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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.

KneTbuyHara nuHua HEK293-CCR8 e cTabunHa pekombruHaHTHa kneTbuHa nHua HEK293, cb3ganeHa fa ekcnpecvpa peventopa CCR8 Ha
CpeAHO-BMCOKO HUBO, NPU6n3nTenHo 22 000 Monekyin Ha KneTka. Tasu KneTbyHa NMHKA e paspaboTeHa ¢ MomoLLTa Ha TeXHoormsaTa
Janding pad” Ha inscreenex, KOATO ocurypsasa npeLusHa 1 Bb3nponssoguma vHterpauus Ha reHa CCR8 B crnieyudinyeH, npeasapuTesniHo
Ba/mMaMpaH reHomHu nokyc. CCR8, nssecteH cblo kato CHEMR1 nam CDw198, e G-npoTenH-cBbp3aH peuentop (GPCR), koliTo ce
ekcrnpecupa npeaMMHO BbpXy perynatopHute T-kneTku (Tregs). Toli urpae kito4oBa pons B MOTUCKAHETO HA UMYHHUTE peakuyu B TymopHaTa
MUKpOCpesa, KaTo nomara Ha TYMOpHUTE KeTkn Ja n3berHat MMyHHOTO OTKpvBaHe. brarofapeHne Ha ponsita cv B NOAAbPXAHETO Ha
nmyHocynpecusHa cpega, CCR8 ce npeBbpHa B 06€eLlaBallia MULLEHA 3a HOBU MMyHOTepanuu cpeLLy pak, HaCOYeHU KbM yCU/IBaHe Ha
aHTUTYMOPHMSA UMYHUTET Ype3 HamansiBaHe Ha Treg-mMeAnnpaHoTo NoTUCKaHe.

Ekcnpecusita Ha CCR8 B Tasu k/eTbyHa MHNA Gelle NoTBbpAeHa Ypes NpoToyHa LMTOMETPUS C aHTUTANO, cneuudunyHo 3a LenTta, Koeto
rapaHTvpa nocsiefloBaresiHa u HafexaHa NibTHOCT Ha peLienTopuTe B UAnarta KieTbyHa nonynaums.

TbKaH deTaneH 6bopek
3a6onsBaHe TpaHcopmupaH/yBekoBeyeH; HETYMOpOreHeH (Ha 6a3ara Ha HEK293)
MpunoxeHus

M3cneaBaHus B 06/1acTTa Ha UMyHoTepanusiTa; hapmakosorust Ha GPCR; paspaboTBaHe Ha aHTuTena, HacoueHu kbM CCRS; TecToBe C
CAR-T KNETKM; CKPUHUHT B UMYHOOHKO/IOMUsITA; GUosorvsi Ha Treg KneTkute

KNACUN®UNKALMUA
OpraHusbm Yosek
Cekc XKeHcku
CBoiicTBa, CBbP3aHu C pacTexa MpUBBLPXEHVIK
Cratyc Ha MO GMO-S1

MoapoGHOCTM OTHOCHO cTatyca Ha TMO

GMO-S1: This HEK293 cell line contains a CCR8 expression construct, enabling chemokine receptor signaling studies. This classification
applies only within Germany and may differ elsewhere.

HuBo Ha 6uonorvyHa 6e3onacHoOCT 1
XAPAKTEPUCTUKN

Mopdronorusa Mopo6HW Ha enuten

Tun Knetka EnutenHu knetkm

Bpewme 3a yaBosiBaHe 0oKono 24-36 yaca
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NWAEHTU®UKATOPU

N3TOYHUK
HEK293-CCR8 (katanoxeH Homep 305426 Ha Cytion)

[aHbueH naeHTUUKaLMoHeH Homep 9606
B NCBI
Lienosasbp CVCL 6G18

NMPOABA N NPEAPA3MO/OXEHOCT

ExkcnpecupaHu peyentopu
CCR8 (CHEMR1 nnn CDw198)

OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpega

RPMI 1640, w: 2,0 mM ctabuneH raytamuH, w: 2,0 g/L NaHCO3 (Homep Ha cTtatusita B Cytion 820700a)
Atmocchepa 3a MHKyGaumsa 37°C, 5%C02, oBnaxHeHa atmocdepa.

foGaBku

JonbnHete cpepata ¢ 10% FBS, 1 mM HaTpues nupysat, 10 mM HEPES, 1% NEAA. [lo6aseTe Geneticin (G418-Sulfat), 3a aa gocturHere
KpaiiHa KoHueHTpauums ot 1 mg/ml.

PeareHT 3a gucoumnauus TpuncvH-EDTA

MpecaxpaHe

3a pyTUHHN aaxe3nBHU KIETHYHU KYNTypu: ACnnpupaiite ctapata XxpaHuTenHa cpeja oT afxe3vMBHUTE KNETKM 1 rn npomulite ¢ PBS, 3a ga
OTCTpaHuTe ocTaHanata cpefa. Cnep kato acnupupate PBS, nobasete noaxogsiumsa o6em pastBop Ha TpuncuH/EDTA B 3aBUCUMOCT OT
pasMepa Ha cbAa 3a KyntusmpaHe (Hanp. 1 ml 3a konba T25, 3 ml 3a kon6a T75) u uHkybupaiite npu ctaiiHa Temneparypa unm 37 °C,
fokato knetkute ce otaensT (5-10 MuHyTY). Habnogasaiite oTAeNsSHETO NOA MUKPOCKON M NPU HEO6XOAMMOCT JIeko noTynaiTe cbaa, 3a fa
ocsoboauTe knetkute. Cneg kato ce oTAenaT, fjobaseTe Nb/Ha cpefa, 3a fja uHakTveupare TpuncuHa/EDTA, BHMaTENHO pecycneHavpaiiTe
K/IETKUTE 1 NPexBbp/ieTe a/IMKBOTHA YacCT OT K/IeTbYHaTa CYCreH3nsa B HOB Cb/, 3a Ky/ITUBMPaHe, Chbpxaly, npscHa cpea. MNoctaseTe cbaa
B MHKy6aTop, HacTpoeH Ha 37 °C ¢ 5 %CO2, n cMeHsiliTe cpegaTta Ha BCeku 2-3 fHU.

