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OBWA NH®OPMALNA

OnucaHue

KneTtbuHata nuHusa Walker-256 e kapLuMHOMHa KNeTbYHa IMHUSE Ha NTbX, KOATO Ce U3M0/3Ba LWMPOKO B U3CNEeABaHMATA Ha paka, Mno-
crneuvasHo B U3yyaBaHeTO Ha TyMopHaTa 61onorusa n xumvortepanuvsaTa. MNpousxoxgatla oT kapLyHOM Ha MiieyHarta x/esa Ha nbx, Tasu
K/IeTbYHA IMHMSA Ce OT/IYaBa C arpecMBHO MeTacTaTVYyHO NOBEAEHVE, KOETO S MPaBu LieHEH MOAeN 3a 13crefiBaHe Ha nporpecusTa Ha paka
1 meTacTasute. Ta e 13nos3BaHa LUMPOKO 3a U3cfefBaHe Ha MexaHn3mMuTe Ha TYMOPHUA pacTex 1 edpukacHOCTTa Ha NpoT1BOPaKoBUTe
nekapcTsa in vivo.

Knetknute Ha Walker-256 ca afanTvBHV KbM pas/IMyHX CPeAy, KOETO Mo3BoJISABa OTINIEXAAHETO UM B peauLa pas/imiHn XUBOTUHCKM MOAENN,
KOETOo cromMara 3a Usy4yaBaHeTo Ha 61oiorusaTa Ha paka B CCTEMEH KOHTEKCT. Ta3un KNeTbyHa JIMHUA € OT CbLIEeCTBEHO 3HaYeHve 3a
dhapmakonornyHmTe n3cnefBaHnsl, 0CO6eHO 3a Te3un, CBbP3aHn C pa3paboTBaHETO 1 TECTBAHETO Ha HOBU XMMUOTepaneBTUYHN CPefCTBa.
M3cneposarenute nsnonssar Walker-256 3a oLeHka Ha LMTOTOKCUYHOCTTA, NPeAu3BrKaHa oT siekapcTeara, U 3a Npoy4ysaHe Ha
NOTEHLUMaUTHATE MEXaHVN3MKN Ha AeliCTBME Ha HOBU TepaneBTUYHM CbeanHeHns. LLUMpokoTo My n3nonssaHe B U3ciefBaHnaTa ocurypsisa
KPUTUYEH Nornes, BbpXy AVHamMyKaTa Ha TYMOPHUSA pacTeXx U CUCTEMHUTE eddekTn Ha TyMopuTe BbPXY IM3M0N0rnaTa Ha rocTonpreMHuKa.

TbKaH MrneyHa xesa

3a6onaBaHe AEHOKapLMHOM Ha MleyHaTa x/iesa Ha Niabx

CUHOHMMU

e LLC-WRC 256

e LLC-WRC256

« Walker/LLC-WRC 256

« Walker-Ca.256

« Walker 256

* W256

« Lilly Laboratories Culture-Walker Rat Culture 256

KNACUNOUKALNA
OpraHusbm Mnbx
Cekc XKeHcku
CBoliicTBa, CBbp3aHu C pacTexa OkauBaHe
HuBo Ha 6uonornyHa 6esonacHocT 1
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https://www.cellosaurus.org/CVCL_3537

OBPABOTKA N OTINEXAAHE

XpaHutenHa cpefia
RPMI 1640, w: 2,0 mM ctabuneH raytamui, w: 2,0 g/L NaHCO3 (Homep Ha cTatusita B Cytion 820700a)

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

[oGaBku

[onbnHete cpepara ¢ 10 % TON/IMHHO MHakTvBupaHn FBS, 0,01 mg/ml nHcynuH, 4,5 g/L rntoko3a, 1 mM HaTpues nupysat u 10 mM HEPES

MpecaxpaHe

Mopabpxarite KynTypuTe, KaTo NEPUOANYHO A06aBATE UM NOAMEHSITe cpefaTta. 3anoyHeTe KyaTypuTe ¢ NbTHOCT 5 x 105 kneTku/ml un
noAfbpxaliTe KOHLEHTpaumsTa Ha KNeTkuTe B AnanasoHa oT 3 x 105 go 1 x 108 knetku/ml 3a onTuMasieH pacTex.

