WD 2006/ 084075 PC17US2006/ 003748 ADAM 9 MODULATORS
TECHNI CAL FI ELD [001] This invention is in the fields
of biology and i nmunot herapy. Mdre specifically, it
wibnoepsassdi scoveri es about ADAM 9, a known aﬂ@hﬁ%ﬁwmmnm
and polyclonal and nonocl onal anti bodi es and ot her
agents that bind to this antigen. The invention
further provides nethods for the diagnosis and/or
treatnment of a variety of human di seases and cancers
associ ated with ADAM 9, usi ng ADAM9 nodul ators
i ncl udi ng agonlst%P%ﬂ%P%ﬁR%@g%T@B§, and peptides that
bind to ADAM 9, including anti-ADAM 9 anti bodi es.
BACKGROUND OF THE | NVENTI ON [002] In addition to their
known uses in diagnostics, antibodi es have been shown
to be useful as théﬁgpﬁwﬂhﬁ;ﬁge ts. For exanple
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used for the treatment of leukemia. Monoclonal antibodies that bind to cancer
cells and have potential uses for diagnosis and therapy have been disclosed in
publications. See, for example, the following patent applications which disclose,

inter alia, some molecular weights of target proteins: U.S. Patent No. 6,054,561
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in clinical trials arid/or approved for treatnent of
solid tunors include: Trastuzumab (antigen: 180 kD,
HER2 / neu), Edrecolomab (antigen: 40-50 kD, Ep- CAM,
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HMW Muci n), Cetuximab (antigens: 150 |cD and 170 kD,
EGP receptor), Alentuzumab (antigen: 21-28 kD, CD52),
and Rituxi mab (antigen: 35 kD, CD20). [0031 The
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cause malignancy, while others argue that subsequent alterations are also
necessary. Some others have suggested that increasing mutational load and

tumor grade are necessary for both initiation as well as progression of neoplasia
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targets are found only in tunor tissues, while others

are present in normal tissues and are up regul ated

and/ or over-expressed in tunor tissues. In such
wei fowads@Bs, some researchers have suggested,kh%kﬂhngwim

over-expression is linked to the acquisition of

mal i gnancy, while others suggest that the

over-expression is nerely a marker of a trend along a

path to an increasing disease state. 1007J An idea
Vlmcogpostlc and/ or therapeutic anti body woul d be

¢ e phpulgiionggleriae vanis abthie celiilal lessigBomeanerr of
[arg@ﬂwrfsuncbmﬂy absemir tQEue@,ﬁe}&&{ﬁth@B|ayeh1§‘lte541@\ﬁ/1 ndrg}el s on

i scover aracterizati

o RO B b A an N o R R S aeer el | y
Sitigdiopg isane eeseprchers Amoeruggdstadohhidhb evessedputssion is @Y to
the%b{ﬁélsmgh bﬁxtnah hﬁcﬁ‘mf}'{@%@le@? Sg%estﬂ(?hﬂstﬁgmse?-egarﬁnsmn is

Hmnﬁ¥ cl onal bodi es gain t he ant

a1 1 BYEY f\%a |’ff8“?‘ élé)é‘lglay’aﬂ’a’\?émbﬂ‘é%?@\&:éﬁe@@ Bliatei t y

Eﬂﬁalg admsleal digmosicLel/ bﬁth@ﬁgem ﬁﬂb@d}f Qoﬁ%@%bﬁczﬁ% an
anti gens

yste L.espons n
aﬂtant i bogﬁft 0310 ugtog e adhi n| sf‘t""%ll5 ebaut b%éi“ PherEpEeriatawne
levgls op gny @@ﬁml Hemueomhovlttoveyr clemactdrzesbnentiSsddtionus @d to
nOVFM aﬁ%@ﬁ mamE@&%luy ARbLESted lvhm%@ﬂcetr@%%%éj %%f?ﬂ&i Ry

sane SpeCI Iclt
‘“aH’ “16‘859. d%?wt’é%i‘fri{ﬁeflfowﬂéﬁ “é‘d"ﬁoﬁ?@é%eéf‘@docé@r@h@ﬂﬂ?@died aI so
agapet theahtigen. it dratbodn wolll id BOgHhato Vldb el HERELy tagamst
JuateWIt a,radl o-1Sso
o B e AL ARl el o s e °

antiggnt AMhHgody eriddbe ﬁémapsémerl @s a dgempeutiniatone bhi

condaigtisgatietdedrarmReInNG:42d,Qls09 \Ecpél EXreQ%lb]ﬁ/r%c91¥ué(At£t ue of
lumeﬁﬁaqu%'bOdy dlrec%%Fg hQF
S&I-28EHE af RiPRGP &h thespae sieyrdllaly et withdew oabb e

blOlﬁ@Cﬁllalnhwtje&ahelthch@zmmsdrecCalaﬂmiloﬂfd diberapeutlicanid body is
racterlzatlon of..an i gen t hat

nt |
RO o R g R B R PRI R
toxip R phergdirsanentie agare Oek}pnseglseidm@mxag ) uhdmmthexfapéxymes
agenf Wltﬁaﬂ@&ﬁm_{g@iéﬂi formPRMp GANGEEall %@E{,@Sp fulg%tf _tilE_ave

ressi on _on non-cancer ous

anhloogn é {?CSHS H’&O)ﬂﬂl’t? fl}ec’ziéxpgfahcogfa@eg s éqq ant i gen woul d be
(}O&h s @ﬁlg spfedrdesimelié frg aamcﬂdabcdldgieﬁhé end.or tmrﬁﬁgﬁ@iﬁ Ehﬁbo@l@x is

e PR oo he roat (8 b AuBal Al b Sy o
of cgeset are\ﬁa@ feast gmeﬂem tahverespieagddn mnaibdref entes of

candek &Sgue‘qs)ammﬁaf{b@f’ft e&ﬁ%&n)ttﬁa@ﬁv@%hp@ dy 1‘3%1&?& mﬂ‘pca%@éro% n
e

c one eC| I C ty cancer
cel ARG G B e SPGB R s g hevadiolir y
makfieg gmboéml’el g- ,nhi@mﬂﬂl@&)th@:ﬁﬁetftﬁ)’ tak gl;ﬂh%&]ic antigen. An

antib IR 't(; ﬁ\tel Q e% Lar r y! ! Lo
&ﬁreren i atio “ﬁgwffz'ﬁéﬁbgﬁﬁ e %Et?fﬁggﬁd@?@b@g
cancers found in d11"fe1ent tissues in contrast to an antibody against an antigen
associated with only one specific type of cancer. The antigen would also be
useful for drug discovery (e.g., smiall molecules) and for further characterization

of cellular regulation, growth, and differentiation.
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[0091 The ADAMs (A Disintegrin and Metall oprotease
Domain) are a famly of proteins thought to be
important in a wi de range of biol ogical processes such
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general, they are transnenbrane proteins havi
honol ogy to snake venom proteins that have the abi lity
to degrade basenment nenbrane conponent and bind to

integrins, thus disrupting cell-matrix interactions.
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antibodies and other agents which specifically recognize targets on the surface of
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WO 2006/ 084075 PCT/ US2006/ 003748 cells that can
nodul ate, either by reducing or enhancing, the
di sease-pronoting activities of ADAMO. It is an
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bi nd to non-cancerous or normal cells or cell Ilines,
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primary tumor has been subjected to at least one round of surgery, radiation,
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[039] The present invention further provides methods for modulating, either by
enhancing or reducing, the association of KID24 with a cytoplasmic signaling
partner. The association of KID24 with a cytoplasmic signaling partner can be
impacted by contacting a KID24 molecule presenting on a cell surface, with an
agent that modulates the binding of the signaling pariner to KID24. Agents
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for 3 weeks starting at 21 days post-tumor implantation. Figure 4A shows the
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[052} More specifically, the term “KID24 modulator” as used herein is defined

