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CANCEROUS DI SEASE MODI FYI NG ANTI BODI ES FI ELD OF THE

I NVENTI ON This invention relates to the isolation and
wQroogferyséron of cancerous di sease nodi fyi ng antRGIvdA®88/000151

(CDMAB) and to the use of these CDMAB al one or in

conbi nation wth one or nore CDWAB/chenDtherapeutic

agents in therapeutic and di agnostic processes. The

i nvent i onGARY E#@U$QI§E%§E W@Fh’gﬂﬁ@ %vhl ch

utilize the COMAB of the instant i nvent| on BACKGROUND

OF THE | NVENTI ON MpIE1g) OFtHEYNVENTIO2S as Cancer

Therapy: Each individual who presents wth_ cancer JS

uni que akds MYENtion Felpiesl therisqletion aad PRgftiop gf gancerpis discase

moaiffiRf anfoaRs ECBMAB)3hd RARSER of tHe LMD aléiRP firt nibiMation

curréent therapy tréats all patients with the same type
withfone gyaere Cw%e@amam% agenfsrin thegapeytipeand dipgnostic processes.
Th{z fRShtio ﬁ%ﬂafet Feidt stgfb h.g% 9@% bl 2ild cHRiAB mﬁe hitkt
I ne therapy, ng to urt er rounds of
inventgmt ment and the |ncreased probability of treatnent
failure, netastases and uIt|nater death. A superi or

approach to treg O’t?N]b Fbﬁlﬁ {1 zati on of

t herapy for the partlcu ar q)n i vi dual . The only

cur rent Mbmockymal Autibodies axiCancértThetapy: {Each individviabrathd presents with
carf 9 Gt T POy A SR R buder RIS uHRRY
1demmyt Despite shis, szuimadlmapgrtt&atﬁ all pgtientdthrihe saaredgpe oficariver, btehe

vent, f nonocl o bodi e the SSl i
s R B e TR 0 gt A REeeRhes s P Dl et
thefap| thed leading t6 FertiRa edundydfitlRaehénCand ﬂhﬁn&bds@&ﬁr@ﬂaﬂilﬁy of treatment
singl e epitope, Furthernore, it is possible to l?liii?uce

failyre, Briastases; agd ulsimatglyidsath; Asupesior armr%aca 19 tecatraent ygu
custMSdtidh loffHeRpy %r tﬁ@ﬁ&t‘?&ﬁ?ﬁ idd\adual "Wl curteht théa thltCh lends

particular individual's tunmor. Having recognize
itself tg customizationtis sHrgerer Ghmr@cthmmaeedt ragiption freaiment sannebbatailored

to € defend Snd SiBberl BY RO TG0 i PlAle 7 piddiiny b
conmuni tWithte adeeny ofmblmbctohaitanttbmldnsl the possibility bﬁﬂi:lvejspmgan

d t f | | t .t
meflSaffoR bR zos B PR bt Al ndel A b af Be ifepied to
a siggleiepigope] & &rtlidimbféen Raioksitile td'}ﬁbdlﬁﬁ B Oﬁh&ﬂ?ionaiﬂ hntibodieethat are
m nat.e cancer

. can serve as c.Bull ets"

dirgessdita ﬁwhem}@tmn 8# epitgpes gt Ypigs sﬁqf%e 8 gaticwar ipdyxidug|is tumor.
si ngl e RRAM! eEEhizéd hk 1ﬁtﬁﬂt cﬁﬁ'é%ﬁ:e'b@tw%'eﬁ cdn@ét)ﬁ’srtﬁnﬂ%ormal
of cancer, and that npnoclonal antibodi es can

celly ésfheyarreraxs cellsqonigin antigens thapare sRpcifisrie Bansformsd ﬁeéht the
scxMBﬁQ %rﬂﬁﬁhttﬂ% i He Rindt HRInBLI65h! bitikdGe LB GEsigello ¢ he

t eachi ngs
specifically target transformed cells by binding specifically to these cancer antigens; thus

giving rise to the belief that monoclonal antibodies can serve as "Magic Bullets" to eliminate
cancer cells. However, it is now widely recognized that no single monoclonal antibody can
serve in all instances of cancer, and that monoclonal antibodies can be deployed, as a class, as
targeted cancer treatments. Monoclonal antibodies isolated in accordance with the teachings

of the instantly disclosed invention have been shown to modify the cancerous disease process
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of the instantly disclosed invention have been shown
to nodify the cancerous di sease processin a nmanner
wontwgtsIse beneficial to the patient, for exanmBGI/@©y2008/000151
reduci ng the tunor burden, and will variously be
referred to herein as cancerous disease nodifying
anti bodies (CDVAB) or "anti-cancer" antibodies. At the
in @ masren which rmbeneﬁréal ¢athe epatnqnatfwrers’ttmpls b rddycihgithe fumor burden, and
e nt . r .
wil S o E et B S STt R R AE s gpmaas) o
“amucancet’ahntﬂ:bdlemrbl dity rates. However, to the

particul ar individual, these i rov atistics.do
R PNRTIRTE TP Sy T S T
Tth Gdfgiiﬂéh iﬁé\M;i Eioﬁéﬂ tio@Ancerlt thbh‘épy hds pﬁ)dﬁ‘éﬁdhﬁ@ﬂivaﬁyntM%ldwt survival
ort i C

enabl ed ct.i r.to, treat, each
and pegdity feten SAeRYEr: §,° @? il "p%‘(l ltesp fmprREedstaggics do not
neSe8R A correAteSwiltPaH i tpRﬁErmaﬁt it Mir pérsSHaLsidRigroach of
tailoring therapy to just that one person. Such

cour se ofhustifa msthodelegyawasi nyborthyvhichsaabledhe Pﬁémfo&f"éo geat
ea&lutlﬁuﬁér m?t{ébgn ng&ﬁ??ﬁﬁeﬂfs iff %Qrﬂg ohoft s FRhR thulfue

't nee torica e use o ol ycl onal
aplamqh@ﬁmllesnmtdasrame@nusn thationei nerson i Such@ctomc ektherapyweuld ideally,

B o R L Sy 8 .

f ew pr ol Kisweicallyetie asd Gflpob'blonﬂ&mﬂmd&s hasfbeen heed naithdimited

was a of re ilit nd there S no
sudghS i e R e ogbomas s ket heve ey fouted
withWhiRas pRsiid) basmae%&tfewm@ﬂged reifibsiNOIFREspaxives. FRtAtrmore,
cell carcihomas have al so been treated w

thefs We5ch Ingh ATERADOHSID K Mt herR e o pACiaqmal bsﬁsétwemg@e@@r um

chéMJtllibraﬁ)?'r rs%ﬁ@ﬁﬂﬂirmkb/ as BHPIsEEhnEdr & Rl Pand s érﬂ%tfa?@éll d4finomas
resul t'S. There have been many clinical trials of

havemlsedbeemtn¢atedrvitibyanaa dldody chirapangeet sgrwny, bumamplasma and dorse serum

with 5 S P AL A in Bl @l s Tor hurman

reast pro Ueed  on y one responder from
at | eastThé?e Ipat beentnsany slimicpl nietls dfombineslona) antitwties foesolid c

| d t |
rurfi 1P OB REEE S by 8 Sl BRI i Brpabiande? i
prodﬁcteﬂ@nty dnd hBRPbriRfifrem i lekie 2 paiRbits aﬁhﬁ bmmysdkbleg"aﬁ@mpwﬁc)
nbi nation with, CIl SPLATIN. In this trial

antksav% o bessd utissus selealiviy. Jegtes PRI LS thnt theps was T
clifSiR il isifigélndin ek afth-He2ARA Af0ddd (Rer8éin®)In AeklbihaefRR Hith

uart er m nor or stable di sease progression.

CI aN. ﬂm tbes trigl Jrpaeris wers ﬁssam&meonse%qfdm&abowmﬂ
hach Aartﬁg?pésﬁé}sé\”éﬁgaﬂﬁr H‘itl&'fa? ﬁ’z{glr%ghﬂﬂ'ﬁi?hf &fgggf fdgsre;’sfe pr?tressmn

Th¢ mediangme tcmrogmmqmooa thmrcspoﬁ@mwz(srsyt m@hthsiwitlamedianbgponse

du (ﬁlugfg yl\éed an increase in the nedian time to

I seasé progre88|on
Herceptin® was approved in 1998 for first line use in combination with

Taxol®. Clinical study results showed an increase in the median time to disease progression
for those who received antibody therapy plus Taxol® (6.9 months) in comparison to the

group that received Taxol® alone (3.0 months). There was also a slight increase in median
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for those who received anti body therapy plus Taxol (r)

(6.9 nonths) in conparison to the group that received
worzmehg9sg7 al one (3.0 nont hs). There was al so aCal/¢AR8/000151

i ncrease in nediansurvival; 22 versus 18 nonths for

the Herceptin(r) plus Taxol (r) treatnment arm versus

the Taxol (r) treatnent al one _arm In addition, there
surwivgl; 2 vérsusrl@amantlisifort the Hengemsin! ptus ToxalPitreasment emme vgreps the

) r I I 15

Taxcé@?eéﬁ n?&ﬁg a%l It?ﬂ%ltgﬁ tlh r@w @?1%%% 1@ g‘%%?“ﬁ‘g?."g E&h
cmgplene 168 versusammens amnd pamair mspdu(der)s (M onws lmmxve)rln the antibody

o R b Bk T P e S i

Heiro’e}im{‘@(ahd TaxotQlededi hl@h&ﬁﬁ:ldeil&’e ofeaﬁmmxg&n cmqiarlson to Taxol®

res Y SO, Fbrce I a
reume oS {1 %%S"aétpﬁ@ﬁwgem ﬂ%l%xﬁff‘s&@%@ﬁ@% & thed
effbdiive ﬁgtpaﬂlmmv@t OHhRTaS uétynﬁnhéd@uoaglﬂnvﬁunsmsﬁomnhmeC)
epi.dermal growth factor_receptor r 2/ neu

anglisis) Hiedrumapgpidermal grpw fagtorsecpiog L(HS‘ Py EG;HS% hich
currér@y BEH SAroWn! fIRAbA erl;lolb%lgﬂl}'qm porfednt H%dnﬁaépﬁo\(mﬂa'iely 25 percent

percent of patients avé netastatic breast cancer.
of mitients e bave metastaticdresstcancen, Therefere, fhere s still @darggpnmet need for
r ®
pll i Lt £ 1056 SHER FHOAEPHE et woud i
requize|chieneticmpyand mmuemtydwmdm stidchazeito deahwith, dt lsast folsome degree,
to sone degree, the side

deal, with,.
theésﬁcg??%ts é%thlsﬂ(i"g't%trﬁ%mg? treatnment. The clinical trials

I nvest i Jeeicliiicalatisls ivtdigatingtoRrFectahvankstanvainel datibbidies against

boiR A DR BieAnd EOLRe Ereeron ATpdics Sstas A i et some,

sp&ﬂcxt?ﬁﬁ%@&@ﬁ&blﬂ&ﬂﬁss hashﬁﬁer@éﬂi%ﬂ&%hﬁfé&ﬁtﬁal@ ifbveP6CFatients with
trials in over 60 patients with only gatlent havi ng a

onlyd patient havinge partial rmorefphbvrothqr itriglss usqr&l dA producedhonly
compiedd Egnsg ghy'2 er&)g %g eits€ n ‘35 ?ndﬂ&qn ?ro%cﬂ@ using additional

responses anong t ocol's usi ng
Cymhliptph@mule dy clhmi{’txasmllhlanimd:el trlale of|Ht-8A hmeddmdnstrated
imfiiysPsipel bt Rl iy o R R £RFEP oo WL tpmpiaed
mueiné mbnmeantlb&t)emiﬂﬁ&y qurcazehl fordmaginglalsoidid het produoe tuaroal

ant.i body initially approved for imaging also did not
regldtlice tunor regression. Only recently have there

been anmpﬁécéﬁtwq]awﬁlu}etb%eﬁ 49 PoSiflereQiftts HomCodlvredtal cancer
clinical studies with the use of nonocl onal

cliniel stidigs wigh thenl%ﬁmonoehml?mw)eswﬂ%ﬁw dras@peroved

for HREREGHd1ind ?re&th%ﬁ‘tt(ﬂ?ﬁenﬁfmﬂﬁk'}mk Lpridsinp nﬁg:ﬁﬂ@l‘d?&‘é‘&ﬁ' catker
nmet astatic col orec cancer who are refract ory t

who aterefrastoin thisigetgcanthasagichemethgrapyRdRagwltsdran bath béwnaral Phase II
ifidiP’s Cdol & iffatioh Widh it
el BTl A0l RO SIUPRITONT i L i B8 T ecan
ha&adsmnsesquxf 28 aptht%panéenmsmnuﬂve%wgﬂea median time prediscasee| y
progetssri]onaotm‘.3 ldalm%rkg }ngr?thg %sgelctslvee?ys. Results from the same two-arm Phase II
clinical study and another single arm study showed that treatment with ERBITUX® alone
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progression of 4.1 and 6.5 nonths respectively.
Results fromthe sanme two-arm Phase Il clinical study
waoauds/eg¥séher singl e arm study showed that treatame4a2008/000151
with ERBI TUX(r) aloneresulted in an 11 and 9 percent
response rate respectively with a nedian tine to
di sease progression of 1.5 and 4.2 nonths
resulkxipﬂ:an i1V ehd/9 pﬁomsmqpmlsd: tage respedsvely v&thi 4 mediaretire tordiseasae
o ni t.ed ‘5{1 aLes resé(%l i} eat ment in conbination
progRstio o6 5 b ‘gﬁmog 3 K United States, ERBI TUX(r)
t r eat menComédquently ina:ethtﬁa;atzeﬂmﬂrao&ﬂﬂ Uniited States, BRBI
t r eat.nent of , col cancer e
e PRI LS Rgy e Bt Sates ERETEEX® ament
alohe ha£heh Apprbved ds@3bIBAA liné ﬂeaSmdt sL¢dla dAnded pandn;s who have failed
ﬁ proved as a conbi nation of nonqcl onal % cixda
first Huagginpterandherapy, Heertore-dike HeregBigte freatmet o tzeriand i only

appd¥eli a6 h lcaxﬂémaﬁv&l dtiifonbllonat aiblodly AVhENMESerbpY. RAUAIGHR, Greatment
as a second |line therapy. Al so, in 2004, VASTI N( r)

in msﬁml@v@mt@e USdeoniviappsonse fermriignts astsesond fing Wa@py Also,
) WK@T‘W{NLP ffled i T HebABMatft vt ihfriVenduls rSQfluorouracﬂ-
reat nent of net StatIC col orectal cancer. Phase |11

basn;d plmrrwlhergmasy firgdine tr@atmgm@ﬁ mietastatéscodorental Icmwglatﬂhm Ielinical

vi val at | ' .
sl R e Sn A oo B b earh] R of s remted i
AVASTINE @luMSt-ﬁIuOEmfrkdﬂlwammdm patiedtoneatddAGitnBAtdsoursilsalme (20
1 nmont hs. respecti vel y).  However,, aj,n |ike
REHS To s aRerRE Py ovel ip HE HorogpiyE agd ERBITUXC,
treé%ﬂ@ﬁtqs/&ﬂy approvedQR RicHAbinSiondf ntA6AGHaPaAIbod dridRAehothdishy.
chenot her apy. There al so continues to be poor results,

for | unglhesst alsacontiyuss o, opriseulis Serileng, praisis pyarian. papgpeatic,
rﬁ&&”ﬁﬁ@trﬁﬁ%ﬁ %Fnce;r Nehe RS proEH E&‘ﬂt feSiflc @ r flofss %Hllafl Self Bhg

non- snal ung cancer ca froma ase
cangéri qaing dtont a Phdse Mneahmdawhmﬂeammbinvddecha mmbinemmbody

JETTHTINE TEM T T A
coxﬁhlﬁélioﬂ ahthahe dhenfotlichepeativaigait TADCPEERE®. "IH@é@TERE@ is the only

AXOT TAXOTE t he onl FDA a
D REOT LY AeBip By S 5L i e P ot FYRE sandar B det
indRaRGA ﬁmFﬂd%d bwdral Dvaval B6th faédeto TA X OTERB® dlofd, C0@tlof the 62
survival conpared to TAXOTERE(r) alone. Qut of the 62

patishisivrwerqrrsruiled for thecstudyy taig-thisds reqeived SGAY 15 ingembigationgwith
TAKCAZRES whidint 5ed1£lmﬁ€ Bl rBivid TRXWQE@%&) FMihd Fatients

the remmi ni ng one-t recei ved TAXOTERE(r) al one.
recgiging SEN-pRin mbsnaitle@ mtb TAX QIERE®, medignouerll survivalvasi7idh

moﬂ_w&%?%hgqn tg‘é @ﬁ&tl%vtﬁxr ;?a%n%m? e M\(lg I]‘A‘ﬂ&?l‘]ﬁlﬁ@ BRR. Iﬁv&ﬂl

conparil ts recel ving
survie @7 EfRExrrand a8 mmaths Pag2Bard 13LpemBMabspa‘ttlvily}fe!aratlaltsjreiﬁvmg

SNERR AT R GRERE oriteRT SR sy iy B efpine

TAROTERE® slend Faithereliyicdl diialpat pRanded. r ecei vi ng

TAXOTERE( r | gne. Further clihni.c trials are
pl anned %‘eglinﬂ:aﬁ , there has been some limite success ?nt e use of monoclonal

antibodies for melanoma. Very few of these antibodies have reached clinical trials and to

date none have been approved or demonstrated favorable results in Phase III clinical trials.
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Preclinically, there has been sonme |linmted success in
the use of nonocl onal antibodies for nelanoma. Very
wd mes/af9567hese anti bodi es have reached cli ni calPQWweAd088/000151
and to date none have been approved or denonstrated
favorable results in Phase IIl clinical trials.The
of new drugs to treat disease is hi ndered by

g
t 'hZC |O\a/1§ L%vrdlscam pf nevdrugsrfo geat diseasg dshindesgdhyithe lg
iddnBficabibR HFfelevar targids SR HRONBARRE S0 bﬁ@fmo%’%eﬁies that could

contribute to diSease patho enesi s. I n oncol ogy
copteibete tacdiscagsnathegengbis.dn ggcqlqgiyg@p@cla ipetential drugdargets are gften

self oty dfie At Bt i they e Bikeltin UBS oBHD TRAE fhut
identified are thea s¢reapied fuir irfteraction Ivtlthtaunhdtlmﬂe cﬁmplpumﬂs In khe caseeof

POl lineBY BElsS, P Rl o B il B sy O ff Pt Rl fona
maﬂiodsmﬁnmhcmhmhl anﬁbody@dmrgmnacmdmmtoahe:ﬁmdhmtat priticipdes laid

dopf PERBRR i EiRgfyS el o B 44 X Kl ig . spieen s

ardolledt&d figm mied lﬁﬂnmtzett tv&h ahitipeft 0.8, bR efls, 06N mo@xens purified

i, muni zed wi.th antig . whol e ceIIs cel
antigen b ndfhsed Vﬁ@rlmmoeahzsﬁ Pyg@%)na RATNers; Jkhg resulting hybridomas are

sc1‘e6H§9 %ﬁ@ie'le%?eq fOEBErkEIRBE aﬁtﬁ‘foﬁi@ﬂvﬁmh -Eﬂﬁ n‘ic%{SzWﬂIy fkthe target. Many
h domas are screened and sel ected for secretion o

yb
theaawuttfoaald dingnpstie Antibiodigs diensted againnt pancer aele inchyding;Herggpty® and

B S e e AR i Ay

affinity e TheBawpin dluisi steatigy siertyoifbld siirstip thodwicof appedpriatedargesn for

thelr
kBB gBos it il oty Sy i Wil Wipedse
surequpding tissat epeciftcgaicinofaiic proesse and the resultitlg agipﬁﬁiclmbthods, such

a5 R o ek prentlons B iich Lies. atestsira Pantiid o Seqngian e

assnmgﬁma&h@m% hridechile fat bindio She' TRl epfok wWsth AR PEUkSt affikiG usually
as sel ection by overexpression, by which these targets

hasthe higheshprobatility fadpitiating,er inhihitingasignal mannat glyrays bsthelase
mol ecul epds ﬁé é}g L3 withe' ﬁl@n%flﬁéa%hzfr&il?:glo?rcﬁ%xeﬁ{e

affinity usSu the h|g st proba
identification an@embpmdmt bf ¢fficagioas aiitipndy therapies, eithea Iamygle agents or

h th f
co b PimERS s R M EoRTE A1 O S Bl 1 cat i on ana

devel opment of efficacious antibody therapies, either
PrigrsPagdntsgl e agents or co- treat nments, has been inadequate

for all ég’%glgaiengl&\lg. 9§Oef02 éhSﬁ or P%c%mw ere n %eélls fromfa patlents

No. 5,7 os és rom a
tunpairedrenSfectediwith MHE@ géneswhick m‘a§s de mliohehi fMﬂCccgle etdsswhirarh the
om the patient.

na e clone rmcIIs r tissue fr
pat‘f'ﬂ% ;Besf 3‘3&53?%“&{"@@ °§ usgddo yaeapmatgthe pafignt, acci nat e t he
pati ent .U.B, BatenPNoe4)8610881 dikcBSeh apBokeshi compfSifStha stepsress
conprising the_steps of
obtaining monoclonal antibodies that are specific to an internal cellular component of
neoplastic and normal cells of the mammal but not to external components, labeling the
monoclonal antibody, contacting the labeled antibody with tissue of a mammal that has

received therapy to kill neoplastic cells, and determining the effectiveness of therapy by

5
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obt ai ni ng nonocl onal anti bodies that are specific to
an internal cellular conponent of neoplastic and

wonzwosredoserel | s of the manmmal but not to exter nalCT/CA2008/000151

conmponents, | abeling the nonocl onal anti body,

contacting the | abeled antibody with tissue of a

mamal that has received therapy to kill neoplastic
megwiring thedindinpefehedabeledantibedyas thedntemelveBelandomphesnsipfithe
de&{%ﬁ?‘g‘a eongft ﬁ%gs? Ilglg)re gmggrﬂn‘lg&uf'sﬁﬁr%gg&j té)ﬁlglinag Qn%cell%la} he
antigeny) itteqtatentee @ddognizdsithgp nmpgtanng:llaruprdsmi 1 esnvdmemcsbwdc ¢fcuch

hurran intracel lular antigens, the patentee recogni zes
anyens- nal | gnant cells represent a conveni ent source of

suc h I anti §ePatent Nog's lmﬁﬁgﬁrcf)ﬁ&s amo¥el lmt(ljlﬁﬁﬁ afid theéefor s

ovel anti nd net ho or i.ts produc

progyctions .SetaﬂO gﬂﬂwﬁ eP3icht iaghes formglion QG HRTOF g5 Bitibgely which has
the'PRoHR Aty @psindﬁgkﬁ&@@ytowr&an lAAdgeh AsoBiakA %hymﬁﬁn ﬁhﬁ@y 8§, those

strong to a protein antigen associated with human

of the, ﬁ?)‘PB andelugg, wmlséeidmg tp permabecdls toyhruch legser degrere

bi ndi ng

Pt ony S BN, S0 MGHARRT SRR coong
Surgiqelbatpylowgﬁnmmmgseﬁmga b!anaqnam@npmemg treatimg thetturgen fissue to

obisfy ¥ QTR ANG S b &1L 10 8 SR (1R nb o Bl b R

I Fradi ating unor °ce
thekpecells tyjrepaneid vavoine tfmrmmr patienticapablerod inhdbitigg retieeaceodfitheprimary

to _prepare a v e.for the i e apabl f
runjf lF S aently FiunesnettieD, SRt B i fqvglopment of
mofibdidtlal aitidodiet Which bfeltedctiiowiiRsirBitOSRigens DT QunRRCEIRY As set forth at
teaches t he devel opnent, of nonocl onal antj bodi es whi ch

colo, dinpedtisg HF Paerdess ftilize autorhthenaus wmor gellsin the development of
moﬁ&tlorfapﬁﬂtﬁ)oéks &%esmﬂg adtive §gecitie 1ﬁh1uﬁ&ﬂera%}1 i fuRad fEdbRSE.

utilize autochthonous tunor cells int evelopnent

of nmonodV. §nléﬁtené Moi H6W, 163 teaeheseasalyaeprotain anfigers gharacterigtic of

oIS oA PABA RSP 50 T

char act dd.SsPatent Do. 5 @8 I86dadrawn Mmlmrz amobodiesp;dndendluce

apaptosig ih Bgrs" oteling i v R dFna e Snésthridns e Bhe Abics, Mothods of

treatifi umeﬂm;gttﬁsambbmemdaahm&aﬁﬁmgmg@dlﬁcﬁm ife)dingdaida
| ines producing the antibodies, methods of

ant@’P@Sil ng cancer using the antibodies and

phar macqyki F&ént QP95 576%&%&0&%)18%&6& Eéll%%é Rpdhees.
U S. Patent . 5.8497876 descri bes new hybri doma cel l

proglyctien of mpnwﬂ@abarém@@s tgmusin antigens pumifed from rlm pedsnangumor
t Suice@nt i gens purified fromtunmor and non-tunor
lss??sgug sources. U. S. Patent No. 5,869,268 is drawn to

a met hodJ.8dratent Ner $86%298as drawntp a method for generating a human

lymphocyte producing an antibody specific to a desired antigen, a method for producing a
monoclonal antibody, as well as monoclonal antibodies produced by the method. The patent
is particularly drawn to the production of an anti-HD human monoclonal antibody useful for

the diagnosis and treatment of cancers.
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| ynphocyte produci ng an anti body specific to a desired

antigen, a nethod for produci ng a nonocl onal anti body,
woanosetIse7as nonocl onal anti bodi es produced by RATCA2008/000151

nmet hod. The patent is particularly drawn to the

production of an anti-HD human nonocl onal anti body

useful for the diagnosis and treatnent of cancers. U S

Patent NJ:S- BREBN186% 5 eletes iapnihediasoutivady amenisciptibody
cohjugHdERRl SingRLhAIR M urABiNGRIESe FTA hithaiXafeifdaf dills. The

i'nmunot oxi hs reactive wth human carcinoma cells. The

meebantisinbys whish thepe antibediesunction issweifeld, in et the gnplecyles are reactive
wi{#e"%g%%ran'e Anfiddfl preddit SFPth%}&a‘éioﬂ{uﬁm¥1 %ﬁ%br}-'.s%m fdrtheirl that

