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[0018] Figure 4 shows that TF-VIIa signaling promotes tumour growth.
25 [0019] Figure 5 shows an epitope assignment for MAb-10H10.
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30 DETAILED DESCRIPTION
[0022] Inone aspect, the present invention provides compositions and methods for
remedying abnormal tissue factor/factor VIIa (TF/VIIa) signaling activities (e.g., in subjects with

excessive TF/VIa signaling) and treating subjects suffering from diseases or conditions that are
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these conditions, inadequate blood vessels grow, and circulation is not properly restored, leading
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TREATMENT OF NEOPLASTIC DISEASE
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hyperventil ation, exercise, sulfur 30 dioxide, adengsine,

pr opr EHBHABIS & SRsPHc FPMUNCSEFY SFCUeRTC PR % FrTiRen (PPestoly iaphding tme

paige ntamainufga{) &aoﬂ-gﬁel:mwafe@sexyﬁ@mms id 0 inBeeRehy rPsdsiRledied bP aN
extent that the animal no Ioniger suffers disconfort and/or altered

f unct dgkowtes iRcaBaBls o PE‘“P‘%PI‘?H’F@ AP ntHeh 671l el eranpgrytes, magspRhages,

pr ot eGbitfAphifhnd %smbm@saﬂxinﬁﬁérof bcitib &/ paddflidAahnfiod ac@ALNd, when
adm ni stered tq the aninmal, to prevent a disease from occurrin

and/ oinflsmmation, fogel iaflemmation; ereupeus inflammetios, intersghal isfampatioa<obliferplive 10
- Paidshmiation, Bhreﬁ\ﬁ&ﬁﬁﬂoﬂ&nﬁﬂmﬁﬁﬂdﬁeadﬁ% ﬁ'ﬂ%nﬁlgtlcmj eHebiRl i Hnhtion

i nflammatory responSe to suppress reduce, ‘inhibit or block)
arfiov &xigdnflaremgionigagd irpumatic aﬁlﬁ‘ﬁﬂ?"bry response. Also in particular,
protecti ng[oasv]amrafeétloﬁ %fﬁ{éﬁmﬁaﬁ ffoﬁngi-ﬁlﬁﬁée@tgvo%ét mﬂﬁ%@ﬁ&ﬁeﬂcﬁ‘wm ty
and/ or hunoral inmunity e., T activity and

act i viedyging the petgatiel fospp amafe?ﬁyrea@meéwmemomlmlm mﬂ@am@mpnbto an

an inflammatory agent (i.e., an agent capable of causing an inflammatory response, e.g.,

methacholine, histamine, an allergen, a leukotriene, saline, hyperventilation, exercise, sulfur

30 dioxide, adenosine, propranolol, cold air, antigen and bradykinin). Preferably, the potential for an
inflammatory response is reduced, optimally, to an extent that the animal no longer suffers
discomfort and/or altered function from exposure to the inflammatory agent. For example,
protecting an animal can refer to the ability of a compound, when administered to the animal, to

prevent a disease from occurring and/or cure or alleviate disease symptoms, signs or causes. In
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the natrE ol sl habALE: PiyiipIRRRrl SRbRung dhicacASIUEUR) |
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| anbdaybjet pha amgmmﬁbctde kot raduce psalﬂnonate the angingemsisaolaisd dﬁ@aﬂr«,@g%%hc
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Li ght Jiskaf r%mgPlgmé 1on$gr pre%g%{sl el ;&ﬁ%cggg%%%e\égé ;n%m rga Hiaag\gl;/ %Eg?ns
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20 EESPe R ErTyE SRR b ao A reP b bl O B oy iy
Wil | lﬂ%ﬁm&ﬁalﬁﬁsaw@al in specificity and affinity of bi nd| ng.
30[ 0040 ,anti bhod
denote. pol WAL Addieh ATFOLY AT i PORRVTEE S g st At PRLPRMh oS
bi val efim@inogldbilittgene br ﬂadgméhmglemfmatg;pccﬁmaupbmdwdoccogpmsapestig(ce g.,
TF h f TF tid
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alpha, delta, or epsilon, which in tum define the immunoglobulin classes, IgG, 1gM, IgA, IgD

and IgE, respectively. Typically, the antigen-binding region of an antibody will be most critical
in specificity and affinity of binding.

30 [6040] Antibodies and antibody-derived antigen-binding molecules denote polypeptide
chain(s) which exhibit a strong monovalent, bivalent or polyvalent binding to a given epitope or
epitopes (e.g., TF or the specific TF peptide epitope recognized by MAb 10H10). Unless
otherwise noted, antibodies or antigen-binding molecules of the invention can have sequences

derived from any vertebrate, camelid, avian or pisces species. They can be generated using any
-11-



SuitabreMlitioldigr, trltkbridoma technol ogy, ribosone display,
phage SiabRItinolgpyhes: s Hidbidpion tpchriolngzTibesomesdisplays phegh display, genefshuffling
synth i i

i bagede *ﬁ‘%&%ﬁéﬁ R L BARed A EbEhy T HEBLE A LRE il

I nvention I nc
i nt acentihedieperdinigen-hindingyaple qsd»ifrhg inyentippdmsiudg dntady antibodign dntigeher

d 3- 6,
eS| g'BﬁxﬁnnE'ﬂBt[;g%%féh&%nilﬁﬁo yerglrgm gf I&glfebh&l bs (set, gCée fl,  Mwf R
i nél uéé§3%ﬁt BDdy fragments which contain the antigen-binding

portions 0¢00§1;| A?El?o% oﬁ%ﬂg@@%ﬂ;ﬁ@%l&ﬁff- ch?‘m@lﬂﬂ%%ﬁ Sr‘?.ra?th&ﬁ’s {H3En

cognate anti e speci e eprtope-
r ecogRPutan theypntigep- bmllngjpm)ons planiphe sntcbrodjs thehetamt qammy tof bind)itre pegmate

