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305204

OBWA NH®OPMALNA

OnucaHne

KnetbuHata nuuus H-4-11-E e kneTbyHa NMHKA, NoslydeHa oT XenaTtoma, cneuvanHo paspaboTeHa oT YepHoapobHa ThkaH Ha Bb3pacTeH
NbX. Tasu KNeTbyHa NIMHNSA YeCTOo Ce U3M0o3Ba B U3CefBaHnst, HACOYEHN KbM h13nonoruata u natonoryata Ha YepHusi 4po6, ocobeHo B
npoyyBaHunsl, CBbP3aHu C XenartoLenynapeH KapLmHoM 1 YepHoApPo6HUs MeTabonmsbm. Knetkute H-4-11-E umat envtennanHa mopdonorus n
ca U3BECTHU C 6bP3MSA CY pacTex ¥ BUCOKATa CU K/IETbYHA MIbTHOCT, KOETO ' NpasK LeHeH MOZEN 3a CKPUHUHT C BUCOKA NMPOU3BOANTENTHOCT
1 TOKCMKOMOTUYHY MPOYYBaHUS.

3abenexutenHo e, ye kneTkute H-4-11-E npossasar HAKOIKO AndhepeHUypaHn (yHKLUM Ha XenaTouuTuTe, BKIHUNTENTHO CEKpeLms Ha
anbymMVH, MPOU3BOACTBO Ha aMOHSAK 1 HaulMune Ha LUToxpom P450 eH3vmu. ToBa rvi MpaBu OT/IMYEH MHCTPYMEHT 3a u3yyasaHe Ha
mMeTabomM3ma Ha iekapcTeara, MHAYKLMATa Ha eH3MMW U B3aMMOLEeNCcTBUATa, KOUTO MOTaT Aa Bb3HUKHAT Npu 3a00/1BaHNA Ha YOBELLKUA
yepeH Apo6. OcBeH TOBa Te3m KNeTk1 ca 61uamn n3non3BaHn 3a n3cneBaHe Ha MexaHu3MnTe Ha pereHepauysa Ha YepHus 4pob un
nporpecuaTa Ha paka, kKaTo npefocTaBsT MH(OPMaLMs 3a KNeTbYHUTE PeakLn KbM Pas/iMyHn CTUMY/ KaTo LUTOKVIHW 1 PaCTeXHN
chakTopu.

TbKaH YepeH gpob
3a6onsBaHe XenarouenynapeH KapLyHOM npy nibxose
CUHOHUMM
o H-4-1I-E
« H4IIE
KNACND®UNKALNA
OpraHusbm Mnbx
Cekc Mbx
CBoiicTBa, CBbP3aHu C pacTexa MpuBBPXEHNK
HuBo Ha 6uonornyHa 6esonacHocT 1
XAPAKTEPUCTUKN
Mopdonorus Envtenvanex
NWAEHTU®PUKATOPU
N3TOUHMK

H-4-11-E (kaTanoxeH Homep 305204 Ha Cytion)

[JaHbueH ngeHTUUKaLuMoHeH Homep 10116
B NCBI
Lienosasbp CVCL 0284

OBPABOTKA N OTINEXAAHE

XpaHuTenHa cpega
EMEM (MEM Eagle), w: 2 mM L-Glutamine, w: 2,2 g/L NaHCO3, w: EBSS (Homep Ha cTtatuaTa B Cytion 820100a)
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https://www.cellosaurus.org/CVCL_0284

ATmoccpepa 3a MHKyGaLms 37°C, 5%C02, oBnaxHeHa atmocgepa.

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

PeareHT 3a gucouunauyumsa Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afxe3uBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuyuii 1 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 MHKyOGupaT Ha cTaliHa TemnepaTypa 3a 8-10 MuHyTw, 3a ga ce otgensaTt. Cnea
NHKybaLmsaTa BHUMATENHO pasbbpkaiite kneTkute ¢ 10 ml cpega, 3a fa rv pecycneHavparte, cneg KoeTo ueHTpodyrupaiite npm 300xg 3a 3
MUHYTW. VI3XBbp/eTe cynepHaTaHTaTa, pecycneHavpaiite KNeTkute B NPsicCHa Cpefa v rv NPexBbprieTe B HOBU KO/IGU, KOUTO BeYe ChAbpXaT
npsicHa cpega.

