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OBWA NH®OPMALNA

OnucaHne

KnetbuHarta nuHusa NRK-Pom121-EGFP3 e nony4yeHa oT HopMasiHv nabliy 6b6peynmn knetkn (NRK) 1 e reHeTMyHo paspaboTteHa fa
ekcnpecupa roxbH npotenHa Pom121-EGFP3. Pom121 e TpaHCMeM6paHeH HyK/1e0NOPVH, KOWTO € MHTerpasieH KOMMOHEHT Ha KoMriekca
Ha sapexuTe nopu (NPC), nrpaely, peluasatia pons B Cr/i06saBaHeTo Ha aapeHaTa o6BuBka 1 dyHkumsATa Ha NPC. Bk/ouBaHeTo Ha Tar Ha
3eneH dniyopecueHTeH npotenH (EGFP3) ynecHsaBa Bu3yanu3aumsta u nscnefBaHeTo Ha uHamuvkara, okanmnsaumsaTa u B3auMogencTausaTta
Ha Pom121 B xu1BM K1eTKM Ype3 chyopecLeHTHa MUKpockonus. Toa npasu kietbyHata nMHuA NRK-Pom121-EGFP3 ueHeH MHCTPYMeHT 3a
n3cneaBaHe Ha MexaHusMUTe Ha AApeHns TpaHcnopT u apxutektypata Ha NPC.

Knetknte NRK, pogutenckara nnmHua Ha NRK-Pom121-EGFP3, yecTto ce 13non3saT B pa3/iMyHu U3Cc/1e[0BaTesICK1 NpUIoXKeHns nopagn
CTabUHNTE CU XapaKTePUCTUKM Ha pacTex u enuTtesiHa mopdonorusa. Mogndgukaumuata 3a ekcnpecus Ha Pom121-EGFP3 npefoctass Ha
n3cnefoBareninTe HagexaeH Mofen 3a u3crnefsaHe Ha MOMeKyNsipHUTE MexaHu3Mu, KOUTO ca B OCHOBAaTa Ha HyK/1eouuTonIasmMmeHns
TpaHCNopT, CTPyKTypHaTa opraHnsauus Ha NPC v perynmpaHeTo v Mo BpeMe Ha KNeTbYyHOTO AeneHe n audepeHumanmus. OcBeH ToBa Tasu
K/IETbYHA IMHMSA MOXE fa ce U3MNo/3Ba 3a n3cneABaHe Ha ehekTuTe OT pas/IMYHN TeHETUYHU 1 (DapMaKooTMYHN CMYLLEHNS BBPXY
dyHkupmATa Ha NPC, koeTo npefnara nornes Bbpxy 3ab0sBaHns, CBbp3aHn ¢ AedekTy B SAPEHNst TPAHCMOPT, KaTo pak 1
HeBpoJereHepaTuBHM PasCcTpPonCTBa.

Karo usano, knetbyHata nmHua NRK-Pom121-EGFP3 npeactaBnsiBa yCbBbPLUEHCTBAH MHCTPYMEHT B KNleTbyHaTa 61Monorus u
MOMEKYNIAPHUTE N3CNEeABaHNA, OCUTYpsBaLL, MPO3PEHNSA C BUCOKA pasfennTesiHa CnocobHOCT 3a AVHaMUYHWUTE NpoLecK, ynpas/ssalim
HykneouuTonnasMeHnTe B3ammogeictauns. CnocobHocTTa 1 fa no3sosssa HabnogeHne B peasiHo BpeMe Ha KoMnoHeHTute Ha HIMK B xumB
K/IeTbYeH KOHTEKCT A Npasu 6e3LeHHa 3a NogobpsasaHe Ha pasbrpaHeTo HY 3a MexaHU3MUTE Ha K/IETbYHUS TPAHCMOPT U TAXHOTO 3HaYeHve
3a 34paBeTo 1 bonectute.

TbKaH Bvbpeun

CUHOHUMU
« NRK Pom121-EGFP3
« NRK Pom121-3EGFP
« NRK-Pom121-3EGFP

KNACUND®UNKALNA
OpraHusbm Mnbx
CBoiicTBa, CBbpP3aHU C pacTexa MpVBBLPXEHUK
HuBeo Ha 6uonornyHa 6e3onacHoCT 1
XAPAKTEPUCTUKN
Mopdonorus dunbpobnacTonofo6HM KNeTkn ¢ dpysndpopmeHa hopma
NAEHTUD®UNKATOPU
N3TOYHUK

NRK-Pom121-EGFP3 (kaTasioxeH Homep 500669 Ha Cytion)

[aHbyeH naeHTUUKaLMoHeH Homep 10116
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https://www.cellosaurus.org/CVCL_AV96

Bnoxuten JNabopatopusita Ha EnbHEBLPr (EMBL)

NMPOABA N NPEAPA3MO/TOXEHOCT

EkcnpecupaHu peuentopu
EnugepmaneH pactexeH taktop (EGF), ctumynupalia Myntunavkaumsata aktuBHocT (MSA)

Ekcnpecus Ha npoTenHun
Pom121-EGFP3: MectononoxeHnune/ren: 1..589 / Pcmy, 653..4250 / Pom121, 4251..4287 / null, 4318..6546 / 3EGFP, 7780..8574 /
KanR/NeoR

MpoaykTn
EnngepmaneH pactexeH caktop (EGF), MyntunankauvoHHa ctumynvpata aktusHocTt (MSA), POM121, TpaHCMeM6paHeH, HyKNeonopwH,
CMV Promotor, HeoMuuuH, doocchoTpaHcdepasa

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rntoko3a, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpueB nupyBsart (Homep Ha usgenveto Ha Cytion
820300a)

