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OBWA NH®OPMALNA

OnucaHne

KneTbuHata nuHusa AAV-293 e NOCTOSIHHA NMHUSA, Cb3JadeHa OT MbpBUYEH EMOPUOHAIEH YOBELLKM 6bOpPeEK, TpaHcopmmpaH ¢ AHK Ha
YyoBeLLK/ ageHoBupyc Tun 5. FeHnTe, kogupaHu ot obnactta E1 Ha ageHoBupyca (Ela n E16), ce ekcnpecupart B Te3u KeTKU U yyacTBaT B
TpaHcaKTVBaLyvsATa Ha BUPYCHUTE MPOMOTOPY, KOETO NO3BO/ISBA HA TE3M K/ETKM Aa NPOU3BEXAAT BUCOKW HMBA HA NMPOTENH.

AAV-293 npousnusa oT poguTenckara kneTbyHa MHus 293, KaTo upes K/I0HMpaHe U MHOTOGPOViHM KpbroBe Ha TecTBaHe AAV-293 e
creLvasiHo cenekTupaH 3a B1COKO HMBO Ha NPov3BOACTBO Ha AAV B cucTema 6e3 MoMOLLHALW. TA npegiara HAKOJKO npeavMcTea B
cpaBHeHVe ¢ 06ukHoBeHUTe 293 KeTku: Mo-ronsama noBbPXHOCT Ha KNeTKaTa, KOeTo BoAM [0 No-B1CoKa TpaHctheKuusa 1 no-4o6sLp Jo6mB Ha
AAV.

MpeavmcTBaTta ca crnsieckaHa Mopgosorus, 3apaso NpYKpenBaHe KbM Mniakara 3a Ky/TuBrpaHe 1 KNeTkute ca naeasiHi 3a wrpokomallabHo
KynTUBUpaHe 1 Npou3BOACTBO Ha AAV. AfeHoacoLumpaHnnsaT Bupyc (AAV) npuHaanexu KbM ceMeiicTBoTo Ha Parvoviridae, rpyna Bupycy,
KOWUTO ca cpef Hail-masikute eJHOBEPWKHN 1 HeobBuTH [HK BupycH.

[lo MOMeHTa ca CbO6LLEHN AeBET pa3nnyHu cepotuna Ha AAV. AAV Moxe Aa MHeKTMPa KakTo AeNsLy ce, Taka U He AeNsLy ce KeTKM 1
MOXe fia ce NoALbpXa B YOBELLKaTa K/1eTKa-rocToNpUeMHIK, KOeTo Cb3asa NoTeHuman 3a AbArocpoyeH TpaHcdiep Ha rexHu.
PekoMOUHaHTHUAT AAV-2 e Hali-4ecTOo U3MOo/3BaHNAT CEPOTUN 3a NPeHacsHe Ha reHn 1 MoXe Aa ce NpousBexa BbB BYCOKN TUTPU €
nomMoLLTa Ha NoMOLLIEH BUPYC UAn Knetkn AAV-293.

TbKaH Em6puoHaneH 6b6pek
CUHOHMMU

« AAV293
KNACUND®UNKALUA

OpraHmsbm Yosek

Cekc KeHckn

CBoiicTBa, CBbP3aHu C pacTexa MpUBBLPXEHVIK

Cratyc Ha MO GMO-S1

MoapoGHOCTM OTHOCHO cTatyca Ha TMO

GMO-S1: This HEK293-derived AAV-293 line contains clonal modifications supporting AAV vector production. This classification applies only
within Germany and may differ elsewhere.

HuBo Ha 6uonornyHa 6e3onacHocCT 1
XAPAKTEPUCTUKHN

Mopdonorus Envtenvanex
NMAEHTUD®UNKATOPU
N3TOUHUK

AAV-293 (kaTasioxeH Homep Ha Cytion 305127)

[daHbueH ngeHTUUKaLumoHeH Homep 9606
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Llenosasbp CVCL 6871

OBPABOTKA N OTINEXAOAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rnokosa, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpues nupysat (Homep Ha nsgenueto Ha Cytion
820300a)

ATmocchepa 3a UHKYGauus 37°C, 5%CO02, oBnaxHeHa atMocdepa.

