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OBWA NH®OPMALNA

OnucaHne

B-LCL-HROC117 (Bc HROC117) e umyHusvpaHa ¢ Bupyca Ha Enwalin-bap (EBV) yoBeluka B numdobnactongHa kneTbyHa IMHMS,
cb3gaseHa ot B numdpounTti, n3onmpaHn o1 TYMOpHa ThKaH Wan nepudpepHa KpbB Ha Bb3pacTeH nauneHT. KneTknTte ca reHeprpaHun Ypes ex
Vivo nHbekuua ¢ EBV-cbabpall, cynepHaTaHT, No/lyYeH OT KneTbyHaTta imHusa B95/8 marmoset B NPUCHCTBMETO Ha LIMK/IOCNOPYH A 3a
noTuckaHe Ha pactexa Ha T- u NK-knetku. Cnef HAKOMIKO ceAMUUM KyNTUBMPaHe e NOCTUrHaT cTabuneH numdobactoneH pactex, Koeto
BOAV [0 HENPEKbCHATO NposndeprpaLla MOHOK/IOHa/THA UMY ONIMTOK/IOHAsTHA nonynauus ot B-kieTky, noaxosiia 3a AbArocpoyHo in vitro
paswwmpsiBaHe.

ViMmyHoheHoTHMHO, B-LCL-HROC117 (Bc HROC117) nposiBABa 3pAn 1 akTuBupaH B-kneTbyeH Nnpodns, xapaktepuaunpaly, ce ¢ ekcnpecus Ha
CD19 n CD20, 3aefHO C BUCOKMN H1BA Ha MapKepwu 3a akTuBrpaHe 1 3peeHe, kato CD23 n CD80. CunHaTa ekcrnpecus Ha mosiekysim MHC
knac | n knac |l nokassa 3anaseHa Cnoco6HOCT 3a NpeAcTaBsHe Ha aHTUreHu. B 3aBUCMMOCT OT MHAMBUAYASTHUA KIIOH MOXe fa ce
HabnaaBa NPOMEHBa EKCNPecUusi Ha Mapkepu, CBbp3aHn ¢ audepeHymanmsaTa, kato CD27, CD38 unn CD138, KoeTo oTpassBa pasinyHm
cTaun Ha 3peeHe Ha B-knetkute. Knetkute ca oTpuuatenHn 3a T-KneTbyYHM MapKepy, KOETO NOTBbPXAaBa cneuntnyHOCTTa Ha JIMHUATA.
PyHKUMOHasTHO, B-LCL-HROC117 (Bc HROC117) cekpeTupa UMyHOr106y/IMH ¢ onpegeneH nsotun (Hanpumep IgG, IgM unu IgA), KoiiTo
ocTaBa CTabuieH No Bpeme Ha Npoab/xuTenHa kyntypa. CekpetupaHuTe aHTuTena morar ga 6baar cbbpaHu OT KyNTypHU CynepHaTaHTu v
13No/3BaHun 3a nocneasaLiy NpUIoKeHNs, BKIKOUATETHO TECTOBE 3a CBbP3BaHe Ha aHTUIeHW, NpoyyYBaHus 3a pasrno3HaBaHe Ha TYMOPHU
KNeTKN N naeHTudmumpaHe Ha aHTureHn, cebp3ann ¢ 6onectu. Kato EBV-umyHusnpaH B-knetwyeH mogen, B-LCL-HROC117 (Bc
HROC117) npegoctaBsa ctabunHa in vitro nnatcopma 3a nscnegsaHe Ha XyMopasiHu UMYHHU peakuun, B-kneTbyHa aktuBaums n
andbepeHumaums, KakTto n aHTUTANO-MeaunpaHn MexaHu3My B KOHTEKCTa Ha TYMopHaTa UMYHOMOrUSE UM CUCTEMHUTE UMYHHU peakumn.
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NMPOABA N NPEAPA3MONOXEHOCT

MOBBHPXHOCTHU aHTUrEHN
CD19

Bupycu
TpaHcdopmatop: EBV

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega
RPMI 1640, w: 2,0 mM ctabuneH rnytamuH, w: 2,0 g/L NaHCO3 (Homep Ha cTtatusita B Cytion 820700a)

ATtmocchepa 3a MHKyGauusa 37°C, 5%C02, oBnaxHeHa atmocdepa.

