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OBWA NH®OPMALNA

OnucaHue

KneTbyHaTa NMHMA Lecl e MyTaHTEH K/10H, CENEKLMOHMPaH 3apaju CBOsiTa PE3NCTEHTHOCT KbM ar/lyTUHUH OT NLWEeHWYEH 3apoauLl, NoyyeH
ot pogutenckusa CHO knoH Pro-5. To3u npoLec Ha cenekuysa aosese A0 NnosyvyaBaHeTo Ha KeTbYHA IMHKA CbC cneundnyeH gedekT B
TIMKO3WIMPAHETO, XapakTepusunpaLy, ce ¢ HaiMumeTo Ha N-CBbp3aHy Bbraexungpartu ¢ 6nokupaH MexamHeH npogykt Man5-GIcNAc2-Asn.
ToBa 6110KMpaHe ce Ab/KM Ha OTChCTBUETO Ha N-aueTunrioko3amMuHunTpaHcgepasa | (GIcNAc-TI), eH3uM, KOITO e OT pellaBalllo 3HaYeHve
3a NPOTUYAHETO Ha CUHTE3a Ha [INKaHW KbM MO-CN0XHM (hopMu. B pesynTar Ha ToBa Lecl kieTkute HaTpynsar [IMKONPOTEUHN C NMPEKbCHATH
onrosaxapuay oT TUna ¢ BUCOKO CbbpXaHne Ha MaHo3a.

Lecl kneTkute ca 6e3LeHHN 3a U3yyaBaHeTo Ha 6ocMHTEe3aTa Ha rIMKONpoTenHU, 0Co6eHO 3a pasbupaHeTo kak npoMeHeHata N-cBbp3aHa
INKO3UIMpaHe 3acsra kneTbuHata yHKLMA. ViscnepoBaTtenunTe n3nonssar Lecl kneTku, 3a Aa n3cneasart Bb3AelicCTBMETO Ha
TIMKO3U/IMPAHETO BbPXY CrbBaHETO Ha MPOTEeNHNUTE, CTaBUTHOCTTA, hyHKLMSATA Ha peLenTopuTe U BbTPeKIeTbYHMS TpaHcnopT. OCBeH ToBa
Te3n KIETKM NPefoCTaBAT YHVKa/iHa nnatdopMa 3a usyyasaHe Ha koMnapTameHTasim3aumsaTa Ha eHAoreHHN FVKONPOTENHN, UHAYLMPaHU OT
BMPYCHa MHpeKuma nam TpaHcdekums ¢ yyxaa AHK. OnpocTteHnTe raMkaHHu CTPyKTypu B Lecl kneTkute rv npaBsaT AeasTHN 1 3a
NPON3BOACTBOTO Ha [MMKONPOTENHN, KOUTO Ca NO-/IECHY 3a aHaIn3 B Pas3/iniHu eKCrnepruMeHTauTHU KOHTEKCTU.

Te ce n3nonssart NpeavMHO in Vitro 3a MeXaHUCTUYHW U3cneABaHnsa n 6UOTEXHONOMMYHN NPUIOKEHNS, CBbP3aHN C NPOU3BOACTBOTO U1
aHasm3a Ha [IMKOMpPOTENHN.

TbKaH ARYHNK

CUHOHMMU
e CHO-Lecl
« CHO Lecl
e Pro-Lecl.3C
e Pro-5Lecl.3c
o Pro-5WgaRI3C
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https://www.cellosaurus.org/CVCL_3440

OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpega

Alpha MEM, w: 2,0 mM cTtabuneH raytamuH, w/o: PnboHykneosnaun, w/o: fe3okcmpnboHykneosnam, w: 1,0 mM Hatpues nupysart, w: 2,2 g/L
NaHCO3

ATmocdpepa 3a UHKYGauus 37°C, 5%C02, oBnaxHeHa atmocdepa.

floGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afiXe3UBHUTE KNEeTKN 1 1 npomuiiTe ¢ PBS, KOSITO He CbabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuiiTe kneTkute u3usaio ¢ Accutase, kato nsnonssarte 1-2 ml 3a kon6u
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, creg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja 1 rv NpexsbpieTe B HOBU KO6K, KOUTO BeYe ChAbpXaT
npsacHa cpega.