as any compound that (1) is capable of disrupting or blocking the interaction

between human KID24 and its native ligands or an ant-KID24 antibody; (2) is

capable of binding to human KID24 and its native ligands or an anti-KID24
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1062] Asused herein, “agent” refers to a biological, pharmaceutical, or chemical
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beneficial or desired results including and preferably clinical results. For
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use as an inmunogen. Cells {e.g., human fetal kidney cells) may be used as

immunogens by themselves or in combination with a non-denaturing adjuvant,
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i094] In yet another alternative, fully human antibodies may be obtained by
using commercially available mice that have been engineered to express specific
human immunoglobulin proteins. Transgenic animals that are designed to
produce a more desirable (e.g., fully human antibodies) or more robust immune

response may also be used for generation of humanized or human antibodies.
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Met hods, Setlow, J. K, ed., PlenumPress, N Y., vol.
12, pp 1-19 (1990); Stewart, J. M & Young, J. D
Sol i d Phase Peptide Synthesis Pierce Chem cal Co.
VROERFEIYS 111, (1984); see also U S. Pat. NQS7US2006/003748
4,105, 603; 3,972,859; 3,842,067; and 3, 862, 925).
[ 0931 Pol ypeptides of the invention naybe conveniently
prepared using solid phase peptide synthesis
(Merrifield, J. Am Chem Soc., 85:2149 (1964);
Exdroplghéfench 2hffe tlyv..Acad. .SCi . A 82: 5132 (1985)).
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10971 An alternative nmethod of cloning the protein of
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KID24 made by the methods disclosed herein may also be used to identify the
presence or absence of cancerous cells, or the level thereof, which are circulating

in blood after their release from a solid tumor. Such circulating antigen may be

an intact KID24 antigen, or a fragment thereof that retains the ability to be
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{0118] In aspects of this invention, methods of 1'ad{oimaging of tumours or
neoplasins, or of measuring the effectiveness of a method of treatment with a

radiolabelled antibody, comprising the step of administering a radiolabelled,
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di agnostic or therapeutic agents will be tailored to
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used herein, detection may include qualitative and / or quantitative detection and

may include comparing the level measured fo a normal cell for an increased level
of expression of KID24 in cancerous cells.

[0120] The invention also provides methods of aiding diagnosis of cancer (such
as pancreatic, colon, Jung, or prostate cancer) in an individual using any antibody
that binds to KID24 and any other methods that can be used determine the level
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disease states other than cancer, using the methods generally described above in
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disorders associated with inﬂammatory or autoimmune responses in individuals.
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VIL. Compositions of this invention

42



i ndividuals at risk of organ or graft rejection. Over
recent years there has been a considerable
i mprovenent in the efficiency of surgical techniques

vi®soosbda@aspl anting tissues and organs such Qanﬁﬁhﬂmmmm
ki dney, liver, heart, lung, pancreas and bone narr

Per haps t he pr|n0|pal out standing problemis the Iack
of satisfactory agents for inducing inununotol erance
in the recipient to the transplanted allograft or
organ. Wen all ogeneic cells or organs are

[01R ¢l aspihaentiod alsorenoonapastrs tofhipestionst ingludoggrhaanaedonée

co1ﬁf3@; tgﬂnfsfc%ﬁﬁﬂfswl r&@tbﬂ[gdégtﬁigord% ﬁﬂgp%@l&@s d3REG RS and-he
S mune sy stemls 1k an | nmune .

I\HS%@S%*&H%@% @Olwﬂéﬁﬂgﬂﬁs ’é?ﬁ‘ﬁ”@*élh%“qqﬁe%%énfcfda‘f*&ﬂﬂaﬁ@%

ant{odss- emrcsu&a@élaé tas eiseeRsi8)erdifadt Dged IR reid &@h{;&é@mlbﬁ@ of

I ans | ant ed
b R LA oLl AP St SRORRRPT T ERER Uit o
bmérlt) KD, mﬁl%mqnbml lawetsgtahs@ renbontpas snd fre ous er ohorot her
Khidé, i

R A G A S R S S

poﬁ@@%F@?émjPﬁﬁ?ﬁ@@ﬁﬂ§ﬁdb%K%¥Her non- anti body nodul at or

[012'H 'Ignldb@\tdnhuheﬂtﬁe@ q;ldeiﬁle%ﬁ]uga&ts lob&@ymmztltﬁé@u&é eps

agoqgs(sfarnlta % istg 0 Iillgtglr*%grlg g?glttmn%l cb,lgrg}cgﬁ%bﬁgp {?\fl ﬁulngu
thetintendast fh@dlﬁl’oortf“h@ch@ub@ftth@ paisigult BE24 peptidd agamisy,

anlg Sk hlcRRat! h.’hcs@c?_‘mgééttﬂé ﬁ\@ﬁld@&(llb@ﬁlﬁ_ ﬁtﬁ\é%g&hgn 42 WO
2006/ 084075, PCTNS2006/:003748 Hi's i Aventi on

ANFPUVS Sh BRI TS VHBMPORI TG AE MR eigs g such as any
Hm@hhkn&bé&ﬁb@@lUm&ﬂﬁm@$hhh®ﬁ&gnﬁﬂﬂpﬂh&hﬁgoaphhﬁ&&£ﬂ4

pro%&drg@%g&émd%}émeﬂfl {%ﬁndaqsun ?e%iai mgﬂla@ D el Sulé%ame

thaéﬁéb@‘nﬁgﬂsamert b@sm pcamﬂmﬁe\d&@g o amlmobene pf falgetmr@l as

gro@9§§d}iabl%%f hﬁhﬁﬂlg‘cové\}%nﬁal%@(ﬂ Q808 PeptCRMRAREL 1108 ples of
her. co rlse$ nF or nore antlbodles polypeptldes
m%{ﬁ‘dﬁsﬁe“fﬂs afn‘E PR A 1O PHEPAF 10k ORI gbiRR ep are

desanb@igoiteah ot ainfeds) | A finnsChandtdtofrapine AD]PraﬂﬁﬁEApproach

IRIPPJeé/s'Wé‘étS?;tt g%g%%"efma orkgco%‘?ﬂ}%%g 10m cggqsgéﬁfhlgﬂﬁgx

etay. dCC&SQD?Wfa@m”éeﬁhnmn@S mrﬁmh@meﬂhryfamdtbﬁelmmld&ml@s:s b7,
Par€ DNINGFRL-RSI A8 (1879); 5B 4 e pa&b@keeafﬁqgﬁh , antagoni st

dul .at.or , d t t hat
en g BRrO e ReRALE FHe R ofr g %‘mcf PPt
1780 a975); caud@r:lthBZﬂmp;e@hnodeatcagg@m;sDekkc&r{ummn| st or
Glfﬁ?%é@]%l%(ﬂdegm%?e%\ &%r&blggg&&%i‘ I@lﬁﬂf (E;g D%é)ﬂ%? agmalsft o

oni st dul'at’or “c
or Igow‘ﬁeirog ﬁﬁqi ARy rt@osthcxﬁmggz eg in the dxagnostm plocedules

discussed herein.

[0129] The KID24 peptide agonist, antagonist or modulator agents, polypeptides
and proteins of this invention, including anti-KID24 antibodies, are further
identified and characterized by any (one or more}) of the following criteria: (a)
ability to bind to KID24 (including KID24 on cancer cells, including but not

limited to pancreatic, colon, lung or prostate cancer cells); (b) ability to
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013520 gt has of the follow ng:
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individuals W1th cancer or other diseases, Therapy with anti-KID24 antibodies

can involve formation of complexes both i1 vitro and i1 vivo as described above.