Pasmpa3ssiBaHe 1 KyNITUBUPaHe

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

CrepunHocrt

3ambpcsABaHeTo ¢ MUKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u Ypes TyMVHECLLEHTHN METOAM 3a OTKpMBaHE Ha
MUKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HMa 6aKTepuasiHo, MOVMYHO UK APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNITypK ce nogsarar Ha exefHeBHN
BU3YyasTHV NMPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KproKoHcepBaLma 13nos3Bame Nb/iHa cpefa 3a pactex (BkiuntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT ceg pasmpassiBaHe nnn CM-1 (kaTasioxkeH
Homep 800100 Ha Cytion), KOATO BK/IOYBA ONTUMU3VIPaHV OCMOMNPOTEKTOPU N METAB0/TUTHN
cTabunmnsaropu 3a Nnofob6psiBaHe Ha Bb3CTaHOBABAHETO U HamMasisiBaHe Ha
KPUOMHAYLIMPaHns cTpec.

Ycnosusa 3a cbxpaHeHue

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

YcnoBusA 3a goctaBka

KpriokoHcepBupaHnTe KNEeTbYHW JIMHUK Ce TPaHCNOoPTUPAT BbPXY CyX /e, B YTBbPAEHW, N30/IMPaHN ONakoBKWN C AOCTATbYHO XNa4UIEH areHT,
3a fla ce nogabpxa npnbnuantenHo -78 °C no BpemMe Ha TpaHcnopTupaHeTo. Npu nonyyaBaHETO He3abaBHO NpernefaiTte onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTE 3a NOAXOASALLO ChbXpPaHEHME.

AAPUTEN
Mopopa | noasupg, Wistar
Bb3pacT Ha foHOpa HeyTouHeHo
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NMPABHN BbMNPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoCT

Korato niaHuparte fa cbxpaHsiBarte Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3a4b/DKUTeNIHO a cnassare CTPory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULM 1 06/1EK/0 Ca OT CbLLECTBEHO 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 fiuue Uiy npeanasHu ounna. Tosa ce npaeu, 3a a ce
Hamasnu pUcKbLT OT HapaHsiBaHe OT NOTEHLMATHI eKCI/I031M Ha KPUOBMONTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/isiHe
Ha ocTpy hparmeHTH.

OTKa3 OT OTTOBOPHOCT
HalumTe kneTkv ce NpefocTaBsT USKKUNTENHO 3a LENMTe Ha 1abopaTopHU U3CNefBaHuUs in Vitro U He ca NpeAHasHauYeHN 3a KIMHUYHA UK

[MarHocTuyHa ynoTtpeba, HATO fa ce npuiarar Ha Xxopa Wau a ce U3nos3Bar 3a BETepUHapHYU Lenu. Motpebutenute Tpsioea fa ce
NPUABPXKAT KbM BCUUKM MPUIOXIMI HACOKM 1 pa3nopesbyn 3a 6opaBeHe 1 U3Mon3BaHe Ha Te3n KETKM B 13C/nefoBaTesicka cpeaa.

FapaHyua

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECMOCOOHOCTTA Ha HALLUTE MPOAYKTY.

lapaHTupame, Ye HawMTe KNeTKY LWe 6bAaT XM3HeCnocobHY B HAYa10TO Ha KyTUBMPaHETO B NPoAb/hkeHne Ha 60 AHW cief usnpatlaHeTo
UM OT HalMTe CbOPBXEHUS.

lapaHTupame, Ye BCUYKM MaTepuasin OTroBapsT Ha cneumdurkayumTe, onucaHn B ceptudmkara 3a aHaiams u/unm npogykrosara amcra

3a nb/HU NoApobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Koun cme Hue/lapaHumsa/™ hreflang=""x-default"">apaHunoHHa
Jeknapauus

Heo6xopnmo e cnopasymeHue 3a Yes
npexBbp/isiHe Ha MaTepuanun
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