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O6wa nHdopmayus

Description

OTKa3 OT OTFOBOPHOCT: LleHnTe, NoKa3aHU 3a K/IeTbYHU IMHUU, Ca NPpegHa3HAuYeHN U3K/TIOUUTENHO 32
KJINEHTU C HECTOMAHCKa Lie/l. AKO NpeAcCTaBnsBaTe ThProBCcka opraHu3aLms, Monsi, CBbp)KeTe ce ¢ Hac 3a
aNTepHaTUBHMU LEHMN.

KneTbyHaTa MHUS CHO-B7H3 e cTabunHa pekoMbUHaHTHa KneTb4Ha MHUS CHO (Chinese Hamster Ovary),
Cb3pafeHa fa ekcnpecupa peuenTtopa B7-H3 Ha BUCOKO HUBO, Mpnban3nTenHo 430 000 MoeKyIn Ha KNeTKa.
Ta3u KNeTbYHa NMHUS € pa3paboTeHa c NoMoLLTa Ha MHOBaTMBHaTa TexHonorus "landing pad", kosTo
0oCUrypsiBa npeLmn3Ho 1 Bb3Npon3BoAMMO MHTEFpUpaHe Ha reHa B7-H3 B cneundunyeH, npegeapuTenHo
Ba/MAMPaH reHOMeH Nokyc. B7-H3, n3eecteH cbLio kato CD276, e YneH Ha ceMencTBOTO B7 Ha UMYHHUTE
KOHTPOJ/IHW MPOTENHM 1 € CBPBXEKCTNPeCcMpaH Npu pasinyHu BULoBe pak. Ton urpae peLuasalla pons B
1364rBaHeTo Ha MMyHHaTa 3alMTa OT TYMOPHUTE K/IETKM 1 Ce CBbP3Ba C /I0Lla MPOrHo3a npuv NaLMeHTU C pak.
ToBa npaeu B7-H3 obeluaBalia Lien 3a UMyHoTepanus Ha paka, 0cobeHo npu pa3paboTBaHETO Ha MHXMBUTOPU
Ha KOHTPOJIHNTE TOYKN N KOHIOraTu aHTUTeNa-NeKapcTBa.

Ekcnpecusita Ha B7-H3 B Ta3u KneTb4Ha IMHMA € NOTBbPAEHA C MOMOLLTA HA MOTOYHA LUTOMETPUS C TapreTHo-
cneumdrYHO aHTUTAN0, KOETO rapaHTVpa HafexXaHa 1 NocnefoBaTeNHa peLenTopHa NABbTHOCT B UsnaTa
KneTbYyHa nonynayms.

Organism KuTalicku xamctep

Tissue ANYHNK
XapaKTepuUcTuku

Age Bb3pacTHu

Gender XeHa

Morphology Mogo6Hu Ha enuTen

Growth MpunensaHe/cycneHsus

properties

PerynaTopHu gaHHuU

Citation

CHO-B7H3 (kaTanoxeH Homep 305417 Ha Cytion)

Biosafety level 1
NCBI_TaxID 10029
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GMO Status GMO-S1: Tazu CHO nMHMs Cbbpa YoBewwKu B7-H3 eKCcnpecnBeH KOHCTPYKT 3a U3C/IEABaAHE HA UMYHHM
peuenTopu. Tasu knacuduKaums ce npuaara camo B F'epMaHms 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 nupyBat, 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: lonbaHeTe 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 KNeTBYHM KyNTypu: ACNMpUpaiiTe CTapaTa XpaHUTENHa Cpefja OT aaxXe3UBHUTE KNeTKM

