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OBWA NH®OPMALNA

OnucaHne

KneTkute A72 ca KneTbyHa NMHUS Ha KyyeLlkn chnbpocapkom, NoslyyeHa OT CMOHTaHHO Bb3HWKHa TYMOP Npu Kyye. Te3n KNeTku ce
13M0N3BaT NPeAMMHO BbB BETEPUHAPHUTE OHKOMIOTVYHW U3CeABaHns 3a n3yyasaHe Ha 61onorusaTa, NoBefeHNeTo 1 OTTOBOPUTE Ha
NeYEeHNETO Ha Ky4eLlku hrubpocapkomu. TAXHOTO 3HaYEHKe ce pasnpocTpa 1 BbPXY CPaBHUTETHUTE OHKOMOTUYHY U3CeABaHns, Npy KOUTO
npo3peHusTa, NpuaooduTM OT paka npv Kyyetara, Morar fa 6bAar NpuioXeHn KbM U3CNefBaHNATa Ha paka npy xopara nopaau
61ONOTNYHNTE MPUIKM MEX/Y HAKOW KYUEeLLKN N YOBELUKU TYMOPU.

KnetbyHata nmHna A72 nokassa afxesnBHa, nofgobHa Ha hmbpobnact Moponorus 1 e 3BecTHa C arpecuMBHUSA CU pacTex in vitro. Ta e
13Mnon3BaHa 3a n3cnefBaHe Ha pas/IMyHu acnekTn Ha 61MonormsaTa Ha pakoBuTe KNeTKU, BKIIOUMTENHO Nponundepauys, Metactasmu u
B3aVMOAeiCTBME Ha TYMOPHUTE KNETKM C U3BBLHKIETbYHUA MaTPUKC. Te3n KNeTkn ca 0CO6EHO LieHHN 3a OLeHKa Ha eddrkacHOCTTa Ha
XMUoTepaneBTUYHUTE areHTu 1 3a NpoyyYBaHe Ha HOBY TepaneBTUYHU CTpaTernu, BKIUYUTETHO UMYHOTEPaNUsA v Lenesn Tepanum.
KneTkute A72 cbLL0 Taka NpeAcTaB/IABaT Mnosie3eH MoAeN 3a U3yvyasaHe Ha MOMEeKyIApHUTE MbTULLA, YHacTBaLLM B pacTexa 1 nporpecusara
Ha Tymopa, kato Hanpumep curHanmsaums upes PI3K/Akt, MAPK v apyru cBbp3aHu nbTuwa. Te ca OT CbLeCcTBEHO 3Ha4eHe 3a
pa3bupaHeTo Ha reHeTUYHUTE U MOMIEKYIAPHUTE OCHOBY Ha (hMBGPOCapKoOM, KOETO MOXeE Aa NOMOrHe 3a UAEHTUNLMPAHETO Ha NOTEHLMATHN
6romapkepn 3a AVarHocTvKa v Liesin 3a JIe4eHne KakTo BbB BETEPVHApHaTa, Taka 1 B YOBELLKaTa OHKO/OTUS.
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https://www.cellosaurus.org/CVCL_3453

NMPOABA N NPEAPA3MONOXEHOCT

MopgaTnusocT KbM BUpPYCU

KyuelLLKy KOpoHaBMpycK, KyudeLlkn afeHoBUpYcC |, Il, KyyellKku XeprnecHr BUPYCU, KyUeLlkn napanHdgiyeHLasmpyc, KyyeLlku napBoBumpyc,
BMPYC Ha KyyellkaTa TEHWs, MUHYTEH BUPYC Ha KyyeTaTa

OBPABOTKA N OTINEXAOAHE

XpaHuTenHa cpega

DMEM, w: 4,5 g/L rntokosa, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTpues nupysat (Homep Ha nsgenueto Ha Cytion
820300a)

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

[NoGaBku

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

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KEeTKW 1 v npomuiiTe ¢ PBS, KOATO He cbabpXa Kanuuii n marHesuii. 3a konom T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuiiTe kneTkute ususAno ¢ Accutase, kato nsnonssare 1-2 ml 3a konéu
T25 1 2,5 ml 3a kon6u T75. OcTaBeTe KNeTk1Te Aa ce MHKybupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTw, 3a ga ce otaensTt. Cnepn
MHKyb6auuaTa BHUMaTeNnHo pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHupare, cnef KoeTo LeHTpodiyrupaiite npm 300xg 3a 3
MUHYTU. VI3XBbp/ieTe cynepHaTaHTaTa, pecycneHaupaiite kneTkiTe B MpsicHa Cpea v ri npexsbprieTe B HOBY KO/16U, KOUTO BeYe Chabpxar
npsicHa cpega.

MNBbTHOCT Ha 3acsiBaHETO 2 x 104 kneTku/cm? we fosefar A0 KOH(TyeHTEH MOHOC/IOl B paMKnTe Ha 3 AHU.
OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CeAMUYHO

Bib3cTaHoBsiBaHe cnej pasMpassiBaHe Cnep pa3mpassiBaHe, NocTaBeTe KIeTKUTe B Naky ¢ NAbTHOCT 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 upe3 PCR-6a3upaHy aHanmsu, Taka 1 4ypes lyMUHECLLEHTHU MeTOAM 3a OTKpUBaHe Ha
MuKoniasma.

3a [a ce rapaHTvpa, Ye HsMa 6akTepuasiHo, FrbOUMYHO 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, [ongbH petprebp
Bb3pacT Ha goHOopa 8 roguHu

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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