[NoGaBku
[onbnHete cpepara ¢ 10% FBS, 0,1 mM NEAA

PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aXe3UBHUTE KEeTKW 1 v npomuiiTe ¢ PBS, KOATO He cbabpxa Kanuuii n marHesuii. 3a koném T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuwiiTe kneTkute ususAio ¢ Accutase, kato nsnonssare 1-2 ml 3a kon6u
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KNeTk1Te Aa ce MHKyGupaTt Ha cTaliHa TemnepaTypa B NpoAb/HKeHe Ha 5 MUHYTH, 3a aa ce oTaensT.
Cnep, nHKy6aumaTa BHUMaTenHo pasbbpkaiite kneTkute ¢ 10 ml cpeaa, 3a Ja rv pecycneHauparte, cref KoeTo LeHTpodhyrupaiite npu 300xg
3a 3 MUHYTK. VI3XBbp/ieTe cynepHaTaHTara, pecycneHavpariTe KIeTkUTe B NPsicHa cpefa 1 M NpexeBbprieTe B HOBU KOM6OU, KOUTO Beve
CbAbpPXaT NpsicHa cpefa.

OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CeAMUYHO

PasmvpassBaHe n 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

CtepunHoct

3ambpcsBaHeTo ¢ MyKoMIa3ma ce U3k/oyBa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u ypes TIyMUHECLLEHTHN MeToAM 3a OTKpMBaHE Ha
MUKoM/1asmMa.

3a ga ce rapaHTupa, Ye HAMa 6akTepuasiHO, MbOUYHO UM APOXAEBO 3aMbpCsiBaHe, KNeTbYHUTE KyITYpy ce nogsarat Ha eXxxeaHeBHU
BW3YyaUTHV NMPOBEPKN.

Cpepa 3a 3aMmpassiBaHe Karto cpefa 3a KproKoHcepBaLmsa 13non3same Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agiekBarHa X13HecnocobHOCT cnef pasmpassasaHe unn CM-1 (katasioxeH
Homep 800100 Ha Cytion), KOATO BKHOYBA ONTUMU3MPAH OCMONPOTEKTOPU 1 METAB0NUTHIN
cTrabunusaropu 3a nofobpsiBaHe Ha Bb3CTaHOBABAHETO U HamasisiBaHe Ha
KPUOVHAYLMpaHusa cTpec.

Ycnosusa 3a cbxpaHeHue
3a AbAroTpariHo CbXxpaHeHne noctaseTe (hiakoHVTe B TedeH a3oT B NapHa hasa npv Temneparypa okoso -150 fo -196 °C. CbxpaHeHneTo
npu -80 °C e NprvemINBO Camo KaTo KpaTbK MeXAVHEH eTan Npeau NPexsbp/IAHETo B TeYeH a3oT.
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https://www.cellosaurus.org/CVCL_6871

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 Mnog

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHvpate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bello pasMpassBaHe, e 3ab/IXUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3alyTHY pbKaBuLY 1 06/1eK/10 ca OT CbLLECTBEHO 3HAaYeHWe, a No Bpeme Ha NPeXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3Mo3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaMan PUCKLT OT HapaHsiBaHe OT NOTEHLUMaTHY EKCNI03UM Ha KPUOBMOUTE NPU U3BaXKAAHETO 1M, KOMTO MOraT Ja [AOBeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

FapaHyua

Hue B Cytion 3actaBame 3a/, KQ4eCTBOTO U XMU3HECMOCOOHOCTTA Ha HaLLUTE NMPOAYKTY.

[apaHTUpame, Ye HawmTe KNETKY LWe 6baart XM3HeCnocobHY B HA4a10TO Ha Ky/ITUBMPAHETO B NPoAb/hkeHne Ha 60 AHW cref usnpatiaHeTo
MM OT HalInTe CbOPbXEHUS.

[apaHTUpame, ye BCUYKN MaTepuasIn OTroBapAT Ha crneuudukaumnte, onucaHu B ceptudmkara 3a aHanms u/wnm npogykrosara nncra

3a nMb/HW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawara <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
neknapauus
HeoGxoaumo e cnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
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