1 rv npomuinTe ¢ PBS, 3a ga oTcTpaHWTe ocTaHanaTa cpega. Cnep Kato acnupupate PBS, nobaBete
nopxogsims obem pasTBop Ha TpuncuH/EDTA B 3aBUCHMOCT OT pa3Mepa Ha Cbfia 3a KynTuBMpaHe (Hanp. 1 ml
3a konba T25, 3 ml 3a konba T75) M MHKYBUpalTe Npu cTaliHa TemnepaTypa uam 37 °C 3a 5-10 MUHYTU UK
[OKaTO KNeTKuTe ce oTaensT. HabntogasaliTe oTAeNsIHETO Noj MUKPOCKON M aKo € Heo6X0auMO, JIeKO
noTynanTe CbAa, 3a fla ocBoboauTe KneTkuTe. Cep oTaensiHeTo UM fobaBeTe Mb/HA cpefa, 3a Aa
MHaKTuBMpaTe TpuncuHa/EDTA, BHUMATENHO pecycreHampanTe KNeTKUTe U NpexBbprieTe alMKBOTHA 4acT OT
KneTbYyHaTa CyCNeH3ns B HOB Cbf, 3a KYNTUBMPaHe, CbhibpXaly npsicHa cpega. lNoctaBeTe cbfa B MHKy6aToOp,

HacTpoeH Ha37°Cc5 %C02’ N CMeHsTe cpeaaTa Ha BCeKM 2-3 fiHW.

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 3anenHanu KynTpr) 3a Hali-Manko 24 vaca.

Freeze KaTo cpepa 3a KprokoHcepBaLys M3non3Bame NbiaHa Cpefa 3a pactex (BkatoyuTtenHo FBS) +10% DMSO 3a

medium afeKBaTHa XXN3HECNOCOBHOCT cief pa3MpassBaHe unam CM-1 (kaTanoxeH Homep 800100 Ha Cytion), kosiTo
BK/I0YBa ONTUMU3MPaHM OCMOMPOTEKTOPY U METABONUTHU CTabunusatopu 3a nofobpsiBaHe Ha
Bb3CTaHOBSIBAHETO 1 HaMassiBaHe Ha KPUOWHAYLMPaHUS CTpec.
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Thawing and
Culturing Cells

Incubation
Atmosphere

Flask Coating

Freezing
Procedure

1. YBeperTe ce, Ye h1aKOHBT OCTaBa [ b/1I60KO 3aMpa3eH Npy AOCTaBKaTa, T KaTo KNeTKUTe ce
TPaHCMOPTUPAT CbC CYX Nefl, 33 Aa Ce NOAAbPXKAT ONTUMAHW TeMMNEepaTypu NO BpEME Ha
TpaHCMOpPTUPAHETO.

2. Mpu nonyyaBaHe UK CbxpaHsBaiiTe He3abaBHO KpMOBMOATa Npy TeMnepaTypu nog -150 °C, 3a fa
OCUrypuTe 3amna3BaHe Ha KleTb4yHaTa UsaocT, Uan NpeMmnHeTe KbM CTBKA 3, aKo € Heo6Xo0g1MMo
He3abaBHO KyNTUBUpPaHe.

3. 3aHe3abaBHO KynTMBMpaHe 6bp30 pa3mpaseTe h1aKOHA, KaTo ro NOTONUTe BbB BOAHA 6aHs € yMcTa
BOJa U aHTUMUKPOBEH areHT ¢ TemnepaTypa 37 °C, KaTo pa3bbpKBaTe BHMMATEHO B NPOABb/DKEHME Ha
40-60 ceKyHaM, [OKAaTO OCTaHe MasiKa fiegeHa byyka.

4. N3BbpluBaiiTe BCUYKM CNefBaLLy CTHMKMU MPU CTEPUIHM YCIOBUS B aCMMPaTop, KaTo npegu oTeapsiHe
Ae3nHdeKumpaTe KprosmronaTta cbe 70% eTaHo.

5. BHMMaTenHo oTBopeTe Ae3nHdeKuMpaHus dakoH 1 NpexBbpieTe KneTbyHaTa cycneHsus B 15 ml
LleHTpodyxHa enpyBeTKa, CbabpXalla 8 ml xpaHuUTenHa cpefa CbC CTallHa TemnepaTypa, KaTo
pa3bbpKaTe BHMMATENHO.

