AHTUTEJIA KOJA BJIOKHUPAJY CRIPTO U IbUXOBA YIIOTPEBA

O0s1acT TEXHUKE HA KOJy ce MPOHAJIA3aK 0JTHOCH

[IpenMeTHu mpoHAla3ak TeHEPaTHO CE OJHOCU Ha MOJAPYyYje TCHETHKE H
henmjcke u moJekynapae Ouosoruje. Jom oxapeheHuje mpoHana3zak ce OJHOCH Ha
aHTHTEJNa KOja Ce BE3yjy 3a M perynuiny curHanusupame Cripto, KHTOBE KOjU CapiKe

TaKBa aHTUTCIIA W IIOCTYIIKEC KOjI/I KOpUCTC aHTHUTCIIA.

TexHnuku npoodJiem

[Ipekomepna excnpecuja Cripto mpoTemHa je TOBE3aHa ca MHOTO THIIOBA
TymMopa (yKJbydyjyhu anu 6e3 orpaHnuema Ha TyMOpE JI0jKe, TECTHCA, Ie0eNor peBa,
wiyha, oBapujyma, Oemimnke, yrepyca, iepBUKca, MaHKpeaca U >Kelyla), Kao IITo je
[I0Ka3aHO MMYHOOOjer’hHMa XyMaHOT TKHBA Ca 3€4jUM MOJUKIOHAIHUM aHTUTEINMA
JN0OHjeHUM MPOTUB MalluX cripto mentuaa. Panico i sar., 1996, Int. J. Cancer, 65: 51-
56; Byrne i sar., 1998, J Pathology, 185:108-111; De Angelis i sar., 1999, Int J
Oncology, 14:437-440. Ilpema Tome, MoOCTOjU MOTpeda y MpakcH 3a HauMHUMA 3a
KOHTpOJY, PEeCTPUKLHM]y W/WIM TPEBEHIU]y OBAaKBE IPEKOMEpPHE eKCIpecHje,
perynucama Cripto curHamza, u peryiaucama mnocieauna ekcrpecuje Cripto (Tj.,

3aMounbake U/ WK OfpyKaBame Tpanchopmaimje henmja).

Crame TeXHHKe

Cripto je henujcku MOBPIIMHCKM MPOTEHH cacTaBibeH o1 188 ocTaraka aMHHO
KHCEJIMHA CITy4ajHO W30JI0BaH mpuiimkoM mperienama JIHK Oubnmoreke xymanor
kapunHoma emopuona (Ciccodicola 1 sar., 1989, EMBO J., vol. 8, no. 7, str. 1987-
1991). Cripto npoTenH UMa HajMame JIBa YOUJbHBA JIOMEHA: JOMEH O00rat IICTEHHOM,
U JOMEH KOJU je MPBO OKAapaKTEpUCAH Kao CIMYaH JAOMEHY Hal)leHOM y MOpoIUIH
enuaepmainsor gaxropa pacta (EGF). Cripto je opurunanHo kiacupUKOBaH Kao 4iaH
EGF ¢amunuje (Ciccodicola i sar., supra); mel)yTum, HaKHaJIHEe aHAIHM3E MOKa3aje Cy

na Cripto He Be3yje HU jenaH of no3Hatux EGF pernentopa u \eroB JoMeH HaJIMK Ha



EGF je 6mo y crBapu pazmuuut o EGF damunmje (Bianco i sar., 1999, J. Biol.
Chem., 274:8624-8629).

Cripto cHrHaJHM TYT j€ OCTa0 MPHUKPHBEH YIPKOC KOHTHHYHPAHHM
UCTpaXHBakUMa y3 JIMTEPATypy Koja MOJApIKaBa aKTHUBAIU]y HEKOJHUKO Pa3InYUTHX
nyteBa, ykbydyjyhu myr MAP kunaze (DeSantis i sar., 1997, Cell Growth Differ.,
8:1257-1266; Kannan i sar., 1997, J. Biol. Chem., 272:3330-3335), TGF-8 nyr
(Gritsman 1 sar., 1999, Development, 127:921-932; Schier i sar., 2000, Nature,
403:385-389), moryhe mnrepaknuje ca Wnt myrem (Salomon i sar., Endocr Relat
Cancer. 2000 Dec;7(4): 199-226; u ynakpcau oaroop ca EGF nmyrem (Bianco i sar.,
1999, J. Biol. Chem., 274:8624-8629).

U.S. marent 5,256,643 u nBe wm3aBojeHe mpujaBe cpomHe ca oBom (U.S.
nateHtu 5,654,140 u 5,792,616), otkpuBajy xymanu Cripto reH, Cripto nporeuH, u

anTurtena 3a Cripto.

U.S. marent 5,264,557 w Tpu wu3aBojeHe mpujaBe cpomHe ca oom (U.S.
nateHTH 5,620,866, 5,650,285, 1 5,854,399), orkpuajy xymanu Cripto-CpoHU T'eH U
nporeud. Takole cy oTkpuBeHa aHTHTENA Koja ce Be3yjy 3a Cripto-CpoHH MPOTEHH

aJli He pearyjy yHaKpCHO Be3uBameM ca caMuM Cripto mpoTeuHOM.

Hsznarame cyluTHHE MPOHAIACKA

[IpeameTHu mponanazak 006e30ehyje HOBa aHTUTENA KOja C€ CHEIUPUIHO
Be3yjy 3a Cripto, M TOCTyNKe NpUIlpeMama M YHOTpeOe TaKBUX aHTHUTENA.
[Iponanazak Takohe o6e30elyje anTutena koja ce Besyjy 3a Cripto u perynumry Cripto
CUTHAJIM3Upame WM WHTEPAKIIHN]y MIPOTEnHa, HIP., aHTUTENO Koje ce Besyje 3a Cripto
Tako Jia je CUTHaJ KOju HacTaje oj uHTepakiuje mporenHa ca Cripto perynucan
HucxonHo. IIponanazak Takohe 00e30ehyje anTuTena koja ce Besyjy 3a Cripto u
6nokupajy unrepakuujy usmely Cripto u ALK4. Ilponanazak taxohe o0e3zbehyje
aHTHTeNna Koja ce Be3yjy 3a Cripto u perymuinry pacT tymopa. [Iponanaszak takole
00e30ehyje anTuTena koja ce Be3yjy 3a Cripto, perynunry Cripto CUTHAIH3HpamHEe U
perynumry pact Tymopa. [Iponamasak takohe o6e30elyje aHTUTENa KOja ce BE3yjy 3a

Cripto, 6iiokupajy nntepakuujy uzmel)y Cripto u ALK4 u perynuiry pact Tymopa.



Y jemHOM acmeKTy MpoHalacKa, AaHTUTENO0 MPEIMETHOT IpOoHAJIacKa
crnenuduIHO ce Be3yje 3a emWTOIN oJadpaH M3 TpyIe emuToIla 3a KOje ce Be3yjy
aatutena A10B2.18 (ATCC TIPUCTYIIHU BP. PTA-3311), B3F6.17 (ATCC
[MPUCTYIIHU BP. PTA-3319).

VY 1pyroMm acmekTy IpoHajacka, aHTHTENO IPEIMETHOI IIpOHajacka ce
cieun(UYHO Be3yje 3a enuTon y auranja/pernentop sesyjyhem nomeny Cripto. Cripto

Moske outn ogabpan ox CR-1 (SEQ ID NO:1) unu CR-3 (SEQ ID NO:2).

Y gpyrom oONMKY €mWUTON 3a KOjU C€ Be3yjy aHTHTeJIa HpPeIMETHOT
MpoHaJlacKa je y JOMEeHY Koju o0yxBaTra OCTaTke aMHHO KucenmHa 46-62 Cripto.
AHTHTENA KOja ce crneun(UYHO Be3yjy 3a €MUTOIe y JOMEHY KOju 00yxBaTa OCTaTKe
amMuHO KkucennHa 46-62 Cripto ykibydyjy, anu HuCYy orpanuueHu Ha A10B2.18
(ATCC ITPUCTYIIHU BP. PTA-3311), B3F6.17 (ATCC ITPUCTYIIHU BP. PTA-
3319).

[IpenmeTHu mnponana3zak Takohe oOyxBara aHTHTENa KoOja c€ Be3yjy

cneruduano 3a Cripto u criocoOHa cy jaa perynunry Cripto CHTHAIA3UPABKE.

[IpenMeTHu mpoHanazak Takohe oOyxBaTa aHTHTeNa Koja ce cCrernupuIHO

Be3yjy 3a Cripto u 6mokupajy untepakuujy usmelhy Cripto u ALK4.

Yy APYromMm acIlieKTy, NpCIMETHH IIpOHAJIa3aK 06YXBaTa AHTUTCIIa KOja Cce

cneunuyHo Be3yjy 3a Cripto U criocoOHa Cy /1a PEryJIMIIy pacT TyMopa.

V jomr jeqHOM acmeKTy, MpeJMETHH NpoHaja3ak o0yXBaTa aHTHTENa Koja ce
cneunpuyno Be3yjy 3a Cripto, koja cy cmnocobHa pa perymumry Cripto

CUTHAJIM3UPambe, M KOja Cy CIIOCOOHA J1a PEryJIMIIY pacT TyMOpa.

VY jour jeaHOM aclekTy, NMpeIMEeTHH NMpOoHala3ak 00yXxBaTa aHTHTENA Koja ce
cneunpuyHo Be3yjy 3a Cripto, Koja cy crocoOHa J1a OJ0KHpajy UHTepakLujy u3Mehy

Cripto u ALK4, 1 xoja cy cnocoOHa J1a peryjiuury pacT TyMmopa.

VY jom jenHoMm OONMKY NpeIMEeTHM NpoHaja3ak obe30ehyje aHTHUTENO Koje
npoaykyje xubpuaoma omabpaH u3 rpyme koja ce cactoju ox A10B2.18 (ATCC
[MPUCTVYIIHU BP. PTA-3311), B3F6.17 (ATCC ITPUCTVYIIHU BP. PTA-3319).



AHTHUTENa TMPEAMETHOT MpOHANacKa YKJbydyjy ajli HUCY OrpaHHYeHa Ha

MOHOKJIOHAJIHA, IIOJIUKIIOHATIHA, XyMAaHU30BaHa, XUMCPHa U XyMaHa aHTUTEIIA.

[IpeameTHn mpoHana3zak Takohe oOe3belhyje mpemapar 3a naBame CyOjeKTy
KOjH ¥Ma TyMop Koju ekcripumupa Cripto KOju caJipKu HajMame jeTHO OJi aHTUTEesa
omucanux rope. Y jom onpeheHujem obOmuky cyOjekT je doBek. lIpemapar moxke
YKJby4MBaTH (hapMalleyTCKi NPHUXBAT/bUB EKCUUIUjEHT. AHTUTENAa Koja Cy Tope
onvcaHa MOTy OWTH KOHBYrOBaHa Ca XEMOTEPAlCyTCKUM arceHCOM WM CE€ MOTY

00e30e1UTH Y KOMOMHAIIM]U Ca HEKOBYTOBAHUM XEMOTEPAINlCyTHKOM.

JIpyruM acrekToM IpoHajnacka o0yxBaheHU cy MOCTYNLU MOAYJIUCaba pacTa
henuja Tymopa in Vitro y y30pky KOju CaJp)KH KOpak JojaBama y30pKy Ipernapara

OIIMCAaHOTI Iop¢.

Takohe cy obyxBaheHu mocTymid MoayIucama pacta hemuja Tymopa in vivo
KOJ[ cy0jeKkTa Koju caipKe KOpak JaBama Cy0jeKTy e)eKTUBHE KOJIMYHHE MpernapaTa

OIMMCAHOT Tope. Y moceOHOM 00JUKY CYOjeKT je YOBEK.

JIpyru acmekT MpoHaJlacka Cy IMOCTYIIHM TPETUpama Cy0jeKaTa KOju HMajy
TYyMOp KOju mpekoMepHo ekcrnpumupa Cripto Koju caapXu JaBambe CyOjeKTy
mperapaTa ONMCAHUX Tope y epeKTUBHOj KoaumuumHU. [Ipemapatu 3a maBame MOTy
VKIJbYYHUTH (HapMarleyTCKH TMPUXBATJEUBE CKCIMITMJCHTE, aHTHUTENAa KOWYroBaHa ca
XEMOTEpaNeyTCKUM areHcuMa W aHTWTeNla Koja ce€ Jajy y KOMOMHaluMju ca

HCKOBYIOBAHUM XEMOTCPAINICYTCKUM ar¢HCUMaA.

[TocTynuy mpeaMeTHOT MpOHAlTacka Cy MOCEOHO KOPHCHU y MOAYIHCA’BY
pacta henuja TyMopa /WM TpeTupamy cyOjekTa (Tj. YoBeKa) KOju UMa TyMOp TAe je
TyMopcka henmja omabpaHa ox Jojke, TecTuca, Aebenor 1pesa, miyha, oBapujyma,

Oemnke, yrepyca, HepBUKca, TAHKpeaca, U TyMOpPCKUX henuja sxenyna.

Y jom jenHoMm OOdMKY, TpeIMETHM TNpoOHaja3aKk oO0yxBara IOCTYIKE
onpehuBama na 11 TKUBO ekcripumupa Cripto, caapkehn Kopak aHaTU3Upama TKUBA
KOJ| cy0jeKTa ImyTeM UMYHO TecTa Kopuctehu Omio kKoje o1 aHTUTENa OMUCaHUX Tope.
Takohe cy obyxBahenu moctymnuu oapehuBama maa nu henujcka JUHUJA TPEKOMEPHO

excnpumupa Cripto, canpkehn Kopak aHaTu3upama henujcke JMHUje MyTeM UMYHO



Tecta kKopuctehu Omio Koje ox aHTUTeNna omucaHux rope. OBH W OPYru acleKTH

MpoHajacKka OMUCaHU Cy ca BUIIIE JieTajba HiKe Yy "JleTaJbHOM onucy npoHanacka'.

KpaTaR OmMC CJIMKAa HalupTa

[Iponanaszak je neTajbHO ONMCAaH Ha NpHMEpY H3BOohema NpUKa3aHOM Ha

HaIpPTy Y KOMeE:

Cmuka 1- Ha cimmm 1 je mokaszan oaroBop NCCIT, henujcke nuHHje XyMaHOT
TeCTHKYyJapHOT kKapiuHoMa, Ha aHTu-CFC Gnokupame Cripto mAb A8G3.5 (Ilpumep
6).

Cnuka 2 - Ha cimunum 2 je mokazan oarosop NCCIT, henujcke nuHHMje XyMaHOT
TECTHKYJIapHOT KapiuHoma, Ha anTu-EGF Gnokupame Cripto mAb A27F6.1 (Ilpumep
7).

Cmuka 3 - Ha caumm 3 cy pmatu pesyaratu FACS tecra: 293/ALK4 henujckor
BesuBama CR-Fc (IIpumep 8).

I[eTaJ'baH OIIMC IMMpoHaJacKa

OTkpuBeHa Cy aHTUTeNna Koja ce crneuupuyHo Be3yjy 3a Cripto u mHXOBa
ynoTpeba y perynucamy Cripto CUrHaIU3Upama WM MHTEpaKIMje MpoTeuHa W/UIN
onokupama untepakuuje usmely Cripto u ALK4, w/unu moxynanuju pacta henuja
Tymopa. OTKpUBEHE Cy pa3IMYUTe Kilace aHTUTEeNa Koja ce crneuu(uyHo Be3yjy 3a
Cripto ykJbyuyjyhu, Ha mpumep, aHTUTENa Koja ce CIeU(PHUUHO BE3yjy 3a €MUTON Y
Besyjyhem nomeHy nurasj/peuentop Owio mnpupogHor Cripto mHpoTenHa WM
nenatypucanor oonuka Cripto; anTuTena kKoja ce Be3yjy 3a gomeH Hammk EGF, cis-
Ooratu IOMEH, WK NenTua (HIp., 07 0KO 3 10 oko 20 aMHHO KHCENTMHA) U3 PEerHoHa
KOJU CaJp>KM aMUHOKHCEIMHCKe octatke 46 no 150; anTuTena koja ce Be3yjy 3a
Cripto u perynumry Cripto curHaiupame; aHTUTena koja Besyjy Cripto u perynuury
pact hemmja Tymopa; W aHTHTENna koja ce Bedyjy 3a Cripto, perymumy Cripto
CUTHaJM3upame, U peryiauiry pact hemuja tymopa. OBa aHTHTEna cy onaabpaHa
KopucTehr KOHBEHIIMOHAIHE TECTOBE IN VILro 3a celekuujy aHTUTena Koja ce Be3yjy
3a Be3yjyhm pomen nurang/peuentop, perynumy Cripto CHUTHaIM3Upame, WIH

perynuiny pact heauja Tymopa.