I th
0 S o T ORI e B BNEL ARl N1 Sl e
f r agmserh aotandv ifrpgments indudead afl?aéémrn@ns, almmioe@lerb)fraammtsmsfshneofnhq Wg.e
S GqEiichaRa R Raint) i) B HlgERATE Bl Rk O el G Wb 20
of a diagmyénts linked by a disulfide brkﬁgdyt the hd)lgeaeziﬁb (lﬁID afdfngm¢ny\dondistng oflthe,

Nat
an :J;oll_f;%m.1 %f eﬁb@%ﬁ?vtf{/a\é% g?l?rﬁ?sﬁlﬁ g‘ltﬁ%gliéﬁd yglﬁ@ﬂﬁ.‘f—‘%?%ﬂﬂgmr e,
].:LS albtoﬁm zgﬂtlbtnctye(vﬁ wdAU Gregmers (Whrdiene.. Fatiine 3g1re4-5461/L980 vhigH, consists daded

or 4
ot hoddT S g A Teo ¥t B QbBRtiok el CBRGRRRRrs
siligl elthpugh Ehemwa):ﬂranmna af thetivifagtries, VL aadl‘HH_\Mc p@@d cﬁwré’ypaaaratet genésothay
gir ont ayioBLHHy RRorbtiBR R by §Ruehalkel Mol R0 e Boc s
Nat | . aAmgld. prc&nh chaBAIn8FIGBHOV b 388 VHIeB s paid f«0onR poAmaﬂdnbmplesﬂ@r

t bi ndi th

mor ¢ THHRIAGGT BBET TSP ard Fhote S R dE e T BN
expr essdgPas, NzﬁtﬂﬂmmSprUSA|Sﬁ§8W-58$3DI9B&r pr ot e| ns. It also includes

bi i f A b f . i

AT r o ar S AROkE o0 RRE Y Ge Hhiselis Y A Ao R R Bp

pairs n&ﬁduﬁrﬁ@oéﬁobﬁlmrohﬁms thixtrenié ctgmiciall peonjugatadto, en’ﬂ)npgmcdlas fighiamgproteins

f tib t f t { | i t

e BB R R BB S oS Wiy Pl

mol ec wh artifieiabligybrid astitodphalidgften dﬁfer@phemop&gy,t clsanm@ne ahd tvehi differédmai ns
e vari.ous

dAbs), .and, m
o o EindBr, e G binding Semmusoab ey PRt T e befle
T ks et el ot 48ty et e
si ngl éhfléeﬁedﬁ tFPIfepss, S‘B$l° ﬁ’&gjﬂgfi?’flﬂﬂs ﬂgﬂﬂgﬁaﬁﬁ Ssplay 30libraries
(o2, 3, Ptk s s b gttt |,
S orgubtd Py atimtc S henS PEOSEANE ot R DRCTRERCES, Shtrodet fk
4: 4ﬁ7'u3ﬁ_g %%glnﬁltwmﬁihﬁdc?ﬁgiesﬁagl ﬂﬁg]@:dﬁmﬁél),mli(-méuﬁﬁfﬂ Lhyngpha@rdlsph‘ay of
nmet nho I .NC I N on | 0 ab nents
B A YR S R R L o P R
E 188(2))‘0,3 gkaedial ﬂ%iﬁg?}i}eﬂﬁids desdrlbbeti nihe att.e. gl%ugﬁdﬁéﬁc? S&]Cf;ﬁzo Comb Cﬁcm H1gh

1 7 rigle i,es.can be.identifi in age
i opl pinghps S st b S i Sy poeroisef By SRR 2o
|'i br améisods Pldfadink lﬁi%[o@rdf(ﬁ?brﬁl@ﬂtab@- 1ERIAE bf Bubt RebnienBMSsy, Bigh Sbhgivilai &
S - gy e Grird Ex D) g T30 G RIOBE S e 1§ 941 S P Simumo. 148, 1547-1553

- 12«




[0044] One specific exanple of antibodies that can be enployed in
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sane s nstents flve digalosedhsprg; adlc oRMAbIO Ing ¢ the B! of tissue
[ 095 1]rackds FBRIdaN tHoP StlinfpTe, Wiviab siidh@ thd WEAKOTOHN @ speRifically bifdsith BSsué REtod
specific epitope than a starting non-hunman_antibo %“HS ﬁ%i a}l se
MAD 1 OFELSHp Weth heceansreseol SOTINT Y A ¥ nT WB S PNRRSLEIPEE Y (REGIINETY
produg EbBF‘Pﬁ Wéfjgbﬁérmsqu NOLEY Bk fot sE@r&ﬁJSﬂB@Fﬁhgexﬁc $bpadds Aekived man

"anti atc alro ffe(Muntain View, CA) enploys a human
" acc eftosy uman tissye fptar Eh@ﬁ?efpﬂptﬂlﬂsr‘é@t‘@deér epi tope focused library

of hu"ﬁdscﬂa’\?«k@ﬁétx?ﬁ%ﬁ@b@bﬁﬁb@vkbw(@?ﬁbm :3RRi tope as the
non- human ant 1 bod ho with varyin finities, is the

gelder AARNFSXRABDHESEGS A@E Pﬁﬁﬁé GEQEP Np&)anUSaﬁ@dxdhfen

sel eCtaﬁﬁibofd%E gesé A d@(;dl& e@rﬂéﬁgaﬁgtf 'hﬂinﬁﬂuisb@ﬁctbhﬁély&imdéj'Smﬁde%EIEérﬁ@

non- hu e I dent f human anti bodi es are then

subj eder abiitf rbldel Mféﬂh HH) bindingrto ﬁFfPPIPﬂdP yititke ssatpnes RIS EHEM Pty
[0052] 4 %ﬂ? t’ﬂw'\%?al%s@ A rhd BRAIE SubShnRNY hcﬁbﬁﬂ@l l}s’lhdlﬁlg ng
nol ec uafles e %e r

her rom ot anti-TF anti bodies w th
desi r guofile @?pbm*@f Ms’&h I9HG P desbindingie the panebofihmenan Hasug fstor P@Ptlﬁé‘ﬁ%ods of

