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OBWA NH®OPMALNA

OnucaHue

3abenexka: NocoyeHnTe LeHN 3a KIETbYHUTE IMHUK ca NPefHa3HavYeHn N3KIUNTESTHO 3a akafeMUYHU/HECTONAaHCKV KTMeHTU. 3a
TbProBCKU Cy6eKTu LeHata e npubaunsmtenHo 6 250 espo.

AKO npefcTas/nisiBaTe TbProBCKV CyOeKT WK He CTe CUTYPHU B KOS KaTeropus nonagare, Mosns

CBBbPXETe Cce C Hac.

CHO-CD20 knetknTe ca peKOMOUHAHTHY KNETKN OT SIYHMLM Ha KuTaiickm xamctep (CHO), moanduumpaHmn fa ekcnpecupar ctabuiHo
yoBeLlkn CD20 (MS4A1) — HErNMKo3unmnpaH TpaHcmembpaHeH hocthonpoTenH, OTKPUT NPeAVMHO Ha NOBbPXHOCTTA Ha B-numdounTtute.
CD20 yuacTBa B aKT1BaLuATa, nponvgepaumaTa, kailyuesara curHaamsaums n guepeHumaumata Ha B-kneTkute n e LWMpPoKo NpusHaT Kato
BaXXHa TepaneBTUYHa MULLEeHa Npy 3/10Ka4ecTBeHN 3a0015BaHNA Ha B-kneTkuTe, KaTo HeXOMKKUHOB IMMCIOM, XPOHNYHA IMMOLIMTHA
NeBKeMUS 1 HAKOU aBTOMMYHHU 3abonseaHus. CtabunHnte CHO-CD20 mogenv ocurypsiBaT KOHTpOMpaHa 1 Bb3npou3BoumMa ekcnpecus
Ha aHTUreHa 3a in vitro xapakTepuavipaHe Ha TepaneBTUYHN CpeacTBa, HacoueHn kbM CD20, 1 UMyHHU e(DeKTOPHN MeXaHN3MK.
CHO-CD20 kneTk1Te ce 13non3BaT LUMPOKO Npu pa3paboTBaHETO U OLEHKaTa Ha MOHOK/TOHa/IHW aHTUTE A, KOHIoraTi Ha aHTuTena u
nekapcTea, GucneLnryHN aHTUTeNa U MHXEHEPHU NMYHHW KNeTbYHY Tepanuu, HacodeHn cpelyy CD20. Tesu kneTku nognomarat
KOMMYeCTBEHUA aHaNn3 Ha advHUTETa Ha CBbP3BaHe Ha aHTUTeNnara, 3aeTocTTa Ha peLenTopuTe, NoBeAeHNETO NpU NHTEpHaN3auus,
KOMMieMeHT-3aBncmmara LToTokcmyHocT (CDC), aHTuTeno-3asucrmMara knetTbyHa LmtotokenyHoct (ADCC) n Fc-megmupaHaTa nMyHHa
akTvBaums. Te ce npunarar LWMPOKO U Npu paspaboTBaHETO Ha TECTOBE 3a NPOTOYHA LIMTOMETPUS, KapTupaHe Ha enuTonu, TeCTBaHe Ha
MOTEHTHOCT 1 PaboTHWU NpoLecy 3a CKPUHUHT C BUCOKa NPOM3BOAUTENHOCT. Tbil kato CHO-kNeTk1Te NposBsABaT CTabu/IHN XapakTepucTukm
Ha pacTex v orpaHuYeHa eHjoreHHa ekCrnpecus Ha YoBeLKY UMYHHU aHTUreHu, Te ocurypsisart ctabusiHa OCHoBa 3a peKOMOVHaHTHa
ekcrnpecus Ha CD20 n ctaHgapTM3aLma Ha TeCcToBeTe.

