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OnucaHne

KnetbuHata nuHusa SK-N-LO e yoBellka HEBPOGIACTOMHA K/1eTbYHa NINHUS, 3M0MN3BaHa B Hay4YHW N3CNeABaHMA 3a N3yyaBaHe Ha
HeBpo61acToma, KakTo 1 Ha MexaHU3MUTe Ha anonTosa ¥ CUrHasIHUTe MbTULa Npy pak. Ta ce knacuduumpa 1 Kato KNneTbyHa IMHUS Ha
npUMUTUBEH HeBpoekTogepmarneH Tymop (PNET) 1 Hocu dotoxbH reHa EWS-FLIL, KoliTo YyecTo ce cpeLya npy TyMopy OT CEMENCTBOTO Ha
capkoma Ha KOuHr (ESFT). To3u cnmvBaly, ce reH e pesynrar 0T XpOMO30MHa TpaHC/oKaums 1 urpae kioyoBa ponst B OHKOreHHOTO NOBeAeHne
Ha Te3n TYMOPHU KNETKW.

KneTkute SK-N-LO ca 0CO6eHO0 HyBCTBUTE/THU KbM HSIKOW UHXUMBUTOPK, HACOYEHU KbM OHKOrEHHWUTE CUTHa/IHU MbTUla. Hanpumep gokasaHo
e, ye HxnouTopsbT GLI GANT61 npeansBmkBa kacnasoHesasucrma anontosa B SK-N-LO knetkn. GANT61 HapyllaBa TpaHCcKpunumsTa,
meauunpara ot GLI1 n GLI2, B curHantusa nbT Hedgehog (Hh), KoliTo e oT pellaBallo 3Ha4YeHne 3a ouensaBaHeTo 1 nponmdepaunsTa Ha
K/eTKUTe B Tasu kneTbyHa nmHuA. MNpun Tpetnpade ¢ GANT6E1 knetkmute SK-N-LO nokassar MoposiornyHm npoMeHu, CBbp3aHy ¢ anonTosa,
KaTo KOHAeH3auus Ha xpomaTviHa v sapeHa parmeHTaums. OcBeH Toa GANT61 HamansBa ekcrnipecusTa Ha 6entbum kato GLI2 v survivin,
KOWTO Ca BaXXHW 3a Nporpecusita Ha KIeTbYHUA LMKB/ U OLEeNABaHETO, KAaTo ChLUEBPEMEHHO YBe/MyaBa ekcnpecusaTa Ha p21, umknnHo-
3aBUCKM KMHA3EH NHXNOUTOP.

OcseH ToBa knetkute SK-N-LO ca n3non3saHu 3a n3cnegsaHe Ha curHasmsaumaTa Ha onnongHuTe peuentopu. Tesu kneTku ca paspaboTeHu
Taka, Yye fla ekcnpecupar P-onvonaeH peLenTop, KOeTo v NnpaBun LeHEH MOAEeN 3a U3c/efBaHe Ha B3aMMOAENCTBMETO MexXy VHAyLuupaHaTa
OT ONMUOWAN aHasTe3ns 1 BbTPEKNETbYHUTE CUTHA/HU MbTULLA. Hanpumep npoyyBaHusATa nokassar, 4e MOPUHBLT CTUMyupa
hocchopunmpaHeTo Ha Akt B SK-N-LO kneTkute no nbTsA Ha PI3Ky - npouec, KoiTo Moxe ga 6bae MoaynmpaH oT curHanute Ha CAMP. Toa
nogyeprasa rbBkaBoctTa Ha SK-N-LO kneTkuTe npu n3cnefBaHeTo KakTo Ha 61onorusaTa Ha paka, Taka v Ha HeBpohapmMakonorusTa.
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NWAEHTU®UKATOPU

N3TOYHUK
SK-N-LO (katanoxeH Homep 300400 Ha Cytion)

[aHbueH naeHTUUKaLMoHeH Homep 9606
B NCBI
Lienosasbp CVCL 4569

OBPABOTKA N OTINEXAOAHE

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

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

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

PeareHT 3a gucoumauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT aAxe3uBHUTE KNeTKW 1 v npomuiiTe ¢ PBS, KOATO He chAbpxXa kanuuii n marHesuii. 3a konéu T25
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnef ToBa NoKpuiiTe KNeTkuTe n3usaio ¢ Accutase, kato nsnonssare 1-2 ml 3a konbu
T25 1 2,5 ml 3a konbu T75. OcTaBeTe KNeTk1Te Aa ce MHKYybupar Ha cTaliHa Temnepatypa 3a 8-10 MuHyTw, 3a ga ce otaenat. Cneg
VHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaTaHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6GW, KOUTO BeYe ChAbpXaT
npsicHa cpega.

