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OBWA NH®OPMALNA

OnucaHne

KneTbyHaTa nnHms ST, nonyyeHa oT CbeAMHUTENIHATA ThKaH Ha MBbXKO npace oT nopogara Landrace, ce 13nonssa npeAMMHo 3a Hay4Hu
n3cnefBaHusi, CBbP3aHu C BUPYCONOrMsATa U TOKCUKONOrusATa. Tesn KIeTkv ca OT CBUHCKM NPOU3XO0Z U ca 0COBEHO LiEHHM 3a U3cnefBaHns B
obnacTTa Ha BeTepuHapHaTa MeayLyHa n cpaBHUTeNHaTa kneTbyHa 61Monorusi, 0co6eHo 3a NPoyYBaHNs Ha BUPYCU, KOUTO 3acsiraT CBUHETE.
Mopo6Hata Ha chmbpobnact mopdhonorusa Ha ST KIeTKnTe v NpaBy NOAXOASALL, MOAEN 3a U3yYaBaHe Ha KeTbyHUTE npoLecu n
B3aVIMOAEVCTBMATA MEX/Y BUPYCY U KNETKN B CBUHCKM KOHTEKCT.

ST kneTknTe NokasBar CTabuIHN XapakTepPUCTUKN Ha pacTex Npu CTaHAaPTHW YC/IOBYS Ha KETbYHA KyNTypa 1 ca 6uiu LUMPOKO M3Noi3BaHun
3a n3cneABaHe Ha pas/InyHM NaToreHn No CBMHETe, BKKUUTE/HO BUPYCa Ha Lan 1 Apyri YieHoBe Ha ceMelicTBo Picornaviridae. TaxHaTa
YyBCTBUTE/THOCT KbM Pa3/IMYHI BUPYCHN MHPEKLMM YNecHABa aHa/In3a Ha BUPYCHUTE XWU3HEHN LWK/IN, B3aVMOAeCTBMATa Mexay
roCTOMpMEMHYKA 1 NaToreHa 1 erkacHOCTTa Ha aHTUBUPYCHUTE CbeauHeHns. OCBEH TOBa Te3U K/1eTKM YeCTo Ce U3MO0/3BaT 3a OLeHKa Ha
TOKCVKOMOTUYHUTE pPeakLmmn KbM Pa3/IMyHN XMMWYECKN areHTu, KaTo NPeAoCcTaBAT BaXHU JaHHM 3a KNEeTbYHUTE peakumn 1 LUTOTOKCMYHOCTTa
B CMCTeMa, pasnnyHa OT Tasu Ha 603anHuuuTe.

YHMBEpCasIHOCTTa Ha KeTbyHaTta MHUA ST BbB BUPYCONIOTMYHUTE 1 TOKCUKOMIOTMYHWTE aHan3v noAyepTasa HeliHaTa nofe3HoCT KakTo BbB
dyHAAMEHTaIHUTE, Taka 1 B NPUIOXKHNATE GUONOrMYHM n3cneaBaHus. Mo To3u HauuH ST KNeTKUTe NPoAb/XaBaT Aa 6bAaT BaXeH pecypc 3a
n3cnegoBarennTe, KOUTO UMAT 3a Lien Aa NoA0OpAT BETEPUHAPHOTO 3apase, Aa pasbepar MexaHn3MuTe Ha 300H03HUTE 3a60/1ABaHNA 1 Aa
pas3paboTAT TepaneBTUYHY CTpaTernn 3a 3abonsBaHus, 3acaraliy nonynauumTe ot CBUHE.
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https://www.cellosaurus.org/CVCL_2204

OBPABOTKA N OTINEXAAHE

XpaHutenHa cpefia
EMEM (MEM Eagle), w: 2 mM L-Glutamine, w: 2,2 g/L NaHCO3, w: EBSS (Homep Ha cTaTtusaTta B Cytion 820100a)

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

[oGaBku
JonbnHete cpeparta ¢ 10% FBS, 1% NEAA n 1,0 mM HaTpueB nupysar

PeareHT 3a gucoumauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afiXe3UBHUTE KNETKN 1 1 npomuiiTe ¢ PBS, KOSITO He ChabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonsearite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnepf ToBa NOKpuiiTe KNeTkTe n3usano ¢ Accutase, kato nanonssare 1-2 ml 3a konéu
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KIETKUTE Aa ce MHKybuparT Ha cTaiiHa Temneparypa 3a 8-10 MuHyTH, 3a fa ce oTaenst. Cneg,
VHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja 1 rv NpexsbpieTe B HOBU KO6K, KOUTO BeYe ChAbpXaT
npscHa cpega.