Fane antigensy present on e surface
thecantibodiesrhase the mbilifyuip internaliza withintthe ¢arcimomd detis)isulsequenigo

r i
bkl Bk iy gl 4B oMbe Wb 2SR BB LRI
coﬂjugatéso Anrthely uambdifiediford thegantibudlies aiso hadifest optotoxic properties at
fn ﬁg fe” In their unnodified formthe antibodies
SPHLTORERIFYY: cyt ot oxic properties at specific
concent r'gfS. Patént Nd. §7smmld§&théus%&@aﬂ8a31tld¢d5@| forst@mor

t he u of autoanti bodjes for tunor, therap
the&pdané Fﬂgmﬂmé?r tﬂtsmbogms mynwcéeaawtéaflgmcﬁow aged
mah AR (hiD ORY, thé éiﬁ@aﬂﬂbo’ﬂg eLkaltRG BB bne tlyﬁe SFHaﬁlré] §§tﬂ)0d§' fand in the

autoantibody is said to be one type nat ur al
impyne fysien. Because ﬂlﬁaqtmtlb%m@ew@n &8 agséml’ there is no

reqRitMAR ta? Bk am: an t%ﬁye 5%182%}?%% R ptient a?ed' ddition

equi rement t rom
thetmnpdisdlemt natwahgldmwad;leml antmueldanamomlbbduefqmtae aged mammal,
and nono ant i nue

andp REErRBIE ST i Bho R 2RO Aot MoaG oY orm col |

I | ne produci ng a nonocl onal anti nucl ear autoanti body.
SUMVARY OF THE | ISWMAEYOEETHE&NMHN&HONon utilizes

nmet hodol far n t. ci.fic ti ncer
Tt 1 oo D8 e Sffifes &8 or B8 ice i@ shee i B0
caric80dntibodi€s thydht indBeTH.SC 6180 357f1ﬁ&nt/\ﬁi' BblagRCIOBEdSBA cell lines which
ec%ang(grous di sease modi fy| ng ponocl onal anti bodi es.
enepde fox canceroys disease maditying menpsloaplaatibodies; These gntibgdies can be

maHé! %Elfl@ﬂﬁl foh&ee tﬂﬁlﬁeanﬁ‘i’lﬁﬁ'nﬂk@ &s@i@le‘ﬁé&ﬁf&rﬁﬁlﬂb&@f &hcer therapy.
cancer tHerapy. Wthin the context  of

Withiipthe contexs of theﬁrﬁnph@;aam@ntl-amﬁmﬁb@hesﬂwma glth;cir edlekilling
(cyf(%’h%)st a%ll g‘)% “él?%}ﬁ@rt?'?é@ 'F)Cq?léé é&% t er Be re#3 ée;relrf dttooas
cytais’xu;y {Tbessrantibodiels e&ebmed inaill dstagimg abediagredis iofia ednderpdnd can
t nd di 0si ncer d
be R% 0k Abfor ePRE. Trebd arfipfAEh pisf Y wbR orfe G Mideor
canaerey Wayroftpl’@hplaetwetfehtnmﬁt dlfnhbmmbbdlhbygenayted) hccording to tradmonal
treat Unl i ke anti bodi es

1yl act
droB RN e, SRR anetiredd HRCbaoBR, Srest BlEy s and
patmiys ethresiogkty sHodn@sibd iteAl & theyroWlyand Ak S8VivaIDE aRlERt

tlssue Furthermore, the binding affinities of these antibodies are suited to requirements for

initiation of the cytotoxic events that may not be amenable to stronger affinity interactions.
Also, it is within the purview of this invention to conjugate standard chemotherapeutic

modalities, e.g. radionuclides, with the CDMAB of the instant invention, thereby focusing the
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pat hways not previously shown to be integral to the
grow h and/or survival of malignhant tissue.
waR0s/oreseror e, the binding affinities of these PCT/CA2008/000151
anti bodies are suited to requirenents for initiation
of the cytotoxic events that may not be anenable to
stronger affinity interactions. Also, it is within the
usqyefseid eherngtherapeutiisn The CDMAB carcaise) heganiugateda deying, cytotoxic

mBESR S e B gf ot A g
maidties echegfatagenais céllsntbernbyr ﬁopemg fan antibPh.capingnie. "Elm{l can be
uséeb?aé(.)%%%} }é':g:%}n% a 1c9n &/%%(51({} r n&)‘é EI)M }E‘E'Eﬂo‘tal{e}a%%utlcea@é%ges

n -con enzynes,
interfe rmespxospeut géindmdual&;ed antecanmm teetinest will bring about a change

o ST BAEB tht 0 chCEB  r s i

at the tilne Bﬂbﬂ_lqﬁ&ﬁtaﬁoﬁ Jan@ Bﬁlk@(}! mm&m@glﬂ&frﬁ mgnmbir@n dpeyed from a
a t e prospect (0] VI dual 1.ze ant | a er
Pa'e‘a? ggnrﬁwtl% qapceggus Jiseasp 5193%9% prifbgdies. nlherpatient gbe
colRhtichatly étﬁgeﬁ%ﬁﬂﬁ@ Gvaildble h;ktﬁalome;&dnme Q)F{lseﬁﬁ ﬁﬂﬁ\éﬂ s%g'irfg thdukient.
a tunor sanple is obtained at the tine

The patisatgag be gratedimtmadiatabe with theswisting @t@m and a paaeliof aggjbodies
i ﬁxettﬂnﬂgci:fafl b& Ploduddd @ﬁlld:: ggmé){Pﬁ rrﬁ%ﬂoﬁg blﬁﬂne‘a?ﬂ@{éﬁf&lt'ﬁough the

| sease no ant1 bo pat i ent
useefiphagetdispay| libyarss ecpedjubetiontwith tbws;;rdeaing oethods kaveln disclesed.
h n [
Algtgen Qr[glg&?’ ?se%{ae%%ldtr‘rvnlzé? %{d%? borkﬂe {ﬂhrgrly ogtaiét)?( elsntcer aﬁﬁb&ﬁets Sﬁl@é there
is apussibitit)i that, othen dmmrmn <bbar<36ma of th® sanesepitopmes as the ond thattihbeing

e, oo i Bt GUAR o RBA BRY PRRGE i g sagoerous

diskdsb hﬁdnbr@iﬁmbé} df %ﬂldﬂ&qﬁﬁoq{aw\bdnbeﬁ it sifd R2hdsE antmaailas)ds
herei n di scl gsed. Al the antibodies generat ed will be

added t dnagditipn !9raawalt9pr antibpdiesa the paticah eanislsgt tedeceive the
cuﬁéﬁﬂ? Pechmmitn®ASRrYids Js ﬁ4 mﬁ’ftlm% al HiFREch of RBatRER TRO TR

he sanme epi topes one t at I's being treated.
thatrthe antihodise isolated pn@dmmesenametbodnlqag argretatively nen-tosig toragn-

carggrto#i%ﬁlg Lllvsgvgs f?gllr go%blr?aﬁgﬁs orf%tftabo?le% gﬂiéa} &dg%sﬁtgx)e n&ﬁbcg{heloz—flone

ave cancers
or iartbnjbnatioa svithiconvetitiortal therapy Brettii gh:thmpeutla imdebwill Aso petthie re-

i ent an el ec e prpen reco ded
el pinBOR g S Bt shOHIE et e kG e risfeenee of hestmens
resista@Bdellgnt . The fact that the antibodies isolated via

the present nethodology are relatively non-toxic to

noncancdF 8§ 9teat isgefrctopio theinitiabeayrss A therepy gf metastases
devadpl thE PicREss BF géﬂeﬂt'ﬂng §REific hRtitofiel &ffle tuiidr BA! be%&@ﬁd f&Hre-

I n conjunction with conventional therapy. The high
treqtifentq Futharmorenthe antispancergntibpdiss can be qoajugatad tearpd blged eells

obténhéh" froth 'tl{HF ﬂJf dnd'rl.fusel it edatlichif cﬁ‘?ﬁe‘?as}a?& ’I‘h%ﬂ-‘é hh\té%gn few

energen treatnent resistant ce
effqﬁaw reatmeénts foe etastatie gancer andmetastases a$ualiy3m®ad @ poertputcamy

ases deve t he roces ener.at |
resiling 1Bt 2 PSR Ber ik Ao R RO R Vol E R b tha e
deliveryrof aitivedticer antibodies by red blood cells can have the effect of concentrating the

antibodies at the site of the tumor. Even prior to metastases, most cancer cells are dependent
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Furthernore, the anti-cancer antibodies can be
conjugated to red bl ood cells obtained fromthat
wQans/esyserand re-infused for treatnent of netastE@3€s2008/000151
There have been few effective treatnents for
net astati c cancer and netastases usually portend a
poor outcone resulting in death. However, netastatic
on tha hosttssblavdesupsiy forltheivenitival asdan amtiicamr antidodyhenihghted torred

0 ti-cancer. antibodies by red hlqod cells . can.
bloga ect3ep BE A RRRIRC P ot 8 e, PSR RN oy
be &dnjigard telohér helmatgeius o¢llst ag.IahpiRkAss Mmacroplsges; avoeuytes,
CeUFiﬁ are dependenton the host's bl ood supply for
natpraLlperCel €tfal  and an anti - cancer anti body conj ugat ed

to red binepsrs fivé Slagasofhatigidies ahd s4eh R3Sdobiated Withai finttion that
. tupors as well. Alternatively, the anti boq' eﬁ, n@/ ti(e
is copfeTed by Kehqayy ehaier It iSacaeralethonsdt bay qaacer g Qﬁl ing by naked
antgnéﬁl’@?%H&%ted%ﬁéﬁ%ﬁ&?&tibﬂ@%&ﬂ&ﬁbceli‘tﬂ&ﬂ%oydfdit&'o?r

I's, etc. There are five classes of antibodies and
comeplererit dependént icutoteatioiiy + Forexpmple musine {4 end IgGeoptibpdiegran

[ 110 44 '
ol S0 irdoe i 89" Bt VG ey
thereby hetivatihg the glassical pativelgy efepmplément activation which can lead to tumor
cyt.ot.oxi ci ty. of I t. dependen t ot oxi.gifV.. For
s R s hclics Rt e eje RO AR B o
gentalin lrIIgMQi’m IgGE I’Muﬁl)ehdiitibcti)ﬂiébg)fltl’_mdg&d a:ﬂdﬁ@bhenype at eilﬂfmive at
conpl enent, systemt eby activati t he Sica
rec IR OC CAR R carep oo Wilkead tosll g5 ronocytes,
maél’dﬂm'ﬁesl, Bfanflocytey andWeRdin HMphb&Ase Hullag alfibotieS b e thy 82G1 and
conplenent activating anti bodies are generally |IgM and

IgG3gegtypenmedigte ARMIG-bodi es of the |1 g&a and | g&3 i sotype
£ ot 3 S ! . .
are e eﬁk'cﬁ%&ﬁmﬁ%&dﬁtéﬁ t@aﬁ&@?@ﬁgﬁﬁ?ﬁuﬁsg tthg gfesé?l@é’ &f

Fc receptor C to ce
effeetom oclist and theineormespondios recgptansLirpropeinse. g MK eallst eomplement, and

I hocyt es. n_antj [ I
TepERRpE O3 i b B R RSy PRl Py PR
antibbdyisdifiert. The Fc poreigh ofanantjbodyasaytcorfeppropertiesahad hiffect the
effector. cells and their correspondi ng receptors, or
phapRROSIngic Sl g SRUROLHT G0, BB 3P ARG ° TR OPOTAE | o
r espect iRl cytotdxicifyaSsafP@RIBERhich wk Ra6thie SitfbBdieOdo not have any of
nmechani sns, the FC portion of an antibody is inert.

the viectpremeshipnisoppissent andipreicaipiay ovtey virenthese gsayp dp potdave
eﬂ‘é\?P)SEel?sf(&qﬁ MdcRSphR { m&%ﬂkmtcbﬁglsﬁgntﬁfes Sli_ﬁée%quesé Hssays are

t
o, but in vitr S not eralve.'
completely dzfindd by whas isasldedtdgethenisacihcamponent ran becharaetetizsdi e
I y
assi{R yS8neRN Sotl oy gt B, ATl 30 B0« BT Rbcave,
effeefor fiotctonscsindeshefydig cakbar celisadibmoblasts. Withait kxogemnus cells which

| {. t. .Si t | et el
W R e e T
medig d6d3saloncontdih ¢Gifiplerhbit or any cells. The sera used to support the growth of the

target cells do not have complement activity as disclosed by the vendors. Furthermore, in our

own labs we have verified the absence of complement activity in the sera used. Therefore,

our work evidences the fact that the effects of the antibodies are due entirely to the effects of
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assays used herein contain only target cells, nedia

and sera. The target cells do not have effector
W 208089667s si nce they are cancer cells or fi brril/@s1088/000151

Wt hout exogenous cells which have effector function

properties there is no cellular elenments that have

this function. The nmedi a does not contain conpl enent
thetnnum)buumhg whicH senesliateal thiwegh thoFahy rﬁfﬁuctlvetl)h thegangettchlisyre

he target.ce t have 15O Y
seedngsadmfi gggractw V\{lh‘l tﬁa g?b smf;e cggrj r#g?{gv rec%ﬁ%ﬁ‘s f{o; the ﬁ?'abs
Altlﬁughathe hy@ridobiadsisecireingmnpiae nmﬂumxghj)hlmmhlbh was lested yith the
era u her ef ore evi d 5 f

arkel 1% 1 ob pai oL Mg iaoElghb i alerait G S AB b,
wlﬁdh@cﬁfsfaﬂﬁ% baddires hgen bi ndi ng which is nediated

t hrough t

e Fab. Effectively, the_target, cell
seei ng aWdhrespest tathe ingranit daims ?‘ttbﬁge?:%ﬂg andg §’éna‘{“l$ey
aﬂeﬁ@ the ipYRcakiBf, 2B FifidShak @Em@nﬁﬁatg& eelilar BRYBKIcity Aevidenced by
n brldona is secreting conplete I, mmunogl obul i n whi ch

indabled. wsppintedout oy and e hergin ganfirmgd Yja phigdtive £videnge,
Ils are the
" p STRPGE Aty e Bindlo b fRCHaD it RdSekE ° Wt
r espect Ample lewidemos texists liythe Iara pﬁgmlbadws mestiating cpiatxicity due to

dlrgcgtbingm of ndla fraﬁ.fz q'%% ant {n%gfénd%:n?'bf bt eEﬁalngglay

as evi aence
recriied dptie Hcﬂ"['ﬂ'eﬁﬁﬂs&vidend&fopﬂhlsﬁi Edztmﬂxp&hmm&s whickl dasot have

supgereofl 411 o BEIPs A By AR A) f es of

expeginlefits hémieen EatHiEtPAE WithxbmpRteliMmuliegletulinQdr vathtantigsli bxRling
medi ati ng cytotoxicity due to di rect . bi nd| n of the

fragments gl as Babhie fragmends: Insthese fanss PERXEPURAEH ig$ praantigan
bmq g TABMERTS cz{necﬁfeeﬂl}‘ fadudd {)ﬂi@slf d&f tar ﬁ%ellpses%&h £ih dRna& Jranti-

thi's s Invitro experl do not have

Hc%'““ﬁﬁm antibodies, bath Of:whrph hérve rantll(osiws that aralapproved dly 'S
FD! hf%?»g,a,lj{g ,{@gl )ther'gﬁ}gse types of experinents have
Ut Wer ' i

een carri conpl ete i nmunogl obulin, or with
anti gen Aatietr pgssfhiagmhmlsn sfiarttibady m¢diatpd Enteragiimnmay be

| n,these s,of .e erJ ti.bqdies qr antigen
thrg T o SRR BT itoR SR M IS SroLy3R s s sfiifeal
borid itk cElEmeMmbiaHE Andiis dsﬂ)ciaféﬂ gﬁy@&ﬁoﬁfns afgliycolipils Zsoasatled catalytic
anti - EGFR anti bodi es, both of which have anti bodi es

antihedies.ar e approved by the US FDA for marketing in
cancer tffrany thré%%ﬁi’ﬁ@ﬁal H&él?dnﬁhﬁ o%ﬁﬁé@-&%l%d @&chrt&ﬂ y

medi at ed cancer ng may hr ough the use of

killing: {The dirss és the\nge qf anitdmd@ﬁ ag a)va@qnng@CP the begitogirgdsice ary f
im@de rQ%%n&gb%%&% p;?ﬂ{lgé ahtfgeh fé@ilg}asl (gftgp Eeﬁlgtgr cgf; d'll'ﬁé ds%cond is

assoclate el ns or
the e eff ayntlbcnﬂmrto tdmgmi g@svth féhmt@s amhnterfmevimumt fupetidn or to down
regni%f:erlﬁaq rescrggtop go tﬁzr&tlis k%unc fon' 8 e eétﬁlgly(igsrt].cﬁlre thClF(i ils the effect of such
antibodies on direct ligation of cell surface moieties that may lead to direct cell death, such as
ligation of death receptors such as TRAIL R1 or TRAIL R2, or integrin molecules such as

alpha V beta 3 and the like.
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killing. The first is the use of antibodies as a
vaccine to induce the body to produce an inmune

WO B8PRISE@ agai nst the putative antigen that rexiTdes20081000151
the cancer cell. The second is the use of antibodies
to target growth receptors and interfere with their
function or to down regulate that receptor so that its

f unct i onTheslipicalattidityaflaycanass drug fsrhasadrinsthe pegefitrpf therdrygeynder
e
mdst spaphtafiertencfdashidweverdhere arcs nomber of otheRweli-rexpgnized bepsfits in

r_i.nteqri. | ecul C
i B 4 TR BT e Bl b
sulvak thotude syraptbrrpafliatior) protdetiomagamst adsierse eventa,qrelpagatiorein time

risk profile to the.patient. In.cancer thera -
to ERSPIgRTISe, T qisfascBerEyi YAl 2B BROIQnERlion JL fme () RIRECSan, These criteria
ar@@fiﬁﬁil} acc&ﬁwahgrr%édlmfr? badiés s%clghdﬂtheU.SDFo@i ehﬂ[Drug Administration

wel | -r'ecogni zed benefits in g o prol ongin )
FD4e apprﬂ\@g@%ttwé Produsrenese Q?ne\%ﬁéﬁgs %@ée&r@@“&a@‘iﬁ%&? m

Orﬁgl%gflﬁ%)&o%fyf@ Q87345 Y0023 |In addi§on 46 ereSe/EFRESU T B Wellirédopiired that

protection agai nst adverse events, prolongation in

there #re other endpeintsdint may presags dhesetypeseaf benpfits. irepart, ths gecelerated
SoarpeR S . e .
ap@?gah gg%g%s g{ﬁ)t/éd}gtthé@.s. ?Do,é% %oggsr t)l/lﬂggﬁg afe shrtr@%?ieé tshat will

cepted and regu I es such a
likely gredicpatientloenefitd ADofeamehdd 2003 tthexe haye begn sixteen)dregs gprygved

rugs _that pro e ih ef i i I .
unfl 1615 plop B B SEANERE FollE e BT h Ry PR L € B sudies
ha\?d)ci}j})on;»ﬂ'amddaititgbt: p'a?f]nt benefih met dtl;ﬂéd ey siua‘ogati émitpﬁia:sl One important

ecogni ze a e are ., er endpoints na
endiig AR e s S s S fsetient (b urden by
me’dﬁﬁﬁg@ésﬂbﬁg tAGHANR (THRF 28608 &/. Bsuaidl 6£kh Watidtfal CanSer Institute

F.D. A. acknow edges that there are surrogates that

92(3):205-216.2000). Jhe glinieal ﬁfé@ﬁ%ﬂwcﬂ‘é'ﬁ g¥itetia) forsugh eyalugtion haye been
ol St ey S S0 Bon P AXAEHOAS o o
integpaticamakdxperits ia canckn Diragawith astemdhstrated sfect vo tumertburder @s shown

{rect tien nef.i LCte -SUr .

oy S PR DR BRSPS BBl 8% e,
comtfdl giup ténd t6 ailtimatélyppodiice dirdchpatiastdhesefitelnttheqfre-tlimical setting

burden by neasuring response to trea nt (Therasse .et
g S e PHE YNGR e S BTG b 0 e clfical
stulief San BeGRmsla@d &8O dinich settélgl Brugothat@rodueé prdlohp¥dsufvival in pre-

.criteria) for such evaLuatlgn, amg been pronubgﬁted Qy”
clinieal madels hevedthe greptey articinatadichinics! UGy \nplogaisdo WHORYIpEPOsitive
res%ﬂ%@?to chiniAIGkEmRnt, dRigS fHaddeetd méPHRRIch $n the gﬁ:adiiﬁl%ﬁl- setting may

ugs wth a denonstrated effect on tunor burden, as

alsg hexarsignjficany ditset irwagton heriseaseat though prglangatiomaf grvival is the

| .
St BESRARSHCTRS) bk O 300 ARk B et
haveatipicak utilipnartd-itis gleer thatiturnerdiurdea reductipn; whish may coreglate to a delay

. general | mor e sty ai ght f.or d t0, a$S€SS .

in S35 penks i, il PRV Bahrkah AR R X G RAL bl it Mave

clinitdl Iimpatlk (Bokhirtdng al. Devgdopricneil Therapbutics: Sucotssexgmd Failures of
survival in pre
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clinical nodels have the greatest anticipated clinical

utility. Anal ogous to producing positive responses to
waio0081089847 t reat nent, drugs that reduce tunor ROTIEA20081000151

the pre-clinical setting may al so have significant

direct inpact on the disease. Although prolongation of

survival is the nost sought after clinical outcone
ClificAMriaBDEskEns GF Tergéte @ Ebmpaiinds; WSOCeEdcationahBookb 3 oAtinual

t hat _have cl | mﬁl% utility and it is clear that tunor

MCB'L‘Hgd%QP 3 BREGR E9%H)whi ch may correlate to a delay in
 di sease TeQsaf Hvetiontib@ibectle developmant and uhmmesaamo 7

al so lead to direct benefits and  have i C
depERh B! i C3 DIOYIEATBH B A PHBALdH Pl salBE This
mv@rﬁﬁim '?_i@écln% seéas%%gtﬁa@ bind |spe-Efﬂc@l|l t@%ﬁ bgfb‘i)e Of epidp&igir&ent on the

npoun ducat i onal

9t h Annual, Meet.i
tarmm@lecwage@d tiroglsphayy in e ch%@mfoneﬁ%ﬁe‘ Paﬁkf‘éé‘%‘?qdk&éga‘m‘
malij ?ﬁ) pt? e‘iﬂ%ﬂ% no@ﬁ&nﬁ?@ell@ fan %Mﬁﬂsg ditedty Bitdiatd, @¢la Riked

In a cytotoxic assay and in an ani nal node|
antmbdy; unmbltlomnﬁnmor Fowth. Arfurter adianesels of the bse of epiireancer antibodies

ficall
I s
inhiblﬁdrparﬁydmérqmslﬁvqxrﬂp@ms iofeancadreatmeatked ant i body,

agai nst m nant tunor.cells b

and whi d aLH 5 “b‘ief‘%‘?,"ctf’@fhﬁseth? 'élst’eé’%l Qﬁg lf'ilgi‘gza“‘%%%l‘ 5& farget for
a tHeRipbirictdgent, @bt WheRREmetistedicanfedudé the wmdmam ef &mcxfr

the use of anti-cancer_anti bodies su s th‘%s
expressige therantigensin amamsmal; This uentaR alsaleas % &éﬁf"g
(Al@flmﬁﬁ @’2 A ReirUeRVhiRed, B z{?l'tlhén%hdlﬁg“ﬁlaﬁﬁe'ﬁ%rth&&ﬁ' dnld ¢ Btotoxicity

p0|n cancer treatnent this invention
mdueag hwds thereaﬁ do afget their msg!mpll@dupe Hmw@errb%%ené’ # §3get

exprgsamg h%\(l %e'ﬂta n?abn rﬁunh%mrre Wiehvatich 9ss &%&ﬁgﬂﬁ%& of

urde a céancer expressing t
deteatini MR&IMIanagen iff harserons/eeils thatcaalbs osqfvdefernbsdrm@sm

R81A410.7 th d
prei o SR A P PSS R R EBIhE RS A BUnssS B Gten
i nduci noAddofRap itliD e egéctive Ofthafngerttloh Inceutillzalatmagmd fdno
reduce the tunor burden of a.ca E ess ?[ 1l
proaMIngg@anfFrﬁUSe@l?Fafﬁm?dl M&@H@%KQB s‘ '??ﬁf;f’éﬂl“ d‘ﬁ““sf%“ s
derma%ﬁ?ag C 1dusia¢to%hé &gn&gﬁarﬁaﬁ%&r el AHes, gﬂﬁbhl n

cancerou at can be use he dlagnos
CDMzw iatst Gyoutoxié wuth eqswy to caneer pellsavhils simulsanaeustyiheiag relativély non-
rin
toxxcqg non- g#cg@ lfs qﬂtbn%}(ﬁ]lﬁﬁacte ﬁﬂﬁtﬁogg E%lgﬁl%ts Iaﬁﬂ:ﬁlg ot é},ﬂ&rbdmg
1solmtl hmdlof:bnal rannilmbdms apd gigerebioding Gagmecntsthergofi fﬁwhgh said
rai sed agai nst cancerous cells

hyb(f@f’?’\?@ﬁﬁﬁl?ﬁ(‘ﬂmae"ﬁg‘)etdi cul ar individual, or one or nore
par ti cullafs apaddicionat ebjective bﬁthc mantﬁin tCiahétBcancearous disease

.ot oxj.c vvlth spect.to r cell l e
modiiink EahegisS e R g atigen ROBE SeRbrn BFhl- o
non- cancieisQuarthé lobfctivedf Giedmstant Rvérfiioh & prohuda lchutberons disease

cell lines and the correspondi (?
modifying antibodies whose cytotoxicity is mediated through antibody dependent cellular

toxicity.
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I sol at ed nonocl onal anti bodi es and anti gen binding
fragments thereof for which said hybridoma cell |ines

waazoes/esyseded. It is an additional objective ofPGIeA2008/000151

invention to teach cancerous di sease nodifying

anti bodi es, |igands and antigen binding fragnments

thereof. It is a further objective of the instant

i nvent i ol ixyst pir additionalobieetiverns shednsiand inventingite prodyce cancerous
_ i . . COxL G Ly .
il iR alAREs LR GIHY 13 RedTHED B i bl At dependent
ceHulaii toxicitpal obj ective of the instant invention to

produce near [ L f oy | bodi

eyt ot oi Iy §ifadtiteLBEARE oFS kind Bt Brb e LBy
diseasdel modiflying @ntilsidiey whbie dy®taxdditly lis afuhctidnivf theirabgity to\cetalyze

the |nst I pvention to produce cancerous di sease
hyﬂ@ﬁfsﬁf?ﬁaﬁiaﬁfgmﬁ@g"%ose cytotoxicity is a function

of their Aahillfirthér iectiaé aff the Msthindhivendisd 18 toprodiik katcarous-

chem ca| . bonds. ctive of the

) A still further obje . L

digeseragtying gavhadiss whishiags %F%EE)& i e e55ey QT diagfogis, progrosis,

andRfénftoringdbrastckpodi es which are useful for in.a binding
assay for diagnosis, prognosis, . and nonitoring of

cancer . ©Othseebiesty andndvantagesihininyension gfill befomeiaprasent from the
f . . | .
oltning FEEATR SLRIEDE o KGR b il ARRKEMIL Sfin
embpdimshts of théyinwdntiomnbodi nents of this invention. BRI EF

DESCRI PTI ON OF THE FI GURES Figure 1 conpares the

per cent age cyt kﬂ%‘lﬂl ESORAPTTORIGI of the

hybri doma supergna a%?%dagal n@t ce FF(?QAIS%§A549,

NCI - H23, Fibike-1détiparebépdrBerie cpotbxidity 88d binding-leyels of the

epresents .bindi ng of, ,.AR8
by R erBocit Sl Bl i0bT A Reba? SSCRE R, R RREIE and
Hs888bu.escence intensity as a fold i ncrease above
i sotype gontrol. Figure 3 incl S representative FACS
hi st ogr ahEUTE R Tieesend Bl sh ARAHAT IO Helerocan g el ines
The idat8 G B8l ASPIoPPdsertt Mehén TRBRE®hcARENHE s 8 F618 Rcréa& dbove
lines. Figure 4 denonstrates the effeCt of AR81A410.7

isopypercomttl: growth in a prophyl actic BxPC- 3 pancreatic
BZP |C g:j "RE&E 3 indifieY fplesGittive AR Riddgidinis S KR $1AUF0.Y B anti-
EGFR antibodies directed against several cancer and non-cancer cell lines.

