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OBWA NH®OPMALNA

OnucaHue

KneTtbuHata nuHnsa ACT-1 npomsxoxia oT Lam Ha cnmsecTara nneceH Dictyostelium discoideum, KOATO C/yxu kaTo LieHeH Mmoaen 3a
M3yyaBaHe Ha [MHaMuKaTa Ha akTuHa 1 KneTbyHata nofAswKHOCT. Mpu Dictyostelium akTHBT urpae K4oBsa posis B opraHmsaumsaTa Ha
umMTockeneTa, 0Co6eHo B NpoLeca Ha XeMOTaKCUC ¥ KIeTbYHa arperaums npy nnnca Ha XxpaHuTenHu BewecTtsa. KnetbyHata nvHua ACT-1 e
61na OT CbLUECTBEHO 3HaYeHMe 3a aHaM3nMpaHe Ha B3arMOAECTBMSITa Ha MOHOK/TIOHAU/THUTE aHTUTeNa ¢ akTyHa, 0CO6eHo npu
pasrpaHuyaBaHeTo Ha crieynunyHn 061acTu Ha CBbp3BaHe BbPXy aKTVHOBMUTE MOHOMEPW U MPY OLEHKaTa Ha CTPYKTYpHUTE 1
PyHKLUMOHAHUTE peakLy Ha akTUHa KbM pas3inyHW MONEeKy/IHU B3anMoaeicTeums. iscneasanusTa, nsnonssawm ACT-1, ca gonpuHecnn
3HAUMTESTHO 3a pa3bupaHeTo Ha ToBa Kak aMVHOTEPMUHA/THUTE PETVIOHW Ha aKTMHa B3avMOAEWCTBAT C aHTUTeNa 1 BNAAT BbPXY
nofiMmepusaLyaTa Ha aKTuHa, Kato nogveprasar PervioHnTe, KOUTO ca OT pellaBalllo 3Ha4eHre 3a npexoga ot MOHOMEPY KbM huiameHTu 1
3a cTabunusauusaTa.

[Mo-koHkpeTHO, ACT-1 e n3non3saHa 3a uscnefBaHe Ha MOHOK/IOHa/IHN aHTUTeNa, KOUTo Morar fa NpefoTBparAaT nonMepusaumsaTa Ha
aKTVHa Ypes CeneKTUBHO CBbp3BaHe C MOHOMEpHWTe (hopMK Ha akT1Ha. ToBa CBbp3BaHe NHXN6Upa obpalyBaHeTo Ha hunameHTH, kaTo
CcTabunnsnpa akTvHa B MOHOMEPHO CbCTOSHME, KOETO HamasisiBa Ab/hKMHaTa U BUCKO3UTETa Ha (huiamMmeHTHTe, Korato aHtutenara ce
BbBEaT B CbLUECTBYBaLLM aKTUHOBM hniamMeHTy. Te3n edhekTun ca None3Hn 3a usyvyasaHe Ha NPoTENHUTE, peryinpatiy akTuHa, 1 TexHute
MexXaHu3Mu B KNeTbyHuTE npolecu. Mpeasug ceosita cneynunyHocT, MnHuaTa ACT-1 e OT K/Il0HOBO 3HAYEHUE KakTo 3a 6UOXUMUYHM
aHasIM3K, Taka 1 3a UMyHO1yopeCcLLeHTHN U3CNefBaHus, KOUTO U3MN0N3BaT MOHOK/TIOHaUTHW aHTUTeNa CpeLLly akTuHa 3a kapTupaHe Ha
CTPYKTYPHUTE [JIOMEHU Ha aKTUHA 1 OLIeHKa Ha perynatopHara posis Ha NpoTenHuTe, CBbP3BalLln Ce C akTuHa, B KNeTbyHaTta apxuTekTypa.

