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OBWA NH®OPMALNA

OnucaHne

KneTtkute MG-63, YoBeLLKa KNeTbYHa /IMHUSE HA OCTE0CAaPKOM, NOJTy4YeHa OT KOCTUTE Ha 14-roaviueH 651 naumeHT ¢ 0CTeocapkoMm, ca
OCHOBEH MOAeN B U3cnefBaHuATa Ha kocTHaTa buonorus. YoBeLkute octeocapkoMHu knetkn MG63, ¢ TaxHata onbpobnactHa mopdponorus
1 6bp3a nponudepauns, cayxar KaTo OCHOBEH MHCTPYMEHT 3a pa3brpaHe Ha KOCTHUS MeTab0/IM3bM, 0COOEHO B KOHTEKCTA Ha
ocTeocapKkoma.

Knetknte MG-63 npovssexaar BUCOKM HUBA Ha HOBELLKN MHTEP(EPOH, KOraTo ca UHAYLMPaHu C areHTW Karo NnosIMMHO31HOBA K1CeNnHa-
MOMMUMANIOBA KNCE/NHA, LIMKNOXEKCUMUL, U akTUHOMULMH D. 3acnneHoTo Npon3BoACTBO Ha MHTEPMEPOH e OT peluasallo 3HaYeHne 3a
n3cneaBaHyATa, HaCoOUYeHN KbM UMYHHUTE peakuun B KOCTHaTa Mukpocpea.

[MocsiBaHeTo Ha MG-63 K1eTkM BbpPXy 6MOCHBMECTVMU MOBLPXHOCTM KaTo AMCKOBE OT 6GUMOCTHKAO0, TuTaHoBw (Ti-6Al-4V) auckose n
Ko6anToBo-xpomoBy (Co-Cr-Mo) cniasu € Bb3MOXHO NOPaAy CUTHOTO MM MpUenBaHe v NprKpenBaHe KbM kneTkute. Te ca Ao6bp
ocTeobr1acTeH MOZEN 3a U3yyaBaHe Ha OCTeOVHTEerpauvsaTa u B3aumMoAencTBmsiTa Mexzay KOCTHATE KNEeTKN U UMniaHTaTa ¢ amopdHm
BbINIEPOAHM (UMM U KOMNO3UTEH TaHTal.

M3cnepsaHuATa, BKIOUBALLM OcTeobnacTHaTa kneTbuHa nHus MG-63, yecto ce hokycmpar Bbpxy anonrtosara, perynauusta n
eKcrnpecusita Ha OCTEOKaUILMH 1 BIMSHWETO Ha afieHO3MHa BbpXy KOCTHUS MeTabo/m3bM.

Kato usano knetknte MG-63 ocTaBar kpalibrb/leH KaMbk B U3C/efBaHETO Ha YOBeLLKUTe 0cTe061acTonofo6HM KNeTky, npeanaraiku
NPO3peHUs 3a KNEeTbYHMS pacTex, AudepeHumaumsaTa n CNoXHUTEe B3aMMOAENCTBUA MeX /Y KOCTHUATE KNETKM 1 TAXHaTa MUKpocpesa.
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https://www.cellosaurus.org/CVCL_0426

NMPOABA N NPEAPA3MONOXEHOCT

EkcnpecupaHu peuentopu
TpaHcdopmupaly, pactexeH aktop 6eta (TGF 6eta, Tun | n Tvn Il)

MpoaykTtun
VHTeptepoH

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega

DMEM:Ham's F12 (1:1), w: 3,1 g/L rntoko3a, w: 2,5 mM L-rnytamuH, w: 15 mM HEPES, w: 0,5 mM HatpueB nupysar, w: 1,2 g/L NaHCO3
(Homep Ha nsgenuneto Ha Cytion 820400a)

Atmocchepa 3a MHKyGaumsa 37°C, 5%C02, oBnaxHeHa atmocdepa.

[OoGaBku
[onbnHete cpegara ¢ 10% FBS

PeareHT 3a gucouunauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aAxe3uBHUTE KNeTKW 1 v npomuiiTe ¢ PBS, KoATO He cbAbpxa kanuuii n marHesuii. 3a konéu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NOKpuiATe KNeTkuTe n3usaio ¢ Accutase, kato nsnonssare 1-2 ml 3a konbu
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTkUTe Aa ce MHKYy6upar Ha cTaliHa TemnepaTypa 3a 8-10 muHyTw, 3a ga ce otgenat. Cneg
NHKyb6aLmsaTa BHUMaTeNHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavpare, cneg KoeTo ueHTpodpyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavpaiiTe KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6U, KOUTO BeYe ChAbpXaT
npsicHa cpega.

MAbTHOCT Ha 3acABaHETo 1 x 104 knetku/cm?
OGHOBsIBaHe Ha TeYHOCTTA 2 [0 3 NbTr ceamMmuyHo

Bb3cTaHOBsIBaHe crief, pa3MmpassiBaHe  Crief pasmpassiBaHe, pasnosiokeTe KIeTkute Ha 5 x 104 kneTku/cm? 1 ocTaBeTe K/eTkuTe Aa
Ce Bb3CTaHOBAT OT MpoLeca Ha 3amMpassiBaHe 1 Aa ce NPUKPensT 3a noHe 48 vaca.

Pa3mpassiBaHe 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

CrepunHocrt

3ambpcsiBaHeTo € MUKOM/Ia3ma ce U3k/oysa kakto upes PCR-6a3upanmn aHanmsm, Taka u ypes yMUHECLLEHTHN METOAM 3a OTKpMBaHE Ha
MyUKOMN1a3ma.

3a fla ce rapaHTupa, ye HAMa 6aKTepuasniHo, MOVUYHO UK APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNTYpK ce nogsarar Ha exefHeBHN
BU3YyasTHV MPOBEPKK.
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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.

YcnoBusA 3a goctaBka

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
Bb3pacT Ha foHOopa 14 roanHn
ETHU4ecka npuHagnexHocT KaBka3skun

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.

FapaHyua

Hue B Cytion 3acTaBame 3a/, Ka4eCTBOTO U1 XMN3HECMNOCOOHOCTTA Ha HaLLUTE NMPOAYKTY.

[apaHTUpame, Ye HawmTe KNETKY LWe 6baart XM3HeCnocobHY B HA4a10TO Ha Ky/ITUBMPAHETO B NPoAb/hkeHne Ha 60 AHW cref usnpatiaHeTo
MM OT HalInTe CbOPbXEHUS.

[apaHTUpame, ye BCUYKN MaTepuanIn OTroBapAT Ha crneuudukaumnte, onucaHu B ceptudmkara 3a aHanns u/wnm npogykrosara nncra

3a nMb/HW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawara <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaumsa
HeoGxoaumo e crnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
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