Figure 4 demonstrates the effect of AR81A410.7 on tumor growth in a

prophylactic BXxPC-3 pancreatic cancer model. The vertical dashed lines indicate the period

during which the antibody was administered. Data points represent the mean +/- SEM.
Figure 5 demonstrates the effect of AR81A410.7 on body weight in a

prophylactic BxPC-3 pancreatic cancer model. Data points represent the mean +/- SEM.

DETAILED DESCRIPTION OF THE INVENTION
In general, the following words or phrases have the indicated definition when

used in the summary, description, examples, and claims.

13



10

15

20

25

30

during which the anti body was adm ni stered. Data
points represent the nean +/- SEM Figure 5

walmogosyserat es t he effect of ARS8 1A4 10. 7 on bauyr/@siog$ie00151
in a prophylactic BxPC-3 pancreatic cancer nodel. Data
poi nts represent the nean +/- SEM DETAI LED
DESCRI PTION OF THE | NVENTION I n general, the foll ow ng
wor ds o rTlmheras‘éastllbmly’éxstdseﬂ inntieh lvaddest seisé amd specificalifi govers, for

R L e
antitexdies, deritinfipzed, mueink) o}nmiceir humirﬁiedanﬂmdies), aitibody e

cl ona ti.bodi es.(i.ncl, u oni st
coRERABG Pt PR PRI ST e T Pt AR Bt
imfithétBhjugat€y antl dnfbvdy Gdgraetitd @ewbeaﬁb) anti body
conmposi tions w th pol yepitopic speC| ficity ) )
si ngl e- cHsitermy ipengsigng antibpdyiasdisedhergip F‘%‘H&tﬂ a@antibody obtained

ﬁo&ﬂ%@ﬁﬁﬁ@ﬁ b‘ﬁ%ﬁﬁﬁltﬁgf h(ﬁﬂ&geﬁ&ﬂy aﬂtfb@&@? RE Sthe SRBvilRN Midbodies

he term "nonocl on ant1b "as used herein refers
comnmeng theponvdatipn atstidantieal excree BPQseiblginaturaliy oggurring mutations that

ma? %g ?{/e?(g'{tj grrllnln\‘)r il}g&g@se NoGcioil! Lﬂtﬂgﬁgkﬁfw highﬁl sgectlﬁbe bein g directed

ant Ies conprising t
agdinke asinglalantigeoispite. furthgrowss, bi ontiast mmﬂycwn@muquymgeparatlons

W mﬁtlggl &4 erer%t tg@oglcbceilrgcte Qltnﬁ dnl’fe'i'rcl:ﬁ1 %tfméﬁgst(ge{topes), each

noc ona ant | Ies are pecl
motid¢laal atibadpisidirected @ahgi aesnmﬁ dayemmnmd the arffigen. hneaddnm to

n trast to pol ant bod ep ons i .
theh oyt e mopedional fatidis S6 edrapateony s dicy aney b Wrthesized
unébntabiiatett byt anfiboaiRt SThe Rdifiee eﬁbnocmalh indidaes kRRAdracter of

anti body is directed agai nst a single determnant on

theraptibogy s being obtaineditipm a Substagtislydiomogensens papplatjon qfigatibodies,
andB fi\ b 8B @bnsAHidd R r@dl@ﬁlmtﬁ@@@lﬂédy' 8y anf Bhrtibdlmethod.

e synt hesi zed uncontam nated by ot'hér anti bodi es.
Forlmmm@dihﬁ imenoclonah antibodigs to hienigedinaecordanee wittbthe presant igvention

S8 8 LBV, RS AREA BRI AR BOHL R 1
NaﬂmQSG GQSJI(IQSS)[ aqhay berrgade b dkcombimantdNA neetiaods (sbe) €., B)S. Pat.
N3 iR G 26 triinoglon aativadies, BiF Ban b shFn oA DT COLey

llbﬂaﬂ&’ﬁmﬂg‘iﬁe fé&i{nd?ﬁs B&6iEbed)in CRaekay br 4/J NaBrd, 352:61E628(1991) and
human) net hod st descri bed by Kohl er et ah, Nature,

Maglesees 4235( Mob Bigl, 223 58ha3P T 9HRdfer ¥pmplec obi nant  DNA
met hods {a5fBedyCirdkments” com &E a IpM@ioﬁ ogan%ﬁtaétaaﬁilbod;hﬁeferably

"monocl onal anti bodi es’ i sol at ed

comprising thyantigerthinding pavar@bleugglwgthmlﬁvef Examilescpf @stlbody fragments

mcgl?gge% ﬁigﬁgmwgrﬁ; @8&}55‘3%3@% "i%% d%@égllt‘?gugayodms finear

antibodies; singleeshaimantipddy molekmtes ningle- ¢hamgmm¢_;eb siugipdangain antibody
rtian. of i nfact.an 0
N N e e e R
antibsdyfrhgsent(). ant i body fragments
An “intact” antibody is one which comprises an antigen-binding variable

region as well as a light chain constant domain (Cr) and heavy chain constant domains, Cqxl,

Cu2 and Cy3. The constant domains may be native sequence constant domains (e.g. human
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include less than full length antibodi es, Fab, Fab',
F(ab')2, and Fv fragnents; diabodies; |inear
wOoans/rvsé7es; si ngl e-chai n anti body nol ecul es; PCT/CA2008/000151
si ngl e-chai n anti bodi es, single domain anti body
nol ecul es, fusion proteins, reconbi nant proteins and
mul tispecifc antibodies forned from anti body
nafivessgquence( opstanddothaing)ae atningracidiseqigngesvatians thereof fPreferably, the
i.ge ari able region as well
mt&c? quoﬁgﬁ?sao'ﬁﬁ gp{rl]w%oeﬁfg&opﬁhgg)ﬁ% in (CL) and heavy chain
c onst antDependingien th€lainjnoGiel saquun@HT thekoastany demain of their heavy
oImai, n Dbe native segu G n 0
o LT S ] o o e ARt SRS T BN S G
of ineagtiantibedivaigA rIgD,t I@E,r IgGf andF!gM aridodeberal of thesei mayatet further divided

i bk B R BB JPOH RO R R A7 A oy <P

cofstmt dorﬂfdi‘@’that‘éb&édib@nd ﬂomﬁeadxfferaﬁttclab@d ofntibadieste autled a6 v,
to different "classes". There are five-ngj C assfe‘ﬁ
and g, TespEGtivelya Rk pibuRiEruciuges and thrse-q "g@smg'aonfgwaaqow ffgrent

c1a§§¥6flﬂimu.91%glwﬁﬁﬁafwem&lowfthef di vi ded Into
 asses™ (1 sotypes), 92,

| gA andAntihady “effeston ’émt}oné’hwfem tfl:gﬁ@tmsﬂ@gl% mvn@s 9 table to
thecl%r F@%Pgﬂﬁgizé’sehﬁ‘&cg Fd Icfifoﬁ %r %rginggfiﬂ g%q%%gc%%ééﬁg gt)ﬁ%}otﬁf &fan
antsltodyuﬂmamles aﬁdltibhd)eﬂfedtonﬁmsmm aichude 61q bindingi complenfent

dekning beiplox g3 Tasepior BT B b P Bt Bl gtiatél BfBtonicey
(ADCO); phagueltosis;t dowintregtatioh bf tellsuideeedeptoistie.g B callagteptor;(BCR),

native sequence Fc region or amino acid sequence
®Cyari ant Fc regi on) of an antibody. Exanples of

ant i body«sgfiky eﬁdéﬂ?éellqmldtéﬁ“d?&b@@u % altl ‘DO refer to a cell-
conpl enment dg%rén éyt ot oxi ci Fc?&recept or
L]

memam.rwgnoramwlb@uwa@p @éﬁ@toxmells thaterpressd casaeptopFeRY (e-&-
Nafu?Kiler (RK gaﬁyﬂ %ﬂb}iﬂ \s dﬁ%a@ﬁgﬂg@% é%&gl‘ﬁge Gfthd aftibodP6Pa

recept ors rece
targotiaell émic*ybs;tqmtiyi eatse tysislof tledargﬁtt ecll. dhe ptimary ccclis)ﬁ’or mediating

i ated reaction
ADC N 1) SordsT ERIT o8B mop S Rlets il FRILang
FRATIREOR &xpre@siooh hérmdtopsidtic eélls(lﬁ\lk(l)mﬁz&izk@ m ’Il’ableBrdmmagé 664 of
recogni ze_bound anti

Ragaich and ind o en rpeigas o 69a Dot saes alfteectighy pta

moTelaﬁle RE {neRESY, 4nGh {IﬁrofAQjC(‘ffEQh)atsﬁdﬁgls Maescri¥éd GUISS Pat. No.
ress Fc RI Il onl wher'eas npnocyt es express Fc RI

5 5% or 582 afgrqylbp perfﬁermeé pietd sffeﬁpr@ﬁlsffwbm%@tm
pergp?l dllaisblbéd ﬁlUH&ﬁlEieMllé PBME) a%fl %IS 457 %&é (ﬁgg géYSE B?c\‘&ttl%]y, or

Ki net I mmuno
additionelly, MPICIC activity\oif the nyflecalernd interedt may be asscseubzytvtvoamg iina

an%J th8aeM Rkt R AR Nisci5it th ESndshiky. BRAS (9L Ds! 3248561958

“Effector cells” are leukocytes which express one or more FcRs and perform

effector functions. Preferably, the cells express at least FcyRIII and perform ADCC effector
function. Examples of human leukocytes which mediate ADCC include peripheral blood

mononuclear cells (PBMC), natural killer (NK) cells, monocytes, cytotoxic T cells and
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5,500, 362 or 5,821,337 may be perforned. Useful
effector cells for such assays include periphera
wdptoogassenonucl ear cells (PBMC) and Natural KiHdRCAZ0b8)00151
cells. Alternatively, or additionally, ADCC activity
of the nolecule of interest may be assessed in vivo,
in a ani mal nodel such as that disclosed in

nemo%héa; with PaMws(NKsaglls bsing prefessd. Theadiegtor cefts may byisolated
froﬁleal a%é/e e i %&C%/ % %ﬁ){fy\ﬂ chorwg as, 2Lk bPJ heﬁ[aﬁ e FcRs

r orme ctions refera e cells
ex pr ess Hie teromsFe Foedif’ for SR peer fsed md&@@@e afdceptonthat binds to

o 00 AR AR USRS b BEER e

a p(‘dl’B'MB)FcRnaan\alth(blhdlﬂn I6Gldhtitod) (sgammeveceptarkand includes
tota ils: with P ad . NK
e R Fon AREPS A Bt B B S
alt¢rﬁﬂgglh};%ghéeﬁ¢ghﬁ dﬁﬁfgbééxech@wﬁ (FeyRIhfébém(ﬁrs uﬁhge Fé&yRIIA ahood
Qr as, escripe er C rece
“acjvating Tpepiar’d apd EyRID @%gwﬁbm@ga@%e Mlvchmm Selmﬂﬁfo%m%wd
sequBifceS that @Rl RS ﬁh Mric Mﬁlrﬁrtﬁér&ffr&éilvgﬁi% reSepfdr

native sequence human Mor eover, preferred FcR
FoyR1A pentaipg amntmqna@cwpr|t:ge§lmwbas@fbefywetwngmﬂ%IT Bts )

cyt%]gsirh@ ‘ahﬁiﬁl Slnﬁfﬁﬁﬁgﬁég::’eﬁlg g‘{hﬁ Qﬁgan Eﬁlﬂﬁldreceﬁkgndty}:o@ﬂe-based

asses Ic variants
inhiitiar metifi VEM) is j3$ ¢ytepdasiie danaist. (seh esiew B impDagran, Aﬁog Rew

Imr;nzr%) 925%? %Qgigﬁ%% lgc%ﬁgglfe{réwéw?d in v%t\({'/h %ndr}%ﬁ?tt )Immunol

9:487-92 (991 p 1Wapél eaall, dmmanprerivels 4 2534 (THRY; and dﬁrﬂamm dzly Ji kub.

b 10T oS BBt 5 A5 R o,

eno%ﬁiphéé@d bPthe i “FcR* Hetbth. THR térirSalso)ihlinded #i¥ e ob@dTdcBptor, FcRn,

Inhibiting receptor FcgRI I B contains an i nmunoreceptor

Whtcw%@ﬁmm lederthe wanshr of watemal Igbs (o the fgfusi(Guyer g7 al., J. Immunol.

gron, Annu.
llflz?%%/m f(ﬂ{??’ﬁb ggﬂg (@997{?%&%92% reviewed in
Ravet ch ‘éjmmnlﬂmaat depmdemt cyrgaxicityionUPCOrefistodhe qbilgg ofa

mofé?‘l?lgl g gk Iget m@% ﬁre ekufée doqsé?i\gl%%g%t“'ﬁ %e%p%ugﬁloﬁﬁway

is ikicifted by the | birelfingoo fitifeofiret dompbigent ofithéd ¢dmpdeénnsyistee QL0 a,

nco assed. b he.te
moils (4 o aAuRocy P MARA N Aol oy TpdssegpBRepgnt
activeSdi) B OIDT &sdy0k gt RQledckiBEBI Tazetino SBABFI R ul.| 0 fBmird]. Whods
Guyer_ et al . I'mmunol . 117:587 (1976) and Kim

207@163a(ﬂ9é%d?ayllﬁperfﬁmﬁﬁ‘ol 24: 2429 (1994)). "Conpl ement

dependentye Qéiﬁptvgﬁémé”tré{fers% the @dethaf &frﬁfnspo}tR)nE Gﬁh@bdriabfey
of a nolecule to |yse a target in the presence of

dompaingyliBpraxtensively lmwﬁpﬂr@m@nga@tlbws| aoda afsais¢el¥a yhe binding and
speh@i%fg{ &t &b Béén&hé’r am(ll&%g 36k 18 a&ﬂ&&ﬁae rt gén fﬂw\%‘ &RE vaHabhiBis

ement ® system
not gvenilpdidtyibuted ﬂpbugheui the tahlabie dogaias ef antibodigsnlt 1smnmmds in

threé %%glrtrs?patlled hypervariable regions both in the light chain and the heavy chain

variable domains. The more highly conserved portions of variable domains are called the

framework regions (FRs). The variable domains of native heavy and light chains each
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activation, a CDC assay, e.g. as described in
Gazzano- Santoro et ah, J. Inmunol. Methods 202: 163
w(Q 0899567may be performed. The term "vari abl e"PaTe€£2088/000151
to the fact that certain portions of the variable
domai ns differ extensively in sequence anobng
anti bodi es and are used in the binding and specificity
comprisgefour FRas largelyl adoptingtai fashest coufiguration sapmacted by three

AR VRSN oo Rk ¥ AR colt Rhngpartof.the

B-shedt |stum|res"[’he Ihtvpeprsartabhmmsam eath ichain md;elds‘mgﬂwsnms:lose

o BLERE YL R D B i e

thecforination efithp atitigensbindirfg sita nf altibedieky(sei Kebatar a!.,cSelykandestdfie

frameyork regjo F ~.Jphe.vari able donqai.ns of .
Prot ol e egho b e leafiE SR PR st of
HeaRli, BRth¢sdadoma! (1991)R The s taht dzmﬁnsgwm ir¥Blved divsedy ircindiyg an

three hypervarl ablggre Qi on ch, for | oops

aniibadi &a1 angzena et xhibi gaRons Heesorhyicto 8 Pigfcipgtiog of the
antocd) SPAniBbdy fepbtident LGl tyRREN Gy Am:@)r egions in each

chain are held together in close proximty b e FRs

and, wi tHhettpren Thypervariableapgion”rehsnied her%wef%%ébmvmo acid
residbad &% an%g P%& Jr@re%éb‘?nsngﬁ If hgé?l l?ﬂdlﬁé] Q'h% a{'pervarlable region

anti see” Ka
gelwajly@nmesse@fanﬁrq&cei msidush ﬁbmﬂjhomylgmahnw determeiging region” or

“C] i‘”l(?P tl)'le%ﬁ*eglglg éh I(l]ibgo 6 @6&%@@%@&% olﬂilﬁe ﬁr#{ tgﬁamo\];anable

domaia and B 1-35 @@l )y 8al63I(HD ahdl 95-102 @I3) i thgheavy alndin vevidhletdomain;

nt i but e bi t r|ou eff ctor
ke b i et o P o datinasiisy Pisrestath B pole Befthepice
Na€iGihall Hisifutes oF Health, Bethdsda, NREC 991Waad/bfeth6%e TONMRE ﬁ@ﬁllaab| e
regi on" when used herein refers to the aning

“hynervariahle logp” (rg- Easiduercify2 (k) 39- %?r@d) @@p"dn%ﬁi (Bﬁ)emﬁ'afrhght chain
varidbld dkiPAdadield: aﬂ?gs hyras Va’i‘nﬁ'%hb? ArHGh B2 mmeahalwvxnable

conprises amno aci’d residues froma “conplenmentarity
domemeﬁihnthlaa@}i LesliJoMol. Biol"I0DRO1-PE] ( I8Ph SFramsworkRegipn” or “FR”

Fbb 5 S L R Bt
hereid3efined. Ph}ﬁlmwom:hﬁinnbotmfslpmnueesdwnmdemlcaﬂ(amgbn-bhmmg
at er, est

Sequences, oteins of 1 0
oot gt T AR eay o 1th RS AyEeprhirdie B s Fsttual
“F é‘ﬁiﬂghiént Eﬁb:iéﬁﬁﬂl% reflddts it ABifid )t c@@lﬁﬂi@é reatis Peﬁsﬂﬁttdiﬂﬁt yields
" tpervarl abl e |l oop', (e resi dues 268 ;‘B‘i‘
an B@b@zfrwy taﬁdlagwg@ﬂs@squhﬂg sisa and g still eapablg o crpyszipsting
pein and 26-32 (H), 53-55 (H2) and 96-101 (H3) in
t e heav% chai n vari abl e domain; Chothia and Lesk J.

Bi ¢fFv” isgbe minimum Antitedg fpgment phighoppiains Regmplgte agfigen-
' LHA&l and
o B Y Gk A
onglléghit clein va?apbldnnmnge tightompnexfovalentiassodiatien. Brivuthie sonfigyration
tha{ t?xe Blreechaylperavgrt'ulab(i’e reglons ot1 ¢ach variable domain interact to define an antigen-
binding site on the surface of the Vu-V dimer. Collectively, the six hypervariable regions

confer antigen-binding specificity to the antibody. However, even a single variable domain
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fragnents, called "Fab" fragnents, each with a single

antigen-binding site, and a residual "Fc" fragnent,
wonvogesInerne reflects its ability to crystalli ZT/CA2008/000151

readily. Pepsin treatnment yields an F(ab')2 fragnent

that has two antigen-binding sites and is still

capabl e of cross-1linking antigen. is the m ninmm
§ tigen) has th
iiogﬁfré (E:cg | gﬁyygthrgg hip%?\’a?ihﬂg e% aﬁggﬂgﬁcem an aln S1’gen) as the

abrlmgtooccogmmsarsittsndﬁntlgerd alrtlmuglo#t adoweraginity tbﬂrméhmefé\fmblaﬁeg site.
| i chai n _var.i abl t

i 58 s BB B e RN s consn

do_tdarne(eHw pethy Hdsavgl bhain. Falyi fmgmenrﬁ dr@ﬁec frora &ab &bgreentobyeth;addition

interact to an antr bi ndi,n
ol by Faiusio PGP BTy POt Jorgfy nfiging one o
métY BRIRds iRk the ARBOO EingOOEih. PQMSPQ Bhddegighatipn herein for Fab’ in
specificity to the_anti bod ver, even

wlvfeh the pysteinsgRuidue(sd P ﬁswnsefl%/ darmarf\? £ 3hlent Pﬂeggiﬁ#vggfﬁv%e

F(EB’)Q %ﬁb@fl& RRnfentsRBigha Ry ﬁ@ﬁ%&du@edf AR paitdofdHab fERkentd hich Méve
ty to recognize and bind antigen, although at a

hmmﬁelarsrbemey thema Qtheneheaieal eauphings@if Aafibofly Eragnyents aragjso
bagment al so contains the constant domain of the

krlIlght chain and the first constant domain (CH 1) of
t he heav¥heHightchaisbof ahtllacglm fitom apy fvertebrate speriEsigan be assigned to

ong 8?%&!0(3(05%{81@ ?ﬁlﬂ%%p ad %!fll e fl%lﬁg c%i(&»)d gas§d 81 thk Iar‘la‘uno acid

sefuitfitdd @F thgir QOIS taAt doiiHin. cyst eines fromthe anti body
[ ' Fab: - SH | nati on herei n for

h ) t he, des
b e chaeP A b i e ntsFomprie o R Yo
dofRBIoNEntidBdY, whbrelnfifidst demM&iné 46 Prebéiit i}i a dgwgoryﬂ%@ﬁ& ohain.
uc

antlbodyfra ments originally were ed as

Pr@ﬁerahbrbthe fv aglmprlée FherTeomRTESS Hrpﬁb'aem}‘ﬁ figkes detwigen \%eéfrr and Vi
do'ilﬂ QE\Eblég}ﬁé@ E@ lto f)ﬁ“ Ble d@ﬁﬁad%fru&ﬁ'ﬂe 'f&%ﬂﬁ%écnr 1Féra

are a so nown. T ht chai ns” of anti bodi es Trom
revipy of safv et Rlticktlmpdn T&Pmawayﬁﬂ@n@@mwmmdm, vplud13,

Gt O hARER B YL TR sy andgroce

const ant Thiowrean fdiabotiss’ higfees tolsmialh aitibody fragmanawithatwo dntighn-

Jragnent ri se the.VHand i NS

bR B TG CHEPIF e APELTHEY e fYig menid o a

vapigbly RgiidoMeinG WY if theRBamé polgpdptide éHat (Wy;-\09) Bypesdig aliénker that is
further conpr.i ses a pol ypégtl de linker between the

o ghlovy peingRetygrn the o sdgmais pp the samg, chain, thedempips are

fofé@@ o past vﬁthrtrr@ Edﬂﬁ;ﬂerﬁé?ﬁar#ﬂ&dlﬁﬂbt{&h&ﬂé&ﬁam &R creaté BVd Feh‘
scFv see Pl uckthun in The Pharmacol ogy of Monocl ona

binding sefsaulé@bodwe pre describedpere Ay iy, fanexamplss EP 484097, WO
93%9%11% &H}!ﬁ &Qta ' Nl 4028 Scr’—fij%*ﬁé(gmlr% 8 (1959¢

term I abo ers to smal ant ragrrents
witht v\/oThﬁnterrg étnrbqughsngr “trivalent trimers” refers to the combination of three

single chain antibodies. Triabodies are constructed with the amino acid terminus of a Vi, or
Vy domain, i.e., without any linker sequence. A triabody has three Fv heads with the

polypeptides arranged in a cyclic, head-to-tail fashion. A possible conformation of the
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sites, which fragnents conprise a variabl e heavy
domain (VH) connected to a variable light domain (VL)
w0 Wos/br9serane pol ypeptide chain (VH VL). By usiBGQI/@A2008/000151
linker that is too short to allow pairing between the
two domains on the sanme chain, the domains are forced
to pair with the conpl enentary domai ns of another

m&lﬂﬂ& (Ejk epg'z([:}Qr %{tﬁﬁ\te ‘?nréé"@ @Qéé&? R ?t@&j inr%)lacﬂe afan aé@ea&q 80 BSprees

404, 09
frdwo&(ynmthm Atiabedic chivb¢ mpgespecific, hispecFﬁCCQt trls’ﬂa&tlﬁc Acad.

