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OnucaHne

KneTbyHaTa nnHms OK e nocTosiHHa KeTbYHA KyNTypa, NofAo6bHa Ha enuTen, nosyyeHa ot 6bOpeyHa ThKaH Ha Bb3pacTeH XEHCKU
amepukaHcku onocym (Didelphis virginiana). Cb3gazeHa in vitro, Tasu KNeTbyHa IMHUS ce OT/IMYaBa C HeAUNIOUAHUS CU XPOMO30OMEH
mogasnieH 6poii 0T 23 1 ¢ afanTYBHOCTTA CU KbM YC/IOBUSITA HA TbKaHHUTE KYNTYpU. MbpBOHAYA/THO NOyYeHa 0T CMECEH! KNeTbYHM TUMOBE,
KynTypara eBosiovpa o NPeAMMHO enuTeNHY KNeTkn cief oceM nacaxa. KnerbyHata nmHus OK e nogpobHo xapaktepusnpaHa no
OTHOLLEHVE Ha MOPHOI0rMATa, XPOMO30MHATa CTPYKTYpa 1 AyHaMmKaTa Ha pactexa, KoeTo S npasu HafeXAeH MOLeN 3a LIMTOreHeTUYHN
n3cneaBaHus v n3cneABaHnsa 3a 13onmpaHe Ha XPoOMO30MK.

EfjHa OT K/1104OBWTE XapakTepPUCTUKN Ha kneTbyHaTa NnHua OK e HeliHaTta None3HoCT 3a XPOMO30MHU U3C/iefBaHnsi, 0CO6eHO 3a n3onvpaHe
Ha X-xpomo3omara Ha 603aiiHnuuTe. X XxpoMo3oMaTa Ha onocyma e 3HaunTenHo no-maska (nprbnuantenHo 30 % no-maska oT Hail-mankuTe
aBTO30MU) 1 He CbAbpXa rosieMmn 610KoBe OT KOHCTUTYTUBEH XETEPOXPOMATUH, KOETO Y/IeCHABA OTAENSHETO M OT aBTO30MUTE YPE3 TEXHUKM
KaTo NOTOYHa MUKPOhlyOpOMETpYS 1 rpagneHTHO LeHTpodiyrpaHe. CTabunHmnat kapmoTtun Ha OK KeTkute, C HUIMYNETO Ha OT/IMYMTENTHA
MeTaLeHTpUYHa MapkepHa XpomMo3oMa, Nofo6psaBa NPUIOKEHNETO UM B TEHOMHU U XPOMO30MHW 13cneasaHus. MpedepeHunanHara
VHaKTVBaUysa Ha bGallpHaTa X-XxpoMo3omMa npy To3v TopbecT BU OCUTrypsiBa CPaBHUTENIEH MOZEN 3a M3yYaBaHe Ha MexaHW3MuTe, KOUTOo ca B
OCHOBAaTa Ha MHaKTMBaLysATa Ha X-xpomo3omMarta npu 6o3ariHuuuTe.

KneTknTe Ha OK CbLLO Taka 4EMOHCTPUPAT YCTOMNUYMBOCT 1 aAanTyBHOCT MPU Pas/IMyHN YCNOBUA Ha KyNTUBUPaHe, BK/THOYUTEHO BapuaLlum
Ha cepyMa 1 pas3/iMyHu areHTu 3a 3aAbpXaHe Ha Muto3ata kato Velban (BUHGnacTuH cynchar), KOTo e 0co6eHO eheKT!BEH 3a NMocTUraHe Ha
BUCOKW MUTOTVYHN MHAEKCU 3a N30MMpaHe Ha XpoMo3oMu. CnocobHOCTTa Ha KeTbyHaTa IMHNA Aa ce CUHXPOHK3MPa U Aa Npov3Bexaa
BUCOKV A06MBK OT MeTad)asHun KIeTKV AOMbHUTENIHO NoAvepTaBa HellHaTa NPUrofHOCT 3a NOAPO6HN XPOMO30OMHN aHauTu3K, BKIOYNTENHO
KONMYeCTBEHO onpefensiHe Ha CbbpxaHueTo Ha [HK 1 Bu3yanmsnpaHe Ha XpOMO30MHY pa3celiku C BUCOKa Pe30soLus.
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https://www.cellosaurus.org/CVCL_0472

NMPOABA N NPEAPA3MONOXEHOCT

EKkcnpecupaHu peLentopu

Andha2-afipeHepryeH, CepoToHUH, NapaTMponaeH XOPMOH, NMPEACHPAEH HATPUYPETUUEH (DAKTOP

OBPABOTKA N OTINEXAOAHE

XpaHutenHa cpefia
EMEM (MEM Eagle), w: 2 mM L-Glutamine, w: 2,2 g/L NaHCO3, w: EBSS (Homep Ha cTaTtusaTta B Cytion 820100a)

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

floGaBku
JonbnHeTe cpeparta ¢ 10% FBS 1 1% NEAA

PeareHT 3a gucounauus Accutase

MpecaxpaHe

OTcTpaHeTe cTaparta cpefa OT afiXe3UBHUTE KNETKN 1 1 npomuiiTe ¢ PBS, KOSITO He ChabpXa Kaniuuii u marHesuii. 3a konbu 125
nsnonseaiite 3-5 ml PBS, a 3a kon6u T75 - 5-10 ml. Cnep, ToBa NokpuiiTe kneTkute u3LsAio ¢ Accutase, kato nsnonssare 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 LeHTpodiyrmipaiite npu 300xg 3a 3
MWUHYTW. VI3XBBbpeTe cynepHaraHTara, pecycneHavipaiite KNeTkuTe B NPsicHa cpefja 1 rv NpexsbprieTe B HOBU KOGW, KOUTO BeYe ChAbpXaT
npsacHa cpega.

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 N KPUOKOHCEPBALUA

CtepunHoct

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

3a [la ce rapaHTipa, Ye HaMa 6akTepuasiHo, MrbOUYHO UM APOXKAEBO 3aMbpCcsiBaHe, KNETbYHNUTE KYNTypu ce noanarar Ha eXegHEBHN
BU3YaJsTHV MPOBEPKN.

Cpepa 3a 3ampassiBaHe Karo cpefia 3a kproKoHcepBaLms 13non3Bame Nb/iHa cpeja 3a pactex (BkawuntenHo 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 HaMasiBaHe 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 NpveM/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.

OTKa3 OT OTTOBOPHOCT
Hawute KneTkn ce npefocTaBaT U3KNOUUTENHO 3a LiennTe Ha l'Ia60paT0pHVI n3cneABaHus in vitro n He ca npegHasHavyeHu 3a KIMHU4Ha nnum

[AMarHocTMyHa ynotpeba, HATO fia ce npuiarar Ha Xxopa Wam Aa ce U3nos3Bar 3a BeTepuHapHu Lenu. Motpe6utenuTe Tpsiéea aa ce
NPUABPXKAT KbM BCUUKM MPUIOXKUMI HACOKM 1 pasnopebn 3a 6opaBeHe 1 13Moi3BaHe Ha Te3n KNeTKM B 13CnefoBaTesicka cpeaa.

FapaHuyus

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

[apaHTUpame, ye HalMTe KNETKM LWe 6baaT XM3HECNOCO6HM B Ha4a0To Ha KyNTUBUPAHETO B NPOAb/HKeHNe Ha 60 AHW cnef usnpallaHeTo
UM OT HalUMTe CbOPBXEHUS.

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

3a Nb/IHW NoAPOBHOCTU, MONS, 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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