OGHOBsIBaHe Ha TEYUHOCTTa 2 10 3 MbTW CeaMUYHO

Pa3mvpassiBaHe 1 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 Ype3 PCR-6a3vpaHn aHamsu, Taka u Yypes IYMUHECLIEHTHU METOAM 3a OTKpMBaHe Ha
MUKOM/1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MOUYHO NN APOXAEBO 3aMbpCsABaHe, KNETbYHUTE Ky/ITYpY ce nogsarar Ha exenHeBHU
BU3YaUTHV NMPOBEPKU.

Cpepa 3a 3ampasfiBaHe Karo cpefia 3a kproKoHcepBaLvs 13no3Bame Nb/iHa cpeja 3a pactex (BkawuutenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneg pasmpasssaHe nnn CM-1 (katasnoxeH
Homep 800100 Ha Cytion), KOATO BK/IOUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METaboNNTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiiBaHe Ha
KpYovHAYyLMpaHus cTpec.

YcnoBua 3a cbxpaHeHue

3a gbnrotpaliHo cbxpaHeHve noctaBeTe h/lakoHMTE B TeUEH a30T B NapHa asa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NprvemINBO camo KaTo KpaTbK MeXAVHEH eTan Npeau NPexsbp/IAHeTo B TeYeH a3orT.

YcnoBus 3a focTaBka

Kp1OKoHCEepBUPaHNUTE KNETHYHW NINHWAK Ce TPAHCMOPTUPAT BbPXY CyX /e B YTBbPAEHU, U30/IMPaHN OMaKoBKY C JOCTATbUYHO X/TaAW/IEH areHT,
3a fa ce nogabpxa npubnuauTenHo -78 °C no BpeMe Ha TpaHcrnopTupaHeTo. Mpu noyyaBaHeTo He3a6aBHO Npernesaiite onakoBkara v
He3abaBHO NpexBbp/ieTe (p/IakoHUTE 3a MOAXOASLLO ChXpaHeHMe.
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AAPUTEN

Bb3pacT Ha goHOopa 80 g0 90 aAHM GpemeHHoCT

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHvpate aa cbxpaHsisate Kpuonpenapar B TedeH a3oT 3a 6b/eLL0 pasMpassiBaHe, e 3adb/XUTE/NHO [a crassate CTPori Mepku 3a
6e30MacHOCT. MoAX0AALMTE 3ALUTHI PbKABULW 1 06/IEK/O Ca OT ChLLIECTBEHO 3HAUEHMe, a Mo BpeMe Ha NPexBbP/ISHETO Ha 3amMpaseHm
npo6yu KbM WM OT pe3epBoapa C TedeH as3oT e Heo6XoAMMO Aa Ce U3M0/3Ba Macka 3a Mnle Uan npeanasHu ounna. Tosa ce npasu, 3a 4a ce
HaMa/Im PUCKLT OT HapaHsiBaHe OT MOTEHLMA/THN EKCN/I03UM Ha KPYOBMO/IUTE NPY U3BAXKAAHETO UM, KOUTO MOTaT Aa [0BeAaT [0 U3XBbp/isHE
Ha OCTpM (hparMeHTy.

FapaHuyus

Hue B Cytion 3acTaBame 3a Ka4eCTBOTO U XM3HECNOCOBHOCTTA Ha HaLLUTe NPOAYKTU.

[apaHTUpame, ye HalnTe KNETKM LWe 6baaT XM3HECNOCO6HM B Ha4aN0To Ha Ky1TUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cnef usnpallaHeTo
UM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasIn OTroBapsT Ha crneuudmkaummnte, onucaHu B ceptudmkara 3a aHanmns u/wnm npogykrosara nmcra

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"'>apaHuynoHHa
aexknapaums
HeoGxoaumo e cnopasymeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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