ot 1 vAD GRRAER FPES gyt ek skl ;'if‘ab&ﬁérﬁﬁ?d andlor

re¢dvereé fismugompGieat of ismatubd én\éﬁmmé'lﬂtl Qhmshiaant abmponents of its
constructed wth U] 'no cid ter us o ¥
nafig] g oRmERt ake malggialy yhich 2oyl ey %&@W@&c Oyherapeuti uses

fok tht: ambd Bﬂ&mhﬁfn@ﬁdé:b‘nzgﬁi@ﬁ Soiidnbs, hitPotRét pydteiRddetheor
arrane |naCC|c ead-to-taijl fashion, A_possible

noBBfeERRRRLS BMtes 1olated antibod yncluestha antfbodly inysitp pethinfeeambinant
cem 8lleNPlegdt biScnoRért Of the aﬂllﬁhﬂ‘&nﬁ'&l e‘ﬂ@nré}i?&ln?wﬂf not BOpresent.

degrees from one another. Triabodi es can
Omimnbpl@qwemsrc isolated putitiofly wilbbe prepasgsidyyiat least om puﬂfyétlfat stap
anti body
separ at e an gJ/&§¥ u@ié'glgl\)/lg?gzgh ?E%nh%?&wr&%%g)ﬁ?@%’fablleto gbmdmg
thatahtigea widsufficientaffitity sﬁolnthatﬂmamibodaolspsnfuirasa tlefapegtis or
.natural environnent e materi al.s i,ch ul . .
AigiRb R RisrE M el e S g ihe e Mo p lpogy s ops,wich
biriRthd¥ntlyenicmbiefyaywillnshaly Sreferentits bindAkiaamnienic aivietp hsupposed
pr ot ei naceoe(f or nonpr t.ei.nacepus, sol ytes. 1so]a

. ed
to gther 15eFPTS: A doss gottlppéu rinGidepipl binding sych asgnety pm:mﬁcth contact, or

b1ﬁcﬂ1§§t€1§bﬁ%ﬁsl&ﬁ:‘nhﬁn&hf&ﬁo&tm}nﬁﬁﬁtw Qtﬁgr &ﬁg@?@ BfdnaPbe drfdSvhich
antib y s natural environment wll not pr esent.

dogy gt significantly lgpse-teaet withsethes peatieing Methods: fwl th¢ dggestion of an
ang%ctﬁilglg%ag 9iqﬁ%ﬁ%&%ﬁo§§g€£§hﬁg nwtefl h(lg(%pﬂ @'Qhesir?zﬂrd A 1nclud% but are

Interest Is
not bipédx te assaydiunidasiACH aell EhISAgmd Westdm blof. f i ci ent

affinity,such,that .the anti » led ef,ul
T hor aneuhF el nemhf i sSere blong et et e g S8 hultye are used
int?\jthir%é%ilﬁ @nd hlﬁsuaﬁ Hesig&lﬁtloﬂé\ﬁhﬂillﬁletphge@’l it 1|b|@l§()’ understuod that all
| C I Ngs the an enic | et W usua
PrOgeRY BR¥% Aet Mfgflsslmé? ? igal fn Bﬁ?\. %3%9 deljperpte %%a&g%f&nt
muit@idab.MHitarktPrRhPihas haddthe Gﬁﬁ@fuﬂatonlda loltsbteal wﬁmﬁmsa}eened for

bi ndi ng such as non-specific Fc contact, or binding t
in fisorigmalinensfarmerdeel hasinelndes: [t anlk be elagrdiom te spriest where distinct

de@BidtiBR Wte MRhabRY be one which does not significantly
cross-react wth other proteins. Methods, for the

det ect i ofilredtment oatredting tisefarhiatbothi thetapeatic umtmgté rangprophylactic
r A e SR sl B0 LBELY I s
Patiml!bgMEmetwn ¢l dlﬂordcﬂﬁhuwed nMroﬁ tmatrnbtntenqiucprth@s alpeagly with the
dlsogﬁl' Jcls ell as% S f/)rong F]ch Yo ﬁ‘ne dis gﬁier orLHl wh Hh the ﬁ%gdgr is to be

erC angea deS| S I'ncC
preventgd Hencd, thei man@thsl @o bokatedtheeih Ihkbaliava lbéen diagnosed as having the

disorder or may be predisposed or susceptible to the disorder.
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progeny may not be precisely identical in DNA content,
due to deliberate or inadvertent nutations. Mitant
wQro0g/e89y67t hat have the same function or bi ol ogiGIaCA2008/000151
activity as screened for in the originally transforned
cell are included. It will be clear fromthe context
where distinct designations are intended. "Treatnent
or treaty Qermrse%aeh%gﬁ’tal? c%n&r&u@’efe?e??djtgljcﬁ V%irb@ﬁ{eg)ﬁ?stiol@@&l
prophyl acti € or preventative nmeasures,
condiji@rcih masniabs matempicalar chetacterizkd\by ufitegulgied yelt grewth or death.

t ar get [ n n ar T
e DS R B e e B ARhpl PRgo. saoom.
and leuRéntie br Bph6ill matignanbies quae patticulay ckamlest dfeuchi cancedssinclude
or those In whom t he di sorder e pre

SabASHR S aec e PR3 T L R b e Ao B 0 <!
lufd RERL TRA-sAAI BaMhﬁgcaﬁlba Sllef¥ardfionfalof theYurlpen sqAnsRoS ed

or susce tible to the disorder. The terns cancer" and
carcingmeof tilsshmgr eaneqr of the peritgaay), hepatacgilniayiconger, BatEic.of stomach

ca &pﬁil ﬁlhl?l 5&0%1 Sarkc mkmdcn%aﬁé’&h&f'i‘l él%bﬁ&%@%ﬁdaﬁ&ﬂcer

unreg Fate gro deat h.” Exanpl es of
ovaaarmncer, niverumacer,thlrdderraancenthepatorna, brpastsancen celom eanger, rectal

mphona, . bl ast o Ind!
canghf ARt hoBe BT Bne ERY F HERne Ahnorh SARA ing KO iancy
oriré¢ial ud&r,smommwﬁdlvarb edicar thymugcaneqn; Hepatici catciromqmaaanalis
cel | canﬁ ﬁg | ung cancer inc ud'na%small-cell | ung
CagHRa, PenHg f%'ﬂ%ﬂlff,gégf* a5 a’@dﬁ&’é? “denocar ci noma of
t he | ungaagiknfofiepdpetic 43aitc isracmanmﬁl doh@oﬂmdlﬂgeﬁmlamlmreamient

t he peri toneun}1 hepat ocel | ul ar ‘ﬁ astric
of sangema Exareriercd chemeiheraneriic 2gsats ingl aﬂgﬂ agenty s as thiotepa

anfl @?&(Ssgﬁ&sgﬁarﬁ@@m FORAN®S! ARV Qﬁi?onaﬁ:@ ch @8 busa iR %prosulfan and

ovari ancer |1 ver cancer, bl adder cancer,
plmw&nomldlméa@t asbanrodopa, cashagHoneamemredopa aadiredopacer |

et@?ﬁn?mﬁgs a%d nfe %‘gl‘fa%elan? H&qwﬁih@gii&g% %Etﬂfleﬁe?ﬁeﬁnﬁﬂém

Ivary gl and car ci nona renal cance
mahsalsﬁ@h@phmmelb mvd:lylmdtmolﬂms;ﬂmramithg/anmtdmethyﬂob)melamme

.hepatic carcinong, anal. carci nile carecinoma, .
il anptass syl 2 Cpramihie, Rlamalipaing, SREReNGSpEH S Exfustine,
ifoREhaiide, mechlérethaiie Gaéchiopthaminclotideiydrochloritié) Qldlp’lﬁhh,mi‘ nt

of cancer. Exanpl es of c¢henot herapeuti, c agents incl ud

noxerRYichip, Hl?gneéfg{:}?ﬁ, gredpinppstine, trofosfamids, uragil mus d; nitrosuréas such as
cafrﬂ&'ﬂﬁ’é RRIBRREB T, FBtefiastifeiOMubtik) nimasthk! radidubpiRadrmibiotit duch as

busul fan, |nprosulfan and plposulfan azi ri di nes
acbewhmassns@ agtineutin, authsanysin arrscring shlegrexsins ecactifpgycin,

caH{l{%Qxﬂl%ﬂw cdthbidih Wﬁgne%dgﬁﬁﬁﬂmrﬁ%&e&chMy%ﬂi ng

tretam ne,

datumdrebitiy) ®m¢h@&;ﬂa¢m -gen-Lnoilestcing] daxerubicisp Briibicin, asarehicin,

o L TR A B RSB B i,
peﬁbtnyalmmﬁmm,ycmf mscﬁmydnd quelareydin, mo@hﬁmm rsreptonigrin, streptozocin,
tuberclcrililn ub%}nj;]n%w zqgos %(1}1 dz%ru cgr{ %Icl:tll:]-ll‘n%{albgl%és srlrxgﬂ Qshr%tlztﬁcr)}l'exate and 5-

fluorouracil (5-FU); folic acid analogues such as denopterin, methotrexate, pteropterin,

trimetrexate; purine analogs such as fludarabine, 6-mercaptopurine, thiamiprine, thioguanine;

pyrimidine analogs such as ancitabine, azacitidine, 6-azauridine, carmofur, cytarabine,
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novenbi chi n, phenesterine, predninustine,

trof osfam de, uracil nustard; nitrosureas such as
waaosrsyséne, chl orozot ocin, fotenustine, | omusHATNEA2008/000151

ni mustine, raninustine; antibiotics such as

acl aci nonysi ns, actinomycin, authramycin, azaserine,

bl eonmyci ns, cactinomycin, calicheam cin, carabicin,
dn%@%ﬁﬂﬁ%s'cﬁxlfﬁﬂaﬁé RABHabing, floktridiHE) BYE); ARdrogtas bilch @8vahiskerone,

nor ubi ci n, detorubicin, 6-diazo-5-0x0-L-norl eucine,
drefeostanelbheprapiorats, epiip¥anel. mepitiogtaes fesfolariong; @nti-adrgnals such as
anﬁ%&ﬁﬁétﬁﬁ%@chﬂoﬁaﬁ@ mMenﬁﬂlc 5@( %ﬁﬁﬂér sﬁchaz& IStinic acid;
I vonycl ns, cin otfiromycin,

acq:glatmwyddmphosphuhaimgtylcmldﬂ; mdmplstwlunmclds ameqsnuwbgarttahucﬂ

stre zOocCi [Cl n
BT CIENTER e
acétatef dtdg(lll’cm;l gallith nitfate; h&'droi}ﬂll‘da;:leﬂtmad lamdhmgel,emtqgl.lmnas

denopterin, hotrexate terln tri.netr .o
AR PO AP S TS PP R PAB AR G TSRS i cid
-étﬁ‘yl%&fdenﬁocdrﬁﬂz&gm(ﬁﬁazoﬁmw ShSHrae spifcEe@ihivin Gdhuasdonic
ancit abi ne, azaci t1di ne, azauri di ne, car.nofur,

acidy riaziguangied, %M%%emeﬁhwémn@owﬂ%mrﬂpwa dagsBrazingihi ne,
md h%ﬁk&lhg'nﬂrobroiltglumltﬁﬂgﬁp gﬁ:@ﬁroﬁluﬁtha@ﬁoﬁx% HRbROSME(“Ara-C™);

ronost anol one proplonat epltlostano I t1ostane,

cytlephosphamidsnthjotepat taxangs, @rgap@htwd 1T AXOL), BG@'IOEW@% iSenie.

S I
R
Arﬁmm&iameb;lohtmrmnlmcﬂ@emm b-tidoguanine; rmdmaptdpprme methotrexate;

i santrene; edatr xat 0l ¢
DI AERIOR G RGP T AT g ARG oposide (VP-16)
ifotfatidey Mitoinygalc muaxantrbﬁ@tvmcndm&rm@mbme; nabelbihé;mavantrone;
l.onj dam ne; m toguazane; t.oxantron pi da
te‘?ﬁﬁ"tsldﬁc‘?“f‘?fé“ycﬁb ﬁf“H@PESFPﬁ‘e Fré ate; E?EHE’BPQQ'Wmem” inhibitor

RM@WﬂJdr&&hﬂSﬂnﬂhm@(mw Wﬁﬂbﬁzabﬂeesp%ﬁ%sb%béiﬁbme and
r): razoxane; sizofiran; Spi roger mani um
phgmggg@dly@cmntable salts, agﬂm;@lg@vatwes of any of the above Also included in
thlg g%fémt%on ad J‘"er?a%ﬁ%%g tn@ﬂaéct‘ g?:tQ§ reg{rl‘lé{% O??I'Pl:lb L Hoh o O?I} on
turpons simhasanti-eg@gsrts ma:ﬂudmg far adamplesamiexifeh Anlkxitng, aromatase

. t I
iSRS PGS s S laRiren, BiRAR R ke Of T LA
on%%]‘ls)onall’jhﬂd ittﬁ&ﬁifg%%h:éi%fﬁ&%{-lﬁ:ﬁdmg%uemch ﬁ.sls ﬂutamlde mlutamlde
one- FPoul enc or er 0 ranc C 0
bicgliarnidesuneplide, ape Eess i 494 ph%%ﬂ&ﬂ?% &F?‘%R@E’% S acids o

deARdtNES dfanpbfthe Mokl Nnum anal ogs such as cisplatin and
carboplatin; vinblastine, platinum etoposide (V

1
6); if osfl\ngﬁnaa_.l Qﬁppmqgeéloﬁtr@tmgﬁttrqu(rgm q\rgﬁglmal classified as a

mathigl flhahmﬂg huﬁ{érﬁ Ghiek, 1B or RAEGhiLE &estraﬂlg\SFﬁ“oE Od¥estic and farm
teni posi de; daunomycin;, am nopterin; xel oda;

aninylss andyaeat SPOTtEPT pet animalsogish assheem degs, horsasi ¢als cqwrssete.
przfgga;, tﬁema;ﬁma%@%&mmr%th' ne (DMFQ; retinoic acid;

espefram cl ns; capecitabine; and pharmaceutically
accepta b‘f(ﬂlgoaucﬂeptldm‘f md:sshmt-lmhgth; single~og dovlfle-stranded  t he
ove. Al [ din.this definition are
poR RS usfonbfen he P Emicut e ey yui e pRiKGes (hsh o

phbsphoiegterpgtiosstite 0ot phosphoramidite chemistry, using solid phase techniques such
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tunors such as anti-estrogens including for exanple

tanoxi fen, ral oxifene, aromatase inhibiting
wOolL08y/ed9867dazol es, 4- hydroxytanoxifen, trioxifa@/CA2008/000151

keoxi fene, LYl 17018, onapristone, and toremfene

(Fareston); and anti-androgens such as flutam de,

ni | utam de, bicalutam de, |euprolide, and goserelin;

C

os GBI EPS6IL AUh AR RS Cor VY dedrfiflepiac i phosphonate

mterﬁnedlaeaammheébﬁf“mehler et M. delds Renskh: 539&@4&75 1386 They are
Iud mce, SCID or nude mce or

theé'tpgnﬁ?]dsonorfo ,emﬁgfo%?gau c and farmanimals, and zoo,

sports, laacdedanégwitiihs present invaition/Tthamanickal) and/hd\chlmfric"

etc. Preferabl ein

oL Hom- n {6 & TRy (R anoelbbulind efft o phgtlics Wfchsain o,

spébptuhnetic fiﬂﬂﬂﬁ&%&&hﬂﬁ SRNMIYSIIbEI EHART of Rddmentsthereof (such as Fv,
cheni cal | % esi zed by known net hods (such, as

Fap gt pliab' hioes érrantlmm@wps @bs‘?ﬂﬂeft?ﬁ%%fﬁﬁﬁ?%*ﬁshw’t“éh results in the

dy (HACA
e R Ribody (HACA)

or d BugnAntithuoeh detitiady A A reapanse, norepammoéhee@gwl antibody, and

co%%ﬂ%ﬁcﬁ@a%%&oﬁ@@%@l ef]“_h)ﬁ s) Zzlrntelg LB%dugﬁ'ji?FQﬁ%)?@%'ﬁable domain(s) and

so pn) @awdyfrcamrsaiémgelhmnanhmmnoghhﬁhmcmm ta xhproﬂuoesthrrdesned
' mani zed'

e SR S i B PRI B IF] Wach P epmpgabl o sai

noﬂ-ﬂﬁMMnﬁﬁnoPlﬂbﬂfh F&ﬂhéﬂmﬁst %&@,Qﬂuﬁﬂaﬁz@‘&ﬁnﬁﬁd&dl@s are human
|nnunoglo u i mmunQg l'in chains or fragnents

impypoelebulins(greipient a'F\POdiﬁd'bWhFh Besidugs fxpm the complsmgatarity
de@ﬂﬁnhﬂ? Reghtin® @Clﬁﬁ o 'ﬁﬁ%ﬁl‘ﬁ&ﬁ %ﬁtllﬁﬁy 2l Iadl 85 desitiiéstom the

results 1n the ecrease of human anti - nnuse ant i bod

Cqmpon-hwmﬁpams (dengir mmdy)a;n@h asaaguse, R OAYabbit ha\vmﬁmhﬁ%
dedfelis Hig%ﬂ&'){%‘& AL soh%% %é‘s F¢ RIRALGH rdgfo (‘Pﬁ)

ori gina Bt taln fequlisite pdr T ons
res@ctucsgof tigORMwn, 1ma1unogj<mmhb aredteplaped bg cmre(spc)ndmgalon-dlbmen FR

rest T F Tk e RuBited BPUPOEE mik SR 2o T s HHER pre found

neigtet fithe rewipiehfarﬁlb%# rtoﬁiiﬂﬁel Bﬂlp()rté@CBISFUrll‘B slaqmlgeagrhes%
cteristjcs | C alre conpar a eto al non u
qu%aa resade to futher refine and optimize 9“‘1"!9 opmgnce. In general, (the

huﬁﬂﬁnkéﬂ%ﬂhﬁ‘&iy‘%ﬁ c&Hﬂﬁ@ shiSPMBAE! Mthd 1855t b2 Gy FiB41ly two, variable
anti body) in which residues ’fromthe conpl efrentarity

dogaing fimyvhich gll peybansiafl-alikef the EDRegiprscqoprwand wrthess @fjg non-
huﬂﬁr?m’frﬁtﬂlo? Sﬂupéﬁd fafi %Lﬂ%??n iaﬂl '311 bithe PRRESsi@es fre MY3e BEYRinan

speci es onor anti as nouse, rat or rabbit
immunaghapulimeondensiiy ssquenpia dhé humaryzed aftibody toytuaaib' alsppeillicomprise

at lL{Et ? E&:ﬂﬂ uﬁ%&}ﬂﬂl&%ﬁ%gl%{l E; ?égﬁa\{’g{eglogl Z%(})gtg% éﬁ@;}h&%ﬂi q&ﬁ&l

immonagkdbpbimdi ng non- human FR

“De-immunized” antibodies are immunoglobulins that are non-immunogenic,

or less immunogenic, to a given species. De- immunization can be achieved through

structural alterations to the antibody. Any de- immunization technique known to those skilled
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resi dues. Furthernore, the humani zed anti body may
conprise residues which are found neither in the
WO Wo$/p9sent anti body nor in the inported CDR orP(ARCA2008/000151
sequences. These nodifications are made to further
refine and optim ze anti body performance. In general,
the humani zed anti body will conprise substantially all
. t , . ' . v i-ahl i Qs,
nfle e 69100 QEMPLERH 0. i floae)
desanibeds Syemample, in RIS 80/343 137 publisheddune i ,n200bgl obul i n and
all or s ' . Q . |
ot o AL K s 65T N Bt o
dehtt ivp any@enagitlisratdyd bp put noalimitedatb dndinigl df awrenjnrV,saspase activity,

| east .a jon of . an i npmunogl ohul.i n .const.ant ion . ..
gyt VA5 Sinkotss SERUAE LSRaP RGBT 5 Tagentation,
and/oeforiiANlen iof AlmbANE vERWMsqSallad SpdptBil Begg)bul i ns that are

non-i nmunogeni ¢, or |ess inmunogenic, fo a given

speci es. Apased herginnpotihory indeced cpetoxicHy e\?é‘ﬂdfi"%?%lf@ fean the
cyfkdxitCdrtat eridd B e By Bridothal siferfitdrt Qpﬂﬁibo@r}?focgﬁed by the

I mmuni zati on techni flue known to those skilledin the

hybridomsedeposited with thedDAC@sacessienavimber @URA¢-0Liwhich efferd is not
' | Zi [ | Y escri bed, for exanple, in WO
“%%%@3%%6@%&%@% S it *> 0000, An anti body whi ch
i nduces Thapaghbuighsihstast spevification; hybrivdmassll nasgasaveliead the
. ] deat h by.. nas, illustrated by but
isifed ARl s VR s i s pats M fifbyetored ooy
théif ingrmndeaighationp AR BNM 1 0c7adr IDepbyitoryig ignatitin, EDAO 05 1206-01.
endopl aspmic reticylu

cell fragmentatijon, .and/ ot .. .
for mat i oftS Bied hersisy é?fgg_ogﬁgggﬁdgglc %ﬁ g @@egﬂﬂﬁ‘ﬁb“t"?‘@ms binding
spEPt l?%lf at fRast$a€Epi BE 6f e tapddt ArRRElY, ahd'WHIZR fhay be an intact antibody

i
cytofoxicity" is understood to nean the cytotoxic .
melequie entibedy fregmentsondiany melasule bavieg afesst anantigan-kinding region or

[ y . s it i
poftiRARAE (1. A6 b HorkiF of Ty o ibtdclf, P
molemies Ealr' molecule| B{gbdcub.2 nmdieeukicaybispecific abiibedy ragfusion protein, or any

Thr hout the jnstant,specification, hyhrido ell .
el Ehg oo ol Rich 3 iHeall Rboeien A Vindi A Rast it epitope
ofmifaahgearbaurm l%due ﬁdl_ateh fmﬁbélamll artibedppro@iced by Xﬁé gul;mdfga 7cell
.referred to their intern natj on, )
lng Semaant BPAC B UL M DA ObADaBERD. Aq uead

herei n " A0hdeR Reém! “caRBBus {iiE’éﬁké&q&ﬁf}%%@nitiB@diesW(@DMAB) refers to

exhi bits binding specificity for at 1east_ one epitope,
mesecional antihodies whichimpdify therrandgraue Hiseasy pigeesan 4 mpnper which is
beRdHciaP RAde PRIeRC r Exanfil byPRAYcidd BEBENden & BrbIGRIng survival of

mol ecul e having at |'east an antigen-binding region or
turperrhepring indiidudls, apd amtibody-lHgandsithergbf. e portion of an

ant i body, bgﬂﬁgg oy VR ¢ro) derstood t

nmol ecul e, mﬁa no %t% u lgc,lm%?%g{;) n gﬁ kt)’ﬁ%%rrsg P g‘ﬁ F&elfn g oroodto
indhideplat iisfriot limited topahy, form filsinan opnait-kwinmn aptibagies, antibody
fragments, antibody ligands, or the like, which competitively bind to at least one CDMAB

target epitope.
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genetically engi neered nol ecul e which specifically

recogni zes and binds at | east one epitope of the
waans/ggene7bound by the isol ated nonocl onal ant iHEIdgA2008/000151

produced by the hybridoma cell |ine designated as | DAC

051206-01 ( the I DAC 051206-01 antigen). As used

herei n "cancerous di sease nodifying antibodies

(CDVAB) refers o,g:J on ti ich f i

t he canc’ér %%P"Hf‘% Sa‘ggséoola °5‘° ﬁﬁ'@'r OWOfﬁRﬂ of non
hub@i eﬁtibﬁihaé afitibotiin &a@ﬂéﬂtsﬁ‘ aitibolyligaadsy opihe liky whiehl tias bigling
1?[ rden §h&£‘§}§| ongl ng survival of tunor bearing

T Qflattj Ajtone ‘gands thereof. A "CDVAB

rel at ed hinets fibedRIBE mclddélptlﬁﬁrybﬁrﬂ@ﬁiﬁﬁm&ﬁﬂét&,tum&s as well as
understood to include, but is not limted t y form

refEActaRy, aerss Reffastony waers ifeiuds Smass thatfay Foofswn‘? P%f’g’?rﬁﬁﬁls‘é“‘ to
trc@ﬁﬁehmﬁb’ cﬂehﬁﬁﬁfi?euti@ ragérkseal&dekﬁmbMésC«{brﬁ oﬁﬂﬁﬁéﬁ ARl of

bind to at | east one B target epitope. A
combipatinas therepf  Réfragtory mmr&M@nmnmels tuworsiikat appeaeiape inhibited

o A s AR TP e f AR boner
aftaf trdatmenyisfdiscominuédcast one CDMVAB target epitope. Tunors

Lumor s, ot el G U e P i e el Tpoflpfpet o ot e

substiitissy Vabellatided, slwell s vab@llarized fumbss. rmsmpledoﬁnbhdmmors which
resnstgnt to treatnent w th_ chenptherapeutic, age
can b pegord gt tsaterc el ilechiesst Gazom: G SATE M eoloretta carcinoma,

paRQERk @ﬁEﬂn@:’ﬂi dibfh 8 lym Eﬁ&ﬁ@@oﬁ{eyexﬁrﬁ § Sf AP AMRGACTRRS S
P Unor s ¢ hat appear to be inhibited g%/treatment W t h

epidampidiymerss S%lamomstemprsm@cln & Hepd/and ek imoss pelpreptaLumErS,
pr(% Phid R0 CRE tﬂlﬁnokso Hﬁgtbhat § §lcl dé)@as‘nﬁﬁ%ll non-smélll cell lung

scont | hue nor s can reated I ncl
turherspascredtia turaoers; thyooid hasers; oxaniandginorsyand diverytamors. Other examples

i8R0 Bk BN bR pfi g gl g bt 68 omas
mentngivits agl geretblm ate&@talsdsnﬁélmmgaﬁshtecmwmmml czircinmas and
carcino co orecta carci no eatic ci no
Sa’@?‘?‘%’g‘ %ﬂoﬁﬁﬂ%’rﬁ IO%WE‘%&’S%"%%?’GT%{*‘%’EH “’(“EF
leibMgdstid6mepPi dernoi d tunors, squanpus tunors, such as

head and neck tunors, colorectal tunors, prostate
tumors, A¥essdhereinfentigen-binding repin’ seansaporiongf tevaplecule

wh‘?&'rl:c g‘qi esﬁﬂ@tals%P“tl &?I | lung tunors, pancreat! C

t unor yr ol ovarian tunors, and liver
tunors. A iwed hgxia r'l‘pcbrms:tltlml}' intibitKapems bsng ghlc wregog@ikiSand

birﬁgagda%lﬁagﬁigglilt gﬂ? Wv?lmhat% %%Hgdlon%?ﬂtl%%; ﬁ{'oducgd 213{ the hybridoma cell

ment Nngl onas an cere
linﬁ'dd:s@lhiad; %LDA@O%\I@O@BI (QI&SIDAGI 051 2060 Inanktibady)l isrdiveeted using

ar.comas, . rhabdomyosarc
co R T areee KL FBPY UGN ROBeo e DYSTHE, and Ryfour
D. (1973), Enzyme linked immunoassay for alpha fetoprotein by competitive and sandwich
procedures. Clinica Chimica Acta 48, 15).
As used herein "target antigen" is the IDAC 051206-01 antigen or portions

thereof,
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| ei onyosarcoma. As used herein "antigen-binding
regi on” nmeans a portion of the nol ecul e which