[MocTyrmiu oBOT MPOHAIACKA KOPUCHH CY Y Teparujyi MaJTUTHUX WA OCHUTHUX
TyMoOpa cHcapa Trje CToma pacrta Tymopa (Koja je HeHOpMajiHa CTOIMa 3a HOpMaiHa
TKHBA) je OapeM aenom 3aBucHa oj Cripto. HeHopmanna cToma pacra je cToma pacra
Koja je moBehaHa y oHOCY Ha OHY MOTPEOHY 32 HOPMAIIHY XOMEOCTa3y U Koja je y

BHUIIKY Y OJHOCY Ha OHY Y HOPMAJIHUM TKHUBHMA UCTOI' IIOPECKJIA.

HMepununuje

VY 0BOM JIOKYMEHTYy HampaBibeHE cy pasnunuute nedununuje. Behuna peun
uMa 3HaueHmke Koje OM ce TUM pedyrMa MPHUIHUCAIO O] CTPAaHE OHUX Ca UCKYCTBOM Yy
npakcu. Pedn koje cy moceOHO AepuHHCaHe OWIO HUXKE WU JAPYrie Yy OBOM
JIOKYMEHTY HMMajy 3Haueme 00e30eh)eHo y KOHTEKCTy HpeJAMETHOr IpOHanacka y
HEeJNMHU 1 00MYHO cy cxBaheHe 011 CTpaHe OHHMX Ca UCKYCTBOM Y MTPAKCH.

OHako Kako ce OBJe KOPHCTH TEpMHH "pernoH" 3HauuM (UIUYKH
KOHTUHYHpAHU JIe0 IpHMapHE CTPYKType OuWOMOINieKyna. Y ciydajy NpOTEHHA,
pEervoH je neduHHCAH Ca KOHTHHYHPAaHUM JIJIOM CEKBEHIIE aMUHO KHCEIWHE TOT

IIPOTEUHaA.

OHako Kako ce KOPUCTH OBele TEPMHUH "JAOMEH" OJHOCH C€ Ha CTPYKTYpPHU
7eo OMOMOJIEeKyNa KOjU JONPUHOCH TI03HATO] MpeaBuheHoj GyHKIMju OGMOMOJIeKyIa.
JloMeHHn MOTy OMTH KO-€KCTEH3WBHU Ca PETHOHUMA WJIH IbUXOBUM JIEJIOBUMA; TOMEHU
MOTY Takohe HMHKOPIIOpHpATH Je0 OMOMOJIEKYyJa KOjU je pas3IuyuT O]l ojpeheHor
peruoHa, y J10JaTKy Ha IIe0 WIM A€o0 Tor pernoHa. Ilpumepu nomeHa mpoTenHa
YKJbYUY]jy, aJld HUCY OTpaHHuYEHU Ha BaHhenujcku ToMeH (00yxBaTa O] OKO OCTaTKa
31 no ocratka 188 Cripto, yksbyuyjyhu Cripto, CR-1 (SEQ ID NO: 1) u CR-3 (SEQ
ID NO:2)) u tpancmemOpaHcku 1omMeH (oOyxBara o7 OKO octaTka 169 1o ocrarka
188 Cripto, ykspyuyjyhu Cripto, CR-1 (SEQ ID NO: 1) u CR-3 (SEQ ID NO:2)).
Besyjyhu nomen nurann/penentop Cripto mpoTenHa o0yxBaTa o1 OKO 75 ocTaTka 10
oko 150 ocrartka Cripto, ykspyayjyhu Cripto, CR-1 (SEQ ID NO: 1) u CR-3 (SEQ ID
NO:2) u yxspyuyje nomen Hanuk EGF Cripto, koju oGyxBata, Ha IpuUMep, O OKO
ocraTka 75 1o oko ocratka 112 ox Cripto, ykibyuyjyhu Cripto, CR-1 (SEQ ID NO: 1)
u CR-3 (SEQ ID NO:2) u mucrenn-6oratu nomen ox Cripto, koju oOyxBara, Ha
npumep, o1 oko 114 ocraraka mo oko 150 ocraraka ox Cripto, ykipyuyjyhu Cripto,

CR-1 (SEQ ID NO: 1) u CR-3 (SEQ ID NO:2). Ha npumep, naeHTuduKoBaHo je



MHOTO MOHOKJIOHAJIHUX aHTUTena kao Bedyjyha 3a EGF-cimune wmmm cis-OGorate
nomene. JlomatHo je MmoHokioHasHO aHTHTENno A10B2.18 (ATCC PRISTUPNI BR.
PTA-3311), B3F6.17 (ATCC PRISTUPNI BR. PTA-3319) u Al17A2.16
UACHTU(UKOBAHO Kao Be3yjyhe 3a emuton Koju je GopMupaH y JOMEHY Yy PETHOHY
KOju oOyXxBaTa OCTaTKe aMHUHO KucenwHe 46-62, y3BogHo oxa nomeHa Hamuk EGF.
Bumu [Ipumep 3 mmxe. Enuron y Besyjyhem noMeHy JUraHi/penenTop je emuToll,
omwro na je ¢dopmupan y koHpopmamuoHo mpupoaHoMm Cripto NpoTeuHy, WIH

nenatypucanom Cripto IpoTenHy, 3a KOjU C€ aHTUTeNIa MOTY BE3aTH.

OHako Kako ce OBJIE KOPUCTHM TEpMHUH "aHTHUTENO" MOJApa3syMmeBa ce Jla ce
OJTHOCH Ha KOMIUIETHO, MHTaKTHO aHtuteno, u Fab, Fab', F(ab)2, u npyre merose
¢dbparmente. KommieTHo, UHTaKTHAa aHTUTENA YKJbY4Yyjy, ald HUCY OrpaHHYECHA Ha
MOHOKJIOHQJIHA AaHTUTEeNa Kao IITO CYy MHIIja MOHOKJIOHajdHa AaHTHUTeNa,
MOJIMKJIOHANIHA aHTUTENa, XMMEpPHAa aHTHUTENa, XyMaHa aHTUTella, U XyMaHH30BaHa
anTutena. Pasnmuuutu o0nMuM aHTUTENAa MOTY OMTH IPOJYKOBAaHU Kopucrehu
cTaHzapaHe nocrynke Texauka pexkomOunantHe JJHK (Winter i Milstein, Nature 349:
293-99, 1991). Ha mpumep, Mory OUTH KOHCTpyHCaHa "XuMepHa'" aHTUTENa, Y KOjuMa
je JOMEH Be3MBama aHTUTCHA U3 aHTUTENa )XKHUBOTUI-E BE3aH 32 XyMaHU KOHCTAHTHU
JOMEH (aHTHTENO0 WHHIMjaTHO W3BEICHO W3 HEXYMaHOr cHcapa y KOjeM je
ynoTtpeOsbeHa TexHosornja pekomObunantHe JIHK na 3amenu cBe nenoBe croja u
KOHCTAaHTHHMX PETHMOHA TELIKOT JaHLd W/WIM KOHCTAHTHOT PErHOHa JIAKOI JIaHIa, ca
oJroBapajyhum peruoHuma u3 XyMaHOT JIAKOT MJIM TEIIKOT JIaHI[a UMYHOIJIOOYJIMHA)
(Buau Hmp., Cabilly 1 sar., [larent Cjenumenux npxxasa 4,816,567; Morrison 1 sar.,
Proc. Natl. Acad. Sci. 81: 6851-55, 1984). XumepHa aHTUTENa PENYKY]y UMYHOT€HE
OJIrOBOpE M3a3BaHE J>KUBOTHUILCKUM AaHTUTEIMMa Kaja Cce KOpPHCTEe y XyMaHHUM

KIIMHUYKUM Tp€aTMaHUMaA.

Cem Tora, mory OWTH CHHTETM30BaHAa pPEKOMOMHAHTHA '"XyMaHHM30BaHA'"
aHTUTeNna. XyMaHU30BaHA aHTUTENA Cy aHTHUTENA KOja Cy MHHUIIMjATHO U3BE/IeHA U3 He
XYMaHMX cHcapa y KojuMa je ynorpebsbeHa TexHonoruja pekomobunantHe JJHK na ce
CYIICTUTYUIY HEKE WM CBE aMHUHO KHUCEIMHE KOje HHCY MOTpeOHE 3a BE3UBaHE
AaHTHUTEeHA ca aMUHO KHCEeIMHAMa U3 OJIroBapajyhnux pernoHa JIakoT WM TEIIKOT JIaHT[a
XyMaHOI MMyHOrjoOynmuHa. To 3Haum na cy OHM XuMepe Koje BehHMHOM cajapike

CEKBEHIIE XYMaHOI MMYHOIJIOOYIMHA y KOje Ccy YOauyeHM PETrHOHU OJrOBOPHM 32



cnenuuuHo Be3uBame aHTureHa (Buau HOp., PCT marentHy mnpujay WO
94/04679). XuBoTHIE Cy HWMYHH30BaHE ca XKEbEHUM aHTUTEHOM, OAroBapajyha
aHTHTENIa Cy W30JI0BaHa M JI€O0 CEKBEHIM BapWjaOMIIHOT PErrHoHa OATOBOPHOT 3a
BE3MBabE CHENM(PUYHOT aHTUTEHA j€ YKIIOmhEH. PernoHn Be3uBama aHTUTEHA KOjU CY
W3BEJICHH M3 JKUBOTHIbA Cy KJIOHMpPAHH HA OAroBapajyhy MO3WIMjy TeHa XyMaHOT
aHTUTENa y KOjeM Cy PErHOHH 3a KOje C€ Be3yje aHTHUIeH OWIM JeJeTUpaHHU.
XyMaHH30BaHa aHTHUTEJIa MUHUMH3Y]y ynorpelOy xereponorux (mely Bpcrama)
CEKBEHIIM y aHTUTENIUMa 3a YyHoTpely y XyMaHUM Teparijama, 1 Mame je BEpOBAaTHO
na moOyne HexXeJbeHe WMyHe oJIroBope. llpumarn3oBaHa aHTUTENIAa MOTY OUTH

IIpOAYKOBAHA HAa CJIMYaH HAYUH.

Jpyru o0iuK mpoHanacka ykijbydyje ynoTpeOy XyMaHUX aHTHUTeNa, KOja MOTy
OWUTH TPOJIYKOBaHA KOJ| HEXyMaHHX >KHBOTHHbA, Ka0 IITO CY TPAHCTEHE YKHBOTHUIHE
HOCHOIIM jEJTHOT MJIM BUILE XyMaHHX UMYHOTJIOOYJTUH TpaHCreHa. TakBe KHUBOTHIHE
Mory OUTH KopHIIheHe Kao M3BOp 3a CIUICHOLMTE 3a IMPOU3BOAKY XHOpHUIOMa, Kao

mro je onucano y US Ilarenty 5,569,825.

@parMeHTH aHTHTEA U YHUBAICHTHA aHTHTENA Takole ce Mory yrnoTpeOuTH y
MOCTYyINIMMa W IpernapaTiMa OBOI INPOHANACKa. YHUBAJIEGHTHA aHTUTENA CajpikKe
JUMep TEIIKOT JIaHLa/JMaKkHu JaHall Be3aH 3a Fc (wim cTem) pernoH Ipyror TELIKOT
nanna. "Fab pernon" oIHOCHM ce Ha OHE Je€JIOBE JaHala KOju Cy MPHOIHUKHO
€KBUBAJICHTHU, WIM AHAJIOTHM CEKBEHILlaMa KoOje cajpyKe JesioBe Y TIpaHe TEUIKOT
JaHIla U JIAKOT JIaHLA y IeTUHM, U 3a Koje je 3ajenHo (y arperaTuma) mokas3aHo Ja
UCIOJbaBajy aKTUBHOCT aHTUTeNa. Fab nmpoTenH ykibydyje arperate jeIHOT TEIHIKOT U
jenHor jakor Jjiania (oouuHo mo3HaTor kao Fab'), kao u TeTpamepe Koju oAroBapajy
CerMeHTHMa JIBe TpaHe Y aHTuTena, (o0uuno mo3naror kao F(ab)2), 6umno ga je Oumo
KOjU OJ1 TOpe MOMEHYTHUX KOBAJICHTHO HJIM HE-KOBAJEHTHO y arperaTuMa, CBe JIOK Cy
arperanuje crocoOHe aa crneuu(puyHo pearyjy ca ojapeheHUM aHTUIeHOM WM

MOpOAUIIOM AHTUT'CHA.

buno KOje O aHTUTCJIa IIPOHAJIAaCKa MOXKE I10 HOTpC6I/I outu KOBYIOBaHO Ca

XCMOTCPAIICYTHUKOM, KaO IITO je HMXKE ,Z[C(I)I/IHI/IcaHO.

Kako ce oBne xopuctu, TepMHUH "Be3uBame" 3HAYM (DU3MUKY WIIM XEMH]CKY

MHTEpaKIjy u3Mel)y /1Ba MpOTeMHa WIM jeUbEha WIM BE3aHUX MPOTEHHA WM



jenumbema WK BUXOBUX KOMOWHANMja, YKJbYUyjyhu HHTEepaknujy umely aHturena
U TporernHa. BeswBame yKibydyje JOHCKE, HE-JOHCKE, BOJOHMYHE Be3e, Van der
Waals, xunpodobHe wmHTepakuuje, urna. DPu3MdKa WHTEPAKIMja, BE3UBAE, MOXKE
OWTH WIM JTUPEKTHA WM WHAMPEKTHA, MHIUPEKTHA Kpo3 WM 300r edekara apyror
MPOTEHHA WIH jelIMbeha. JJMPEeKTHO BE3UBakhE ce OJIHOCH Ha MHTEPAKIHje Koje ce He
OJIUTPaBajy Kpo3 WM 300r edekTa Ipyror MpoTeHuHa WK jearmkbema Beh ymecto Tora
0e3 Ipyrux OMTHHX XEMHU]jCKHX MHTepMearjepa. Be3nBame ce MOXe JIETEKTOBATH Ha
MHOTO pa3NMWYUTHX HauuHa. [locTymmm neTekTroBama Be3WBama J00pO Cy MO3HATH

OHHMaA Ca UCKYCTBOM Y IIPAKCH.

OHako Kako ce KOPUCTH OBJIe, "aHTUTEINIO ciocoOHO 1a naTepHanusyje Cripto"
O3HayaBa aHTUTENO Koje ynazu y henmjy mok ce ywiamwa Cripto ca henujcke
noBpuuHe. Moxke ce ob6aButu CKpuHHUHT 3a Cripto aHTHTena Koja Cy CHocoOHa aa
untepHanu3yjy Cripto kopuctehu ¢uyopeciienTHo obenexena Cripto MOHOKJIOHATHA
aatutena. Ca IUbeM Ja ce Oapeau Koja aHThTena wuHTepHAmM3yjy y Cripto
Mo3uTHUBHE henmje MOry ce TecTHpaTH Ha Yy3uUMame (DIyOpEeCHeHTHOT CHUTHaja
aHTUTeNna of cTpaHe henuja myreM mperyenama henuja mox (IyopeCleHTHUM
MHUKPOCKOTIOM W/ KOH(pOKaTHUM MulpockornoM. OHa aHTUTeNla Koja MOCTajy
WHTEpHAaTM30BaHa Omhe mpermo3Hara Kao  (DIYyOpEeCHEHTHH  CUTHAU Yy
IUTOIUIA3MAaTUYHUM M wWin henujckuMm Besukynama. HeorpanwvaBajyhu mnpumepu

Cripto anTHTENa criocoOHUX a uHTepHanu3yjy Cripto ykipyuyjy A27F6.1 u B3F6.17.

OHako Kako ce KOPHUCTH OBJE, TepMHUH "jeaumeme’ o3HauaBa OWUIIO KOJY
XEMUKAJIN]y WM MOJIEKYJ KOJU Ce€ MOTy HACHTHU(HUKOBATH, YKIJbyuyjyhu amu 6e3
OrpaHUYEHa Ha, JOH, ATOM, MaJI MOJIEKYJI, ENTH], TPOTEHH, mehep, HyKIeoTH 1 Win

HYKJIICUHCKY KUCCJIMHY, 1 TaAKBO jCI[PIH)GH)G MOKe OUTH MMPpUPOAHO W CUHTCTUYKO.

OnHako Kako ce KOpPHCTH OBJe, TepMHH "Moaymuume" uiau "moaudukyje"
O3HauaBa NoBehame WM CMameme KOJIMYMHE, KBajauTeTa win edekra oxapehene

AKTUBHOCTH IIPOTCHHA.

