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RESPUESTA ARTICULO 46

JUAN PABLO CADENA SARMIENTO, portador de la tarjeta profesional No.
57.492 del C.S.J., obrando como apoderado de la sociedad solicitante me permito
dar respuesta al oficio nimero 1051 relacionado con la patentabilidad de la
presente invencion y notificado por fijacion en lista el 26 de enero de 2012 en los
siguientes términos:.

v" Adjunto copia del articulo solicitado en virtud del articulo 46 de la Decision
486.
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IISMUNOLOGY 12 .

sponses In several patients, To reduce the Immunogenicity of CC48
In rltlnnta. a humanized C049 (HuCC48) and it variant HuCC46V10
(VD) were developed. HuCC49 was generated by conventlonal
* grafting of complementarity determining reglons (CDRs), while the
varlant was developed by grafting only the specificlty determining
resldues (SDRs) of COA8 onto the VL and VH frameworks of the
hiiman antlbodies LEN and 21/28'CL. Although V10 has reduced
renotlvity to sera from patlents who were previously administered
murine CC49 In olinloal trials, its antigen-binding affinlty le 2-3 fold
lower than that of HuGC4D. Thia report describes goneration and
oharacterization of varjants of V10, with higher antigen binding af-
finity and lower sera reactivity. To this end, In vitro affinity maturation
of V10 was carrled out using phage display technlque, A limited
llbrary of mutant Fabs was generated by replacing some of the SDRa
of the light- and heavy-chaln CDRs with all possible resldues located
at the corresponding positions In human antlbodles. The library was
enrlched In Fabs that have high binding affinity to the TAG-72
antigen by several rounds of panning. The cloriés encoding tho best
binders were expredsed In Insect cells as whole antibodlea that were
&t‘l)rlull.nd and charaoterized, Competition radloimmuncassay and sur-
plasmon resonance (SPR) measuroments showed that iwo of
the lsolates, V14 and V16, have a higher binding affinity then that of
V10. More importantly, reactivity of the varlanis and the parental
antlbedy to the antl-varlable reglon antibodles In,sera from patlents
In phase | clinlcal trlal of murine CC42 by 8PR analyels showed that
V14 and V16 have much lower human eera reactivity than that of
V10, The two lsolates; V14 and V16, which show signifloantly higher
antigen-binding reactivity and much lower sera reaotivity than the
parantal V10 antibody, are potentially excellent reagents for olinlcal
applications, 2 . :

#5604 In vitro and Iri vivo activity of fully-human monocional
antlbodles to o-Met proteln tyrosine kinase. Bhlllip A, ‘Motton,
Willlam D, Joy, Chrlstine P. Bono, J. Alan Arbuokle, Michella L.
Evans, Michlko S, Huynh, E. Kahn, Herbert A, Runnels, Mark O,
“Paimler, Mark A, Moffat, J. J. 8hleh, Duo Sun, Vicky W. Holway,
Joseph K, \Nelplz; Qerald F, Casperson, Christine E. Smith, Duncan
Cochrane, Debble Marston, and Andy Roberts, Pharmacla Corpora-
tion, St. Louls, MO and Cambridge Aritibody Technelogy, Cam-=
bridgeshire, UK, !
' Ino o bxpression and aotivity of c-Met proteln tyrosine kinase
- leas tad with many solld human cancers and blockade of c-Met
aotivity represents a promising targeted approach to human cancer
therapy. We have gought to Identlfy therapeutlé antibodles agalnst
c-Met which block ligand binding and kinase activatlon. 8creening of
hage display llbrarles Identified fifty single-chain fragmant variable
%&I‘% protelns’ that t binding of hepatooyta growth factor
, ‘With IC60 <60 nM. A eubset of the llgand-blocking scFv
against o-Met were then engineered and expressed as fully-human
lgQ1 for additional In vitro and In vivo studies, lgG1 lsotype mono-

clonal antibody (mAb) exhiblted high affinity for o-Met In BlAcore

uur (range = 0.8 - 56 nM) and effectively competed for HGF
bind na to c-Met extracollular domaln (ELISA; range = 0.45 to 2.8

nM). - , theselantibodies stimulated c-Met tyrosine kinase
, soat and ' migratlon at concentrations > 100 nM.

noed oell proliferation: and acattering at

- soatiering an
th agonist o-Met mAbs were observed to enhance the
growth of 8114 and H441 human xenografts expressing c-Met and
;:looﬂna HGF In b!:ude :’nlcﬁhm :alten;.pte& to minimize the partlal
jo nﬁx Ity observed w -length c-Met Ig@ by generation of
Flgﬁga nta. ‘Fab fragments derlved from o-Met mAb oould stlll
compete, albeit with lower affinity, for HGF binding to ¢-Met and did
not Induae c-Met tyrosine phosphorylation unless cross-linked by a
gecondary antibody. However, Fab fragments from o-Met IgQ
showed no enhanced abllity to. Inhibit HGF-dependent cell prolifer-
atlon, oell soattering, or call migration beyond that observed with
thelr'full-langth counterparts, In conclusion, affinity-matured mono-
valent versions of fully-human o-Mat IgG and/or NK4 should be

further ooneldered as-blologloal approaches to modulate o-Met ac-
tivity In human cancera. i
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" of reatment with anti-HER2/neu Ig