WO BodRIswes the target antigen. As used herei rPCT/CA2008/000151
“conpetitively inhibits" neans being able to recognize
and bind a determ nant site to which the nonocl ona

ant i body produced by the hybridona cell line

desi gnat ed as,| DAC 051206-Q J

ant i body)* ?s§§ BFrP 3 AL POCOmNG ar%‘ig/ e'gn @%%@%&g%%o& B such
asanhntibody chemngatly oi bnolngasmamked {oBgtorxiysy rallioactiBy hgw&st %eokincs,

C.. and Duf our 973), Enzynme.linked i noas for
iR e ORI B R, RO - SR B ropel
agPit9 qnél biitbddy & cpvA® r@y B9 liked'\Glthe dotoXih)radidstivssydnt, cytokine,

herein "target anthen is the | DAC 051206-0Q1 an

(4

mt@rfersbrt@rg@ﬁsrqpﬂwcsw NZERS (P¥E) @Rthtumen, drug or t crapeuticdgent

Qﬁ&%l MORbIECuldRAR e ANYis TRk BFbihEitPargeDMREnSICdT as
angn anti bo ; chen?uca yﬁgor bllsol ogi cal 1I y 'l nked l?o

m‘my.mgqomugatgs 1n¢lgdﬁ @abody\/tgxnagbqwgal cglygggp\qs @ad antibody-toxin fusion

pr L{af.grferons, target or reporter noieties, enzynes,
oxi'ns, anti-tunor drugs or therapeutic agents. The

ant i bodyRaﬂmMenlayuﬂablelfon‘Meds anti-tiner agpits argxkinpwn to those

sk,,lggL Ot?xlg%rlt \r/ﬁc?r g? 5 ntl%r}gml&l F%QF hsnetde ?esgt?%) r%)gsa éa'g gtttacﬁéd to the
anhl%ﬂya@ﬂg Ebrﬁzeﬁtﬂﬁﬁl te@hxq%By(elgOBéiﬂdme aalBimg Chiil&r 68) |69<70 I(1:993))

long as it is able to bind
ARSFRRROR nemer Faset whih Batacnestip BEATRobHER Bigpne which
acﬁ%s%%& . 30 drcdRfginhe aﬁﬁﬁhd’t‘erédlﬁhi@li] will RERin18 its inactive form
loactlve agents sUitable for use as anti-tunor

unagé rraches the tunersite wheneitds eonyrited te ifs pytotoxia feim oncegie antibody

ST AL e Uy TR T Bt

pa(lent gnd :Btmkledyo ketalah m tﬁb regﬂ)n oﬂin¢mue &8be Bdted3 The p@diug is then

?t%]rgg L{)ntg? B%fag}t SO ﬁorglﬁl; ﬁgr gﬁ% Eo%‘( ru\ﬁa(%ccﬁrs % tthél ?&?o% of the
nspuiead bel@eatd. XIReiativelyale eim -taniot agenttconjagatedioche antibddy is a

crlshpe s antienk B LAl ikt a4 gr SR oets i iR
TNFQ:) aTHel dRABDAY GRPRS ¥ ci1okinel D the BifE Ssithat the Q&@Qﬁd fi&diatéshe

anti body-enzyme conjugate is admnistered to the
damage terer destryction| of thedumer witheut affesting pthas dissuesy B cytoking ds fused

to ?lgasat‘?lﬁgodg% i€ DNARVASsing Q@rw@ﬁ%ﬂcdn?blﬁaﬁ?ﬁNﬂdt@Hﬂiq%Ese red

atient so that~conversion to the cytotoxic
Inttriegnowayialse beusedhe regi on of the tissue to be treated.

Al t t ; "
ant 1 body A} B netstss ikion pHIERE: A et Uil bgflifon
antigdneihdingkie gior ls(dohneﬁ;)ed(ms a biolngicalleartive msletale tecg., taxiplenzyme,

fluorescent proteins, luminescent marker, polypeptide tag, cytokine, interferon, target or

reporter moiety or protein drug.

The invention further contemplates CDMAB of the present invention to which
target or reporter moieties are linked. Target moieties are first members of binding pairs.
Anti-tumor agents, for example, are conjugated to second members of such pairs and are

thereby directed to the site where the antigen-binding protein is bound. A common example
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(TNF-a). The anti body targets the cytokine to the
tunor so that the cytokine nedi ates danage to or

WOles$/0896¢7 on of the tunor without affecting otHENCA2008/000151

tissues. The cytokine is fused to the antibody at the
DNA | evel using conventional reconbinant DNA
techni ques. Interferons may al so be used. As used
! i SR d
ofigAEJhea tpndu%{)airq? 4Hi8kn Q{é gﬁnp In ggéfegrﬁé%b odi n%g’cl%le d’ﬁrs g&gﬁézlte o
thdatatgemgmgai dfyhea@t)MAB qrﬁihemu.‘.eet m@ngoq, andshiereby proyidasa target for
rescent nesce tide
anpfi i aER RSt iy bl g S o BEbRER,  J
Alesraoively, &ildtmdfr lagothéF h@chl moietytid linked ta;rthhtargecmmgemqﬁl the EBDMAB of
i nventjon to whi

CDVAB of the ta
th 5t @yeriigh Bl BE3 SRR R SR B L SgPavhere
delectabll siéﬁﬂtiﬁécﬁxcag alinb Bicofugadd 16 aviidldr skpividimgent s, for

exanpl e, are conj Eggted to second nenbers of such
pai rs anBetggtable sign spdm%%aee@ aregisefybingivo @andifrepigo fofe

dlé’gm)slﬁﬁ ?Bg:@éeg G p@ﬁfﬁr@duﬁm@% P Produceda %MI%HWﬁ@ﬁ is

I's avi |n and biotin.
degrctable by e@emnho@anmnually heanéasurement of flgrgmemttr@ Wh%lon For the

m&s?éﬁ? %he%gr)lhlgpggdug{n ta Jr t(],f:r‘roﬂlr o%] tor bxﬂ}{ﬁ‘ Hé gﬂ t

rovi de targt %or an
ﬂwrescnnhaa phwsphcetspemh |ocbhemlunmwpa¢gen: élhrdrmopamesl mwludﬁ dyes which

i BBY Y b it S Ehle W Shf e e gt
oflemnfercaagmdﬂew@ﬁgl on and used as a reporter, for

exanple in a dia |csstemvvn re a detectall
o gl - pMOER T gk O e 3 Ghie Brepe Y PRI ee ofthe

precsEﬁtleﬁ)&BC*h Divo bivd x%%tﬂpl*o? in%é Pﬁiv& RF @idgHostiOmeE6as, Whidh re well
useful in vivo and in vitro for dla nosti c pur poses.

knpya insthe At In prdstiecamy o@gmlagnosimlsoda apeeptampiasedherein, the

mffzh e ﬂﬁérgigﬂr"% Rheg&tc R'I(E1 ﬁ'{?gr’ g’rl}aﬁé 5 g 1@ dm onp %%#q‘{“}ﬁénon'

Sucbkits \pvhlrhe Jus¢fhifosidgmificatnad irciividpatsge risk fos carainetpipe/ofansers by
h fl

el SuRinBRobi CRMARS e auistB ot SR S Rispgrugoats

|nclude dyes which absorb light in the ultraviolet or
Diagreostid AssaeKiton, and can be substrates or degradation

products,of e cat al yzed ions. Moreover, .

"hcl udedt i SoRFmPled 18 Bk s CORBH o dSoresEr GEP i g form
of dWfaghdstit BRaypkie for QéterahBttedroencd ofdthniop. Yhe tulof Wil generally

[ nvesél gati,ve or diagnostic t hods, which agﬁec wel |

bedatstiRd Inp Ratignt based op Fhecnrfare?ceto ORE.QrOre, MOy -§ReCHiCATHERDS &L

préBinS ifor PolyRRIN TR WHiiflerlt8dSiubh profhsiihd bd 1chf§éﬁnBIe' §Udh as
may further include kits, which contain t he

of
blogdesse irine Andfer fuspor bispeies, Rihich samples Wil haye been 0b@rned from the
patiggntification of individuals at risk for certain type

of cancers by
The proteins function as markers which indicate the presence or absence of a

particular tumor, for example a colon, breast, lung or prostate tumor. It is further
contemplated that the antigen will have utility for the detection of other cancerous tumors.
Inclusion in the diagnostic assay kits of binding agents comprised of CDMABs of the present

invention, or CDMAB related binding agents, enables detection of the level of antigen that
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detecting over-expression of the CDVAB s target

antigen on cells of such individuals. D agnostic Assay
WOKL008/0495671 s contenpl ated to utilize the CDVAB RIT/CA®08/000151

present invention in the formof a diagnostic assay

kit for determ ning the presence of a tunor. The tunor

wi | generally be detected in a patient based on the
bnpc{sges ncgenglﬁl &ﬁ 101%%‘10% Sﬁlgpe;iﬁf ug’l&\%ﬁde ghlﬁleeﬁsg%lg gﬁ)%gfs rﬁgylgrused to

de;ebahe lend of mRNAémebdigg & aimos propdiig whichdb alas mkiicm of gerpagsence
uri ne and/ or tuno [ L whi ch, s | es

orshte A SE Th PR 1or B itz poeey S0 BPBETr dht Il AUE heen

geﬂ&at@@ﬁvliilah SorYdldté‘d”stdtlﬁﬁi’daﬂﬁlh@m‘ﬁF@t RN€s lefla'iﬂgﬁ{ 1@%&6&?&) thedt peesent

articul ar tunor r exanpl e col on ast, lun r

in awasa{ tigsue, 59, AP render the recognityag,of gwﬂtng Hﬁfﬂat%@y 3%{05%@ the

préRhdeDe R cicbroud @ier. Ut islcoht¥mplated tHaGa prafBs! 4fIbrmiats \@ﬂl'b@ fuseful
cancerous tunors. Inclusion in the diagnostic ass

foxthe diagrfostis aseayrad thechsesert inNeRtion, axare bmo‘mjm&lwe of orfiwew Xkill in the
i

SR NG e MDAl e, RS

illostrated gelﬂarlqwmtdmanda iAsitibediesa A Isshorptoey, Mealay, {iodd SpyingdEarbor

Lol FeBfies 8113 RO PR ol ibid) rF bfCingialomitond

permlatioat bvodificdtioss Wmele@hbahﬁmamcﬁssag forancer . | n
order for, the blndlg a to be dlahg it'cndﬁtf ined
wi | | haveREEgdena P“é’d’ \?dl‘ff“l?ﬁr ip gPpls typically be determine

byh)Rdohtattingal Ul(yloﬁbaﬂ Barhp1€ tthintEi¥éth & p&fcnﬂﬁlth 8 ‘Bﬁldmg I'&gent (b)
relation to t resent in normal tissue,

detegtingdp ﬂtewempleedw ofinslypentids thetibinds tadhs lnmimg/@eyt and ©

tunor. It
coftp RS ol oPbolitpill GRHENGRIMmMARGEST Ohlfe ' LIDT - |
us ef uI f Inrantllhcstram\a@mbgdlmmagsmon@fnplam that deeassay will involve the
us% basg'd ﬁn(‘iairég %geB im anobﬁh n? g({lfar g%[{@trt%‘ bﬁlla t$ de rBmove

or usin

themﬂmpqmel feben the reeedisdet of the mmhd E‘he baund pslypptide mag then be
i.n Harl ow and Lane, Anti bodi

il st r at
defeitst RS SFincki op b O S narP LA 48 gpegilisaly binds to the
bidieeittoBpéiftide tGRPlex. ihistri®ve derRbi fﬁl@ thaglifchale s GDMAB

al | conbi nati ons, ernut ati ons or nondifications of the

based bindingeagentitht spegifiselydinds o the palypensidear an antibedy ar etheragent
thaft‘ % IReMFEIn®fto %e%cﬂﬁr?é{agblﬁ GichPad dn%ﬁ-nf%ﬂuhoélmhﬁ %rbﬁémt@

erm ned by (a) contacting a biol ogical sanple
pr@bma\ eradedtinolm an aqutememhpdlmeet, bisrmoniemplagpdithat a cpmpetitive

as%? @gtbtk gﬂ %sﬁ E% dcﬁ%;gé 3@ eﬂ cfe % l%dple?i \ylﬁ% ﬁ;g&?ér ﬁpo%{)tagé‘gllowed to
biridgy die lmmomizgcplspdlngiagem after mcqlhaad:ebﬁhﬂbménig agﬂnt with the sample.
In(}é (gart]l‘l:\'llg of tIL {eac lvllllﬁla %%B'Ié\é Wi tsnl% 1] ﬂ@%? blgdl{l% ggen% is th? e)gent to
wlﬂhl‘d&ﬁipbm&tbf thersdinplg nﬂﬁbmﬂhe biiidinb iof thz ¢abeled palypepitidelto the binding
agenlifI %ltable p(?lypeptlges for uase w1t['nn such assays include full length tumor-specific

proteins and/or portions thereof, to which the binding agent has binding affinity.
The diagnostic kit will be provided with a solid support which may be in the

form of any material known to those of ordinary skill in the art to which the protein may be
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the pol ypeptide fromthe remai nder of the sanple. The
bound pol ypepti de nay then be detected using a
wOlmhge9se@n reagent that contains a reporter grRIpCA2008/000151
specifically binds to the binding agent/pol ypeptide
conpl ex. Illustrative detection reagents may include a
CDMAB based bi ndi ng agent that specifically binds to
P
attg%% UI%QIF P)tcinﬂﬁ 6iﬁ‘cl tgﬁ %llﬂ{afggcg(ﬁ{te SU%:] atargﬁtgcgllulose or
otleen tunahlmo@i-anlau&ltemanpclmtbe supﬁ?rt papbed bead opdisa skabias glass,

FogTRi3h e o PP BaGAAUS P iept & PORPIEE e Bpor
m#Qllsoibe Bimagreticpattizleatr @ diber dpkic senserpsauch s thgsealisplosent for example,

allowed to bind to the imobilized binding agent after
‘npr%llfﬁta{‘]f’oﬁ?%f“tlhe bi ndi ng agent with the sanple.

I ndi catiyg c@ﬁteinBﬁteﬁ%?a@ tHe \biirid¥hgQierit kg1l Beuiithébilidet bn tH&&ohd
i nmobi | i zed binding agent, is the extent to whjic

SUpROMIS TG ntvsmzsy of m@ngyﬁinkr@wnﬁ% thgpa ofiskill ip thart yhigh a’F H@P‘Y
degcﬁﬂgd ﬁ‘ih tshféﬁtlﬁcpht&gﬁréo ihdkdde "REROBilizatioh't @ﬁhﬁlo Iboth

pept or use wthin such assays include f
nohcmgbht assmmlors p@hlas adsorption.aing sovalest astachyegnt.vdtieh, in the context

of l}é?pr%%{t ynvte on Ic’i‘% bén %g#ﬁ ﬁﬂ& g@b&??&tthyf gt\t}ilng gﬁéﬂ%o%a}] grgups on
thssuppeit, sumapbd a leagdnbymyy &fn drossdinking egemt. ¢ a preferned.tatheitalon-

. known tq.those of..ordinar he art

g Syt ete pRy bt AR ateoron i el M st gl oo

mérﬁlﬁbﬂédﬁﬁ)@feia‘ﬁ&t AlBbrptib'may b8 &hietéd Brcoplacxing the blﬁdmg agent, in a
nitrocel lul ose or other. suifable nmenbra

sutgblehubtss, iwjththe sofid sunpoy Se5rasujtahe gpougt %‘ré%e She epniact tirae, may

@Swﬂ{ t@ﬁ’lﬁeratfufeb SOV RSB nerhIRf l?exwﬂﬁn RraRpASt Uefivd®R bBIUk Rhowra6d

as polystyrene or poI yvi'nyl chl ori de. The support may
abatdalape a magnetic particle or a fiber optic sensor,

such as | I b

5, 359, o eSOVt HaEihcld gﬁb‘f‘ B age iR sblid é'@?%?ﬁ“ﬁ%mm ©
acvanhplislieel byrfira lnedctmgaﬁie mppblh with @/bifunctiopal acagent shah gnlhreact with both

the\égulu)g Of t rg%ﬁx?ss&gg ﬁ%élaoxplﬂ osaﬁgr?o{)%f%lgﬁn oL tﬂegnﬁcﬂ?g agent.

Fof 6xaaipld, fhe%lddhﬂgeigaﬁtuﬁz@ be thealénely ﬁitachfmbbuﬂ)poztaha\dmg an appropriate
refers to hoth noncoval ent aisom ation

POk FRAING HSIngbrazequinene At bygop ROf %f@wﬁe g s the support

wiflot nfhe £d ah A&iveM 2&%@& dMUERhdiIAE pariRY, be a direct
I i nkage between the agent and functi onal cE]roups on

suppor t , Itésrfurthey cprtergplpted thagthe Hipggestic asaykipwilkiakq ‘F‘?]fﬂ"ﬁ Qf a
tw@QﬁnLod?/ kz{hd@'ufﬁrag a?r”f‘l'ggasszﬁj ) e ;{éﬂﬂﬁﬁé@ Hy' 36t cBRBQTE AR Bhtibody,

I zat1 on sorption to a wel inamcrotiter

e.go thetiestantly ﬂ@clasqd@waﬂethaténamn emablmbzedmwpbd $upROTHggmmonly
thmelf&%: rﬁf‘égoqiﬁ]éla?eo %tﬁﬁl{ A e k gﬁ%f:lg{hsﬁkw%e oEwtgingt leeare

allawed totbirgifto therrmmobiiizedantibadyt. Unborad mplv avthengiempved from the

1m1glé)m% cﬁp i)@gml&ianﬁl lcg%gper Al %fg%ct%ntrgéggnta(pfem?y g gecond

antibody capable of binding to a different site on the polypeptide) containing a reporter group

is added. The amount of detection reagent that remains bound to the solid support is then

determined using a method appropriate for the specific reporter group.
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Coval ent attachnment of binding agent to a solid
support would ordinarily be acconplished by first
WO Bag0d95¢y t he support with a bifunctional readga/CAa1968/000151
will react with both the support and a functional
group, such as a hydroxyl or am no group, on the
bi ndi ng agent. For exanple, the binding agent may be

coval enty at&@&&ﬁbdodm B AR Ol O;Jiﬁé’d eﬂ&bo@.@e e gﬂtpo%a;( ate

pol ymer ‘coattng nzo uin condensat i on
imefobiinedadnctbd) ;u;bporg a:niepcrﬂnd albwe,stbqolpmahnng nrcbtcra hirglimgrsgessonghe

sofRr b B TR0t BB SRR T kb g ofodinay
skill ih khetaptkéuch hsebd‘vme ¥er@fn abumie ofNWédnQdM Whﬂmneai Say St.

Losih P gche Tamgbiemiar R aHy i b el e SRl s

B?@ﬁhdb WFBIRIbelal§We 8 bfhdse me@nﬁbbﬂﬁoﬂfe,sarﬁﬂgmﬂﬁ Ve dified V@it a
mcrotiter plate, with the sanple, such_ that

sujiablla diluent; ek ayphopphaterbviersd sgling (BB paipr (9\iacybatipnpingenera), an
aptnlaﬁ%été%&?c{ ﬂuﬁ@ﬁ amc'ubﬁﬁ;?( tlmWQQMP‘ He SATRIIG0 bSirelshtsA to a period of

omthe i mmo I zed pol ypepti de-anti body
tmuﬁimetp datedt the presepce ofgolypeptige Mithingr sampleabiajned froaeasnd

m&" Fuak? %d% t}ae s%g hcatllg selgcltéziqmqgr. tﬁef?ragﬁ'f ti‘lg &%Qz«lct ﬁhg% gtﬁic Fto

g a réporter - yroup
acmaﬁauﬂévdb bf biadiag thiais atr lmgamm Qipctcemmfmhan &Hmaah ak dqmlrbhuim

solid s rt. is . then d t d usin
ool Byl BhCuntonnd pribrepides Fhce PETaitaRrsyfta dl iy recognize
thét Iﬂﬁ:ctlnid rec®BRP € 4¥RRVe equilibriimGRdyRIRIAY Béteintindd BSSayind the
antibody is 1muobilized on the support as descri bed

e‘gb%f{}undmaféatroém pvend PRk tiMebi ndi ng sites on the
support jd flyrg c@ﬁt&ﬁﬁlﬁgd th\é{ ﬁhbb\li}ﬁ'i sﬁﬁlﬁle%ouﬁf‘t}ierﬂ% feAbl€ by

bl ocki ng agent known to those of ordinary skill in th
waghing the selfd supparbvitinen appraprietgibufferi The secppdaniibody, wh)ch contains a

relgoﬁelggguop%mdqgént goadd d%I) Ihel'sg %.\g WI %lﬁ:ulgeﬂi%n WFTHR gétjeéti?oﬁgeagent

ant woul e i ncu e sanp
withtthy mmhnhiwd \amhody-belypdplnde\acdnnl@c vooukdithen be mmm fory@g amount

or b - e S5 e i eplpbudh s bt A el rengent

wdul&tﬂaﬁlbd réfovddhng 8owidaletectioh régpentoRsul dbedetcetd asing tHereporter
i ncubatjon tine) would be selected to

sriupy e poThad PP YLD GRIHNE Hhe epoSEt e 1 Hecetsartyspesic to the
typel i ripoR&ERGH selecd |f¥r&§‘(%t)l@ ?or%chgﬁcﬁv@gr‘é@ﬁpicﬁltﬂ’lﬁﬁ(ﬁi do8fking or

froman individual wt he specifically selected
autorgeingraphicaneshadp pig, genqﬂdlymmoamte tSpn@rqsgommth@Sé\?ﬂy beysed to

def%@tl'H &Y/ ﬁmﬁpés@ﬁ‘ﬁ%rogk%ﬁd% Soent, hllxq %i% in %E dé& é&t 31% émdm

ent o eve rium etween
comicﬂ tonivifferent peplosteregoupd eommbmly @ rashioagtih ardlugresdent growpor an

b ke SRRL y B 5E DERE A b
(gememHy farg spevifid mevied oHiimd)] fotlowed lt)l"&pbctmsmplcsor@ﬂmr aralyms of the

riod time. It is further contenpl ated that
rﬁﬁﬁ %Fg%nple woul d then be renoved by

In order to utilize the diagnostic assay kit of the present invention to determine
the presence or absence of a cancer, such as prostate cancer, the signal detected from the

reporter group that remains bound to the solid support would generally be compared to a
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washi ng the solid support with an appropriate buffer.