OHako Kako ce OBJEC KOPHCTH TEpMHUH '"Mopaynuiie curHanusupame Cripto"
o3HauaBa ToBehame WM CMamelke KOoMWdMHe, KaBanuteTta win edekra Cripto
AKTUBHOCTH 32 0KO 5%, moxkespHO 10%, jomr moxesbauje 20%, jour nmoxesbauje 30%,

jour noxkesbHUje 40%, jomr moxkerbHUje 50%, jomr moxespHUje 60%, jolr moXKebHUje
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70%, jou noxespHUje 80%, jour moxespHUje 90% 1 HajnoxesbHUje 100%. AKTUBHOCT
MOXe OUTH MepeHa TECTHPAkEM IO3HATHM Y IMPAKCH, Kao IITO je TecT HynaTe henuje
npuKaszal y npumepy 3. Y apyrom o0iamKy nmpoTenHcka natepakiuja usmely Cripto u
Apyror MpPOTEMHA je CIUYHO peryjiucaHa HHUCXOJHO NPEKO Be3WBama AaHTUTENa

IIpOHaJIaCKa.

OHako Kako ce KOPHCTH OBJI¢ TEPMHH "OJIOKHpame HWHTEpaKiuje u3Mehy
Cripto u ALK 4" o3nauaBa moBehame MM CMameme HMHTEPAKIM]jE, T BE3UBAHE
u3melhy Cripto u ALK 4 3a oxo 5%, noxessHo 10%, jomr moxespHHje 20%, jorr
noxespHuje 30%, jom noxkespHHUje 40%, jomr moxessHUje 50%, jorn moxesbHuje 60%,
jomr noxesbHUje 70%, jomr moxespHUje 80%, jomr moxessHUje 90% 1 HajIOKEIbHU]E
100%. AKTMBHOCT MOX€ OMTH MepeHa TECTOM IO3HATUM Y MpPaKCH, Kao LITO je TeCT

Be3MBama NMpUKa3aH y npumepy 8.

OHako Kako ce KOPHUCTH OBJE TEPMHH "Mojaynuine pact henuja Tymopa in
Vvitro" o3nauaBa nosehame wim cmamerme Opoja hemuja Tymopa, in Vitro, 3a oko 5%,
noxxespbHo 10%, jomr noxxessHUje 20%, jour noxkesbHUje 30%, jour noxesbHuje 40%.
jomr moxesbHUje 50%, jomr moxesbHUje 60%, jomr moxesbHUje 70%, jour MoKeIbHU]E
80%, jour moxesbHUje 90% 1 HajnoxesbHUje 100%. In vitro Mmoxynaruja pacra henuja
TyMOpa MOK€ OMTH MepeHa TEeCTOBHUMA IO3HATHM Y IpakcH, kao mro je GEO tect

henuja Ha MeKOM arapy NpuKa3aHOM y Ipumepy 4.

OHako Kako ce KOPHUCTH OBJe TEPMHH "Mojaynuine pacTt henuja Tymopa in
Vivo" o3HauaBa noBehame winn cmamerme Opoja hemuja Tymopa, in vivo, 3a oko 5%,
noxesbHo 10%, jomr noxessHUje 20%, jomr nmoxesbHuje 30%, jour noxesbHUje 40%,
jour noxxkesbHUjEe 50%, jour nmoxkesbHUje 60%, jour nmoxespHUje 70%, joln MoXKebHUje
80%, jorr moxesbHUje 90% u HajmoxebHUje 100%. In Vivo perynarnuja pacta henuja
TyMOpa MOK€ OWTH MepeHa TEeCTOBMMa II03HATUM Yy IMIPaKCH, Kao IITO OHaj

IIPUKa3aHOM Yy NpUMepy 5.

Tepmun "cnpeuaBame" OJHOCH C€ Ha CMameHmhEe BEpOBATHONE Ja opraHu3am
no0uje WM pa3Buje aDHOPMAaTHO CTambe.

Tepmun "TpeTupame" 0JHOCH Ce Ha TO Jla UMa TepareyTcKu ePeKT U HajMambe
JIETUMHUYHO yOakaBa WM aHyJarpa aOHOPMAlHO CTalke y OpraHu3My. TpeTupame

YKJbYUYyje OJjpXKaBambe HHXUOMPAHOT pacTa TyMopa U MHIYKIH]Yy peMHCH]eE.
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Tepmun "tepameyrcku edexar' ogHOCH ce€ HAa HWHXUOUIM]Y aOHOPMAaJTHOT
cTama. TepaneyTcku eekTu y HeKoM o0uMy yOJaxyjy jelaH WM BHIIE CHMIITOMA
aOHOpMaJIHOT cTama. Y OJHOCY Ha TpPeTMaH aOHOPMAJIHHX CTamba, TEPareyTCKu
edeKT MOXKe Cce OJHOCUTH Ha jeqHO wiu BuUle oj cieachux: (a) moBehame wim
cMamewe nponudepanuje, pacta, u/unu audepeHnyjanuje hemuja; (60) UHXUOUIHU]Y
(Tj., ycTIOpaBame WU 3ayCTaBJbalbe) WM MPOMOIU]Yy cMpTH henuje; (1) HHXUOUIIN]Y
JereHepanuje; (J1) OJIaKIIaBamke /10 HEKOT CTEIEeHa jeIHOT WM BHINE CHMIITOMA
BE3aHMX ca a0HOPMAJTHHMM CTamkeM; U (€) mojadaBama QyHKIHje momynamnuje henmja.
Jenumema Koja TMOKasyjy e(puKacHOCT MPOTUB aOHOPMAIHUX CTamka MOTY OUTH

I/I,Z[eHTI/I(bI/IKOBaHa Kao 1ITo je OBZC OIIMCAHO.

Tepmun "maBame" OIHOCH CE€ HA TOCTYNMAaK HHKOPIIOpUpama jeIUBCHA Y
henuje nim TkuBa opranu3Ma. AGHOPMAIHO CTAaE MOXKE CE€ CIIPEUUTH WIH TPETHUPATH
Kajga henuje win TKMBa OpraHu3Ma IIOCTOje y OpPraHu3My WM H3BaH OpraHu3Mma.
henuje koje mocToje n3BaH OpraHu3Ma MOTY ce€ OJprKaBaTy WIM pacTu y Mocyaama 3a
Kynrypy henuja, umu y apyrom opranusmy. 3a henuje koje cy CMEIITeHe y OpraHu3My
y MPaKCHU MOCTOjU MHOTO TEXHHKA Jla UM C€ JIajy jequibemha, yKbydyjyhu (amm 6e3
OrpaHUYEHa HAa) OpaJHO, MAPEHTEPAIHO, JEpMallHO, HHEKIMJOM, U IMPHUMEHOM
aepocosia. 3a henuje koje cy M3BaH OpraHM3Ma, y HpakCcH IOCTOjeé MHOroOpojHe
TEXHUKE 3a JlaBalke jeIUmbema YyKbyuyjyhu (anmu 0e3 orpaHuuema Ha) TEXHHUKE
MUKpOMHEKIMje henuja, TexHUKEe TpaHcpopmalMje M TeXHHKe Hocaua. [laBame ce
MoO>ke 00aBUTH Ha MHOTO HauWMHa MO3HATHX Y HpPaKCH, HIpP., OPaHO, HHTPABEHCKH,
MHTpaNepuTOHEeaTHO, UHTPaMyCKYJIapHO, U ToMe ciauuHo. Kana ce kopuctu Tepanuja
UH BHUBO, aHTHUTEJa MPEIMETHOr IpOHAJacKa Jajy c€ MalHjeHTy y e(EeKTUBHUM
konmuunHama. OHaKO KaKo ce OBJe KOPHUCTH "epeKTUBHA KOIMYMHA" j€ KOJTUYMHA KOja
je JI0BOJbHA J]a M3a30B€ KOPUCHE WM KeJbeHe KIMHUYKE pe3yirare (Tj., KOJTUYHUHE
KOje CNMMUHHILNY WM PeAyKYyjy TeKHUHY TyMmMopa mnauujeHTa). EQexTuBHa KoaMuuHA
ce MOXXE JaBaTH IyTeM jeAHOT WJIM BHWIIE JaBama. 3a CBPXE OBOT IPOHANIACKA,
eeKTHBHA KOJMYMHA aHTUTEIA TPEMETHOT MTPOHAJIACKA j& KOJNIMYMHA aHTHTENa Koja
je noBoJbHA Ja Mo0OoJblla, cTabWiM3yje WM OMJ0XKHM pasBujame Cripto-Be3aHor
OonecHor crama, noceOHo Cripto-Be3aHux Tymopa. [leTekumja u Mepeme OBHUX
MHAMKAaTOpa e(UKACHOCTM IUCKYTOBaHM Cy HIDKe. [Ipumep pexuma TUIUYHOT

TpeTMaHa yKJbydyje JdaBambe CyOjeKTy HWHTPABEHCKOM WH(Y3HjoM aHTHUTeNa
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MpOHAJIacKa IO HENEJHHO] MPOoLeaypu y 03U oko 2-5 mg/kg. AHTHTENa cy AaBaHa
nanujeHTy MHQPy3ujoM u3BaH XeMOMH(Y3WOHE JeIMHHUIIC, CEM aKO MalldjeHTY HHUje
6una notpedbHa xocnuranuzanuja. O0yxBahenu cy takohe u Ipyru pexumMu JaBamba

IIO3HATHU y IIpaKCH.

AOHOpPMAJHO CTame ce Takohe MOXKE CIPEUYUTH HIU TPETHPATH TaBambeM
aHTHTENla MpOHAajacka rpynu hemuja koje mMajy abepainujy y TyTy TpaHCAYKIHUje
curHana. Edekar naBama jequmema Ha QYHKIIMOHUCAKE OPraHU3Ma Ce MOXKE 3aTHM

nparutu. OpraHuszam je moxesbHO YOBEK.

"IIpexomepHa ekcrpecuja Cripto" je mpeaBuheHa Aa O3HAYU EKCIIPECU]Y
Cripto ox1 cTpaHe TKMBa TakBy i€ je ekcrpecuja Beha on ekcnpecuje Cripto cyceaHor

HOPpMAJHOT TKHMBA Y CTATUCTUYKH 3Ha‘lajHOj KOJINYHHU.

"XeMoTepaneyTuiu" OAHOCU ce€ Ha OWJIO KOjU areHC mpeABul)eH y MmpakcH Ja
uMa TepaneyTcke eQexTe Ha MHXUOUIM]y pacTa TymMopa, OJp)KaBambe WHXHOMpPAHOT
pacta Tymopa, W/WIM HHIYKIU]y PEMHUCHje, Kao IITO Cy MNPUPOAHA jeIUIHCHba,
CUHTCTHYKA JeIUbCHha, MPOTEHHU, MOAU(PUUKOBAHHW IMPOTCHHU, M PAJTHMOAKTHBHA
jenumema. XeMOTepaneyTCKi areHCH 3aMHIIJBEHH OBJIE YKJbY4yjy areHce KOju ce
MOTY KOIYTrOBaTH Ca aHTUTENIMMa MPEAMETHOr IMpOHAlacka WU aITepHATHUBHO
arelce KOju ce MOry yHoTpeOWTH y KOMOHMHAIMjH ca aHTHTEeIuMa MPEAMETHOT
IpoHaiacka 0e3 Jja ce KOmbyryjy ca antutenuma. [lpuMepHu xemorepaneyTHIi Koju
C€ MOTY KOHYIOBaTH Ca aHTHTEIMMA MPEIMETHOT MPOHAJIAcKa YKJbY4yjy, ald HUCY
orpannueHu Ha, paguokomyrare (90Y, 131L 99mTec, 111 In, 186Rh, u ocramm),
TyMOp-akTHUBUpaHe TmposiekoBe (MauTaHcuHoune, CC-1065 ananore, aepuBate
KJIMX€aMUIIMHA, aHTPAlUUKIWHE, BHHKA aJIKaJloWJie), PULMH, TOKCUH audrepuje,

€I'30TOKCHH pseudomonasa.

XeMoTepaneyTcKu areHcu MOTy ce€ yHnoTpeOuTH y KOMOWHalIMju ca
aHTUTENIMMa IpOoHAacKa, pajnje Hero Jia ce KOWmYryjy ca mhuMa (Tj. HEKOHbYTrOBaHU
XeMOTEepaneyTHIii), YKbY4yjy, ajldi HUCY OTpaHMuYeHH Ha cienehe: miuaTUHYMHU (Tj.
UC TUIATHHYM), aHTpAlMKIMHE, aHajore Hykieo3uaa (MypuH U NHPUMHUIMH),
TaKkcaHe, KaMNTOTELHHe, enunoaAopmIoTokcuHe, ankuiaupajyhe arence JIHK,
aHTaroHucre (onara, BUHKA ajKajouJe, MHXUOUTOpE PUOOHYKIECOTH] peayKTase,

WHXUOUTOpPE €CTPOT€Ha, HWHXHOUTOpPE TMPOrecTepOHa, HWHXHOUTOpPE aHIpOreHa,
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WHXHOHWTOpE apomarase, WHTep(depoHe, WHTEpIICYKHHE, MOHOKJIOHAIHA aHTHUTENa,
Takcos, kamnrocap, anpuamunuH (dox), 5-FU wu remmurtabun. Taksu
XEMOTEPANEyTHII MOTY C€ YHNOTPEOWTH Yy TpPaKCH NpOHAIAcKa Yy KOMOWHAIMjH ca
aHTUTENIMMa TMPOHAJACKa 3ajeIHUYKUM JIaBalkbeM AaHTHTENa U HEKOHYTOBAHOT

XEMOTECpAIICyTHKA.

"dapMmaneyTcKi NpPUXBATJbUB HOCAu WJIM EKCIMIHUjEHT"' OJHOCH Cce Ha
OHMOJIOIIKA WHEPTHO jEIUIEHE IO03HATO Yy MPAKCH W YIOTPEOJHEHO 3a J1aBame
aHTUTena mnpoHanacka. [IpuxBaTbMBM HOcCauu cy J00pO MO3HATH y MpakCu H
omucaHu, Ha npumep, y Remington's Pharmaceutical Sciences, Gennaro, izd., Mack
Publishing Co., 1990. IIpuxBaTjpuBU HOCAYH MOTY YKJBYYUTH OWOKOMITATHOWIIHE,
WHEpTHE WK OnoaricopbadmitHe coiu, myepcke areHce, OJIMTo- WU MOTHCAXapH/Ie,
MOJIMEpEe, BUCKOENACTHYHA jeIUI-Eha Kao LITO je XHMjallypOHCKAa KHCEIHHA, arcHCe

3a MoIIpaBJbab¢ BUCKO3HOCTH, ITPE3CPBATHUBH, U TOMC CIIMYHO.

"Cy0jekT" ce 0JHOCH Ha KHYMEHaKe, MOCEOHO YJIaHOBE CHCAPCKHUX BPCTa, U

YKJ'LyLIy_]e ajli HI/Ije OI'paHHUYCH Ha ,Z[OMahe JKUBOTHILC, JKHUBOTHILE 3a CIIOPT H

npumMare, ykjpydayjyhu jpyue.

AHTHTEJIA IPOHAJIACKA

AnTHTeENna mpoHanacka crenuduuHo ce Be3yjy 3a Cripto: OHaKO Kako ce
kopuctu oBae Cripto ykipyayje CR-1 Cripto nmporeun, CR-3 Cripto nporeuH, u
wuxoBe (parmMente. TakBU (parMeHTH MOry OWTH LIE€IU JIOMEHH, Kao ILITO CYy
Banhenujcku wuiaM yHyTaphenujcku jgomenu, EGF-cnmuunum pomenwu, cis-Ooratu
JIOMEHH, JOMEHM BE3UBama PELENnTopa, U TOME CIMYHO. TakBM (parMeHTH MOTy
Takohe yKJbYYUTH KOHTUHYHPaHE UM HEKOHTUHYUPAHE EMUTOIE Y OUII0 KOM JOMEHY
Cripto mporeunHa.

Cexsenna oz 188 amuno kucenuna 3a CR-1 je natra 'y SEQ ID NO: 1.

Ceksenna ox 188 amuno kucennna 3a CR-3 je nata y SEQ ID NO: 2.

EGF-nanuk nomen o0yxBara o1 OKO 75 aMMHO KHUCETHMHCKUX OCTaTaka JI0 OKO
112 amuHO kucenuHckux ocrataka 3penor Cripto mporenHa. Enutonu y EGF-nanuk

AOMCHY MOry cCaapiXaTu JIMHCApHA WJIM HCEJIWHCApHA HOZ[py‘IjEl oCraTaka aMHHO
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kucenuHa. [Ipumep pa3MOTpeHUX JIMHEAPHUX EMUTONA YKIbYUyje aji HUje OrpaHuYeH

Ha ocraTke 75-85, 80-90, 85-95, 90-100, 95-105, 100-110, nam 105-112.

Cis-0oratu nomen oOyxBata oa Oko 114 aMHHO KHMCENIMHCKMX OCTaTaka J0
oko 150 ammHO KHMcenmuHCKHX octaraka 3penor Cripto mporewna. Enuronu y cis-
OoratoM IOMEHY MOTY CaJpKaTH JIMHEapHa WM HE JIMHeapHa IojpydYja ocTaraka
amuHO KucenuHa. OOyxBaheHH TpUMEpH JIMHEAPHUX ENHUTONA YKJbY4Yjy ald HUCY

orpanuyeHu Ha ocratke 114-125, 120-130, 125-135, 130-140, 135-145 wnu 140-150.

