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OBWA NH®OPMALNA

OnucaHne

B-LCL-CDG3 e TpaHcthopmMmupaHa ¢ EBV knetbyHa nnHus ot B numdoumnTn, nonyyeHa ot naumeHT ¢ PMM2-CDG - BpoAeHO pa3cTpoiicTBO
Ha ravko3unmpaHeTo (CDG), npuyvHeHo OT MyTauun B reHa *PMM2*. PMM2 kogupa hochomaHHOMYyTa3a 2, K/Ho4oB eH3UM B NbTS Ha N-
rIMKO3WIMPaHeTo, OTTOBOPEH 3a NpeBpbLLAHETO Ha MaHo3a-6-chocdaT B MaHo3a-1-thocpart. epmuntsbT Ha PMM2 Boau A0 HapyLleHo
FAVKO3WIMPaHe Ha MHOXECTBO [/IMKONPOTEVNHN U IIMKONUNWAN, KOETO BOAM A0 LUMPOK CNEKTbP OT KAMHUYHMN MPOSABU, BK/IOUATENTHO
HEBPOJIOTNYHW, YHEPHOAPOOHN U €HAOKPUHHN ANCAYHKLUN.

Kato EBV-umopTtanumsnpaHa B knetbyHa nmHuns, B-LCL-CDG3 cnyXu KaTo LeHEeH in vitro Mogen 3a nsyyaBaHe Ha MOMeKynsapHUTe edpekTn Ha
*PMM2* myTaumuTe. Tasu KNeTbyHa JIMHUS MOXe [a ce 13No/3Ba 3a aHain3 Ha AedeKkTuTe Ha IMKo3nanupaHe, 3a uscnefsaHe Ha
aKTMBHOCTTa Ha eH3nMa PMM2 1 3a TecTBaHe Ha NOTEHLMa/THX TepaneBTUYHN CTpaTerny, Kato Hanpumep Tepanuu 3a nofobpssaHe Ha
eH3uma unu gobaesiHe Ha cybeTpar. B-LCL-CDG3, 3aefiHO € Apyru KIETHYHM MOAENN, NOMyYeHn oT nauveHTn ¢ CDG, gonpuHacs 3a
Hanpegbka Ha uscnegpaHuATa Bbpxy natodumavonorusata Ha CDG n pa3paboTBaHETO Ha /leHeHne.

TbKaH MepudbepHa kpbB

3a6onaBaHe BpogaeHn HapyLLeHna Ha IMNKO3UIMpaHeTo

MsicTo Ha meTacTasuTe Henpunoxumo (EBV-TpaHcthopmupaHa B-LCL; 6e3 meTacTtasn)
MpunoxeHus

FeHoTunMpaHe Ha edpekTute Ha CDG B UMYHHUTE KNeTKM, (hyHKLIMOHAIHO TecTBaHe (Hanp. NOBbPXHOCTHU aHTUreHN Ha B-kneTkuTe),
TecTBaHe Ha LMTOTOKCUYHYM NlekapcTBa. MyTalyoHeH aHaIu3, aHasus Ha anonToTUYHUTE MexaHu3mu, HLA-TUNn3vpaHe, Bb3aeicTere Ha
[eheKTHOTO [IMKO3NIMPAHE Ha PasIUUHUN KNETBHYHN [MIMKONPOTENHN BbPXY Pa3nuHN yHKLWN.

KNACUNOUKALNA
OpraHusbm Yosek
Cekc XKeHcku
CBoliicTBa, CBbp3aHu C pacTexa OkauBaHe
Craryc Ha 'MO GMO-S2

MoapoGHOCTM OTHOCHO cTaTyca Ha TMO

GMO-S2: This B-LCL contains a stably maintained EBV episome encoding viral latent-phase genes (EBNA-1/-2/-3, LMP-1/-2). EBV is
classified as a risk group 2 pathogen; BSL-2 containment required. This classification applies within Germany; regulations may differ
elsewhere.

HuBo Ha 6uonormyHa 6esonacHocT 2
XAPAKTEPUCTUKWN

Mopdonorus Kpbrnun knetkn

Twun kneTka B numdpount
NAEHTUDPUKATOPIA
N3TOUHMK

B-LCL-CDG3 (katanoxeH Homep 302014 Ha Cytion)
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[aHbuyeH naeHTUUKaLMoHeH Homep 9606
B NCBI

Llenosasbp Not assigned

NMPOABA N NPEAPA3MO/OXEHOCT

Bupycu
TpaHcdopmartop: EBV

OBPABOTKA U OTIrNEXAAHE

XpaHutenHa cpefia
RPMI 1640, w: 2,0 mM ctabuneH rnytamuH, w: 2,0 g/L NaHCO3 (Homep Ha ctatusta B Cytion 820700a)

ATMmoccpepa 3a MHKyGaLus 37°C, 5%C02, oBnaxHeHa atmocgepa.

[NoGaBku

[JonbnHerte cpepara ¢ 10% TOMIMHHO akTuBMpaH FBS

MpecaxpaHe
MopabpxaiiTe KynTypuTe, KaTo NeproanyHo fobaBsaTe UK NoAMeHsATe cpejarta. 3anoyHere KynTypute ¢ nabTHOCT 2 X 105 knetku/ml u
nogabpxaiiTe KOHUEHTpaumsaTa Ha KneTkuTe B gnanasoHa ot 1 x 105 go 5 x 105 kneTku/ml 3a onTManeH pacTtex.

OGHOBsAIBaHe Ha TEYHOCTTa Cnep KaTo LBeTHT Ha cpefata ce NPOMEHU B XbAT

Bb3cTaHoBsiBaHe cfief pasvpassiBaHe  CpegeH

Pa3mvpa3ssiBaHe U 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 U KPMUOKOHCEPBALUNA

CTtepunHocTt

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4yBa Kakto Ypes PCR-6a3vpaHn aHanmsu, Taka u ypes IYMUHECLIEHTHU METOAM 3a OTKpMBaHe Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHO, MOUYHO NIV APOXAEBO 3aMbpCsABaHe, KNETbYHUTE Ky/ITYpY ce nogsiarar Ha exenHeBHU
BU3YaUTHV NMPOBEPKU.

Cpepa 3a 3ampasfiBaHe Karto cpefia 3a kproKoHcepBaLms 13non3Bame Nb/iHa cpeja 3a pactex (BkawuutenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneq pasmpasssaHe nnn CM-1 (katanoxeH
Homep 800100 Ha Cytion), KOATO BK/IOUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METaboNUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KpYovHAyLMpaHus cTpec.

YcnoBua 3a cbxpaHeHue

3a gbnroTpaliHo cbxpaHeHve noctaBeTe o/lakoHMTE B TeUEH a3oT B NapHa pasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NprvemIBO camo KaTo KpaTbK MeXAVHEH eTan Npeau NPexsBbp/IAHETo B TeYeH a3orT.
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https://www.cellosaurus.org/Not%20assigned

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

ETHU4ecka npuHagnexHocT KaBka3skun

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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