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O6wa nHdopmayus

Description
3abenexka: MNocoyeHute LL€HU 3a K/IeTbYHUTE JINHUU Ca BaZIMAHU €eAUHCTBEHO 3a

aKafi,eMUYHN/HECTONMAHCKMN K/IMEHTU. 3a TbProBCcKMn Cy6eKTH LieHaTa e Nnpu6aunsuTenHo 6 250 espo.
AKo npepacTaBnsiBaTe TbProBCKM CYy6eKT MU He CTe CUTYPHU B KOSl KaTeropusi nonagare, MoJisi CBbp)KeTe
ce c Hac.

KnetbyHaTa nnHMS CHO-B7H3 e cTabunHa pekoMbMHaHTHa kneTb4Ha nnHusa CHO (Chinese Hamster Ovary),
Ccb3pafieHa fla ekcrnpecupa peuentopa B7-H3 Ha BUCOKO HUBO, NpubansntenHo 430 000 MONEKYIN Ha KNeTKa.
Ta3u KNeTbYHA NMHUS € pa3paboTeHa C NOMOoLLTa Ha MHOBaTMBHaTa TexHonorus ,landing pad“, kosTo
oCUrypsiBa NpeLy3Ha 1 Bb3Npon3BoaMMa UHTErpauus Ha reHa B7-H3 B cneuudmyeH, npegsapuTenHo
Ba/MAMPAH FreHOMHM NoKyc. B7-H3, n3BecteH cbio kato CD276, e YneH Ha CeMencTBoTO B7 Ha UMyHHUTe
KOHTPOJIHW MPOTENHM 1 Ce CBPbXEKCMNpecupa Npu pasivyHu BULoBe pak. Ton urpae KpUTUYHa poss B
MMYHHOTO M36srBaHe OT TYMOPHUTE K/IETKM 1 Ce CBbP3Ba C JIoLla NPOrHo3a npv nauneHTu ¢ pak. ToBa npasu
B7-H3 obelyaBalla MuLLIeHa 3a UMyHOTEpanus Ha paka, 0CobeHo Npu pa3paboTBaHETO Ha UHXMBUTOPU Ha
KOHTPO/THNTE TOYKM N KOHIOraTU Ha aHTUTeNa C N1eKapcTaa.

EKcnpecmnTa Ha B7-H3 B Ta3u kneTb4Ha NuHuA Gelle NOoTBbpPAEeHa 4pe3 NPOTOYHA LUTOMETPUA C aHTUTANO,
CI'IELI,VICI)VI‘-IHO 3a UenTa, KOeTo rapaHTupa HagexgHa 1 NnoCTosdHHa NABbTHOCT Ha pelenTopuTe B LianaTta
K/1€TbYHa nonynauund.

Organism KuTalicku xamcTep

Tissue ANYHMK
XapaKTepucTuku

Age Bb3pacTHu

Gender XeHa

Morphology Mogo6Hu Ha enuTen

Growth MpunensaHe/cycneHsus

properties

PerynaTopHu faHHU

Citation CHO-BT7H3 (kaTanoxeH Homep 305417 Ha Cytion)

Biosafety level 1
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GMO Status GMO-S1: Tasu CHO nMHMs cbbpiKa YoBewwKu B7-H3 eKcnpecrBeH KOHCTPYKT 3a U3C/IEABaHE HA UMYHHM
peuenTopu. Tasu knacuduKaums ce npuaara camo B FepMaHms 1 MOXe Aa Ce Pa3fnyasa B pyru CTPaHu.

BuomMoneKkynsapHu gaHHu

Receptors B7H3 (CD276)
expressed
Pa6oTac
Culture
Medium 3a apgxe3nBHU KynTypu: DMEM: Ham's F12 (1:1), w: 3,1 g/L ratoko3a, w: 2,5 mM L-rnytamuH, w: 15 mM HEPES, w:

0,5 MM HaTpues nupysat, w: 1,2 g/L NaHCO3 (Homep Ha nsgenveto Ha Cytion 820400a)

3a cycneH3noHHU kyntypu: CHO Growth Medium A (oT INSCREENeX; kaTanoxeH Homep INS-ME-1039 Ha
INSCREENeX)

Supplements 3a agxe3uBHU KynTypu: JonbaHeTe cpegata ¢ 5% FBS. lobaBeTe Geneticin (G418-Sulfat), 3a ga pocTurHeTe
KpalHa KoHLeHTpauus ot 0,5 mg/ml.