mar@h ngégc?%&f H £8DafthSQo 923,879 ViohoRE R)@H&%H@ 0&h &&%ﬁiﬁg QYRS Kash in

at are routinély practiced in the art. As is. well

under shomtiséenc.ghb.SaPatentiias S22, m and 481 878 andalgeirowited bprgide
anti bodi es &009411” qj D& d-ag (}ﬁtgtsércﬁng%éaw 68 mehb &I LaR bR bE Gsed toSadHaty

f act or nmet ast at s or'inflanmatory cel g%‘ﬁ
si ngl eznn#ﬁ" antitodieis Bwtlare syitablgifor Ffmcag}n&ﬂlesﬂeﬂpé&ﬁf)ﬂl%fﬁﬁab’ﬁﬁé@n d scFv

t 1 a
500 o NP p v BRI ity i Dhontl o UsheP BRI degiod O e RS
i nZsor pwlahledghemeanmlbyodywlelﬁmeﬁQ@ng ﬂnesanse@rpmvrl(b{ig/b@tﬁﬁblﬂilﬂg al |

purpos glﬁl)gztgns?ilgsnl%aﬁ %!3&'1%1& Sécﬁh ?fﬁ %efﬁs II%ERI%X FFljyﬁg 157¥78! 796 Lljﬁgﬁcatlon

recept el ns at sp I ca bi nd anot

bi onpl e 2DES0008625). D@@ﬁqraﬁ'hémhglbamﬁlbbtb(n’mhbb@ﬁw@ bindingrppeniticty apd theody
fragrrents I N de..co th
neavy i1 o PR G HEnPLE GbHASRE VIR, REHORR R I oh BP0

F( ab52gu1d6d ;epm&mt aftariabld yegidng hf the heni- lnsnaammmdv with @yfullyelampan éﬁdﬁoﬁ&

1% r{gsrﬁc 8? gdl esan\fvgbév}s é&\‘e Gnrdidfel Q@dcﬁrﬂf?&b %%ei@r%n%ﬁﬁdnpaﬁd

region Val’l ous specles are al so suitable.
See fmnb&byahm binds 10, th: sam@ppmpatondm shioe artigeBOORRERdence antibody.

[0051]) Human antibodies with the same or better affinities for a specific epitope than a
starting non-human antibody (e.g., a mouse MAb 10H10) can also be obtained from companies

which customarily produce human antibodies, For example, to generate a desired human
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[0054] Initially, a predeterm ned tar get Ob] ect is chosen to which
an ardniBEYyKHRyondns Bloedain Yiesh £y ereBloysor huencpasentor apdioee libmat A

anti LESo ket fgalsécphgré’fp IEhur a8l odied WRicHBIHd 4 e \Mnticdl b4iOEas the

skilled 1T n the ‘art es of such techni ques include, but are not

| i mi tese-human Sibhdys ehougly withy varying pifigitigy; iy tm%?fl?ré@d ApiiRodiss iHhneRions ce,
hybri g Pribrfty e{]thﬁl delekiSd fof iRt HP%h@P&fﬁmwMa AR sEiEieRsemMhi ch
is capa [ ng ant1 geni ci

y and "are usually praoteins, or
priot emtlqu;b'l ﬂbaeﬂcmﬁqddhe@anm@ psease thpesubiset tp Surthet analysis &y atfnaty and

hor mog 6%en ffgl r‘.’%‘yh factors, peptides and the like. It should be

under stood t not only are naturally occurring antibodies suitable
for use |niﬂaéﬁorlda¢fh@mmﬂ\/h‘\h HIH 16 pedsantibodips ptiaspesbinging melegilteer ed

ant i b(ﬁ)qilvgéth@,gﬂo jotﬁ’e'?tahtp Pf JHoaﬁéTﬁﬂﬁ ﬁlc‘ﬂ‘éﬁ:ﬁ@pﬁfn&tl&g 1E%ch?ﬁi: prftice the

predeterm ne ect are also suit Anti bodi
( Abs) thedamuuc arethbds of ity invention ¢ap alshbe tee@lyrnr@ﬂyegd @zartg '“F iqHesizad @i ods

06 o DR B PR € Q1 RO Pl kb b0ty é°“m?“‘“"? ebaine.
ant i bedgentséschydeahtifiodiss, dunrwmﬁammtbgﬁwmqua@mhémwetp tiys I kshSitage
or phageﬁ'g hso"rn?ﬁ’m&n?a‘%&?%élﬁq ?1: sng @F]gdgﬁw&léshl:abaﬂagrﬁentsl pdab)amtl body

is obl5fP rom-an Mketarticularly
nucl efragrmmmrscmmwmaan@fﬁmmmmw, Teimikringem), do &P%Fﬂf’fbﬂf"f t he

| 1 ght E%B@T ]SEelﬂg&ﬁ gwgdeg QLe @t PlenPNo 25,891 b @, HRbrpbidicd Reein®y ant i body

havi n or a target antigen i s needed. The ori gi naci
Speci eferere iniys epryi and fuhllphrpases)) ubeppndios g idsndedbuse hey AR AR

ant | bod%gl ! ?’%@ dF ﬁoﬁeﬁnsgthat sf:é% ficall Giftd arfoﬂ'rgpbleol%m&ken monkey, human

5 and™FHROP nerating and cl oni ng. nonocl onal
ant i bodi es[0asy \Wak hymmqu@csmd)bﬁémd intitiody fragmantrainglpde compiegerantibody

gg;;: g’?é‘% Ll 15) né &\}2188@;1 ?Etp\rg%d fl%}@cﬁéﬁ{s' &ih frﬁﬁﬂ:‘nﬁ)@ﬁméf\/ Shch ASIFaY, Fabasr c

