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OBWA NH®OPMALNA

OnucaHue

KneTtkute EA.hy926 ca comaTnyHa XxmbpuaHa KneTbyHa NNHUS, LWMPOKO 13M03BaHa B u3cneaBaHmsita Ha CbpAeyHoChA0BY 3abonsBanHus. Te
ce M3non3.ar 3a 13yyaBaHe Ha pas/IMyHn acrnekTn Ha PYHKLMUTE Ha eHAOTENTHUTE KNEeTKW, CBbp3aHu C aHrnoreHesara, xomeocrasara/
Tpombo3ara, peryimpaHeTo Ha KpbBHOTO HasIiraHe 1 Bb3NasieHNeTo.

LinTonnasmeHoTo pa3npefeneHve Ha Weibel-Palade Tena n TbkaHHo-cneundmyHn opraHenu B kneTkute EA.hy926, HabnogasaHo upes
e/leKTPOHHM hoToMUKporpadum, oTpassasa TexHuTe guepeHumpan yHKLUN Ha eHA0TENHN KeTK1. EfHO OT OCHOBHWTE npeAnMmcTBa Ha
knetkute EA.hy926 e cnocobHoCTTa UM fa npemuHaBsar npes noseye ot 100 yagosBaHua Ha nonynaumsTta (PDL), kaTto 3anasBar K1eTbyHuTe
CU CBOWCTBA.

Ta3n AbAroTPaiHOCT OCUrypsiBa YCTONUMB 1 MOCTOSIHEH M3TOUHMK Ha KNETKN 3a Ab/TOCPOYHIN eKCepuMeHTn 1 nscnefsanus. C speme 3a
yABOsiBaHe OT 12 yaca Te3u KNeTkv ce XapakTepusupar ¢ 6bp3a nponvdepawus, KOeTo ynecHsBa ekCnepuMeHTasiHMTe paboTHU NpoLiecy 1
no3Bo/isiBa e(heKTUBHO reHeprpaHe Ha KeTbYHM KOMYecTBa, HeobXxoAvMH 3a LWpoKoMalLabHn uscnegBaHus.

KneTtkute EA.hy926 ca gokasanu, 4e NPOMEHAT NpaBuiaTa Ha urpata B CbpAeYHOCHA0BUTE U3CNefBaHNs, 0COOEHO NPu NPeYNCTBAHETO Ha
eHAo0TeNnH KoHBepTupalums edsum (ELIE). TpaguuMoHHO nosyyaBaHeTO Ha MbPBUYHY EHAOTENHW KNETKN B 3HAUYNTENHW KO/TMYecTsa e
npeaun3BuKaTesiCTBO, KOETO Bb3NpenaTcTBa npeyncrsaHeto Ha ECE.

Knetknte EA.hy926, nosyyeHn ot TpaHchopMmMpaHn eHA0TeNHN KETKM Ha YoBeLLKaTa MbhHa BpbB, obaye ce npesbpHaxa B HafexaHa
asnTepHaTuBa 3a uscnefpaHe Ha akTuBHocTTa Ha ECE. To3v npo6us OTKpy HOBU Bb3MOXHOCTU 3a U3cneasaHe Ha ponsta Ha ECE B
CbpAeyHOCHA0BUTE 3a6015BaHNA 1 3a paspaboTBaHe Ha NOTeHUMasIHN TepaneBTUYHN UHTEPBEHLIUN.

TbKaH YM6UnvkasHa BeHa, CbZ,0B eHA0TeN

CUHOHMMU

« EA. hy926
« EAhy926
o EA-hy926
« EAhy 926
« EAHY-926
o EA.Hy926
« EA.hy926
o EAhy926
« EaHy926
« Eahy926

KNACND®UNKALMA

OpraHmsbm Yosek
Cekc MbX
CBOIiCTBa, CBbp3aHu C pacTexa MpUBbPXEHNK

HuBo Ha 6uonornyHa 6esonacHocT 1

XAPAKTEPUCTUKN

Mopdronorusa EnpoTtennym

Bpewme 3a yaBosiBaHe 12 yaca
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NWAEHTU®UKATOPU

N3TOYHUK
EA.hy926 (kaTanoxeH Homep Ha Cytion 305034)

[aHbueH naeHTUUKaLMoHeH Homep 9606
B NCBI
Lienosasbp CVCL 3901

OBPABOTKA N OTINEXAOAHE

XpaHuTtenHa cpepa

DMEM, w: 4,5 g/L rntoko3sa, w: 4 mM L-rinytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTtpues nvpyBsaT (Homep Ha usgenveto Ha Cytion
820300a)

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

foGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucouynauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afXe3UBHUTE KNETKU 1 r1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonsearite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnepf ToBa NOKpuiiTe KNeTkute 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,
MHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, creg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MUHYTW. VI3XBBbpeTe cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NpsicHa cpefa u rv NpexsbprieTe B HOBU KO6W, KOUTO BeYe ChAbpXaT
npscHa cpega.

OGHOBsIBaHe Ha TEUHOCTTa 2 10 3 MbTW CeaMUYHO

Pa3mvpa3ssiBaHe 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 U KPMUOKOHCEPBALUNA

CTtepunHocTt

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4YBa Kakto Ypes PCR-6a3vpaHn aHamsu, Taka u ypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM/1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHO, MOUYHO NIV APOXAEBO 3aMbpCsBaHe, KNETbYHUTE Ky/ITYpY ce nogsarar Ha exenHeBHU
BU3YaUTHV NMPOBEPKU.
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https://www.cellosaurus.org/CVCL_3901

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.

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHvpate aa cbxpaHsisate Kpuonpenapar B TedeH a3oT 3a 6b/eLL0 pasMpassiBaHe, e 3aib/XUTE/NHO [a crassate CTPOori Mepku 3a
6e30MacHOCT. MoAX0AAWNTE 3aLUTHI PbKaBULW 1 06/IEK/IO Ca OT ChLLUECTBEHO 3HAUEHMe, a Mo BPeEMEe Ha NMPeXBbP/ISHETO Ha 3amMpaseHm
npo6yu KbM KUK OT pe3epBoapa ¢ TedeH as3oT e Heo6X0AMMO Aa Ce U3MN0/3Ba Macka 3a Nnle Uan npeanasHu ounna. Tosa ce Npaeu, 3a 4a ce
HaMa/Im PUCKLT OT HapaHsiBaHe OT MOTEHLMASTHN EKCN/I031K Ha KPYOBUOIUTE NPY U3BAXKAAHETO UM, KOUTO MOTaT Aa [OBEAAT [0 U3XBbp/IsHE
Ha OCTpW (hparMeHTy.

FapaHuyus

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO Y XM3HECNOCOBHOCTTA Ha HaLLUTe NPOAYKTU.

[apaHTUpame, ye HalnTe KNETKM LWe 6bAaT XM3HECNOCO6HN B Ha4YaI0TO Ha KyTTUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cref usnpallaHeTo
UM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuan 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
Aeknapaums
HeoGxoaumo e crnopasymMmeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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