The second anti body, which contains a reporter group,
wOonns/eBIséren be added to the solid support. | nARAIACAIONS/000151

of the detection reagent with the i mobili zed

ant i body- pol ypepti de conpl ex would then be carried out

for an anount of ti me suffl ci ent to detect the bound

sﬁugi t}‘%%?t#sﬁgrbds ?&'9 ﬁrg& e§ C lu(ﬁ{%) Slreéxgﬁ:l ieoaﬂl Jlm&%t cut-off

oun e ct1oh teag
value lfbrdhd)d;testamecﬁ aeaanm mag be the amrggmnan sgndu:;btam'ﬁﬂ evhne thaod

det t he ort e
iR GEE by S Felted g’ glef 3t piferf it e cancer, In gencral
a ﬁﬁnlpl%(ghlﬁulﬂatm@ Qrsigh¥laha lisabbot thieel dhmfdd_ devﬁtlglis_aibb& the predetermined
nt.i atlncontln or adi ogr aphi ¢ et hods ar
C“bgﬁe?l}i? ?"9“'38&?’% 2 Bgs‘ efa ‘E*‘S%aé’ﬁ?fr ; L) WE?/F‘B?“ the

cutlsFallOmibht BEdetéin@ivd by UsThgSRERWVer Qﬁ&%ﬁc&ﬁ@l according to the
fluorescent groups. Biotin may be detected usin

methqdpf Sackets apr e@llﬂrsa@peﬂefm@?@nﬁ BagisSeicase fgF Glipical Medicine,
Ll&refym%w c’ﬂb fl@ﬂs ?’2%" -7.€ Pduch hiv QG BouiriREH, 6 Bff%lu@ Rould be

enz . porter groups nay gener a
dewenreed om b)PlCtt hépaans of trugppsitive satgs<i.g-epsitigen eméhlsg pésifive gates

ﬁ:%e“ )ﬁ/éll fé%r{? eﬁ@?ag to %at%ié h&\é@ge Cf!ﬁi/ ?Ff%qﬁ% %og?%%égt%o&fc test
resuultl Thez:st-oﬂﬁ ealdq: agthe plot thatis thee\cldsest tocthe apper hﬁdmmh tomer (i.e., the
t
el BfencRBerefe B al Bt BaR AERRA G 80 BREG B sl
geﬁérﬂiﬁgtah&nhlﬂﬁaﬁi IEighed tHau Iﬂletdilﬁbff vEliBddicmixied el tlh@mbihﬁd may be
port woul y. be conmpared to asi

al
copd eddfé%?&% poEety gfe&%ég wlie Ak be Shikeddp the eif pane the plos
to e She tﬁl@e pdshthe rdté ok ¥RhE Héht QB imiNiglizéahd Rise hB&itive rate. In

detection of a cancer may bé the average mean signal
gergselod sawlegeasratinga signabbit is higher shanitheowy-offyalua detiprniaed by this

mé@ﬁgdhsgcﬁ,g;gg,ggg&q Al de0Ls Wi thout the cancer. In

ener e generating a signal that is about
three st Iaisd:anﬁmdtatadahat tesliaghastie atseerabled by ﬁrerkntrvad be

t-qf.f .val u ul d.be considered ostve
pefftfiiedin ciftt &flokifufenty sFRBb iy b dhe fndift sl
immobiizedn alnémbrand) th hﬁniﬂ‘ébdﬁl@loge Ei?mg IfME'Ithﬁagi ﬁﬁt?polypeptldes
car Ote 0 (0] ackett et a
W'@Jff %? aaarpi M% il l%sggalg}ng agent an{he sarpple pgssesithrgueh the
méMRstine] RGecohd tidteRd Bl’rﬂi’l‘fg B tHeR bmd&ﬁﬁﬁe blﬂdm% Q&n? polypeptide

such an enbodi ment e cut-off val ue cou
copales AT Sdion cotrining therseesmd hinding agent flows tlﬁ@!ﬂhtﬂF%e‘F%@@s The

detebtioR-of b&ﬁﬁ%bédnx bindih %?fq'nt fal 8fnBe ﬁér?dg?ﬁt@% Eéétgegﬂll{e& Qbve. In the

percent speC| Icity hat correspon C[JOSSI ] e
strip(iest fprmaty ene gad obthe membtﬁnagmbrph binding agené is\biound Willbe immersed

&
in £ coFtE babpe, PheumpléHhiglal sdfig e rale Iyl o
reg.ldnetomamgweccmdé)a)dmgsagem endm»sthe em:oﬁmlhmbdlzed bihding agent,

na hat . i.s her t
Co %qtr%tm% m sec% ??ﬂ? ﬁtsthg >ﬁ;a ?f:f %a\% '8 Rikes the
pres@ncs bf:kataﬂehfrp @%hdraﬁ(ﬁ hOf A:pﬁtfvhi] a?dh\ae h)htr]xe tah Fle Gitdirpfsite waHli¢hecan be
rea%}/sua*ﬂg/, 391 bet irexglcftltlove tof ae pos?tgvte teast Ql"lﬂg aﬁser?cepof guch a pattern indicates a

negative result. In general, the amount of binding agent immobilized on the membrane is
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to mnimze the false positive rate, or to the right,

to mnimze the fal se negative rate. In general, a
wosznphsdsgfener ati ng a signal that is higher thaCw@42008/000151

cut-of f value determ ned by this nmethod is considered

positive for a cancer. It is contenplated that the

di agnostic assay enabled by the kit wll be perforned

selegtgg %ylt g{rq]gcfrrﬁg a&i?gmytc{i]%:gq% b2 rttFII’Snti’@‘igR 6‘%?9"3&‘%%??3 Pne{:{rtlrpele’: X@S%lﬁsl dlevel
of@slypépti©thel wall®@beEsuffidient fegehérateratpositugdigriabintthe two-antibody

oGS5 5 et P ROt L4

difRERIcARAy ard IRSAQMly disRveddsitibddied] AifigeobiAding Regndnitsiereof, and
to _the binding agent-pol ypeptide conplex as _a solution

any §MAR relged biading agsnts ap héreindgscahedThearantiof f‘*&ﬁﬁﬂy t he

iﬂm{zﬁt{]&l tgg_ Hn@mﬁ%ﬁ@%ll B an9 amB A REfeGRE & police didREn REE Bisay,
may then be performed as”described above. In the strip

antl @wy rénge fram, about@S eambgesmstth abave hinierogramo Typically suethigstsmay be

ent, i.s bound w |l be d I. [ ;. a sol ution

peg%megiw{ﬁr?gve%semési\fa% pat o#?ﬂog@gsn%a%rﬁé) rl]er'ri grates along the

menbr aneAdditionati, the CBYI AR ofthepresent ingersion anagl bb usediimthe

agent and to the area .of i.mmmpbi.lized bindi ng agent.
labatatery forresepish dis totlﬁég'g@éS h‘g“{ bﬂg’ﬁﬁiﬁﬁé"té@%ﬂ?{‘- atg t%e ar ea

of i mobjpl drdee thathe iidv@ftion HeeHit dds&ribell iy B afofd fully Qfdedstood, the

cancer. Ceneration of a pattern, such as a line, at
follopang deseriptignds sebforthhi ch can be read visually, will be

i ndi cati yf aﬁéseﬂt iRRstibA peviiestD i 2bASAC 05 o694 CDMAB)
pattern 1 ndicates a negative result. In general, the

whigtospacifiealy in¢aoghirgyand dinsk the FRASD 0§ 1206-A1 grtigeRe menbr ane
i ssel ect ' . ' .
whon ¢ he B GPYATIE A SolllinbhRink SBER/Hufly Bt B8tidoma
depasitypwith thed dDAGs avaessich tumbsud F1266-@hmay be pemp fertmasdong as it
osi tive signal .in . the two-anti.body sandw ch ]
nef ARkl Rhpa R Seinoutiosuei e RhLREb Y e B ctpR i Bt or
thé B6latds ﬁlohdiblédﬁﬁaﬂtiﬂ&dgﬁﬁbdt@b@@ﬁh}&ﬁﬂ&naﬂ}lw 0812060 Ao its target
instantly disclosed antibodies, antigen-bin

antigeg st yrerombyant RIPIGIng ke-CBRIPIBPTIOII R AT s%'a %Bmdy is
coﬂﬂﬁn@% Vit 2 sBOh& brotedPsifch bd# @mp%l&?@ég%%ﬁﬁmo%hiﬁﬁ&r? BRsWth factor)

i mmobi I'i zed on the nmenbrane w | e any anmount .
haging ¢hetsame binding spadificity as i HNE 961206 saiibodyfall yithin thegepe of
ihik rir%?ltf’q out 25 nanograns to about 1 m crogram

Lf‘ypl cally such tests may be performed with a very

smal | animome embodimentadihedhveston, ke CIRMAB: is thedDA(, 051 26-01
e B of the present invention may be used in the

a‘bg'ratory for research due to its ability to identify
i ts tar ghtotlen embediments, the GBMAB B &an titigeh bindingifiagmbrvdiich may

descri.be be nore. f.ull nder s d, .the follow n
bet 3Rl Rieh as 8 spespeh Fvinale el B3R6 ol q i Bolele, o
F(#8"2 hdl&aleGDIMSBN protéin, a BidpeEifio artibd by, @ hefetdsidiody or any recombinant
molecule having the antigen-binding region of the IDAC 051206-01 antibody. The CDMAB
of the invention is directed to the epitope to which the IDAC 051206-01 monoclonal antibody

is directed.
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whi ch specifically recognize and bind the | DAC
051206-01 antigen. The CDMAB of the isol ated

womgedseral anti body produced by the hybri domePCT/CA2008/000151

deposited with the | DAC as accessi on nunber 05 1206-01
may be in any formas long as it has an
ant i gen- bi ndi ng regi on which conpetitively inhibits

t he i mmupos |nd|n of oate nonocl.gnal
ant i body ‘2‘3@@&“&6 Wy‘g‘rt'l ?B&i‘i ‘B%i’z’ogy BTI";%oclﬁt s
mdscaﬁ@ﬁbnsamthugfha moldaulle, soalyo predueederative moletmsnshe(mca;

S 5t B eSS e Eio B s s el B il
matﬁﬂatl&i pRdg¥ dBpIaYbFchamGhefilin A% HepBssiadre bi ndi ng

speci |C|%y as the | DAC 051206-01 anti body fall W|th|n
t he scopBifsity@pd epifigibneandg madified o mgnpNsdi ({Digand/or
pheM AR ARy ptdphsn W&lﬂl&s Bﬁlﬁsci‘e@ﬁgg &2 hikn Q%dﬁ&tsit&qug the

I N ot her ‘enbodi nent s, CDMAB T's an antlgg bi ndi ng
desiregpherncteniotic(e. grraianbet cd, J:\MM@b,L(ﬂ@S() 28395408 One way is to

ral?do P(ﬁbiﬂheﬂ ﬁ%Y%lQ%’%%SMFﬁL (rn’%1 of f%?fiﬁgglsg tat fra ;ﬁ)lpﬁlq{?on of

usion protwe
otlmrw;se @efitical antigerbleinding sitel subseafli frotnday t(DIlWeatyyammo acids are

o R TR oo A A Buon SRR it
redides BY erost ;ir(ﬁled’URetﬁétB@Hst(@ gl Hewleiﬁs é1Qe). Mol VIIbK, {19928 2260889-

051206- 01 nonoc| on nti body is di rect ed, T B,
96)-Hr anatirs Rxampe. Ragee g‘épﬁﬁ §Pgtpragontginigg heayy a'é‘H‘SUﬂS chaty &a“ag'fe

reé’i@ﬁj bdnkS&hine %ﬁ)p%z{tai i rulfor RhiREHE £ 'coﬁ R.ASLdwerl. OAWES. Biol.,

derrvative I'ecul es. Chem cal nodification nay al so

(19%6) g&fk §5%689 Tirewi matieads pbmutggengsis are illusinativeiod the nipay mstheds
tion, phage display or chain
kngﬁuﬁﬁe%tslﬁg;?ﬁ#é% be possible. Affinity and
speci fi cAngthcramanher fomidertasag affinify o the\aetibddyes msﬂtlmtp'resglt

inyen b G e i RS ok e BB AR or M chhP ARy Baired

with@het hEBfy o8 liglt Thdifs 1© prep%ﬁ%l’aﬂ afifibody witH hight®x affifty0| The various
s to randomj ze

1995) 254: 392-403)
f?‘ﬁwﬂrﬁw&b@ww@ bsrshlé’ﬁ%?vﬁ%fhﬁ Gersesppndings; IRy in ather
antibsdiesi N @ popul ati on of otherw se identical antigen
bi nding sites, subsets of fromtwo to twenty am no
aci ds ar Bemvativeimalecyles-wouid retain the Sinciienakproperty of the polypeptide,

nafileh FhB Hphot e pavifik hith LG, A s QR Mfding of BPOT
pobypeptide to the IIMsC 05E206101,an(igedIR porfigds th@8eE:  96) . I n

anot her @ﬁ%@%@b H%&%n%hl&gsbﬁéiu&’eeﬁmg feShof R AL {ly Tithited to,

heavy an var genes ca
an;imcoqmgsmbﬁdutms kmdvai ia uh&nml"cmmﬁatﬁe" c oI i (e.g., Low et
al., J. orleXanllg;i)le(:),l it i5 a well-established principle of protein chemistry that certain
amino acid substitutions, entitled "conservative amino acid substitutions," can frequently be
made in a protein without altering either the conformation or the function of the protein.
Such changes include substituting any of isoleucine (I), valine (V), and leucine
(L) for any other of these hydrophobic amino acids; aspartic acid (D) for glutamic acid (E)

and vice versa; glutamine (Q) for asparagine (N) and vice versa; and serine (S) for threonine
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(1996) 250: 359-68). These nethods of nutagenesis are
illustrative of the many net hods known to one of skill

w0 W08/0R95¢r t . Anot her manner for increasing af fRQT/€A2008/000151
the anti bodi es of the present inventionis to carry
out chain shuffling, where the heavy or |ight chain
are randonmy paired with other heavy or |ight chains

(Té/QndWi&%féERs e?ﬁﬁaﬁte Tons I\@%r{ J(]someQGﬁéideg{ doﬂie'i'\)étlvér l‘(] nging on the

arious I es nay so be shuffle
enwirerimenhef theopartizafso aminegeidpRg its relaoin therthrgerdinrseional structure of the

o e 8]l 0 Ot s o

aldninel and valine KIV)S (Msthiohint (M) swhidhl i redtively hpdmphdblct tan frequently be

iniisnga i 1Eiee PO ATE Rine Y SSPHERE YOl A ptine ) and arginine

(R§ Hﬂ@fﬁeqﬁdﬂtly @ifdichafifdabld6n loBatfond inBwHieH the SigRifiSa fdatard ofithd amino
am no acid substitutions known in the art

ac’dcréﬂ%‘@r‘%‘é‘{ ghgrge andthe difiegingpk's of thesedwg amm aclé'sf?%fﬁfé? Kot

sighifidafd ilBotREr cRAMZEELAR be RENSiRIY cdrlaVathRY InflaRicalik Bfvirdfiéhts.
substitutions, entitled "conservative am no acid

substitutions,” can frequently be nade in a protein
EXAMRLEH altering either the conformation or the

HJb##6khk %d&fnohh Jﬂhgérﬁé @fll e ARSfARELS | nCl ude

substituting I sol eucine (lI), valine (V), and
| euci ne mqhybudoqulldmh AR8A41 (e wes depdsipHin Becordanearivith the

Blﬁ‘lﬁ%qu”l“ rc?tg %[ht t]hg n?&heglog%?gep&rltogj Al&tﬁ(m érggé Fﬁ)ASﬁ dBugeéau of

e Ver spar
Mmmb&ﬂogyaHehlt‘héIanmia, (8Bp ArtingtomStesen |Wﬁ|e(x®g, Muiitohag Eanada, RBE

SRS Br AP 205 Bk BB ot T s vith 37

CHRaL.B0S; tHealep@tbrd @ssfei thiat @l festrictionisimPosed oh i avallablllty to the public
t hree- di nensi.onal, structure of the protein,

of the-feppsited matgrialywill kg irgypsably semayed ppon tE%\%Ta‘F"F’éd’E apetey- T
dek/«‘éhtlte\‘ilﬂ B@ F@%&H @the@ép&ﬁ&y%hm BSpeRRN ik EipldsY) -

hi onine (M, IS relatively hydrophobic, can
f r equent Ty produde ﬁhfeh}’@hé‘mfethawrode arnecaam antibody

Akﬁ%&i‘b“i'&?%lea&ﬂ sugpah equen ; \%J ﬁ]{:% S‘c%ml&c%rlﬂ t[]ﬁox(t'@suea”d

(Genwmuits Gollaborative Canbriidge, MiA) ma:i pxepared iheRBSu IMWNEA&YTM (Qiagen,
e and the diff

vaale. RBupendslaiin i o Propirit Fo ey i i g 56 e week ol

BALBYO inficeOmdre nmrﬁamield by tifjedting BebiegrAcousty 2hsillibarellsiase ehicroliters
‘conservative" articul ar envuonmant

of theantigrny thrn&d%icem rPrethﬁnr%rF&quwaé.Uﬁféi t%@%ﬁlwmmzed
milERtrBpPidneARR2 6/ § whdk3 A Re ftihPimmukiatio Rath 2 @illion dells in 50

accordance W th the Budapest Treaty

mipgfitersn étsr’@ﬁawaws% for fustop thge days pftgr tbtf la@aﬁawglzetrqmﬂ)e
hyﬁ#’&ﬁi’a@ wefe prepared by fusing the isolated splenocytes with NSO-1 myeloma partners.
The supernatants from the fusions were tested from subclones of the hybridomas.

To determine whether the antibodies secreted by the hybridoma cells are of the
IgG or IgM isotype, an ELISA assay was employed. 100 microliters/well of goat anti-mouse
IgG + IgM (H+L) at a concentration of 2.4 micrograms/mL in coating buffer (0.1 M
carbonate/bicarbonate buffer, pH 9.2-9.6) at 4°C was added to the ELISA plates overnight.
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M crobi ol ogy, Health Canada, 1015 Arlington Street,

W nni peg, Manitoba, Canada, R3E 3R2, on Decenber 5,
wEDogesIserder Accessi on Number 051206-01. | n acIrdsees000151

with 37 CFR 1.808, the depositors assure that all

restrictions inposed on the availability to the public

of the deposited materials will be irrevocably renoved

B ARG By B A P SSRESLA TOEL), B
mifuliprssell B[ﬁbkhfgdﬁlﬂee(Stpb&einyiulk 1d®mh bufter) vms@ddﬂdes tltelvéate for 1

anti - cancer ant SN
hECR AR ORISR 12060 YA o e R B erg eyl of
hyb MR Sup & featit lwabﬁmﬁﬂ hivdthe @ﬂéﬁﬁduﬁ@ed foM!\)loum raofrEtpmpeEature.

PBS. | MMUNEASY( t
The glagesaysee M%‘ihgﬁf‘awg%wﬁgﬂ g ude ddé‘?‘?ﬁogﬁ fdton QPC@?%%"” anti-
miRe BRY G gVERIseRURR B&B}@ﬁé‘se 'Ebﬁj a‘fﬁﬂﬂuthdﬂﬁlFBSZ@ﬂtahﬁng 1 percent

|nject|ng subcut aneousl y lion cells in 50

mit)c H9|nkicrohitsrsoell, was added. g‘é’tﬁf a@}ﬂwgg]ﬂle phatscionl hgur 3t w83y ed
teaﬁ{ra&%feﬁ f;ﬁaty \éfa{fva&@mﬁé@@ %@S&u{feh 5| dom'r%ht%?sﬂwéﬂ STMB

raper and ter the initial
solutinn wagiatubated foxi 1t-31mihutns lat ioom tcm]bdwurcn Thcaldraeastion wass .

A0 0 50 HiroN Sl oA PP B vl of B e Shena
Pdrlhﬁ-Elhﬁ@l}HMdO(B]}ilhte Acadyt @ indicated\iSEligurenty dieokRBlMﬂO Whybndoma

The supernat nt.s tg gﬁge fusions were tested from
segiise prmardly gpti @Sﬂt f 185HIE¥Pe-To det er mi ne whet her the

ant i bodi ¢§ d&&alifd Bl subrlald U ahtiody skeretedts! th§hﬁ;hema£ cdllaean
lgG or IgMisotype, an ELISA assay was enp

isqtyRIREANPEIAMENt Was PerfrmedpsingsMpuseddene clpg@AmlP@i/m Iems'g ‘étt
( 89@ ﬁ?ﬂ?&hﬁ@&% ?E?trgat 4Né&é}fa9&g a%ﬂi)/rﬂijcro'h[érscﬁ%ﬁ@lgs)onﬁt)ﬁ s

car I car bonat e )
add@owlestesh steip «tontmntngeat Bhti-Brupd subelass spasiici agtibodidse SO0 micealiters

hed h
of 5Tl Skt W 5laR WAL Dy ek o BnfiSpeiarion.
Cz(p'fur&ﬁh&!%l limnmdxdgldbnlmmdie buéo‘tahmrem;sbmkéemdtra rhéreclohalt e
ur at  room .then shed thri.ce

anf AT IS0 IR o The GO ob Ry P PEHE crete

a ASRLSERA! @Rl to\@Rly2é gt Gsofpe. TheanBlaah®r hitibeBRARE1A9K0.7is of the
hour at room tenperature. The pl ates were washed

IgGRa ikappajigotipewashi ng buf fer and 1/ 100, 000 dil ution of
ei ther ggat, &E%JH&;{)Z ﬁ](. J&?dﬂﬁtlér@%ﬂ?ﬁﬁﬁ@ Séiiatints were tested for

per oxi dase conj uga In PBS containing 1
anfjbediesithat hpunid)to tat@0cetisar o4l IS Awesay., Thige hemrneling ganees cell

llr{ }E}Q%ﬁ{ak ﬂ]gzagt Iggncgll %‘ilgln{asﬁ{nd]l lﬁ%ﬁ ﬁgﬁ—cz{ g%ﬁ%@?ﬁéw&e%sted
Am9cN61 HQE,rN(ZIVHMO MDA-MB-231 artdl Hs888!\h8 resm;:ubdy el ¢edlrlings ®ere

ot R Bt A RRS 00t Bl LA oS AL et

cellwerp |ﬂaéch1Wii$o ieadhaplatth G/emwashddhh:&bel%aﬂi@BS Ednpaining MgCl, and
C 87%)9%5 6171%%15 rqe glgﬁglcro 1ters o 2%50?1% plarra]lfoillngllégt%'d% dilltjtlgf in PBS

was added to each well for 10 minutes at room temperature and then discarded. The plates

were again washed with PBS containing MgCl, and CaCl, three times at room temperature.
Blocking was done with 100 microliters/well of 5 percent milk in wash buffer (PBS + 0.05
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secreted primarily antibodies of the 1gGisotype. To
determ ne the subcl ass of antibody secreted by the
wdanoos/Hs¥sera cel | s, an i sotyping experinent was REAr€Aongeo151
usi ng a Mouse Mnocl onal Antibody |sotyping Kit
(HyCult Bi otechnol ogy, Frontstraat, Netherlands). 500
mcroliters of buffer solution was added to the test
(1 e Y D
pelichd RSPl By o fersdfRU TR SHOCNES SaBRG ek it wash
buffasand diskchy btidomampéreatant twals edded atl! 09 miicmoltitgesdwell for & heurat room

agi tation. tured Se | no | .
ofiraieo hep PR Y iy s T RS s el of
I/Nf;(b(lt)wilhﬁomdﬂgpdt aftinpusligGaintbgds conjogatsl. to ]il_jlseradismbemtgﬁdasﬂ

[ ne two, protelns creates Vi suaj ., SI gn used to
(ol ip B Sicnpainifsc pseene RO v ddRdn ABET L %t&ﬁ*gﬂtm at room

terpRdelrd W platbsswat whitRd B Gifféa with JREPbURPANMPIR0 nfitioRfer/@8 of TMB
round of ITimting dilution, hybridoma supernatants

subsirate was dncubptedfor Frdmipwen % soannsmperatird he reastiqevastemyinated
witl'sPmfcRite #Jvél%g%iséaymd Ty Cpqzﬁe H:Hffﬁlsb WROWRRE P&kinFHnkr
lI I% uman er ce I

I nes, 1 reast can cel i nes and 1 human
HT$00¢ platcacaden rithe eeshilts dsitahulappdrie Figurst lovere pgpressed\gsthe-pmber of

ol Baetig vt AN SRS i VB EBRE kPl iy

be€iosHoeva nbitn bind T Re chlhlimes sated. Ve anfibaigsl fedne the bgbridomaer e

| X€e ri or to use.,The pl S washed thrice w,th
AR R Shebtse o Gioid e BDERMICH] RR(Re B 6% Wik
wdikérbldirdg@6 theQhingZah@k 6&aIMinep NCAHRB ahd NERyA60 aid thé fetmahlung
PBS was added to each well for 10 m nutes at room

cell iApH88Bikle and then discarded. The plates were again

washed WntdanBR%ioh Withaksthg for ¥etfdody Bidingahe ciBtbR6 efftdiBSthe
at room tenperature. Bl ocking was done with 100

hyhtidoms| supesnaiante(antibody Sndpeadeatofoxigitykwastestedsin the gell dines; ASED,
t f
quﬁlgzg ﬂgﬁfrﬁ%ﬁ, MDASEIR)23 13 834y aldeROMMIRB Lol FBm

es were washe rrce wt er an
Mbighar Poobes Gngeren@R)and thegssayowkspeeformied@s outlined below. Cells were

icraliters/we for 1 hour at room tenpgtature. e
piffpedut g sy e el sprtbrr e BT 248 100
miGiolited dfis@etdavit fromfthellyBAdéttdmididtitre iplifes er@@aisferred to the cell

anti -nmouse | gG anti body .conjugated to_horseradi sh
Platesrand imgybated ina S persgnt GO:preybatghion p daysg The afeﬁ%@ﬁ&seme‘ii gythe

po¥ifive ARHEH wef dspitatdd HRHEMPY GAP R0 RiBrofiterd YABYILAMRRIE AUANL01
the plates were washed 3 tines with wash buffer and

percen, PigmadPakyile; QN pr gyplotruimide YK Q-8 migremplap Sigmas Pakille,

ONy dissBivEBHinQRIt@E nicafi, ¢ ALAKCE 5 dﬁ]&eof R atadeh© ﬂle‘g@a‘feﬁ ewere: then

termnated with 50 nicroliters/we 2M H2SO and t

empied by inkrtingandM@tingdryi Rhom temperature BPRS(Dpiberobphpiphate
o120 Slime R R RCl AR CA Y Bpeh ORI RS
multivhparreb sijueeze bnttle rtapped Sdinleg,@niptied Yypiaversion and themblpttédadsy. 50
mi@rroﬁt\éirsoolf"?l{eyﬂuorescent calcein dye diluted in DPBS containing MgCl, and CaCl, was
added to each well and incubated at 37°C in a 5 percent CO, incubator for 30 minutes. The
plates were read in a Perkin-Elmer HTS7000 fluorescence plate reader and the data was

analyzed in Microsoft Excel. The results are tabulated in Figure 1. Supernatant from the
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been shown not to bind to the cell lines tested. The

anti bodies fromthe hybri doma AR81A410. 7 showed strong
wbionglogeg6mt 0 t he MDA- MB- 231 breast cancer cel |l HATeA2e08/600151

weaker binding to the lung cancer cell lines NCI-H23

and NCI-H460 and the normal lung cell |ine Hs888. Lu.

