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OBWA NH®OPMALNA

OnucaHue

KnetbyHata nnHmA AT-1 e NOAK/IOH Ha poauTesickara kneTbyHa NnHua R3327 3a afeHokapuuHOM Ha npocTartara npu nibxose. Tasu
KOHKpETHa KNeTbyHa /IMHNA e noslydeHa oT mogena Dunning, KOWTO e yTBbpAeH MoAen, U3non3BsaH 3a U3cnefBaHe Ha paka Ha npocrarara.
Cy6knoHbT AT-1 ce xapakTepu3ypa ¢ OTHOCUTENIHO 6aBeH pacTex U HUCHK MeTacTaTuyeH NoTeHuuasn B CpaBHEHNE C Apyrn Cy6K/T0HOBE,
MOSTly4YeHN OT CbLLUMSA TYMOP, KaTo KNeTbuHUTE MHUK MatLyLu (BUCOK MeTacTaTuueH noteHunasn) n AT-2 (yMepeH MeTacTaTuyeH noteHuyuan).
Tosa npasu KneTbyHaTa NMHKA AT-1 0co6eHo nonesHa 3a uscnefBaHus, HacoueHn KbM 61onoryaTa Ha HemetacTaTuyHy UM MUHUMaITHO
MHBa3NBHU TYMOPMW.

B HayuHoM3cnegoBartesickute cpeaun kneTbuHata MHnA AT-1 ce n3nonssa WMPOKO 3a U3cnefBaHe Ha MexaHU3M1Te Ha NMporpecus Ha paxa
Ha npocTarara ¥ 3a OLeHKa Ha edKacHOCTTa Ha TepaneBTUYHUTE cpefcTBa. Knetkute 06MKHOBEHO nmar KyboBuaHa Mopdonorusa u ca
aAxe3nBHW. [lokasaHo e, Yye Te pearnpar Ha XOpMOHa/THU MaHunyaumMmn, KOeTo MMUTPa XOPMOHa/THUTE peakuyu, HabnogasaHu npu
KIMHUYHUSA pak Ha npocTararta. [poyysaHusiTa, B KOUTO Ce M3Mo/3Ba kneTbyHata nHna AT-1, ca gonpuHecsn 3a no-gobpoTo pasbupaHe Ha
B3aUMMOZENCTBUATA MeXay TYMOPHUTE KNETKM Y MUKPOCPeAaTa, aHroreHesara v MonekyIspHuTe NbTULa, CBbpP3aHu ¢ nporpecusita Ha
paka. BaxHo e fja ce oTbenexu, ye knerbyHata mHmsA AT-1 e LieHeH MHCTPYMEHT Npu pa3paboTBaHETO Ha TepaneBTUYHM CTpaTerum, KOUTo
ca Haco4yeHy B No-Masika CTeneH KbM MeTacTasuTe 1 B Mo-rofiiMa CTeneH KbM MbpBUYHUSA TYMOPEH PacTeX W SloKasiHaTa MHBa3us.
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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
PeareHT 3a gucouynauyus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afiXe3UBHUTE KNETKN 1 1 npomuiiTe ¢ PBS, KOSITO He ChabpXa Kanuuii u marHesuii. 3a konbu 125
nsnonsearite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnepf ToBa NOKpuiiTe KNeTkTe 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,
VHKybauuaTa BHUMaTeHo pasbbpkaiite knetkute ¢ 10 ml cpefa, 3a Aa rv pecycneHgvpare, cieg KoeTo LeHTpodiyrmpaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja 1 rv NpexsbpieTe B HOBU KO6K, KOUTO BeYe ChAbpXaT
npscHa cpega.

MNBbTHOCT Ha 3acsiBaHEeTO 1 x 104 kneTku/cm?
OGHOBSIBaHe Ha TeYHOCTTa 2 00 3 NbTU CEAMUYHO

Bb3cTaHOBsIBaHe crief pasMpasaBaHe  Crief pasMpassiBaHe, pasnosioxeTe KNeTKuUTe Ha 4 X 104 kneTku/cm?2 u ocTaBeTe K/IETKUTE Aa
Cce Bb3CTaHOBAT OT NPoLieca Ha 3amMpassiBaHe 1 Aa ce NpUKPensT 3a Hail-masiko 48 vaca.

Pa3mpassiBaHe 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 ypes IYMUHECLIEHTHU METOAM 3a OTKpYBaHe Ha
MUKOM/1a3mMa.

3a fa ce rapaHTupa, 4Ye HAMa 6akTepuanHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KyNITYpU ce nognarar Ha exeaHEeBHN
BU3YaUTHV NMPOBEPKU.

Cpepa 3a 3ampasfiBaHe Karo cpefia 3a kproKoHcepBaLvs 13no3Bame Nb/iHa cpeja 3a pactex (BkawuutenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneq pasmpasssaHe nnn CM-1 (katanoxeH
HomMep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METAbONUTHU
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.

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.

OTKa3 OT OTTOBOPHOCT
Hawute KneTkn ce npefocTaBaT U3KMOUUTENHO 3a LiennTe Ha na6opaTopHM n3cneABaHus in vitro n He ca npegHasHavyeHu 3a KMHU4Ha nnum

AnarHocTnyHa yn0Tpe6a, HUTO Aa ce npunarar Ha xopa unan ga ce 1n3nosiseat 3a BeTepuHapHU uenu. rlOTpeﬁMTeﬂVlTe TpHGBa Aace
npnabpPXat KbM BCUYKN NPUNOXKUMW HACOKU U pa3nope,a,6vn 3a 60paBeHe N n3non3saHe Ha Te3n KNEeTKM B n3csiegoBartesiCka cpeaa.

FapaHuua

Hue B Cytion 3acTaBame 3a/ Ka4eCTBOTO U XMN3HECNOCOOHOCTTA Ha HALLUTE MPOAYKTY.

[apaHTupame, Ye HalumTe KNeTKu LWe 6baat XM3HecnocobHY B HA4a10TO Ha KyTUBMPAHETO B NPOAb/KeHne Ha 60 AHW cnef usnpatlaHeTo
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=""/Kou cme Hue/lapaHumnsa/™ hreflang=""x-default"">apaHunoHHa
Jeknapauus

HeoGxoaumo e cnopa3syMeHue 3a Yes
npexsbp/isiHe Ha MaTtepuanu
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