7 Cytion

U20S-CRISPR-TPR-SNAP

300667

SATANIbHA IHOOPMALIA

Oonuc

U20S-CRISPR-TPR-SNAP — ue reHeTr4HO MoaudikoBaHa NiHist KNiTUH 0CTeocapkoMm IAVHN, OTpUMaHa 3 knitnH U20S, B AKUx
eHporeHHuin red TPR (Translocated Promoter Region) 6ys MoandikoBaHuii 3a gonomoroto TexHonorii CRISPR/Cas9 ans kogyBaHHa SNAP-
MITKM B pamui 3uMTyBaHHsA. TPR — Lie BeMKMiA cnipasibHUIA HYK1eoMOpWH, KU NTOKaNi3yeTbCsl B AAEPHOMY KOLLMKY Ha Hyk/1eonnasmaTuyHii
CTopoHi sipgepHoro nopuctoro komnnekcy (NPC). 3aBasku MiTui TPR B /ioro eHAoreHHoMy nokyci, qoy3iiiHnii 6inok ekcnpecyeTbes nig
HaTVBHUM PEeryiaToOpHUM KOHTPOeM, 36epiratoumn isioNorivHi piBHi ekcnpecii Ta NigTPUMYHUY HasIeXHEe BKTIOYEHHS B CTPYKTYPY S4epHOro
KoLLMKa.

SNAP-Ter go3B0o/siE KOBa/IEHTHO MapkyBaTyt TPR 6eH3WryaHiH-KOH'toroBaHnMmK chlyopecLieHTHMM cybcTpaTaMm B XMBKX abo dhikcoBaHMX
KNiTUHaX, 3abe3nevytoun BUCOKY CneuudivHICTb | CTabinbHICTb Bidyanisauil. Y knitnHax U20S-CRISPR-TPR-SNAP mivenunii TPR
[eMOHCTPYE XapakTepHWIA TOUKOBUIA KiNbLLenoAibHMin po3nogis Ha AAepHi 060/10HL, WO BiANOBIgAE CTPYKTypam SAepHOro KoLwuka,
nos'asaHnx 3 NPC. Lis cuctema gobpe nigxoanTb AN KiTbKICHOT hlyopecLieHTHOT MiKpocKonil, 306paxeHHs 3 HaABMCOKOK PO3AiIbHOK
30aTHICTIO, MiYEHHSI METOAO0M iIMNY/IbCHOTO NepecrliflyBaHHs Ta AMHAMIYHUX AOC/ILKEHb CKNafaHHA Ta 060poTy SAepHOro kolwumka. Maocka
Mopdonoria Ta Benuki aapa knitnH U20S cnpursiioTb 306paXKeHHI0 CTPYKTYP, NOB'A3aHUX 3 1A€PHOK 060/10HKOK), 3 BUCOKOK PO3AiNbHOK
34aTHICTIO.

TPR Bigirpae BaxnvBy posnb B ekcnopTi MPHK, perynsiuii sgepHoro TpaHcnopTy, opraHisadii xpomaTuHy Ha nepudepii sapa Ta npocToposiii
opraHisauii reHomy. TPR Takox 6epe y4acTb y (hopMyBaHHi CybkomMnapTaMeHTiB, NOB'A3aHNX 3 IAePHUM TPAHCMOPTOM, Ta Y BUK/THOYEHHI
reTepoxpomMaTtuHy 3 obnacTeli, noB'sa3aHmx 3 agepHumn nopamu. U20S-CRISPR-TPR-SNAP 3a6e3neuye ¢i3ionoriyHo penieBaHTHY Moaeb
AN aHas1i3y apxiTekTypy Ta AMHaMik1 AepHOro Kowwvka, JOCIMKEHHA MexXaHi3mMiB AAepHO-LUTONIa3MaTUYHOro TPaHCMNoPTY Ta BUBYEHHS
B3a€EMO[i XPOMATVHY, NOB'A3aHNX 3 A4ePHOK0 0O0/TOHKOI0, B YMOBaX €H/A0rEeHHOT eKCrnpecii.

TkaHuHa KocTb

XBopo6a OcTteocapkoma

Micue meTacTtasyBaHHs Jlokanizauis nepBUHHOT MyX/IMHK (KiCTKa)
3acTtocyBaHHA

Bionorisi agepHoro kowwuka; ekcnopt MPHK 3a yuyacTio TPI; perynsuia agepHo-LMTon1asmMaTnyHoro TpaHcnopTy; opraHisais XpoMaTuHy Ha
nepudepii sapa; cybkoMnapTameHTn S4epHOro TPaHCMOPTY; NPOCTOPOBa OpraHiaLis reHoMy; MiKpOCKONis HaBUCOKOT PO3iNbHOT 34aTHOCTI;
MiYeHHS METOLOM «My/bC-Heiid» 3a onomorotd SNAP; BUKIOYEHHS reTepoXpPoMaTUHy 3 AiNSHOK, MOB'A3aHNX i3 nopamu