Onna kajga cy aHTWTeNa TeHepHcaHa, Be3uBame aHtuTena 3a Cripto
MOXE C€ TeCTUpaTH KOpUIIhemeM CTaHIApAHUX TEXHHMKA MO3HATUX Y IMPAKCH, Kao
mro je ELISA, nok mpucyctBo Cripto Ha moBpIIMHU henmja Moke OMTH TECTUPAHO
kopuctehu npotouny rutomerpujy (FACS), kao mro je mpukazaHo y mnpumepy 2.
buno xoje npyre TeXHUKE Meperma TaKBOI BE3MBaKka MOTY C€ YIOTPEOUTH

QITEPHATUBHO.

[Ipenmernn mnpoHaiazak o00e30ehyje aHTUTena (HOpP., MOHOKIOHAIHA W
MONMKJIOHAIHA ~ aHTUTENa, jEeJHOJaHYaHa  aHTHUTEeNa, XHWMEpHa  aHTHTeEIa,
OoudynkronanHa/oucnenupuyHa aHTUTENa, XyMaHM30BaHA AaHTUTENA, XyMaHa
aHTWUTeNa, W KoMIuleMeHTapHH aerepMmuHuinyhu peruon (CDR)-rpadroBana
aHTHUTeNa, YKbyuyjyhu jenumema koja ykibydyjy CDR cekBeHle koja cniennuuyHo
NIPENno3Hajy TMOJIMIENTH] MpoHanacka) coenuduuHa 3a Cripto HIM  HErose
¢parmente. dparmenTu antutena, ykipyuyjyhu Fab, Fab', F(ab')2, u Fv, cy Takohe
obe3behena mnponamackom. Tepmuuu "cneumpuyau" u "celeKTHBHHM" Kala ce
KOpHCTE Jla ONUIILY BE3MBAaHk-E€ aHTUTENIa IPOHAIAacKa, Ha3HayaBajy Ja BapujaOUIHU
pPEerMoHHM aHTHUTENAa TpoHajacka mperno3Hajy u Bedyjy Cripto monunentuae. buhe
cxpaheHo na crenuduyHa aHTUTENa MPOHANAacKa MOrY Takohe MHTepearoBaTH ca
JPYTUM IIPpOTEMHUMA (Ha IpuUMep, NIpoTenH A S. aureus wiu Apyra anturena y ELISA
TEXHWKaMa) ITyTeM WHTEPaKIHja ca CEeKBEHI]aMa W3BaH BapHjaOMIHOT perrHoHa
aHTHTENa W, TOCEOHO, Y KOHCTAaHTHOM PErHOHYy MOJIeKyna. Y TMpakch cy J00po
MO3HATU TECTOBU 3a Mperjelame Ja ce OJpeH CHeuu(UYHO BE3UBAE AHTUTENA
npoHasacka (Tj. aHTUTeNa Koja ce CHEelU(pHUYHO Be3yjy 3a MHUTON JIOMEHA BE3UBabha

JIUTaH]I/peliennTop U JOMEH KOoju 00yxBaTa aMUHOKHCEIMHCKE ocTaTtke 46-62) no6po
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Cy MO3HAaTH M PYTHHCKH TNPHMEHHBAHM Yy IMpPaKcH. 3a CBEOOYXBaTHY AMCKYCH]Y
oBakBux orieaa Buau Harlow i sar. (Izd.), Antitela, Laboratorijski praktikum; Cold
Spring Harbor Laboratory; Cold Spring Harbor, NY (1988), Ilornassse 6. AnTHTena
KOja Iperno3Hajy u Besyjy ¢parmenrte Cripto nmporenHa Takohe cy oOyxBahena, moj
yciaoBOM Jna cy adrtutena crenuduuna 3a Cripto nomunentuzne. AHTHTENA
IpOHalacka MOTY C€ MpoAyKOBaTH KopumhemeMm OWIo KOr TOCTyNKa KOju ce

PYTHUHCKHM KOPUCTH Y NIPAKCH.

Crneun¢uyHOCT aHTHTENA je ONKcaHa ca BUILe feTasba Hike. Melhytum, mopa
ce uctahu J1a aHTUTENA KOja Ce MOTY T€HEpHUCATH W3 JPYrHX HOJHIENTHAA KOjU CY
MPETXO/IHO OINHCAaHW y JIMTEpaTypH M KoOja Cy crmocoOHa Ja CIy4ajHO pearyjy
yHakpcHO ca Cripto (Hmp., 3axBajbyjyhul CllydajHOM IOCTOjamy CIMYHOT ETHTOMNA Y
o0a monMIenTHIa) CMaTpajy ce '"yHaKpCHO-peaKTHBHUM' aHTUTennMa. TakBa
yHaKpcHopearyjyha anTuTelna HHUCY aHTHTeNna Koja cy "cmemuduuna" 3a Cripto.
OnpehuBame na mu ce anTuTeno crenuduyHo Besdyje 3a emmron Cripto pagm ce
kopuctehu OMII0 KOjU 01 HEKOJIMKO TeCTOBa, kKao mrto je Western blotting Tect, koju
je mobpo mo3Hat y mpakcu. Jla Ou ce maeHtudukoBaie hemmje Koje eKCIpUMUPaAjy
Cripto m ma Ou ce Takohe perynucana aKTUBHOCT BE3WBamba JIMTAHM/PELEnTop,
moceOHO Cy KOpPHCHA aHTUTENa Koja ce CHelU(pUYHO Be3yjy 3a BaHNEIUjCKU EMUTOI

Cripto mporeuna (Tj., 1eiose Cripto npoTernHa KOju ce Haja3e u3BaH henuje).

VY jenHom 006sMKy TIpoHanazak o0e36elyje npemnapat 6e3 henuja koju caapxu
MOJIMKJIOHAJIHA aHTHUTENa, NMPU YEMYy j€ HajMame JeJHO OJ aHTUTENa, AHTUTENO
npoHanacka crenuduuHo 3a Cripto. AHTHCEpYM H30JI0BaH U3 JKUBOTHHE je€
MPUMEpPHU TperapaT, Kao IITO je Mpemnapar Koju caapku (ppakuujy aHTUTeNa aHTH-
cepyMa Koja je pecyCleHIOBaHA Y BOAHM WJIM y JPYTOM pacTBapady, eKCIUITHjEHTY
WM HOCady.

Y napyrom o00nuKy, mpoHanazak o0e30ehyje MOHOKIOHaJIHA aHTUTENA.
MoOHOKJIOHaTHA aHTUTENAa Cy BHCOKO CrHenu(UYHa, MOIITO Cy yCMEpeHa MpPOTHB
MOjeIMHAaYHOT aHTUTeHOT MecTa. /laske, HaCynmpoOT MOJIMKJIOHATHHUM Iperapaiyjama
KOj€ OOMYHO YKJbYUY]y pa3iuduTa aHTUTEIA YCMEPEHA MPOTUB PA3IMUUTHX EMUTONA,
CBaKO MOHOKJIOHAJTHO aHTUTENIO j€ YCMEpPEHO MPOTHUB MOjeMHAYHOT JCTEPMUHAHTA
Ha aHTUTeHy. MOHOKJIOHAJIHA aHTUTENa Cy KOpUCHA Jia 000JbIIAjy CEEeKTUBHOCT U

CHCL[I/I(bI/I‘-IHOCT noCTyIakKa ,Z[I/IjaFHOCTH‘{KI/IX N aHAJIMTUYKUX Orjcaa KOpI/ICTChI/I
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BE3MBaE aHTUTCH-AaHTUTEINO. Jlpyra MpeIHOCT MOHOKJIOHATHUX aHTUTENA j& Y TOME
MTO CE€ CHHTETH3Yjy Yy XHOpHIOMa KyiTypama, HEKOHTAMHUHUpPaHa APYrHM
UMYyHOTJIOOyTMHUMA. XHOPHIOMHU KOjU TPOAYKYyjy TakBa aHTHTENa Takohe cy

oO0yxBaheHM Kao acreKkTu MpoHaIacKa.

VY jomr jemHOM CpPOJHOM OOJIMKY, MpOHANa3ak 00e30ehyje aHTU-UAMOTHIICKO
aHTUTENIO CIeU(PHUYHO 3a aHTUTENOo Koje je cmeunpuuno 3a Cripto. 3a netasbHUjy

JUCKYCH]Y O aHTHU-UIUOTUIICKUM aHTUTENMMa, Buay, Hip., U.S. [Tarenre 6,063,379 u

5,780,029.

JloOpo je mo3HATO Ja aHTHTENA Caap)Ke PEJIaTHBHO Mayie JIOMCHE BE3WBarbha
AQHTUTCHA KOJU MOTY OMTH M30JIOBAaHH XEMHJCKU WJIM PEKOMOMHAHTHUM TEXHHUKaMa.
TakBu nmomenu cy camm no cebu kopucHu Cripto Be3yjyhu Mosiekynu, u Takohe ce
MOT'Y TIOHOBO YBECTH y XyMaHa aHTUTEJa, WK (PY3MOHUCATH 32 XEMOTEPANCYTHK HITH
nonunenTtua. Tako, y join jeqHoM oOIMKY, TpoHana3ak 00e30elyje momunenTua koju
canpxku (parment Cripto-cnienuduyHor aHTuTena, rae ce (parMeHT W Be3aHU
MOJIEKYJ, aKko Ta uma, Be3yjy 3a Cripto. [lyrem HeorpanmuaBajyher mnpumepa,
nmpoHanazak o0e30ehyje mommmentuae Koju cy jemHonandana antutena m CDR-
rpadroBaHa aHTHTeNa. 3a neTasbHUjy auckycujy o CDR-rpadroBanum anturenuma,

BuH, Hip., U.S. [Tarent 5,859,205.

VY jenHom oONHMKY TpoHaANacKa MpoHAIa3aK Jaje aHTUTeNa oJabpaHa U3 rpyme
koja ce cactoju on A10B2.18 (ATCC PRISTUPNI BR. PTA-3311) u B3F6.17
(ATCC PRISTUPNI BR. PTA-3319).

VY jom jemHOM OONHMKY MpoOHAlTacKa Jara jeé aMUHOKHCEIIMHCKA CEKBEHIIA
anTutena B3F6.17, nemonosanor kao ATCC PRISTUPNI BR. PTA-3319. Antureno
B3F6.17 obyxBara BapujabuwiHu npeo nakor jaHna gar y SEQ ID NO 3, u
BapujabmiHu aeo temkor jaHma gat y SEQ ID NO 4. BapujaOunHu jaku JaHaif
B3F6.17 o0yxara Tpu CDR pernona CDR1, CDR2 u CDR3. CDR1 nakor nanua je
ca SEQ ID NO 5, CDR2 je ca SEQ ID NO 6 u CDR3 je ca SEQ ID NO 7.
Bapujabuinu Temku nanan B3F6.17 ob6yxsara Tpu CDR peruona, CDR1, CDR2 u
CDR3. CDRI remkor nanma je ca SEQ ID NO 8, CDR2 ca SEQ ID NO 9 u CDR3 je
naty SEQ ID NO 10.
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Y npyrom oOJHMKy, He-XyMaHa aHTHTella MOTy OMTH XyMaHH30BaHa OUJIO
KOJUM O]l TIOCTyIaKa MO3HATHUX y MpaKkcu. XyMaHHW30BaHa aHTUTENIa KOPHCHA Cy 3a
TepaneyTcke mpumMeHe in vivo. Cem Tora Mory OMTH CUHTETH30BaHa pEKOMOMHAHTHA
"XymaHu30BaHa" aHTHTENa. XyMaHW30BaHA aHTUTEJIa Cy aHTHTENa Koja Cy
WHUILIMjAJIHO W3BEJIEHAa O]l cHucapa, CeM 4YOBeKa, y KojuMma je ymnorpeOsbeHa
TexHonoruja pexkomOuHantHe JIHK na ce cyncruryumry Heke WJIM CBE aMHUHO
KHCEeJIMHE KOje HHUCY TOTpeOHEe 3a BE3WBAKE aHTHICHA Ca aMHUHO KUCEeMHaMa M3
oJiroBapajyhux pervoHa XyMaHoOr JIaKOT' HJIM TEIIKOT JIaHIla UMyHorio0ynuHa. [Ipema
TOME OHHU CYy XMMepe Koje caJapke YrJIaBHOM XyMaHe UMYHOITIOOYJIMHCKE CEKBEHIIE Y
KOje Cy perMOHM OATOBOPHU 3a CIeNH(PHYHO BE3WBAKE AHTUTCHA yOadeHU (BUIH,
Hop., PCT marentny mpujay WO 94/04679). XKXuBotume cy HMMyHH30BaHE ca
KEJLEHUM aHTUTCHOM, OJAroBapajyha aHTUTeNa cy H30JI0BaHA U JIEO CEKBEHIU
BapHjaOUITHOT PETMOHA OATOBOPaH 3a CHEHH(PUYHO BE3WBAILE AaHTHTCHA j€ YKJIOHCH.
3atuM Ccy perMoHM Crnenu(UYHU 32 BE3UBAbE AHTUICHA W3BEACHU O] KHUBOTHHHA
KJIOHHPaHU Ha oJroBapajyhe mo3umuje reHa XyMaHOT aHTHUTENA Y KOJUMa Cy PEerHOHH
Be3MBamha AHTUIeHA Ouiu JenenupaHd. XyMaHHW30BaHA AaHTHUTENA MUHUMU3Y]Y
ynotpedy xerepoiorux (Mehy-Bpcrama) CEKBEHLIM Yy aHTHTENIMMa 3a ymorpedy y
XyMaHoO]j Tepanuju, 1 Mambe j€ BEpoBaTHO Ja he n3za3BaTu HEKeJbeHE UMYHE OJITOBOPE.
[TpumaTH30BaHa aHTHUTENIA MOTY Ce MPOJIYKOBAaTH HA CIWYaH HA4YMH KopucTehu reHe
aHTUTeNa mpumarta (HIp., pe3yc, 6a0yH u mumian3a). Jlabe mpoMeHe MOTy C€ 3aTUM
YBECTH Y OKBUPHE PETHOHE aHTHUTENA Ja ce peryiuile apuHUTET UM UMYHOTE€HOCT.

Bunu, anp., U.S. natente 6p. 5,585,089, 5,693,761, 5,693,762 u 6,180,370.

Jlpyru oOJMK MpoHajacka ykibydyje ynorpeOy XyMaHHMX aHTUTeNa, Koja ce
MOTY NPOJIYKOBaTH y KMBOTHE-aMa CEM YOBEKAa, Kao IITO CYy TPAHCTEHE KUBOTHH-E
KOjeé HOCE jelaH WM BUIIE XYMaHUX HMYHO-TJIOOYJIMHCKMX TpaHCreHa. Takse
’KUBOTHIHE MOTY C€ YITOTPEOUTH Kao M3BOP CIUICHOINTA 3a IIPOAYKOBAmhEe XHOPUIOMA,
Kao 1To je onucaHo y nareHty Cjeaumenux Jpxkasa 5,569,852, WO 00076310, WO
00058499 1 WO 00037504.

Perynaumja curnasna

VY npyrom oOnMKy, aHTHTENa IpoHajacka Be3yjy ce 3a Cripto, U peryauiry

Cripto curnamupame unu Cripto-npoTenH uHTepakuuje. [IpekoMepHa exkcmpecuja
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Cripto aKTHUBHOCTH MOXE JIOBECTH JI0 CTama Jc-Au(epeHIujaiuje mpoMOoBHITyhH
KapaKTEepPUCTHKE Me3eHXMMalHuxX henuja, moehany mponudepanujy, u hemujcky
murpanujy (Salomon i sar., BioEssavs 21: 61-70. 1999: Ciardiello i sar., Oncogene 9:
291-298, 1994; i Baldassarre i sar., Int. J. Cancer 66:538-543, 1996), ¢eHorumnose
acorupane ca TpaHchopmalijoM Koja ce jaBjba KoJl HeoIuIa3uje.