MnbTHOCT Ha 3acABaHETo 3 10 4 x 104 kneTkn/cm?

OGHOBsIBaHe Ha TEUHOCTTa 2 10 3 MbTW CeaMUYHO

Pa3smvpa3ssiBaHe U 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

CTtepunHoct

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4yBa Kakto Ypes PCR-6a3vpaHn aHanmsu, Taka n Yypes IYMUHECLLEHTHN METOAM 3a OTKpYBaHe Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MbOUYHO NN APOXAEBO 3aMbpCsABaHe, KNeTbYHUTE KyTYpY ce noasarar Ha exeaHeBHU
BU3YyaUTHV NMPOBEPKN.
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https://www.cellosaurus.org/CVCL_4569

Cpepa 3a 3ampasfiBaHe Karo cpefa 3a kprokoHcepBauys nsnonssame 50% 6asosa cpega + 40% FBS + 10% DMSO
nnm CM-1 (katanoxeH Homep 800100 Ha Cytion), KOSTO BK/IHOYBA ONTUMU3MPAHU
OCMOMPOTEKTOPU N METAbONNTHY CTabunmMsaTopu 3a nofobpsiBaHe Ha Bb3CTAHOBSIBAHETO U
HamasnsBaHe Ha KproVMHAYLMpaHus cTpec.

Ycnosusa 3a cbxpaHeHue

3a A4bAroTpaiHo cbxpaHeHue noctaseTe (/1IaKOHUTE B TEYEH a30T B NapHa hasa npu Temneparypa okosno -150 fo -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeXAMHEH eTan npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpriokoHcepBupaHnTe KNEeTbYHN JIMHUK Ce TPaHCNOoPTUPAT BbPXY CyX /e, B YTBbPAEHW, N30/IMPaHN ONakoBKW C AOCTATbYHO XNa4UIEH areHT,
3a fla ce nogabpxa npnbnuantenHo -78 °C no BpemMe Ha TpaHcnopTupaHeTo. Npu nonyyaBaHETO He3abaBHO NpernefaiTe onakoskara u
He3abaBHO NpexBbpeTe 1akoHUTE 3a NOAXOASALLO0 ChbXPaHEHME.

AAPUTEN
Bb3pacT Ha foHOopa 10 roanHn
ETHuYecka npuHapgiexxHoct KaBkasku

NMPABHUN BbMPOCU N BE3SOMACHOCT

Mepku 3a 6e3onacHocT

Korarto nnaHupare fa cbxpaHsiBaTe Kpuonpenapar B TeYeH a3oT 3a 6bello pa3mpassiBaHe, e 3afb/HKMTENHO Aa cnassarte CTPory Mepku 3a
6e3onacHocT. MoaxoasLmTe 3ayTHY PbKaBmLuy 1 061EK0 ca OT CbLLECTBEHO 3HaYeHWe, a o BpemMe Ha NPexBbp/IsSHETO Ha 3ampaseHu
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No3Ba Macka 3a iuLe uav npeanasHu ounia. Tosa ce npasu, 3a ja ce
HamaIv pUCKbT OT HapaHsBaHe OT NOTEHLUMasTHY eKCNI03UM Ha KPUOBMOIUTE MNPU U3BadkAAHETO 1M, KOUTO MOraT fa [AoBear [0 U3XBbpsiHe
Ha OCTpu hparMeHTu.

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 usnpaluaHeTo
UM OT HalMTe CbOPBXEHUS.

[apaHTUpame, ye BCUYKN MaTepunaIn OTroBapsaT Ha crneuudmkaummnte, onucaHu B ceptudmkara 3a aHanmns u/wnm npogykrosara nmcra

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