7 Cytion

HOS

300449

OBWA NH®OPMALNA

OnucaHne

HOS (n3BecTeH cbluo kaTo TE85) e yoBeLLKa 0CTe0CapkOMHa KIeTbYHa IMHUS, MOlyYeHa OT KOCTHaTa ThkaH Ha 13-roguiiHa nauveHTka ot
KaBKa3KM NPOU3Xo[ C 0CcTeocapkoM. KneTkuTe pacTtar kaTo afixe3mBeH MOHOC/0M 1 NposiBsiBaT NpeArMHO Nocka, enuTennonogobHa
Mopdronorus ¢ HaKou onbpobnacTonofo6HN XapakTepucTukn. Te uMaT HUCKa NIBTHOCT Ha HacuLLaHe B Ky/Typa U HUCKa eheKTUBHOCT Ha
nnakvpaHe B Mek arap.

HOS kneTkuTe ca CblLo NojaT/IMBK Ha TpaHcopMaLysa KakTo OT OHKOrEHHY BUPYCH, Taka U 0T XMMUYeckn kaHueporesn. HOS 1 cebp3aHata
C Hesd KneTbyHa NMHnA 143B nponsxoxaar oT Cblymsa nauyneHT; 143B e cybnmHus ¢ geduumT Ha TUMUAMH KnHasa (TK-), KoATo e nonyyveHa
NHAVPEeKTHO oT TK-no3uTtmeHara simHna HOS.

TbKaH Bone

3a6onasaHe OcTeocapKomM
KNACND®UNKALNA

OpraHmsbm Yosek

Cekc XKeHcku

CBoIicTBa, CBbP3aHU C pacTexa MpuBBPXEHNK

HuBo Ha 6uonormyHa 6esonacHocT 1
XAPAKTEPUCTUKWN

Mopdonorus Cwmec oT (hnbpob1acTonofgo6HY 1 enuTeNnasHu KNeTkn
NAEHTUDPUKATOPIA
N3TOUHMK

HOS (kaTasioxeH Homep 300449 Ha Cytion)

[JaHbueH ngeHTUUKaLMoHeH Homep 9606
B NCBI
Llenosasbp CVCL 0312

NMPOABA N NPEAPA3MO/TOXEHOCT

N30eH3nMK
G6PD, B

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpepa
EMEM (MEM Eagle), w: 2 mM L-Glutamine, w: 2,2 g/L NaHCO3, w: EBSS (Homep Ha cTtatuaTa B Cytion 820100a)

Atmocchepa 3a MHKyGaumsa 37°C, 5%C02, oBnaxHeHa atmocdepa.
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https://www.cellosaurus.org/CVCL_0312

[Ao6GaBku
[onbnHete cpepara ¢ 10% FBS n 1% NEAA

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 1 x 104 kneTku/cm?
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
KpriokoHcepBupaHnTe KNEeTbYHN JIMHUK Ce TPaHCNOoPTUPAaT BbPXY CyX /e, B YTBbPAEHW, N30/IMPaHN OMakoBKWN C AOCTATbYHO XNa4UIIEH 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

Bb3pacT Ha floHOpa 13 roanHn

ETHU4YecKa NpuHaANeXHOCT KaBkasku

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.

FapaHuyua

Hue B Cytion 3actaBame 3a/ Ka4eCTBOTO U1 XMN3HECNOCOOHOCTTA Ha HALLUTE NMPOAYKTY.

[apaHTUpame, Ye HalMTe KNeTKY LWe 6baaTt XM3HeCnocobHY B HAYa10TO Ha Ky/ITUBMPAHETO B NPOoAb/keHne Ha 60 AHW cref usnpatlaHeTo
MM OT HalUMTe CbOPbXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasIn OTroBapsT Ha creumrkayumTe, onucaHn B ceptudmkara 3a aHasims u/uam npogykrosara mcra

3a Nb/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"'>apaHuynoHHa
aexknapaums
HeoGxoaumo e cnopasymeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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