Tra wor ks (FFts) and
usi ng Fadby),, FdsseiFtaatitshef ihghttchmns il agidRdy fieavy chaingaGhifneds %@Odlﬁ%‘@%‘?ﬂ a

al gne, Kabat. .and. Chot [ I se
si&0I | bave varighlgregiops as mbmﬁﬂ?%lgﬁﬁ 0 eet?e%ongfrﬁlggﬁr 1%%%31%3&1:% grgialngn of

appr opiitadlee Ska f@ekangle, $pe oA ppicdionevii0k@2necessary. One
enbodi nment i pyol.v £s al_i f Ky f8gboON
MUS% ﬁl&’y §8 etemgme% g&g» yjel:trigf:%'sgmqglwhidﬁmo Y )

fromthe o reés antl sequence with variabl e am no
aci d gaeHdeTehsiqeds f@@aﬁcrstmlmmmoelenal st dibseditesied) tot targpreabiests arep¥dgr ans

for sear Chl for, mengs. ane LAST
and t 8OV ot O*églll%e&%ﬂ TR O\P@é:%' X e@ﬁémg E:ﬁadgg ?Oél %{E ﬁ(ggnﬁ?d édc?ur ce
0f255 Ughbsa HivoRing disglag ﬁﬁmﬁm; eenocmr hvgmbemse dwmess (agéthe fike.n Bargstt objects
rearran ed ant i bod 5.8

ot er nleleaa sASE a0t SRR e g A R i B8 &

(htt E ;Jéétaﬁl@blymcmaﬂu@ Emﬂ;ﬁsAﬁTdd): reckBéSEnznad dlicaipanss, g6 wWihieiars, .

anti body genes V. NT C-C e
Kabat Riatﬂ é) W Lg\g%’mtﬁ S&%ﬂ%&rﬁf%&ﬁ% ng&%nr{g aﬁgm%d%d u) or
transl s@itﬁﬂle for @ﬁmﬁ&&oﬁh&l‘cmﬂl the ﬁrcﬁittelmlomgmr’mmramcred aibedipeaidd on t he

nucl eoti de sequence & sel anal yzed to
deter rﬁnHEOdZ(ff“%IPF%WE’%g@ t?cﬁtg C% tc geéti% %%&%@% ani no aci d
honol ogy t oUsBE Affilgidra(Abythaes besnbpnted Mhyteclhmques sat fvtheepsindndede

degr e maroRRIgY: BVLOTAPs 8 BEBT IR LIENE En KB rRR ARG R E VI
be utikiafdsanthodfpithehs dnﬂbadyamw chains endiértahtibddy frgmedsidarived from

descri ptﬁge Q-Ei\)rhgéeﬂud !d\{tsjlglaef\yotecehnologles T2 63 begm (»jwth an initial antibody is obtained from an
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sequ e ch e Ies er honol g can be utj|ized when
Chey. SAERB R BRI S e TR At Py At SRSk P Eabh
accor gemomof/m light hieain hmdhtﬁ:esr tebets; of drhﬁiilﬂa&ﬂiﬁpﬂclemﬁbﬁﬂyﬂaaﬁﬁgm f icity

for tgg 1d ter£1ne tar ? g In certain enbodi
acceptab A §&Et 2 gﬁﬁp nhﬁ BEnMESPRETPs Y FPestsgvhic “?ﬁgﬁ d be
un der &t gmei'aﬂb hiaztantlwm tor &pﬁﬁd)elﬁarmiay, e, 1 MRk, rabbdg) clielkdR Morkey) Bbhan,

T ea s to i ndi ¢ of, succe In.the trea nt or
ot T R kS TEhSaled ol S G SRR R aBifedes e ST TR0
i ncl uthomgskiileyg iothy extt Aftee a desirad jtidody i ObtRiasd Itlﬁtvaﬁalﬁélfébwrﬁ(\@lbﬂa FURRE |
rems

on: .di.m ni shi f.sy Kj he di sease, .c I.tion
nore Faried il ookl 3u0s 8 SR s Rl (e Dpg et roase AP
gr bdleof ChRs (e, Kubht all‘@ct(l’ltmt}fla alade, Iiﬁl?alﬂ hndﬂfhodﬁg@i&&ﬁr&ﬂ} and ahﬁ&t!iers ll;nowtl)'l g

ebi tin r anel i or gt 0 ons can be base
on obJ{Oetg?se\?gngq mzﬁeo‘}nga(ﬁqce al arsgﬁ%‘to(? aé“eg "h%?eéfﬁp‘ﬁbgl%"?ré”é%‘ia‘f% of an
exani B;Ebﬂeﬁ)ﬁanb@tvc&kspb yla:leﬁsa@nOne a‘iﬂiohhlhdnf il @) Pes alifdigent €ft datH individaslt i ng”
incluges th rat.i.,on. of the ¢ nRounds or en% of the
o e o YR R ord s Bt i Rispectts P ol BasrP Y BTG g Wi st or
| nhi bedquetevedr@pnEsetuentestiom thy BreDspBciey P?fgndis&‘dn(w?ctaﬁgsmmag?]ﬁenmh
c e refers to t

I The t h
docreR RSk bbbt RLORRES B Shnboat St o b, o
t he diaease suchfantickRidabduRides obgdhe bdierdes(@aitint Or relteangethintibddy

o N TN U TR

adm Nishtadk (0P facbi Al AihigeWBLAKTA, VBASE, aldiRbap ofkintanaftbddp @ere®npounds
as us

re|n VWhen adm nisjered [n_co atiogn, each cgnponent can
be ad @Uw@&%&e%@c CE%@H%‘F 5@%"8%% asq crfymmn%ﬁ%gbugwer at
di ff e(mﬂpt//vmv nﬁrﬁunorbrﬁelm edI)“ussm@aa@dpra&xcﬁwqme @Rdhri¥@ts are done
adnlnlstf telﬁ but suff|C|entIy closely intinme so.,as to

pr ovi gese aag ¢ Primape iR the &7l fedtechisaoByt 0 arplyatd tn detergtine

" 20 e atviRAlzened bf BAVGBEt haWBihd Sloddst AniG@REERordlodyth lRMMRIkGH} Py t he
nmet hods, of the present jnvention includes preventing the onset of

sympt BHEPOFh es eqniglaied thy pming Acideseauenden gt g5a8 tifau?chwlaﬁh Prrehe or
i nf | apigRéridegredimAlO}Sas e@hpav&itto %Bﬁfeh&ﬂ@@ iPthe Xtbadd Santbe uNAREAE Of
I nfection, 1nhibiting the s of cancer or inflammtign

