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OBWA NH®OPMALNA

OnucaHne

XenaTtomHara keTbuHa mHus Hep-55.1¢ e nonyyeHa oT TymMop Ha YyepHust Apo6 Ha MULLKa, No-cneuyasHo ot wama C57BL/6J. Tasu
K/IETbYHA IMHMSA Ce XapakTepusunpa ¢ XenaToLMTeH Npon3xos, NOTBbPAEH Ype3 aHaInN3 Ha NPOTEUHN OT MEXANHHM HUWKKN. Hep-55.1¢c
ekcnpecupa npocTu kepaTvHn K8 n K18, konto ca TUNMYHU 38 HOPMasTHUTE YepHOLPOOHN KNETKMN, KAKTO U BUMEHTUH U kepaTuH K19 B
pasnnyHa cTeneH. Tesun NpoTEMHOBY MOAENV NOTBbPXAABaT XenaroumTHaTa npupoaa Ha KneTbyHata IMHUS U KnacuguumpaHeTo 1 Kato
XenaroMHa JIMHUS.

KneTbynata nuHnsa Hep-55.1c nokasea npeayviMHo enuTenHa Mopdhosiorns, KoeTo oTpasssa Npon3xoAa v T XenatounTu. Tosu
MopchonornyeH heHoTUN CbOTBETCTBA HA Npodinna Ha ekcnpecus Ha npotenHn. AHann3bT Ha JHK oTnevatbka Ha Hep-55.1¢c He paskpusa
HUKaKBV ronemu CTPYKTYPHU aHOMasIiu, KOeTo MokKa3Ba M3BECTHa CTENeH Ha reHOMHa CTabuHOCT. Bbrpekn ToBa ce Habnoaasar HAKoU
NMPOMEHN B OTHOCUTE/IHATA MHTEH3VBHOCT Ha CNeuMuyHn TIEHTU C yBe/IMyaBaHe Ha 6posi Ha nacaxuTe, KOeTo npeArnosara HesHa4ynTeHa
reHoMHa NPOMEH/IMBOCT Mpe3 NPOLBL/HKUTENTHN NEPUOAN HA KYNTUBMPAHE.

Bbnpekn 0TCHCTBMETO Ha OTKpMBaeMy MyTauuy Ha p53 B MbPBUYHUTE YEPHOAPOOHM TYMOPU Ha MULLIKW, B HAKOW XENATOMHU IMHUM Bsxa
OTKpUTK abepaLuuy No BpeMe Ha in vitro pasMHoxaBaHeTo. KneTbuHata nuHus Hep-55.1c e aHanun3upaHa 3a myTauuu B reHnte p53 u c-Ha-
ras. J/luncarta Ha oTkpMBaemu MyTauun B reHa p53 B Tasu IMHKUA N0 BPEME Ha paHHWTE nacaxu npegnonara crabuieH reHetnyed hoH. Tasm
K/IeTbYHA IMHUS CNYXM KaTo LieHeH MOAeN 3a usyyasaHe Ha xenartouenyiapHis KapLuHOM, KaTo Aasa npeActasa 3a KNeTbyHUTe n
MOMEKYNIAPHUTE MeXaHu3MK, Nexallin B 0OCHoBaTa Ha TymoporeHesara Ha YepHus Apob.
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NMPOABA N NPEAPA3MONOXEHOCT

EKcnpecus Ha NPOTeuHU

KepatuH 8, kepatuH 18, BUMEHTVH.

MyTaumoHeH npodcounn
P53 wt

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rntoko3a, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpueB nupyBsart (Homep Ha usgenveto Ha Cytion
820300a)

Atmocchepa 3a MHKyGaumsa 37°C, 5%C02, oBnaxHeHa atmocdepa.

[OoGaBku
[onbnHete cpegara ¢ 10% FBS

PeareHT 3a gucouunauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aAxe3uBHUTE KNeTKW 1 v npomuiiTe ¢ PBS, KoATO He cbAbpxa kanuuii n marHesuii. 3a konéu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NOKpuiATe KNeTkuTe n3usaio ¢ Accutase, kato nsnonssare 1-2 ml 3a konbu
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKYy6upar Ha cTaliHa TemnepaTypa 3a 8-10 muHyTw, 3a ga ce otgenat. Cneg
NHKyb6aLmsaTa BHUMaTeNHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavpare, cneg KoeTo ueHTpodpyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavpaiiTe KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6U, KOUTO BeYe ChAbpXaT
npsicHa cpega.

OGHOBsIBaHe Ha TeYHOCTTA Ha Bcekn 3 0o 5 gHn

Bb3cTaHoBsABaHe crnef pasmpassaBaHe 3aroyHeTe Ky/ITUBUPAHETO OT KPUOBWUaUT NMPU KNETbYHa MIbTHOCT OT 3 0 4 X 104
knetku/cmz?, Knetkute Lie ce Bb3CTAHOBAT B paMKnTe Ha 24 10 48 vaca.

Pa3smvpa3ssiBaHe U 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

CTtepunHoct

3ambpcsBaHeTo ¢ MUKOMIa3ma ce U3k/oyBa KakTo upe3 PCR-6a3vpaHu aHanmsmu, Taka v Ypes lyMUHECLLEHTHY METOAM 3a OTKpUBaHe Ha
MUKonnasma.

3a [a ce rapaHTvpa, Ye HAMa GakTepuasiHo, MbOEUYHO MU APOXAEBO 3aMbpCsABaHe, KNETbYHNUTE KYNTYpU ce nognarar Ha eXeHEBHM
BU3YaJsTHI NPOBEPKY.
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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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