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OBWA NH®OPMALNA

OnucaHne

B-LCL-[MODEL NAME] e nmyHu3upaHa c Bupyca Ha Enwaiii-bap (EBV) yoBellka B numdobnactongHa kneTbyHa NnMHUS, cb3gageHa ot B
NMMOLNTH, N30NMPaHK OT TYMOPHa ThKaH 1n nepudepHa KpbB Ha Bb3pacTeH nauneHT. KneTkute ca reHepypaHm 4pes ex vivo MHekums ¢
EBV-cbabpxall, cynepHaTtaHT, NonyyeH oT kKneTbyHaTa NnHns B95/8 Ha mapMo3eTka, B MPUCHCTBMETO Ha LMKIOCMIOPUH A 3a NOTUCKaHe Ha
pactexa Ha T- u NK-knetku. Cnef, HAKO/IKO cegMuLM KyNTUBUPaHe e NOCTUIHAT cTabuneH numobnactongeH pactex, KoeTo Bogu Ao
HenpekbCHaTO nponvdepupatta MOHOK/IOHaUTHa UK ONUTOK/IOHaUTHA Nonynauusa ot B-kneTku, nogxoAsiia 3a 4b/roCpoyHo in vitro
pasimpsBaHe.

VimyHopeHoTHMHO, B-LCL-[MODEL NAME] nposBsaBa 3psn 1 akTuBupaH B-knetbyeH npodiun, xapakrepusmpaly, ce ¢ ekcripecus Ha CD19 n
CD20, 3aefHO C BUCOKMN HMBA Ha Mapkepu 3a akTusmpaHe 1 3peeHe, kato CD23 n CD80. CunHata ekcrnipecusi Ha monekynn MHC knac | v
knac |l nokassa 3anaseHa CnocobHOCT 3a NpeAcTaBsaHe Ha aHTUreHu. B 3aBUCMMOCT OT MHAMBUAYa/THNSA KIOH MOXe Aa ce Habnogasa
NMPOMEHBA eKCNpecus Ha Mapkepw, CBbp3aHu ¢ audepeHumauuaTa, kato CD27, CD38 unn CD138, koeTo oTpassBa pas/inyHn etany Ha
3peeHe Ha B-knetkuTe. KneTknTte ca oTpuuatenHm 3a T-kneTbyYyHu MapKepu, KOeTo NoTBbpxasa cneumuyHoCTTa Ha NInHNuATA.
PyHKUMOHaTHO, B-LCL-[MODEL NAME] cekpeTvpa MMyHOr106ynvH ¢ onpeaeneH n3otun (Hanpumep 1gG, IgM nnu IgA), koiito octasa
cTabuneH no BpemMe Ha NpoAb/kuTenHa Kyntypa. Cekpetmpanute aHTuTena morat ga 6baar cbbpaHu OT KyTypHU CynepHaTaHTu n
13M0/3BaHN 3a nocsiefiBally NPUIoXKeHUs, BK/IIOUYMTENTHO TECTOBE 3a CBbP3BaHe Ha aHTUreHu, NpoyyBaHysa 3a pasno3HaBaHe Ha TYMOPHU
KNeTKN N aeHTudurumpaHe Ha aHTureHn, cebp3ann ¢ 6onectu. Kato EBV-umyHusvpaH mogen Ha B-knetku, B-LCL-[HAVUIMEHOBAHUVE HA
MOZJE/A] npefocTtasa ctabusiHa in vitro nnaropma 3a nscnefsaHe Ha XyMopasiHi UMYHHU peakuum, akTrsmpaHe v avdepeHuvaums Ha B-
K/TETKN N MeXaHWU3MU, MeumpaHun oT aHTuTena, B KOHTEKCTa Ha TyMopHaTa UMYHO/IOMMS UM CUCTEMHUTE UMYHHU peakLun.

TbKaH MepudepHa KpbB
3a6onasaHe KapunHom
CUHOHUMM

« Bc HROC130

KNACN®UNKALUA
OpraHumsbm Yosek
Cekc XKeHcku
CBolicTBa, CBbp3aHu C pacTexa OkauBaHe
HuBo Ha 6uonormyHa 6esonacHocT 2
XAPAKTEPUCTUKN
Mopchonorus Kpbrin knetkn
Tun kneTka B numdpobnact
NAEHTUD®UNKATOPU
N3TOYHUK

B-LCL-HROC130 (katanoxeH Homep 302032 Ha Cytion)

[aHbyeH ngeHTUpMKaLMOHeH Homep 9606
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Llenosasbp CVCL B7FG

NMPOABA N NPEAPA3MO/TOXEHOCT

MOBBLPXHOCTHU aHTUrEHN
CD19

Bupycu
TpaHcdopmatop: EBV

OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpepa

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.