(sl omﬂ%@lpw?te%maégqrfi%e Pt ﬁaéwr- Wéiﬁﬁcylbe -AotePveR BREP 2Fidom t he

SYnpt edifberRks drigeiRts HhicBhhde 18dserdRiie®py 0dn Belkili2di Rieh Ay Chadvab prdbngs
palliative treatnent), and relieving the synptoms of cancer or

i AP | amiHeh Wn@@&wglawgap tlesied fimpppordanpe with ﬂwgvmcre@%%esctrtbecawemsndl cia

of SUGafPspedifidiFol ﬂfl@a&a@ah&a 1RER lauht%E@tIﬁ %ﬁaﬁfcnﬁo@i\{ﬁ‘cﬂ{s' BhcpiabR
cancer or jinflanmation, inc]uding any objective or subjectjve

par anengs ofd\eeIlogy isaeatss Hiag Akt 50 e‘hff@glid&ﬁ undgrsigad thes t-'ﬁ@et SHECISy MAY birs
or nakihBGhifnfihsease condltlon nore tolerable to the patient;
slowing in the rate of degeneratjon or decline; or making the final
poi nt of d8Uer Atering’ redes torapiindiginef eressip dheeatame Rt mghoration or

angl | B:Veaédugﬁ‘ o4n ANGEP 6 ABane AR oR Sind B RFAr BDbRBIR G sitfechle PHheds shohGs
paraneters; including the results of an _exam nation by a physici an.

Accor ahatfgept; ramigsione diinighingafispgptoms e mekdag e disergneandision moredplerblet he
CONPOYNAS padient2l SRing irPthe faleor %@ﬁn@rﬁﬁ&t orldBY BB dr ﬂﬁkﬁg (He fﬁl\éﬁﬁmm Qf del ay,

to alleviate, or to arrest or iInhibit develo
degeneration less debilitating. The treatment or amelioration o symptoms can be based on

objective or subjective parameters; including the results of an examination by a physician.

-17-



synptons or conditions associated with ocul ar di sease. The term
" t her/agreriingty; eifrerot “tretting? insluties théwalmimishation of the edmpeundstor agentsef the

prevention of .the dis I Shdemef fects

bt 1 Fs it 8 ofgyBR3E foin? LG o fg SBRREelBhmat OFE

physi syeaiptoynsahi- sedittoss ansociaedswiklt adlandisqasd. tTBhe yerad themesuticsfiegtheeferpto

partigcul ar i ndi.vi. . i ; L 8 dMeffects

pr ede eeFeﬁP Qb eclqlﬂnéngé\%?{"frrg%ep%gﬁ§§L§%ﬁ%g%§§?ﬂs{§}h%%l cu lge'[tage%j t(l) prg{(:juce

t he defshe dgbatelinrimpebjedtc effect(s) in association with the required

phar maceutj rrier. .The.specif.i [ D4 Ak T or s
P BBl Ri GEb ARk By P nd nERERRr

can be di e ‘unique C 2ristics of the active
C onpotefed(is rermitknttodimeatst fodhe cancurertradpénittiationsio fagetiqns pf & fystiberapeRieyed,

and (b) the limtations inh : ; (o THaTa WK JUT=Y, §
et vakdheSmpid e bRl B hun il Ehim TG et ke

"1 i eadnkifistared dethé baved timeoor sppentily it dng erver atyljffereny peibis ixme. ekausgack wo
or _nore nuclei ¢ acids or,pol t] : # MOLOT
SIS N e R SR T e A R A L
per cegdsagbtherapalit affecaci d resi dues or nucl eotides that are the sane

(i.e., abo 0%.i dent,i ty r ef.er.abl VA TALY; 9 90 39% 0 0%
91% 92% hss S hatingg b treglRy QI‘I é"?%‘“és@?‘%g%cmécrgﬁi g %91{?“. i y
over meSB@Cifihadesemtghentigreingudes pregdntiog thd enssofl semptomsnie o 8ibirgt Relssue

factor or antibody.to.tissue.f A i J: o acid
sequeRRE bt nereaserdry % of GROFE;°F Eﬂﬂa ﬂ‘g‘}rﬁ%f‘%ngﬁ‘; ﬁéég g’?ﬂ?gﬁ[g ggf‘ (glg?gr_rag]gg cri bed
hakei Bmpihest isfoeal @bibhing telsigpons bixancret inflemosiondslpyirdentestiier a

conmpar i son Wi ndow ot ,.desi. ghat reqio S, i dnrlfp 1 Or

BLAST itp deyelopmaRty @3’%&#"%&8 H’etg? a'gﬂ’lkcf“r@% @1\?“5 tgﬁ %e%fgglr#ﬁ%rg%net ers

?es cr idhaddidd gé%tﬂmaamg?y amasljmri]ngathé gmpemts apahoe @ deflaninmiipe éig'ilséﬂg
see, e.g., NCBI wel s . Sugch sequ ' e

}SUbs e y gt Fap iy SRR E e B it BR aEhldh 7C

appl i ?%vtezﬁion toh & &6 bi HEAkhmadonaintiading seyopbictie: or Fhtedtive narameser such as
inclu

es sequences that, have, del eti ons _an [ [ , as
! P BbRETTATBISEOn ST PN PR RO AL TR Bo e Hispiss e m A olidle
al gor iyh BEBakaan sREARUA thefrite ofRRenetititn bineclirickex. maRirgfthe fubll poini dent i ty
exi sts over a regjon that_is at |east abqut ] i or
nucl e&egmtl@fkﬂqséiﬁb’%lﬁf‘m%rWﬂnﬁPteQF&?lS@ r@.log\? é%né;‘:&rng%}ag%e tﬂ %3? §ril s
50- 10Q),2RHRQr 3%j&8vOpardthétérs Midhdias; tharehdts gf dn examinatior] tyCahysiFian.

