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OBWA NH®OPMALNA

OnucaHne

Knetbynata nmHna MNNG/HOS CI #5 [R-1059-D] e nonyyeHa OT YoBellkaTa ocTeocapkoMHa kneTbyHa nvHmusa HOS upes in vitro
TpaHcdopmauus ¢ N-metun-N'-Hutpo-N-HuTposoryaHnamH (MNNG) B koHUeHTpauusi 0,01 mcg/ml. ToBa cbegnHEHWE € CUIeH KaHLEepPOoreH
TpaHchopmMaumsTa e gosena [0 3HauUTeIHN TYMOPOreHHM CBOICTBA, foKa3aHu Ype3 0bpasyBaHeTo Ha TYMOPU B FOIV MULLKM B paMKuUTe Ha
21 aHu npu 100% yecToTa Npu NOAKOXHO MHOKyNMpaHe ¢ 107 kneTku. Te3n Tymopy ca HabnogaBaHu Kato cnabo andepeHuypann capkomm
1nn octeocapkomu. KnetbyHara iMHUSA e cb3fajieHa MbpBoHavasiHo OT 13-roguiiHa 6s1a nayneHTka ¢ 0CTeocapkom 1 NposiBsBa afxe3vBHN
CBOICTBa Ha pacTex.

dyHKumnoHanHo, MNNG/HOS CI #5 kneTkuTe 4eMOHCTpUpar B1COKa NIbTHOCT Ha HaculllaHe 1 BUCOKa e(pekTUBHOCT Ha niakMpaHe B MeK
arap, KoeTo oTpassiBa TAXHOTO NOA0OPEHO HE3aBKCKUM OT 3aKpernBaHe pacTeXx, XapakTepHa YepTa Ha 3/10kauecTBeHara TpaHcopmaums.
OcBeH TOBa, Te3n K/IETKM NPOSBABAT 3abenexumTenHa (rubprHONMTUYHA aKTUBHOCT, KOSITO € CBbp3aHa C NOBULLEH TYMOPOreHeH NoTeHLWaU.
B cpaBHeHue ¢ HenekyBaHute HOS knetkn, MNNG-nekyBaHWUTe KNeTkv MPOSBSABAT MO-CU/THM CBOMCTBA Ha K/IETbYHA arperauusi 1 no-Bmcoka
CK/TIOHHOCT KbM 06pa3yBaHe Ha KO/TIOHUU B MeK arap, KOeTo Kopenvpa ¢ TeXHUTe TYMOPOreHHn cnocobHocTu. B ekcnepumeHT MNNG-
TpaHchopMupaHuTe KNeTkn NPOn3BEXAAT TYMOPU KakTo B FO/IN MULLIKW, Taka U B XamCTepW, Kato KNeTkuTe npuamyar Ha pogutenckarta HOS
JINHUSA, LOKATO HesleKyBaHNTe KNeTKV ca HETYMOPOTeHHN NP CXOA4HN YC/I0BUS.

Tasw kneTbyHa NMMHWA € NonesHa v 3a U3yyaBaHe Ha NporpecysTa Ha paka u 6uonorusTa Ha Tymopute, 0CO6eHO Ha ocTeocapkoma, Thbii kaTo
npegocTaBa MOAEN Ha XMMUYeCKu nHayumpaHa TpaHcdopmaums. CnocobHOCTTa Ha Tesu KeTKM Aa pactar B UMyHOKOMIpOMeTUpaHa cpeja
(Hanp. ronm MULLIKK) 1 NpaBy LLIeHeH UHCTPYMEHT 3a NPEeAK/IMHUYHN N3CNeABaHNA Ha paka, Kato Nno3BosisBa npoyysaHe Ha TyMOpPOreHHuTe
MeXaHW3M1 ¥ MOTEHLIMaTHO TeCTBaHe Ha TepaneBTUHHN MHTEPBEHLIMA.

TbKaH Bone
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Mopo6HM Ha hnbpobnacTn

[a, npy rony MULLIKK

MNNG-HOS (CL #5) (katanoxeH Homep 300289 Ha Cytion)
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NMPOABA N NPEAPA3MONOXEHOCT

N30eH3uMNn
G6PD, B

OBPABOTKA N OTINEXAOAHE

XpaHuTenHa cpega

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.

floGaBku
JonbnHeTe cpeparta ¢ 10% FBS

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.

