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SATANIbHA IHOOPMALIA

Oonuc

KniTuHRy ninito renatommn Hep-64.1 oTprMaHo 3 NyX/IMHU NeYiHk1 MuLi, a came 3i wramy C57BL/6Jmouse. Lis KniTHHA NiHis BiApPI3HAETbCA
CBOIM renaTtouuTapHUM NOXOKEHHSIM, WO NiATBEPIKEHO aHani3oM 6inka NpoMikHOT HUTKK. Hep-64.1 ekcnpecye npocTi kepaTtuHy K8 i K18,
AKi € TUNOBUMMW [/151 HOPMasIbHUX KITUH NEYiHKM, a TakoX BIMEHTUH i kepatuH K19 B pisHoMy cTyneHi. Lli 6i1KoBi natepHu nNigTBepaXy0Th
renatouuTapHy npupoay KNiTMHHOT NiHii Ta 1i knacudikawito SK NiHil renatoMu.

KniTuHHa niHisa Hep-64.1 mae nepeBaxHo eniTeniaibHy Mopdororito, Lo Biobpaxae ii NOXoMKeHHS 3 renatoumTiB. Lieit mopdhonoriuHuii
heHoTUN y3roKyeTbCA 3 Npodpisiem ekcnpecii 6inkiB. AHaniz AHK-Bigoutkie Hep-64.1 He BUABUB XXOAHUX CEPAO3HNX CTPYKTYPHUX NOPYLLEHb,
LLIO CBiZUMTb MPO NEBHY CTabiNbHICTL reHoMy. OAHaK cnocTepiraimcs Aesiki 3MiHU Y BiHOCHI IHTEHCUBHOCTI CneungivyHNX CMyr 3i
36i/IbLLUEHHAM KINIbKOCTI Macaxis, WO CBiAYNTb NP0 HE3HAYHY reHOMHY MiH/IMBICTb NPOTSATOM TPUBAUIOTO NEPIOAY KyNbTUBYBaHHS.
HesBaxatoun Ha BiACyTHICTb BUSIBIEHNX MyTauili p53 B MEPBUHHMX MyX/IMHAX MEYiHKM MULLEN, B AEAKUX NiHISX renatomu 6ynn BUSIBNEHI
abepauii nig yac po3MHOXeHHS in vitro. KniTnHHy niHito Hep-64.1 6yno npoaHasisoBaHO Ha HasiBHICTb MyTaL,iil B reHax p53 Ta c-Ha-ras.
BigcyTHICTb BUABNEHUX MyTaLili B reHi p53 B LA J1iHIl HA paHHIX CTafisix nacaXyBaHHS CBIAYNTbL NPO CTabiNIbHWI reHeTUYHKI OoH. Lisa
KNITUHHA AiHIA CNyrye LiHHOK MOAEN0 /18 BUBUEHHS renaToLetoNspHOT KapLmHOMU, 3a6e3neuyoun po3yMiHHA KNITUHHUX | MONEKYISAPHUX
MeXaHi3MiB, L0 fiexaTb B OCHOBI MYyX/IMHOYTBOPEHHS B NEYiHL.
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EKCMPECIA TA CIPUAHATIUBICTb

Ekcnpecis 6inkiB

KepatuH 8, KepatuH 18, KepatuH 19, BiMeHTuH

Mpodinb myTauii
P53 mac

OBPOBKA TA BUPOLLYBAHHA

XusunbHe cepegoBuLle
OMEM, w: 4,5 r/n ioko3a, w: 4 MM L-rnytamiH, w: 3,7 r/n NaHCO3, w: 1,0 MM nipysaT HaTpito (LnT. HomMep 820300a)

ATtmocdepa iHKyGaLii 37°C, 5% CO2, Bonora atmocdepa.

[OoGaBku

[Lopaiite go cepeposua 10% FBS
PeareHT ana pucouiauii AkkyTasza

Mepecagka B HOBe cepepoBMLLe

Buganite cTape cepefoByLLe 3 NPUAUNAVX KNITUH | npomuiiTe ix PBS, B AskoMy 6pakye kasbLito | MarHito. [ina konb T25 BukopucToByiiTe 3-5
mn PBS, a gnst kon6 T75 - 5-10 ma. MoTiM NOBHICTIO MOKpUIATE KAITUHM akKyTa3ok, BUKOPUCTOBYoUM 1-2 Mn ans konb T25 i 2,5 mn gns kono
T75. 3anmwTte KAITUHW iHKYByBaTVCA NpK KIMHATHIN Temnepatypi npotarom 8-10 xBuAwWH, Wo6 BigokpemuTy ix. MNicns iHky6auii 06epexHo
3MmilwanTe KNiTrHM 3 10 Ma cepefoBuLla, LWo6 pecycneHayBaTy ix, a noTim LueHTpudyryiite npu 300xg NpoTsroMm 3 XBUAWH. BUkuHbTe
Ha[0cafloBy PiAVHY, pecycrneHayiTe KAITUHM Y CBIXXOMY CepefoBUILL Ta NEPEHECITh IX Y HOBI KOM6W, SiKi BXe MICTSATb CBKe cepefoBuLLe.

