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OBWA NH®OPMALNA

OnucaHne

KneTtkute C127, nponsxoxaally OoT eNUTeNTHATE ThbKaHU Ha MieyHaTa XJ/iesa Ha MULLKK, ca He3aMeHUMa K1eTbyHa NMHUA OT 603aiHnum,
KOSITO Cb3/jaBa CoNmnAHa 0CHOBA 3a MHOXECTBO BUONOIMYHK n3cneaBaHns. Tesun KNeTkv ca npeMuHasIv Npes CTPOr MHXEHepeH npoLec,
BK/104BALL, 3apassiBaHe CbC CreunanHo pa3paboTeHn BUpycH, KOUTO nHTerpmpart B reHoma um PHK nonumepasa T7, ynpaBnsisaHa ot
BMPYCEH NpomMoTop. MBKABOCTTa Ha kneTkute C127 ce nosuilasa [OMb/IHUTENTHO Ype3 BbBEXAAHE Ha [OMb/IHUTENIeH PeKOMOUHaHTEH
BUpYC, KoiTo Hocu cDNA Ha perynaTtopa Ha TpaHCMeMb6paHHaTa NpoBoAYMOCT Ha MykoBucumaosata (CFTR) nog koHTpona Ha npomMoTop T7,
UV anTepHaTUBHO - TPaHCMEKTUPaH niasMuz, Hocell, CbLMSA MPOMOTOP. Tas3n reHeTUYHa KoHdurypaums no3sonssa npeLmseH KOHTPos Ha
npoTenHoBaTta eKkcrnpecus, npurofeHa 3a npon3BoACTBOTO Ha CNeLutUYHY MPOTENHN, KaTo Mo TO3U Ha4MH NpesBpbLya knetkute C127 B
U3K/TIOUMTENIEH UHCTPYMEHT 3a M3CniefjBaHnsa Ha NpoTenHoBaTta eKCrpecus.

EnuTenHuaT xapaktep Ha knetkute C127, oTpasaBsaly, Nnpou3xofa UM OT ThKaHUTe Ha MlevHara x/iesa, nogrnomara pacrexa numv no
afixe3nBeH HaunH. Te ce xapakTepusupar ¢ 6bp3a nponndepauys u morar fa 6bAaT U3non3BaHy 3a BHAUMATE/HO U3cnefBaHe Ha
K/IETBbYHMTE MpoLecH, pactexa u auepeHumaumuaTa npu pasinyHn ekcneprMeHTaIHu YCNoBYS. YHUKaTHUTE rTeHeTUYHN MoaudmKaummn B
Te3u KIETKM MM NpeBpbLUaT B nAeasieH MoAen 3a eKCneprMeHTN CbC CTabuniHa TpaHcekUus Ha KNeTKkM, KOeTo No3BosisBa Ha
nscneposartenuTe Aa BMbKBAT YyX[ reHeTUYeH Matepvan 1 fa nscnegsar (OyHKUMUTE Ha reHuTe, NpoTEMHOBUTE B3auMOLECTBUA 1
nocneanuUuTe oT reHeTuyHuTe Mogudvkaumm. OCBeH ToBa BCe MoBeYye ce Npu3Hasa U3nos3BaHeTo UM B 3D KNeTbyHU KyNlTypu, KOETO
ocurypsisa Npo3peHunst 3a KNETbYHO-KNETbYHUTE B3aUMOLENCTBUA, ThbkaHHaTa MopchoreHesa u MogenmpaHeTo Ha 3abossiBaHus ¢ no-ronsama
dom3nonornyHa 3Ha4MOoCT, KaTo Mo TO3M Ha4YMH paslimpsaBa nosie3HocTTa UM OTBb/ TPaANLMOHHMTE 2D KynTypu.

TbKaH MneyHa xnesa
3a6onsBaHe 3n10ka4ecTBeHV HOBOOOpa3yBaHMs Ha MIeYHaTa XJ/1e3a Ha MuLLKa
CUHOHMMU
« C-127
KNACUN®UKALNA
OpraHumsbm Mwuiuka
Cekc YKeHckun
CBolicTBa, CBbp3aHu C pacTexa [MpUBbPXKEHMK
HuBo Ha 6uonoruyHa 6esonacHocT 1
XAPAKTEPUNCTUKN
Mopdonorus Enutenvanex
NAEHTUDPUKATOPIU
N3TOUYHUK
C127 (katanoxeH Homep 305169 Ha Cytion)
[aHbyeH naeHTUUKaLMoHeH Homep 10090
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OBPABOTKA N OTINEXAAHE

XpaHuTtenHa cpega

DMEM, w: 4,5 g/L rntoko3sa, w: 4 mM L-rnytamuH, w: 3,7 g/L NaHCO3, w: 1,0 mM HaTtpues nvpysaT (Homep Ha usgenveto Ha Cytion
820300a)

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.

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 KPMOKOHCEPBALMUA

CtepunHoct

3ambpcsBaHeTo ¢ MUKOM/Ia3ma ce U3k/yBa KakTo upes PCR-6a3upaHmn aHanmsu, Taka u ypes TyMUHECLLEHTHN MEeTOAM 3a OTKpMBaHE Ha
MuKonIasma.

3a fa ce rapaHTupa, Ye HAMa 6akTepuasniHo, rMOVMYHO NN APOXAEBO 3aMbpCABaHe, KNETbYHUTE KYNITYpU ce nognarar Ha exeaHEeBHN
BU3YyasTHV NMPOBEPKN.

Cpepa 3a 3ampassiBaHe Karo cpefa 3a kproKoHcepBaLms 13non3Bame Nb/iHa cpeja 3a pactex (BkawuntenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnocobHOCT cneg pasmpasssaHe nnn CM-1 (katasnoxeH
HomMep 800100 Ha Cytion), KOATO BK/OUBA ONTUMU3MPAHN OCMOMPOTEKTOPU U METAbONUTHU
cTabununsaropu 3a nogobpsisaHe Ha Bb3CTaHOBSIBAHETO U HaMasiABaHe Ha
KprovHAyLMpaHus cTpec.

YcnoBsua 3a cbxpaHeHue

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

YcnoBusa 3a focTaBKa

Kp1oKoHCepBMpaHNUTE KNETHYHW NINHWAK Ce TPAHCMOPTUPAT BbPXY CyX Ned B YTBbPAEHU, U30/IMPaHN OMakoBKY C JOCTATbUYHO X/TaAW/IEH areHT,
3a fa ce nogabpxa npubnuauTenHo -78 °C no BpeMe Ha TpaHcrnopTupaHeTo. Mpu noyyaBaHeTo He3a6aBHO Npernesaiite onakoBkara v
He3abaBHO NpexBbp/ieTe )/IakoHUTE 3a MOAXOASLLO ChXpaHeHue.
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AAPUTEN

Mopopaa | nogBug Rl

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.

FapaHuyus

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

[apaHTUpame, ye HalnTe KNETKM LWe 6baaT XM3HECNOCO6HM B Ha4aN0To Ha Ky1TUBUPAHETO B NPOAb/HKeHUe 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/HW NoAPOBHOCTN, MOJIA, HanpaBeTe cnpaska ¢ Hawara <a href=""/Kou cme Hue/lapaHuma/™ hreflang=""x-default"'>apaHuynoHHa
aexknapaums
HeoGxoaumo e cnopasymeHue 3a Yes
npexBbp/isHe Ha MaTepuanun
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