MNBbTHOCT Ha 3acsiBaHETO 2 0o 4 x 104 knetkm/cm?

OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CEAMUYHO

PasmpassiBaHe 1 Ky/ITUBUpaHe

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

CtepunHoct

3amMbpcsBaHETO ¢ MUKOM/Ia3ma ce U3K/o4Ba KakTo upe3 PCR-6a3vpaHi aHasimai, Taka v Ypes lyMUHECLeHTHY METOAM 3a OTKpUBaHe Ha
MUKonnasma.

3a [la ce rapaHTipa, Ye HaMa 6akTepuasiHo, MbOUYHO UM APOXAEBO 3aMbpCsiBaHe, KNETbYHNUTE KYNTypu ce noanarar Ha eXegHEBHN
BU3YaJsTHV MPOBEPKN.

Cpepa 3a 3ampasfiBaHe Karo cpefia 3a kproKoHcepBaLvs 13no3Bame Nb/iHa cpeja 3a pactex (BkawuutenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneg pasmpasssaHe nnn CM-1 (katasnoxeH
Homep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METabOoNUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiABaHe Ha
KpYovHAYyLMpaHus cTpec.

YcnoBua 3a cbxpaHeHue

3a gbnroTpaliHo cbxpaHeHve noctaBeTe /lakoHMTE B TeUEH a30T B NapHa asa npu Temneparypa okono -150 go -196 °C. CbxpaHeHneTo
npu -80 °C e NpvemM/IMBO caMO KaTo KpaTbK MeXAVHEH eTan npean NPexBbp/IsSHETO B TEYEH a30T.
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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 Bb3pacTHu

NMPABHN BbMPOCU N BE3OMNACHOCT

Mepku 3a 6e3onacHocT

KoraTo nnaHvpate fa cbxpaHsBaTe Kpronpenapar B TeYeH a3oT 3a 6bello pasMpassBaHe, e 3ab/IXUTE/NHO fa cnassate CTporu Mepku 3a
6e3onacHocT. MNoaxoaaLwyTe 3alyTHY pbKaBuLY 1 06/1eK/10 ca OT CbLLECTBEHO 3HAaYeHWe, a No Bpeme Ha NPeXBbP/ISHETO Ha 3aMpaseHu
npo6u KbM 1M OT pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3Mo3Ba Macka 3a iuLe uv npeanasHu ounia. Tosa ce npasy, 3a ja ce
HaMan PUCKLT OT HapaHsiBaHe OT NOTEHLUMaTHY EKCNI03UM Ha KPUOBMOUTE NPU U3BaXKAAHETO 1M, KOMTO MOraT Ja [AOBeAaT A0 U3XBbP/siHe
Ha oCTpU hparmMeHTu.

FapaHyua

Hue B Cytion 3actaBame 3a/, KQ4eCTBOTO U XMU3HECMOCOOHOCTTA Ha HaLLUTE NMPOAYKTY.

[apaHTUpame, Ye HawmTe KNETKY LWe 6baart XM3HeCnocobHY B HA4a10TO Ha Ky/ITUBMPAHETO B NPoAb/hkeHne Ha 60 AHW cref usnpatiaHeTo
MM OT HalInTe CbOPbXEHUS.

[apaHTUpame, ye BCUYKN MaTepuasIn OTroBapAT Ha crneuudukaumnte, onucaHu B ceptudmkara 3a aHanms u/wnm npogykrosara nncra

3a nMb/HW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawara <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
neknapauus
HeoGxoaumo e cnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
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