7 Cytion

Panc02

300501

OBWA NH®OPMALNA

OnucaHue

KneTbuHata nuHmsa Panc02 e Wmnpoko 13non3BaH MULLN MOAEN 3a U3CNefBaHe Ha NaHKpeaTuyHUs ayKtaneH ageHokapumHom (PDAC), Hali-
4eCcTo cpellaHara u arpecmsHa hopma Ha pak Ha naHkpeaca. Knetkute PancO2 nbpBOHa4a/iHO ca NonyvyeHn OT XMMUYECKN NHAYLpaH
TYMOp Ha naHkpeaca npu muika C57BL/6. Ta3n kneTbyHa IMHUS € OT ro/ISIMO 3HaYeHne 3a NPeaKNIMHUYHNUTE U3CeABaHus, Tbid KaTo Moxe
[a 6bae UMNNaHTpaHa OpTOTONMYHO B CUHTEHHWU MULLIKU, UMWUTUPaIiKK ecTecTBEHaTa TyMOpHa cpeaa v npegnaraiiku nHpopmaums 3a
NMYHHUTE peakummn 1 MexaHu3mMuTe Ha TepanesTuyHa pesnucteHTHocT Ha PDAC.

N3cnepsaHuaTa, npu Kouto ce nsnonssa Panc02, npegocTtasrxa 3HaunTeNieH norses Bbpxy MMyHocynpecrBHata Mukpocpega Ha PDAC.
EfHO npoyuBaHe nokasa, 4e Tymopute Panc02 ca cuniHO HAUATpUpaHn ot perynatopHun T-kneTku (Tregs), KOUTO MOTUCKAT aHTUTYMOPHUA
MUMYHEH OTTOBOp. YCTaHOBEHO €, Ye JIEYEHUETO C HUCKM 1031 reMUUTabyH CeNekTUBHO nsdepnsa Tregs npy MyLLKuK, Hocelwwy Tymop Panc02,
KOETO BOAM [l0 3acu/ieH NPOTVBOTYMOPEH VMYHEH OTTOBOP M JIEKO YBENIMYaBaHe Ha npexvieaemocTTa. Tosa npegnonara, ye
MMyHOMOZynaumsaTa Mmoxe Aa 6bae obelyasalla TepanesTuuHa cTpaterms 3a PDAC.

B fonbnHeHne KbM NpoyyBaHUAaTa Ha UMyHoTepanusita Panc02 e usnonssaH v 3a n3cnefsaHe Ha HekponTto3ara - (hopma Ha nporpammpaHa
KNeTbYHa CMBPT. YCTAHOBEHO €, Ye nHXnbupaHeTo Ha Aurora Kinase A B kneTkute Panc02 npeausBrkBa HEKPONTO3a, KOSITO € BaxHa 3a
npeojosisiBaHe Ha pe3nCTeHTHOCTTa KbM anonTo3a npu PDAC. ToBa ocurypsiBa noTeHumnasieH TepanesTuyeH noaxos 3a HacoysaHe KbM
Pe3nCTEHTHM KbM anonTo3a pakoBu KNETKN Ype3 HacbpyaBaHe Ha HearnonToTUYHM MbTULLA Ha K/IETbYHA CMbPT.

TbKaH MaHkpeac

3a6onsBaHe MaHKpeaTnyeH ayKTasieH afeHoKapuuHOM Npyi MULLIKKA
CUHOHUMU

« Panc-02

« Panc 02

« Pan02

« PAN 02
« Panc02-HO

KNACUD®UKALINA
OpraHmsbm Muwka
Cekc Mbx
CBoIicTBa, CBbP3aHU C pacTexa MpuBBPXEHNK

HuBo Ha 6nonorvyHa 6e3onacHoOCT 1

NWAEHTUDUKATOPU

N3TOYHUK

Panc02 (katanoxeH Homep 300501 Ha Cytion)

[aHbyeH naeHTUUKaLMoHeH Homep 10090

B NCBI

LlenosaBbp CVCL D627
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https://www.cellosaurus.org/CVCL_D627

OBPABOTKA N OTINEXAAHE

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

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

[oGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucouynauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afiXe3UBHUTE KNETKN 1 1 npomuiiTe ¢ PBS, KOSITO He ChabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonsearite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnepf ToBa NOKpuiiTe KNeTkTe n3usano ¢ Accutase, kato nanonssare 1-2 ml 3a konéu
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, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja 1 rv NpexsbpieTe B HOBU KO6K, KOUTO BeYe ChAbpXaT
npscHa cpega.

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 U KPMUOKOHCEPBALUNA

CTtepunHocTt

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4yBa Kakto Ype3 PCR-6a3vpaHn aHamsu, Taka u Yypes IYMUHECLIEHTHU METOAM 3a OTKpMBaHe Ha
MUKOM/1a3mMa.

3a fa ce rapaHTupa, 4Ye HaAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpU ce nognarar Ha exeaHEeBHN
BU3YaUTHV NMPOBEPKU.

Cpepa 3a 3ampasfiBaHe Karto cpefia 3a kproKoHcepBaLvs 13non3Bame Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneg pasmpasssaHe nnn CM-1 (katanoxeH
HomMep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KpYovHAYyLMpaHus cTpec.

YcnoBua 3a cbxpaHeHue

3a gbnroTpaliHo cbxpaHeHve noctaBeTe /lakoHMTE B TeUEH a30T B NapHa asa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpveM/IMBO caMO KaTo KpaTbK MeXAVHEH eTan npean NPexBbp/ISHETO B TEYEH a30T.

YcnoBus 3a focTaBka

Kp1OKoHCEepBUPaHNUTE KNETHYHW NINHWAK Ce TPAHCMOPTUPAT BbPXY CyX /e B YTBbPAEHU, U30/IMPaHN OMaKoBKY C JOCTATbUYHO X/TaAW/IEH areHT,
3a fa ce nogabpxa npubnuauTenHo -78 °C no BpeMe Ha TpaHcrnopTupaHeTo. Mpu noyyaBaHeTo He3a6aBHO Nperneaaiite onakoBkara v
He3abaBHO NpexBbp/ieTe (p/IakoHUTE 3a MOAXOASLLO ChXpaHeHMe.
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AAPUTEN

Mopopaa | nogBug C57BL/6

Bb3pacT Ha fjoHopa HeyTouHeHo

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH asoT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTeNIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT CbLLECTBEHO 3HAUEHUE, a Mo BpeMe Ha NPEeXBbLP/ISHETO Ha 3aMpaseHu
npo6u KbM MK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/I3Ba Macka 3a fiuue Uy npeanasHi ounna. Tosa ce nNpaeu, 3a a ce
Hamasu pUCKbLT OT HapaHsiBaHe OT MOTEHLMasTHY eKCI03UM Ha KPUOBMOTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/isiHe
Ha ocTpy hparmeHTH.

FapaHuyua

Hue B Cytion 3actaBame 3a/ Ka4eCTBOTO U1 XMN3HECNOCOOHOCTTA Ha HALLUTE NMPOAYKTY.

[apaHTUpame, Ye HalMTe KNeTKY LWe 6baaTt XM3HeCnocobHY B HAYa10TO Ha Ky/ITUBMPAHETO B NPOoAb/keHne Ha 60 AHW cref usnpatlaHeTo
MM OT HalUMTe CbOPbXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasIn OTroBapsT Ha creumrkayumTe, onucaHn B ceptudmkara 3a aHasims u/uam npogykrosara mcra

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"'>apaHuynoHHa
aexknapaums
HeoGxoaumo e cnopasymeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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