OHOBNEHHSA PiAUHN KoxHi 3-5 gHiB

Po3mopoXyBaHHS Ta KyNbTUBYBaHHA

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/Ib AKOCTI TA KPIOKOHCEPBAULIA

CTepunbHicTb

3apaxeHHs MiKon1a3Mo BUK/OYAETLCS 3a A0NOMOrol aHalisiB Ha 0cHOBI /1P Ta NoMiHECLIEHTHUX METOZAIB BUSBIEHHS MiKOMIa3Mu.
LLlo6 nepekoHaTuCA y BiACYTHOCTI 6aKkTepiasibHOro, rpMBKOBOr0 ab0o APiKAKOBOr0 3a6PYAHEHHS, KNITUHHI KYNbTYpY NiAAAITLCA WOAEHHOMY
Bi3yas/lbHOMY KOHTPOJIHO.

CepepgoBuile AN 3aMOPOXYBaHHS K cepefioBuLLEe KPIOKOHCEPBYBaHHS MU BUKOPUCTOBYEMO MOBHE XUBU/IbHE CepesoBuLLEe
(Bkntovatoum FBS) + 10% AMCO ansa afekBaTHOT XUTTE3AATHOCTI Micns BigTaBaHHA abo
CM-1 (Homep 3a katasiorom Cytion 800100), Ao cknagy SKOro BXOAATb ONTUMI30BaHI
OCMOMPOTEKTOpY Ta MeTaboniyHi cTabinisatopu 4719 NPUCKOPEHHS BiHOB/IEHHSA Ta
3MEeHLUEHHSI KpioiHAYyKOBaHOro CTpecy.

YmoBu 36epiraHHA

[ina TpuBanoro 36epiraHHs NOMICTITb hiakoHV B napodasHuii pigkmin a3oT npu Temnepartypi Big -150 o -196 °C. 36epiraHHs npu -80 °C
[onycTUMe finLle siKk KOPOTKUIA NPOMDKHWI eTan nepes, nepeHeceHHsIM Yy pigkmin a3or.
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YMOBU AoCTaBKU

KpiokoHCepBOBaHi KTiTUHHI NiHIT TPAHCMOPTYHOTLCA Ha CyXOMY /b0y B NMEepeBipeHili i30/1b0BaHii ynakoBLji 3 4OCTATHLO KiIbKICTIO
XonogoareHTy 418 NiATPUMaHHA Temnepartypy NpubnsHo -78 °C nif Yac TpaHcnopTyBaHHSA. Mpyn OTpUMaHHI HeraliHo OrfIiHbTE KOHTEHep i
6e3 3B0/iKaHb NepeMICTiTb d/1akoHM Y BiANOBIAHE MicLe 36epiraHHs.

AOHOP
Mopopa | nigsupg, C57BL/6J
Bik goHopa [Lopocnuii

NMPABOBI MUTAHHA TA BE3NEKA

3axoau 6esneku

Mnanytoumn 36epirati Kpiosian y piakoMy a3oTi 419 No4as1bLLIOT0 PO3MOPOXYBaHHS, 060B'A3KOBO CNif 4OTPUMYBATUCA CYyBOPUX 3aX0L4iB
6esneku. IMig yac nepeHeceHHs 3amMOpOXeHMX 3paskiB 40 pe3epByapa 3 piakMM a3oToM abo 3 HbOro HeOOXiAHO BUKOPUCTOBYBATU 3aXMCHI
pYyKaBM4KM Ta OASATN, a TaKOX MacKy abo 3ax1cHi okynspu. Lle HeobxifgHO A4S TOro, LWo6 3MEHLMTW PU3NK TPaBMYBaHHS Bif, MOTEHLiHUX
KpioreHHUX BUBYXIiB MpW BUTyUYEHHI, SIKi MOXYTb NPU3BECTU A0 PO3/1bOTY FOCTPUX OCKOJIKIB.

3acTepexeHHs

Hawwi KNiTMHY Npu3HaYeHi BUKIIYHO A/151 NabopaTopHUX AOCIMKEHD in Vitro i He Npu3HaveHi AN KiHIYHOro abo AiarHOCTUYHOMo
BMKOPWCTaHHS, @ TaKOX He MOXYTb OyTW BBeAEHI NoAsAM abo BUKOPUCTaHI Y BeTepUHapHUX Linsx. Kopuctysadi NOBUHHI AOTPUMYBATUCS BCIX
3aCTOCOBHMX IHCTPYKLiV | NpaBu LWOAO NOBOMKEHHS 3 MU KNITUHaMM Ta X BUKOPUCTaHHS B AOCAILHULBKNX LiNAX.

FapaHTif

Y Cytion My BignoBiAaeMO 3a SIKICTb Ta XUTTE3AATHICTb HALLOT MPOAYKLT.

Mwu rapaHTyemo, L0 Halli KITUHW ByAyTh XUTTE3AATHUMU HA NOYATKY KY/IbTMBYBaHHSA NPOTAroM 60 AHIB MiCAS BigBaHTaXKEHHS 3 HALLOro
3aBofy.

Mwu 3aneBHSAEMO, LLIO BCi MaTtepiany BignoBifatoTb cneyudikalism, onucaHum y ceptudikari aHanisy Ta/abo nacnopti NpoayKTy

[N oTpuMaHHsa 6inblu AeTasbHOI iHdhopMalii, 6yab nacka, 3BepHiTbea A0 Haworo <a href=""/Who-we-are/Warranty/™" hreflang=""x-
default">3aaBu npo rapaHTito</a>

HeoGxigHa yroga npo nepegauvy Yes
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