In one embodiment, monoclonal antibody anti-KID24 can bind to and reduce the

proliferation of cancerous cells. It is understood that the antibody is
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treatment to target these compounds to the cancer cell containing the antigen
recognized by the antibody and thus eliminate cancerous or diseased cells,
Without being limited to any particular theory, the anti-KID24 antibody is
internalized by the cell bearing KID24 at its surface, thus delivering the

conjugated moiety to the cell to induce the therapeutic effect. In yet another
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development of metastasis in an individual who has or has had a primary tumor
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administering an anti-KID24 antibody or other KID24 modulator. This
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embodiments, the antibody is a humanized or chimeric form of a non-human
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[0153] In yet another embodiment, any of the KID24 binding embodiments
described herein can bind to I(ID24:—expressing cancerous cells and induces an

active immune response against the cancerous cells expressing KID24. In some
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ant i body dependent cellular cytotoxicity (ADCC) can
elimnate cancerous cells to which anti-KI D24 bi nds.
Accordingly, the invention provides nethods of
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antibodies, may be used to prolong half-life of the antibody and to prevent the
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the suspension may al so contain stabilizers. Liposones
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delivery into the cell. (01571 The pharmaceutica
Wormwwrbatizon for systemic admi ni stration acco

the invention nmay be fornul ated for enteral, fghﬂ9m59m37m
parenteral or topical admnistration. Indeed, al

three types of formulation may be used sinultaneously

to achieve system c adm nistration of the active
ts as well as fornulations for

ant]ﬂﬂ)g{ %gm atttaggg%ﬁdh%g?séﬁﬂ@pwnewglgm d’gtqmec)yc)fare set

par ént e
adipgligtntipn nRg e migteomne?&h&d :%'&Qﬁo@PQmPcroggtLlog;
d
is bB!%h%lrd}ﬁ@b{uc%Q% fhe thlbel N ] el 19, L £ ?81@%{1&“
oSl tab& e fo ati ons Cfab or&f %(d’ﬁ‘? HY §’t 'ezaneeemmeh ufle
"REPE GHs é%cfltm@é l%lpmﬁifeletaqasuu] @8¢erhd defls, of ABRHHS the

deviehphudi dsfgnﬁ@sa&s@;d /‘;zﬁz@kaﬁiv%i Tét%hgéf:(}eﬂagﬁlg g3 bﬁ%s‘% H efgg? ps

for Ig{daggl%h an r@ﬁ? ant?qqélg?gtna@relpﬂ apraperidtor Wzml(a,tqed for

Orrﬁﬂh‘f”ﬁﬁﬂﬁ&i@w@ﬂs foy adhigved $100indBrelasd A1t LAREN Iu% S aallt | y)
C

101621 QWERRUSH S nt r amuscul ar
dotd tlhough ot ﬁg?ntf %%%‘gésafnl 3%‘?1‘:[%?%4 #aithogies ceygbe, ~or al
HICSSAPiatadly it anitduals sthoused becrbgoat hdtghtore

adngnitsfratich [32411&[111&1'&1@9 i RLeberabl
anhQ %c;géét | A ?éclgz; V%gg @L\?}fg%ﬁ S\ég zb n Q%t‘”ggp?‘jne
df‘“i%ﬂ a‘&égﬁﬂ?%@ﬁbgémata Iomrkeacmfdhé heeclficke

ger' s sof

canqg@gg{ﬁc Tthte cpabe fodlulvat]. dﬁ&@gﬁclﬁ&?@&h@&@mehsﬁemoﬂ ?
end on the particul ar

tumbi Jﬂﬁfﬂg a L g
n a ﬁﬂﬁ tri(ﬁpcﬁﬂ ‘)ﬁ%dtaﬁ)gbs& Va}tlgﬂaxllﬁgeﬂélaﬁaévéqenﬁpg@fdpwor

ndi vi d
size é& KPP g} 1eld1r@51§g tefhngguek easimabottherl Q0 adsgdsKg bPAHY .,

fumqueliigguty, aﬂml&o@ioﬁf&:rx@f?luyati%h of ltl?@t%]ﬁno‘:i!% ngloz 0 ugl kg bOdy
meaf¥ebgBt oI g]h ndlrect ienﬁ;ﬁe ol a 750 ug/ kg
body wel ght'; OB e Féf gﬁﬁyfomml%i@a?slan&bbut 3 ny

decrgaggy Hbfwyox/\zeaxglmls, impverdnpee-LpURier &*ahmu or o%%%t about
| east

disalBlitfGsdokdtel .. even refer
O; I?f%;:mts ° ter@“yq %‘g@{go’%ﬂ& sEETeed SRR Ar ot kreai 1{1@114@11117
TFe R Wit Gets @nslolslugahoasf tiheivanl it whil be,
appageem:rmequsmu b e QR thi bk ermnation of the
nldl‘/‘ij(ﬁ?a@gﬁe I}{‘ﬁggf (éince whi C%Oé&%ee Vglgl%ag‘f&?ﬂegdwg % Hhe
I’t e tage ehcansern M’ﬁ*ﬁﬂ\ezé@ canter bedbegsnor

humen |
to metagtysize ke pihpar 103m0mm diceisdividhyal b dURegad QndPEcQJchfb}gx Yo

treatthaitf béih$ @s@f the antibody and to prevent th
{9163§896 840 5 PCl'/1JS2006/0 03 74 8 antibody being
XL ‘Of‘ﬁglc}ﬁ%tsugablﬁﬁ@mstmmo%mU@ry;y of

includi g bt sotrl@hitealno rmyride s%tﬁrlfﬁogcﬁge %ge e%gxtne% over the
MahabPdi%5 8199%) AT 3RY 14304 859. Liposomal preparations include, but
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[0164] In some embodiments, more than one antibody may be present, The
antibodies can be monoclonal o polyclonal. Such compositions may contain at

least one, at least two, at least three, at least four, at least five different antbodies

that are reactive against carcinomas, adenocarcxnomas sarcomas, or

adenosarcomas. Anti-KID24 antibody can be admixed with one or more

56



i s based on reduci ng the nunber of cancerous cells,

mai nt ai ni ng the reduction of cancerous cells,

reducing the proliferation of cancerous cells, or
woehayisngs t he devel opnent of netastasis. PCT/US2006/003748
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achieving sustai ned rel ease are known in the art.
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adenosarcomas in organs including but not limted to
ovary, breast, lung, prostate, colon, kidney, skin,
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pell et was resuspended in 10 mM OF nedi um cont ai ni ng
insulin (10 ug/m), transferrin (10 ug/m), epidernal
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with 100pl FACS diluent for 30 minutes at 37°C. Monoclonal antibodies that bind

to human fetal kidney cells were purified from tissue culture supernatant using
protein-G affinity chromatography. The tissue culture supernatant may be {irst
passed through a bovine IgG column to remove excess bovine IgG in the
supernatant if desired. The following materials were used for the antibody
purification process: hybridoma tissue culture supernatant, Immunopure (G) IgG
binding buffer (Pierce #21011 Rockford, IL), Immunopure IgG Elution Buffer
(Pierce #21009), concentrated HCI (for adjusting pH), Corning 1 liter PES
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CO, followed by cervical dislocation. Lynph nodes were

harvested for hybridoma preparation. ]0172]
Lynphocytes frommnm ce were fused with the nouse
wiyeboomer7h i ne X63- Ag8. 653 using 35% pol yet hyl. ,
gl ycol 4000. On day 10 follow ng the fusion, k?ﬁgm{mm%m
hybri doma supernatants were screened for the presence
of human fetal kidney cells- specific nonocl onal

anti bodi es by fluorescence activated cell sorting
dium from each hybridoma was

- Conditioned ;
:};OI(QE@EE%;%{G Od‘lep gr?.E 4B g]+ﬁ1 25?1§§13Aﬁ4t3ﬁ09§nC3111i1@g4 Oty of mlatsiam
haprepeip A Tdngyiaet $18 tenNfAL R s hAAC BRALIE QR F&sjggt Ge! lN'
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ncuba _
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“’”%F?;'& Fﬁ‘éé@%‘,{‘e By ishuy KIpddwniilodpratones haesie as
mu-gef-EEPR tfcorl e bIGE s@PRS I UWhs G20 A% qand
Vol&%f%{ﬁﬁ% g@%é’rqlﬂasggaggt o{_g their binding to PH
oourface of “the hurant &t f SYAcHr I Bng migpyre BAGS. A
AORGHI %H&’fafmﬁmgl ianmmmrboﬁalsupé\xtda&ad%ag%hﬂ&?‘%fd
passage dnduighkl DDA W@§ie S Which, binds an anti‘gen
soprde Siegnlafgtl ed K DR4. ‘C”'Srﬁiééa Fi}%?‘?aéa\owrtré"’ aﬁé‘&ﬁ‘iﬁg ORtR AOFiR DR 4