Dissociation 3a agxe3unBHU KynTypu: TpuncuH-EDTA
Reagent
Subculturing 3a pyTUHHU aIXE3MBH KNEeTBYHM KyNTypu: ACNMpUpaiiTe CTapaTa XpaHUTENHa Cpefja OT aaXe3UBHUTE KNeTKM

1 rv npomminTe ¢ PBS, 3a ga oTcTpaHWTe ocTaHanaTa cpega. Cnep Kato acnupupate PBS, nobaBete
nogxopaswmsa obem pasTeop Ha TpuncuH/EDTA B 3aBUCMMOCT OT pa3Mepa Ha Cbfa 3a KynTueupaHe (Hanp. 1 ml
3a konba T25, 3 ml 3a konba T75) n UHKYbUpaliTe Npu cTaiiHa TemnepaTtypa uam 37 °C 3a 5-10 MUHYTU UK
[OKATO KNeTKuTe ce oTaensT. HabntogasaliTe oTAeNnsiHETO Noj MUKPOCKON M aKo € Heo6X0auMO, JIEKO
noTynanTe CbAa, 3a fla ocBoboauTe KneTkuTe. Cneg oTaensiHeTo UM fobaBeTe Nb/HA cpefa, 3a Aa
MHaKTuBMpaTe TpuncuHa/EDTA, BHUMATENHO pecycreHamMpanTe KNeTKUTe U NpexBbprieTe alMKBOTHA 4acT OT
KneTbYyHaTa CyCNneH3uns B HOB Cbf, 3a KYyNTUBMPaHe, CbhbpXaly npsicHa cpega. lNoctaBeTe cbaa B MHKy6aTOp,

HacTpoeH Ha37°Cc5 %C02’ N CMeHsNTe cpeaaTa Ha BCeKM 2-3 fHW.

Fluid renewal 2 70 3 MbTU CEAMMYHO
Post-Thaw
Recovery Cnep pa3mpa3ssiBaHeTo pasaeneTe KNeTKUTe B CboTHOLWEHMe 1:2 Ao 1:3 B kon6u T25 1 ocTaBeTe KNeTKUTE Aia ce

Bb3CTAaHOBAT OT NpoLecCa Ha 3aMpa3daBaHe 1 ja 3anenHat (3a 3anenHanum KynTpr) 3a Hali-Manko 24 vaca.
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Freeze KaTo cpepna 3a KpMOKOHCepBaL s U3MoA3BaMe Nb/iHa Cpefa 3a pacTex (BkaumTenHo FBS) + 10% DMSO 3a

medium afleKBaTHa XM3HecnocobHOCT cnep pa3mpassaBaHe unn CM-1 (kaTtanoxeH Homep 800100 Ha Cytion), kosiTo
BK/1K04Ba ONTUMMU3MPAHN OCMOMNPOTEKTOPU U METAabONUTHU CTabnnmsaTopu 3a NnogobpsiBaHe Ha
Bb3CTAaHOBABAHETO M HAMaNsBaHe Ha KPMONHAYLIMPAHUS CTpecC.

Thawing and

Culturing Cells N
1. YBepeTe ce, 4ye Cb)'laKOH'bT OCTaBa ,CI,'bI'I6OKO 3aMpa3eH Npu gocTtaBKaTa, TbM KaTO KNETKUTE Ce

TpaHCNoOpTMPaT CbC CyX fieq, 3a Aa Ce MoAAbPXaT ONTUMaHU TeMMNepaTypu No BpeMe Ha
TpaHCNopTMpPaHeTo.

2. Mpwv nonyyaBaHe UM CbxpaHsBanTe He3abaBHO KpUoOBMONaTa Npu TemnepaTypu nog -150 °C, 3a ga
oCUrypuTe 3anasBaHe Ha K/ieTb4HaTa UanocT, Uan npeMnHeTe KbM CTblMKa 3, aKo e HGOGXO,EI.VIMO
He3abaBHO KyNTUBUpPaHe.

3. 3aHe3abaBHO KynTMBMpaHe 6bp30 pa3mpaseTe hNaKkoHa, KaTo ro NOTONUTe BbB BoAHA 6aHs c ymcTa
BOJa M aHTUMUKPOBEH areHT ¢ TemnepaTypa 37 °C, KaTo pa3bbpkBaTe BHMMATENHO B NPOAB/HKEHME Ha
40-60 ceKyHAM, OKATO OCTaHe MaJika fiegeHa byyka.

