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OnucaHne

KneTkute PtK2 ca enutenHa kneTbyHa /iMHUS, NonyyeHa oT 6b6peLuTe Ha MbXKM AbAroHOC NoTypo, Potorous tridactylis, Bug topbect. Tesun

KNEeTKM ca U3BECTHU C FroNIeMUs Cv pasmep 1 Masikusi 6poit Xpomo3omMu (2n = 12), KOeTo rv npasy 0COOEHO NOMEe3HUN 3a LUTOreHETUYHN
n3cnefpaHus. bnarogapeHre Ha ecHo BU3yanmavpatlyTe ce XpoMo3oMuy kneTkute PtK2 crnyxar kaTo oT/IM4eH Mofen 3a UsyyaBaHe Ha

MUTO3ara, ABWKEHNETO Ha XPOMO30MUTE U CTPYKTYPHUTE acnekTy Ha KIeTbYHOTO AenieHe. OCBeH ToBa Te NoALbpxaT rnsiocka MOp(pO}'IOFVIFl

npes uennsa KneTb4eH UWKb/1, BKIIYNTE/THO MO BpeMe Ha MUTo3arta, KOeTo nognomara HabNAEeHNETO Ha KNeTbYHUTE npouecu nog

MWKPOCKOnM.

Knetkute PtK2 nokasear crneumuyH MOAENN Ha YyBCTBUTETHOCT KbM BUPYCH, KaTo ca yCTOMUMBY Ha aleHOBUPYC 5, KOKCakMBmpyc B5 v
MOMIMOBUPYC 2, HO Ca YyBCTBUTESHN KbM KOKCAKMBUPYC A9, Xeprnec CUMM/IEKC, BaKCHa U BUPYCY Ha BE3VKY/TapHUsi CTOMATUT. OCBEH TOBa
TE3U KMNETKY NPUTEXABAT MEX/AUHHI HULLKW, CbCTABEHU OT KepaTuH, KOUTO JONPUHACAT 3a CTPYKTypHaTa UM LS/IOCT. B 6uoMeauumHcKiuTe

nscneapaHust PtK2 kneTknTe 4ecTo ce W3non3eaTt npu u3yyaBaHe Ha KIETbYHOTO AefeHe, B3auMOoaelicTBUATa Mexay BUpycH 1
FOCTOMPUEMHHLM U LINTOCKENETHATA OpraHu3aLys.

TbKaH

CUHOHMMU
o PtK2 (NBL-5)
e NBL-5
o Pt-K2
o PTK-2
o Ptk-2
« PTK2
o PtK2
« PTK2
o PtK2
o Ptk2
« Potorous tridactylus Kidney 2
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[aHbuyeH naeHTUUKaLMoHeH Homep 9310
B NCBI

Llenosasbp CVCL 0514

NMPOABA N NPEAPA3MO/OXEHOCT

NopaTnuBOCT KbM BUpPYCU
Coxsackievirus A9, xepriec cumnekc, BakcuHa, BesnkynapeH ctomatut (Ogden)

YcToiiuMBOCT KbM BUPYCU

AfleHoBUMpYycC 5, kokcakmBupyc B5, nonvosupyc 2
OGparHa TpaHcKpunTasa OTpuuarenex

MpoaykTn
KepatunH

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega
RPMI 1640, w: 2,0 mM ctabuneH rnytamuH, w: 2,0 g/L NaHCO3 (Homep Ha ctatusita B Cytion 820700a)

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

[AoGaBku
[onbnHete cpepara ¢ 15% FBS

PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afxe3nuBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii 1 marHesuii. 3a konbu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkute n3usaio ¢ Accutase, kato nanonssare 1-2 ml 3a konbm
T25 1 2,5 ml 3a konbu T75. OcTaBeTe kNeTkUTe Aa ce MHKYyOGupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTw, 3a ga ce otgensat. Cnea
NHKybaLmsaTa BHUMATENHO pasobpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavparte, cneg KoeTo LeHTpodyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBbp/eTe cynepHaTaHTaTa, pecycneHavpaiite KNeTkute B NPsiCHa Cpefa v rv NpexBbprieTe B HOBU KOIGU, KOUTO BeYe ChabpXaT
npsicHa cpega.

MABbTHOCT Ha 3acABaHEToO 1 x 104 kneTku/cm?

Bb3cTaHOBsIBaHe criefi pa3MpassiBaHe Cnep pasmpassiBaHe, NocTaBeTe KNeTKUTe B Naky ¢ NABLTHOCT 5 X 104 kneTku/cm? n
ocTaBeTe K/IeTK/Te [1a Ce Bb3CTaHOBAT OT NpoLeca Ha 3aMpassiBaHe U Aa ce NPUKpensT 3a
Hali-masiko 24 vaca.

Pasmpa3ssiBaHe 1 KyNITUBUPaHe

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.

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

2/3


https://www.cellosaurus.org/CVCL_0514

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

Bb3pacT Ha AoHopa Bb3pacTHu

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
HeoGxoaumo e cnopasyMeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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

3/3