6. LeHTpodyrupalite cmecta npu 300 X g B NpoAb/KEHME Ha 3 MUHYTK, 32 fia OTHENUTE KNeTKUTe, U
BHUMATE/IHO M3XBbpaeTe CynepHaTaHTaTa, CbAbpXalla ocTaTbyHa 3amMpassaBalla cpefa.

7. BHMMaTeNHO pecycneHaMpainTe KneTbyHaTa nefeta B 10 ml npscHa xpaHuTenHa cpepa. 3a agxesnBHm
KNeTKU pa3genieTe CycneH3nsaTa Mexay gse Konbu T25; 3a CycneH3noHHU KyATypuy NpexBbpreTe
usnaTa cpega B efHa konba T25, 3a fa cTumynupate echeKTUBHOTO B3aMMOZENCTBIE 1 pacTex Ha
KneTkuTe.

8. MpupabpxaiiTe ce KbM YyCTaHOBEHMTE NMPOTOKO/IN 3a CY6KYNTUBMPAHE 3@ HEMPEKbCHAT PacTex u
MOAAbPKAHE HA KNEeTbYHATA JINHUSA, KATO rapaHTMpPaTe HAZEXAHN eKCNIepUMEHTAIHM Pe3ynTaTu.

37°C, 5%(:02’ OB/aXXHEeHa aTMocdepa.

3a onTUManHO NPUKPEnBaHe 1 XM3HECNOCOBHOCT Cied pa3MpassiBaHe NpenopbyBaMe fa ce U3non3eaTt Konbu
WM NNIaKM C KOJTareHOBO NOKpUTHe.

Kp1oKoHCepBMpaHMTE KNeTbYHU IMHUK Ce TPAHCMOPTMPAT BbPXY CyX fief BbB BanuanpaHa, M3onmpaHa
OMaKOBKa C AOCTATbYHO XN1agMNEH areHT, 3a fa ce NofAbpKa NpubansnTenHo -78 °C no Bpeme Ha
TpaHcrnopTupaHeTo. Mpy nonyYyaBaHeTo He3abaBHO MperiefanTe ONakoBKaTa U He3abaBHO NpexsbpeTe
(h1akoHWTE 3a NOAXOAALLO CbXpaHEHHe.
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Shipping

Conditions Kp1OKOHCEPBMPAHUTE KNETBYHM IMHUKN Ce TPAHCNOPTMPAT BbPXY CyX fieq BbB BangnpaHa, u3onmpaHa
OMaKoBKa C f,OCTaTbYyHO X/1aaUJIeH areHT, 3a fla ce noaabpxa NnpubnnsnTenHo -78 °C no BpeMe Ha
TpaHcnopTupaHeTo. Mpu nonyvyaBaHeTo He3abaBHO NpernefarTe oNnakoBKaTa U He3abaBHO NpexBbpeTe
nakoHWTe 32 NOAXOAALLO0 CbXPAHEHME.

Storage

Conditions 3a A bAroTpanHo CbXxpaHeHue nocTaBeTe IaKOHMTE B TeYEH a30T B MapHa ¢asa npu TemrnepaTypa okoso -150

00 -196 °C. CbxpaHeHuneTo npu -80 °C e NpUeMANBO CaMO KaTo KPaTbK MEXAMHEH eTan npeay NpexBbpasHETO B
TeyeH a3oT.

KoHTpon Ha kayecTBOTO [ TeHeTuyeH npodun [ HLA

Sterility
3aMBbpCsSBaHETO C MUKOMJIa3Ma Ce U3K/oYBa KakTo Ype3 PCR-6a3mpaHu aHanunsm, Taka v 4pes nyMUHECLEHTHM
MeTO/AM 3a OTKPUBAHE Ha MMKOMAa3Ma.
3a fa ce rapaHTUpa, Ye HsiMa 6aKkTepranHo, FbOUYHO UM OPOXAEBO 3aMbpPCABAHE, KNETbYHUTE KYITypH ce
NopAnarat Ha eXefHeBHY BU3YaHN NPOBEPKMU.
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