sequence conparison, typigcally one seguence ts _as r
s equenesordinglyHie sarmy éf§9c“n§eﬁ‘ﬁ]§§?§é]§° 8&?@‘3%%‘&?@5‘? © é)Hl?dtfs? ?Iri\ Eg%ﬂ%e

s egﬁ&gﬁ?rmﬂﬁcinste Bre?érﬂ%f &él&gmo allesbte M eh drebtert :aﬂndﬂt decjopranesfthy e f
entered Into a conputer, subsequence coordinates are n |
20 necemyiRmy or @ﬂi’dlt@éhﬁé‘??@éedé’flgwpl‘igh‘ﬁf“ﬁf‘co J?‘% maﬁ’g%%ugggﬁgge%&go

desi gnat Rductibh &ligkmbby, or febaubl ofhogsasn, pamored it denseer sidsalfector
alternative paraneters can be designated. The sequence conpari son

al gor i afithe dissass ieeswieiies the percent sequence identities for the
test s eque@aﬁ%{ r @Jb@htaiéllﬁﬁtt’ feférh® phefiedlp dizereanitesuited adimsteny dosagesfer the
program paraneters. [0062] A "conparison W ndow " as .ejn,
LS8 ucpmesionsr el to e oy Bork ooy s pRESGmip AR P otel
cont i gy mmleﬁsicmi:%aéd r@&&@ﬁg fissaed mbﬁp@ﬁouﬁew(eﬁls:assbﬁ@noﬁfmh@m 20
to 600, usual'l'y about 50 toq_about. 200, re usua
about reg@redphaviieeditienl SEH e ribe SHF&?""HQ“&HE%%SK’&%E%“&‘ﬁ“r“g?%’rugeen%%ae&'S)Y
seque n@gthg{migggchﬁfae@ 'fﬂé?@f%e iv6 Edthogbdis)end O iphitionlar thérbutic Effect(sico
sequences ar optlma)lrl y. aligned. Methods_ of ali nmen%‘ f serg]?l;ené:(?)s
for cobgmhicvuihan(®) the Himitrlirsaiherantdp the 2t Of cCERRAUHEDE ST aﬁ%ﬁ? s
sequences for conparison can be conducted, e.g., by the

-18 -




WO 2007/056352 PCT/US2006/043313

30 | ocal honol ogy algorithmof Smth and Waterman, Adv. Appl. Math,

2: 482, 1981, by the honol ogy alignnment al gorit hm of Needl eman and
Winsch, J WM1 "Hitdbrins Blentil™ or gereent Higentine” Hakg wRteRioH NP M PP ty

met h%b@c b QbR AR gs ls%@@ms, rE59 % tw¥ak more s@ﬁ@geess%ubséd%ccﬁﬁatw4,

1988 nput'er ze [ enent ati ons of these al %OI’I t hns
BESTnhq'sanﬁmsme asnebified Aerrentage of Raingieeid sevidups andeqtides bt %ﬁmﬂ

Pack 6 85%o0MO1%, 92%, 93%, 94%,
2007?@%6?@@{7 b%i%g’w&%] %%u%:/dﬁ/%%l ga/#f <\WL) ;151 b9nl 1|\/|Ta al i gnment
antd VIZuap%; o8, 8?%(@éuhereldglmy s peritied re&lP“ (. g ucleotgg spifice

Pr ot O%QBCE?Q ﬁkfﬁ\é%&w Rlap P E¥ue f&c?&%e&ﬁlaw lﬁa'i@lﬁ‘ér)mmﬁ@%css]eq&nﬁé éffzer r ed

exanpl e gor i at I's suitable for determ ning, percent
sequetisses fadermr |am;boéy1tp tﬁe\eafecﬁ@reicsmhfd mmwmcomwe@m@ga OBLAST

2.0 - Blhted 0
Res, 3B Bl ) Mepplileld ALc, SRRl HEftebr St SN 408 410,
1990, BLAET) erBLAST .0 sBIUAST camperspyatgorithms witsdefanliparagjeters degeribed

pgé " e \?f lj)(r: Eﬁ%ﬁﬁdapﬁg an%ﬁt?!nﬁ' vishd] Jrgﬁécﬁ?ﬂsgke ¢ ENERN tve® ﬁ&gem sbdieites t Yy

I'C aclds and proteins o he Tnvention of t war e, for

per f oanentlrcg szBilthEb'E ‘awtalaptiadly identienlB| Ths tormpalesi s1sI @ of RITRSGRPYSGONER i onal
Center f JBnflioh. govo.
This & WGP I%s\?g%(ab%gg 1’]6%#9&1{@40'1 am:feméqﬁer{céé"lﬁé’[\ha%eu% of. g

TSt i ent| Vi ng scor | equence
pairs ac(drtﬁiﬁs,)as bl Bctboseithap lmg sulpstitutionso m§les9rrb¢déw ﬁWPF ‘f‘%@l

sequence, Ye 20 Bhﬁﬁt‘!&dlﬂ@db t
thresﬁ%’laﬁcc’él&‘ fﬁrg?s%ﬁh g?et rg{aa?qhé%{yv%%%r%e th gel sama1 | en t?lo:ln a
dasabas emiixequéﬂmmucl&'oucbs mééreﬂr eximere preferabhieovser EEIE O 5P O0uldP 875 or e

t hreshal d Ozg U supra). These initial neighborhood word
hits ACHSY ugl% & P |n|t|at|ng searches to find | onger HSPs

cont ai ni ng[00é1§ MFor: :haqum corhpatisonatypically cag sesHeRce agth asFFeHIAry ¥a¥Ehs
al ong each sequence for r bi & sgafe can
19 gﬁ‘g‘éﬁ“ﬂﬁﬂ}ﬁﬁ‘ie&{“e ¢ §ar£c? Wwheh sl a%%wc%tcbr\ﬂﬁarﬁ BAFRRYh, t

be in cores are l'ated using, for nucl eot i de
seque m@fasucetsmemf aretterd it § camymber, sybsoquengecoomdingtss pregiesigngiednif ng

resi dues; SPYBfefaBiyNae S| dues;
al%yéle‘@ss@tsy’ Xq\%&?qlgﬁ?e)%goégm%p&%%%?at%g &%&gg%%‘ﬁga mat r %E 7S used to
cal culpadgeant fiarmatersibantticwseds craiiematetperagictsrs coh be frsigneted] HietssdueRCeach

direction are hal th falls
of f bforpﬁz@s%%{gﬁr}t@\p %}gn]a? BWwitg\ ﬁgce%{" Jlé% %ﬁgr\l}:e éé g;gp%gést %ﬁ’é’n@es
cumul 3jktwe t6 e refergiiR Seduenczeliasedom ﬂnﬂbrownqu@nwré‘vt he accurrul ation of

one or nore negafive-scoring, resid
ei t her seqﬁ’@ g ‘%‘ls T i dI"hé ﬁLg%'lh%l‘ lrgor| h%m%g{ng%gﬁesr@gﬂen%my nd

