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OBWA NH®OPMALNA

OnucaHne

3abenexka: NocoyeHnTe LeHN 3a KIETbYHWUTE IMHUK ca Ba/IMAHN €AMHCTBEHO 3a aKkafeMUYHN/HECTONAHCKN K/TMEHTU. 3a TbproBCku CybekTn
LeHara e npnbnuantesnHo 6 250 eBpo.

AKO npefcTas/nisiBaTe TbProBCKV CyOeKT WK He CTe CUTYPHU B KOS KaTeropus nonagare, Mosns

CBBbPXETe Cce C Hac.

CHO-PD-L1 kneTkute ca peKOMOMHAHTHM KNEeTKM OT ARYHNLM Ha kuTalickn xamcTep (CHO), moauduumpann aa ekcnpecupar ctabuiHo
YOBeLLKMA UraHa, Ha nporpamupaHata cmbpT 1 (PD-L1; CD274/B7-H1) — UMyHEH KOHTPOMEH NUraHA, KOWTOo urpae LeHTpasniHa ponsi B
NOTVCKaHETO Ha T-KNeTbUHO-MeAuMpaHnTe MMyHHU peakuun. PD-L1 e TpaHCMem6paHeH NpoTenH OT TuM |, KoTo B3arMopelicTBa NpeaviMHo
C NpoTenHa Ha nporpammpaHara knetbyHa cMbpT 1 (PD-1/CD279) BbpXy akTUBUPaHUTE UMYHHU KNETKW, KOETO BOAM A0 MHXMOUPaHe Ha
nponudepauusTa Ha T-KNeTkuTe, MPOU3BOACTBOTO HA LIUTOKUHM U LIMTOTOKCUYHATA aKTUBHOCT. AHOpMastHaTa ekcnpecust Ha PD-L1 e yecto
cpellaH MexaHn3bM 3a n3barsaHe Ha MMyHHaTa cucTeMa nNpu MHOXECTBO CONMAHW TYMOPY 1 XEMAaTO/IOrMYHU 3/10Ka4eCTBEHN 3ab6015BaHUS,
KOETO NnpaBu PEKOMOVHAHTHUTE KNEeTbYHN Mogenn, ekcrnipecupatuy PD-L1, n3kaouMTenHo NoAxXoAsALLM 3a MMYHOOHKO/TOTMYHN U3CNefBaHUS U
paspaboTBaHe Ha Tepanuu.

CHO-PD-L1 kneTkuTe ce U3Mona3Bart LLUMPOKO 3a pa3paboTBaHe 1 xapakTepusvpaHe Ha UMYHHU UHXUOUTOPY Ha KOHTPOJTHU TOYKM,
BK/TIOYMTESTHO MOHOK/IOHA/THU aHTUTeNa, bucneyuuyHy aHtutena, qy3voHHN NPOTENHN Y UHXEHEPHW K/IETbYHM Tepanumn, HaCoYeH! KbM
curHanHarta oc PD-1/PD-L1. CtabunHata 1 KOHTposiMpaHa ekcnpecus Ha PD-L1 no3BonsiBa konnyecTBeHa oueHKka Ha achuHuTeTa Ha
CBbP3BaHe Ha aHTUTenara, 3aeTocTTa Ha peLienTopuTe, 6iokMpatlara akTMBHOCT, MHTepHa/IM3aumaTa 1 KUHeTUKaTa Ha B3aumogelicTBUeTo
Mexay nuradfa v peuentopa. Tesu KIeTKu ca NoAxXoAaLLm 1 3a paspaboTBaHe Ha TeCToBe 3a NPOTOYHA LIUTOMETPUSA, PENopTEPHN
6roTecToBe, NPOyYBaHNA 3a akTuBMpaHe Ha T-KIeTkv 1 nNaTopMm 3a CKPUHWHT € BUCOKa NPOU3BOANTENHOCT, MPefjHa3HayYeHun 3a oLeHka Ha
edhrkacHocTTa Ha 6/10KMpaHeTo Ha KOHTPOJTHUTE TOYKWU UM 06pa3yBaHETO Ha UMYHHM crHancu. Tbii kato CHO-kneTkuTe ocurypsisat
cTabuiHa cucTema 3a ekcnpecust C OTHOCMTE/THO HUCKO hOHOBO HMBO, Te YeCTO Ce 13bmpar 3a Cb3gaBaHe Ha CTaHJapTu3MpaHu TecToBe 1
MPWIOXKEHUS 3a 61OMOTMYEH KOHTPO/T HAa Ka4ecTBOTO.