PRt bodi™e “Sb%s‘i“? T péoepanydedh (Mmetiont Bio¥EehWE)
and Swhtvaihel &0h 590 8baid um YD HLEAORRLGEQWHD. and ant | body
Puri itation 0 anti“RKeb24

THAIAE b f ¥ + BEX~nzv _te 3. ]
?rnu ot t?ég?‘té%‘p‘?ir”% g’txfdih]““’& 5 ARE R Ppav e «i By te U iTeN
“CHBt Yrrqdedielzedeipos clveive wdethe hed b aMmiTss Ug 6yl g ur e
empfyl tasdss1 180 ollBne SIS BHGE .0of +10. 0, MM EDTA, centri fuged
mon@lior 00,1 om Fop one BAend g%edpeﬁkqufgg%@g@mﬁg PBS
contai hi 55’ Y95 BRe i eth dhe Al EDRAIFAGS: dijdcuenhi.» Fhe

wettedlilealy se rasat@Unt, @ NaWd- s y&&&%%@@ Ond ;i%hr'fg{l) Plniz"Acs
W

PBS AQetlt,.; _ cells were incubated”
di | ugng ! %3@%@‘%&%?@%%\%‘ Syeus Rbislyriemar changi)btidi es

purifier] grorgFiagal angbarymans sietialilokbdl ek Blck S RLEe) bqweéfa{ ed
2-8ecfromtissue culture supernatant using proteiln-

10175§f finity chromatography. The tissue culture

(parnistdmuifieg anteboily vet talpassedkdhiaua g bovi ne | gG

conceoOh ML TV BBV e &AEESS,BeMENe, 1 aG i n th super nat ant

electrigﬁh Qg‘%%i ke, t?‘rTCl}T? f ol)gl %ff’?vi rﬂ1lg%i;r51§tqj ?%Fiagﬂ’é“%? %‘Sused for the
ANt m?cfy DO R T AHE pies sesenddrpbtti woRRdtEiRg MR

reducggl couigosuipeamai st mdi PR MUYE, 106G ud 9% Hiddjn

bandiBb @i, Q,Pjn??&qmﬁglotlbl Rock ord. 10 C?%?u%o@%@é’%ﬁbe

o176/ELUL1 on Bufter Biiodtes 99 gereysmasdptewitvat ed HO  (f or

0 U R GR o) of dgomniang-KIDRE et oRES: 128 MEA2006/ Q84075

hybridRGTd ip&SAOBE QOB LAR tested for binding to human fetal kidney cells.

The cell samples were prepared as described above and incubated with the

purified antibody at various concentrations. After incubation the cells were

washed, resuspended in 0.1 ml diluent and incubated with 1ug of FITC

conjugated F(ab)2 fragment of goat anti-mouse IgG for 30 minutes at 4°C, The

cells were washed, resuspended in 0.5 ml FACS diluent and analyzed using a
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(pol yether sulfone), 0.22 mfilter (Corning 11431098,
Corni ng, NY), Amersham Pharnacia AKTA Expl orer System
(Amer sham Bi osci ences, Piscataway, NJ), Protein-G

e 0se 4 Fast Fl ow (Amersham Bi osci ences
“@1@9@%@ 03), Stripping buffer consisting di¢T82006/003748

Pot assi um t hi ocyanate/50nM Tris pH 7.8, and PBS
(phosphate buffered saline), 3MTris pl-1 9.0. 101741
To purify the nouse anti-human KI D24 anti body referred
to herein as nu-anti-KI D24, the volune of the

d Agéggzrqqétsaw? (Besormpakine @4 baxmﬂ)sara:@qmlm QéqhéJH‘QIuﬁJn the
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Lo puffer, Q\glﬁg@;ﬂd}v&%@l %%Eg?gvearle %Pﬁ-l Y BB oPARN YoPealetal ons
0"%‘5@1%&? 3 perdeidingponilie lautonBnewy toh tishe: @ddid m@mecp% 3M
WelII'lea&s (Iptod). @eIl@vveL%'WJsMe& WaRPE6Ink BQLY uch% t%? with é(ﬁ of
de%lrgc?anlb ﬁg) 3 peak fractions contai
I"SR5P ‘aarﬂl‘?SHS‘afP%rfeatmem Henk’ ?Belawdlseh Ssﬂnﬁph es
I‘mﬁﬁ)scommnaog &t HSmt cnda. m sodivRlbed r§l 1 dRaly 2R, cassette
4:Q #668 d dialyzed in |Ix
iemé tLQthl l%rfsqk?ﬁ ﬂée FES “Eﬁ%ﬁ‘?j‘%%‘“\’&i R 1941l peiwell af HBGT s
befogg Hw%qdy@i @1tlpb¢rs@hamlgp¢roxﬂaaee (HR isédogdaiFRAAELAN @m
a;@nIthng MRS red Q.2m Acr i SC an

fer e}gﬂé h -Sg)tcﬂ %M looﬁ%geéﬂpoef‘atﬁiﬁ E‘? &4 AH¥F body
mna ?’af dnree digney é‘tl@rfr]ﬁfﬁ%nddhe oflor «b@ngmﬂom;hue orviby LV
subsiaso KbAheas éd%ieaqi eaﬂ;ﬁdxz@l@@'l@@h é%%& g, gglogghange

t h
reacg&?c a% sglﬁ 84 %I]S HE agﬁﬂwpé)é éQQuh ger@@ﬂﬂj)fﬂ%pbosﬁ:’bprlaﬁmdi ysi s

The plaigyotae ﬂiearreammgm) asod Ntk i &Rik QR sgtmﬁzn%eg%@io%m
TabiP@andi ng pattern of nonoclonal antibodies an
assessnment of purity. 101761 After purification of the
mu- anti - Kl D24 nonocl onal anti body fromthe hybri doma

ExanBUpE IR & E}ﬁ: ccrgiéttghcym.aﬁ/ﬁqg ?%!exgperéstg%n Iggﬁ{infé?q cel; ‘ygﬁﬁ?@éd as