In conjunction with testing for antibody binding, the

Al‘gg 4t1 @23 ({q&%%té@%fiﬁgsg?ecd{@/ %rt(%td Cfc 3%? z)ér[c]grg 3 Ehe CeI-lg2e lIung
cahéen €dlls. Tﬁlﬂ Qas H6AndH523 ,peﬂbﬁ:lt ofthé Gytomrtj\/&taiﬁéd wnlml the positive

Hs888. L.u | c was obt ai ul ar
copielp T 04 CrSighentie FoPaLuly OBEL MDY, Hishodpged specific
cyﬂiﬁﬂlélﬂ%@ 106483t ol NCIWRIGO litlgthR@r ftis Whithtwae 12amdS2 wercent of
predet erm ned appropriate density, Aft er 2 day

thq%OtﬁXI@chﬂbﬁatl@déM@fth%Bﬂ?éWﬁ senrols sediygm azide apd gxc e,
re?gwgh/ltre pl ates were transferred to the ceII pl at es
n cubated in a 5 percent C2 incubator for 5 days.
The wel | Besutisfrom Fignesil demansieatestibatithe,cytaienie efiicts qﬁ/é\Re%IA“O 7

wéle cgrdarfﬁ\&lﬁgpr%liéed ?onf% Ml{l&i‘ﬂ%l&glg % gl!l({ f@Jl S. %@%‘ugﬁ‘?he

azl ercen
highestl bariding wasdieteétedHiXith ﬂleMDAeMBmll brqastSaqp&acell@a:lytdtd)di@y was

aegalpd ey e Nl dandih e Boadib e Mo

ARSMENY 7@ 1P Brolhcetckiobdkicity in thRPRSSS IANREMAl Huifin lm?@seu line. The
(Dul becco’' s phosphate buffered saline) conf ai m@ﬁ%ﬁ
kngyemon-spegificsiiptoxigagents %léﬁ%’@@‘qeﬁt’% Né%le%?ﬂﬁfé Y Proflefiefl

y{'g{(th,é happekiegdueeze bottle, tapped 3 tinmes, enptied
€ |r=§/’erg)|[b§neand then blotted dry. 50 mcroliters of

the fluorescent calcein dye diluted in DPBS cont ai ni ng
EXAMPPE3nd Cadl 2 was added to each well and incubated
Inq,kmglp n a5 percent CO2 incubator for 30 m nutes.
s were read in a Perkin-El ner HTS7000
fl uores CARS BA$lI0Et reorrogdalrantibndly was prdducedibs suliuning yhediybrigoma

in PR Bl P s e GRAORE P RS oyl opuring
twi&;qeén!mek J Su::ntelmﬂ?tembddy Iptuyﬂ@ilomﬂ'og&lume gdlth (Pi'otélh ;ﬁcﬂid(r?tharg?aﬂf Fa;t Flow
AT RO esesttass AUHeR T vorh BB K PGt FRor e of B

inﬁdﬁﬁbmm vBifiziRomi IbnalyHmtiBddRs it Bhe deliRMiAiIBEd, Heminized, chimeric or
AR81A410. 7 al so produced specific cytotoxicity of 12

MYHKcent on the NCI-H460 | ung cancer cells which was 17
and 52 pgfQq gtof@ksmﬁfuﬁ’{o% AGH9, BNéItlliﬁ N@ﬂ-}mm Nee-H460,

pOSItIVG control s sodi um azide and cyc ohexi m de,

and dEHSER0) eolgn (IRve)s bregst{MbMA-MEy2T1d, penereatis(BXPGBH arastata (PC-3)
anfi %%ga?{ g? 3&![1%)?%&%&5% n%n-élﬁg %?l?‘ﬁneg s‘?m{] lﬁﬁfs@ﬁrldylung

corr indln S on cer ce
(Hs888da1) was sdsersgghbyt flav m‘ghetslt (FACSY |A1lgce‘l!ldmes;| excapt fertheilunig

caﬁ&? cémﬁ’fe %I%ZR{, %v%?et obtinkd Honf Elle lASr'ﬂeriSXnt ’P);p%)&lxs%{lé doll&tion
(ATCC, Manassas, VA). NCI-H322M was obtained from the NCI-Frederick Cancer DCTD
Tumor/Cell Line Repository (Frederick, MD).

Cells were prepared for FACS by initially washing the cell monolayer with
DPBS (without Ca™ and Mg™). Cell dissociation buffer (Invitrogen, Burlington, ON) was
then used to dislodge the cells from their cell culture plates at 37°C. After centrifugation and
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detected on the NCl -H23 and NCl - H460 | ung cancer
cells. As tabulated in Figure 1, AR81A410.7 did not

WQro0sfer9s67cyt ot oxi city in the Hs888. Lu nornmal MROTOAI0081¢)0151

cell line. The known non-specific cytotoxic agents
cycl ohexi m de and NaN general ly produced cytotoxicity
as expected. EXAMPLE 2 In vitro Binding ARB1A410.7

co BB N RO ibdEin B BS HEBRARE A1 ERCR B Ereep fu

bolN} sevuih lat 4°0) (stainirigomsiia) and tcﬂaﬂted,chllqumbto @ppropripte cell density, spun

tw ce/ week. Standard urific procedu
dojyth et B FﬂIS@%aslrfa?@gé ingigtof Metia ‘?ﬁ rgsfice o te test
anﬁb&ﬁ‘(l‘\ﬁ@?@ﬁo 7pet &nﬂol%ﬁbocﬁ&)(lsﬁl?{)@ccfnﬁbﬂ %QGFM Tsétype control

|ntescoeo his inve on to utilize
angdifiecdest @m@pdm@rp pesassedsat2 amicrggramyanl; whesens aaiérEGFR was assessed

o S AP mL T Tl 50 Bl e Bt PR G FARA SR 7

cohfGgatedbsecindany @ahtibody thewcells were eastted @mﬂs@@gg medla The Alexa

t BxPC-.3 t P o
P e Eet 0 iR et ot e pocRA Ty Hipie g he
cell§wEre Théh kastied Gorl thé inal 8 8fd tebyspatided RIb@RSReliDEtatdinymedia
coetétoms\try (FACS). ALl cell _lines, except for the lLun

péngr1-ergent mﬁ%foqqeidehrsdzin)f IOV(/@V@“'GBMF%%"?W fithe gelds was

1 Jr
A g BT ol sty ocgn o

(BDAiDscienoasy Pdboille, ONpeTiRefouwsird (SE) @fd sidtescattdr (SMD)of theskellswere

s 5 AR e pmtemaiod gt o e G SRE 356 decb ol e
dettcossor the flastedaerick QAle((A 546) fchzﬁ@ell’Was Bdjubtedby @Aninghstaimel cells

suﬁlbtﬁftlﬂ: &d tgglg cl)r;{ pegl% &'nilgl?neeéfealnl {egq%;nuta ggslrl{yrp%g;l)groximately 1-5

un@i§) qk@péabﬁ Sdnh i) o Op,srbﬁnﬁfaw 15 ou@rgstea evenBaBiFesfiked cBffVere acquired

cont ai ni ntg 2 percent fetal bovine
forsamplypis and veeéltsarmprnrQHWémﬁguraﬁd counted, aliquoted to

appropri ﬁe@ dsefiSh 'rﬁe}in ﬂﬁ&%e&gmeﬂéﬁ%ﬁﬁ& bt %&Jh%o“e isotype

cells an res sp ende I'n stalnin
copirals Represantativh blstogstns@ﬁﬂmmqummwﬂgmm campiled fonfagure 3.

ARG SRt eSS By e b Gbbreal R NEEH 0.5
fold), ciettg¢astoahder cNWﬁFeGﬁB???[BL}SE@:.RfWg)S W ga’:ceﬁcell line
BBl Gt b aan s ool Hae OYGARGE i 101Gttt ensalp cance call

lind PCLRGYfold),ahE in Ron'&in€er VE1B IRACCM22skvil 19bko alhdllha ﬂlng non-
nmedi a. . The Al exa Fl uor 546- conjqﬂgeat ed anti é
cangerellling HeBsh Lt QRetsfold)cPhesgdniaplsademonstrate hatAR r‘\4A?;7 bound to

sevebd? different cell lines with varying levels of antigen expression.

EXAMPLE 3
In vivo Tumor Experiments with BxPC-3 Cells

Examples 1 and 2 demonstrated that AR81A410.7 had anti-cancer properties
against human cancer cell lines with detectable binding across several different cancer
indications. With reference to Figures 4 and 5, 8 to 10 week old female SCID mice were

implanted with 5 million human pancreatic cells (BxPC-3) in 100 microliters PBS solution
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cells were then washed for the final tine and

resuspended in fixing nedia (staining nmedia containing
w0l2088/pe9serent par af or mal dehyde). Fl ow cyt onet r iRCT/CA2008/000151

acquisition of the cells was assessed by running

sanpl es on a FACSarray(tm using the FACSarray(tm

System Software (BD Bi osci ences, Qakville, ON). The

e e

tréfatneentgrtupm d 6. SO0 titkadag aftar 181plaiﬂaﬁord 20 metkgrof ARS1 A4 HE7 test antibody

o Py CRR 68 e eRed T EHPeBnEAI, t AR p G Ly Velur of 390

midRitersMfleNdifutioR Gomithd $todk @AceAHtion N\tlthﬁfdlhynt@ﬁat contained 2.7 mM
apgrom mat el For eac

KED RO KRt s 13 TN aa 2 g Bad b The Fisibody andgontrol

safﬁ?ieL %Ew‘ffé'n%dﬁ rrﬂéﬂéré@gncfa SEr VAR M ThSduiitidn b fhe'sRRAY kirf the R
esented in Figure 2. Figure 2 presents the nean

fashnqmoir@w@nwh iwas eeesurad about@very seventh daywih ealipsest e study was
e Vg

coffiftdd e SERERT i Body SE0L B HimaTAALE rihydeg once per

wabk rfasrrth;et dundtied ofitht smtlybAeth emblfitle shelytaH @nimabgwera eathanized
M@%ﬂ 3 (3.5- fold), the breast cancer cell

acF(?rﬂlgg Byidg MY 6-fol d), the pancreatic cancer cell

|'i geA RBg Pﬁ}ésg(z]gm%émlcd% tundob groWﬁﬁihitl@eansﬂvzﬁebrbpﬂyld;ﬁc model

- 0 the pr nger

of igman Paapmﬂc AT - }IF LR a&ﬁﬁ‘eﬁpg aaifpod r\.li@?éﬂ:’cd Jéffgwegthe

gr%vlth%fﬁﬂ’@-h t@h6ks b €1 5 paded Q&ﬁﬁ‘di‘ScﬁtB theSulfel-tréited &R68S. geolip, as

These data al so denonstrate that

demamﬂmqrodaﬂéo% days efterdbelastidogg afmatibody (Bigyre 4) iThe gesylt failed to

A (BRSSO i s

tumorckiZ2 inl Elfman@!qd&meated bratip WERSIoWwdrl) eVeri tiohe point wbcmmmpared to the
vefisBRRbr On ARAAT Riperel Bk SERE D ARty iy kel npbitd by 7

petoanti (p0.10an6test)V t h reference to Figures 4 and 5 8 to

10 week IdferraIeSCIDm were i nplanted wit .
mllion Wergan chuet! .Stgn%%ﬁetp’gmtyekwgg ﬁﬁ s Body weight
méﬁhﬁé&ﬁt'ﬁe@k ? iMtevals Wasld sipdoitt EsriwRl-bRitg GHA MTIBRUS khtive N Théte were

scruff of the neck. The mce were randomy divided

nojsignificantidiffesencanin bgdoweightder etherapoupfrony thy bsgipipg to the end of the
n{gg?#oﬂﬂaa%— 26bo lzgstnﬂﬁg Ba Do, 7\ R0 Aok O tést]. Rfoweddd! ﬂhPt‘a s 9 r

er controf was admi ni st edlntraperltonea
signifsantcliffcsertce betwaen/groupsat the eBDOf the sudyl (pr@PIV6at-test) at day 62
(F@‘knle%i on fromthe stock concentration with a dil uent
t7‘contained 2.7 raM KA, 1nM KH2PO4, 137 niM Nad
and 20 nilshindROARSTA4] Ehvadwelltolenaled-oxitdecreassd theltesor burden
mﬁ\? rr}en adEn ni stered%%pce per week for the duration
lluﬁ'éa é’??f&?f i f© '{ol%a fashion. Tunor growth was
measur ed about every seventh day with calipers. The
EXAMBYE vas

Isolation of Competitive Binders

Given an antibody, an individual ordinarily skilled in the art can generate a
competitively inhibiting CDMAB, for example a competing antibody, which is one that
recognizes the same epitope (Belanger L et al. Clinica Chimica Acta 48:15-18 (1973)). One
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conpl eted after 8 doses of antibody. Body wei ghts of

the animal s were recorded once per week for the
wOlng089667 of the study. At the end of the studCTaCA2008/000151

ani mal s were eut hani zed accordi ng to CCAC gui del i nes.

AR81A410. 7 reduced tunmor growh in the BxPC-3 in vivo

prophyl acti c nodel of human pancreatic cancer.

ol D eV MRG0ty it o
antllmiyb othé mmplcr m@t mcludmlmt isafot imiedato tiasties] dsotatedi preteiintsh onkgl)

| ast f
. BB SO ol SRt SRR Yo
idéntifiesSantib6tis thap irthitdt th©bindingbethe tesf antibady, such esaEhIS@r; BAES or

but e. tunor _size, i ntib -tr
Wﬁ%mﬁbpatnge ?@ertmﬁﬁod&aﬁﬁtm%ﬁ &fﬁwﬁ%ﬂ%ﬂ 4y Bpiies and
paﬁﬁ’iﬂg fo? lantlb@neéjﬂﬁt rédognith gieat bnd"ﬂpﬁ@e\w kdid aiitigeh (Ralbiinstein JL et al.
tunor gro was |nh|b|ted by 75 ercent

Anal Begleeyn 3 lﬂrfr?@ftéowﬁe%dn eithenrass ang ﬁh‘é ags Sefee"fg E?Sts@ on their
abﬁlE% Q)Lfg%?agé the %ﬁldﬁ\?ﬂ)@ Yhe ol ﬁiﬁﬂ l‘ﬁ@él&%ﬂﬁﬁ?ﬁ%‘ ﬁtqﬁhs%ne%%'ﬂe)bf its

was a urrogaefor wel | -béing and failure
tanget antigany éuchTatmab@hm@ldﬂhe@fogmpdsmath@ chirgctesisigefgecagnizing at

i ther the beginning to the
B S T S e A
AR81A410. 7, p=0.2094, t- test) Fbmever, there was a

EXAMRLEIScant difference between groups at the end of

Cléﬁﬁﬁéétggvi{%’%%ﬁ%g’%g °€A{A"§t‘"&i§f‘?‘f‘f‘m era c@ﬁm g&g’d& ease:j

t he t unoThexequbacesiofithelvadatieregionpiaom tiedicavy (Vehamgllght (Vi)

MPLE.4 | sol.ati,on of i ve, Bi nd
chEy ghraripo il ARy DK B e/ ARk B el e gom b
deteRfiined. tlm;aaéhcg@iﬁg ftRtheavy 268 Wpichiihy/sd mmuﬂbglmmm ragl EEDM&Bcted
for exanple a conpeting anti body IS one

frong the ghigct Bytridema asiag wd@metb%uw&@rg CLCHB‘@f %,1@1,@;1%%11
gu%ﬂﬂ]mﬁi%cﬁﬁﬁtl gCl%%vﬁlﬂ-gﬁﬁ)ﬁlochgﬁe F@Siﬁ%z@@(mbﬁ The mRNA

I nmuni zi I'mmunogen t hat expresses t hé

canhe iisgd o lvrem‘gcrmié d‘orbybsteh@namlammmf ViBEné Vs gagss by ﬂ?ﬁﬁ
métﬁ]o opogﬁ P?%%n m%he a}?'f (Sfﬂnmo E?I Jl e(Is olfcecﬁlaﬁy o%r%b ter 14 Cdpld

or ce Rés T oul
Splnag slarbechbatatodies Ryess, NYNPEIRDY)i The Natesrainal anhing hcid seqouerse of the

e TS0 55 RSO WP g e
Fulth&strbtdes oﬁﬂx@tdm(s a8 FlaskinCPRY ¢in ARK e d&anﬁﬁedw?&gﬁno acid

di spl ay antlbod% i brari es and pannlngf ntlbg)ﬁ
sequeReing %@B@Mv and Vot fragmets- Sytheip PHEETS 8 b prydestnpdfop solation

of (HRUA] 438 tve igBnel Lot ARB1A410.7 monoclonal antibody, and the isolated gene can be
ligated into an appropriate vector for sequencing. To generate chimeric and humanized IgG,
the variable light and variable heavy domains can be subcloned into an appropriate vector for
expression.

In another embodiment, AR81A410.7 or its de-immunized, chimeric or
humanized version is produced by expressing a nucleic acid encoding the antibody in a
transgenic animal, such that the antibody is expressed and can be recovered. For example,

the antibody can be expressed in a tissue specific manner that facilitates recovery and
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Anal Bi ochem 314: 294-300 (2003)). In either case,
anti bodi es are sel ected based on their ability to
wallephsase t he binding of the original |abel ed PITY¢A2908/000151
to at | east one epitope of its target antigen. Such
anti bodi es woul d therefore possess the characteristic
recognl zing at | east one epitope of the antigen as

w85 B e, LA 1 i e,
maFhraary elqud;fm' ecs:r@lbn diwing lagtationl dransgenisraginfaloineludecbu aug gt

) chai ns of nonocl onal anti body
h"g't%ceg & X 81A410. 7 hybridoma cell |ine can be

det QIDMonﬁdonaRMntmﬂpodi ng the heavy and Iight chai ns of

I Munog I|n an. be ex rom S
ybr 1 dorN theptdi e aror oralarbedyl GRASYEA I dafelg i readity
1scﬂﬁédkbid|sécﬁléﬁde@ sikg EdhventRAalProvediies (881 by eﬁfygmagbﬁucleoude probes
al . Biochem 18 5294-5299 (1979

thwaaa&l? ‘of Bing g apacy icaly fo-gemesconpodinedhe heghy Q?f chalns of the
mén%@l'oﬁ‘il bitfbolies gmb}{aolﬂ@&‘ﬂ%elb& afs’%réﬂé&@@xlc@ 8ysubRPWNA. Once

he art anbr ook et al ., | ecul ar O oni ng,

lscdatqbﬂ@rDMAa may:be plagydrintagxpigssisn rve¢tmla@loar¢ then pragsfected into host
ceﬁ‘%qs\eﬁcli;]gs]@. %gﬁ le Is Tgﬁﬁﬁpkd(ﬁ &ﬂl? %hlr% l&ﬂls@% éigﬁ—f(ﬁ%ﬁs, %t' myeloma

gavy an ai ns can I'ndep
celieth@rdoinntathdpyise ptodmw mnhlﬁdgtabulm@nptemdo nlyamﬁher Syh&csns of

ot B0 Akl ndfi SR host R P08 +fR aGs fradied. o

exﬁmﬂlg,@rstlb‘stltuﬁﬁ@ E’J&Q{a/dli_llgg qu{J/éLmé &r@ﬂm?lb&at'ﬁ A%gill%zi d(:)lghﬁd)nﬁtmt
I sol at1 on e n enes 1rom
doppaing & ra?fap?ﬁ'ﬁﬁﬂpﬁswousmns UPRCES- gaergémgywnggodnes also

mdy b @teparell it Atré siAPRIOMR ththdds Yr?égﬁﬂ’létuf ﬂbteﬁﬁﬂih‘ﬂﬁ&% Nfecludifg

generate chi neric and _humani ze the varia
thasg gvelvinggrosdinkinglagenis oy cxamnis mn@awxwé may e lc@maractﬁdwsalg a

TSR 50 BB B  pns

thi@pumoﬂtm'nmlziedininetlﬁxﬂztnamhnpihyienjmedamgbummléa;w ng a
nuchgffum%gl id %I ng the antibody in a transgenic
ani Yhe anti body is expressed and can be

recover ed hulﬁmze@aaﬁmdg hag é1 of Riordmiliio E(ﬁdlrdsﬂues)qm@ﬁs&ﬁnto it
in a tissue s nner that facjlitates re

fic
f’OHh‘H'b‘IPr‘?"P}aBé?‘F ijhfsﬁ ngRrBuRAN MR AKIH residHes are,piten e eﬂﬁ‘g

“inffortt' RBidugly fAich are t?fﬁceﬂl&ﬂil&ﬁ $3fh dnirhptPt" VBB dontHir 'Hilmicaﬂfzatlon
secretion during lactation. Tr ans%gnl c ani mal s i ncl ude

carb'e& pesformggghe mpﬁlwd afWirgerand éo-wgtkats iyubstiggsipg fodent GDRs or CDR
BNt %gdgml(:()%% {P(ﬁl nggmn Exa Qn &glﬁ’logg){jea grﬁl Nature

321:522-525 986) Riechmann et al., Nature 332 323 327 (1988); Verhoeyen etal.,

Science 239:1534-1536 (1988); reviewed in Clark, Immunol. Today 21:397-402 (2000)).

A humanized antibody can be prepared by a process of analysis of the parental
sequences and various conceptual humanized products using three-dimensional models of the
parental and humanized sequences. Three dimensional immunoglobulin models are
commonly available and are familiar to those skilled in the art. Computer programs are

available which illustrate and display probable three-dimensional conformational structures
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i sol ated and sequenced using conventional procedures

(e.g., by using oligonucl eotide probes that are
waapgidIse7of bi ndi ng specifically to genes encaiimgA10h&000151

heavy and |ight chains of the nonoclonal antibodies).

The hybridoma cell serves as a preferred source of

such DNA. Once isol ated, the DNA may be placed into
of Sl ahdidhtd/ BmhiHoglobl!H sehueRéR. Ih§RBridn' FfcbedibRaysipdintits

host cells such as E. coli cells, siman COS5 cells, .
anglysinefshe Fiehwrolerof gedesiduecinthe fiaptioningof therandidae imapyngglobulin

10 {68 Hiéhcé ITUGRE o daRdiB4Ot €1 N,

sw@%ﬂ%%ﬂgyﬁ%%ﬂg££§%¥%§§5g&g ﬁ%ﬁog¥gna ant i bodi es i n )
imirugogletadintyi bindits dntigen. drethissyayTHR residnesedan be pelgotedand combined

nodified for .ex I ' ' i.ng:
Rl srgrpo PR aBensy Yo AR ke fiinbdbenibleifhc,such s
inatessed affinitynfoptha caeged Aintigen(s)) raohiegduln genkralnthe SRR mesides are

.Chineric or, hybrid. antibodies al so .may, .b repared in

iGNt s bl ittt rfiadhd RugRlbifale b
chegipAhtibody Pabmehtdg t hose invol ving crosslinking
agents. For exa i Mmunot oxi ns ma%Fbe constructe

r ml e, i
usi ng a YRriys echriques bavsrhgen devglopqddar e progugtion of arjiogdy
fra‘gf?n'eﬁ’t@.tﬁ%e H‘h%ﬂl@nts BarPE Y 6fuc bySretdniiilat RRAEEI (rRvibWed lHudson,

ur pose 1 nclude i mnothi ol at’'e and

Cuse Ohpipk sl dA 50957 (19M; bistlecer al.i Immunghdladaydd 3A17 G0N
Fof MR FAR SR mERS Yo YeRui G, BBt otk 001 8 Shemically
coilffledste foronE(Abydingments(Caster a af. Bibwchwlogy 80:063-¢67 (1892)). Aed

to as . ."i.nport” i dyes, .whic re. typi c aken
anpfespobiHRRL fe FE 157 eq S e MoSind KRRETICN4 foBiGfote
asséﬁllkt;ny_ff iecF (4178 nfdi&k:iﬂ@.dAC%grSMgﬁb gig)RtliiHﬁ dpprOachiPF K ;F als ortl?](ab’) 2

substituti.ng roden or _ seqguences for the
ﬂag@ﬁ?tégfwﬂm% -Pgeds(ﬂaa frers respmyingnt hast cﬁlif‘?lﬂlé“dy (Jones et

al ., Nature 321 :522-525 (1986); Ri echmann et al.,
EXMaVpLE6332: 323- 327 (1988); Verhoeyen et al, Science

239: 1534- 1536 (1988); reviewed in Cark, |nmunol.
A Gomegsition Cogpriging the ody of thefressnt esdtight | body can be

pr epar edriandbdily dF &R prédbnt Wht)/o?l: can BL udel 8s RBGRMYsRon for

sequences and various conceptual humani zed products
praysnting/ trepingccandendme icompdsition der prevsntingfireating eaneer) whighjcomprises

th%ﬁé@ﬁ?ﬂlesp‘?&gﬁ'?xﬁ\{?:étion-,rgfeq&%-%xﬁ@ﬂlgicgrpﬁ'é ?dgﬂnl;ﬂ?t:é&glag Bllég’ bfd in the

are conmno aval | abl'e and are ar to
formhafdiguiliirépastionsn ot dsphamtaceuGoatpompasitins gf suitsble preparations to

avai |l abl e ich jllustrate and di spl .probabl e .
nufbfS ot R Rl el ebiFlet ey P boltir. TR SOBE Smjen e
oratigod patarterallyfelgl dgravbstularly, Satepperitonsally, saBqraicowsty, etc.). The

t.hese_ di spl ays pernmts anal ysis of .t like al e, of
antibg S EF AR imyBiiod ey ve sl e itselE of i Peiadrgin®teRed as an
approprEdO@ntposition) The GMﬁ%t_Séﬁi_,on useR). forl the adhiialsitation idy dosaindlies

that influence the ability of the candi date . .
pharacelesiFaliy arqentabls carisevith ée antitodyaf the present nvgptipn op-s salt, a
diliéh® bikkBDiehr Budlfa ShpRsitiGHisPRHideq HPihB 88t of pharmaceutical

preparations suitable for oral or parenteral administration.

Examples of the composition for parenteral administration are injectable

preparations, suppositories, etc. The injectable preparations may include dosage forms such
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fromthe consensus and inport sequence so that the
desired anti body characteristic, such as increased
woaios/odose” for the target antigen(s), is achi evisi/CA2008/000151
general, the CDR residues are directly and nost
substantially involved in influencing antigen binding
(iii1) Antibody Fragnents Various techni ques have been
as q‘lﬁ%%ﬂ?)ﬁ@ dutcRandoll€ 1&%9&%&9&&5&%&@9%}&&0@&3 @ﬁE infusions,
hese ragnents can be produced by reconbi nant host
mtl:@rtlwgla injegtienseaic.iThesaiirieesable prgparationpmay be prgpates] by methods

P"ﬂ“géﬁ“@wﬁ“%%%ﬁ@% ol PR ety disolving,

sukpending ercmusifly g diveeantibodyrof thefpreseutlinveatiah arlite mltlalal sterile aqueous

m%ﬁlgﬁ !816“ %\1‘%119' &be@{uripbcl;: 25ntx)f%a} y(uf%g%? tn?ecfl?c]r:lasra:] 3 t aqua)us medium for
infecduns!ithepdire, tbxfﬁaﬁbabplﬁyaiologncﬁkmmmd amsotngc t;dsleudnammanmg

ronote a he F 2 .
g‘m?@%mogg\'%eéapp cRESRS - ’a‘?ﬁ@f % l&%h B
appfopRate sclubliliA BRSSP ol %ldoﬁ&'(@%;ﬁhﬁbgeﬁﬁdl%léd)&% Lo

reconbi nant host cell culture osi tion

prenyigpe glyeelgpalysthylone ghysel): agroniopis sprfactashe.g. er’ﬁ‘?fP@Iﬁ 86 HCO-50
b,
TR0 oy RAGE N iy YR DR o 16 By i,
there Ats swiptoyeh &6 sespme virsoy begn Dﬂ,@m ;iwhichomackeruseduini combination
0, h ng i n
w1&om§d3§?§1g %ﬁ g‘é"tﬂ? ag%gﬁéxfnlteﬁ& zqate leaﬁ]éophl 4E nﬁ{eq{ﬁ ect@h $hus
préparachiodsukllycfilled inparegpproptiate mm,ponﬂe "Iaxs smﬂpasltmy: med If(ﬁ‘aéctal

RGP b5 S R PR o el o s st

withedohhitiofad BasBEfor Sppbsitaries? The ¢ontositibiy fop brald adrifisgéitinlivcludes
é(g gl i ntravascul ar] y intraperitoneally

solid, prdliguich prepggations, gnegift a%@bm(msblewgéfagménﬁ filragpgted tablets),

pll'ld" YRREOPowiRYy fEpat4ng) icabsBles dndlikiing D! cfapsu%rs), %p, Rehulsions,

dm ni stered "as an appropriate conposition.
sumnqmsi qt¢- o¥ich 8 eempaesitionfismaniiactired by-publbiely kngw wathadsang may
0 t [.&h s W [
cof A VRAe T Eh! of AR BMeRAGRIY Lth il Belal pfibaSiitoe
prmn:anpmse rﬂxamﬂas:dsf the wehigoar ekcipienti for tablets arkdactose, stdreh, banrose,
har maceuti cal preparations suitable for oral or
ma}%? é‘H‘i.‘ SPUMS i ni strati on. Exanpl es of the conposition
for par endwhgecudly] the sdrpisitions @f 6ral ot pﬁféhﬁhil @se described above

areprgr%ddepar Al oﬂms . up%?ﬁ?rqt?grrgltlgefgsvggltéxcw;gge I%’Ef%i 1tgldose of the

activelih @YAER Such Hﬁ?&és@%&%h&%ﬂoﬂsﬁﬁdlﬂﬁ%ﬁéﬁmﬁ% @BRts, pills, capsules,
i ntramuscul ar injections, drlp i nf usi ons,

injpefiopn@mpPeles) cuppasjteriss; ShsTheamountiof ghecaforpsaichqompound contained
is %‘h@tﬁﬂ 8td SUBSnTHF dQ?agQ Bﬁpﬁa'hﬁdlt E;bﬁ'fﬁ'{'éaquﬁ tiRHRlibédy Xiescnb%d

nown. For exanple, the Inject reparations nay
ab@\fegpqm@q;pegyn @hogg@to\,qbng 100 mg especially in the form of injection, and in 10 to

250 mg for the other forms.