TbKaH ARYHUK

3a6onsBaHe ANYHNLM Ha KUTANCKV XamCTep, HEHeOoNMaCcTUYHU; TEHETUYHO MoAUcMLMPaHn 3a
NoBbPXHOCTHA ekcnpecus Ha PD-L1 (CD274/B7-H1)

MpunoxeHus

CKPUVHVHT 3a aHTUTeNa; pa3paboTBaHe Ha MMyHOTepanusi, HacoueHa kbM PD-L1; n3cneaBaHvsi B 06/1acTTa Ha UHXMBUTOPUTE Ha
KOHTPOJIHWATE TOUKM; NPOYYBaHKS HA UMYHHOTO M3GsrBaHe Ha TYMOPUTE; NPOTOYHA LIUTOMETPHS

KNACUN®UNKALMUA
OpraHmsbm Kutaiickun xamcrep
Cekc KeHcku
CBoliicTBa, CBbp3aHu C pacTexa ALXE3UBEH U CYCMEH3VNOHEH
Craryc Ha 'MO GMO-S1

MoapoGHOCTM OTHOCHO cTatyca Ha TMO

GMO-S1: This CHO cell line contains a CD274 expression cassette supporting receptor-function analyses. This classification applies only
within Germany and may differ elsewhere.

HuBO Ha 6uonornyHa 6e3onacHocT 1
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XAPAKTEPUCTUKN

Mopdonorus Mofo6HW Ha enuten
Tvin KneTka EnutenHu knetku
Bpewme 3a yaBosiBaHe okono 14-16 yaca
NAEHTUDUKATOPIA
N3TOUHMK

CHO-PD-L1 (kaTanoxeH Homep Ha Cytion 305975)

JdaHbuyeH ngeHTudMKaumoHeH Homep 10029
B NCBI
Llenosasbp CVCL A8X1

NMPOABA N NPEAPA3MONMOXEHOCT

MOBBLPXHOCTHN aHTUTEHU
PD-L1 (CD274/B7-H1)

EkcnpecupaHu peuentopu
PD-1/CD279

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpepa

3a agxesnBHu Kyntypu: DMEM: Ham's F12 (1:1), w: 3,1 g/L roko3a, w: 2,5 mM L-rnytamuH, w: 15 mM HEPES, w: 0,5 mM HaTpueB nupysar,
w: 1,2 g/L NaHCO3 (Homep Ha nsgenueto Ha Cytion 820400a)

3a cycneHsnoHHu kyntypu: CHO Growth Medium A (ot INSCREENeX; katanoxeH Homep INS-ME-1039 Ha INSCREENeX)

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

foGaBku

3a aaxe3uBHM KynTypu: JonbnHeTe cpepata ¢ 5% FBS. [lobaBeTe Geneticin (G418-Sulfat), 3a a gocTurHete kpaliHa KoHLeHTpaumsi ot 0,5
mg/ml.