10178) KB hor e Bns £ Livis AB B pet i donflhercypunvs ed
cultvgntished yhatelisardrotifiscd0REePES Ad RS scrAfkeh 1 1,1 [g%%gﬁf' on
m

st e LG L e
grietof &pT@ofaQe @mpleterousieprbgesd @EK3D (EAY heSe@lar 4C.
BiochBhical§ E&ﬂ@th‘é@fs@te@@cﬁﬁ@i@d Lgssaye%gagencg gentuiﬂggd gt lm 005 Q%S
for 01% imé’lurgtl 48 dfhgrc]laan}llég Fysgtilwnas then pre-cleared for 2 hours at 4°C
with 5 ul of human IgG conjugated (Img/ml) CNBr 4MB Sepharose beads
{(Amersham Pharmacia). Human IgG beads were centrifuged and removed, and
then the pre-cleared lysate was then incubated with monoclonal antibody mu-
anti-KID24 conjugated to CNBr 4MB sepharose beads (conjugated at img/ml)

for 2 hours at 4°C. The mu-anti-KID24 beads were centrifuged and removed
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WD 2006/ 084075 PCT/ US2000/ 003748 FACScan cell sorter
(Becton Di cki nson, San Jose, CA). A shift to the right
on the FACScan histogramindicated that the purified

wandobpedysstill bound to human fetal kidney cg
[0177) In other experinents, the binding of tdwéﬁszﬁom’o?’“s

mu- anti - KID24 anti body to K1D24 was tested using live
cell ELISA. The follow ng method was used, - although

ot her methods conmmonly known in the field are

applicable. Cells (HT- 29, SKOV3, SKMES-1l, SW80,
afteSKBR: 133uranchibHRAEIBb)h the hemgh oY ahd 0% et aboboyidne
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washed t hree
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butfeebilsa o o g];:gfho SN d ith the
.add_isé?%ér}%ogmilg o@ﬁ%?g%g P M§§ %Smﬁor%gs?ac The
con et 0 i Lk ke RO o s 11

nitr@wiinasd e do heh@w dtoont dthSerdunnEZ BB 0 Allulose was then
sis. of KID24 expressi.o z ii.z ca

\wa t ’>r eci ]
SMH@Q T4 i tﬁ 9%”8@&“@0’ Fray 12%"8%&}1 ¥t noma cel | Tine
'[018}314@@11“@53195 dmpztocacekmﬁl ro@noY-Ian24 LS iHeaRs skl kdp&ific -

moléi:h&h% ht A
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Specf ag%g;: h“c?awof%‘&%ﬁumm%}@ &vas gied Preseabiveen pet-anGim
ADANSI antidullfee bvedf udeBTA 0@t GOAPLRIRpMAL RS Sl
Flguf gktail (Roche Mol ecular Bi ochem cals)) and t
ysates collected. Lysates were centrifuged at 14, 000
x g for one hour at 4C The clarified Iysate was t hen

I:;xani?ﬁceﬁ Qt?ﬁﬁ{cf%gzjfgﬁ oﬁhmltlz e | L o mds IE]SLIHTHI’] l9G
Tann J f' P rrg -

Human IgG beads were centrifuged

{GISHﬁaleraﬁ[’(QMEfﬂ) W]&ﬁldmuté’hé%@@ bR 1§is§1@(e@.%1h)§§l§)ta& tyas then
ant ant i’- KI D24

th _nmonocl onal 1.b
e M S ROt S o Y als o(HohPligdesa at
2002 ilrlﬁﬁliﬁf $77(3%r2221 % Uretedts adGiepThmedibly SIDS-PAKIED24d hrads
was Y¥Bined GeH 4 éJIMQﬁx@C@MaSrSf%Weel%aggnt (Invitrogen). The proteins

of interest were digested in the gel with trypsin. The tryptic peptides were

sequenced by microcapillary liquid chromatography MS/MS on an ion trap mass
spectrometer (Thermo—Fhmigan LCDQ DECA XP), as described in Wu et al.,
Nature 405: 477-82 {2000). Alternatively, other commonly known methods of
mass spectrometry, such as MALDI mass spectromeiry can also be used in the

practice of this invention.
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WD 200 6/08 4 0 75 PC7713S2006/ 003748 after the 2
hour incubation_ Both the human 1gG and the

mu-anti -1 Q024 beads were individually washed three

WO mesosadh 1 nml of |ysis buffer and then washedustdniee s
times with hnl HBSS+. The washed beads were el uted by
the addition of 30 1 of SDS-PACE sanple buffer and
boiling at 99C for 5 mnutes. 101791 The sanpl es were
then resol ved on a 4-20% Novex gradi ent gel
(I'nvitrogen), and transferred onto 0.2m nitrocellul ose
menbrane (I nvitrogen) and visualized by western
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noxf] %éfoa%em ’\9013%%%& (et o é(awemrfgs SOngiTDREal e
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nti at -.a ant.i bodi es were
a t%cﬁ&%ht%ﬁ;ﬁ#%%r}%buq}eé%%mﬁiié?3 0 SHBW’S piyoom gur e 1.

he resu

- temperajuge. cTheeRgicas tveare #an voshef thdeiasd wgRihd Bowkich:

buffez WFambiind cl8h ibedi I VAT PRRCLLOMEL “ |
hd2A1Bh NS bS 0y e I%qg»%g'd'\/aﬂéﬁg ailgpmo%%d S

The antigen to
1BG lgSM g@l E{? %@girﬁFrgﬂBi}S@(?PnIF&a“%ﬁidémpﬁas@as@ gdistrogcopy
dlanzwgﬂdﬂdn@  cud/he, Stpiraod. Mb. K852) 10 fhy sodkufifuiom
huff roteins are separate
o Ept B b e RR e SS R  rarrnieboviii0oh et 1 o1 dal
S“‘“‘e%é dycee giunerrséagahtitg hwnmmgemd exhiitnd @iRi-ns  of
Nikdnnhei®sépaner € digested in the gel with trypsin. The
Cryptic pept| des were sequenced by microcapillary

l'iquid chromat ography M5/ M5 on an ion trap nass
spectronmeter (Thernmo-Firs igan LCDQ DECA XP), as

(018988 gér;ﬂag {E’%Sée uf % er@e%dg%“%&#&tﬁwégﬁmé;;wgg n}(ﬁlgr%g?%s s
uscd?l%rel&rpibt qi«g,é{ieggﬁgfy adter MARDpringsetigpe cdtionk ifeyhgzian al so
werekenplsed. iOhelslgh alRl@ALHEEy A Tndiil Fis 1Y ERLE On Mang'ham

and Isaacson, Histopathology 35:129-33 (1999). Other methods of antigen retrieval
and/or detection may be used by one skilled in the art. Results from

experiments performed using frozen tissues or, where appropriate, fixed tissue

with antigen retrieval and POolyMICA detection were performed. The binding of
anti-KID24 antibody to a variety of normal and cancer tissues was assessed. In

all cases, antibody binding in control fixed tissues was correlated with that of
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WD 2006/ 084075 PCT/ US2006/ 003748 FX9LW'le E
11111117,11101 Mods [01831 Frozen tissue sanples from
cancer patients were enbedded in OCT conpound and
VHIPOROFPGzen in isopentane with dry ice. Crypseetiofiiizs
were cut with a Leica 3050 CM m ctrotone at thickness
of 8-10 gm and t haw nounted on SuperFrost Plus slides
(WAR #48311-703). The sections were fixed with 75%
acetone/ 25% et hanol at 10C and allowed to air-dry 2-4
froh QU S, at tenperature. The fixed sections were
510 %&%3 OB PR S Sy aafy s the v aid oy
T i oRrEelschenust ry, the tissue sections were
[018@ ol eMREneB&EN 8 Gud hard b ¢ red 0,05% Tween (TB-T)
expBRcRlQgked in bl ockiyngﬂtgﬁ?{%%{rﬁﬁé@f}mgégevﬁ mal goat
~ser um and®10Hg? MrscaMisginomatiffgenironute s shbwih 0oy
in Taglegetater end Tabie sl i des were then incubated with the
- anti-KI D24 and control nonoclonal antibodies
di luted in bl ocki ng butfeér (I pglm)y—for=66-—90—m-nutes

at roéliﬂbiq?ermian'mbﬁ.ofKmmzsﬁaqtdlﬁiaﬁhﬁ\ﬁ%ﬁﬁmﬁg washed
o i ith the blo:ckifig buffer. The bound
S}d%r:.[é’&f?nnal ant Rerodlises wer e det ect ed wi t ha goat
Livzanti mouse | gi& swepginidddny H( abla) dpieneyi dase
Tidéenj—uga;nc andvegivper oxi dase substrate
Tun ' nzi i efupdlesyy/ nl , _Signa cat. No. D 5637) 1
Forn O M-sodiumdiefeiive buffer pH 5.05 and 0.003%
r oxNestive{lgstpindag on Aidew FudiaDROY).  THe
stained slides were cou nter-stained with hemat oxyTTJn
.and exam ned under N kon m croscope. [01851 In sone

T cases, paraffimenbedded—forraldehyde-fixed tissues

@ may berabUsehbeh ukTUPRR temistry after 1
appropriate antigen ret Ftlb%%/%ﬂmﬁ%?lh%' > RRE%E enpl oyed.