4, V3BbpLlUBaAliTE BCUYKU C/IeBaLLM CTBMKM MPU CTEPUIHU YC/TOBUSI B acCNnpaTop, KaTo Npeau oTBapsiHe
ae3uHdekuupaTe KpuoBuonaTa cbe 70% eTaHon.

5. BHMMaTenHo oTBopeTe Ae3nHdeKLMpaHns GrakoH U NpexBbpeTe KNeTbYHaTa cycneHsus B 15 ml
LeHTpodyxHa enpyBeTKa, Cbabpxalla 8 ml xpaHUTeNHa cpefa CbC CTallHa TeMnepaTypa, KaTo
pasbbpkaTe BHUMATESNHO.

6. LleHTpodyruparite cmecta npu 300 X g B NPOABIIKEHNE Ha 3 MUHYTK, 33 i@ OTAENUTE KNETKUTE, U
BHMMAaTENHO N3XBbp/ieTe CynepHaTaHTaTa, CbAbpXalla oCTaTbyHa 3aMpa3sBalla cpega.

7. BHMMaTeNHO pecycneHavpanTe kneTb4YHaTa neneta B 10 ml npsicHa xpaHuTenHa cpeaa. 3a agxesnBHU
KNEeTKU pa3feneTe CycrneH3nsTa Mexay aBe Konbu T25; 3a CyCneH3noHHU KyNTypu NpexBbpieTe
usnaTa cpega B egHa konba T25, 3a ga cTumynupaTe epeKTUBHOTO B3aUMOAENCTBUE U PaCTeX Ha
KneTKuTe.

8. an,Cl,'bp)KaVlTe Ce KbM YCTAaHOBEHUTE NPOTOKONN 3a Cy6KyJ’ITMBVIpaHe 3a HENpPEeKbCHAT pacTex n
nogabpXXaHe Ha KNeTb4YHaTa IMHUA, KaTO rapaHTupaTe HageXXaHW eKCnepuMeHTanHn pesynTtatu.

Incubation
Atmosphere 37°C, 5%C02’ OBnaxHeHa aTMocdepa.

Flask Coating Hsawma
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E::::zeldnfre KpVIOKOHcepBVIpaHVITe KNeTbYHU NUHUN Ce€ TPAHCNOPTUPAT BbPXY CyX e[ BbB BaangnpaHa, U3osimpaHa
OMaKoBKa C fOCTaTbYyHO X/1aaUJIeH areHT, 3a fla ce noaabpxa NpubnnsnTenHo -78 °C no Bpeme Ha
TpaHcnopTupaHeTo. Mpu NnonyvyaBaHETO He3abaBHO NperiefarTe oNnakoBKaTa U He3abaBHO NpexBbpeTe
nakoHWTe 32 NOAXOAALLO0 ChbXPAaHEHME.

Shipping

Conditions KpVIOKOHCEpBVIpaHVITe KNeTbYHU NIMHNN Ce TPAHCMOPTUPAT BbPXY CyxX ied BbB BanngupaHa, n3aoanpaHa
OMaKoBKa C OCTaTbYHO X/IaAUJIEH areHT, 3a fla ce noaabpxa NnpubnnsnTtenHo -78 °C no Bpeme Ha
TpaHcnopTupaHeTo. Mpu nonyvyaBaHeTo He3abaBHO MNperfegarTe onakoBKaTa U He3abaBHO NpexBbpreTe
d)flaKOHMTe 3a NoaxoaAaLo CbXxpaHeHue.

Storage

Conditions 3a I,CI,'bﬂrOTpal‘;lHO CbXpaHeHne noctaBeTe CbJ'IaKOHl/ITe B Te4YeH a30T B NMapHa cba3a npu TemMnepaTtypa oKosio -150

[0 -196 °C. CbxpaHeHwueTo npu -80 °C e NpMeMIMBO CaMo KaTo KPaTbK MEeXAMHEH eTan Npean NpexsbpasiHETO B
TEYEH a3oT.

KoHTpon Ha kauyecTBOoTO / FeHeTuyeH npocdwun [ HLA

Sterility
3aMbpcsiBaHETO C MUKOM/Ia3Ma ce U3KITIo4Ba KakTo Ype3 PCR-6a3unpaHu aHanusm, Taka 1 4pes nyMUHECLEHTHM
MeTO/AM 3a OTKPUBAHE Ha MMKOMaa3Mma.
3a fa ce rapaHTupa, Ye HAMa bakTepuanHo, rbOMYHO UK APOXAEBO 3aMbpCaBaHe, KNeTbYHUTe KyTypu ce
nofaarat Ha eXefjHeBHN BU3yaHX NPOBEPKMU.
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