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OBWA NH®OPMALNA

OnucaHne

XenaTtomHara keTbyuHa mHus Hep-70.4 e nonyyeHa oT TyMOp Ha YyepHust Apob Ha MULLKa, No-cneuyanHo oT wama C57BL/6J. Tasu

KNeTbyHa /IMHUS Ce OT/IYaBa C MyTauum B reHa p53, KOUTO ca UAEHTUULMPAHY Ha Pas/InyHK eTanu no BPeEME Ha in Vitro pasMHOXaBaHeTo.

Mpu nacax Homep 8 e OTKPUT cnab AONb/HUTENEH CUTHA NPU aHasIM3a Ha nonumopdusmMa ¢ egHoBepkHa KoHhopMaumsa (SSCP), koeTo

nokassa HanMymMeTo Ha MyTaums Ha p53. Mpu nacax Homep 38 6saxa naeHTUULMpaHn ABe pasnnyHM TOYKOBM MyTaumm Ha p53: G:C KbM

C:G 1paHcBepcus B kogoH 135 1 C:G kbM G:C TpaHcBepcus B KOAOH 138 Ha ek30H 5. Te3n MmyTauun BoAAT A0 NPOMEHN B aMUHOKUCENTUHNUTE
CBHOTBETHO OT a/laHUH KbM MPOJIVH U OT LIUCTEUH KbM TpUNTOgaH.

KnetbuHata nmHus Hep-70.4 nokassa Mopgo/1orMieH oeHOTUM, KOTO ce NPOMeHst 3HaUUTE/THO MO BPEME Ha pasMHOXaBaHeTo N. Hskou
NOA/IMHNM NPOSIBSIBAT enuTesiHa MOpPcDO/IOTMsi, A0KaTO ApYri NokaseaT oMbpo6iacTeH Brg. Tasn XeTeporeHHOCT 0TPassiBa C/IOKHUS

XapakTep Ha KneTbYyHata IMHUA 1 HelltHaTa afanTUBHOCT NPY pasIMYHU YCNOBUSA Ha KyNTUBMPaHe. HaImuymMeTo KakTo Ha HOpMaUsiHy, Taka n Ha

MyTUpann anenu Ha p53 B paHHUTE nacaxu npeanonara, 4e MyTauuviTe faBat CeNekTUBHO NPeSUMCTBO Npy pacTexa, KOeTo ¢ TedeHne Ha
BPEMETO BOAU [0 NpeobrafjaBaHe Ha MyTUpasInTe K/TOHOBE.

AHa/IM3bT Ha NPOTENHNUTE Ha MEXANHHUTE HULLKW Ha KeTbyHata NnHua Hep-70.4 paskprBa ekcnpecus Ha npoctu kepatuHn K8 n K18, kouto

ca TUNUYHK 33 HOPMASTHNTE YePHOAPOGHM KNETKM, KaKTO M HA BUMEHTUH 1 kepaTuH K19 B paznnyHa cteneH. Te3n NnpoTenHoBM MOLENN

NOTBbPXAABAT XeNaToLUTHUS MPOU3XOZ, Ha K/IETbUHATA JIMHWS U KNacUULMPAHETO i KaTo XernaToMHa NiMHUs. FTeHoMHaTa CTaGUIHOCT Ha
Hep-70.4 e ougHeHa AOMb/HUTENHO Ype3 aHanms Ha IHK oTneyatbLm, KOTo He paskprBa HUKaKBY rofleMu CTPYKTYPHU aHOMasn, BbNPEKK
ye ce HabnOAaBaT NPOMEHN B OTHOCUTE/THATA UHTEH3VMBHOCT Ha HSIKOM IEHTM C yBeNMyaBaHe Ha 6posi Ha nacaxure.
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Llenosasbp CVCL 5772

NMPOABA N NPEAPA3MO/TOXEHOCT

MyTauuoHeH npodun
P53

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rntokosa, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpues nupysat (Homep Ha nsgenveto Ha Cytion
820300a)

ATmocchepa 3a UHKYGauus 37°C, 5%CO02, oBnaxHeHa atMocdepa.

[NoGaBku

JonbnHete cpepata ¢ 10% FBS
PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KEeTKW 1 v npomuiiTe ¢ PBS, KOATO He cbabpXa Kanuuii n marHesuii. 3a konom T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkute n3usio ¢ Accutase, kato nanonssare 1-2 ml 3a koném
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKyOGupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTw, 3a ga ce otgensaTt. Cnea
NHKybaLmsaTa BHUMATENHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavparte, cneg KoeTo ueHTpodyrupaiite npm 300xg 3a 3
MUHYTU. VI3XBbp/ieTe cynepHaTaHTaTa, pecycneHaupaiite kneTkiTe B MpsicCHa Cpea u ri npexsbprieTe B HOBY KO/16U, KOUTO BeYe Chabpxar
npsicHa cpega.

MNbTHOCT Ha 3acABaHETo 1 x 104 kneTku/cm?
OGHOBSIBaHe Ha TeYHOCTTa Ha Bcekn 3 0o 5 gHun

Bib3cTaHoBsBaHe cnej pasMpassiBaHe OcTaBeTe KNeTkUTe Aa Ce Bb3CTaHOBAT 3a NoHe 24-48 vaca.

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

3ambpcsBaHeTo ¢ MyKOM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3upaHmn aHanmsu, Taka u Ypes IyMUHECLLEHTHN MeToAM 3a OTKpMBaHE Ha
MUKoM/1asmMa.

3a ga ce rapaHTupa, Ye HAMa 6aKTepuasiHO, MbOUYHO NIV APOXAEBO 3aMbpCsiBaHe, KNETbYHUTE KyITYpy ce nogsarat Ha eXXeaHeBHU
BU3YyaUTHV NMPOBEPKN.
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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.

Ycnosus 3a focTaBKa

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, C57BL/6J
Bb3pacT Ha goHOopa Bb3pacTHu

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.

OTKa3 OT OTTOBOPHOCT
Haluunte kneTkn ce NnpefoCcTaBsaT U3K/THUUTENTHO 3a LiesiuTe Ha 1abopaTtopHu u3cnedBaHus in vitro v He ca npegHasHavyeHu 3a KIMHUYHa unv

[AMarHocTMyHa ynotpe6a, HATO fa ce npuiarar Ha Xxopa Wam Aa ce U3nos3Bar 3a BeTepuHapHu Lenu. Motpe6utenuTe Tpsiéea aa ce
NPUABPXKAT KbM BCUUKM MPUIOXKIMI HACOKM 1 pasnopesbn 3a 6opaBeHe 1 13Mo/i3BaHe Ha Te3n KeTKM B 13CnefoBaTesicka cpeaa.

FapaHuyus

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO Y XM3HECNOCOBHOCTTA Ha HaLLUTe NPOAYKTU.

[apaHTUpame, ye HalMTe KNETKM LWe 6baaT XM3HECNOCO6HM B Ha4aN0To Ha Ky1TUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cnef u3npallaHeTo
UM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepunasIn OTroBapsT Ha crneuudmkaummnte, onucaHu B ceptudmkara 3a aHanmns u/wnm npogykrosara nmcra

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