Tiss@néyguch ant i|gebulet 71 evalnettod—i-s—deseri-bed-in
Colayangham _and [1$a@gsofmidd SIFPALIREogY 3512933
Breagt1999) . Ot hell Neehh@ls, Ol @RLUET retrieval—and/l-or
Pancikepect i on_may +BeicrSathifis A9, 3 Rihbed T the-art:
i A
on /4,

Prosésul ts fromf Texper $tﬂiﬁﬁ{gsy_lpﬁﬁ4rtgﬁ%§¥mf%ﬁ
Kidn“ ssues or, _m‘saﬁr{;p{l l}av(Le, fixed Cissue "Wwth
Nt igen retr tiva 6 lyWNbEsAr Aeh BET] T =
Lungser f or med. The/bioRdishgniof on ant hnﬂcéb}-ﬁéé%g@j}éiﬁoi{tgﬁ;mt ©
Ouaari-ety—of npfirdrsand cancer tissues was assessed. |n
&-l—cases, _ahMNegatily diddditmgoisn contr ol TixXed TTssues
was correlated with that of 63 WO 2006/ 084075
PCT/0S2006/003748 _frozen tissues. The results from
frozen tissues were only used if the Two did not—ms

| Fellh® KOD44 Ol&expression on Tumor Tissue by IHC Analysis

ch

Breast Colon Lang Pancreatic Prostat
. - e
Tome Carcinoma | Carcinoma Carcinoma | Carcinoma Carcinoma
Source:
Clinomics 7/13 12/12 g/12 9/13 5/12
Tumor
Source:
Lifespan 3/4 4/4 5/8 4/4 4/4
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[01861 For convenience, a summary of the combined
results of several experinments using frozen surgica
tissue fromdifferent sources is shown below in Table
kg 2dalk@2, and Table 3. Table 1. D Str'bUt'9Puﬁtmmnmnmm
KID24 in normal human tissues Tissue T )e R

Skin 1+ sweat | ands and +/- basal elldern1s Li ver Ne
ative |Cdne 1i- tubules Lun Ne ative Pancreas

Negative (1+ staining on a few ductal cells) Table 2.
Distribution of KID24 in human tunor tissues Tissue T
e Results Colon 1+ to 2+ stainin on 5/5 tunors Breast

ExNeplaVli UenonchdcAatisDes s Pancreas {-/- to 2-+- stainin

4- staining on 3/4
o e R e BT S K o s NSy it 41 5
V"‘FQIWLH lingyd f4 org téffenemn gy pen ol fiGutdl ﬂIQlEASeC;uH-tH e e"‘écm Jdoas30:'/7ar
ative o unor s
o A B OB ot o LR by v, e asstion
pO%HV%ﬂWBF%?Wgsu@rB%ﬁiWCF%WMM@JyS|s Breast Col on Lung

[0lp&ln‘imﬁlﬁazwlﬁsi&ﬂﬁﬁﬁs&tyqem@@r‘/@élQ 95@111@@&@1 %l%&%ﬁr “S;fld g?g

tecﬁg&?%@ gﬁszs?a{) in G o1 /T#gﬁ% r(:@g roRdiffopent esdinhay ablia/ 4

linesy geug rgmayed! fr@d WG ra0 0640840 %1118@111411\—@?@@&{3&0 34484
andERAB e 1:{ O BHEBEYE 9ARETS T £ 85Ul LS sectioned, then
stained using a standard IHC protocol.

{0189] Results of the binding of the mu-anti-KID24 antibody to various

established human normal and tumeor cell lines are-compiled for convenience in
Table 4. The experiments represented in Table 4 include Live-cell ELISA and

CellArray™ binding experiments using the methods described herein.

Table 4. Immunocytochemistry resulis

Reactivity | Reactivity

Live Cell
Cell line' | ATCC#H Oxgan Cell Type Cell Array| ELISA ]
Normal mammary
HMEC 1| CC-2251* Breast epithelial -
Endothelial
HuVEC Primary ceils Normal human adult +

BT474 HTB-20 Breast Ductal carcinoma -

MCF7 HTR-22 Breast Adenocarcinoma -

MDAT175 HB-25 Breast Ductal carcingma -

MDA3G61 HB-27 Breast Adenocarcinoma -

SK-BR-3 HTR-30 Breast Adenocarcinoma -
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[01871 Monocl onal

t est

di fferent types of tissues.
WOR06/0B@rs weak positive staining,
positive staining,
stai ning and' -

reactivity with

for

|+_
negati ve stai ning.

vari ous cel l

+

-+

lines from

+' for

mada

for strong p03|t|v
[01881

ant i body nu-anti-KI D24 was used to

The results were scored as

/{%tl(ﬁ)(/003748

| mmunohi st ochemi stry results were obtai ned using
Cell ArrayT™M

~technol ogy,

as described in WO 01/ 43869.

— rent established cell [lines were
¢ L3 he growt h surface w thout usifng
R - 4 - b el e
aségﬁﬁg;ekédguan geduien |OCT+E€onpound. The
£Rbl s VR € rozqf and sectioned, then stained usijng a
standard—+Hc plutuuun. 0188 Resullt s of the bindijng
cafad he gy @Ent|i |{¢g24 Q&lb?d to'various est abl ijshed
umer| nor et dnu ttn -conmpiled_for
Cdonvenitgmess iin labl g 4,, i ments fepresented.
in Tdble 4 |rC|ug§’L|v -enwngE?%A and—Cel L ArrayT!"
SKMIERdi| ndi Taxperi Menks YSighbhob P& RIS _Qesc i bed
her eifn. Tabl ¢ 4. |nﬂln00y[UbHUH|bL|” FeSt-s—-
Heact iGR-P7ReacOiari ty  LicwRiogh ! <,eII .ling ATCCU
Qrgam Cell Type Cell [ArTay ELTSA—IN uuui rarrar-y—HVEC
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r Consistent with
SKUT-1 | HTB-114 Uterus leiomyosarcoma -
Connective
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* CC-2551-- BioWhittaker
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normal human a were tested for

mu- anti KTD24 bi ndi ng u3| ng standard flow cytonetry

pr ot ocol § T hat arewetH—knowr—-r—t-he—fiel-d.—The

oul s asmrian sndaoule Lo g0 e S L
% Shifted on Flow CelT T e ytone p
SKNE! Linegy 81. 5/ HT 1@80 iphr osar Lo % ke fow
Prost’##& 88.5 |NOI -1 1460mlgung 59. ¥ HI299 ghyng—95
Cal K NgTg— 49— |HF—29—Co}0n-82--9 815
HT 1080 Fibrosarcoma 89.2
rPCa Prostate 88.5
~NCI-F60 Ting 552
F1159 Tung . . | 55
Calu6 ' 'JL';}'n'g _ - 49
BT 79 Colon &9
HCT116 Colon 537
MvV4tl Leukemia 253
NCL-QOvar 8 Ovarian 99.4
B16 Mouse melanoma No shift
SP2/0 Mouse, myeloma No shift
Normal human PBL White blood cells No shift

Example 8. Mu-anti-KID24 binds to nnmobilized human ADAM-9,

10191] Purther characterization of mu-anti-KID24 was performed using standard
ELISA procedures and purified human ADDAM-9. Briefly, purified human
ADAM-9 was coated onto 96-well plates at a saturating concentration. Doge
carve of mu-anti-KID24 were allowed to bind (0-150ng/ well} and mu-anti-KID24
antibodies that bound to ADAM-9 were v1suahzed using standard ELISA
protocols.  The results showed that mu-anti-KID24 bound to purified human

ADAM-9 in a dose responsive manner. These results are consistent with
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standard ELI SA procedures and purified human ADAM 9.
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bound to ADAM 9 were Vi sua |ze usi ng standard ELI SA
protocols. The results showed that nu-anti-KI D24 bound
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manner. These results showed that mu-anti-KID24 can block ADAM-9 enzyme

activity in vifro.

