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OBWA NH®OPMALNA

OnucaHne

KneTbuHata nuHusa CA46 e yoBeLLKa K1eTbYHA /IMHKSA, NosTyYeHa oT MMMAOM Ha BypKuT, KOMTO € BUA, HEXOKKMHOB IMMcoM. Tasm kneTbyHa

JIVHUSI UMa XapaKTepUCTUKX, TUMMYHK 3a TpaHcdopMupaHa B numcoLyTHA NMHUA, 1 MbPBOHAYA/THO € Ch3AafeHa OT 3/10KaYeCTBEHU KNETKN

Ha 39-roaumweH Mbx. Knetknute CA46 3acnyxasaT BHUMaHWE 3apajyv NpoyyYBaHETO UM B OHKOMOMMYHWUTE n3cneaBaHusi, 0CO6eHO 3a

pa3bupaHe Ha natoreHesara Ha Epstein-Barr virus (EBV) negative Burkitt's lymphoma n Ha MonekynapHata 61onorus, iexalia B ocHoBaTa
Ha B-kneTbyHata AndbepeHumauma n TpaHcgopmaums.
OT Hay4Ha rnefjHa Touka kneTknte CA46 ca OT CbLECTBEHO 3HAYEHME 3a U3C/efBaHeTO Ha reHHaTa eKkcnpecus, CBbp3aHa C pa3BMTMeTo Ha
B-kneTkuTe v 3n0KkavecTBeHnTe npouecu. Te ca EBV-oTpuuatesniHy, KoeTo No3Bo/ABa Ha n3cnefoBarenuTe fa uscnefsar xapakTepucTikute

1 NOBEAEHNETO Ha Tymopa 6e3 BusHMeTo Ha EBV - 4ecTo cpellaHo cMyLiaBalllo SiBIEHVE NPY MHOMO IMMDOMAHY 3/10Ka4ecTBeHU
3a60nsBaHNsA. KneTbyHarta /IMHNA ChLLO Taka NpeaocTass Mosie3eH MHCTPYMEHT 3a U3C/iefiBaHe Ha eqoUKacHOCTTa Ha TepaneBTUYHUTE

cpeacrtea U MeXxaHU3MUTe Ha JiekapcTBeHa PEe3NCTEHTHOCT NMpn !'II/IM(*JOMVITE, KaTto gonpuHacsd 3a pa3pa60TBaHeTo Ha uenesun tepanmmn npu

XemaTo/I0rMyHNTe pakoBy 3abonsBaHus.
B nscneposatenckute cpeau knetkmte CA46 ce n3nons3sar 3a oueHKa Ha LIMTOTOKCUYHUSA OTTOBOP KbM XUMUOTEPANEBTUYHY areHTn 1 3a
n3cneABaHe Ha NbTULLATA HA CUTHaUTHA TPaHCAYKUMS, yqacTBallm B nponndepauusta n anonrtosara Ha B-kneTkute. FleHomHaTta um

CTabUNHOCT ¥ NOAATIMBOCTTA UM Ha reHeTUYHU MaHunynauun Aonbs/IHUTENHO NO3BOIABAT NU3MNOJI3BAHETO UM B MOI'IeKyI'IHpHO-GMOI'IOFI/I'-IHVI "

reHeTUu4Hn nscnenBaHns, CBbpP3aHn C U3csiegBaHeTo Ha paka n pa3pa60TBaHeTo Ha Tepanun.
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https://www.cellosaurus.org/CVCL_1101

NMPOABA N NPEAPA3MONOXEHOCT

EKkcnpecupaHu peLentopu

[onbnHeHne

Ekcnpecus Ha npoTenHun

VIMyHOrno6ynvH (MoOBbPXHOCTEH N CEKPETUPAH)

Ekcnpecus Ha aHTUreHa
HLA B27 (nauveHTsT e ¢ HLAA2, All, B17, B27)

Bupycu
EBV otpuuareneH

OBPABOTKA N OTINEXAAHE

XpaHuTenHa 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 ¢ 20 % TON/IMHHO UHaKTUBUpaH FBS

MpecaxpaHe

HexHo xomoreHn3vpaiiTe kineTbyHaTa CycneHsuns B konbara, kato s nuneTupare Harope v Hafosy, cef KOeTo B3emMeTe npefcraButesiHa
npo6a, 3a fja onpeAennTe kneTbyHaTa NTbTHOCT Ha M. PaspefeTe cycneHsunaTa, 3a Aa NoCTUrHeTe KneTbyHa KoHUeHTpauus ot 1 x 105
KeTKU/MA € NpsiCHa KyNTypasiHa cpeja, v pasnpefeneTe kopurmpaHara CycrneH3ns B HOBU KOMOUW 3a No-HaTaTbLUHO Ky/TUBUPaHE.

OOHOBAIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceamMUYHO

Pa3smpassiBaHe 1 KynTuBMpaHe

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

CrepunHoct

3ambpcsBaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsu, Taka u ypes TIyMVHECLLEHTHN MEeTOAM 3a OTKpPMBaHE Ha
MUKOMN1a3ma.

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

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KpYoKOHCepBaLsa 13nos3Bame Nb/iHa cpega 3a pactex (BkawuntenHo 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 nogobpsiBaHe Ha Bb3CTaHOBSBAHETO U HaMasifABaHe Ha
KpYOVMHAYLMpaHns cTpec.
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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.

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoCT

Korato nnaHupate fa cbxpaHsiBarte Kpronpenapar B TeUeH asoT 3a GbAeLL0 pasMpassiBaHe, € 3a4b/KNTENTHO [a cnasBare CTpory Mepku 3a
6e30MacHOCT. MoAxXoAsLLMTE 3aLUTHU PbKABULM 1 06/1EK/0 Ca OT ChLLECTBEHO 3HAUEHUE, a Mo BPpeMe Ha NPexBbP/ISHETO Ha 3aMpaseHu
npo6u KbM MK OT pe3epsoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/I3Ba Macka 3a fiuue Uiy npeanasHu ounna. Tosa ce npaeu, 3a 4a ce
Hamasnu pUcKbLT OT HapaHsiBaHe OT NOTEHLMATHY eKCI/I031M Ha KPUOBMONTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/siHe
Ha ocTpy pparmeHTH.

FapaHuyua

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECMOCOOHOCTTA Ha HALLUTE MPOAYKTY.

lapaHTupame, Ye HawmTe KNeTKN LWe 6baat XM3HeCNocobHM B HAYa10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatiaHeTo
MM OT HalUMTe CbOPBXEHUS.

lapaHTupame, Ye BCUYKM MaTepuasin OTroBapsT Ha cneumdurkayumTe, onucaHn B ceptudmkara 3a aHaims u/unm npogykrosara amcra

3a nb/IHK NoApobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Koun cme Hue/lapaHumsa/™ hreflang=""x-default"">apaHunoHHa
Jeknapauus

HeoGxoaumo e cnopa3syMeHue 3a Yes
npexsbp/isiHe Ha MaTtepuanu
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