Jeman moctymnak 3a TecTHpame aKTUBHOCTH aHTH-Cripto aHTHTENa U HUXOBE
crocoOHocTH na perymumy Cripto curHanusupame je nmomohy F9-Cripto knock-out
(KO) henujcke munuje (Minchiotti i sar., Mech. Dev. 90: 133-142, 2000). Cripto
crumynuiie dpochopunannjy smad2 u Tpanckpunuuonu paxrop FAST xon emOpuona
Xenopus-a, ¥ aKTUBHOCT TpaHcKpunuuoHor ¢akropa FAST moxe Outn mpahena
MepemeM aKTUBHOCTH Jyludepase u3 penoprep rena peryiaaropuor FAST enemenTa
nyuudepase (Saijoh i1 sar., Mol. Cell 5:35-47, 2000). F9-Cripto KO henuje cy
nenerupane 3a Cripto red ma cy, npema tome, Hynre 3a Cripto u Cripto-3aBHCHO
curHammsupame (Minchiotti 1 sar., Mech. Dev. 90: 133-142, 2000). Cripto
curHanmusupame Moxe ce nporenutu y F9 Cripto KO hennjama tpanchexkroBameM y
Cripto, FAST, u rencku KoHCTpYKT perynatopHor FAST enementa nymudepase.
Hehe 6utn Bulena aktuBHocT Cripto 3aBucue FAST nymudepase y oBum henujckum
JMHHjaMa CcBe CBe JOK ce y mux He Tpanchekrtyjy Cripto n/IHK, m FAST u/IHK.
AnTuTena cmnocobHa naa Onokupajy Cripto-3aBucHo Nodal curHanusupame cy

aHTHTeNa Koja 6s1okupajy pyHkuujy Cripto CUTHAIU3Upaba.

JIpyr TECTOBHM KOjU Cy y cTamy Ja Mepe akTuBHOCT Cripto Mory OUTH
yIoTpeOJbEeHHU O] CTpaHe OHMX KOjU MMajy UCKYCTBO Y IIPAKCH, Kao IITO je TECT pacTa
Ha MekoMm arapy (Bunu [Ipumep 4 none). CnocoOHocT henuja ga pacty Ha MEKOM
arapy je BezaHa ca TpaHchopmaiujom henvja U TeCT je KiIacuyaH in vitro TecT 3a
Mepewme HHXuOuIMje pacra hemuja tymopa. Jlpyru TecTOBH KOjU Cy KOPUCHHU Y
oapehuBamy MHXMOMIIMjE€ AKTUBHOCTH YKJbY4Yjy in Vitro TeCTOBE Ha IUIACTHLU H

TOME CJIMYHO.

Tepaneyrcke ynorpeoe

AHTHTENa TTpoHallacKa Takol)e Cy KOpUCHA 3a TepalreyTcKe HaMeHe, Kao IITO
Cy perynainyja pacta hemmja Tymopa, IHjarHOCTHYKE HAMEHE Jla Ce JCTEKTYyje I

kBaHTU(UKYje kKonnunHa Cripto u npeunmrhasame Cripto.
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VY jemnom oOnuKy mpoHanacka, 00e30eheHa cy aHTuTesa Koja Cy y CTamy Jaa
ce crneuuduyHo Be3yjy 3a Cripto W Koja perynumy pacT henwja Tymopa KoJ
nanujeHTa. Y jemHom oOnuky henmje Tymopa cy TecTmKynapHe, hemmje ojke,
nebemnor 1mpesa, miuyha, oBapujyma, Oeminke, yperpe, ILEpBHUKca, IaHKpeaca, H

TyMopcke henuje xemyna.

Y apyrom o0nuky, o0e30ehena cy aHTHUTena Koja Cy y CTamy Jla C€ BEXKY
nmocebHo 3a Cripto m Koja perynumy pact henwja Tymopa Koje HPEKOMEpPHO
excripumupajy Cripto. ¥ jemnom oOnuky, hemuje Tymopa cy henwjcke auHHje Koje
npekomepHo ekcripumupajy Cripto, kao mTo cy henujcke TMHUje U3BeIeHE U3 TyMOpa
J0jKe, TKHBa TeCTHCa, naedernor IpeBa, Iuryha, oBapujyma. Oemuke, yTrepyca,

LEPBHKCA, ITaHKpCaca U KeIyla.

AnTH-Cripto aHTHTENIa MOTY C€ CKPHHOBAaTH Ha AaKTHBHOCT MH BHBO Kao
MOTEHIMjaJTHU aHTUKAHIIEPCKU areHcH ciiefehu cranaapaHe MpoTOKoJIe KOje KOpUCTe
OHU Ca MCKYCTBOM Y MpAaKCH, Kao WITO je To uiaycTpoBaHo y [Ipumepy 4 Huxe.
[Ipumepu TakBUX HPOTOKOJA Cy MCTAaKHYTU OJ cTpaHe HaluoHaiaHOr MHCTUTYTa 3a
kanuep (NCI) y muxoBum "in vivo Mojenu cKpuHHHTa KaHiepa'" nporokonuma, NIH

nyonukamuja 6poj 84-2635 (bebpyap 1984).

VY npyrom oOJHMKY TpOHAanacka, aHTHTENIa MpPOHANAacKa Cce KOpUCTe Ja ce

TpeTHpa NalKjeHT KOju UMa KaHIIepOTeHU TYMOpP.

AHTHUTENa IpeIMETHOT MpOHaJlacka MOTy ce KOMOMHOBATH ca (papMaleyTCKu
MPUXBAT/bUBUM EKCUUIUJEHTOM M JaBaTh Yy Tepaneyrcku eQeKTHUBHO] 03U
NalujeHTy. 3a AMCKYCHjy HOCTyNaka MHXHOMIMje pacTa Tymopa, Buau, Hmp., U.S.
naTeHT 6.165,464.

Takohe cy oOyxBaheHu moCTynuu TpeTHpama cy0OjekTa KOju HaTh Of
nopemehaja Be3aHor ca a0HOpPMaTHMM HUBOMMA (Tj., TIOBHUIICHUM WJIHU
ocupomamieHnuM) Cripto mpu 4emy MHOCTYyMaK CaApKH JlaBame Cy0jeKTy e(peKTUBHE

KOJIMUYMHE aHTHUTeNa Koja ce cienuduaHo Be3yjy 3a enutorn Cripto.

Takohe cy oOyxBaheHM moCTyniu TpeTHpama CyOjeKTa KOju TaTH O]
nmopemehaja Be3aHor ca a0HOPMAJIHMM HHUBOUMA (HIIP., TMOBUIICHUM WJIH
ocupomamieHuM) Cripto mpu 4emy TMOCTYIAK CaApKH JaBame Cy0jeKTy e(heKTHBHE

KOJIMYMHE aHTHUTENa Koja crneruduyHo Gopmupa komruieke ca Cripto u ycmepena je
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Ha EeMHUTOIe Ha KOJU Cy yCMEpeHa aHTuTesla ogadpaHa W3 Tpyle Koja Ce CacTOju O]
A10B2.18 (ATCC PRISTUPNI BR. PTA-3311) u B3F6.17 (ATCC PRISTUPNI BR.
PTA-3319).

Hujarno3a mnyrem paetekumje Cripto je omoryheHa mnyTeMm CTaHAApIHUX
TECTOBa Be3WBama KopucTehu HOBa aHTHTENa MpoHanacka, omoryhyjyhu onmma ca
HCKYCTBOM Yy TpAKCH Ja AETeKTyjy mnpucyctBo Cripto crnenupuyHo y MHOIITBY

y30paka, KyJlITypa U TOM€ CIIMYHO.

KutoBu koju caapike aHTHUTENO MpOHAJIacKka 3a OWIIO KOjy O] HaMeHa Koja je
oBJie onucaHa Takohe cy oOyxBahenu. ['eHepanHO, KUT MpoHANIacKa Takohe yKIbydyje
KOHTPOJIHM AHTUIeH 3a KOJU j€ aHTUTe]I0 MMyHocneuupuyHo. OOIULM YKIbYUY]Y

KHUTOBE KOJU CaJjpXKe CBE peareHce U yIyTcTBa 3a BHUXOBY yIOTpeOy.

JlonaTHe KapaKTEepHCTHKE NpoHANacka Owhe OYWTIieIHe W3 HIyCTPATHBHHX

puMepa KOju Ciese.

IIpumepn

IIpumep 1: Excnpecuja n npeunmhaBame Cripto

Excnpecuonn mnasmun o3HadeH pSGS480 KOHCTpyHCaH je CyOKIOHUpPameM
n/IHK koja koaupa ocratke amuHo kucenumHa xymanor Cripto 1 go 169 ox Cripto
[amunO kucenune 1-169 SEQ ID NO: 1], dy3uonucan 3a xymanu IgG1 Fc nomen (1j.,
"CR(del C)-Fc") y Bextop pEAG1100. 3a nerassHuju onuc oBor BekTopa, Buau U.S.
NaTeHTHY npujaBy cepujcku Op. 60/233,148, nognery 18 CenrembOpa 2000. Bektop
pEAGI1100 je nepuBat GIBCO-BRL Life Technologies mmasmupa pCMV-Sport-
betagal, unja je ynorpedba y CHO nmpuBpemMeHuM TpaHcdekiujama Ousa onucaHa of
ctpane Schifferli 1 sar., 1999, Focus 21: 16. HampaBmen je yximamamem Notl
¢parmeHTa pernoprep reHa Oeraranakrozuaase u3 ruazmuga pCMV-Sport-Betagal
(xatanomku Opoj 10586-014) na cnenehu HauwH: mnasmun je aurectupad ca Notl u
EcoRV, rimaBau ¢parment oz 4.38 kb Notl BekTopa je nmpeuniheH u3 reixa v moBe3aH.
Jlurupana IHK je tpancpopmucana y komnerentnu E.coli DHS5alpha. pEAG1100 je

M30JIOBAH Kao IIIIa3sMHu[ KOjI/I je CaZipiKao KCEJbCHU pCKOM6I/IHaHT U3 H30JIOBAHC
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nojenquHayde kojoHuje. CexBenma pEAGI100 koja je oOyxBaraga MpoMOTOp,

MOJIUJIMHKED, U TPAHCKPUIIIMOHN TEPMUHAIMOHH CUTHA je MOTBpheHa.

[Mnazmun pSGS480 je mponaszno TpanchekroBan y CHO henuje u henuje cy
rajere He 28°C tokoMm 7 mana. [IpucyctBo CR(del C)-Fc nporenna y opum henujama
YU Y KOHIUIIMOHUPAHOM MeaMjyMy je ucrnutaHo nmomohy Western blot ananmuze. 3a
Western blot ananmu3y, KoOHAWIIMOHMpaHH Meaujym7 u  hemmje ox  Cripto
TpancekroBanux henmja cy mnoasprayre SDS-PAGE na renoBuma ca 4-20%
rpajiieHTa TOJ  PEeIyKOBaHUM  YCIOBHMA, IIPEHETE eNEeKTPO(OpPEeTCKH Ha
Hutpouenynody u Cripto ¢y3uMoHM TpPOTEHH je JETeKTOBaH ca 3€4juM
NOJMKIOHAIHUM aHTHCepyMoM noOujeHuM mpotuB Cripto 17-mepHOr mnenruaa
(cagpxwu ocratke 97-113 ox SEQ ID NO: 1)- xemonujanun myxa npuienka (keyhole
limpet) komyrara. Hakon uentpudyrupama ga ce ykioHe hemuje, Western blot
aHamu3a mnokazana je nga je CR(del C)-Fc mnporemH epexkTuBHO U3Iy4YeH Yy
KOHJIUIMOHUpPaHU MenujyM (cymepHartant). CynepHaTaHT je HaHeT Ha [Iporemn A-
Sepaharose (Pharmacia), u Be3anu npoteuH je exyupas ca 25 mM Hatpujym docdara
pH 2.8, 100 mM NaCl. Enyupanu nporeuH je Heyrpamucan ca 0.5 M Harpujym
¢ocdara Ha pH 8.6, n aHanM3MpaH HA YKYIIHU CaJpikaj MPOTEHHA Ha OCHOBY Meperha
arnicop6anue Ha 240-340 nm, u y ogHocy Ha yucrohy nomohy SDS-PAGE. Enyupauu

MpoTeuH je guiurpupad kpo3 0.2 MUKpoHCKH uitep, 1 uyBaH Ha -70°C.

IIpumep 2: I'enepucame U CKPUHUHT AaHTUTEJIA

Ucnpann CR(del C)-Fc mporeuH je uMmeKTHpaH y MHUIIEBE M CTaHAApIHE
XHOpUI0Ma TEXHHUKE, II03HATEe OHMMA Ca UCKYCTBOM Y NPAKCH, Cy YHOTpeOJbeHe Ja ce

rCHCpUILY MOHOKJIOHAJIHA aHTUTEJIA.

A. I'eHepucame aHTUTeIA

[ToceOHo, xenke Robertsonovih mmmesa (Jackson Labs) cy mmyHusoBane
UHTpanepuToHeanHo ca 25 ug mnpeuumhenor xymaHor CR del C-Fc
eMYI3U(PHUKOBAHOT ca KOMIUIETHUM ¢peyennoBuM ahjyBancom (GibcoBRL #15721-

012). One cy umynuzoBaHne (0ycrep) Ba myta UHTpanepuToneanHo ca 25 pg CR del
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C-Fc emyms3udukoBaHor ca HekoMIuieTHUM (peyHaoBuM anjyBancoMm (GibcoBRL
#15721-012) u jeqnom Ha Ilporenn A mepauniama. CepyMm je CKpUHOBaH U 3 HeJesbe
HAKOH Mocienme Oycrep MMyHHM3alMje MHII ca HAjOOJBUM TUTPOM j€ MMYHU30BaH
unTpaneputoneanno ca 50 ug pacrBopseuBor CR del C-Fc tpu nana mpe dyswuje.
Mum je umynn3oBan uHTpaBeHcku ca 50 ug CR del C-Fc jeman nman mpe dysuje.
henuje cnesune muma cy ¢py3nonucane ca FL653 muenoma henmujama y ogHocy jeaHa
henuja cnesmne: 6 mmenoma u 3acejane 100,000, 33,000 u 11,000 hemuja 1o
Oynapunhy y miuoye ca 96 OynHapumha 3a KynTypy TKHBa y CEJICKTHMBHH MEIH]jYM.
bynapunhu nosutuBHu Ha pact cy ckpuHoBanu ca FACS u ELISA jenny Henmesby

kacHuje. O6aBsbeHe cy nBe Qy3uje.

b. CxkpunuHr anTuresia

CynepHaTaHTH KOjU Cy HACTaJM U3 MpBe U Apyre Qpy3uje cy CKpUHOBAHH IPBO
Ha ELISA muouama panm npenosnaBama Cripto del C w/umm Cripto EGF-cnuanor
nomeHna mporenHa. Kontpomnu ¢y3uonn mnporemn (LT-beta pemenrop-Fc) je
Ha”emeH Ha ELISA moue na Ou ce onxdaunia MOHOKJIOHAJIHA aHTUTENAa Koja Cy
npeno3Hana xymanu Fc enuron. ELISA je o06aBibeHa Kao IITO jeé OMMCAHO HUXKE Y
cekuju L. ¥V npBoj Qy3uju, mpuMapHu cynepHaTaHTH Cy Takoh)e CKpHUHOBaHU Y
OJIHOCY Ha MHUXOBY CHOCOOHOCT jna mperno3Hajy Cripto mpoTemH Ha hennjckoj
NOBpIIMHYU TecTukynapHe Tymop henujcke nunuje, NCCIT nomohy FACS. V ciyuajy
apyre ¢ysuje, cnocoOHOCT cynepHaTaHTa Aa npernosHajy Cripto Ha JBe TyMOpCKe
henujke nunuje, NCCIT u henujckoj nuHuju kanuepa nojke, DU4475 nomohy FAC-a
je anammsupana. CeKyHIapHU CKPHHOBU YKJBYYHIIM Cy TECTUPAmE CIOCOOHOCTH
CylnepHaTaHaTa MOHOKJIOHAJTHOI aHTUTeNna Ja mnpenosHajy Cripto Ha MOBPIIMHU
henuje Ha maHeny TyMopckux henmjckux nuHUja (3a pesynrate Buau tabene 1 u 2),
CIIOCOOHOCT ~ MOHOKJIOHAJTHOT  aHTUTena jga  mnperno3Ha  xymanu  Cripto
MMYHOXHCTOXEMH]JCKH Ha HMCEUIMMa TKHMBAa XyMaHE JOjJK€ U TyMopa AeOesor Ipesa,
CIOCOOHOCT ~ MOHOKJIOHAJHOT  aHTHTena Jjga Omokupa  Cripto-Nodal — Ttect
CUTHAJIM3Mpama, CHOCOOHOCT 1a OJIOKMpa pacT TymMopcke henujcke JMHHMjE HA
MJACTUIIM WM TECTOBMMAa Yy MEKOM arapy, U CIIOCOOHOCT Ja HHTEPHAIU3Y]y

noBpuuHcku Cripto.
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II. ELISA

ELISA TecToBu U3BEACHHU Cy Ha cienehy HaYWH:

Marepwujanu:

[Tnoue: Costar Bucoko-Be3yjyhe nako-ucnupajyhe 96W mioue

(07-200-642)
2" antuteno: Pierce Gt anti-Ms IgG (H+L)- HRP (P131430)
Cymncrpart: Pierce TMB Supstrat Kit (34021)
Cron pactBop: 1N H2S04

[Tydepu:

[Tydep 3a BesuBame: 0.1 M NaHPO, pH 9.0
[Tydep 3a 6nokupame: PBS + 10% nonopcku tenehu cepym
[Tydep 3a ucnupame: PBS + 0.1% tween-20

Anturenu CR-del-C-Fc u CR-EGF-fc, koutponuu hu IgGl dy3uonu nporenn
pasbnaxkeHu cy y mydepy 3a Besubame 10 500 ng/ml. lonaro je 100 pl mo 6ynapuuhy
n naKyoupano TokoM 1 h ma 37°C wnm npeko nHohu Ha 4°C. TeyHoCT je oanuBeHa U
mio4ya je oOpHyTa W OJOTOBaHA JOK ce HHje ocymmia. 3aTuMm je momaHo 250 ul
nydepa 3a Ojokupame no OyHapuuhy, a HAKOH Tora MHKyOHpaHo TokoM 30 min Ha
37°C. TeyHOCT je MOHOBO OAJMBEHA U IJI04Ya OOpHYTa M OJIOTOBaHa CBE JIOK Ce HHje
ocyumiia. CynepHaTanTtu cy pasonaxenu 1:50 y nydepy 3a ucnupame, 1 3acejaHu y
50 pl/mo Oynapumhy, HakoH dYera je ycneawna WHKyOaiuja ox 1 wyaca Ha COOHO]
temmneparypu. [lmode cy ucnpane cHaxuo 3X ca 250 pl mydepa 3a ucnupame 1o
Oynapuuhy. 3atum je nomato 100 pl/mo Oynapumhy 2' aHTHTena pazbiaxeHor y
nydepy 3a ucnupamwe y ogHocy 1:10,000, HakoH yera je ycueauna uHky6amnuja og 30
min Ha coOHOj Temneparypu. [lnode cy 3atum cHaxHo uctpane 3X ca 250 ul nmydepa
3a ucnupamwe no OyHapuuhy, 3atuMm je gomato 100 pl cymerpara mo OyHapuuhy.
OcraBibeHO je na ce 0oja pa3Buje CBE JOK HMje Omia JIOBOJFHO TaMHa, 3aTHM je
noxaro 100 pl pactBopa 3a 3aycraBibame MO OyHapuuhy W IJo4Ye Cy OYMTaHE Yy

OJIHOCY Ha arcoprijy Ha 450 nm.

