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OBWA NH®OPMALNA

OnucaHne

B-LCL-HROCG69 e umyHusnpaHa c Bupyca Ha Enwaiin-bap (EBV) B-numdpobnactonsHa kneTbyHa MHUS, cb3gazeHa oT TyMop-
nHpunTpupalLm B-knetku (TiBc), n3onupaxu oT NbpBMYHa Npo6a OT KOMopeKTasieH KapunHoM, 0603HaveHa kato HROC69. Poantenckmart

TYMOP MPOM3X0XAa OT Bb3PaCTEH MbX C J€CEH KOJTOPEKTA/IEH KapLHOM OT KOHBEHLMOHAIEH CMOPaAMyYeH TUN U HanpeaHan ctaguii Ha

3abo0n19BaHeTo. B-keTkute ca n3ompaHmn oT NPACcHO pe3elypaHa TYMOpHa ThKaH U UMMOPTa/IM3npaHn ex vivo, KaTo ce 13nosnssa
cynepHaTaHT oT EBV-npoayumpaluata B95/8 mapMo3eTHa KeTbyHa IMHUS B MPUCHCTBMETO Ha LMKIOCMOPUH A 3a NOTHUCKaHe Ha pacTexa Ha

T- n NK-kneTkun. PaspactsaHeTo Ha EBV-TpaHcopMupaHuTe KNoHW Ha B-KneTkn 06MKHOBEHO ce e Cly4Bas1o B paMKUTE Ha HAKOMKO

ceaMULM, a KNIOHa/IHOCTTa e 6una NoTBbpAeHa Ypes aHasIM3 Ha NMpeHapeXJaHeTo Ha reHnTe Ha TEXKUTE 1 JIEKUTE BEPUrM Ha
NMYHOr106y/IMHa, KaTo ce u3nonseart myntunaekcHn PCR npoTtokonin BIOMED-2.
B-LCL-HROCG69 cekpeTupa umyHor1o6ynmH A (IgA), kakTo e onpeaeneHo Ypes nsotun-cneumdmueH ELISA Ha cynepHaTaHTu OT
[OBbAroCpoYHa KynTypa. 3a pasnvka OT HSIKOSIKO NapasiesiHo ycTaHoBeHU nMHumM TiBc, npounssexaalum 1gG, IgA, nonyyeH ot HROCG69, He 6elue

[OMb/IHATENHO XapakTepU3upaH 3a CBbp3BaHe C TYMOPHY K/ETKW B MbPBOHAYa/THUTE (OYHKLIMOHA/HI CKPUHUHT TECTOBE. BaxkHo e Ja ce
OTGENEXMN, UE HE € HACTBMI/O CNIOHTAHHO pa3pacTBaHe Ha B-KNeTbUYHUTE KyNITYpU Npu OTCHCTBUE Ha ek30oreHeH EBV, KoeTo nokassa, ue

nMmMopTanu3aumsTa e in vitro cbbuTre, a He nocneauua ot nateHTHa EBV nHdekuusa in vivo. CnegosatenHo B-LCL-HROC69 npeactasnsisa
MOHOK/IOHa/1EH, aHTUFEHHO-ONUTEH MOZEN Ha TYMOP-UHUNTPYpaLLY B-KNeTku, NoAX0AsALL, 3a U3c/efBaHe Ha XyMOPaUTHUTEe MMYHHU peakLuyu
B MUKpOCpeaTta Ha KOMIOpeKTa/iHUA KapLMHOM 1 3a NOTEHLWaIHOTO nAeHTULpaHe Ha TYMOP-acoLMMpaHi aHTUreHun, pasnosHasaHu oT

JIOKaUTHO pasLUMPEHN K/TOHU Ha B-kneTku.
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606
B NCBI

Lienosasbp CVCL YD53

NMPOABA N NPEAPA3MO/OXEHOCT

MoBBPXHOCTHU aHTUTEHN
CD19

Bupycu
TpaHcdopmatop: EBV

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 cpegarta ¢ 10% Ton/IMHHO akTuBmpaH FBS

