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OBWA NH®OPMALNA

OnucaHne

XenaTomHara keTbuHa MHus Hep-56.1c e nonyyeHa oT TymMop Ha YyepHust Apo6 Ha MULLKa, No-cneuyasHo ot wama C57BL/6J. Tasu
K/IeTbYHA NIMHMSA Ce XapakTepusunpa Cbe 3abenexuTenta mytauus B reHa p53, yctaHOBEHa Ha pas/ivyHu eTanu no Bpeme Ha in vitro
pasMHoxasaHeTo. Mo-koHKpeTHO, Hep-56.1c nokassa TpaHcBepcus oT C:G fo G:C B KOAOH 132 Ha ek30H 5, KOeTo BOAM [0 NpoMsiHa Ha

aMVHOKMCeNHaTa oT UMCTenH B TpuntodhaH. Tasy MyTauusi € OTKpUTa npuy nacax Homep 17, KOeTo npeznonara CefieKTUBHO NPeanMCcTBO Ha
pacTexa, NpefocTaBeHo OT MyTauusaTa, BOAELLO A0 HeliHOTO NpeobiagaBaHe B K/eTbyHata nonynaums.
KneTbuHaTa nmHus Hep-56.1c nokassa NnpeaMMHO enutesiHa Mopddosiorisi, KOETO 0TpassiBa HeliH1A XenaTouuTeH nponsxo. Toa

CbOTBETCTBA Ha HEMHUSA npogu Ha NPOTENHN OT MEXAUHHU HULLIKA, KOWTO BK/IHOYBA npoctu kepatuHn K8 n K18, Kakto v BUMEHTUH U

KepatvH K19 B pa3nunyHa cteneH. Haimumeto Ha Te3n NpoTenHy NoTBbpxAasa XenarouutHara npupoga Ha KnetbyHarta SIHUA

KnacuuLmMpaHeTo 1 KaTo XxenaTtoMHa JINHUS.
[Mo-HaTaTbLWHNUAT aHan3 Ha Hep-56.1c ¢ nomowyta Ha JHK npbCcToBM OTNeYaTbLmM He pa3kpriBa HAKAKBU rofiemMy CTPYKTYPHU aHOMasmu,

BbMPeKU Ye ce Hab/tofaBaT HAKOM NPOMEHU B OTHOCUTENIHATA MHTEH3MBHOCT Ha CMELMMUYHIN NIEHTU C YBEIMUYaBaHe Ha 6pos Ha nmacaxuTe.

ToBa nokassa reHoMHa CTabW/THOCT C U3BECTHA CTEMNEH Ha MPOMEH/IMBOCT MPe3 NPOAB/DKUTENNHN NEPUOAN HA KyTTVBMPaHE. AHA/IM3BT Ha
MyTauumiTe Ha p53 1 MOAeNnTe Ha eKCnpecusa Ha NPOTEVHN OT MEXAMHHU HULLKW 3aefHO yTBbpXaasaT Hep-56.1c Kato LeHeH Mogen 3a

“3ydyaBaHe Ha XenaroLenynapHvs KapLuyHOM 1 posisiTa Ha MyTauumuTe Ha p53 B TyMoporeHesata Ha YepHusi Apo6.
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https://www.cellosaurus.org/CVCL_5768

OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpega

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

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

floGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afiXe3UBHUTE 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 u3usaio ¢ Accutase, kato nsnonssarte 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 LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja 1 rv NpexsbpieTe B HOBU KO6K, KOUTO BeYe ChAbpXaT
npsacHa cpega.

MNBbTHOCT Ha 3acsiBaHETO 1 x 104 kneTkn/cm?
OGHOBsIBaHe Ha TEYHOCTTA Ha Bcekn 3 o 5 gHu

Bb3cTaHoBsiBaHe cnej pasMpassiBaHe Cnep, pa3mpassBaHe, MoCcTaBeTe KIeTKUTe B Niaku ¢ NbTHOCT 5 x 104 kneTkn/cm? un
ocTaBeTe K/eTK/Te Aa ce Bb3CTaHOBAT OT NpoLeca Ha 3ampassiBaHe 1 fa ce NpukpensT 3a
Haii-manko 24 yaca.

PasmvpassBaHe n 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 N KPUOKOHCEPBALMUA

CtepunHoct

3ambpcsBaHeTo ¢ MyKoM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3upaHmn aHanmsu, Taka u Ypes TIyMVHECLLEHTHWN MeToAM 3a OTKpMBaHE Ha
MuKoMna3ma.

3a ga ce rapaHTupa, Ye HAMa 6akTepuasiHO, MbOUYHO UK APOXAEBO 3aMbpCsiBaHe, KNETbYHUTE KyITYpy ce nogsarat Ha eXxxeaHeBHU
BW3YyaUTHV NMPOBEPKN.

Cpepa 3a 3ampassBaHe KaTo cpefa 3a KprokoHcepBaLus 13nonssame Mb/Ha cpefa 3a pactex (BknountenHo FBS)
+ 10% DMSO 3a agiekBaTHa XM13HecnocobHOCT cnef pasmpassasaHe nnn CM-1 (katasioxeH
Homep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METAbO0NUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSABAHETO U HaMasiABaHe Ha
KpUoVHAYyLMpaHusa cTpec.

Ycnosusa 3a cbxpaHeHue

3a abarotTpaliHo cbxpaHeHve noctaBeTe /lakoHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpYemnBO camo KaTo KpaTbK MeXAVHEH eTan npeay NPexBbp/sHETO B TEYEH a3oT.
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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/6J
Bb3pacT Ha goHOopa Bb3pacTHu

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6Ge3onacHocT

KoraTo nnaHupate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bJello pasMpassBaHe, e 3ab/IXKUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3almUTHN pbKaBuLY 1 06/1eK/T0 ca OT CbLLECTBEHO 3HAYEeHWE, a No Bpeme Ha NPeXBbP/ISHETO Ha 3aMpaseHm
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaManv PUCKLT OT HapaHsiBaHe OT NOTEHLUMa/THY EKCNI03UM Ha KPUOBMOMTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja [A0BeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

OTKas OT OTTOBOPHOCT

HalumTte KneTku ce NpefocTaBsAT USKHUNTEHO 3a LennTe Ha 1abopaTopHu U3CeBaHuns in Vitro 1 He ca npeAHasHauYeHn 3a KIMHUYHA UK
[AMarHocTMyHa ynotpeba, HATO fia ce npuiarar Ha Xxopa Wam Aa ce U3nos3Bar 3a BeTepuHapHu Lenu. Motpe6utenuTe Tpsiéea aa ce
NPUABPXKAT KbM BCUUKM MPUIOXKUMI HACOKM 1 pasnopebn 3a 6opaBeHe 1 13Moi3BaHe Ha Te3n KNeTKM B 13CnefoBaTesicka cpeaa.

FapaHuyus

Hue B Cytion 3acTaBame 3aj ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HaLLUTe NPOAYKTU.

[apaHTUpame, ye HalMTe KNETKM LWe 6baaT XM3HECNOCO6HM B Ha4aN0To Ha KyNTUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cnef u3npallaHeTo
UM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasIn OTroBapsT Ha crneuudmkaummnte, onucaHu B ceptudmkara 3a aHanns u/wnm npogykroeara nmcra

3a Nb/IHW NoAPOBHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
aexknapaums
HeoGxoaumo e cnopa3yMeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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