X ghet ghBbfBe tlisbes 6Ncintiguous positiods sreed frofn thehgrowg Gogsistingtof om0 m GO8TN
program (for nucl eoti sequenc u a w
Dt O, b ko 57 b Dy S kRS ol B bR s g kBB
bot h %ﬁ@ﬁk@&to chrefercntd R2Quence o themme noeber of trmtiBlOASFEitpns gkcathedves as

def aul t dl e h f t at 2ARS

B CBUVEReBs pe ggma g et SRR AR follobeldpr oo it

Acad. Siwn iniBlart. 8@ptilxﬁ>e9 Jaﬁgmﬂe%&)seq:ﬂcncgmfm nemspafiB)n @h b8 Qondwéﬁﬁbé t&’abY B
f 10, M5, Ni { 4

50 y s hemoiods spipie St YRR Al e i 2 T L BEE

her ei md,R1d; faﬂ@nﬁt 418orAhm of Memlienmh amhivuoschcl &of. dhdloiBedd3, THE, hydhahs

ly t |y q
P sk Fo S Al PR e g 115 et Dakd 8 D8paut o' due

oc |C urrjgag, @&Ebﬂﬁut@x%ed lmf;‘l;éllnmhionﬁsf theze Algbrithmb (GARBRSTFIH @Asm@dac i d
pol ymers ‘and non. nat ur a occurr
- Abi | FiASKAinghe Wiscgnpsin @U%/H %&H 34%‘8‘@% f‘%ﬁs gﬁlg‘g‘éty ﬁmé? |53§\|%gr# Mo

acids, as well as

-19 -



WO 2007/056352 PCT/US2006/043313

am no acid anal ogs and amno acid mnetics that function in a manner
simlar to the naturally occurring am no acids. Naturally occurring
am noDacVE@seHs Wik hoskmaelrlieameny apdhdsugbingnertiondsrgee. 2 a4 Uspbélief gs *dhose

an NocagkderbDals A rdclaR Bl fobeeippRmany. hydr oxyprol i ne,
y-car boxygl utamate, 5 and O-phosphoseri ne. Am no, acid anal og; refers

to conpouni8463) hy prefarred exampleohalapriam that SHitably fosdeiqrpiningpere

nat ur ?Aqhé’nc@ﬁﬁh‘ﬁt% btk e BiEnBOsiRARAly afe i BLAST dhd BUANIM. 0 Bigbriths,haivhdrd 0 a
hydr ogen, a carboxyl "group, an oup, _an

. a, . anino gr d apn R group, . e. q,
hofms ¥PHReEd i OHIcBUET Mo, VuseATERiF T S8 19031 1987 bl ircBiieh el ekt Piot
sul f 0R{41593.Q4CTboaNBlea S e ABPUNLE BEASR2WBLIRSY, (AthGhe pat@idi@siCi ne) or
modi f1 ed peptide bagkbpnes, but retain the sanme basjic chem cal
st r uc tepcrbeddicrein, tp determing Pergent sqauencs gntitn{as ghequielgic agids apst paptpigs of the

m et §LSnd f@BﬁwéﬁQfoQ e rly FIOAPOANAN Ses i 11612 Y Cailabl8 tHroiph teeNdibadl | S
e g

di fferent 0?‘romt eneral chem cal structure of an am ng acid, but
t hat Cgriet forRistecknolpgsanfarmpation tttpdmwvpnchi flmib-gew), Thisalgorihayingelyeso
agjpd. ' ing SediBrite PRird (B504) 9 tachBfyHIsRbriwbMs 6f lehah W inei r
cg%gﬁ%ﬁ%ﬁ% régﬁﬁ”g_?? er glﬁ%ir)o(l?ls cg:b?b; ﬁfﬁg%ﬁsne-wi etts}e::j(ras iﬁm&?@?ﬁl&s

r ecomtisrmieny seaperdsewhiclprther mpciRprratisdysong pogitv 539 3@)’5 i on.
Nucl egf;d ith alvigE i Genbd/ T Rekem&OpAPRLY accept ed
si ngl g@#ﬁl@ﬁgp aﬁé’?esﬁﬁe Sa%xer?%d%%dﬁé%agﬁssegr \?ati vel y rrrmdi fied variants”
appl i esightwrinot wordvicars threthalddMisobble ah curre). drl@%f'dﬂ’é‘ﬂ]d}?%hb%‘?‘?‘_ﬁl Y& pect
to pagtl gyl eecﬂ"f?lj iﬁl{[ti&ti@cs'eg'cl?e@% H6sper APPSR hMBidMBY, TRALI:H B are
variants refers to ose nucl ei ¢ acids which encode identical or
esiSentekiahdey in buindirestionsairing sacheparends fareg fsne Big PupplatrAlignped SHRERIR
aci d qaggfcrera?etd. %ﬂﬁ)ﬂfaﬁv%gm%mgalaﬁktgd SERURPAlectife R8G0LS, Ak b¥rameters

i dentiC sequences. cause of the degeneraQ%Nof t he genetic code,
a | ar gé (mwaiderorofor & paic of matehing residuentalways > Py el EPeaelbfsoBi¥ode any