weakly Inhiblted HGF-dependent oall pro- -

#5608 Enhanced Inhibitlon of tumor growth using twtlcled de-
tivery of an antibody-endostatin fusion protaln. Seung-Uen Shin,
Hyun-MI Cho, Young-Sock Kang, Lulsa lruela-Arispe, Sherle L. Mon-
gon, and Joseph D, Rosenblatt. Syivester Comprahenslve Cancer Cen-
ter, University of Mieml Sohool of Medicine, Miami, FL, Sook-Myung
, Seou, cioum Korea, and Unlverslily of Callforfa,
geles, CA., : ; &

potent and specific antlanglogenio proteln capable of
Inhibiting the growth of murine and xenotransplantad human tumors.
Factors affecting the utility of endostatin in humans may be the short
half-ii{e of the proteln, nacessitating frequent dosing, and low conoen-
tration &t tho site of tumors, To Increase effloacy, we have comblned
endostatin with the targeting specificlty of an antitumor antibody by
producing antibody-anclostatin fusion proteins speolfio for the HER2/
neu tumor antigen, We wish fo use the targeting flaxibllity of antibodles
1o direct localizatlon of endoatatin to tumor. An entl-HER2/nou 19@3-
CH3-endostatin fuslon proteln has been constructed, in which en-
dostatin Is fused to domaln of ant-HER2/neu Ig@83 antibody. In
mice heaﬂﬂggrza or CT26 expressing HER2/neu (QT26-HER2) tumors
and tumor free mice, endostatin ls rapldly oleared from serum with a
t1/2-bota elimination range of 38-226 min, Endostatin was rapidly
degraded withln 80 min (only 659 Intact), In contrasat, the antl-HER2/
neu lg@3-CH3-andostatin fuslon &roteina showed a t1/2-beta of 2410-
2840 min and Increased stabllity (809 Intact at 86 hours), 126l-labeled
antl-HER2/neu lgG3-CH3-endostatin fuslon proteln specifically local-
Ized to CT26-HER2 tumors, relative to CT26. Using CT28-HER2 tumore
In BALB/o mige, we co the effects on tumor growth
-CH3-endostatin, ant-HER2/neu
antlbody or-endostatin alone. Antl-HER2/neu ~CH3-endostatin in-
hiblted fumor growth more effectlvely than e endoatatin or antl-
body alone, In addition, equimelar administration of ant-HER2/nou
lgG3-CH3-endostatin to mice bearing both GT26 and OT26-HER2
showad preferential Inhibition of CT26-HER2, compared.to OT28 pa-
rental tumor contralaterally Implanted within the samo mice. Antl-
HER2/neu lg@3-CH3-endostatin Inhibitad more effectivaly than en-

dostatn, anti-HER2/neu IgG3 antlbody, or the comblnation of antibody -

and endostatin, The longer helf-life and serum stabliity of the antl-
HER2/nsy Msarﬁoeuﬁn fuslon proteln coupled with ite abliity
to selectively target entigens expressed on tumors resulte In butter
suppresslon of anglogenasls. Antibody-endostatin fusion proteins may
Increase the potentlal efflcacy of current antlanglogenlc strategles, and
may be supatior to endostalin alone, ]

#6607 Monoclonal entibodies recognizing human cﬂnnmb,,,!
gpnimb,, react with human high-grade gliomas (HGL). Chlen-Tsun
Kuan, Carol J, Wikstrand, Ken]l Wakiya, Gregory J, Rlaglna. and Darell
D. Bigner, Duke Universlty Medical Center, Dul R
.Targeting neoplastic cells of gllomas recuires markers ad on
Fllnm but not normal braln, preferably those on the oell surface, to ba
dentllled for cancer treatment, Immune-based targeted therapy Is a
promising approach to overcome the limited efflcacy of -conventional
theraples for glioblastomas (GBM), the most common and mast ag-
gressive neurosotodermal neoplasms in adults, Human tranamém-
brane g&oqorotafn nmb (GPNMB,) and a aplice varant form
(GPNMB,,) Imto an In-frame Insertion of 12 amino aclds In the
extracellular (ecd) have been identifled by genetic and (mmu-
nologleal means as potential glioblastoma tumor targets. In 50 patlent
samples, by quantitative PCR analysls, 4/8 (87 %) AA, 6/8 (76 %) AO,
and 33/36 (92 %) GBEM were positive for | gpnmb transcripts
gspnmb plus gonmb,,). Splice varlant gpnmbsv was detected In 2/8
%) AA, 6/8 (76.96) AO, and 31/36 (86 %) @BM, In normal brain
samples, lltle or no expression was nated for genmb,,; and genmb,,
mANA, § rabblt polyvalent antiserum 2640 was readlly produced
by Immunization with GPNMB ecd. We have recently charaoterized two
1g@, ant-GPNMB,, MAbs, G11 and A3, lsolated from fuslons following
{mmunization of mice with the non-glycosylated bacterlally expressed
GPNMB Both MAbs roadlgr detect the Intaot GPNMB,, pro-
teln In & Weatern Blot as expressed In HEK 203-GPNMB,, transfectad
cells; the staining pattern obtained s Identical to that seen with the
purifled polyvalent rabbit ant-GPNMB serum 2640. In addition, both
antl-GPNMB,, MAba [dentify the same bands In the &
recomblinant *GPNMB,,-baculovirus Infected-High Five Insect célls,
which seorete the Intact GPNMB,, protaln with slightly lower maes due

Proceedings of tha Amerioan Assoclation for Cancer Research ¢ Voluma 44, 2nd ed. * July 2003

atant of