. IIporouyna nuromerpuja
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Cripto mo3uTuBHE henujcke JTWHU]JE MOTY CE€ YIMOTpPEOUTH Ja ce€ TecTupajy
MOHOKJIOHQJIHA aHTHTeJa Ha Be3uBame Cripto kopuctehu 60jeme noppiHe henuje u

MPOTOYHY LIUTOMETPHU]Y Ha ciieaehy HauuH:

Ocno6oau henmje u3 TI162 dnackosa ca 2 ml PBS ca 5 mM EDTA, 10 min.,
37° C. ¥amu 20 ml ca MeaujymMoM KOjU CaJlpKH CEpyM, HCIHIIETUPA] TOPE J0Je
HEKOJIMKO ITyTa J1a ce pa3aBoje rommie henuja. Lenarpudyrupaj va 1200 rpm Tokom 5
min. Mcnepu hemuje ca 5-10 ml 4°C PBS ca 0.1% BSA (nydep 3a ucnupame).
Hentpudyrupaj zHa 1200 rpm TokoMm 5 min. Pecycnenayj Ha 4x106-107/ml y nydepy

3a ucnupame. pxu Ha neny.

[Tpunpemu anTuTena 3a 6ojeme. [Ipeunmihena antuTena cy pasonaxena a0 1-
10 pg/ml y nydepy 3a ucnupame. [omaj 50 pl hemmja y Linbro mmouy ox 96
Ooynapuuha ca V gaom (ICN 7632105). Crau y o jenan Oynapuuh henuje 3a cBaky
KOHTPOJIY 3a cBaky henmjcky JIMHHM]Yy Koja Tpeba Jga ce aHanmusupa, YKJbydyjyhu
henuje 3a anTUTENno, 2° aHTUTENO camMo, XHOpHAOMA MEIWjyM, CyIepHaTaHT
MO3UTUBHOT KOHTPOJIHOT aHTHUTENA, aKo j€ JOCTYIaH, WX MpednuItheH U KOHTPOITy

IgG cyOkitace (ako ce kopucTe mpedyninheHa aHTUTENa).

3acej no jenan OyHapumh henuja 3a cBakM €KCIIEPUMEHTAIHH y30PaK 3a CBaKy
henujcky nuHMjy Koja Tpeba na ce aHanusupa. Llentpudyrupaj miouy Ha 1200 rpm
TOKOM 5 min, kopuctehu crony nentpudyry Ha 4° C. Harno oacnu nydep odopramem
IJI04€ ¥ MPOTPECAmHEM CBE JIOK C€ TEYHOCT TOTOBO MOTIYHO He oyuje. Joaaj 40-50
pl antunena (wnu nydepa 3a HCIUpame He-aHTUTENa M 2° aHTUTENa camo
KOHTpoJHUM OyHapunhuma) OyHapunhuma. Muky6upaj HajMamwe 30 min - 1 yaca Ha
4° C. Lentpudyrupaj miouy Ha 1200 rpm TokoM 5 min. Harmo oxacmm pactBop
antutena. Wcmepu Oynapumhe nBa myra ca 200 pl mydepa 3a ucnupame 1O

OyHapuuhy, y3 HEeHTpUPYTUpamke HAKOH CBAKOT ucnupama. Oacnu mydep.

Pecycnennyj henuje y cBakom Oynapuuhy y 50 pl ox 1:200 pazbnaxema (y
nydepy 3a ucnupame) ox R-PE obenexxenor kozjer antu-muui IgG, Fe cnenmduanor
(Jackson Immunoresearch Laboratories Cat# 115-116-071). Uuky6upaj 20 min, 4° C
y mpaky. Homaj 150 pl mydepa 3a ucnupame henuja mo cBakom OyHapuuhy.
Hentpudyrupaj mmouy Ha 1200 rpm TokoM 5 min. Mcnepu aBa myta ca 200 pl
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nydepa 3a ucnupame no 6ynapuuhy. Pecycnennyj hemmje y 150 ul 1 % PFA y PBS.

IIpenecu caapykaj ceakor OyHapumha y onBojene Tyoe (Falcon monmmctupencke Ty6e

on 5 ml ca okpyryimm gHOM - 352052). YMOTaj TyO€ y TaHKY (oIujy.

Canpikaj TyOa ce 3aTUM OYMTaBa MyTeM IPOTOYHE IIUTOMETPH]E.

Pe3y.]'ITaTI/I JBa CKPpHHHMHI'a MOHOKJIOHAJIHUX AHTHUTCJIa IIPOAYKOBAHUX OBHM

MOCTYIIKOM J1aJiH cy cienehe pe3ynrate, cymupane Ha Tabenama 1 u 2 Huxe, rie rnpBa

KOJIOHA Jlaje O3HAYCHE Ha3WBE 3a XUOpHIoMa CyOKJIOHOBe, cienehe JBe KOJOHE

noka3zyjy pesyirare ELISA ckpuHOBa M mpeocTalie KOJOHE MOKa3yjy pe3yirare

aHaJIM3€¢ TPOTOYHOM IMTOMETPHJOM 3a KPHIITO-TIO3UTHBHE helujcke JuHH]e.

Pesynratu cy gatu y jenuHunama cpelame BPEAHOCTH HHAEKca (ryopecueHIje

(MFI).

Tabena 1: Kapakrepuzanuja antu-Cripto MOHOKJIOHAJTHUX aHTUTENA

xubpugoma | ATCC ELISA | ELISA DU4475 | NCCIT | GEO | HT3
CyOKJIOH neno3utau | Cripto | Cripto EGF | MFI MFI MFI | MFI

opoj delC cluyaH

Sups JIOMEH Sups

Konrtpomna- 0.06 0.07
ELISA
KonTpona- 14 9 37 18
Mumju Ig
A6C12.11 2.21 0.07 11 35 29 8
A6F8.6 PTA-3318 | 2.32 0.08 11 50 29 10
A7HI1.19 2.14 0.09 14 34 27 12
A8F1.30 2.15 0.1 17 27 32 28
A8G3.5 PTA-3317 | 2.39 0.09 9 30 25 15
A8H3.1 PTA-3315 24 1.7 9 44 23 10
A8H3.2 2.54 0.07 13 13 16 14
A19A10.30 2.02 0.09 9 40 20 10
A10B2.18 | PTA-3311 | 2.36 0.07 40 63 100 43
A27F6.1 PTA-3310 | 2.28 1.19 9 44 26 17
A40G12.8 | PTA-3316 | 2.27 1.59 10 47 26 16




Tabena 2: Kapakrepuzaruja antu-Cripto MOHOKJIOHATHUX aHTHUTENIa
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xubpugoma | ATCC ELISA | ELISA DU4475 | NCCIT | GEO | HT3
CyOKJIOH neno3utHu | Cripto | Cripto MFI MFI MFI | MFI
0poj delC EGF

CIINYaH

JIOMEH
Kontpona- 0.05 0.05
ELISA
KonTpona- 10 6 4 6
Mumiju Ig
A2D3.23 0.93 0.90 73 138 37 27
A7A10.29 1.37 0.07 75 83 33 83
A9G9.9 1.39 0.07 52 62 32 82
A15C12.10 1.42 0.06 46 55 25 93
A15E4.14 1.38 0.06 50 63 23 95
Al17A2.16 1.40 0.06 76 97 41 81
A17C12.28 0.96 0.97 6 16 3 22
A17G12.1 | PTA-3314 | 1.30 1.37 61 66 28 78
Al17H6.1 1.38 0.05 35 30 5 28
A18B3.11 | PTA-3312 | 1.36 1.38 50 42 33 65
A19E2.7 1.40 0.06 53 59 26 99
B3F6.17 PTA-3319 | 1.37 0.06 77 51 39 89
B6G7.10 PTA-3313 | 1.38 1.40 28 22 22 56
B11H8.4 1.41 0.06 59 101 39 107
B12C12.5 1.10 1.04 27 14 23 59
B15A2.6 1.40 0.06 36 44 22 59
C4A2.16 1.40 0.06 24 36 22 65




27

IIpumep 3: Tect nyare heauje (null cell) 3a unxudunujy Cripto curnaansupama

Crenehe omucyje F9 Cripto Tect curnanusupama HyaTe henuje ynorpedsbeH

na ce oapean naxuounuja Cripto curHaIM3Upamba.

/an 0 Obnoxutu miove ca 6 6ynapunha ca 0.1% >xenarunom 2 ml/6ynapunhy Ha 37°

C 15 min. 3acej hemuje ra 6x10° F9 CRIPTO NULL henuja o 6ysapunhy.

Jlan 1 Tpancdekmmja:
Cgaxku on cinenehux y3opaka je gomat y 300 pul OptiMem1 na ce no6uje PactBop A 3a
CBaKH Y30pakK:

V3opak 1: 0.5 pg (Ny); ayuudepaze FAST penoprep n/IHK miayc 1.5 pg
npaszHor Bektopa 1J{HK.

VY3opak 2: 0.5 pg (N); nynudepaze, 0.5 pg FAST u 1 pg npasnor Bektopa
nJIHK.

VY3opak 3: 0.5 pg (N,); mymudepase, 0.5 pg Cripto ADD 0.5 FAST, u 0.5 pg
npaszHor Bektopa 1J{HK.

VY3opak 4: 0.5 pug (N2); ayuudepasze, 0.5 pg Cripto, 0.5 FAST, u 0.5 pg
npasHor Bekropa uJ{HK.

VY3opak 5: 0.5 pg (Ny); nymudepase, 0.5 pg Cripto, 0.5 FAST, u 0.5 pg
npasHor Bekropa n/IHK.

VY3opak 6: 0.5 pg (N2); nynudepasze, 0.5 pg Cripto, 0.5 FAST, u 0.5 pg
npasHor Bekropa i J{HK.

VY3opak 7: 0.5 pg (Ny); nymudepase, 0.5 pg Cripto, 0.5 FAST, u 0.5 pg
npasHor Bekropa n/IHK.

V3opak 8: 0.5 pg (N2)7; nynudepasze, 0.5 pg Cripto 0.5 FAST, u 0.5 pg
npasHor Bekropa uJ{HK.

VY3opak 9: 0.5 pg (N2)7 nymudepase, 0.5 ug Cripto ADD 0.5 FAST, u 0.5 pg

npasHor Bekropa n/IHK.

PactBop B caapxu 30 pl Lipofectamine mryc 270 pl OptiMem1.
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3a cBakM y30pak rnomeniaj pactBop A u pactBop b 3ajeqno. Makybupaj 45 min
Ha coOHOj Temmeparypu. Mcmepm Oynapumhe ca 2 ml/Oynapunhy OptiMeml.

Acniupupaj HerocpeaHo npe cineneher kopaka.

JHonaj 2.4 ml OptiMeml cBakoj memaBuHu pacTtBopa A+B, momemnaj, nomaaj
1.5 ml/6ynapunhy na ce yaBoctpyde Oynapunhu. Muky6upaj 5 catu Ha 37°C. [lonaj
1.5 ml/6ynapunhy DMEM+20% FCS, 2 mM Gln, P/S Oynapunhuma koju cy
npumMuian y3opke 1-3. Jlomaj antu-Cripto aHTuTeNna Ha cienehw HauyuH: y3opak 4
Oynapumnha: A27F26.1, 10 ug/ml; y3opak 5 Oynapunha: A27F6.1, 2 ug/ml; y3opak 6
Oynapuuhy: A40G12.8, 10 pg/ml: y3opak 7 6ynapuuha: A40G12.8, 2 pg/ml: y3opak
8 oynapunha: A10B2.18, 10 pg/ml: y3opak 9 6ynapumha: A10B2.18, 2 pg/ml.

Hau 2 Vinonu meaujym. ucrnepu hemmje ca 1'US. 2 ml Oynapuuh. [{onaj
DMKMTf 0.5% FCS. 2 mM GlIn. P/S ca uctum konmumnama Cripto aHIuTeNna Kao u

MIPETXO/IHOT JlaHa y ucre OyHapuuhe.

Han 3 Pa3Bujame curnana iynudepase. Mcrnepu 6ynapuuhe ca PBS + Ca2+ u
Mg2+, 2 ml/Gynapuuhy. Ymorpebu LucLite kit, Packard cat# 6016911. JloBemu
nydep U CyncTpar 10 CoOHe TeMIiepaTrype. Yracu cBeTia. PeKOHCTUTYHIIH CylcTpaT
ca 10 ml nydepa. Pazonaxu 1:1 ca PBS+ Ca2+ u Mg2+. Acnupupaj OyHnapuuhe.
bp3o nonaj 250 pl pazdnaxkeHor cyrncrapara nmo OyHapuuhy xopuctehu MOHOBJHHBU
nunetrop. Ilpomemaj; pactBop u npenecu 200 pl y Oynapunhe Ha miouy ca 96
Oynapunha ca 3ampaueHum jHOM, Falcon 35-3296. Ouuntaj muiody Ha JTyMHUHOMETPY

kopuctehun Winglow, npebanu nogarke y Excel.

PesynTatu oBOr Tecta Cy cyMapu30BaHH UCTIOJ y Tabenu 3.

