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OBWA NH®OPMALNA

OnucaHne

PA317 e kneTbyHa NMHNUA OT MULLK hnbpobnacTu, KOATO e TeHETUYHO MogudULMpaHa fa ekcnpecmpa cTabunHo aMgoTponHa peTpoBMpycHa
cucTema 3a onakoBaHe. Tasu KeTbyHa JIMHKSA ce 13M0M3Ba LUMPOKO B reHHaTa Tepanus 1 nscnefsaHvsaTa B obnactra Ha MonekynspHara
610/10r1S KaTo N3TOYHMK HA PEKOMOUHAHTHIN PETPOBMPYCU, CMOCOBHU fa TpaHCAyLMpaT LWMPOK CNEKTbP OT KNeTKN Ha 603aiHuum. PA317
npousxoxaa ot chmbépobnact NIH/3T3 1 3ana3sa mopchonoruaTa Ha hubpobnacTuTe, Kato ChlEeBPEMEHHO NPOsBsIBa CNOCOOHOCT Aa
npou3Bexga peTpoBMpyCH C BUCOK TUTHP.

KneTknte PA317 ca npoekTupaHu fa npefocTaBsAT CbLECTBEHN PETPOBUPYCHN KOMMOHEHTU B TPAHC, BK/IKOUYNTENHO reHnTe gag, pol n env,
KaTo B CbLLIOTO BPEME He CbAbPXAT BUPYCHU NOC/EA0BATE/THOCTI, CMOCOGHU Ha pennvkaums. ToBa rapaHTnpa 6e3onacHocT B
eKcrnepvMeHTa/IHV 1 TepaneBTUYHY YC/I0BUS, KaTo NpefoTBpaTsiBa 06pa3yBaHeTo Ha PETPOBMPYCH, CNOCOOHM Ha pennkauus.
AMOTPONHMAT NPOTENH Ha 06BMBKAaTa, EKCpecupaH oT kneTkute PA317, no3BosisiBa Ha NPoV3BeAEHNTE PETPOBUPYCH Aa UHhekTupar
pasHoobpa3eH Habop OT K/IETbYHM TUMOBE NPV Pa3/IMYHN BUAOBE, KOETO MPaBuM Tasn KIETbYHA NIMHMSA 0COBEHO LieHHa 3a NPUIOXKEHNS,
n3ncKBaLLy epeKTUBEH reHeH TpaHcdep.

Tasw kneTbyHa IMHWS Ce 13M0/3Ba YeCcTOo 3a NPOM3BOACTBOTO HA PETPOBUPYCHM BEKTOPY 3@ FEHHO JOCTaBAHE B NMPEAK/IUHAYHM NPOYyYBaHNS,
BK/TIOUMTESTHO M3CeBaHNsA B 06/1aCTTa Ha paka, reHHOTO MHXEHepPCTBO U pereHepaTuBHaTa MeguumHa. Ta e CbLo Taka Npegnoyntaq n3top
3a Ba/IMAMpaHe Ha PETPOBUPYCHN BEKTOPHM KOHCTPYKLMM 1 ONTUMK3MPaHe Ha NpOoTOKOMTE 3a BUPYCHO nNpousBoacTBo. PA317 ocurypsiBa
HafexaHa nnatdopma 3a reHeH TpaHcdep, MeauvpaH OT PeTPOBMPYCH, KaTo nognomara Hanpegbka B reHHaTa Tepanus 1 nscnefsaHusaTa B
obnacTtTa Ha thyHKLMOHa/IHaTa reHomyika.

TbKaH EM6pWOH

MpunoxeHus

3D kneTbyHa KynTypa

CUHOHMMM
« pA317

KNACUNOUKALNA
OpraHusbm Muiwka
Cekc Mbx
CBoiicTBa, CBbp3aHu C pacTexa MpUBBPXEHNK
Craryc Ha 'MO GMO-S1

MoapoGHOCTM OTHOCHO cTaTyca Ha TMO

GMO-S1: This PA317 retroviral packaging line contains MoMLV gag/pol/env components enabling production of replication-defective
retroviral particles. This classification applies only within Germany and may differ elsewhere.