MABbTHOCT Ha 3acABaHETOo 2 o 4 x 104 kneTkn/cm?2

OOHOBSIBaHe Ha TeYHOCTTa 2 [0 3 NbTH ceaMUYHO

PaswvpassBaHe U 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

CrepunHoct

3ambpcsBaHeTo ¢ MYKOM/Ia3ma ce U3k/oyBa kakTo upes PCR-6a3vpaHmn aHanmsm, Taka u ypes TIyMVHECLLEHTHN MeTOAM 3a OTKpMBAaHE Ha
MUKoM1a3mMa.

3a fa ce rapaHTupa, 4ye HaAMa 6akTepuanHo, rOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNITypU ce nogsarar Ha eXxeaHEeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a KproKOHCepBaLsa 13nosn3same Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a ageKkBaTHa XM3HEeCnocobHOCT cneq, pasmpasssaHe niam CM-1 (kaTasioxeH
Homep 800100 Ha Cytion), KOATO BKOYBA ONTUMU3MPAH OCMOMNPOTEKTOPU 1 METaboNUTHN
cTabununsaropy 3a nogobpsiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KpUonHAyLMpaHnsa cTpec.

Ycnosusa 3a cbxpaHeHue

3a obnrotTpaliHo CbhbxpaHeHve noctaBeTe h/lakoHWTE B TEUEH a30T B NapHa hasa npu Temneparypa okono -150 go -196 °C. CbxpaHeHueTo
npu -80 °C e NnpveM/IMBO caMO KaTo KPaTbK MeXAVHEH eTan npean NPexsbp/ISHETO B TEYEH a30T.

Ycnosus 3a focTaBka

KpVOKOHCEPBUPaHNTE KNETbYHM IMHWM Ce TPAHCMOPTUPAT BbPXY CyX /1€, B YTBbPAEHW, U30/IMPaHN OMaKOBKM C JOCTATbYHO XIaJUIeH areHT,
3a fia ce Noaabpxa npuénmanTesiHo -78 °C no Bpeme Ha TpaHcrnopTupaHeTo. Mpy noslyyasaHeTo He3abaBHO nperieaaiTe onakoskara 1
HE3a6aBHO NpexBbp/ieTe IaKOHUTE 3a MOAXOASALLO ChXPaHeHue.
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AAPUTEN

Mopopaa | nogBug AxC

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHvpate aa cbxpaHsisate Kpuonpenapar B TedeH a3oT 3a 6b/eLL0 pasMpassiBaHe, e 3adb/XUTE/NHO [a crassate CTPori Mepku 3a
6e30MacHOCT. MoAX0AALMTE 3ALUTHI PbKABULW 1 06/IEK/O Ca OT ChLLIECTBEHO 3HAUEHMe, a Mo BpeMe Ha NPexBbP/ISHETO Ha 3amMpaseHm
npo6yu KbM WM OT pe3epBoapa C TedeH as3oT e Heo6XoAMMO Aa Ce U3M0/3Ba Macka 3a Mnle Uan npeanasHu ounna. Tosa ce npasu, 3a 4a ce
HaMa/Im PUCKLT OT HapaHsiBaHe OT MOTEHLMA/THN EKCN/I03UM Ha KPYOBMO/IUTE NPY U3BAXKAAHETO UM, KOUTO MOTaT Aa [0BeAaT [0 U3XBbp/isHE
Ha OCTpM (hparMeHTy.

FapaHuyus

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

[apaHTUpame, ye HalnTe KNETKM LWe 6baaT XM3HECNOCO6HM B Ha4aN0To Ha Ky1TUBUPAHETO B NPOAb/HKeHUe Ha 60 AHW cnef usnpallaHeTo
UM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasIn OTroBapsT Ha crneuudmkaummnte, onucaHu B ceptudmkara 3a aHanmns u/wnm npogykrosara nmcra

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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