Tabena 3: Tect Cripto curHanu3upama: THXUOUIMja ca aHTH-Cripto MOHOKJIOHATHUM

aHTUTEIUMa

TpancdexroBane nJI[HK AnTu-Cripto Penar. JeIuHUIIe
AHTUTEIIO JTyMUHECLIEHIIH]je

(N2)7 luc Humra 123

(N2)7 luc, FAST Humra 259

(N2)7 luc, FAST, Cripto Humra 3091



/Vinglow
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(N2)7 luc, FAST, Cripto A27F6.1 10 pg/ml 1507
(N2)7 luc, FAST, Cripto A27F6.1 2 pg/ml 2297
(N2)7 luc, FAST, Cripto A40G12.8 10 pg/ml 1213
(N2)7 luc, FAST, Cripto A40G12.8 2 pg/ml 2626
(N2)7 luc, FAST, Cripto A10B2.18 10 pg/ml 3466
(N2)7 luc, FAST, Cripto A10B2.18 2 pg/ml 3103

Ipumep 4: Tect 3a uHXUOMUMjy pacta hesmja Tymopa in vitro

WNuxubnnmja Cripto cHUTHaIM3Mpama MOXKE ce Takolje TecTHpaTth MepemeM
pacta GEO henuja Ha mexom arapy. Buau, nmp., Ciardiello 1 sar., Oncogene. 1994
Jan; 9(1): 291-8; Ciardiello 1 sar., CancerRes. 1991 Feb 1; 51(3): 1051-4.
[IpBo, otormm 3% OGakTo arapa. [pxu Ha 42°C y BOACHOM KyIaTHITy. 3aTHM TIOMeEIIaj
3% pacTtBOpa 0akTo arapa ca MPETXOJHO 3arpejaHruM KOMIUICTHHM MEIHjYMOM Ja ce
Harnpasu pactBop oa 0.6% Oakrto arapa, oapxasajyhu ra na 42°C. Hanecu Ha miouy
4 ml pactBopa y mocynu o 6 cm M OCTaBU Jja Ce€ OXJIaJy TOKOM HajMame 30 min j1a
ce oopmu cioj arapa Ha nHy. Tpuncunmsupaj GEO hemmje u pecycniennayj mo 105
hemuja/ml y xomruietHoM menujymy. Jlogaj aHTuTena, koja Tpeba a ce TEeCTHPAjy
WIM KOHTpoJie, cycrieH3uju henuja, turpyj anturena ox 20 pg no 1 pg. Ilomemaj
nojjeanake 3anpemute cycrnensuje GEO henmja u 0.6% OGaxToarapa u mocrasu 2 ml
Ha MOBPIIMHY clloja arapa Koju je Ha aHy. OcraBu Ja ce XJjaau HajmMame | yac.
NuxyOupaj Tokom 14 nana na 37°C y CO2 unky06aropy. [Ipedbpoj BuaspuBe KojoHHU]e
6e3 ymnoTtpebe Mmukpockomna. OJCYCTBO KOJIOHHja, y Mopehemy ca HeraTUBHUM
KOHTpoOJIamMa, Ha3HayaBa Jla TPETUPAHO aHTUTENO0 MHXUOUpa pacT henuja Tymopa MH

BUTPO.

OBaj TecT je ynoTpebsbeH a Ou ce OO pe3ysITaT NMpUKa3zaHu y Tabenu 4,
3a antutena A27F6.1 u B6G7.10, koju oba mokasyjy CIOCOOHOCT Ja CMame pact

kosionuja GEO henuja.

TaGena 4: Pezynratu pacta y TeCTy Ha MEKOM arapy

AHTHUTENO [Ipoceuan 6poj

KOJIOHH]ja
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HULITA 109.0
HUILITA 104.3
A27.F6 20 pg/ml 82.0
A27F6.1 10 pg/ml 78.3
A27F6.1 5 pg/ml 79.0
A27F6.1 1 pg/ml 108.7
B6G7.10 20 pg ml 102.3
B6G7.10 10 pg/ml 71.7

Ipumep 5: Tect 3a Unxudunujy pacra heaunja rymopa in vivo

Ha ce ompenu uHxubOuMja pacta henuja Tymopa, hemmjcka JIMHHja XyMaHOT
TyMOpa je MMIUIAaHTHpaHa CyOKYyTaHO y aTUMHYHE TOJieé MHUIIEBE W IOCMATPaHU CY
edeKTu aHTUTeNa MPoHajacka, ca U 0e3 J0JaTHUX XeMOTEPaNeyTCKUX TPeTMaHa KOjH

MOry 00e30eIUTH CUHEPTUCTUYKE WK JJoJIaTHE eeKTe Ha MHXUOUIU]Y TymMopa.

OBaj orzen ce MOXKe anTepHATHBHO M3BECTH KOpucTehn pasnuyure TyMOpCKe
henujcke nuHUje, kao mro cy, Ha npumep, GEO (106po mudepenuupana henujcka
JMHMja XyMaHOI' KaHIlepa aebenor npesa in vitro, qobujeHa je ox American Tissue
Type Collection (ATCC)), DU-4475 (henumjcka nuHHMja KaHIEpa JOjKe 1n Vitro
nobujena on ATCC), NCCIT (tectukynapHa Tymopcka henujcka JuHUja 100UjeHa O
ATCC), wnu apyre mo3Hare y Hpakcu. JedaH NmpuMep TakBUX TECTOBA j€ OHAj KOjH

cJacaun:

XKuBoTume Cy nojenHauHO MapKupaHe OyuiewmeM ymujy. henujcka JuHUja
GEO je omrajena in vitro wiam in vivo TokoM 1-4 macaxa. JKuBoTume cCy
umiiantupae ca GEO henmjama cyOkyrano y mojapyyjy AecHor O6oka. Mory ce

ynotpeOutu cienehe rpymne ;KuBOTHHbA:

I'pyma#  Tpearman # Muinesa

1. @dusmnonomkn pactBop KoHTposa, 0.2 ml/mMum, ip. Tpu nyra
HenesbHo(M, W, F) 20

2. mADb, HHCKa 7034, 1.p. 10

3. mADb, cpenma 103a, 1.p. 10



31

4 mADb, BUCOKa 1034, 1.p. 10

5 5-FU, 30 mg/kg/inj, i.p., 3 Rx/wk (M,W,F) 10
6. Cisplatin, 2 mg/kg/inj. s.c. 3 Rx/wk (M.W.F) 10
7 Adriamicin, 1.6 mg/kg/inj, i.p., 3 Rx/wk (M.W,F) 10
8 Irinotekan, 10 mg/kg/inj., i.p., 5 Rx/wk (M-F) 10
9 mADb, HuCKa 1034, 1.p. + 5-FU (uaTep™MenujepHa 103a) 10

10. mAb, cpenma 103a, i.p. + 5-FU (uatepmennjepua noza) 10

11. mAb, Bucoka 103a, i.p. + 5-FU (uarepmenujepna goza) 10

12. mADb, HucKa 1034, 1.p. + Cisplatin (uHTepMenujepHa qo3a) 10
13. mADb, cpenma 103a, i.p. + Cisplatin (uaHTepMenujepHa qo03a) 10
14. mADb, Bucoka 103a, i.p. + Cisplatin (uaTepMenujepHa 103a) 10
15. mADb, HuCKa 1033, 1.p. + Adriamicin (uaTepMeHjepHa 103a) 10
16. mAb, cpenma 103a, i.p. + Adriamicin (uHTepMeaujepHa go3a) 10
17. mAb, Bucoka 103a, i.p. + Adriamicin (uHTepMeaujepHa go3a) 10
18. mADb, HuCKa 103a, i.p. + Irinotecan (mHTepMenujepHa no3a) 10
19. mAb, cpenma 103a, i.p. + Irinotecan (uaTepMenujepHa qo3a) 10
20. mAb, Bucoka 103a, i.p. + Irinotecan (uaTepmenujepta no3a) 10
Han 0: mrutanTipaj TyMOp, 3a0€eKH IOYETHY TEIECHY

TEXHUHY KHBOTHIHA.

Han 1: 3amo4ynu TpeTMaHe Kao MITO j€é Ha3HAYSHO rope.

JlaH 5: 3armo4Hu Meperma BETMYMHE TyMOPa M TEJIECHE TeKHHE U MPOIYKH JBa

IIyTa HEACJbHO CBC M0 3aBPIICTKA CKCIICPUMCHTA.

I/IHI/IHI/IjaHHa TCJICCHA TCXKHWHA, MCPCHA BCIIMYUHC TyMOpa U TCJICCHE TCKHUHC,
XI/ICTOHOFI/Ija HAKOH JKpPTBOBamad, U aHaAJIn3a I/IMYHOXI/ICTOXGMI/Ije Ha TyMOpHMa CY

UCIHTaHU, aHaIn3upanu 3a Cripto ekcripecujy, pacT TyMOpa, U BbUXOBY HHXHOUIIH]Y.

IIpumep 6: In vivo kcenorpag Tymopcku mojen - cis-6oratu 1omMeH oJjokupajyhe
aHTu-Cripto anTuren0

Ha ce no6uje ogrosop Ha NCCIT, xymana henujcka nuHuja KapiHOMa
TECTHCA je UMIUIAaHTHpaHa CyOKyTaHO ca aHTUTEJIOM KOje ce Be3yje 3a cis-0oratu
nomeH Cripto. EkciepuMeHTaIHH TOCTYIIH Cy HaOpojanu Hibke. PesynraTu cy

MpUKa3aH! Ha CIULH 1.
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[TocTynmm u matepujanu

Kusotume:  YnorpeOsbeHH Cy MyXjalld aTAMUYHHUX TOJIUX MUIIIEBA.

JKuBoTume cy mojeIMHAYHO HyMEpUCaHe OyIICHEM YIIH]y.

Tymop: NCCIT, meaujactTuHamHe moMeniane repM henuje xymane henmjcke
JTUHHjEe KapiuHOMa Tectuca in vitro American Tissue Type Collection. henmjcka
JUHH]ja je oArajeHa uH BUTPO TOKOM miecT macaxa y RPMI-1640/ 10% FBS 6e3
aHTHOMOTHKA. JKUBOTHI-E Cy MHIUIAHTHpaHe cyOkyTaHo ca 5 x 106 hemuja / 0.2 ml

Marpureiia Ha 1€CHU OOK JKHBOTHIbLE.

I'pyna# Tpearman # Muiesa
1. KonTponuu Hocau, (25 mM nHatpujym docdara, 100 mM
HATpUjyM 20

xyopuna, pH 7.2), 0.2 ml/mum. i.p., Q14D

TPETMaHU MOYUBY JIaHa -1

2. A8G3.5, 1 mg/kg/inj, i.p., Q14D 10
TPETMaHU MOYMbY J1aHa -1 ca 1030M nymema 0/ 2.6
mg/kg/mumm

3 A8G3.5, 3 mg/kg/inj, 1.p., Q14D 10

TPETMaHU MOYMBY JIaHa -1 ca 1030M nymema of 2.6 mg/kg/mur

4. A8G3.5,10 mg/kg/inj, 1.p., Q14D Tpermanu nounmy nana -1 10
5. Cis-platinum, 2 mg/kg/inj, s.c, 3 x/ned (M,W, F) 3a 6
TpeTMaHa 10

Tpermanu nounmy Aana 1.

[Iponenypa tectupama

Han -1: Pa3zgesseHu cy MUIIEBU MO NPUHLMUIY CIYy4YajHOCTH y KOHTPOJHE Ipyne U
rpyne 3a TpeTMaH. 3a0eiekeHa je MOYeTHa TEe)KUHA KUBOTUHba. JlaTtu cy
IIPBY TPETMaHM rpynama ca aHTurenauma. HampaBsbeHu cy pacTBopH 1103a.
Tpermanu cy Ounu cieno 00eNeKXeHHU 3a TEXHUYape CBE JOK Orjes Huje

3aBpIIICH.
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Han 0: Tymop je mmmutanTtupad. I[loctaBibeHe cy OakTepHjCKe KyIType Ha TyMOD

UMIUTAHTHPaH Y MUILIEBUMA.
Han 1: JlaT je mpBU TpeTMaH MO3UTHBHO] XEMOTEPAINIEYTCKO] TPYIIH.

Jlan 4: 3abenexxeHa Ccy NMOYETHA MEpEHa BEIIMYMHE TyMOpa 3a IOJIa3HY OCHOBY Ha
marpureny. [IpogyxeHno je na ce OeleXd BeIMYMHA TyMOpa M TeJIECHE
TEXHHE Ha MUIIEBHMA 2X / HeleJbHO. VMcnuTuBame je mpaheHo THEBHO U
npaBJbeHE Cy TMpuOeNemKe O HeyoOMYajeHuM  3alaamuMa Ha

JKHNBOTHHaMa.

Kpajme Tauke: MHuMjamHa TeXnuHa Tena

BenuunHa TymMopa U Mepemma TEIECHE TEXKHUHE.

IIpumep 7: Mopea kcenorpadgr tymopa in vivo - EFG ciimuan nomen

o0s1okupajyhe antu-Cripto anturesio

Ha ce yrBpau oarosop NCCIT, henujcka JnMHUja XyMaHOT TECTHKYJIapHOT
KapIMHOMA j¢ UMIUIAaHTHpaHa CyOKyTaHO ca aHTHUTEJIOM Koje ce Bedyje 3a EFG-nanmuk
nomeH Cripto. ExcrnepuMeHTalHW NOCTYHNIM CYy HaBelAeHM HMke. Pesynratu cy

IMPpHUKA3aHHU HA CIIMIH 2.

IlocTynmu u MaTeDI/IiaJII/I

XKusotumwe:  YnorpeOsbeHH Cy MyXKjalll aTUMUYHHUX TOJIMX MUIIEBA.

XKuBoTume cy nojelMHauHO HyMepHUCaHe OyIICHEeM YIIH]y.

Tymop: NCCIT, mMeaujactuHaimHe nmomeriane repMm henuje xymane henujcke
JMHMjE€ UH BUTPO KapIIMHOMA TECTUCA Cy OpUTMHAIHO aobujeHe oa American Tissue
Type Collection. henujcka nMHMja je oArajeHa MH BUTPO TOKOM OcaM Tacaxa y
RPMI-1640/ 10% FBS 6e3 antu6bnornka. JXuBoTume Cy MHIUIAHTUPaHE CyOKyTaHO ca

5x10 henmja / 0.2 ml marpurena Ha 1ecHU OOK YKUBOTHELE.
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I'pyma#  Tpearman # Muniesa

1. Kontponnu Hocay, (25 mM natpujym docdara, 100 mM warpujym 18

xynopun, pH 7.2), 0.2 ml/mum, i.p., Q14D Tpermanu nounmy aana -1

2. A27F6.1, 1 mg/kg/inj, i.p. Q14D, TpeTmManu nmoyumy aaHa -1
ca J1030M Iymema o1 2. 6 mg/kg/mum 10
3. A27F6.1, 10 mg/kg/inj, i.p,Q14D Tpermanu nounmy aana -1
ca J1030M Imymema of1 21.2 mg/kg/mum 10
4, Cis-platinum, 2 mg/kg/inj. s.c, 3 x/ueq (M,W, F) 3a 6
TpeTMaHa 10

Tpermanu nounmy aana 1.

[Ipouenypa tectupama

Jan -1: Pa3nesseHn Cy MUILIEBH IO NPUHLUIY CIY4ajHOCTH y KOHTPOJHE TpyIe U
rpyne 3a TpeTMaH. 3a0eneXeHa je MOYeTHAa TE)KWHA JKUBOTHUMA. [lath cy
IPBH TPETMaHH IpylaMa ca aHTtuTenuMma. HampaBibeHH Cy pacTBOpH J103a.
Tpermanu cy Ounm cien oOeleXeHU 3a TeXHH4Yape CBE JOK Orjieja HUje

3aBpIIEH.

Han 0: Tymop je umrutantupad. IloctaBibeHe cy OakTepHjcke KyAType Ha TymMOp
UMIUIAaHTHpaH y MulieBuMa. bakTtepujcke KynType cy Ouie HeraTHMBHE Ha

KOHTaMUHAIIMjy Ha HAKHA/ITHUM caKkyIubawkbuMa y 24 u 48 yacosa.

Han 1: [laT je mpBu TpeTMaH MO3UTUBHO] XEMOTEPaIEyTCKO] TPYIIH.

Jan 4: 3a0enexeHa cy NOYeTHA MEpEHha BETMUMHE TYMOpa 3a M0JIa3Hy OCHOBY Ha
Matpureny. [IpoayxeHo je na ce Oenexu BeJIMUrHa TYMOPa U TelleCHE TeKUHE Ha
MuUIleBuMa 2x / Hepespu. MicnuTuBame je nmpaheHo THEBHO U IPaBJbEHE Cy

HpI/I6CHCI_HKC (O) HCyO6I/I‘-IajCHI/IM 3alnaxambrMa Ha )XUBOTHUHaMa.

Kpajmwe Tauke: MHuIMjamHa TeXUHA Tea

Bennuuna TYMOpPa U MEpCHha TCIICCHC TCXKUHC.
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IIpumep 8: Cripto mab-oBu koju 6;10xkupajy ALK4 BesuBame

Ca nuseem na ce oapenu na au Cripto-ciennuyHa MOHOKJIOHAJIHA aHTUTeNa
Mory na uHTepdepupajy ca cnocodnomhy Cripto ma ce Besyje 3a Alk4, akTuBUH
peuentop Tuma I, MM CcMO yHOTpeOWIM aHaNU3y HPOTOYHOM LIUTOMETPHJOM
kopuctehu henujcky nmunujy 293 koja crabmnno excnpumupa Alk4. Jla ce renepuie
oBa hemujcka nuHHUja, 293 henmje cy KoTpaHC(EKTOBaHE ca TUIA3MHIIOM KOjH
excipumupa Alk4 ycmepen Ha C-tepmuHyc ca HA enuronomM W 1uiasMuj KoOju
eKCIIpuMHpa JieK, mypoMuiut, y ogHocy 10:1. TpaucdekroBane henuje cy 3atum
CENIEKIIMOHNCAaHEe y MMyPOMHILIMHY CBE JIOK ce HUCY (hopmupane konoHuje. Komonuje cy
3aTUM TIOKYIJbEHE, CKCIaHJUpaHe W 3aTUM aHanu3upane Ha ekcmpecujy Alk4
kopuctehn Western Bloting ananu3y 3a HA. Haleno je ma xmon 21 (293-Alk4-21)
excripumupa Bucoke HuBoe Alk4 y mopehemy ca KOHTpoIoM HeTpaHC)EKTOBAHUM

293 henujama.

