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OBWA NH®OPMALNA

OnucaHne

KnetbyHata nmHna F9, mogen Ha MmuLimn emOprioHanIeH KapLyHOM, MoslyYeH OT TECTUKY/lapeH TepaTom Ha muiku C57BL/6, cnyxu kato
BaKEH VHCTPYMEHT B 6ronornaTa Ha pasButmeTo u embpuonoruata. Knetkute F9 ca cnocobHu ga ce andepeHumpar B napuetaseH

eHJ04epM, KOrato ca U3/0XKeHV Ha PeTUHOMNOoBA K1ucenvHa u anbytnpunuukianyed AM® (cAMP). Tasu gudepeHumalms ce xapakrepusanpa
CbC 3HAYUTE/HV NMPOMEHNM B K/IETBYHOTO NOBEJEHNE N eKCpecusTa Ha NPOTENHU, BK/IIOUUTEIHO CUHTE3a Ha N/1a3MUHOTEHEH akTuBarop,
NamvHVH 1 konareHd tvn V. Te3n npoTerHy ca oT peluasalllo 3HaveHne 3a pasbupaHeTo Ha npoLiecuTe Ha pasBuTue Ha TbKaHuTe 1
obpasyBaHeTo Ha MaTpULM B paHHUTE eMOPUOHasTHY CTafun.
OT6enasBa ce, e eheKkTMBHOCTTa Ha LAM® npu nHAyumpaHe Ha gvdepeHupaums B kneTkute F9 e obycnoseHa OT NpeABapuTeniHo

TpeTupaHe C PeTUHOEBa KUCENMHA, KOETO NokasBa C/I0KHO B3aUMOAECTBUE MeXAY Te3N CUTHaTHWU MOMIEKY/IN NpW 3aelicTBaHe Ha
nbTULaTa Ha pa3suTe. OCBEeH TOBa kneTkuTe F9 ce xapakTepuampar ¢ HaJIMUYMETO Ha TPU KOMUA Ha reHa 3a 6eta 1 MHTerpuH, KoliTo Moxe
[la noBnMsie Ha kneTbyHaTa afxesvsi ¥ MOBUTHOCT, KOETO AOMb/IHUTE/HO NoAYepTaBa TAXHATa NOIE3HOCT NPY N3yYaBaHETO Ha KNEeTbYHUTE
B3aMMOAENCTBUS 11 CbCTaBa Ha U3BBLHKIETBYHUA MaTpUKC. MpochunmrpaHeTo Ha 6e3onacHOCTTa Ha Te3U KIETKU BK/1l0YBA TECTBAHE 3a BUpYyca

Ha ekTpomenuaTa (MyLWa eapa Wwapka), 3a KOiTo e yCTaHOBEHO, Ye e OTpULIaTe/IeH, KOETO rapaHT1pa NPUroAHOCTTa UM 3a LUMPOK CMEeKTbP OT

eKcnepyMeHTasTHU MPUIOXEHNSI 6E3 PUCK OT BUPYCHO 3aMbpCsiBaHe.

TbKaH
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[Mono6HM Ha enuten

10090

CVCL 0259

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.
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https://www.cellosaurus.org/CVCL_0259

MpoaykTn

MnasMuUHOreHeH akTmBarTop, 1aMUHWUH, KonareH Tun 1V

OBPABOTKA N OTINEXAOAHE

XpaHuTenHa cpega

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

ATMocdpepa 3a UHKyGauusa 37°C, 5%CO02, oBnaxHeHa atmocdepa.

[NoGaBku

[onbnHete cpepara ¢ 10% FBS
PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aIXe3UBHUTE K/ETKN 1 v npomuiiTe ¢ PBS, KOATO He cbabpxa Kanuuii n marHesuii. 3a koném T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuwiiTe kneTkute ususAio ¢ Accutase, kato nsnonssare 1-2 ml 3a kon6u
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,
MHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cief KoeTo LeHTpodiyrmparite npu 300xg 3a 3
MUHYTW. VI3XBBbP/EeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefja 1 rv NpexsbprieTe B HOBU KOI6U, KOUTO BeYe ChAbpxXaT
npsicHa cpega.

MnbTHOCT Ha 3acABaHeTo MokpuiitTe KONGUTE 3a KNeTbYHa KynTypa ¢ xenatuH. 1 x 104 kneTku/cm? wwe obpasysat
KOHpyEeHTEH €011 3a OKOsOo 4 AHW.

OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CeAMUYHO

Bib3cTaHoBsiBaHe cnej pasMpassiBaHe Cnep pa3mpassiBaHe, NocTaBeTe KIeTKUTe B Naky ¢ NABbTHOCT 5 x 104 kneTku/cm?2 n
ocTaBeTe K/eTK/Te fa ce Bb3CTaHOBAT OT NpoLeca Ha 3ampassiBaHe 1 fja ce Npukpensr 3a
Havi-manko 24 vaca.

Pa3smpassiBaHe 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 N KPUOKOHCEPBALMUA

CrepunHoct

3amMbpcsABaHETO C MUKOMNIa3Ma ce U3k/iouBa KakTo upes PCR-6a3npaHy aHanmsu, Taka 1 4ypes lyMUHECLLEHTHU MeTOANM 3a OTKpUBaHe Ha
MuKoniasma.

3a [a ce rapaHTvpa, Ye HsMa 6akTepuasiHo, FbOUYHO MU APOXAEBO 3aMbpCsBaHe, KNETbYHNUTE KYTYypu Ce noanarar Ha eXeHEBHM
BU3YasTHI MPOBEPKY.
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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.

Ycnosus 3a focTaBKa

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, 129/Sv
Bb3pacT Ha goHopa Em6puoH

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHvpate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bello pasMpassBaHe, e 3ab/IXUTE/NHO fa cnassate CTPoru Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3alyTHY pbKaBuLY 1 06/1eK/10 ca OT CbLLECTBEHO 3HAaYeHWe, a No Bpeme Ha NPEXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM 1K 0T pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No/3Ba Macka 3a iuLe uav npeanasHu ounia. Tosa ce npasw, 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.

OTKa3 OT OTTOBOPHOCT
Haluunte kneTkn ce NnpefoCcTaBsaT U3K/THUUTENTHO 3a LiesiuTe Ha 1abopaTtopHu u3cnedBaHus in vitro v He ca npegHasHavyeHu 3a KIMHUYHa unv

[AMarHocTMyHa ynotpe6a, HATO fa ce npuiarar Ha Xxopa Wam Aa ce U3nos3Bar 3a BeTepuHapHu Lenu. Motpe6utenuTe Tpsiéea aa ce
NPUABPXKAT KbM BCUUKM MPUIOXKIMI HACOKM 1 pasnopesbn 3a 6opaBeHe 1 13Mo/i3BaHe Ha Te3n KeTKM B 13CnefoBaTesicka cpeaa.

FapaHuyus

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

[apaHTUpame, ye HalMTe KNETKM LWe 6baaT XM3HECNOCO6HM B Ha4aN0To Ha Ky1TUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cnef u3npallaHeTo
UM OT HalUMTe CbOPBXEHUS.

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

3a Nb/IHW NoAPOBHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
aexknapaums
HeoGxoaumo e cnopasyMeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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