Example 10. Mu-ant-K1I)24 is able to inhibit soft agar colony formation with colon
tumor cell lines HCT116, SW620 and HT28,

[0193] The in vitro effects of mu-anti-KIP24 were tested on three colon tumer cell
lines, HHCT116, SW620 and 11T29. Standard protocols for soft agar colony
formation, well known in the art, were used. Mu-anti-IKID24, at a final

conceniration of 1 ug/ml was able to inhibit soft agar colony formation of

HCT116 cells approximately 60% as compared to control. Similar results were
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conditions (no enzyne) with no ADAM 9 ECM showed no
fluorescence, which was expected because the
substrate is only fluorogenic if cleaved. Positive

woonta@kezeondi tions with no nmu-anti-Kl D24 sh ?
maxi mal fluorescence. Mi- anti-KlI D24 was ablq\é‘)&i Nk Ko s ki

ADAM 9 ECM activity in a dose dependent nanner. These
results showed that nu-anti-KI D24 can bl ock ADAM 9
enzyme activity in vitro. naniple 10. Mi-anti-KI D24
is able to inhibit soft ar colony formation with col on
seef iy SWedl|cells (A LHITTLAB s SWb20e drdohtkd and B19Blenfhe in

(zz%l,hﬁl@u@)gfagg(tlﬁp@f?d [HJCO%@JIOII KID24 were tested on three
colon tunor cell lines, |I-1CT116, SW20 and |-1T29.
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4 hoyrg at 37°C. The medium was then removed from all wells and 100 ul/ well

and

DMSO was added. The plates were gently swirled to solubilize the blue MTT
precipitate and the plates were read in a plate reader at O.D. 540 nm.

[0196] There was a decrease in MTT staining in both ES-2 and HPAF-II cells in the
presence of mu-anti-KID24 ag compared to the staining in the absence of mu-
anti-KiD24 when Mab-ZAP was added above 0.01 nM, indicating the growth of
human cancer cells ES-2 and HPAF-I] was inhibited in the presence of mu-anti-
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[020{)/]01&6%01(1 werlments usmg humean fibrosarcoma cells, HT1080, were

also performed in SCID-Beige mice. 5x 10° cells were suspended in PBS and

mixed with an equal volume of Matrigel (phenol red free, Becton Dickinson

Biosciences Discovery Labware) and inoculated into the flanks of SCID-Beige

mice. At5 days post-inoculation, mice were treated with IP injections of vehicle

(PBS), 100 mg/kg control antibody or 100 mg/kg mu-anti-KID24 antibody.

Tumor volumes are expressed as mean + SEM, n=10 animals/ group. Percent
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was estimated three tines per week Animal toxicity was
assessed by determ nation of changes in body wei ght
and nortality. [0199] Mu-anti-KID24 treated mce had a
woizgwitkiocant |y small er turnor size (approxi 9
smal l er, p<0.02) as conpared to vehicle andqggﬁk%mﬁgznm
anti body treated mce at the end of the study (42 days
post-inoculation). Simlar trends were also observed
at the 60 ny/ kg dose of nu-anti-KI D24 anti body.
lnh&Q%QthAddltlo experinments using human fibrosarcom
el 1's, "Ht{ogewt °r BeasgradohpericasiredvasicBlrin el ge:
e“dﬁiﬁéSﬂEW%leaapQMESHM@msu&gspended in PBS and mi xed
i gel (phenol red free,

- reared myc f Ivat
R R SRR B e bisP sobiler yoncusuiaey: and

ect on_Di ckinson
Smatids pol-Ay @8 compearet hevdhidnks @:fntLSthDz@Qllyg%ateﬂhﬁ@e At 5
days post-inoculation, mce were treated with IP :
tjions of vehlcle (PBS) 100 ng/ kg contro
L B O 0 e i ik QA oY o thpong FUTOT
J@ﬂww4ﬂnﬂiiumg£Mﬁaessed as nean SEM n=10
(nognnﬁaaﬁé cent, (1 WO 2006/ 084075 PCL'/US20
o 8 v (“%yaes‘ﬁ}eg ‘%hz‘ 6+ OPUIBPOGH (AT g areetsttyed by
”{‘li‘ﬁﬂ Q?’%éﬂ%m@ﬁenlﬁnmwa@wm h.&n&xnﬂaoﬂél ds atigy (16

cells dalysref) 6Shr & RRGKH] adjl é%'i]c)inon]rzpﬁgai]be G ciang eﬁ'@%&a& ed

ad,_si.gnjficantl tunor
j020d] n’gﬁ?ﬁ tat-fal égo%fn s é’{ﬁ?ﬁ&déﬂ’ g ekl olethah dreanttsod

fxomgﬁ@tugﬁjuyectmgaattedrem ﬁ:ﬁlovcrﬁihdi ﬂne]ignﬁfﬂs' x}/éfg%oi %P an
an tl éiln a

wel Hm jecele) 10 e
g ¥e! @%ﬁﬁ{ (?fsté ?d % %quo Tb@@g@@@ﬂl@h@ @@Wez\;ﬁ@ul

‘ csul e
; yxelda égp@ﬁxérbatcglg 1tt@§t5 grﬁgs dfdsedare Mak}.’t&ha ﬁ&lﬂa‘gb‘# RE

+ tend e tievd Iblycedf il (ﬁlﬂteai&&ﬁc a@d%ﬁt@ﬂg?tﬂ alcx§e11 %cbﬁéj %1 geQ? lr om

usi n
Gram 0?%%‘%& J'cj‘glo}" ‘f:’alPSuCﬁ’é‘ﬁwn(ﬁm@lénd@mﬂtmy@ﬂmf of the

fungigpiapnd sh(l@ﬂQ@hﬂ)Typf Cliod @tléats@brlm \994!4 aﬂ]%%oy\@%n R rzﬁ acrned

centry [°) et hOd B 12
t J@x}lgeﬂ 5&%1@(9 c%lgg%§tg>efim\yér&e al%beqzﬁél @elmdbm wer e

breed Ing ra

(0204} Byl thissticdyndo uMﬂi@@tﬁd:\utiQ‘IeW@f@}fbﬁgreH%S}%Fydf?&%%%ct g 100

" oGO, each tail
t-tailk: 191%& 11 ﬂlgaeélt %15%{11{10& cgntanpg}gs}:ablp stlf'élllpd@ﬁ:l SatpSaiwitanact t he

o
9 O;: Felldoing palnerphaced - 1° Bl uig acetic
were adbded }ﬁﬁbcbllal @fﬂbﬁ@&p TheFLAC &l RAGRLL e% 6§%1I)@1$11 P*ﬁermrg?\{n of

wat er) cont ai n|n

at$?&$ﬁ%9pnﬁy§WHaﬁﬂﬂ f ungi zone and stlrred gently at 4C
[0205]f Rop iraplahsgion 0O c\ﬁ&e&}deg he 1§<ﬂ{e ch?ﬁﬂ(\{\%%ce NER %, ed at
red a

nat’ant Wwas

and t col | en supe
anesll*fé%gécf \l/v F%qgl 8’?651] AFP)? hyvas @g%y\ thg Gridneg odpsalpen

I unt | USG
allow B’lﬁtﬂl‘ Orlacanand of;)creép,a/vlﬁdm bys paly febigi AGatalBnbar sur gical

approach to the right and/or left kidney. In some studies, both kidneys received

xenografts. Following swrgery, the animals were allowed to recover on a heated
surface and observed unti] fully recovered from the anesthesia. Wound clips
were removed ten days post- surgery.

