7 Cytion

Panc 05.04

305394

OBWA NH®OPMALNA

OnucaHne

KneTtbuHata nuHusa Panc 05.04 e mogen Ha AykTasieH ageHokapLumHom Ha naHkpeaca (PDAC), KoliTo npeAcTasnsiBa LieHeH pecypc 3a
nscneaBaHe Ha 61onoryATa Ha paka Ha naHkpeaca u TepanesTUYHNUTE peakuun. MNpousxoxjatla oT YoBELUKM KapLMHOM Ha naHkpeaca, Panc
05.04 npeacTasnisiBa KO4OB UHCTPYMEHT B NPEAK/IMHNYHUTE U3CNefBaHnsa Nopaay cBoATa pefieBaHTHOCT KbM jHO OT Haii-arpecvBHuUTe
3/10Ka4ecTBeHM 3a60/19BaHNs C I0LLK NPOrHO3M 3a NauveHTuTe. Tasn K1eTbuHa IMHNSA NPosiBsiBa MOMIEKYIAPHN U TEHOMHU XapakTepuUCcTUKK,
KOMTO CbOTBETCTBAT Ha XeTeporeHHara npupoga Ha PDAC, BKIOYMTENHO MyTaumm, Yecto Habnogasann B KRAS, TP53 1 gpyru OHKOreHu-
[paiiBepu, KOUTO ca LUIMPOKO pas3npocTpaHeHn B NporpecusTa Ha paka Ha naHkpeaca.

Panc 05.04 e nogpo6Ho npochunpaHa B paMk1Te Ha LIpoKoMaLLlabH1 reHOMHU HULMATUBY, KaTo Hanpyumep EHumknoneauata Ha
pakoBuTe kneTbyHu nuHum (CCLE), kbaeTo ca xapakTepu3vpaHn reHHaTa i ekcnpecysi, BapuauunTte B 6pos Ha konvsTa u YyBCTBUTENHOCTTa
KbM lekapcTBa. 3abenexuTtesiHo e, ye Panc 05.04 e 6una oLeHeHa No oTHOLeHre Ha hapMaKoOrMYHKS CM OTTOBOP KbM Pas/inyHu
MPOTVBOPAaKOBY CPeACTBa, KOETO JaBa NpeacTasa 3a NpouanTe N Ha YyBCTBUTENTHOCT UV PE3VCTEHTHOCT KbM XMMUOTEpanus v Lienesn
Tepanuu.

Kato mogenHa cuctema Panc 05.04 ynecHsiBa uscnefBaHuaTa Ha MOMEKYIIPHUTE MEXaHU3MU, JieXally B OCHoBaTa Ha nporpecusTa Ha
PDAC, XM1MOpe3nCTeHTHOCTTa U B3aUMOAENCTBUSATA B TYMOpHaTa Mukpocpeza. Toli CbLLo Taka npefocTassa naardopma 3a TecTBaHe Ha
HOBOBB3HMKBALLM LiefIeBN Tepanuu 1 UMyHOTEpaneBTUYHN CTPaTern, HaCoYeHN KbM NpeofosisiBaHe Ha pedpakTepHust Xapaktep Ha
pakoBuTe 3a60/151BaHNA Ha NaHkpeaca.

TbKaH MaHkpeac
3a6onsBaHe AfeHokapLuHOM
MpunoxeHus

3D kneTbyHa KynTypa

CUHOHMMU
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« Panc05.04
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XAPAKTEPUCTUKN

Mopdonorus Mofo6HW Ha enuten
Tun Knetka EnvtenHa knetka
TymoporeHeH [Oa; Ja npu Muywiky ot Tuna ,Hya” niav SCID
Bpewme 3a yaBosiBaHe 46 vaca
NWAEHTU®PUNKATOPU
N3TOUHMK

Panc 05.04 (katanoxeH Homep Ha Cytion 305394)

JdaHbuyeH ngeHTudMKaumoHeH Homep 9606
B NCBI
Lienosasbp CVCI 1637

NMPOABA N NPEAPA3MONMOXEHOCT

Ekcnpecus Ha aHTUreHa
MHC knac | +; MHC knac Il -; kpbBHa rpyna B; Rh+

OHKOreHu

K-ras+

MyTauvoHeH npodmn
MyTauus: KRAS, npocTta, p.Gly12Asp (c.35G>A), XeTepo3nrotHa

OBPABOTKA N OTINEXAAHE

XpaHutenHa cpefia
RPMI 1640, w: 2,0 mM ctabuneH rnytamuH, w: 2,0 g/L NaHCO3 (Homep Ha ctatusta B Cytion 820700a)

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

[NoGaBku

[lob6aseTe kbM cpefata 15 % FBS 1 20 pg/ml yoBeLLKN pEKOMOVHAHTEH MHCY/NH
PeareHT 3a gucounauus TpuncuH-EDTA