KoedmuuneHT Ha pasgensiHe orlpo5
MnBbTHOCT Ha 3acsiBaHETO 2 0o 4 x 104 knetkm/cm?
OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CEAMUYHO

Bb3cTaHoBsiBaHe cnej pasMpassiBaHe Cnep pa3MpassiBaHETO pasgeneTe KeTkuTe B CbOoTHOLEeHMe 1:2 1o 1:3 B konbu T25 n
ocTaBeTe K/eTk/Te Aa ce Bb3CTaHOBAT OT npoLeca Ha 3ampassiBaHe 1 fa 3anenHar (3a
3anenHanu KynTypu) 3a Hain-masnko 24 yaca.

Pasmpa3ssiBaHe 1 Ky/ITUBUpaHe

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.
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https://www.cellosaurus.org/CVCL_6G18

KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALUA

CrepunHocrt

3ambpcsABaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u Ypes TyMVHECLLEHTHN MEeTOAM 3a OTKpMBAaHE Ha
MUKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpK ce nognarar Ha eXxefHeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KpYoKOHCepBaLma 13nosi3Bame Nb/iHa cpefa 3a pactex (BkauntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCnoco6HOCT creg pasmpassiBaHe i CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1IOUBA ONTVMMU3VPAHN OCMOMPOTEKTOPY U METAbONNTHN
cTabunmnsaropy 3a nogobpsBaHe Ha Bb3CTaHOBSIBAHETO U HaMasifABaHe Ha
KPUOMHAYLIMPaHns cTpec.

Ycnosua 3a cbxpaHeHue

3a A4bAroTpaiHo cbxpaHeHue noctaseTe (/1lakKOHUTE B TEYEH a30T B NapHa hasa npu temneparypa okosno -150 ao -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMO KaTo KpaTbK MeXAMHEH eTar npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpriokoHcepBupaHnTe KNEeTbYHN JIMHUK Ce TPaHCNOPTUPAT BbPXY CyX /e, B YTBbPAEHW, N30/IMPaHN ONakoBKWN C AOCTATbYHO XNa4UIIEH areHT,
3a fla ce nogabpxa npnbnuantenHo -78 °C no BpemMe Ha TpaHcnopTupaHeTo. Npu nonyyaBaHETO He3abaBHO NpernefaiTte onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTE 3a NOAXOASALLO0 ChbXPaHEHME.

AAPUTEN

Bb3pacT Ha floHOpa Mnop,

NMPABHWN BbMNPOCU N BE3OMACHOCT

Mepku 3a 6e3onacHocT

Korarto nnaHupare fa cbxpaHsiBaTe Kpuonpenapar B TeYeH a3oT 3a 6bello pa3mpassiBaHe, e 3afb/HKMTENIHO Aa cnassarte CTPory Mepku 3a
6e3onacHocT. MoaxoasLmTe 3auTHY PbKaBmLuy 1 061EK/0 ca OT CbLLECTBEHO 3HaYeHWe, a o BpemMe Ha NPexBbp/ISHETO Ha 3ampaseHu
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a /iuLe uav npeanasHu ounia. Tosa ce npasw, 3a ja ce
HamaIv PUCKbT OT HapaHsBaHe OT NOTEHLUMasTHY eKCNI03UM Ha KPUOBKOIUTE MNPU U3BadkAaHETO 1M, KOUTO MoraT fa [AoBeAar [0 U3XBbpsiHe
Ha OCTpu hparMeHTu.

OTKa3 OT OTTOBOPHOCT
Hawute KneTkn ce npefocTaBaT U3KMOUUTENHO 3a LiennTe Ha I'Ia60paT0pHVI n3cneABaHus in vitro n He ca npegHasHavyeHu 3a KIMHU4Ha nnum

AnarHocTnyHa yn0Tpe6a, HUTO Aa Ce npunarat Ha Xxopa Win ga ce n3non3sar 3a BeTepnHapHu Lesnn. nOTpeﬁVITeI'IVITe TpﬂﬁBa face
NpUABbPXAT KbM BCUYKM NPUIOKMMU HACOKN 1 pasnopeoun 3a 6opaBeHe 1 13Mon3BaHe Ha Te3n K/eTKU B u3cregoBaresnicka cpeja.

FapaHuyua

Hue B Cytion 3actaBame 3a/ Ka4eCTBOTO U1 XMN3HECMOCOOHOCTTA Ha HALLUTE NMPOAYKTY.

[apaHTUpame, Ye HalmTe KNeTKY LWe 6baaTt XM3HeCnocobHY B HA4a10TO Ha Ky/ITUBMPAHETO B NPOAb/keHne Ha 60 AHW cref usnpatlaHeTo
MM OT HalIMTe CbOPbXEHUS.

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

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawarta <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"'>apaHuynoHHa
aexknapauus
Mpunarat ce cnopasymeHus ¢ TpeTn Yes
cTpaHu
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