KNACUDIKALIA

OpraHi3m NMoanHa
Cekc XKinka
XapaKkTepucTuUKu pocTty MpUXUNBHUK
Craryc MO GMO-S1

AetanbHa iHchopmauia wopo crtarycy rMO

GMO-S1: This human osteosarcoma cell line (U20S-CRISPR-TPR-SNAP) contains a CRISPR-engineered TPR-SNAP fusion enabling
fluorescent and chemical labeling of the TPR nuclear basket protein. The construct is stably integrated. This classification applies only within
Germany and may differ elsewhere.
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XAPAKTEPUCTUKN

Mopcdponorisa EniTenianbHonogi6Hi
Twun KNiTUHKU EniTenianibHi KNiTUHK (OCTeocapkoma)
Yac noBOEHHA npun6avsHo Bif 24 fo 36 roanH

IAEHTU®PIKATOPU
MocunaHHs

U20S-CRISPR-TPR-SNAP (kaTtanoxHuin Homep 3a katanorom Cytion 300667)

IaeHTudiKauiliHnii Homep NNaTHUKa 9606
nopatkis NCBI

LienosaBp Not assigned (CRISPR-modified U20S derivative; parental U20S CVCL 0042)

BknagHuk Nabopartopis EnneHbepra (EMBL)

EKCMPECIA TA CMIPUAHATAUBICTb

Ekcnpecis 6inkiB
TPR, SNAP-miTKa

OBPOBKA TA BUPOLLYBAHHA

XuBunbHe cepepoBuLle
McCoys 5a, w: 3,0 r/n ['ntoko3a, w: ctabinbHa MnTamid, w: 2,0 MM MMipyBaTt Hatpito, w: 2,2 r/n NaHCO3 (Cytion article number 820200a)

Atmocdpepa iHKyGauil 37°C, 5% CO2, Bonora atmMocdepa.

floGaBku
Lopaiite po cepepoBuwa 10% FBS, 3,0 r/n rniokosu, ctabinbHWii ritotamid, 2,0 MM nipyBaty Hatpito, 2,2 r/n NaHCO3, 1% NEAA

PeareHT ansa gucouiauii AkkyTasza

Mepecagka B HOBe cepefoBuULLe

Buganite cTape cepefoBuLLe 3 NPUANNANX KNITVH | npoMuiiTe ix PBS, B Askomy 6pakye KasnbLito i MarHito. s kon6 T25 BukopuctoByiite 3-5
mn PBS, a ans kon6 T75 - 5-10 M. MoTiM NOBHICTIO NOKPUIATE KMITUHN akKyTa3ok, BUKOPUCTOBYHOUM 1-2 M1 Ans kon6 T25 i 2,5 mn ans koné
T75. 3anuwTte KNITUHKU iHKYByBaTWCSA NpK KIMHATHIN TeMnepatypi npoTsrom 8-10 XBUWH, W6 BifoKpemuTy iX. Micns iHky6auii 06epexHo
3MiwaiiTe knituHm 3 10 Mn cepefoBuLLa, WO6 pecycneHayBath ix, a noTiM LueHTpudyryiite npm 300xg NpoTarom 3 XBUANH. BUkMHbTE
HafocafloBy pPiAviHY, pecycneHayiite KNiTMHM y CBIXXOMY CepefoBULLi Ta NEPEHECITh X Y HOBI KO6W, siKi BXXe MICTSITb CBiXe cepefioBuLLe.

KoediyieHT posnoginy Big 1103

LWinbHicTb BUCiBY Big 1 fo 3 x 104 kniTuH/CcMm?

OHOBJ/IEHHSA PiAUHU 2-3 pa3u Ha TWXKAEeHb
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https://www.cellosaurus.org/Not%20assigned%20%28CRISPR-modified%20U2OS%20derivative%3B%20parental%20U2OS%20CVCL_0042%29

P0O3MOpOXyBaHHS Ta KyNbTUBYBaHHSI

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/Ib AKOCTI TA KPIOKOHCEPBAUIA

CTepunbHicTb

3apaxeHHs MiKonIa3Moto BUK/IKYAETLCS 3a A0MOMOroK aHauisiB Ha 0CcHOBI MJ/TP Ta MIOMIHECLEHTHUX METOZAIB BUSIB/IEHHA MiKOMIa3Mu.
LLlo6 nepekoHaTuCA y BiACYTHOCTI BakTepiasbHOro, rpMbKoBOro abo APDKAKOBOr0 3a6pYAHEHHS, KNITUHHI KYNbTYpY NiAAAITLCA WOoLEHHOMY
Bi3ya/IbHOMY KOHTPOIIO.