MpecaxpaHe

3a pyTUHHY afXe3VBHU KETbYHM KyNTypy: AcnmpupaiiTe cTaparta XxpaHuUTesiHa cpefia oT afxe3vBHUTE K/IETKU U 1 npoMuiiTe ¢ PBS, 3a fa
OTCTpaHuTe ocTaHasnata cpefa. Cneg kato acnupupate PBS, nobasete noaxoasiumsa o6em pastBop Ha TpuncuH/EDTA B 3aBUCUMOCT OT
pasmepa Ha cbaa 3a kKyntusupaHe (Hanp. 1 ml 3a konb6a T25, 3 ml 3a kon6a T75) 1 MHKy6upaiiTe npu cTaliHa Temneparypa unm 37 °C,
pokato knetkute ce otaenat (5-10 muHyTH). Habntogasaiite oTAeNsHETO NOA MUKPOCKOM U NPy HE0BXOAMMOCT /1eKo noTynaiiTe cbaa, 3a Aa
ocBoboauTe knetkmute. Cneq Kkato ce oTAeNsAT, Job6aBeTe NMb/HaA cpeaa, 3a Aa UHakTuBuparte TpuncuHa/EDTA, BHUMATENHO pecycneHaupaiite
K/IETKUTE 1 NMPEeXBbp/IeTe aJIMKBOTHA YacT OT K/IeTbyYHaTa CyCNeH3ust B HOB Cb/, 3a Ky/TVBMpaHe, ChAbpXall, npsicHa cpefa. MNoctaseTe cbha
B MHKy6aTop, HacTpoeH Ha 37 °C ¢ 5 %CO2, n cMeHsiiiTe cpegata Ha BCeku 2-3 AHU.

OOGHOBSIBaHe Ha TeYHOCTTa 1 [0 2 NbTM CEAMUYHO
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https://www.cellosaurus.org/CVCl_1637

Pa3mvpassiBaHe 1 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 KPUOKOHCEPBALUA

CrtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4YBa Kakto Ype3 PCR-6a3vpaHn aHanmsu, Taka u Yypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MOUYHO NN APOXAEBO 3aMbpCsABaHe, KNeTbYHUTE KyNTYpY ce noasarar Ha exeaHeBHU
BU3YyaUTHV NMPOBEPKU.

Cpepa 3a 3ampasaBaHe Kato cpepa 3a KprokoHcepBauysa 13non3samMe Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneg pasmpasssaHe nnn CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunusaropu 3a nogobpssaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KprovHAYyLMpaHus cTpec.

YcnoBua 3a cCbxpaHeHue

3a gbnroTpaliHo cbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHneTo
npu -80 °C e NprvemINBO camo KaTo KpaTbK MeXAVHEH eTan npeau Npexsbp/sHeTo B TeYeH a3orT.

YcnoBus 3a focTaBka

Kp1OKOHCEpBUPaHNTE KNETHYHW JINHAK CE TPAHCMOPTUPAT BbPXY CyX /18 B YTBbPAEHU, U30/IMPaHI OMakoBKY C JOCTATbUYHO X/TaAW/EH areHT,
3a fa ce nogabpxa npubnuauTesnHo -78 °C no BpeMe Ha TpaHcrnopTupaHeTo. Mpu noyyaBaHeTo He3a6aBHO Nperefaiite onakoBkara v
He3a6aBHO NpexBbp/ieTe (IakoHUTE 3a MOAXOASLLO ChXpaHeHue.

AAPUTEN
Bb3pacT Ha goHopa 77 rognHn
ETHU4ecka npuHagnexHocT KaBka3skun

NMPABH BbMPOCU N BE3OMNACHOCT

Mepku 3a 6esonacHocT

Korato nnaHupare ga cbxpaHssarte kpuonpenapar B TeueH a3oT 3a ObAello pasmpassBaHe, e 3ab/KUTeNIHO [a cnas3sBare CTPOorn Mepku 3a
6e30nacHOCT. MNMoAxoAALmMTe 3aLUMTHN PbKaBLW 1 06/1eK/10 ca OT ChLUECTBEHO 3HaYeHne, a No BpeMe Ha NPexBbp/IAHETO Ha 3aMpaseHu
npo6u KbM UK OT pe3epBoapa € TeueH a3oT e Heo6xoA¥MO Aa Ce U3MN0/3Ba Macka 3a vLe uav npeanasHu ounna. Toea ce npasy, 3a Aa ce
Hama/n PUCKbT OT HapaHABaHe OT MOTEHLMasIHN eKCNI03MN Ha KPYOBMOINTE NPU M3BaXAAHETO UM, KOWTO MoraT Aa AoBefar [0 U3XBbp/sHe
Ha oCcTpu hparMeHTu.
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FapaHuua
Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECNOCOOHOCTTA Ha HALLUTE MPOAYKTY.
[apaHTupame, Ye HalmTe KNeTKu LWe 6baat XM3HecnocobHY B HA4a10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatlaHeTo

MM OT HaLLUUTE CbOPBXEHUS.
lapaHTMpame, Ye BCUYKU MaTepVasIn OTrOBapsiT Ha cneumndmkauumTe, onucasu B ceptudpmkara 3a aHams n/wnm npogykToara avcra
3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
Jdeknapauys

HeoGxoaumo e cnopa3syMeHue 3a Yes
npexsbp/isiHe Ha MaTtepuanu
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