[OoGaBku

[onbnHete cpegara ¢ 10% TOM/IMHHO akTuBMpaH FBS

MpecaxpaHe

HexHo XxomoreHu3vpaiiTe kneTbyHaTa CycneHs3uns B konbara, kato s nuneTupare Harope v Hafosy, cnej KOeTo B3emMeTe npefcraBmTesiHa
npo6a, 3a fa onpeAennTe kneTbyHaTa MTbTHOCT Ha M. PaspefeTe cycneHsunaTa, 3a Aa NoCTUrHeTe kneTbyHa KoHUeHTpauus ot 1 x 105
KeTKU/MA € NpsicHa KyNTypasiHa cpeaa, v pasnpegeneTe kopurmpaHara CycrneH3ns B HOBU KOO 3a No-HaTaTbLUHO KyTUBUPaHE.

PaswvpassBaHe U 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 KPUOKOHCEPBALUA

CrepunHoct

3ambpcsBaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3vpaHmn aHanmsu, Taka u ypes TIyMVHECLLEHTHN MeTOAM 3a OTKpMBAaHE Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, Ye HaAMa 6akTepuasnHo, rOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNTypK ce nognarar Ha eXefHeBHN
BU3YyaUTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KproKOHCepBaLmsa 13nosn3same Nb/iHa cpega 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a ageKkBaTHa XM3HEeCnocobHOCT cneq pasmpasssaHe nam CM-1 (kaTasioxeH
Homep 800100 Ha Cytion), KOATO BKOYBA ONTUMU3MPAH OCMOMNPOTEKTOPU 1 METAb0NUTHN
cTabunmnsaropy 3a nogobpsiBaHe Ha Bb3CTaHOBSBAHETO U HaMasifABaHe Ha
KpUonHAyLMpaHnsa cTpec.

Ycnosusa 3a cbxpaHeHue

3a obnroTpalriHo CbhbxpaHeHve noctaBeTe /lakoHWTE B TEUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpveM/IMBO caMO KaTo KpaTbK MeXAVHEH eTan npeau NPexsbp/IsHETO B TEYEH a30T.

Ycnosus 3a focTaBka

KpVOKOHCEpBUPaHNTE KNETbYHM IMHWM Ce TPAHCMOPTUPAT BbPXY CyX /1€, B YTBbPAEHW, U30/IMPaHN OMaKoBKM C JOCTATbYHO XIaJUNeH areHT,
3a fia ce Noaabpxa npuénmanTesiHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpy noslyyasaHeTo He3abaBHO nperieaaiTe onakoskara 1
HE3a6aBHO NpexBbp/ieTe )IAKOHUTE 3a MOAXOASALLO ChXPaHeHue.

Cytion GmbH Registered office Heidelberg Banking information

Nikola-Tesla-Str. 3 VAT ID: DE283292917 Sparkasse Heidelberg

69124 Heidelberg Local court Mannheim - HRB 714394 IBAN: DE35 6725 0020 0009 2076 86
Tel: +49 (0)6221 405780 CEO / Geschaftsfiihrer: Jonathan Steubing BIC: SOLADES1HDB
info@cytion.com

cytion.com

2/3



NMPABHN BbMNPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHoCT

Korato niaHuparte fa cbxpaHsiBarte Kpronpenapar B TeYeH a3oT 3a 6bAello pasMpassiBaHe, e 3a4b/DKUTeNIHO a cnassare CTPory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULM 1 06/1EK/0 Ca OT CbLLECTBEHO 3HAUEHUe, a Mo Bpeme Ha NPexBbp/ISHETO Ha 3aMpaseHu
npo6u KbM WK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/3Ba Macka 3a fiuue Uiy npeanasHu ounna. Tosa ce npaeu, 3a a ce
Hamasnu pUcKbLT OT HapaHsiBaHe OT NOTEHLMATHI eKCI/I031M Ha KPUOBMONTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/isiHe
Ha ocTpy hparmeHTH.

FapaHuua

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECNOCOOHOCTTA Ha HALLUTE MPOAYKTY.

lapaHTupame, Ye HawmTe KNeTKY LWe 6baaTt XM3HeCNocobHY B HAYa10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatlaHeTo
MM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasin OTroBapsaT Ha crneumdrkalumTe, onucaHn B ceptudmkara 3a aHasims u/uam npogykrosara mcra

3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
Aeknapaums
Mpunarat ce cnopasymeHus ¢ TpeTn Yes
cTpaHu
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