MnBbTHOCT Ha 3acsiBaHETO 1 x 104 kneTku/cm?
OGHOBsIBaHe Ha TEYHOCTTA 2 00 3 NbTU CEAMUYHO

Bb3cTaHOBsIBaHe cfief pa3vpassiBaHe Cnep pasvpassiBaHe, NoCcTaBeTe KIEeTKATE B Naky € NAbTHOCT 5 x 104 kneTkmu/cm?2 n
ocTaBeTe K/IeTKUTe [a ce Bb3CTaHOBSAT OT NpoLeca Ha 3aMpassiBaHe U Aa ce NPUKpensT 3a
Hali-masiko 24 yaca.

PasmvpassBaHe n 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 N KPUOKOHCEPBALUA

CtepunHoct

3ambpcsBaHeTo ¢ MyKoM/ia3ma ce U3k/oyBa kakTo upes PCR-6a3upaHmn aHanmsu, Taka u Ypes TIyMUHECLLEHTHN MeToAM 3a OTKpMBaHE Ha
MuKoMna3ma.

3a ga ce rapaHTupa, Ye HAMa 6akTepuasiHO, MbOUYHO UK APOXAEBO 3aMbpCsiBaHe, KNETbYHUTE KyITYpy ce nogsarat Ha eXxeaHeBHU
BU3YyaUTHV NMPOBEPKN.

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



Cpepa 3a 3ampassiBaHe KaTo cpepfa 3a KprokoHcepBaLus 13non3Bame Mb/Ha cpefa 3a pacTtex (BkaountenHo FBS)
+ 10% DMSO 3a agekBaTHa X13HeCcnoco6HOCT cneg pasmpassBaHe nin CM-1 (kaTtasioxeH
HomMep 800100 Ha Cytion), KOATO BK/1OUBA ONTUMU3MPAHN OCMOMPOTEKTOPY U METAbONUTHU
cTabunmnzartopy 3a nogo6psiBaHe Ha Bb3CTaHOBSIBAHETO U HaMasisiBaHe Ha
KpYOVHAYLMpaHUs cTpec.

Ycnosua 3a cCbxpaHeHue

3a AbAroTpaiHo cbxpaHeHue noctaBeTe (/1lakOHUTE B TEYEH a30T B NapHa hasa npu temneparypa okosno -150 go -196 °C. CbxpaHeHUeTo
npu -80 °C e NpremsIMBO CaMo KaTo KpaTbK MeXAMHEH eTan npeav Npexsbp/istHETO B TEYEH a30T.

YcnoBusA 3a goctaBka

KpnokoHcepBripaHnTe KNeTbYHU IMHUW Ce TPaHCMOoPTMPAT BbPXY CyX Nef, B yTBbPAEHW, N30/IMPaHN ONakoBKK C AOCTATbYHO XNaANIEH areHT,
3a Aa ce noaabpxa npubnusntenHo -78 °C no Bpeme Ha TpaHcnopTMpaHeTo. Mpu nonyyasaHeTo He3abaBHO nNpernejainte onakoskara u
He3abaBHO npexebpsieTe h1akoHNUTe 3a NOAXOAALL0 ChbXPaHeHue.

AAPUTEN
Bb3pacT Ha foHOopa 13 roanHn
ETHU4ecka npuHagnexHocT KaBka3skun

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 1K 0T pesepBoapa C Te4eH a3oT e HeobXxoAMMO fa ce M3No/3Ba Macka 3a iuLe uav npeanasHu ounia. Tosa ce npasw, 3a ja ce
HaManM PUCKLT OT HapaHsiBaHe OT MNOTEHLUMa/THY EKCNI03UM Ha KPUOBMOUTE NPU N3BaXKAAHETO 1M, KOUTO MOraT Ja AOBeAaT A0 U3XBbp/siHe
Ha oCTpU hparMeHTu.

FapaHyua

Hue B Cytion 3acTaBame 3a/, Ka4eCTBOTO U1 XMN3HECMNOCOOHOCTTA Ha HaLLUTE NMPOAYKTY.

[apaHTUpame, Ye HawmTe KNETKY LWe 6baart XM3HeCnocobHY B HA4a10TO Ha Ky/ITUBMPAHETO B NPoAb/hkeHne Ha 60 AHW cref usnpatiaHeTo
MM OT HalInTe CbOPbXEHUS.

[apaHTUpame, ye BCUYKN MaTepuanIn OTroBapAT Ha crneuudukaumnte, onucaHu B ceptudmkara 3a aHanns u/wnm npogykrosara nncra

3a nMb/HW NoAPO6BHOCTU, MONS, HanpaBeTe cnpaBka ¢ Hawara <a href=""/Koun cme Hue/lapaHums/™ hreflang=""x-default"">apaHunoHHa
Aeknapaumsa
HeoGxoaumo e crnopasymMmeHue 3a Yes
npexsbprisiHe Ha martepuanu
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