The dose of the aforesaid prophylactic/therapeutic agent or regulator
comprising the antibody of the present invention may vary depending upon subject to be

administered, target disease, conditions, route of administration, etc. For example, when used
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suspendi ng or enul sifying the anti body of the present

invention or its salt in a sterile aqueous nedi um or
woawogid9gemedi um conventional Iy used for injectR@NCA200&000151

t he aqueous nedium for injections, there are, for

exanpl e, physi ol ogi cal saline, an isotonic solution

contai ning glucose and other auxiliary agents, etc.

foi’\ﬁ‘nh Sli‘rpmélbf 9@atM§/§ﬂ=vErﬁm§Q§@' Bradst Qcadiirt 4h DILAPR w%mgé&s to
sol ubi i zi ng qgfent such as an al cohol (e.g., ethanal),

adminjgfprthe @élh@ﬁly dhecpresepfripyppiiemiatrayepeusly in BGPVétf Abous 491 10

ab%@%@ @dg };ﬂ{‘ lﬁ%fe A ef' ?@3?6“1 o ?Jogt 101 xﬂ?k%?&fy%&t &k more

prbi‘ydbky@bmaﬂddo alaait & mgdqgl boyly welgbt, abuit t tocS tmésjdapreniefgraply about 1

to%QFrr{eg/da ﬁ l S eg"ngerﬁl cgoxl‘a}]a Ir om rat atlo the g’ e}{{)%% %e %]Jnmlstered ina
dosoédnkesﬂondmg]g) thgeassb gB/Hn‘, bbave. Nhed the cbmhmnat espetialtyzsghere, the

d al cohge et cd §Ftl on.thus prepared is usually
QIS‘?WF"é HeRRC &S oMMl e.  The suppository used
for rectdhe ai.eim,dy o‘fttﬂeqirésem iRRYtiGiem#B) RRailstered bd iefand3@r in

the anti body of the present invention or its salt with

the. e oh 80 %mmpnefa §%'§P956f°nsﬂt?pﬁ9§ﬂ‘9%ﬁ*?"e‘§ed foR the admppdration,may

coh@fn ﬂhﬁ}mﬁglegleélﬁlarc@éfp\‘a@fb dafHfek Wﬂﬁ%esc\%résqmoarntﬂ)é@% fls salts, a
reparations, specifica lets (includ ng dra?ees

ditaent of excipiend aSush atcainpesition, is pnowidsd inghesforrh eEphapoaggutiop

prgiaﬁa? gﬁsastuh%nesfor Sﬁpg’r;ﬂa?e%teq‘dl g&thfﬁgs'trgtgms(g ki 1@9&%1851)1 ect{on

nsi ons a co
subaxtamaasusﬁnaemun etk bﬁa@lﬂbiﬂpoélyod«temﬂbedrwdve dmy ;ﬁmhermyltam other

dil t i t
e @R L nbis, fe frgtod b BF et Bicition e be psgd in
coﬂibﬁﬁﬁdrﬁbitlﬁditﬁer drugs ot @anple, ﬁlhﬂat‘mgmgéﬁt@(ecgr SYlephivssamidedr

s are | actose, starch, sucrose gnesl um
'f%{%gaqeea?t& WOI‘SAG‘WPQE&&SF‘ﬁthO'i“H‘étec%‘ﬂﬁ%@P'[aF% (§EC-)f @yti-tumor

anﬁ&@ﬁcs% g PAEMT&EA, %nériﬁﬁ:ug %&O)r ﬁl%-@eﬁ%‘éﬁtn-@ﬁtﬁor&%&ﬁ@(eegd
I nto phar maceut i cal ara ions wth a unit dose

vinggistinegvindgsingt Tagoly etsé, caﬁp agipecathoplatin etquqﬂé@l irénetesan, Sige fThe
ol of 8 AR 0 e e LTt AR oS
mmltaneo‘ﬁhle onatstaggered timessto dfeqratigl d conpound co nt a| n ed is

o ot or r ot o s beReR Bl AR R ooty for cantels. may aso

be carfied bitevith admadisitition of athetantiBoditd Or dhgmothpRgétic |age11tsn Fbhe
exgrip e anfip e EOF Resugh o BRI ((ERidmaap), may oo be

adPiryRivd, @Sﬁnbﬂéﬂi‘ﬁﬁéﬁ%&hhg%o@&ﬂﬁhce@f ERBOUWX2® Rbs ﬂmh StloWh to
the antibody of the present invention may

be gHpRLIVE qugeermsnt of pepriasis. pﬁleb@tlﬁﬂﬁ?srff’éf‘@?@@tl\{’t‘ ypejpelude
He?deﬁﬁx@ RrasfitRAL) 'p%éulax‘i)o\‘#ﬁ& tfétanm&{ ShnbA! A QRS TN ® parfiiarly

exanpl e, when usedfor pur pose of
when grgating gplon eansen andéGI\blbpartmﬂaeb{swhec sreating non-small selliung

cancer. The SAYAREARRY el R oﬂh%tp?ersentt E}ﬁe@g@ gpaeh f the

present 1 nvention | ntrav nousl y Ina about
anifhadies/cliemotherapeutic agents may occur simultaneously, or separately, via the same or

different route.
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about 20 ng/ kg body weight, preferably about 0.1 to

about 10 ng/ kg body wei ght and nore preferably about
wa0bs/0895@bout 5 ng/ kg body wei ght, about 1 to PCT/CA2008/000151

ti mes/day, preferably about 1 to 3 tines/day. In other

parenteral and oral adm nistration, the agent can be

adm ni stered in a dose corresponding to the dose given

above. Vh%g:hglngth Qeql C}E h%ﬂgér)tgereﬁm& ier3&Yfized: méh'ﬂfc any

dose mm I ncrea Ing to the condition.
reginpei bd@yeddﬁ be pptimallyseitabld foyén trpamemtwf thepatient’s n@rsiﬂtaned
Dlgfgrrcre%tg rg:lﬁ{glﬁ%%ﬁs %1 erje@m;ense f{pgaﬁﬂ : Srﬁi'(]tu?nepér{%ﬁ{)&@st and specific
cherdlotherasutiasdeots, wikigh wﬂfﬂeaietmamphm apativhtag patiEnt Jasis. In a

bl.e carrier wi.th the ore antibody or it
Pl et o e ren R ettty A g8 erghy Y or
mde Py, siibstduent(to aifitdlly teRpyEECHLlld b8 emphaed, Abweves, that the
SU|tabIe for oral or parenteral admnistration (e.

g.
PreseRtiBNeRLQN S BOt limijed dq anyparticular methpderroute Af adminigiration.

etc.) . ERhreRIBGaIcE bP&idRSEHoRS thaPRRY EALTBY thadidtéi@inti-cancer
contain other active ingredients. Furthernore, the

effaets Hpeng} liegtion|of aipenitopnpresent iraness cethljnes Futherdt ¢cwld be shown
thaﬁ ?l{EbAI@ﬁ <A4‘i’6‘ 17 %tm%df E&E% l% H&] ﬁl e{eg{l?ne&? cl‘?‘é){pyés?{h'e Rffitope

whrdt spb@ﬁcpad:ly bmﬂatjlon:tcs usllz(lmg tgchmqm iﬂiostlamdawebut not limited to FACS,
cil, etc.), anti-tunor antibiotics (e.qg.,
ceﬁﬁ®g#§%qﬁtaadrlany0|n etc.), plant-derived anti-tunor
agents (Allgatenty amnfubﬁéanlns maetitionkelsih s sp’EﬁﬁOdtion atedindicative of
i rino etc,

| at de, t
il b i oo s i FviBRo BRTafcAl AE s
pubBaEibsREChepdiP RorpBiMted %%' AtereRetd fieQfind bxtatt bt Qﬂﬂﬁhdivnﬂﬁal

at staggered_tines to patient. The nethod of

publicatiohwai speiticatly Bedjmﬁwrd@plﬂv ingigated tothedngogporated byRfeesnse.
may al s O %eco ﬁé‘[n?1 I rmtoﬂ Wt W‘hflg'a @é”ﬂnnfoﬁﬁ Bf"‘ﬁlé %eﬁ)cfonQ{ hﬁtEtrated, it

anti bodies or c erapeuti c agents. For exanple,
is Bottté bolityitclga thespecifeRiaym suartangemdaRe] pﬁtﬂxbcr)zm(dcwand andtshown

1o ARt By OB S art BRI e G0 Ranas S e Wiyttt

deﬁ%frﬁ@ﬁrcbm ehefsedpetof eetimentionaind rdnventionis n6l tode cémidebﬂdmﬂ&d to
for se i ncl de. Herceptin(r) (trastuzumab)
wigEs h 2t s phe b e TR oot cancel ,  AVASTI N 1)
parti cul @hd skillaenithe bR Aill F&dxﬁ%@&cfa&ﬁﬁﬁ&h@?@wﬁ%&ﬁm is well
particularly when treatin on-small cell lung cancer.

adqnﬁfé* ta GANPY theabjests apd obtpia fAragypdymtagaempptioned s well as

thds8 meftehtqnerwAanyocsnlg%ﬁuemhu&opepﬁ&éscmﬁebhﬂs amauglbaly related
agents may occur simultaneously, or separately, via
compeunds, gictheds, mcpélrresmnd teshniguepidesceibedherdin argpeasentty
{
Rl R B 1AL RARURRAEENE rlatd 38 ch BB S T not
mtcrrdeéasmgmtat@fls erhibe peopé. eﬁ’n_angs d@m{n aridather uses will occur to those

skilled in the art which are encompassed within the spirit of the invention and are defined by

the scope of the appended claims. Although the invention has been described in connection
with specific preferred embodiments, it should be understood that the invention as claimed

should not be unduly limited to such specific embodiments. Indeed, various modifications of
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Different malignancies can require use of specific
anti-tunor antibodi es and specific chenot herapeutic
wenes®semhi ch wil |l be determ ned on a pati entPGTCA2008/000151
patient basis. In a preferred enbodi nent of the
i nvention, chenotherapy is adm nistered concurrently
with or, nore preferably, subsequent to anti body
thé QSLARY mohés fémHJKﬁg Gt tﬁ@ﬁ\h@tﬁioﬁ ShichRAVEHRus td e skified in the
resent inventioh s not limted to any particul ar
artrm intsridegrto bowitkin dife saope afithetfolewingiclamse pr eponder ance
of evidence shows that AR81A410.7 nedi ates anti-cancer
effects through ligation of an epitope present on
cancer cell lines. Further it could be shown that the
AR81A410. 7 anti body could be used in detection of
cells which express the epitope which specifically
bi nds thereto; utilizing techniques illustrated by,
but not limted to FACS, cell ELISA or IHC Al
patents and publications nmentioned in this
specification are indicative of the |levels of those
skilled in the art to which the invention pertains.
Al'l patents and publications are herein incorporated
by reference to the sane extent as if each individua
publicati on was specifically and individually
indicated to be incorporated by reference. It is to be
understood that while a certain formof the invention

is illustrated, it is not to belimted to the
specific formor arrangenent of parts herein described
and shown. It will be apparent to those skilled in the

art that various changes may be nmade w t hout departing
fromthe scope of the invention and the invention is
not to be considered limted to what is shown and
described in the specification. One skilled in the art
will readily appreciate that the present invention is
wel | adapted to carry out the objects and obtain the
ends and advantages nentioned, as well as those

i nherent therein. Any oligonucleotides, peptides,

pol ypepti des, biologically related conpounds, nethods,
procedures and techni ques descri bed herein are
presently representative of the preferred enbodi nents,
are intended to be exenplary and are not intended as
limtations on the scope. Changes therein and ot her
uses wll occur to those skilled in the art which are
enconpassed within the spirit of the invention and are
defined by the scope of the appended cl ains. Although
the invention has been described in connection with
specific preferred enbodi nents, it should be
understood that the invention as clainmed should not be
unduly limted to such specific enbodi nents. |ndeed,
various nodifications ofthe described nodes for
carrying out the invention which are obvious to those
skilled in the
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art are intended to be within the scope of the
followi ng clains.International Depositary Authority of
W(IB)D%KMStNatl onal M crobi ol ogy Laboratory, PublBRGI/¢&mbg/600151

WGQ peet Tel : (204)
@?@%; F 204
orm ﬁéﬂ% T ., ) 030

oF THE ORI G NAL DEPCSI T C(]\ITRACT AND VI ABI LI TY
STATEMENT This International Depository Authority
accepts the deposit of the microorgani sm specified

bel ow, eceived by it on Decenber 5 . 2006
Int%amﬂ,g ﬁBﬁgmt or) : Valerie Harris. AR US
Research Inc. Address : 55 York Street. Suite 1600.

Egiggt o%@ %‘%g d %ﬁ%@gmﬁ;@gﬁéﬁs' °"

identified above was acconpanied by. D a scientific

Aﬂ@?ﬁzﬁ@gleg ﬂ)%@ﬁ@#@;}u %ﬂt?@&jﬁgﬁr AKBRARBIErTY STATEMENT

person(s)authorized to represent IDAC Recei pt in the

SR

Freat YRCQUI ot Ullb) Party to—ronrtire—Vrabr ty
Idelﬁiﬁ"ca?ﬁ% des Iﬁsued Name: Ferris Lander

Reference assigned by depositor; AR81A410.7

ottt AJETICY
04) 789 6030

Accession Number assigned by this IDA.__051206-01

The deposit identified above was accompanied by:
a a scientific description (specify):

a a proposed taxonomic designation (specify);

Signature of person(s)authorized to represent IDAC:

Date: ______J2§g_emmr 5th, 2006

Receipt in the Case of an Original Deposit 1/1 File 093 (06)
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Addr ess: 2855 PGA Boul evard. Pal m Beach Gar dens.
Fl ori da 33410 Depositor Nane: Valerie Harris. ARIUS
memsdv I nc. Address : 55 York Street. Suit eClIaQA2008/000151

Sfibﬂal 7Ah ehhaaaof the Deposi t
ol ph hridyet G Deposi tory
t,e riginal ggpepif 74996030
%Egﬂﬁe Decenber 5th. 2P46204) 789-2018
above was tested on (rmst recent test date) On the
dat the culture was: ( viable D no
'"‘?’Bﬂg"é‘PPe?'HﬁPZ‘%@Q | ti ons under which the Viability
Test were perforng E ég ‘% i f the
i nfor n. has t he
test (Bt €§ (B Wﬁ%ﬁﬁﬁ&é
u : 093 CLAII\/ISV%atlscIalrredls Clalm
Pa%yq‘?%qnéaf \%g?ﬁﬁ%g TBRDY 18 dsRued gy produced by the
N rlgdogg EEOSI ted with the |1 DAC as accessi on nunber
a2 Am—anttbody=tTgamd of—tieTsorated
Adafgﬁ . a4 gumRNI zd
' ' ' DACas accTcessTon
nuber 051206-01 or an antigen binding fragment
Er o.?Iuced fromsaid humani zed anti body. Caim4. An

eRfAt! Qfody l'igand of the humani zed antibody of claim 3.
A ai . A CI ] er r of the |sol ated nonocl onal

of..cl ai m aim. 7. The isolated antibody or
Identificafion o ﬁst?‘ gﬁ!’“ﬁ”ereof of any one of clainms 1, 2, 3,

Accession Number given by the International Depository Authority:051206-01

Date of the original deposit (or most recent relevant date): __December 5", 2006

Viability Test

The viability of the deposit identified above was tested on (most recent test date)
On the date indicated above, the culture was:

‘x viable

(] no longer viable

Conditions under which the Viability Test were performed (to be filled in if the
information has been requested and the resulits of the test were negative):

Signature of person(s) authorized to represent IDAC

ate:_Decepfiber 20", 2006

Statement of Viability 1/1 File number: 093 (06)
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4, 5 or 6 conjugated with a nenber selected fromthe
group consisting of cytotoxic noieties, enzynes,
WQ 20d8/688667 ve conpounds, cytoki nes, interferon®CWes19e2/000151
or reporter noieties and henmat ogenous cells. C aim8.
The isolated hybridoma cell line deposited with the
| DAC as accessi on nunber 051206-01. Caim9. A nethod
for initiating antibody ipgdupgqd cytotoxicity of
cancerous cells in a tissue sanple selected froma
Whatdselaimgdist conpri sing: providing a tissue sanple from
sai d human tunor; providing the isol ated nonocl onal
CRift 1,body TRy i@ﬁ%@ﬂloﬁ%l&dﬁ%ﬂ%@&}l dﬁ@d?ﬁe&iﬁﬂﬂé hytFdoth hﬂoo%i!?e% with
I DAC as accession nunber 051206-01, t'he humani ze
the,HA G avigecespion hembes @6 206 lnpnocl onal anti body produced
by the hybri doma deposited with the | DAC as accessi on
er O _ . is i i . .
O el e i B T o gy of Baim 1
hybri doma deposited with the | DAC as accessi on nunber

Clgimn 3.206- 4 humanized vegsian of theyisqlagedmongslonal antibegyipseduced by the

o e ADATH AL Btbr S 0912068) bfdplien bincing
fragmenidiredva¢d fzom s4id biymanizedastihody.get anti gen; and
contacting said isol ated nonocl onal anti body, said
Lnani ze j [ hi oo [ r said
O oy T e fond A\ HofiafEid dpdBl F et & 2
wherein binding of said isolated nonocl onal antibody,
Claigi 3 hunfshimesic yersiop ofithe isolated medvioetonal antibedy prodyced by the

AR HRABAC L 1k 5 AP
fragoestprodunest fraow saié ghtimbtieantibodynt i body i nduced
cytotoxicity in a mammal, wherein said human tunor

esse ol ' n .. gen which
CUEHRS. 22 op Pliog Rl 3P R REE B oAET, "ot bocy
produced by the hybridonma deposited with the |IDAC as
Claiockssi ohherisplased amibady08-adtibady-ligandeth¢redfoofiany bomefitlaims 1, 2, 3,

. ' nt | -li.gand.is charact.erized by an. .
* 2P Eloeatl S B RO St IR BB oSN MBiees
enzygiws aradidactiveicomhpoinnads, eydkils dyitetferond, Sarged bORportat imoikties and
rising admnistering to said mammal said

co
he%ﬂgg%\olisrﬁf S-anti body or said antibody-1igand thereof in
an anpbunt effective to result in a reduction of said

Claimrfral ' sTHeusotdtedhybeidsma €d1idingddpositetheitithe MOACQE actesion
19 V&%%O%'(ﬂ sai d i sol ated nonocl onal antibody is
numoer ~U1.

Claim 9. A method for initiating antibody induced cytotoxicity of cancerous cells in a
tissue sample selected from a human tumor comprising:

providing a tissue sample from said human tumor;

providing the isolated monoclonal antibody produced by the hybridoma deposited
with the IDAC as accession number 051206-01, the humanized antibody of the isolated
monoclonal antibody produced by the hybridoma deposited with the IDAC as accession
number 051206-01, the chimeric antibody of the isolated monoclonal antibody produced by
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conjugated to a cytotoxic noiety. Claim1l2. The nethod
of claim llwherein said cytotoxic noiety is a
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i d
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claim 18 wherein said isolated nonocl onal anti body or

Claim 12. The method of claim 11 wherein said cytotoxic moiety is a radioactive
isotope.
Claim 13. The method of claim 10 wherein said isolated monoclonal antibody or

antibody-ligand thereof activates complement.

Claim 14. The method of claim 10 wherein said isolated monoclonal antibody or

antibody-ligand thereof mediates antibody dependent cellular cytotoxicity.

Claim 15. The method of claim 10 wherein said isolated monoclonal antibody is a

humanized version of the isolated monoclonal antibody.
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Claim 22. The method of claim 18 wherein said isolated monoclonal antibody or

antibody-ligand thereof mediates antibody dependent cellular cytotoxicity.

Claim 23. The method of claim 18 wherein said isolated monoclonal antibody is a

humanized version of the isolated monoclonal antibody.

Claim 24. The method of claim 18 wherein said said isolated monoclonal antibody is a

chimeric version of the isolated monoclonal antibody.
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Claim 31. The method of claim 25 wherein said isolated monoclonal antibody is a

chimeric version of the isolated monoclonal antibody.

Claim 32. A binding assay to determine a presence of cancerous cells in a tissue sample
selected from a human tumor, which is specifically bound by the isolated monoclonal
antibody produced by hybridoma cell line AR81A410.7 having IDAC Accession No.
051206-01, the humanized antibody of the isolated monoclonal antibody produced by the
hybridoma deposited with the IDAC as accession number 051206-01 or the chimeric
antibody of the isolated monoclonal antibody produced by the hybridoma deposited with the

IDAC as accession number 051206-01, comprising:
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of claim 33 wherein said isolated nonocl onal anti body
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Claim 35. The method of claim 34 wherein said cytotoxic moiety is a radioactive
isotope.
Claim 36. The method of claim 33 wherein said isolated monoclonal antibody or

antibody-ligand thereof activates complement.

Claim 37. The method of claim 33 wherein said isolated monoclonal antibody or

antibody-ligand thereof mediates antibody dependent cellular cytotoxicity.
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cytokines, interferons, target or reporter noieties PCT/CA2008/000151

and hemat ogenous cells; and a requisite anount of a
WQtvas/oms©l ogi cal | y acceptabl e carrier; wherei rPCIaC4R2008/000151

conposition is effective for treating said human

cancerous tunor. Caim48. An assay kit for detecting

the presence of a human cancerous tunor, wherein said
CIRMI) Cangahansd $felh 38 WhkRESAR idflattEasiocisl aafbddgiea

of an_ antigen which specifically binds to the isol ated
husgpised Yeren of ihs 1sRleted praRAlRnatri)odYhe hybri dona
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ClaRNAE | a0Rlof #dhdIISHAY artibodibsPRElrediction 6f Minkni td@Eburden, wherein

deposited with the | DAC as accessi ogn nunher Qélaﬁo?f 01
saighugan SIMOr BXRIGASESGRh Iastione eRIl9Pe okandnHgsaFighopeciigall Pingy to the
i i as
s Bhpldi R e ER 3 Th RS} Uipiea it BAIDAC
acodssisenypnbes 8MIR66-04or an patiboidy-ligand thaneofoskich %ngpf -ligand is

ch?r'g?rtgr?z%ﬁég Gn ggili@% gorRﬁe%?i%]? ﬁlhﬁ)fit b?rﬁf.ir% J} YR BofeAGHTdndtdnal
antibody to its target antigen, comprising administering to said mammal said monoclonal
antibody or CDMAB thereof; in conjunction with at least one chemotherapeutic agent in an

amount effective to result in a reduction of said mammal’s human tumor burden.

Claim 41. The method of claim 40 wherein said isolated monoclonal antibody is

conjugated to a cytotoxic moiety.

Claim 42. The method of claim 41 wherein said cytotoxic moiety is a radioactive
isotope.
Claim 43. The method of claim 40 wherein said isolated monoclonal antibody or

antibody-ligand thereof activates complement.

Claim 44. The method of claim 40 wherein said isolated monoclonal antibody or

antibody-ligand thereof mediates antibody dependent cellular cytotoxicity.

Claim 45. The method of claim 40 wherein said isolated monoclonal antibody is a

humanized version of the isolated monoclonal antibody.

Claim 46. The method of claim 40 wherein said isolated monoclonal antibody is a

chimeric version of the isolated monoclonal antibody.

Claim 47. A composition effective for treating a human cancerous tumor comprising in

combination:
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an antibody or antibody-ligand of any one of claims 1,2,3,6,7,8, or 17;

a conjugate of said antibody or an antigen binding fragment thereof with a member
selected from the group consisting of cytotoxic moieties, enzymes, radioactive compounds,
cytokines, interferons, target or reporter moieties and hematogenous cells; and

a requisite amount of a pharmacologically acceptable carrier;

wherein said composition is effective for treating said human cancerous tumor.

Claim 48.  An assay kit for detecting the presence of a human cancerous tumor, wherein
said human cancerous tumor expresses at least one epitope of an antigen which specifically
binds to the isolated monoclonal antibody produced by the hybridoma deposited with the
IDAC as accession number 051206-01 or an antibody-ligand thereof, which antibody-ligand
is characterized by an ability to competitively inhibit binding of said isolated monoclonal
antibody to its target antigen, the kit comprising the isolated monoclonal antibody produced
by the hybridoma deposited with the IDAC as accession number 051206-01 or an antibody-
ligand thereof, and means for detecting whether the isolated monoclonal antibody, or an
antibody-ligand thereof, is bound to a polypeptide whose presence, at a particular cut-off

level, is diagnostic of said presence of said human cancerous tumor.
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