[AoGaBku
[onbnHete cpegara ¢ 10% Ton/IMHHO aktusmpaH FBS

MpecaxpaHe

HexHo xomoreHn3npaiiTe kneTbyHaTa CycneHsuns B konbara, kato s nuneTupare Harope v Hafosy, cef KOeTo B3emMeTe npefcraBmtesiHa
npo6a, 3a fja onpeAennTe kneTbyHaTa NTbTHOCT Ha M. PaspefeTe cycneHsunaTa, 3a Aa NoCTUrHeTe KneTbyHa KoHUeHTpauus ot 1 x 105
KeTKU/M/ € NpsiCHa KyNTypasiHa cpeja, v pasnpefeneTe kopurmpaHara CycrneH3ns B HOBU KOO 3a No-HaTaTbLUHO KyTUBUPaHE.

Pasmpa3ssiBaHe 1 KyNTUBUPaHe

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 KPUOKOHCEPBALMUA

CrepunHocrt

3amMbpcsABaHETO C MUKOMNIa3Ma ce U3k/ioyBa KakTo Ype3 PCR-6a3npaHy aHamsu, Taka 1 Ypes lyMUHECLLEHTHU MeTOANM 3a OTKpUBaHe Ha
MUKoMnasma.

3a [a ce rapaHTvpa, Ye HMa GakTepuasiHo, FrbOUYHO MU APOXAEBO 3aMbpCsABaHe, KNETbYHNUTE KYNTYpU Ce noanarar Ha eXeHEBHM
BU3YasTHI NPOBEPKY.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KpYOKOHCepBaLsa U3nos3sBame Nb/iHa cpega 3a pactex (BkwuntenHo FBS)
+ 10% DMSO 3a agiekBaTHa X1U3HeCrnocobHOCT cnef pasmpasssaHe M CM-1 (kaTasioxeH
Homep 800100 Ha Cytion), KOATO BK/IOYBA ONTUMM3VIPaHV OCMOMNPOTEKTOPU N METAB0/TUTHN
cTabunmnsaropy 3a nogobpsBaHe Ha Bb3CTaHOBSBAHETO U HaMasiABaHe Ha
KPUOMHAYLIMPaHns cTpec.

Ycnosusa 3a cbxpaHeHue

3a obnroTpaliHo CbhbxpaHeHve noctaseTe h/lakoHWTE B TeUeH a30T B NapHa asa npu Temneparypa okono -150 o -196 °C. CbxpaHeHueTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeXAMHEH eTar npeav Npexsbp/istHETO B TEYEH a30T.
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Ycnosus 3a focTaBka

KpnokoHcepBrpaHnTe KNeTbyYHU IMHUW Ce TPaHCMoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKM C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusutenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainTe onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTe 3a NOAXOASALLO0 ChbXpaHeHMe.

AAPUTEN
Bb3pacT Ha goHOopa HeyTouyHeHa Bb3pacTt
ETHU4ecka npuHagnexHocT KaBka3skun

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHupate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bJello pasMpassBaHe, e 3ab/IXKUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3almUTHN pbKaBuLY 1 06/1eK/T0 ca OT CbLLECTBEHO 3HAYEeHWE, a No Bpeme Ha NPeXBbP/ISHETO Ha 3aMpaseHm
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaManv PUCKLT OT HapaHsiBaHe OT NOTEHLUMa/THY EKCNI03UM Ha KPUOBMOMTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja [A0BeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

FapaHuyus

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HalLUTe NPOAYKTU.

[apaHTUpame, Yye HalMTe KIETKM LWe ObAaT XM3HECNOCO6HN B Ha4Ya10TO Ha Ky/TTUBUPAHETO B NPOAb/HKEHUe Ha 60 AHW cref u3npaluaHeTo
MM OT HalWTe CbOPBXEHUS.

[apaHTupame, 4ye BCUYKM MaTeprasiv OTroBapaT Ha cneuudmkauumite, onucadu B ceptudoukara 3a aHanus u/unm npogykrosara nmcra

3a nMb/IHW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Kon cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaumsa
Mpunarat ce cnopasymeHus ¢ TpeTn Yes
CTpaHu
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