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

[OoGaBku
[JonbnHete cpegata ¢ 10% FBS, 0,5 mg/ml G418

PeareHT 3a gucouunauyus Accutase

MpecaxpaHe

V3xBbpneTe cTapata cpega 1 npomMuiite knetkute ¢ PBS. [lo6aBeTe npsicHo npurotBeH 0,025% pasteop Ha TpuncuH/0,02% EDTA, 3arpaTt go
37 rpagyca no Lienswii, n nsvakaiite, f,OKaTo KIETKUTE Ce OTAENAT, KOeTO 0OMKHOBEHO OTHEMa OKO/10 5 MUHYTW. HeyTpanusupaiite TpuncuHa,
kaTo fobaBuTe NMpscHa cpeaa, c/ef KOeTo Mpexsbp/ieTe kKNeTbyYHaTa CMeC B enpyBeTka 1 LeHTpodiyrupaiite. Cneq, ueHTpodyrupaHeTo
OTCTpaHeTe cynepHaTaHTara, pecycneHauparite kneTbuHaTa neneta B NpsicHa XxpaHuTenHa cpeia 1 npexsbp/ieTe CycneH3unsita B HOBU
Kon6u. Bkntoyete G418 B xpaHuTenHarta cpeja, 3a Aa AOCTUrHeTe KpaiHa koHueHTpauus ot 0,5 mg/ml

MAbTHOCT Ha 3acABaHETO 2 o 4 x 104 knetkn/cm?2

OOGHOBSIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceamMUYHO

PasmpassBaHe 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.
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KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALUA

CrepunHocrt

3ambpcsABaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsm, Taka u Ypes TyMVHECLLEHTHN MEeTOAM 3a OTKpMBAaHE Ha
MUKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpK ce nognarar Ha eXxefHeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KpYoKOHCepBaLma 13nosi3Bame Nb/iHa cpefa 3a pactex (BkauntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCnoco6HOCT creg pasmpassiBaHe i CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1IOUBA ONTVMMU3VPAHN OCMOMPOTEKTOPY U METAbONNTHN
cTabunmnsaropy 3a nogobpsBaHe Ha Bb3CTaHOBSIBAHETO U HaMasifABaHe Ha
KPUOMHAYLIMPaHns cTpec.

Ycnosua 3a cbxpaHeHue

3a A4bAroTpaiHo cbxpaHeHue noctaseTe (/1lakKOHUTE B TEYEH a30T B NapHa hasa npu temneparypa okosno -150 ao -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMO KaTo KpaTbK MeXAMHEH eTar npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpriokoHcepBupaHnTe KNEeTbYHN JIMHUK Ce TPaHCNOPTUPAT BbPXY CyX /e, B YTBbPAEHW, N30/IMPaHN ONakoBKWN C AOCTATbYHO XNa4UIIEH areHT,
3a fla ce nogabpxa npnbnuantenHo -78 °C no BpemMe Ha TpaHcnopTupaHeTo. Npu nonyyaBaHETO He3abaBHO NpernefaiTte onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTE 3a NOAXOASALLO0 ChbXPaHEHME.

AAPUTEN

Mopopa | noasug OsborneMendel

NMPABHWN BbMNPOCU N BE3OMACHOCT

Mepku 3a 6e3onacHocT

Korarto nnaHupare fa cbxpaHsiBaTe Kpuonpenapar B TeYeH a3oT 3a 6bello pa3mpassiBaHe, e 3afb/HKMTENIHO Aa cnassarte CTPory Mepku 3a
6e3onacHocT. MoaxoasLmTe 3auTHY PbKaBmLuy 1 061EK/0 ca OT CbLLECTBEHO 3HaYeHWe, a o BpemMe Ha NPexBbp/ISHETO Ha 3ampaseHu
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a /iuLe uav npeanasHu ounia. Tosa ce npasw, 3a ja ce
HamaIv PUCKbT OT HapaHsBaHe OT NOTEHLUMasTHY eKCNI03UM Ha KPUOBKOIUTE MNPU U3BadkAaHETO 1M, KOUTO MoraT fa [AoBeAar [0 U3XBbpsiHe
Ha OCTpu hparMeHTu.

OTKa3 OT OTTOBOPHOCT
Hawute KneTkn ce npefocTaBaT U3KMOUUTENHO 3a LiennTe Ha I'Ia60paT0pHVI n3cneABaHus in vitro n He ca npegHasHavyeHu 3a KIMHU4Ha nnum

AnarHocTnyHa yn0Tpe6a, HUTO Aa Ce npunarat Ha Xxopa Win ga ce n3non3sar 3a BeTepnHapHu Lesnn. nOTpeﬁVITeI'IVITe TpﬂﬁBa face
NpUABbPXAT KbM BCUYKM NPUIOKMMU HACOKN 1 pasnopeoun 3a 6opaBeHe 1 13Mon3BaHe Ha Te3n K/eTKU B u3cregoBaresnicka cpeja.

FapaHuyua

Hue B Cytion 3actaBame 3a/ Ka4eCTBOTO U1 XMN3HECMOCOOHOCTTA Ha HALLUTE NMPOAYKTY.

[apaHTUpame, Ye HalmTe KNeTKY LWe 6baaTt XM3HeCnocobHY B HA4a10TO Ha Ky/ITUBMPAHETO B NPOAb/keHne Ha 60 AHW cref usnpatlaHeTo
MM OT HalIMTe CbOPbXEHUS.

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

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawarta <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"'>apaHuynoHHa
aexknapauus
Mpunarat ce cnopasymeHus ¢ TpeTn Yes
cTpaHu
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