HuBo Ha 6uonormyHa 6esonacHocT 2
XAPAKTEPUCTUKN
Mopdonorus Mono6HW Ha hnbpobnacTn
Tun kneTka dunbpobnactu
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NWAEHTU®UKATOPU

N3TOYHUK
PA317 (katanoxeH Homep Ha Cytion 305617)

[aHbueH naeHTUUKaLMoHeH Homep 10090
B NCBI
Lienosasbp CVCL 3920

NMPOABA N NPEAPA3MO/OXEHOCT

Bupycu
Buvipyc Ha muwnsa neBkemmst Ha Monoxn (MoMLYV)

OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpega

DMEM, w: 4,5 g/L rntoko3sa, w: 4 mM L-rinytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTtpues nvpyBsaT (Homep Ha usgenveto Ha Cytion
820300a)

ATmocdpepa 3a UHKYGauus 37°C, 5%C02, oBnaxHeHa atmocdepa.

floGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucouynauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXxe3uBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep ToBa nokpuiiTe knetkute ususaio ¢ TrypLE Express, kaTto nsnonssate 1-2 ml 3a
kon6u T25 n 2,5 ml 3a konbu T75. OcTaBeTe KNEeTKNTE Aa Ce UHKYGUpaT Ha cTaiiHa Temnepatypa 3a 8-10 MUHyTH, 3a fa ce otaenat. Cnea
MHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja u rv NpexsbprieTe B HOBU KO6GW, KOUTO BeYe ChAbpXaT
npsacHa cpega.

PasmpassiBaHe 1 Ky/ITUBUpaHe

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 KPMOKOHCEPBALMUA

CtepunHoct

3amMbpcsBaHETo ¢ MUKOM/Ia3ma ce U3K/oUBa KakTo upe3 PCR-6asvpaHi aHasimai, Taka v Ypes lyMUHECLeHTHY METOAM 3a OTKpUBaHe Ha
MUKonnasma.

3a [a ce rapaHTipa, Ye HaMa 6akTepuasiHo, MbOUYHO UM APOXKAEBO 3aMbpCsiBaHe, KNETbYHNUTE KYNTypu ce noanarar Ha eXegHEBHN
BU3YaJsTHV MPOBEPKN.
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https://www.cellosaurus.org/CVCL_3920

Cpepa 3a 3ampassiBaHe KaTo cpepfa 3a KprokoHcepBaLus 13non3Bame Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnoco6HOCT cneg pasmpassBaHe nin CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunmnzartopy 3a nogo6psiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KpYOVHAYLMpaHUs cTpec.

Ycnosua 3a cCbxpaHeHue

3a AbAroTpaiHo cbxpaHeHue noctaBeTe (/1lakOHUTE B TEYEH a30T B NapHa hasa npu temneparypa okosno -150 go -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeXAMHEH eTan npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpnokoHcepBripaHnTe KNeTbYHU IMHUW Ce TPaHCMOoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKK C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusntenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainte onakoskara u
He3abaBHO npexebpsieTe h1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.

AAPUTEN

Mopopa | noasupg, NIH Swiss

NMPABHN BbMNPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHvpate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bello pasMpassBaHe, e 3ab/XKUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3almTHY pbKaBuLY 1 06/1eK/10 ca OT CbLLECTBEHO 3HAaYeHWe, a No Bpeme Ha NPEXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM 1M OT pe3epBoapa C Te4eH a3oT e HeobXxoAMMO fa ce U3No3Ba Macka 3a /iuLe uav npeanasHu ounia. Tosa ce npasu, 3a ja ce
HaManM PUCKLT OT HapaHsiBaHe OT MNOTEHLUMa/THY EKCNI03UM Ha KPUOBMOUTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja AOBeAaT A0 U3XBbp/siHe
Ha oCTpU hparMeHTu.

FapaHyua

Hue B Cytion 3acTaBame 3a/, Ka4eCTBOTO U1 XMN3HECMNOCOOHOCTTA Ha HaLLUTE NMPOAYKTY.

lapaHTuMpame, Ye HalmnTe KNeTku Lie 6bAaT XN3HECNOoCOOHN B HA4a10To Ha Ky/ITUBMPAHETO B NPOAb/MKeHNe Ha 60 AHK cnep unpatiaHeTo
MM OT HalInTe CbOPbXEHUS.

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

3a nMb/HW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawara <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaums
HeoGxoaumo e cnopasymMeHue 3a Yes
npexsbprisiHe Ha martepuanu
noAPOBHOCTU 3A MPOAYKTA
Ta6nuuya cbec cbCcTaBa
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