TbKaH Xubpugoma
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KNACND®UNKALMA

OpraHmsbm Muika
CBolicTBa, CBbp3aHu C pacTexa MpUBbPXEHNK

HuBo Ha 6uonornyHa 6e3onacHoCT 1

XAPAKTEPUCTUKN

Mopcdponorus NumchobnacTHo-Nof06HN

Tvin KneTka KneTkute oT fganaka 6sxa CmTn ¢ MMesioMHun knetku NS-1

NWAEHTUD®UKATOPU

N3TOYHUK
ACT-1 (kaTtanoxeH Homep Ha Cytion 305461)

[daHbuyeH ngeHTuMKaumoHeH Homep 10090
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https://www.cellosaurus.org/CVCL_4499

NMPOABA N NPEAPA3MONOXEHOCT

Ekcnpecus Ha NpoTenHn
MoHoknoHaneH nmyHornobynuH (IgG1) cpewy akTuHu Ha Dictyostelium discoideum

OBPABOTKA N OTINEXAOAHE

XpaHuTenHa cpega

RPMI 1640, w: 2,1 mM ctabuneH rnytamut, w: 2,0 g/L NaHCO3 (Homep Ha cTatusita B Cytion 820700a)
ATmocdpepa 3a UHKYGauus 37°C, 5%C02, oBnaxHeHa atmocdepa.

floGaBku

JonbnHeTe cpeparta ¢ 10% FBS
PeareHT 3a gucounauus Accutase

MpecaxpaHe

CbbepeTe cycneHanpaHute knetkm B 15-Munnnntposa enpyBeTka 1 BHUMATE/IHO MPOMUATe npuienHanuTe knetku ¢ PBS 6e3 kanuuii n
marHesuii (n3nonseaiite 3-5 ml 3a konbu T25 1 5-10 ml 3a kon6u T75). HaHeceTe Accutase (1-2 ml 3a kon6u T25 n 2,5 ml 3a kon6u T75),
KaTo ce yBepuTe, Ye NOKpMBa U3LAI0 KNETBYHKA cnoii. OcTaBeTe kneTkuTe Aa ce MHKYy6upar Ha cTaliHa Temnepartypa 3a 10 munyTu. Cneg,
VHKy6auuaTa KOMoMHUpainTe 1 LieHTpodhyrupaiTe cycneHsnsaTa u aaxe3vBHuTe knetkn. Cnep LeHTpodyrmpaHeTo BHUMATETHO
pecycneHavpaiiTe kneTbyHaTa neneTa u Npexsbp/eTe keTbuHaTa CyCrneH3uns B HOBU KOMIOW, ChAbpXally CBexa cpea.

Pa3mvpassiBaHe 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 U KPMUOKOHCEPBALUNA

CTtepunHocTt

3ambpcsBaHETO C MUKOMIa3Ma ce U3K4yBa Kakto Ype3 PCR-6a3vpaHn aHamsu, Taka u Yypes IYMUHECLIEHTHU METOAM 3a OTKpMBaHe Ha
MUKOM/1a3mMa.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasiHoO, MOUYHO NN APOXAEBO 3aMbpCsABaHe, KNETbYHUTE Ky/ITYpY ce nogsarar Ha exenHeBHU
BU3YaUTHV NMPOBEPKU.

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 HaMasiiBaHe 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 NpvemIBO camo KaTo KpaTbK MeXAVHEH eTan Npeau NPexsBbp/AHeTo B TeYeH a3orT.
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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.

NMPABHN BbMNPOCU N BE3SOMNACHOCT

Mepku 3a 6e3onacHoCT

KoraTo nnaHvpate aa cbhxpaHsisate Kpuonpenapar B TedeH a3oT 3a Gb/eLL0 pasMpassiBaHe, e 3aib/XUTE/NHO [a crassate CTPOori Mepku 3a
6e30MacHOCT. MoAX0AAWMTE 3aLMUTHI PbKaBULW 1 06/IEK/IO Ca OT ChLLUECTBEHO 3HAUEHME, a Mo BPEME Ha NMPeXBbP/ISHETO Ha 3amMpaseHu
npo6yu KbM KUK OT pe3epBoapa ¢ TedeH as3oT e Heo6XoAMMO Aa Ce U3M0/3Ba Macka 3a Nnle Uan npeanasHu ounna. Tosa ce Npaeu, 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 OCTpW (hparMeHTy.

FapaHuyus

Hue B Cytion 3acTaBame 3a/ ka4eCTBOTO Y XM3HECNOCOBHOCTTA Ha HalLUTe NPOAYKTU.

[apaHTUpame, ye HalMTe KNETKM LWe 6baaT XM3HECNOCO6HM B Ha4aN0To Ha KyNTUBUPAHETO B NPOAb/KeHne 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/IHW NoAPOBHOCTU, MOAS, HanpaBeTe cnpaBka ¢ Hawarta <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
aexknapaums
HeoGxoaumo e cnopasymeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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