TbKaH ANYHNK

3a6onaBaHe ARYHULM Ha KMTaCKN XaMCTep, HEHeOoNMaCTUYHN; TeHETUYHO MOAMdMLMPaH 3a
NOBbPXHOCTHA ekcnpecus Ha CD20 (MS4A1)

MpunoxeHus

CkpuvHUHT 3a aHTuTena; ADCC/CDC TecToBe; pa3paboTBaHe Ha Tepanus ¢ aHTu-CD20; nscneaBaHusi B 06n1actra Ha 3/10kayecTBeHuTe
3abonaBaHuA Ha B-kneTkuTe; NpoToYHa LUTOMETPUSA

KNACUNOUKALNA
OpraHmsbm KuTaiickn xamcTep
Cekc XKeHcku
CBoiicTBa, CBbpP3aHu C pacTexa A[Xe31BEeH 1 CYCrNeH3NoHeH
Craryc Ha 'MO GMO-S1

MoppoGHOCTU OTHOCHO cTaTtyca Ha TMO
GMO-S1: This CHO cell line contains a CD20 expression cassette supporting receptor-function analyses. This classification applies only
within Germany and may differ elsewhere.

HuBo Ha 6uonornyHa 6e3onacHoCT 1
XAPAKTEPUNCTUKN
Mopdonorus Mopo6HM Ha enuten
Twun kneTka EnuTenHa knetka Ha siiyHuumTe
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Bpewme 3a yaBosiBaHe okono 14-16 vaca

NWAEHTUOUKATOPU

N3TOYHUK
CHO-CD20 (kaTasioxeH Homep Ha Cytion 305976)

JdaHbuyeH ngeHTudMKaumoHeH Homep 10029
B NCBI
LlenosaBbp CVCL A8Vv4

NMPOABA N NPEAPA3MO/OXEHOCT

EKkcnpecupaHu peLentopu
CD20

OBPABOTKA N OTINEXAOAHE

XpaHutenHa cpega
3a agxesmsHU kyntypu: DMEM: Ham's F12 (1:1), w: 3,1 g/L rntoko3a, w: 2,5 mM L-rnytamuH, w: 15 mM HEPES, w: 0,5 mM HaTpues nupysar,

w: 1,2 g/L NaHCO3 (Homep Ha usgenueto Ha Cytion 820400a)
3a cycneHsnoHHu kyntypu: CHO Growth Medium A (ot INSCREENeX; katanoxeH Homep INS-ME-1039 Ha INSCREENeX)

ATmocchepa 3a UHKYGauus 37°C, 5%CO02, oBnaxHeHa atMocdepa.
[NoGaBku
3a agxesvBHU KynTypu: JonbaHeTe cpefata ¢ 5% FBS. Jo6aseTe Geneticin (G418-Sulfat), 3a ga focTurHeTe kpaiHa KoHUueHTpauus ot 0,5
mg/ml.
PeareHT 3a gucounauus 3a agxesnBHU KynTypu: TpuncuH-EDTA
MpecaxpaHe

3a pyTUHHY afaxe3viBHU KNETbYHM KyNTypu: ACnmpupaiiTe cTaparta XpaHuTesiHa cpefa oT afxe3viBHUTE K/IETKU U 1 npoMuiite ¢ PBS, 3a ga
OTCTpaHuTe ocTaHanara cpega. Cnep kato acnupupare PBS, gobaseTe noaxoaswmsa obem pastsop Ha TpuncuH/EDTA B 3aBMCMMOCT OT
pasmepa Ha cbaa 3a kKyntusupaHe (Hanp. 1 ml 3a konba T25, 3 ml 3a konba T75) 1 MHKy6GupaiiTe npu cTaliHa Temnepatypa nnm 37 °C 3a 5-
10 MWUHYTV UM JOKAaTO KNeTkuTe ce oTAeNnaT. Habnogasaiite oTAeNSHETO NO4 MUKPOCKON M ako € Heo6XxoAMMO, Ieko noTynaiiTe cbaa, 3a Aa
ocBoboguTe knetkute. Cnep oTaensHeTo um fobasete NbjHa cpefa, 3a Aa uHakTveupare TpuncuHa/EDTA, BHUMATENIHO pecycneHavpainte
KNEeTKNTE 1 NPEXBbP/IETE a/IMKBOTHA YaCT OT K/IeTbYHaTa CyCNeH3usi B HOB CbJ, 3a KyNTuBMpaHe, CbhAbpxall, npsicHa cpefa. MNoctaseTe cbaa
B MHKy6aTop, HacTpoeH Ha 37 °C ¢ 5 %CO2, n cMeHsiiiTe cpegarta Ha BCeku 2-3 AHU.

