7 Cytion
CaD2

400138

OBWA NH®OPMALNA

OnucaHne

Knetkute CaD2 ca nosyyeHu oT KapLMHOM Ha M/ieyHaTa xJ/esa Ha MULLIKW, CreLmasiHo n3onvpaH ot nopogata Mullkn C3H. Tasu kneTbyHa
NMHUS e paspaboTeHa OT TyMOp, OTKPUT NpU LIECTMECEYHA XEeHCKa MULLIKa, KOETO NpeAcTaB/isiBa MOAes, U3K/I0UNTENHO NOAXOAALL, 3a

13cnefBaHe Ha paka Ha MiieyHaTa x/esa npy MULLKW. MPoM3Xo4bT Ha Te3U KNETKM OT 06LLY, LamM 1a6opaTopHN MULLIKU yiecHsiBa
13M0/I3BAHETO UM B CPABHUTE/HW OHKOMIOTUYHW M3C/EABaHNS, KaTo NOTEHLMAHO COnMkKaBa pesyntatuTe ¢ M3c/eABaHnsTa Ha paka Ha
rbpAara npy YoBeka Ypes paMKUTe Ha CpaBHUTENHATA OHKOMOTUS.
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KNACND®UNKALMNA
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HuBo Ha 6nonorvyHa 6e3onacHoOCT
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N3TOUHUK

CaD2 (katanoxeH Homep Ha Cytion 400138)

JaHbueH naeHTUMKaLMOHeH HoMep

B NCBI

Lienosasbp

NPOABA N NPEAPA3MNONOXEHOCT

Bupycu

Mbpan, MaeyHa xnesa

KapuvHom

Muiwka
KeHckun
MpuBBLPXEHNK

1

Mopo6HW Ha enuten

10090

CVCL 5714

MAP-TecTbT e oTpuuateneH: Sendai, Ektromelie, Polyoma, K-Virus, Kilham, Reo 3, PVM, LCM, M.pulmonis, MVM, Theiler's GD VII, Toolan's
H-1, MHV, LDV, RCV/SDA, M-Adenovirus, B.piliformis.

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 nupysart (Homep Ha usgenveto Ha Cytion

820300a)
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https://www.cellosaurus.org/CVCL_5714

[Ao6GaBku
[onbnHete cpepara ¢ 10% FBS

PeareHT 3a gucouunauyums Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afxe3nuBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii u 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 MHKyOupaT Ha cTaliHa Temnepatypa 3a 8-10 MuHyTw, 3a ga ce otgensat. Cneg
NHKybaLmsaTa BHUMATENHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavparte, cneg KoeTo ueHTpodyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBbp/eTe cynepHaTaHTaTa, pecycneHavpaiite K1eTkuTe B NPsiCHa Cpefa W rv NPexXBbprieTe B HOBU KOIGU, KOUTO BeYe ChAbpXaT
npsicHa cpega.

MABbTHOCT Ha 3acABaHETOo 5 x 104 kneTku/cm? Wie foBefat [0 KOH(YeHTEH MOHOC/ION B paMKuUTe Ha 2 AHU.
OOHOBAIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceamMUYHO

Bb3cTaHoBsIBaHe c/ief pa3MpassiBaHe Cnep pasmpassiBaHe, NocTaBeTe KNeTKUTe B Naky ¢ NABLTHOCT 5 X 104 kneTku/cm? n
ocTaBeTe K/eTKITe [a ce Bb3CTAHOBAT OT NpoLeca Ha 3ampassiBaHe 1 fia ce NpuKpensiT 3a
Hali-masiko 24 vaca.

Pasmpa3ssiBaHe 1 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.

KOHTPO/1 HA KAHECTBOTO N KPUOKOHCEPBALUA

CrepunHocrt

3ambpcsBaHeTo ¢ MYKOM/Ia3ma ce U3k/yBa kakTo upes PCR-6a3upaHmn aHanmsu, Taka u ypes IyMVHECLLEHTHN MEeTOAM 3a OTKpMBaHE Ha
MUKOMN1a3ma.