[0206} For each treatment dose group, mu-anti-KID24 was diluted in PBS to tile

appropriate concentration to administer 0.01 ml /gram body weight. Control
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CLAI

10,

thereof will be suggested to persons skilled in the

art and are to be included wthin the spirit and
purvi ew of this application. Al publications, patents

and patent applications cited herein are hereby

i ncorporated by reference in their entirety for al
purposes to the sane extent as if each individua
ublication, patent or patent application were

jecifically and individually indicated to be so
incorporated by reference 74 CLAIMS: 1. An isolated
cell lin deposit nunber of ATCC No. PTA#5174.

24n iA?iatF%%ﬂfiaiiiiewﬂamiqp%tdynbnis)f ARECNo PP4¥ 7 bduced by a
host cell with a deposit nunmber of ATCC No. PTA#5174.
chi ic anti conpri sing the vari abl e regi gns

o‘iﬂ 'P‘i’i%tc‘i rﬂgh?%wnﬂ?ﬂ% PIRUCHERA/ T8 #ith dgpgeit number of ATCC No.
mongslmnal anti body that is produced by the isolated
cell line of claim1. 4. A humani zed anti body
conprising the three CDRs fromthe light chain and the
tAwrémc:ﬁD‘RBbcfdy osmprising tHe@anpleatgion obthe t:@ﬁ i o kiemadvy chain of the

AOQS%Y arit ggt}y Ana% is éagd%géjeggy gtﬁ%/so%tpeg cei?lonc o% e!gmhlgl la LIGQ\erOf
chain of the nonocl onal anti body that i s produced by
ta/bnﬁiimlg)a%%ler%n?goo&%hniﬁi ssn%qheocfnc? tﬁh?h J)m tl% iitgﬁrlha %%cﬂﬁc t% cfz CDRs from
Akt lieb‘ddvaiﬁ héiﬂie mgnqgiood @oié@dbbt}hattlhre oducebyaheidolged dellllinnef claim 1.
of claim1. 7. The chineric antibody of claim 3,
wherein the chineric antibody conprises a heavg chai n
cBnatiaiert anfiergy semrgistne & beavy iaieqf dhermengrinahntibedyghas is pradgerd by
andisrd @antihbadkim 8. The chineric anti body of claim 3,
wherein the chineric antibody is linked to a
therapeutic noiety. 9. An antigen-binding fragnent of

t/‘hﬂscﬁehéd’@fibcﬁiy asthprRREY light chdibMhednolobieRS hiﬂibbtl}&hat is produced by the

%egl1 n%IGﬁe fragnent is a Fab, a Fab', a F(ab')2

%? E lein the antigen-binding fragment
retains the binding specificity of antibody
anc1ma1 d he |sola host .cell wth
ctan 31161 %L]e&n h(g chllg,‘i?iA% y CQIFpr iserf,'aehcavy chain

homalm mgdn ardtai lightctyaiméonsﬂaaan tpioh, fronhelneian abtivedhumani zed
antibody is linked to a therapeutic noiety. 75 1 1.
An anti gen-bi ndi ng fragnment of the humani zed anti body
dhe ehimenm aptibadh ef daim 3t Weeraimthe gimetid antberdy is nkedyiraniierapsutia
Rahy, @ Fab', a F(ab')2 or a Fv; and wherein the

antigen-bi nding fragnment retains the binding
specificity of antibody nu-anti-KI D24 produced by the

A9 Qh AR BidAR traGBdk oMhd hirRer@ GRABYY of claim 3, wherein the antigen-binding
fragment is a Fab, a Fab’, a F(ab’), or a Fv; and wherein the antigen-binding fragment retains the
binding specificity of antibody mu-anti-KID24 produced by the isolated host cell with a deposit
number of ATCC No. PTA#5174.

The humanized antibody of claim 4, wherein the humanized antibody is linked to a therapeutic

moiety.
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135,

16.

17.

19,

nunber of ATCC No. PTA#5174. 12. An isol ated anti body
conprising a heavy chain conprising the heavy chain

am no acid sequence of antibody mu-anti-KI D24

produced by the isolated host cell with a deposit

nunber of ATCC No. PTA#5174, wherein the isolated

anti body retains the binding specificity of the

anti body nmu- anti-KI D24. 13. An isol ated anti body
clymptipat-edieg Fagghnt ofthahvimaonp ritdbdigpl then 4ivgheinglvaintigen-binding
aoRentacd Idabsael%lﬂe@@??abg or a‘%@t élﬂ%telﬁqﬁeaa'ﬁﬁéen K d—Bﬁ'\g ﬁagmen{ retains the

produced by the isola

i ersPesticAT einEpdy mm#é@?aﬂr prpfisedlyrthg 1nréat¢ctslts>ts@plé gith a deposit

antibhogv Teethal psaidies bi ndi ng specificity of the
anti body nu-anti- KID24. 14. A pharnaceutica

conposi tion conprising a therapeutically effective
d@ﬁ@o[ﬁéd 4nBodg RbABIIE a hedW ichedYor@kisiag i Mady Q{amahﬂlmo acid sequence

en- bi ndj ng _fragne t hereof , together with
i et PR 1P PO LA BE GOB P Pl "8 ppfst uiber of ATCC
pﬁmpm&em ivtadeinaRNPRSEd dn@Bod® fretgthathdidding spbficrl Bf hbghtibody mu-
CoHR@BLf'on conprises an additional therapeutic
16. The pharmaceutical conposition of claim
14, mhereln t he chlnerlc anti body or the antlgen-

bAd-’(}g(%iQonaF gc?igggépiges% ht chsici? lc-:'m?pix?%g e hhlgrcl[]%% g %Céﬂ sequence of
G@W@@SHmwmeﬁéhbm®$m®@wdﬁhhﬁﬂaﬁ®amﬁ%akhyd@%ﬁmwhwmeﬁATCCno

qﬁ‘%% P]f4 &/ﬂ?@t#ﬂ{g@pﬂalﬁ?gﬂlb@cﬂlt Qﬂg (Bfndﬁggi Ehé‘it Qrfﬂﬁ%t:body mu-anti-

anti ge I ndi ng fragnment 't ereot

éﬂﬁﬂgaceutlcally acceptable carrier. 18. The
pharmaceutical conposition of claim17, wherein the
conposi tion conprises an additional therapeutic
rfoPl@tryaceutioal composishmparirsieing p dwrapeuaply sifedtisndast ofdhedhimeric

bifsi boW@F i 3tohgh Ay E@[Hum{é RRERORYeoD Eog,Eth@ VAt 88 Binceutically
bi nd |gg fragnment thereof 1s |inked or bound to an

AP H%Tmtherapeutlc noi ety. 76

The pharmaceutical composition of claim 14, wherein the composition comprises an additional

therapeutic moiety.

The pharmaceutical composition of claim 14, wherein the chimeric antibody or the antigen-

binding fragment thereof is linked or bound to an additional therapeutic moiety.

A pharmaceutical composition comprising a therapeutically effective dose of the humanized
antibody of claim 4 or an antigen-binding fragment thereof, together with a pharmaceutically

acceptable carrier.

The pharmaceutical composition of claim 17, wherein the composition comprises an additional

therapeutic moiety.

The pharmaceutical composition of claim 17, wherein the humanized antibody or the antigen-

binding fragment thereof is linked or bound to an additional therapeutic moiety.
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