MpecaxpaHe

HexHo xomoreHu3npaiiTe kneTbyHaTa CycrneHsuns B konbara, kato s nuneTupare Harope u Hafony, Cfef KOeTo B3emeTe npefcrasmteniHa
npo6a, 3a fja onpeAennTe KneTbyHaTa NTbTHOCT Ha M. PaspefeTe cycneHsunaTa, 3a Aa NoCTUrHeTe KneTbyHa KoHUeHTpaumus ot 1 x 105
KeTKU/M/ C NpsiCHa KyNTypasiHa cpeja, v pasnpefeneTe kopurmpaHara CycreH3ns B HOBU KOO 3a No-HaTaTbLUHO Ky/1TUBUPaHE.

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

3ambpcsBaHeToO ¢ MUKOM/Ia3ma Ce U3k/ouBa KakTo upe3 PCR-6a3vpaHi aHanmsm, Taka v Ypes lyMUHECLLEHTHY METOAM 3a OTKpUBaHe Ha
MUKoMnasma.

3a [a ce rapaHTvpa, Ye HAMa GakTepuasiHo, MbOUYHO MU APOXAEBO 3aMbpCsBaHe, KNETbYHNUTE KYNTYpU ce nognarar Ha eXefHEBHM
BU3YasTHI NPOBEPKY.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KproKoHcepBaLa 13nosi3Bame Nb/iHa cpega 3a pactex (skaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCnocobHOCT ceg pasmpassBaHe nin CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTVMMU3VPAHN OCMOMPOTEKTOPY U METAbONNTHN
cTabunmnsaropu 3a Nnofo6psiBaHe Ha Bb3CTaHOBABAHETO U HamMasisiBaHe Ha
KPUOMHAYLIMPaHns cTpec.
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https://www.cellosaurus.org/CVCL_YD53

Ycnosusa 3a cbxpaHeHue

3a obnrotTpaliHo CbhbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa pasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NnpveM/IMBO caMO KaTo KpaTbK MeXAVHEeH eTan npean NPexsbp/ISHETO B TEYEH a30T.

Ycnosus 3a focTaBka

KpVOKOHCEPBUPaHNTE KNETbYHM IMHWM Ce TPAHCMOPTUPAT BbPXY CyX /1€ B YTBbPAEHW, U30/IMPaHN OMAaKOBKM C JOCTATbYHO XaJUIeH areHT,
3a fia ce Noaabpxa npuénmanTesiHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpu noslyyasaHeTo HesabaBHO nperieaaiTe onakoskara 1
HEe3a6aBHO NpexBbp/ieTe )IaKOHUTE 3a MOAXOASALLO ChXPaHeHue.

OAPUTEN
Bb3pacT Ha foHOpa 62 roguHn
ETHuyecka npuHapnexHoct KaBkasku

NMPABHN BbMNPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTEeIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT ChLLECTBEHO 3HAUEHUE, a Mo BpeMe Ha NPeXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM UK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/3Ba Macka 3a fue Uy npeanasHy ounna. Tosa ce npaeu, 3a a ce
Hamasu pUcKbLT OT HapaHsiBaHe OT NOTEHLMAasTHY eKCM/I03UM Ha KPUOBMOMTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/siHe
Ha ocTpy hparmeHTH.

FapaHuyua

Hue B Cytion 3acTaBame 3aj ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HaLLUTe NPOAYKTU.

[apaHTUpame, ye HalUTe KNETKM LWe 6bAaT XM3HECNOCO6HM B HA4YaN0TO Ha KyNTUBUPAHETO B NPOAb/KeHNe Ha 60 AHW cnef n3npallaHeTo
UM OT HalLWTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuann oTroBapsT Ha cneuudmkaummnte, onucaHu B ceptudmkara 3a aHanns n/wnm npogykrosara nncra

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawarta <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"">apaHuynoHHa
aexknapaums

Mpunarat ce cnopasymeHus ¢ TpetTun Yes
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