CepepoBuLie A1 3aMOPOXYBaHHA FAK cepefoByLLE KPIOKOHCEPBYBAHHSA MU BUKOPYCTOBYEMO MOBHE XUBWU/IbHE CEPEAOBULLE
(Bktovatoun FBS) + 10% AMCO ans afekBaTHOT XUTTE3AATHOCTI MicNs BigTaBaHHA abo
CM-1 (Homep 3a katasniorom Cytion 800100), 4o cknafy SIKOr0 BXOAATb ONTUMI30BaHi
OCMOMPOTEKTOPM Ta MeTabo/1iuHI cTabinizatopun 4151 NPUCKOPEHHS BiGHOB/IEHHS Ta
3MEHLLEHHS KPIOiHAYKOBaHOro CTpecy.

YMoBU 36epiraHHA

[ns TpuBanoro 36epiraHHs NOMICTITb h1akoHU B napodhasHuii pigkuii a3ot npy Temnepartypi Big -150 fo -196 °C. 36epiraHHs npu -80 °C
[JonycTvme nvie Sk KOpPoTKUIA NPOMDKHWIA eTan nepez NnepeHeceHHAM Yy Pigkuii asor.

YMOBU AoCTaBKU

KpiokoHCepBOBaHi KiTUHHI NiHIT TPAHCMOPTYHOTLCA Ha CyXOMY /b0y B NMEepPEeBipeHili i30/1b0BaHii ynakoBLji 3 4OCTATHBLO KifIbKICTIO
XonogoareHTy 418 NiATPUMaHHA TemMnepaTtypy NpubnsHo -78 °C nif Yac TpaHcnopTyBaHHSA. Mpyu OTpUMaHHI HeraliHo OrfIiHbTE KOHTEHep i
6e3 3BoMiKaHb NepeMicTiTb d/1akoHM Y BiANOBIAHE MicLe 36epiraHHs.

AOHOP
Bik goHOpa 15 pokis
ETHiYHa npyHanexHicTb KaBkaseLpb

MPABOBI MUTAHHA TA BE3MNEKA

3axoau 6e3nekun

MnaHnytoumn 36epirati kpiosian y piakoMy a3oTi /19 No4as1bLLIOTO PO3MOPOXYBaHHS, 060B'A3KOBO CNif 4OTPUMYBATUCSA CYyBOPUX 3aX0fiB
6e3neku. Mig Yac nepeHeceHHs 3aMOpPOXeHUX 3paskiB A0 pe3epByapa 3 piakvM a30ToM abo 3 HbOro HeobXiAHO BUKOPVCTOBYBATY 3aXMCHi
PYKaBUUKM Ta OASAN, @ TakoX Macky abo 3axucHi okynispu. Lie HeobxigHo A5 TOro, Wwo6 3MEHLUNTY PU3MK TPABMYBaHHS Bif NOTEHLIAHUX
KpioreHHUX BUBYXIiB MpK BUTyUYEHHI, SIKi MOXXYTb NPU3BECTU A0 PO3/IbOTY FOCTPUX OCKOJIKIB.

FapaHTia

Y Cytion M1 BignoBiAaeMOo 3a SKICTb Ta XUTTE3AATHICTb HALOT MPOAYKLT.

Mwu rapaHTyeMO, L0 HaLUi KITUHY BYAyTb XUTTE3LATHUMY Ha NOYaTKy Ky/bTUBYBaHHS MPOTAroM 60 AHIB NiCNs BiABAHTAXEHHS 3 HALIOro
3aBogy.

Mwu 3aneBHSEMO, LLIO BCi MaTepianu BignoBigalTb cneuumdikauisgM, onucalum y ceptudpikati aHasnisy Ta/abo nacnopTi NPOAYKTY

[lna oTpumaHHs 6inblu AeTasibHOI iHdhopmali, 6yab nacka, 3BepHiTbCA Ao Haworo <a href=""/Who-we-are/Warranty/™ hreflang=""x-
default"'>3anBu npo rapaHTito</a>

Cytion GmbH Registered office Heidelberg Banking information

Nikola-Tesla-Str. 3 VAT ID: DE283292917 Sparkasse Heidelberg

69124 Heidelberg Local court Mannheim - HRB 714394 IBAN: DE35 6725 0020 0009 2076 86
Tel: +49 (0)6221 405780 CEO / Geschaftsfiihrer: Jonathan Steubing BIC: SOLADES1HDB
info@cytion.com

cytion.com

3/4



AitloTb yrogu 3 TpeTimm cTopoHamu

Cytion GmbH
Nikola-Tesla-Str. 3
69124 Heidelberg

Tel: +49 (0)6221 405780
info@cytion.com
cytion.com

Yes

Registered office Heidelberg

VAT ID: DE283292917

Local court Mannheim - HRB 714394

CEO / Geschaftsfiihrer: Jonathan Steubing

Banking information

Sparkasse Heidelberg

IBAN: DE35 6725 0020 0009 2076 86
BIC: SOLADES1HDB

4/4



