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OBWA NH®OPMALNA

OnucaHne

KneTtbuHarta nuHmsa HCC1395 e mogen, nofyyeH oT YoBeLLKU 6a3aniHO-Nof06eH pak Ha rbpaara, NoATuM, KOMTO YeCTo ce CBbp3Ba C TPONHO

HeraTBHus pak Ha rbpaata (TNBC). Ta3n kneTbyHa /IMHUSA € N3BECTHa C BUCOKAaTa CU reHETUYHA C/IOXKHOCT, KOSITO BK/IOUBA 3HAUMTEHa

reHOMHa HeCTabuUHOCT ¥ 3abenexuTeneH MyTauvoHeH NPodn, XxapakTepeH 3a arpecuBHNA pak Ha rbpaarta. MNpoyyBaHuaTa, hoKycupaHu
Bbpxy HCC1395, ca ycTaHOBWM 3HAUMTENEH Bpoli coMmaTuyHK MyTauuy U Bapuauum B 6post Ha KonusiTa, KOeTo AonpuHacs 3a
KnacuduumpaHeTo 1 kaTto npeacTaBuTeneH Mogen 3a uscnensaHe Ha TNBC.
HCC1395 e oT 0c06€eHO 3HayeHne 3a u3cneaBaHe Ha MexaHn3MmuTe, KOUTO ca B OCHOBATA Ha siekapcTBeHaTa pe3nCTEHTHOCT 1

MeTacTasupaHeTo npu 6asanHonofo6HNTE BUAOBE pak Ha rbpaarta. B eqHo oT npoyyBaHusTa ce nogyepTaBa U3nos3BaHeTo Ha Tasu
KneTbYHa /IMHMA 3a OLeHKa Ha Bb3AeliCTBMETO Ha 3ar/yLlaBaHeTo Ha reHn, CBbP3aHn C kKneTbyHaTta Mmurpauus, kato ZEB2, kato ce
paskprBa, Ye NOHMKaBAHETO My MOXeE ia HaMau HBa3UBHUA noTeHuuan Ha HCC1395. OcBeH ToBa MyTaLMOHHUAT NaHAWadT Ha Tasm

K/IETbYHA IMHMS YeCTOo BK/IOYBA MPOMEHU B TeHW, CBbp3aHu ¢ oTroBopa Ha [HK yBpexaaHe n perynauusata Ha KneTbYHUs Kb/, kato TP53,
KOTO YecTo e MyTupaH npu 6a3asiHONOA06HNTE pakoBu 3a60siBaHNA Ha MbpaaTa.

Te3n xapaktepucTuky npespbluat HCC1395 BbB BaXeH NHCTPYMEHT 3a MPefk/IMHUYHM NPOYYBaHNs, KOUTO U3ceBar HOBU TepaneBTUYHN
cTparernm, BKIIOUUTENHO LieNIeBr 1 KOMOMHUPaHU Tepanumn, Haco4YeHn KbM NPeoosisiBaHe Ha Pe3nCTEHTHOCTTa. KaTo Bk/touBaT Noaxoam 3a
CeKBEHMpaHe C BUCOKa NMPOU3BOAUTENTHOCT U (hYHKLIMOHaUTHA reHOMUKa, n3cnegosarenute nsnonssar HCC1395, 3a ga pasbepar no-gobpe
natocpusvonorusaTa Ha TNBC, gonpuHacsaiiki 3a pa3paboTBaHeTo Ha No-eekTUBHY CXEMU 3a JIEUEHNE.
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Llenosasbp CVCL 1249

NMPOABA N NPEAPA3MO/TOXEHOCT

EKcnpecus Ha NPOTeUHU

EnuteneH rnnkonpoTeunH 2 (EGP2), untokepatuH 19

OHKOreHu

Her2/neu-, p53+

MyTauvoHeH npodmn
MyTaums: TP53, p.Argl75His (c.524G>A), XOMO31roTeH

OBPABOTKA U OTIrNEXAAHE

XpaHutenHa cpefia
RPMI 1640, w: 4,5 g/L rntoko3a, w: 2 mM L-rnytamvH, w: 10 mM HEPES, w: 1 mM HaTpues nupysart, w: 1,5 g/L NaHCO3 (820702a)

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

[NoGaBku

[JonbnHete cpepata ¢ 10% FBS
PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afxe3nuBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii 1 marHesuii. 3a konbu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnen ToBa NokpuiiTe kneTkute n3usno ¢ TrypLE Express, kato n3nonssate 1-2 ml 3a
Kono6u T25 n 2,5 ml 3a konbu T75. OcTaBeTe KNeTKMTE Aa ce MHKybmpaT Ha cTaliHa Temneparypa 3a 8-10 MuHyTH, 3a fa ce otaenst. Cnep,
NHKybaLmsaTa BHUMATENHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavparte, cneg KoeTo ueHTpodyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBbp/eTe cynepHaTaHTaTa, pecycneHavpaiite KneTkute B NPsiCHa Cpefa v rv NPexBbprieTe B HOBU KOIGU, KOUTO BeYe ChAbpXaT
npsicHa cpega.

OOGHOBSIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceaMUYHO

PaswvpassBaHe U KynTusupaHe

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 KPUOKOHCEPBALUA

CrepunHoct

3ambpcsBaHeTo ¢ MyKOM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3npaHmn aHanmsu, Taka u ypes TIyMVHECLLEHTHN MeTOAM 3a OTKpMBAaHE Ha
MUKoMa3mMa.

3a fa ce rapaHTupa, 4e HaAMa 6akTepuanHo, rOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNITypU ce nogsarar Ha eXeaHEeBHN
BU3YyaUTHV MPOBEPKK.
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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.

YcnoBusA 3a goctaBka

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
Bb3pacT Ha foHOopa 43 roAnHN
ETHU4ecka npuHagnexHocT KaBka3skun

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.

FapaHyua

Hue B Cytion 3acTaBame 3a/, Ka4eCTBOTO U1 XMN3HECMNOCOOHOCTTA Ha HaLLUTE NMPOAYKTY.

[apaHTUpame, Ye HawmTe KNETKY LWe 6baart XM3HeCnocobHY B HA4a10TO Ha Ky/ITUBMPAHETO B NPoAb/hkeHne Ha 60 AHW cref usnpatiaHeTo
MM OT HalInTe CbOPbXEHUS.

[apaHTUpame, ye BCUYKN MaTepuanIn OTroBapAT Ha crneuudukaumnte, onucaHu B ceptudmkara 3a aHanns u/wnm npogykrosara nncra

3a nMb/HW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawara <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaumsa
HeoGxoaumo e crnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
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