Ha ce anammsupa BesuBame Cripto-Alk4 myTem mnpoToyHe LUTOMETpH]E,
ynoTpeOJsbeH je mnpeuniiheHu, pacTBopbuUBU 00muk xymaHor Cripto (aa 1-169)
¢y3uonucan 3a Fc neo xymanor IgG (CrdelC-Fc). ITpubmmwkno 5 pg/ml CrdelC-Fc
i kKoHTposnHor Fc nporenna je nnkyoupano ca 3x105 293-Alk4-21 henuja Ha neny
tokoM 30 minuta y 50 pl ykynue 3anpemune FACS nydepa (PBS ca 0.1% BSA). 3a
y30pke Kkoju cy canpxkamu aHTH-Cripto antutena, 5 upg/ml CrdelC-Fc je
npenHkyoOupano ca 50 pug/ml ox csakor Cripto anturena (A10.B2.18, A40.G12.8,
A27.F6.1, A8.H3.1, A19.A10.30, A6.F8.6, A8.G3.5, A6.C12.11) na nexmy mpe
nojnaBamwa henujama. Renuje cy 3arum ucnpaHe y FACS nydepy u Bezanu Fc
IIPOTEUH je NEeTeKTOBaH WMHKyOupamweMm henuja ca R-¢pukoepuTepuH-KOBYroBaHUM
Ko3ujuM aHTH-xyMaHuM IgG (cnemmduunu Fe ¢pparment) ox Jackson Immunologics.
VY3o0pmu cy 3aTuM MoHOBO ucnpanu, pukcupann y 1% mapadopmangexuny y PBS, u
aHAJIM3MpPaHU CTaHJApIHUM Ipolieypama nporoune nuromerpuje. Pesynratu FACS

TecTa Cy MPUKa3aHU HA CIULN 3.

Heku ox o6n1ka npoHanacka OnMcaHUX rope UCTaKHYTHU CYy JI0JI€ U YKIbYY]Y,

ay HHUCY OorpaHHyeHu Ha, cienehe obmuke. Kao mTo he oHM ca HCKYCTBOM Y mpakcu
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CXBaTUTH, MOTY C€ HalpaBUTH MHOroOpojHE TmpomMeHe u MoaudUKaluje ca
pasnuuuTUM OOJIMIIMMa TpoHanacka. Hamepa je na ce cBe TakBe BapHjalldje CTaBe y

00HUM IMpOHaJIacKa.

[ToTnc mogHOCHOLIA TIPHjaBe
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LISTING SEKVENCI

<110> Biogen, Inc.
Sanicola-Nadel, Michele Williams, Kevin Schiffer, Susan
Rayhorn, Paul

<120> Antitela Koja blokiraju Cripto i njihova upotreba
<130> A117 PCT
<140> nije jo$ odredeno
<141>2002-04-16
<150> 60/286,782
<151>2001-04-26
<150> 60/293,020
<151>2001-05-17
<150> 60/301,091
<151>2001-06-26
<150> 60/367,002

<151>2002-03-22
<160> 10
<170> FastSEQ za Windows Verzija 4.0

<210>1
<211> 188
<212>PRT

<213> Homo Sapiens

<400> 1
Met Asp Cys Arg Lys Met Ala Arg Phe Ser Tyr Ser Val Ile Trp Ile
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1 5 10 15
Met Ala Ile Ser Lys Val Phe Glu Leu Gly Leu Val Ala Gly Leu Gly
20 25 30
His GIn Glu Phe Ala Arg Pro Ser Arg Gly Tyr Leu Ala Phe Arg Asp
35 40 45
Asp Ser Ile Trp Pro GIn G1lu Glu Pro Ala Ile Arg Pro Arg Ser Ser
50 55 60
GIn Arg Val Pro Pro Met Gly Ile GIn His Ser Lys Glu Leu Asn Arg
65 70 75 80
Thr Cys Cys Leu Asn Gly Gly Thr Cys Met Leu Gly Ser Phe Cys Ala
85 90 95
Cys Pro Pro Ser Phe Tyr Gly Arg Asn Cys Glu His Asp Val Arg Lys
100 105 110
Glu Asn Cys Gly Ser Val Pro His Asp Thr Trp Leu Pro Lys Lys Cys
115 120 125
Ser Leu Cys Lys Cys Trp His Gly GIn Leu Arg Cys Phe Pro GIn Ala
130 135 140
Phe Leu Pro Gly Cys Asp Gly Leu Val Met Asp Glu His Leu Val Ala
145 150 155 160
Ser Arg Thr Pro Glu Leu Pro Pro Ser Ala Arg Thr Thr Thr Phe Met
165 170 175
Leu Val Gly Ile Cys Leu Ser Ile Gln Ser Tyr Tyr
180 185

<210>2
<211> 188
<212>PRT

<213> Homo Sapiens

<400>2
Met Asp Cys Arg Lys Met Val Arg Phe Ser Tyr Ser Val Ile Trp Ile
1 5 10 15
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Met Ala Ile Ser Lys Ala Phe Glu Leu Gly Leu Val Ala Gly Leu Gly
20 25 30
His GIn Glu Phe Ala Arg Pro Ser Arg Gly Asp Leu Ala Phe Arg Asp
35 40 45
Asp Ser Ile Trp Pro Gln Glu Glu Pro Ala Ile Arg Pro Arg Ser Ser
50 55 60
GIn Arg Val Leu Pro Met Gly Ile Gln His Ser Lys Glu Leu Asn Arg
65 70 75 80
Thr Cys Cys Leu Asn Gly Gly Thr Cys Met Leu Glu Ser Phe Cys Ala
85 90 95
Cys Pro Pro Ser Phe Tyr Gly Arg Asn Cys Glu His Asp Val Arg Lys
100 105 110
Glu Asn Cys Gly Ser Val Pro His Asp Thr Trp Leu Pro Lys Lys Cys
115 120 125
Ser Leu Cys Lys Cys Trp His Gly Gln Leu Arg Cys Phe Pro GIn Ala
130 135 140
Phe Leu Pro Gly Cys Asp Gly Leu Val Met Asp Glu His Leu Val Ala
145 150 155 160
Ser Arg Thr Pro Glu Leu Pro Pro Ser Ala Arg Thr Thr Thr Phe Met
165 170 175
Leu Ala Gly Ile Cys Leu Ser Ile Gln Ser Tyr Tyr
180 185

<210>3
<211> 106
<212>PRT

<213> Mus musculus

<400> 3

Asp Ile Gln Met Thr Gln Ser Pro Ser Ser Leu Ser Ala Ser Val Gly

1 5 10 15

Asp Arg Val Thr Ile Thr Cys Arg Ala Ser Ser Ser Val Ser Tyr Met
20 25 30



40

His Trp Tyr Gln GIn Lys Pro Gly Lys Ala Pro Lys Pro Leu Ile Tyr

35 40 45
Ala Thr Ser Asn Leu Ala Tyr Gly Val Pro Ser Arg Phe Ser Gly Ser
50 55 60
Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro Glu
65 70 75 80
Asp Phe Ala Thr Tyr Tyr Cys Gln Gln Trp Asp Leu Asn Pro Pro Ala
85 90 95
Phe Gly GIn Gly Thr Lys Leu Glu Ile Lys
100 105
<210>4
<211>116
<212>PRT

<213> Mus musculus
<400> 4
GIn Val Gln Leu Val GIn Ser Gly Ala Glu Val Lys Lys Pro Gly Ala
1 5 10 15
Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Asp Phe Thr Asp Tyr
20 25 30
Asn Ile His Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp Met
35 40 45
Gly Tyr lle Tyr Pro Tyr Asp Gly Glu Thr Gly Tyr Asn Gln Lys Phe
50 55 60
Lys Ser Arg Val Thr Met Thr Thr Asp Thr Ser Thr Ser Thr Ala Tyr
65 70 75 80
Met Glu Leu Arg Ser Leu Arg Ser Asp Asp Thr Ala Val Tyr Tyr Cys
85 90 95
Ala Arg Gly Tyr Arg Trp Leu Ala Tyr Trp Gly Gln Gly Thr Leu Val
100 105 110
Thr Val Ser Ser
115

<210>5
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<211>10

<212>PRT

<213> Mus musculus

<400> 5
Arg Ala Ser Ser Ser Val Ser Tyr Met His
1 5 10

<210> 6

<211>7

<212>PRT

<213> Mus musculus

<400> 6
Ala Thr Ser Asn Leu Ala Tyr
1 5

<210>7

<211>9

<212>PRT

<213> Mus musculus

<400>7
GIn GIn Trp Asp Leu Asn Pro Pro Ala
1 5

<210> 8
<211>10
<212>PRT

<213> Mus musculus

<400> 8
Gly Tyr Asp Phe Thr Asp Tyr Asn Ile His
1 5 10
<210>9
<211>16

<212>PRT
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<213> Mus musculus

<400>9
Tyr Ile Tyr Pro Tyr Asp Gly Glu Thr Gly Tyr Asn Gln Lys Phe Lys
1 5 10 15

<210> 10

<211>7

<212>PRT

<213> Mus musculus

<400> 10
Gly Tyr Arg Trp Leu Ala Tyr
1 5
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IlaTeHTHH 3aXTeBH

1. AHTHTENO KOje ce cnenuduuHo Besyje 3a enuton Cripto Koju je caapaH y
JIOMEHY Koju 00yXBaTa aMHWHO KHCEIMHCKE ocTaTtke oa 46 10 62 amMuHO
kucenuHe y SEQ ID NO: 1 wiu 2, Ha3Ha4eHO TUME IITO aHTUTENO 00yxBara
Tpu CDR peruona makor nanna rjae je CDR1 ca SEQ ID NO 5, CDR2 ca
SEQ ID NO 6 u CDR3 ca SEQ ID NO 7, u tpu CDR peruona Temkor JiaHia
rae je CDR1 mar y SEQ ID NO 8, CDR2 je nar y SEQ ID NO 9 u CDR3 je
naty SEQ ID NO 10.

2. ATuTeNno mpema 3axTeBy |, Ha3HAYEHO THUME MTO OOyxBaTa BapWjaOWITHU
peruoH nakor nadna ca SEQ ID NO 3 u BapujaOWIIHU PETHOH TEIIKOT JIaHIIA

ca SEQ ID NO 4.

3. AnTHTENO Tpema 3axTeBy |, Ha3HAUEHO THME WHITO jeé TO AHTHTEIO Koje

npoxaykyje xubpunoma B3F6.17 ca ATCC npuctynaum 6pojem PTA-3319.

4. ATuteno mpema 3axTeBy 1-3, Ha3Haue€HO THME INTO j€ CIIOCOOHO Ja

unTepHamu3yje Cripto.

5. AHTHTENO TpeMa OWiI0 KOM Oj 3axTeBa 1-4, Ha3HAYeHO THUME WITO je
aHTUTENO0 PparMeHT ofgabpan u3 rpyme koja ce cacroju o Fab, Fab' u F(ab)2

¢parmeHTa.

6. AHTHTENO TpeMa OWiI0 KOM Oj 3axTeBa 1-4, Ha3HaYeHO THUME WITO je

AHTHUTCIIO IMTYHE TYXKUHEC.

7. AnTHTEN0 nmpema OMJI0 KOM OJI 3axTCBa 1-4, Ha3sHA4Y€HO THUMC IITO je

AHTHUTCIIO HOj CAWHAYHOTI JIaHIIA.

8. AHTHTENO TpeMa OWiI0 KOM Oj 3axTeBa 1-7, Ha3HaYeHO THUME WITO je

KOBYTI'OBAHO 3a XEMOTCPAIICYTUK.

9. AHTHTENIO TpeMa 3axTeBy §, HA3HAYEHO THUME ILITO j€ XEMOTEepameyTCKH

arelic omabpaH M3 TPyme Koja Ce€ CacTOju M3 TYMOpP aKTHBHPAHOT MPOJIEKa,
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pPaIMOHYKIIMIAa M TOKCHMHA KOjH je m3a0paH W3 Tpyle Koja C€ CacToju O]

pUIlMHA, TOKCUHA TUdTepHje U er30TOKCHHA IIceyJOMOHaca.

AHTHTENIO TIpeMa 3axTeBy 8-9, Ha3HAYEHO THME IITO j€ XEMOTepaleyTHK

MaHUTaHCHUHOM/.

AHTHTEI0 MpeMa Ouio koM oA 3axTeBa 1-10, Ha3HAYEHO THME IITO je

4JoBeuHje.

AnTHTENO Tpema Ouio KoM ox 3axteBa 1-11, Ha3HaueHO TuUMeE MITO je

MOHOKJIOHAJIHO.

AnTHTENnO Tpema OwiIo KOM o 3axTeBa 1-12, Ha3HaYyeHO TUME IITO je

XYMAaHHU30BaHO.

CDapMaI_[eyTCKI/I npcriapar, Ha3HA4YCH THUMC IITO CapiKH HajMaI—Le jC,Z[HO o

AHTUTCJIa ITpEMa OMJIO KOM 01 3aXTCBa 1-13 un OIIOKMOHO HOCAayY.

CDapMaI_[eyTCKI/I npemnapar IpeMa 3axXTCBY 14, HazHa4YCH THMC IITO OdaJbC

CaJIp’KU HCKOBbYIOBAHU XEMOTCPAIICYTUK.

®apmarieyTckH npenapar npema 3axteBy 14 nnm 15, Ha3HaueH TUME LITO je
anTuTeno xymanuszoBanu B3F6.17 uz xubpunoma ca ATCC mpuctynHuUM

6pojem PTA-3319.

AHTHTENO TIpeMa OuiIo KoM o 3axTeBa 1-13 wnu dapmareyrcku npenapar

npema O6mi1o KoM oJ1 3axteBa 14-16, 3a ynotpedy Kao Jek.

AHTHTENO TIpeMa OuiIo KoM o1 3axTeBa 1-13 wnu dapmareyrcku npenapar

npema O6miio KoM oJ1 3axTeBa 14-16, 3a ynotpedy 3a cMamemhe pacTa Tymopa.

AnTtHTeno win (apMalneyTcKd Tpemnapar 3a ynotpeOy mpema 3axTeBy 18
Ha3HA4YCHO THME JIa je TyMOpcKka henuja omabpaHa u3 rpyme Koja ce cacToju
W3 TyMOpPCKHMX henuja m0jke, TecTuca, aeOenor Ipesa, miyha, oBapujyma,

MokpahHe Oeminke, yrepyca, epBUKca, TaHKpeaca 1 Keyla.

[ToTnwc mogHOCHOLIA TIPHjaBe
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AncTpakTt

[IpenMeTHU TpoHANIa3aK ce OJTHOCH Ha aHTHUTENO Koje ce crenu(uyHo Besyje
3a enuron Cripto Koju je caapkaH y JIOMEHY KOju oOyXxBara aMHUHO KHCEIHMHCKE
octatke o 46 no 62 amuuo kucenude y SEQ ID NO: 1 winm 2. [Iponanasak ce game
oIHOCH Ha (papMareyTCKH Mpemnapar, KOju Caap KU HajMame jeJHO Of aHTUTeNa U
omuoHo Hocad. [Iponamazak ce Takohe omHOCM W Ha ynmorpeOy aHTHUTENA WIIH
mpernapara 3a IpurnpeMarme (apMaleyTCKOr Mpernapara 3a CMambemhe pacTa TyMopa,
Ka0 W 3a TpeTMaH HexebeHe mnpoiudepanuje hemuja. Ha kpajy mnpeameTHu

MIpOHAaJIa3aK ce OJTHOCU M Ha MOCTYTAK 3a peryjimucame pacra heiamja Tymopa in vitro y

Y30pKY.

[ToTnuc mogHOCKONA TTpHjaBe
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Slika 1

Odgovor NCCIT, celijske linije humanog
Testikularnogkarcinoma, na anti-CFC
blokiranje Cripto mAb A8G3.5

—-A— Kontrola nosata

4000+ —e— ABG3.5, 10 mg/kg \
A —m— ABG3.5, 3 mg/ky.
; —{— A8G3.5, 1 mg/
3000+ s

—>— Cisplatinum, 2 mg/kg
. 1 . 47% inhibicija

i : \ ' 53% inhibicija

TeZina tumora (mg)
LxW?/2

—111-_J-_J_—-u-—--—--«—J-uq—-ﬁ-—
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Dana nakon implantacije

[ToTnwc mogHOCHOLIA TIPHjaBe
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Slika 3

FACS: 293/ALK4 celija koje vezuju CR-Fc
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