa OT MULLK OCTe0CapkoM 1 YeCTo Ce 13M03Ba B U3C/1eABaHUsATa Ha paka, 0co6eHO B MpoyyBaHusTa
Ha naToreHesara u TepaneBTUYHUSI OTTOBOP Ha OCcTeocapkoMa. Tasu K1eTbyHa IMHUA ce XapakTepusvpa ¢ BUCOK MeTacTaTuyeH noteHumarn,
KOEeTO A nMpaBu 6e3LeHEeH MOAEN 3a U3yyaBaHe Ha MexaHU3MuTe, Niexall B OCHOBaTa Ha MeTacTasmpaHeTo Ha paka, U 3a TeCTBaHe Ha
aHTMmeTacTaTnyHu cpeactea. Knetknte K7M2 wt nokassar TUNMYHa enuteniHa Mopdosiorisa 1 AEMOHCTpUpAT cTabuseH pacTex in vitro,
KOETO Y/ieCHABa Pas3/IMYHM eKCNEPUMEHTASTHN MPUIOXKEHNS, BKTKOUUTENTHO U3Ce[BaHUs Ha reHHaTa eKCrnpecusl, CKPUHWHT Ha JiekapcTea U
reHeTVYHU MaHunynauum.

M3cneposarenute 13nonssar KnerbyHarta mHnsa K7M2 wt, 3a ga npoyyar MOMIeKy/IApHUTE U K/IeTbYHUTE NPoLecu, CBbP3aHn ¢ nporpecusTa
Ha ocTeocapkom. MNpoyyBaHUATa YeCTo ce hoKycupaT BbpXy CUrHa/THUTE NbTULLA, KaTo HanpuMmep nbTuwara Wnt/B-kateHuH n PISK/AKT,
KOMTO ca OT pelaBallo 3HauYeHve 3a TYMOPHUS PacTex 1 MetactasuTe. FeHeTUYHUAT Npodns Ha kneTkute K7M2 wt Bk/TlouBa U3MeEHeHUs,
KOWTO ca 4ecTo CpeLLaHmn Npu ocTeocapkom, KOeTo AaBa NpefcTaBa 3a reHeTUYHUTE ABuUrateniv Ha ToBa 3/10ka4yecTBeHO 3abonsBaHe. OcBeH
TOBa Tas3W KNETbYHA /IMHUSA € OT CbLLUECTBEHO 3HAYEHVe 3a NPeAKIMHUYHOTO TECTBAHE Ha HOBY TepaneBTUYHY NOAXOAMN, BK/IUNTENTHO
LeneBn Tepanum 1 MMyHoTepanuu, Kato npeanara naarchopma 3a npeBpbliaHe Ha pesyntatute oT u3cieABaHusiTa B NOTEHUUAIHN KTMHUYHA
NPUNOXEHWS.

TbKaH Acumnt
3a6onsaBaHe OcTeocapkoM Ha MuLLKa
MsicTo Ha meTacTtasute Bsan apo6

MpunoxeHwus

M3cneaBaHnst BbpXy 0CTeocapkoMa; CUHreHeH TyMopeH Mogen BALB/c; MofenvpaHe Ha MeTactasuTe; UscnensaHus Ha Wnt/B-KaTeHuH 1
PI3K/AKT mbTekuTe; OLleHKa Ha MPOTUBOTYMOPHW /IEKapCTBa; TeCTBaHE Ha MMyHOTepanus; 610/orvs Ha KoMniemeHTa 1 Fc-peientopute

CUHOHMMU

o K7M2-WT

o K7M2

KNACUNDOUNKALNA
OpraHmsbm Muwka
Cekc KeHckun
CBoIicTBa, CBbP3aHU C pacTexa MpuBBPXEHNK
Craryc Ha 'MO Be3z 'MO

MoapoGHOCTM OTHOCHO cTatyca Ha FTMO

No genetic modification; wildtype murine osteosarcoma cell line derived from BALB/c mice

HuBo Ha 6uonornyHa 6e3onacHoOCT 1
XAPAKTEPUCTUKN
Tun kneTka OcTteobnact
TymoporeHeH Ja
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NWAEHTU®UKATOPU

N3TOYHUK
K7M2 wt (katanoxeH Homep 305188 Ha Cytion)

[aHbueH naeHTUUKaLMoHeH Homep 10090
B NCBI
Lienosasbp CVCL V455

NMPOABA N NPEAPA3MO/OXEHOCT

ExkcnpecupaHu peyentopu
KomnnemeHT(C3), ekcnpecupaH, Fc peuenTop, 1gG, Bucok acmHnteT I(Fecgrl), ekcnpecrpaH

OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpega

DMEM, w: 4,5 g/L rntoko3sa, w: 4 mM L-rinytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTtpues nvpyBsaT (Homep Ha usgenveto Ha Cytion
820300a)

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

floGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucouynauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXxe3uBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii 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,
MHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja u rv NpexsbprieTe B HOBU KO6GW, KOUTO BeYe ChAbpXaT
npsacHa cpega.

OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CEAMUYHO

Pa3mMpa3ssiBaHe 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 U KPMUOKOHCEPBALUNA

CTtepunHocTt

3ambpcsABaHETO C MUKOMIa3Ma ce U3K4yBa Kakto Ypes PCR-6a3vpaHn aHamsu, Taka u ypes IYMUHECLIEHTHU METOAM 3a OTKpMBaHe Ha
MUKOM/1a3mMa.

3a fa ce rapaHTupa, 4Ye HAMa 6akTepuanHo, rO6VMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpU ce nognarar Ha exeaHeBHN
BU3YaUTHV NMPOBEPKU.
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https://www.cellosaurus.org/CVCL_V455

Cpepa 3a 3ampassiBaHe KaTo cpepfa 3a KprokoHcepBaLus 13non3Bame Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnoco6HOCT cneg pasmpassBaHe nin CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunmnzartopy 3a nogo6psiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KpYOVHAYLMpaHUs cTpec.

Ycnosua 3a cCbxpaHeHue

3a AbAroTpaiHo cbxpaHeHue noctaBeTe (/1lakOHUTE B TEYEH a30T B NapHa hasa npu temneparypa okosno -150 go -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeXAMHEH eTan npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpnokoHcepBripaHnTe KNeTbYHU IMHUW Ce TPaHCMOoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKK C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusntenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainte onakoskara u
He3abaBHO npexebpsieTe h1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.

AAPUTEN
Mopopa | noasupg, BALB/c
Bb3pacT Ha goHOopa 895 aHKn

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 1K 0T pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No/3Ba Macka 3a iuLe uav npeanasHu ounia. Tosa ce npasw, 3a ja ce
HaManM PUCKLT OT HapaHsiBaHe OT MNOTEHLUMa/THY EKCNI03UM Ha KPUOBMOUTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja AOBeAaT A0 U3XBbp/siHe
Ha oCTpU hparMeHTu.

FapaHyua

Hue B Cytion 3acTaBame 3a/, Ka4eCTBOTO U1 XMN3HECMNOCOOHOCTTA 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 MaTepuanIn OTroBapAT Ha crneuudukaumnte, onucaHu B ceptudmkara 3a aHanns u/wnm npogykrosara nncra

3a nMb/HW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawara <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaumsa
HeoGxoaumo e crnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
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