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OBWA NH®OPMALNA

OnucaHne

Knetbynata nmHna WEHI-164 nbpBoHavasiHo e cb3gageHa oT hmbpocapkoM, passun ce npu BALB/c muwika cnef NoAKOXHO VHXEKTUpaHe
Ha 3-MEeTUIX0NaHTPEH. Tasn KNeTbyYHa IMHUS NPOM3XOXKAA OT ME3EHXMMHA ThKaH Y AEMOHCTPUPA XapakTepucTUKL, TUNUYHK 3a
nbpobnactonogobHute knetkn. WEHI-164 e n3kniounTenHO BaXKeH MHCTPYMEHT 3a M3yyaBaHe Ha paka, kaTto npegoctass MHopmams,
0cob6eHo B 06n1acTTa Ha TymopHaTa UMyHOJI0TUS 1 KNETbYHUTE MEeXaHn3MU Ha anonrtosara.

KneTtkute WEHI-164 ca 0CO6€HO LeHeHN B U3cnefBaHuaTa nopagm TaxHara 0T3UBUMBOCT KbM anonTto3a, Nnpean3sukaHa oT LUTOKUHU, KOeTo
v MpaBu BaXEH MOZEN 3a M3yYaBaHe Ha B3auMOJECTBMETO MEXAY LUTOKVHN 1 PaKoBU KNeTkn. Tasn YyBCTBUTETHOCT KbM LIMTOKUHU KaTo
Tymop HekpoTtuanpaly, coaktop (TNF) n TRAIL (TNF-cBbp3aH nvraH, nHAyumMpall, anontosa) noctaes knetbyHata nmHua WEHI-164 kato
rnoneseH pecypc 3a nucsefBaHe Ha CUrHauTHUTE NbTHLLA, KOUTO MeAUMpPaT KNeTbyHata CMbPT, U 38 CKPUHWUHT Ha NOTEHUNauTHU
NPOTUBOPAKOBM Tepanuu, KOUTO MoraTt Aa MaHunyaMpar Te3n nbTuwa. OcBeH ToBa hrmbpo6/1acTonof06HNTE CBOMCTBA Ha KeTbYHaTa IMHUS
No3BO/IABAT M3C/EABaHMA Ha KNeTbYHaTa MOPIO/IONMS, XapakTEPUCTHKATE Ha pacTexa v TymopHaTa M1Kpocpesa, KOeTo ocurypsisa no-
LS/IOCTHO pasbupaHe Ha AvHaMuyKaTa Ha Tymopa U B3aMMoAeicTBMATa B K/IETbUYHUST MaTPYIKC.

Bbnpeku W1poKoTo cv U3non3saHe B U3cnefBaHusATa, knetbuHarta inHusa WEHI-164 nokassa HSIKO/IKO XpPOMO30MHM abepauum, KoeTo e
4YeCTO CpeLlaHo cpes KneTkute, TpaHcopMupaHy oT XMMuyecka kaHueporeHesa. Tesun reHeTUYHM HeCTabUHOCTKM ca OT peLuaBallo
3HaueHve 3a 13cnefBaHyaATa, HacoueHy KbM pa3bupaHeTo Ha TOBa Kak reHeTUYHUTe BapuaLuy Morat Aa noBAvsiaT Ha Nporpecusita Ha paka
1 OTroBopa KbM neyeHneTo. Npoab/mkasalloto nsnonssade Ha WEHI-164 B pas/inyHu nscnefoBaresicky KOMMNEKCH nogyeprasa Herosata
MoNEe3HOCT 3a pasLlumpsiBaHe Ha No3HaHusATa 3a 61osorMaTa Ha paka 1 3a paspaboTBaHeTo Ha HOBU TepaneBTUYHM NOAXOAMN.
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Llenosasbp CVCL 2251

OBPABOTKA N OTINEXAOAHE

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

ATMocdpepa 3a UHKyGauusa 37°C, 5%CO02, oBnaxHeHa atmocdepa.

[NoGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aIXe3UBHUTE K/ETKN 1 v npomuiiTe ¢ PBS, KOATO He cbabpxa Kanuuii n marHesuii. 3a koném T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuiiTe kneTkute usLusAio ¢ 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 BHUMaTenHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cief KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MUHYTW. VI3XBBbP/EeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefja 1 rv NpexsbprieTe B HOBU KOI6U, KOUTO BeYe ChAbpxXaT
npsicHa cpega.

MNBbTHOCT Ha 3acsiBaHETO 1 x 104 kneTku/cm?
OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CEAMUYHO

Bb3cTaHoBsiBaHe cnej pasMpassiBaHe Cnep, pasmpassaBaHe, pasnosioxerte Knetkute Ha 5 x 104 kneTku/cm? n ocTaBeTe KNeTknTe ga
Ce Bb3CTAHOBAT OT MpoLeca Ha 3ampassiBaHe 1 fa ce NpUKpensT 3a noHe 48 yaca.

Pasmpa3ssiBaHe 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 KPUOKOHCEPBALMUA

CtepunHoct

3ambpcsABaHeTo ¢ MUKOMIasma ce U3k/o4Ba KakTo ype3 PCR-6a3vpaHn aHanmsm, Taka v Ypes lyMUHECLEHTHY METOAM 3a OTKpUBaHe Ha
MuKonnasma.

3a Aa ce rapaHTupa, Ye HaMa GakTepuasiHo, NbBUYHO UK APOXAEBO 3aMbpCsiBaHe, KNETbYHUTE KyNTypy ce nognarat Ha exeHeBHN
BU3yasIHV NPOBEPKM.

Cpepa 3a 3ampassBaHe KaTo cpepfa 3a KprokoHcepBaLus 13nonssame Mb/Ha cpefa 3a pactex (BknountenHo FBS)
+ 10% DMSO 3a agekBaTtHa X13HecnocobHOCT cref pasMpasssaHe nnn CM-1 (katasoxeH
Homep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METAbO0NUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSABAHETO U HaMasiABaHe Ha
KpUoVHAYyLMpaHusa cTpec.
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https://www.cellosaurus.org/CVCL_2251

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 BALB/c

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.

OTKa3 OT OTTOBOPHOCT

HalumTe kneTku ce NpefocTaBsT USKKUNTENHO 3a LEeNnTe Ha 1abopaTopHU U3CNeBaHuUs in Vitro U He ca NpeAHasHauYeHn 3a KIIMHUYHA UK
[yarHocTuyHa ynotpeba, HATO fa ce npunarat Ha xopa Wu a ce U3nos3Bar 3a BETepuHapHu Lenu. MotpeGutenute Tpsioea fa ce
NPUABPXKAT KbM BCUYKM NPUIOXKIMI HACOKM 1 pa3nopes6yn 3a 6opaseHe 1 U3MNon3BaHe Ha Te3n KETKM B 13CnefoBaTesicka cpeaa.

FapaHuua

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

lapaHTupame, Ye HawmTe KNeTKY LWe 6baat XM3HeCNoCcoOHM B HAYa10TO Ha KylTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatliaHeTo
MM OT HalUMTe CbOPBXEHUS.

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

3a nb/HW NoApobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Koun cme Hue/lapaHumsa/™ hreflang=""x-default"">apaHunoHHa
aeknapauus
HeoGxoaumo e cnopa3syMeHue 3a Yes
npexBbpisiHe Ha MaTepuanun
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