PeareHT 3a gucounauus 3a afxe3nBHU KynTypu: TpuncuH-EDTA

MpecaxpaHe

3a pyTUHHN aaxe3nBHU KIETbYHM KYNTypu: ACnnpupaiite ctapata XxpaHuTenHa cpeja oT aAxe3vBHUTE KNETKM 1 T npomuiite ¢ PBS, 3a ga
OTCTpaHuTe ocTaHanata cpefa. Cnep kato acnupupate PBS, nobasete noaxoasiumsa o06em pastBop Ha TpuncuH/EDTA B 3aBMCUMOCT OT
pasMepa Ha cbAa 3a kyntusupaHe (Hanp. 1 ml 3a konba T25, 3 ml 3a kon6a T75) 1 uHky6upaliTe npu ctaliHa Temnepatypa uim 37 °C 3a 5-
10 MUHYTV UK AOKATO KNeTk1Te ce oTAensT. Habnopasaite oTAeNAHETO N0 MUKPOCKON 1 ako e Heobxo4uMOo, IeKo NoTynaiTe cbaa, 3a Aa
ocsoboauTe knetkute. Crneq oTAensHeTo M fobaseTe Nb/Ha cpefa, 3a fa MHakTieupare TpuncuHa/EDTA, BHUMaTENHO pecycneravparite
K/IETKUTE 1 NpexBbp/ieTe a/IMKBOTHA YacT OT K/IeTbYHaTa CYCreH3nsa B HOB Cb/, 3a Ky/ITUBMPaHe, Chabpxaly npsacHa cpeaa. MNoctaseTe cbaa
B MHKy6aTop, HacTpoeH Ha 37 °C ¢ 5 %CO2, n cmeHsiliTe cpegaTta Ha Bcekn 2-3 AHU.

KoedmuuneHT Ha pasgensiHe orlpo5
MnBbTHOCT Ha 3acsiBaHETO 2 po 5 x 104 knetkm/cm?
OGHOBfIBaHe Ha TEYHOCTTA 2 [0 3 NbT cegMUyHO

Bb3cTtaHoBABaHe cnef, pasmpasaBaHe  Crief pasmpassBaHeTo pasjesnieTe KeTkute B CboTHoLeHve 1:2 ao 1:3 B konbu T25 un
ocTaBeTe K/IeTKNTe fja ce Bb3CTAHOBAT OT NpoLeca Ha 3ampassiBaHe 1 fja 3anenHar (3a
3anenHanu KynTypu) 3a Hain-masko 24 yaca.
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https://www.cellosaurus.org/CVCL_A8X1

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.

Ycnosusa 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 Bb3pacTHu

NMPABH BbMPOCU N BE3OMNACHOCT

Mepku 3a 6esonacHocT

Korato nnaHupare ga cbxpaHssarte kpuonpenapar B TeueH a3oT 3a ObAello pasmpassBaHe, e 3ab/KUTeNHO [a cnas3sBare CTPOorn Mepku 3a
6e30nacHOCT. MNMoAxoAALmMTe 3aLUMTHN PbKaBuLW 1 06/1eK10 ca OT ChLUECTBEHO 3HaYeHne, a No BpeMe Ha NPexBbp/IAHETO Ha 3aMmpaseHu
npo6u KbM UK OT pe3epBoapa € TeueH a3oT e Heo6XoAMMO Aa Ce M3M0/3Ba 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.

OTKa3 OT OTTOBOPHOCT

HalumTe kneTku ce NpefocTaBsAT USK/HUNTE/HO 3a LenMTe Ha N1abopaTopHU 13CNefBaHus in Vitro 1 He ca npeAHasHaueHn 3a KAMHUYHA UK
[yarHocTMyHa ynotpeba, HATO fa ce npuaarar Ha Xxopa Wam Aa ce U3no/3Bar 3a BeTepuHapHu Lenu. Motpe6utenuTe Tpsiéea ga ce
NPUABPXKAT KbM BCUUKM MPUIOXKIMI HACOKM 1 pa3nopesbyn 3a 6opaBeHe 1 13Mo/13BaHe Ha Tesn KeTKM B 13C/nefoBaTesicka cpeaa.
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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

Mpunarat ce cnopasymeHus ¢ TpetTun Yes

CcTpaHu
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