KoedmumeHT Ha pasaensiHe orlpob
MABbTHOCT Ha 3acABaHEToO 2 0o 5 x 104 knetkn/cm?2
OOHOBAIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceaMUYHO

Bib3cTaHoBsBaHe cnef pasMmpassBaHe Cnep pa3MpassiBaHeTo pasgenete K1eTkuTe B CboTHOLeHWe 1:2 1o 1:3 B konbu T25 n
ocTaBeTe K/eTK/Te fa ce Bb3CTaHOBAT OT MNpoLeca Ha 3ampassiBaHe 1 Aja 3asenHar (3a
3an1enHany KynTypu) 3a Hail-masiko 24 vaca.
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https://www.cellosaurus.org/CVCL_A8V4

Pa3mvpassiBaHe 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 KPUOKOHCEPBALUA

CrtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4YBa Kakto Ype3 PCR-6a3vpaHn aHanmsu, Taka u Yypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MOUYHO NN APOXAEBO 3aMbpCsABaHe, KNeTbYHUTE KyNTYpY ce noasarar Ha exeaHeBHU
BU3YyaUTHV NMPOBEPKU.

Cpepa 3a 3ampasaBaHe Kato cpepa 3a KprokoHcepBauysa 13non3samMe Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneg pasmpasssaHe nnn CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunusaropu 3a nogobpssaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KprovHAYyLMpaHus cTpec.

YcnoBua 3a cCbxpaHeHue

3a gbnroTpaliHo cbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHneTo
npu -80 °C e NprvemINBO camo KaTo KpaTbK MeXAVHEH eTan npeau Npexsbp/sHeTo B TeYeH a3orT.

YcnoBus 3a focTaBka

Kp1OKOHCEpBUPaHNTE KNETHYHW JINHAK CE TPAHCMOPTUPAT BbPXY CyX /18 B YTBbPAEHU, U30/IMPaHI OMakoBKY C JOCTATbUYHO X/TaAW/EH areHT,
3a fa ce nogabpxa npubnuauTesnHo -78 °C no BpeMe Ha TpaHcrnopTupaHeTo. Mpu noyyaBaHeTo He3a6aBHO Nperefaiite onakoBkara v
He3a6aBHO NpexBbp/ieTe (IakoHUTE 3a MOAXOASLLO ChXpaHeHue.

AAPUTEN

Bb3pacT Ha goHopa Bb3pacTHu

NMPABH BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

Korato nnaHupare ga cbxpaHssarte kpuonpenapar B TeueH a3oT 3a ObAello pasmpassBaHe, e 3ab/KUTeNHO [a cnas3sBare CTPOorn Mepku 3a
6e30nacHOCT. MNMoAxoAALmMTe 3aLUMTHN PbKaBuLW 1 06/1eK10 ca OT ChLUECTBEHO 3HaYeHne, a No BpeMe Ha NPexBbp/IAHETO Ha 3aMmpaseHu
npo6u KbM UK OT pe3epBoapa € TeueH a3oT e Heo6XoAMMO Aa Ce M3M0/3Ba Macka 3a vLe uav npeanasHu ounna. Toea ce npasy, 3a Aa ce
Hama/n PUCKbT OT HapaHABaHe OT MOTEHLMasIHN eKCNI03MN Ha KPYOBMOINTE NPU M3BaXAAHETO UM, KOWTO MoraT Aa AoBefar [0 U3XBbp/sHe
Ha oCcTpu hparMeHTu.

FapaHyua

Hwue B Cytion 3acTaBame 3a/ Ka4eCTBOTO W XM3HECNOCOBHOCTTa Ha HalmTe NPOAYKTY.

lapaHTMpame, Ye HalmnTe KNeTku Lie 6bAaT XN3HEeCNoCOOHN B HA4al0To Ha Ky/ITUBMPAHETO B NPOAb/KeHNe Ha 60 AHK cnep u3npatiaHeTo
UM OT HalIMTe CbOPbXEHUS.

lapaHTupame, Ye BCUYKM MaTepuasin OTroBapsiT Ha cneumdukayumTe, onucaHn B ceptudmkara 3a aHasims u/unm npogykrosara amcra

3a NbHU NoAPOBHOCTY, MONA, HanpaBeeTe crpaska ¢ Hawarta <a href=""/Kon cme Hue/lapaHuus/" hreflang=""x-default"">lapaHunoHHa
Jeknapauus

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

3/4



Mpunarar ce cnopasymeHusi C TpeTu Yes

cTpaHu
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