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OBWA NH®OPMALNA

OnucaHne

KHOS-312H e yoBeLlka KneTbyHa /IMHUSA Ha 0CTeoCapKoM, MoslydeHa OT pak Ha KocTuTe. Tasu KneTbyHa IMHUSA € YyacT OT rpynarta MoAesnv Ha

ocTeocapkoM, nonyyeHn ot KHOS, kosTo BktouBa KHOSNP n KHOS-240S, Hapepg, ¢ apyrv. [Mogo6HO Ha Apyry KNETbYHWU TIMHWK 3a
ocTteocapkoM, KHOS-312H ce n3non3sa LWMPOKO B U3C/NeABaHMsATa Ha paka 3a n3yyaBaHe Ha 6ronornsata Ha octeocapkomuTe, no-
cneLmasiHoO Ha TEXHUTE FTEHETUYHU U MONEKYISIPHU XapakTepUCTUKK, 1 3a OLeHKa Ha NOTEeHUManHM TepaneBTUYHY cpeacTBa. KneTbyHara
nmHna KHOS-312H e nsBecTHa CbC CBOSATA PE3UCTEHTHOCT KbM OMpeAesieHn LeneBn KMHa3HU MHXMBUTOPK, KaTo Hanpumep Tesu, KoUTo
3acqarat nbTa PIBK-Akt-mTOR, KOeTO s NnpaBy OCHOBEH MOAEN 3a M3yyaBaHe Ha MexaHU3MUTe Ha SlIekapCTBEHa PE3UCTEHTHOCT Npu
0CTeoCapKoM.

EQHa OT 3HauUMMuUTe XapakTepucTUKN Ha kneTbyHata imHmsa KHOS-312H e HeliHaTa nosie3HoCT Npu BUCOKONPOU3BOANTENEH CKPUHUHT 3a
NPOTUMBOPAKOBM NiekapcTBa. B lwmnpokomalabHy CKpMHUHIOBM npoyuBaHus KHOS-312H e TecTBaHa cpelly LUMPOK HAabop OT CbefuHeHus,

BK/IIOUMTENHO 0f06peHn oT FDA nekapcTsa v u3cieaBaHn areHTu. Tesun npoyyBaHus paskpueart, ye KHOS-312H nokassa pasnuyHa cteneH
Ha YyBCTBUTETHOCT U PE3NCTEHTHOCT KbM Pas3/IMYHN K/lacoBe NPOTUBOPAKOBM NlIekapcTBa, KOETO nomMara Ha uscrefoBarenurte a oyepraat

MOJEKYNISIPHNS NMeli3ax Ha 0TroBOpa Ha 0CTe0CapkoM KbM fieueHneTo. OCoGeHO nofuepTaHa e Pe3UCTEHTHOCTTA Ha KIeTbYHAaTa JIMHUS KbM
MHX1GUTOpMTE HAa MTOR, KOEeTo NpeAnosnara NoTeHLUManHa HeobXo4MMOCT OT KOMOGUHMPaHY Tepanuy N HOBM CPEACTBA 3a NPEeoAosIsiBaHe

Ha TOBa npean3BuKaTesicTeo.
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https://www.cellosaurus.org/CVCL_2545

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 1% NEAA

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.

MNBbTHOCT Ha 3acsiBaHEeTO 1 x 104 kneTku/cm?
OGHOBSIBaHe Ha TeYHOCTTa 2 00 3 NbTU CEAMUYHO

Bb3cTaHOBsIBaHe cfief pa3vpassiBaHe Cnep pasvpassiBaHe, NocTaBeTe KIEeTKATE B Naky € NAbTHOCT 5 x 104 kneTkmu/cm?2 n
ocTaBeTe K/IeTKMTe [a ce Bb3CTaHOBSAT OT MpoLeca Ha 3aMpassiBaHe U Aa ce NpUKpensT 3a
Hali-masiko 24 yaca.

PasmvpassBaHe 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 KPUOKOHCEPBALUA

CtepunHoct

3ambpcsBaHeTo ¢ MUKOM/Ia3ma ce U3k/yBa KakTo upes PCR-6a3upaHmn aHanmsu, Taka u Ypes TIyMUHECLLEHTHN MEeTOAM 3a OTKpMBaHE Ha
MuKoMna3ma.

3a fa ce rapaHTupa, 4Ye HAMa 6akTepuanHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNITYpU ce nognarar Ha exeaHEeBHN
BU3YyasTHV NMPOBEPKN.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a kproKoHcepBaLms 13non3Bame Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agekBaTrHa X13HecnocobHOCT cnef pasmpasssaHe nnn CM-1 (katasoxeH
Homep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METAbO0NUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiBaHe Ha
KpYovHAYyLMpaHus cTpec.

YcnoBsua 3a cbxpaHeHue
3a abarotTpaliHo cbxpaHeHve noctaBeTe /lakoHMTE B TeUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NpYemInBO camo KaTo KpaTbK MeXAVHEH eTan npeay NPexBbp/sSHETO B TeYEH asoT.
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Ycnosus 3a focTaBka

KpnokoHcepBrpaHnTe KNeTbyYHU IMHUW Ce TPaHCMoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKM C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusutenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainTe onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTe 3a NOAXOASALLO0 ChbXpaHeHMe.

AAPUTEN
Bb3pacT Ha goHOopa 13 roanHn
ETHU4ecka npuHagnexHocT KaBka3skun

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHupate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bJello pasMpassBaHe, e 3ab/IXKUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3almUTHN pbKaBuLY 1 06/1eK/T0 ca OT CbLLECTBEHO 3HAYEeHWE, a No Bpeme Ha NPeXBbP/ISHETO Ha 3aMpaseHm
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaManv PUCKLT OT HapaHsiBaHe OT NOTEHLUMa/THY EKCNI03UM Ha KPUOBMOMTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja [A0BeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

FapaHuyus

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

[apaHTUpame, Yye HalMTe KIETKM LWe ObAaT XM3HECNOCO6HN B Ha4Ya10TO Ha Ky/TTUBUPAHETO B NPOAb/HKEHUe Ha 60 AHW cref u3npaluaHeTo
MM OT HalWTe CbOPBXEHUS.

[apaHTupame, 4ye BCUYKM MaTeprasiv OTroBapaT Ha cneuudmkauumite, onucadu B ceptudoukara 3a aHanus u/unm npogykrosara nmcra

3a nMb/IHW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Kon cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaumsa
HeoGxoaumo e cnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
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