3a fa ce rapaHTupa, 4ye HaAMa 6akTepuasniHo, rMOVMYHO WA APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNTypK ce nognarar Ha eXxefHeBHN
BU3YyasTHV NMPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KproKoHCcepBaLma 13nos3Bame Nb/iHa cpefa 3a pactex (BkiuntenHo FBS)
+ 10% DMSO 3a agiekBaTHa X1U3HeCrnocobHOCT cnef, pasmpasssaHe M CM-1 (kaTasioxeH
Homep 800100 Ha Cytion), KOATO BK/IKOYBA ONTUMU3VIPAHV OCMOMPOTEKTOPU N METAB0/TUTHN
cTabunmnsaropy 3a nogobpsBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisBaHe Ha
KPUOMHAYLIMPaHWs cTpec.

Ycnosua 3a cbxpaHeHue

3a obnroTpalriHo CbhbxpaHeHve noctaseTe h/lakoHWTE B TeUEH a30T B NapHa asa npu Temneparypa okono -150 fo -196 °C. CbxpaHeHueTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeXAMHEH eTar npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpnokoHcepBrpaHnTe KNeTbYHU IMHUW Ce TPaHCMoPTMPAT BbPXY CyX /e[, B yTBbPAEHW, N30/TMPaHN OMakKoBKM C AOCTATbYHO XNaANIEH areHT,
3a fla ce nogabpxa npubnuanuTenHo -78 °C no Bpeme Ha TpaHcnopTupaHeto. MNpu nonyyaBaHeTo He3abaBHO NperseaanTe onakoskara u
He3abaBHO NpexBbp/eTe o1akoHUTE 3a NOAXOASALLO ChbXPaHEHME.
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AAPUTEN

Mopopaa | nogBug DBA/2

Bb3pacT Ha fjoHopa 6 mMeceua

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHupate fa cbxpaHsiBare Kpronpenapar B TeYeH asoT 3a 6bAello pasMpassiBaHe, e 3ab/DKUTeNIHO [a cnassare CTpory Mepku 3a
6e30MacHOCT. MoAxoAsLLIMTE 3aLUTHU PbKABULIM 1 06/1EK/0 ca OT CbLLECTBEHO 3HAUEHUE, a Mo BpeMe Ha NPEeXBbLP/ISHETO Ha 3aMpaseHu
npo6u KbM MK OT pe3epBoapa C TeUeH asoT e Heo6XoAMMO Aa Ce U3Mo/I3Ba Macka 3a fiuue Uy npeanasHi ounna. Tosa ce nNpaeu, 3a a ce
Hamasu pUCKbLT OT HapaHsiBaHe OT MOTEHLMasTHY eKCI03UM Ha KPUOBMOTE NPY U3BXKAAHETO MM, KOUTO MOraT Aa 40BefaT [0 U3XBbp/isiHe
Ha ocTpy hparmeHTH.

OTKa3 OT OTTOBOPHOCT

HalumTe kneTkv ce NpefocTaBsT USKKUUTENHO 3a LENUTe Ha 1abopaTopHU U3CNeBaHuUs in Vitro U He ca NpeAHasHauYeHn 3a KIMHUYHA UK
[yarHocTuyHa ynotpeba, HATO fa ce npunarar Ha Xxopa Win Aa ce U3nos3Bar 3a BeTepuHapHu Lenu. MotpeGutenute Tpsioea fa ce
NPUABPXKAT KbM BCUYKY NPUNOXUMI HACOKM 1 pa3nopesty 3a 6opaseHe v 13Mnon3BaHe Ha Te3n KeTKW B 13cnefoBaresicka cpeja.

FapaHuyua

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECMOCOOHOCTTA Ha HALLUTE MPOAYKTY.

lapaHTupame, Ye HawmTe KNeTKY LWe 6baat XM3HeCnocobHM B HAYa10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatliaHeTo
MM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasin OTroBapsaT Ha creuundrkalumTe, onucaHn B ceptudmkara 3a aHasims u/uam npogykrosara amcra

3a nb/HK NogpobHOCTU, MONS, HanpaseTe cnpaska ¢ Hawara <a href=""/Koun cme Hue/lapaHumsa/™ hreflang=""x-default"">apaHunoHHa
Jeknapauus

HeoGxoaumo e cnopa3syMeHue 3a Yes
npexsbp/isiHe Ha MaTtepuanu
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