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500116

OBWA NH®OPMALNA

OnucaHue
Cb3gageH in vitro ot TymopeH acumT AS-30D.

TbKaH YepeH gpob

3a6onsBaHe XenarouenynapeH kapLyHoOMm
CUHOHUMM

« A-S-30D

« AS30D
KNACUNOUKALNA

OpraHusbm Mnbx

Cekc XKeHcku

CBoiicTBa, CBbP3aHu C pacTexa MpuBBLPXEHNK

HuBo Ha 6uonornyHa 6esonacHocT 1
XAPAKTEPUCTUKN

Mopconorusa Kpbrav knetkn, cnabo npunenHany, nnasaty

TymoporeHeH [Oa, npy nnbxose Ha Cnpar-fonu
KapuoTtun

XunogmnaonaeH kapnotun Ha nabxose ¢ 12% TeTpannongHocT, 38 (35-41).

Bpeme 3a yaBosiBaHe 26 vyaca

NWAEHTUDUKATOPU

N3TOUHMK
AS-30D (katanioxeH Homep 500116 Ha Cytion)

[AaHbuyeH ngeHTUMKauMoHeH Homep 10116
B NCBI
Llenosasbp CVCL 1949

NMPOABA N NPEAPA3MONTOXEHOCT

Bupycu

RAP-TecT: OTpuuarteneH.
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https://www.cellosaurus.org/CVCL_1949

OBPABOTKA N OTINEXAAHE

XpaHutenHa cpefia
RPMI 1640, w: 2,0 mM ctabuneH raytamui, w: 2,0 g/L NaHCO3 (Homep Ha cTatusita B Cytion 820700a)

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

[oGaBku

JonbnHeTe cpeparta ¢ 10% FBS

MpecaxpaHe

HexHo xomoreHu3mpaiite kneTbuHaTa CycrneHsuns B konbara, kato s nuneTupare Harope u Hafosny, cef KOeTo B3emeTe npefcrasmtesiHa
npo6a, 3a fla onpeAennTe KneTbyHaTa N/IbTHOCT Ha M/1. PaspefeTe cycneHsmnaTa, 3a Aja NocTUrHeTe KneTbyHa KoHueHTpauus ot 1 x 105
KeTKU/M/ € NpsiCHa KyNTypasiHa cpeja, v pasnpefeneTe kopurmpaHara CycreH3ns B HOBU KOO 3a No-HaTaTbLUHO Ky/1TUBUPaHE.

MAbTHOCT Ha 3acABaHETo MpenopbyBa ce NILTHOCT Ha 3acsaBaHe oT 1 x 108 kneTtku/ml.
OGHOBsIBaHe Ha TEYHOCTTA Ha Bcekn 3 o 5 gHn

Bb3cTaHoBsiBaHe cnepf pasvpassBaHe Cnep pa3MpassBaHeTo OCTaBeTe KNeTkTe fa ce Bb3CTaHOBAT OT npoLeca Ha 3aMpassiBaHe
B NMPOAb/HKEHNE Ha MoHe 24 yaca.

Pa3mMpassiBaHe 1 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

CrepunHocrt

3ambpcsBaHeTo ¢ MUKOMIa3ma ce U3k/oysa kakto upes PCR-6a3upaHmn aHanmsm, Taka u ypes TiyMUHECLLEHTHN METOAM 3a OTKpMBaHE Ha
MyVKOMN1a3ma.

3a fla ce rapaHTupa, 4ye HAMa 6akTepuasniHo, MOVNYHO UK APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpK ce nogsarar Ha exefHeBHN
BU3YyasTHV MPOBEPKK.

Cpepa 3a 3ampassiBaHe KaTo cpefa 3a KprokoHcepBaLus 13non3Bame Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCnoCco6HOCT ceg pasmpassBaHe nnn CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1HOUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METabOoNNTHU
cTabunnsartopu 3a nogo6psiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KpYOVHAYLMpaHus cTpec.

Ycnosua 3a cCbxpaHeHue

3a AbAroTpaiHo cbxpaHeHue nocrtaBeTe (i/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/isitHETO B TEYEH a30T.

Ycnosus 3a focTaBka

KpnokoHcepBripaHnTe KNeTbyYHU IMHUW Ce TPaHCMOoPTMPAT 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 npexebpsieTe h1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.
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AAPUTEN

Bb3pacT Ha floHopa 16 meceua

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.

OTKa3 OT OTTOBOPHOCT

HalumTe kneTkv ce NpefocTaBsT USKKUUTENHO 3a LENUTe Ha 1abopaTopHU U3CNeBaHuUs in Vitro U He ca NpeAHasHauYeHn 3a KIMHUYHA UK
[yarHocTuyHa ynotpeba, HATO fa ce npuiarar Ha xopa Wn a ce U3nos3Bar 3a BETepuHapHu Lenu. MotpeGutenute Tpsioea fa ce
NPUABPXKAT KbM BCUYKY NPUNOXUMI HACOKM 1 pa3nopesty 3a 6opaseHe v 13Mnon3BaHe Ha Te3n KeTKW B 13cnefoBaresicka cpeja.

FapaHuua

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECMOCOOHOCTTA Ha HALLUTE MPOAYKTY.

lapaHTupame, Ye HawmTe KNeTKN LWe 6baat XM3HeCNocobHM B HAYa10TO Ha KyTUBMPAHETO B NPOAb/keHne Ha 60 AHW cnef usnpatiaHeTo
MM OT HalUMTe CbOPBXEHUS.

[apaHTUpame, Ye BCUYKM MaTepuasin OTroBapsaT Ha creuundrkalumTe, onucaHn B ceptudmkara 3a aHasims u/uam npogykrosara amcra

3a nb/HU NogpobHOCTU, MONS, HanpaBeTe cnpaska ¢ Hawara <a href=""/Koun cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
aeknapauus
HeoGxoauMmo e cnopasymMeHue 3a Yes
npexBbpsisiHe Ha MaTepuanun
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