i ven RLol i vebles) APLANSE, FENSIGPRRNSqERRS, (obringGhliiaild EU al |

encodé 't no aci ani'ne. Thus, at every position where an

al ani relcilatesipaminilative tryrea Extsasieon ofithpoverd hisnineah dirsctigniags halieq whepnthe of
t correspondi n L ' trRdrh RhidvBEvAncaded
p(l;kﬁ/pecﬁﬁuﬁgyc %‘&Pfﬁe'ﬁg%qgfagggéglgg&\?gpi&g%#g&g{(sﬁ si |l ent 1var‘ilat ions,"
whi ch @melatnescep@oésas zab ot brievardua ta thedopumpetion;of ns/ e NEEARYVE-LYHRy
nucl ei c_.acid sequen r el | oftnPhatdin
descr iHBE® %Weg‘gso%rg‘ﬁ%g‘:d Osf{ﬁ]eeﬁlguq\%%rc ?gﬁ ?agﬁélb?-h 1? %Z.Mﬁg%}dgi S One
of skiw| Twinll X decenigaiteaetsitaity eatipeaiod the alignraentyEhedBleASEY rogepd &t

AUG, which.is ordinaril Q t i Qi
whi ch TUEIeBYgE;SRdtERGe “tsﬁsea¥8% aﬁtscaﬁbd%%ﬁ‘?%l? %ﬁ?{%’t%ﬁ?ﬁ’? ﬁ@%@g%,m,
mogh f ixed4tand y t@hparisonfaf bothisoarels. Foriackinetacidabquendeache BLAKER Broeiamdises,

each silent. variati a, nucl ei Ci i Qs j.ge
is i npz}sidﬁfnaf'ltﬁ %W%E'éﬁgo‘@@gc W%%’?e%%géé%c%ﬁ&%H%e@‘pect tézo?ctD ﬁxgé HRAR e
expr esHémpitoifnd MaaikoffRrbc. Nkl MéadihSc. &6 89:109 Sal8Bpdligprote(B @fdances,

WOW As to am L d,sequence one .of Ll Wikl recogni ze that
i ndi vi ﬂ‘aaqtat@ag'g)ﬁ%ﬁbn%aﬁy“@éf@? F%nr%mg‘%n °Z§§1‘%“€F%Hrﬁ‘§' to a nucleic acid,
peptide, pqioGaEptidimeptide, Piperitideharsléguoeint’are wibd Bieathongeably dtremiie €| es

a ngl e amno aci.d or,a .sml ce ] ] i L
enié)de’(? a8 3@58@"’?‘20 310 ey ALy \1;131 Vel @Eﬁg&aﬁ?l gg%ﬁ@?%%%s%yhlg? é&f\oﬁe
al t er afnbRANIRSdsldirssidus i¢ dreartifidial themital orimetic o camtspending ratupdlly lpceurring

hemi ooty R . Y o ; et
o ovi GRS Fai P af By PGy oS R ol P bl Ry B
art. Sufoeaapelymet i vely

220 -



5 nodified variants are in addition to and do not excl ude
pol yror p H[wwarﬁmmac&d’mmsmmuy ronming gl syatheticednpibg acddsegs Wekieas

t
am g i wpalges 4 @ g P ARl R PRUBRCIE AT )

AI an mBGm(Jﬁg) amifd addsnh NafuBlly oRjurvisgeming @m@r&ih'é@)enw@%dﬁ)étm genghig %Pd(”E) ;

Lo aRerR e Brs i ek LT s gl o) it Pl ©)

Pisen\sha Daghofofelihe. Aminpsicidendlogs, refErs ypeampionnds (hy have th °9é¥‘F h@“‘( S),

Thr eoni ne t [ dtFa g
Cr e &H?‘B‘r‘ial(sﬁ}‘%’ﬂréiaﬁ%n%’y@/'?c)wmngmgl%[a‘blgsg Qgé}g?{t{) et(:ll%IﬁgF1 ét? uct ur es
such arg ?ai , ¥ p&pérytl grosp, rauammo@sowaandbe Ramemy ¢.pekbrhoserings MEEBS ar i ous

| evel s o at i an. .For
or gan‘T’%ﬂéEPPlB‘hg‘%g’él Oninepeia ]t% gl?gxt&} ﬂc&%@u?%cq%?%ﬁg? Bt t he
Cel |, (3, ﬂor@dﬁcmc)lcﬁ%)hfﬁdﬂe;ﬁdabmkbmsj bSohieinthd samebagy ehs #Rcture as

Chemi st ry he Canf | | @q}% B
1980. a“WT“EﬁFﬁ“’E‘W Fpipp ped ‘g@f alsm%{}nolg"te %rgf%nggéoaggl% lguence of a
part i £ahafuratBAtd dfferefitSoanthel gengrab themidalistturestf en sming aFigcilt It or der ed,

t hree_di nensi onal str cture%g\mt&c]’rﬁng Bgllng t|de These structures
are CHRTHORT f AASRAF SYLa) SHAY % BhZYma |c domai ns,

extracel | Yo@de) dmm;dstrﬂaams merhadamnereinmem; thpmuc@nmnium@“mtaﬁa

cytoplasmec ta|I domai ns_are r de 20
t hat Pﬁ?f%b@%ﬂrﬁé’(é?e %ﬂ?ﬂeafmr% BBV pep(%ab(fe anéﬂ\ 5 g@%’?@ﬁ'ﬁ% 15 to

359 apbencifird 8 ofmfiigion. ENeawtﬂesy mdmiw, sy beneferrd tochyrthé¢inepnwnqoly
enzymatic activity g , a kinase donmain. Typical domains are nade
up of a@éﬁﬂ%‘i’%“"@ﬁ‘*qc@ Ser organi zation such as stretches of n-sheet
and a- hel i g6 @&Es@h&ﬁ%l}srhdidiﬁéduaﬁants”abﬁres td lootl mmggcrpmd@ctemaé@

di mensi onal structure o pept.i.de nm -
st r ucsaguences: &Y il eespest tPﬂ?%“‘Pﬂ%é’é‘Xl&’icﬁ%’ﬂ&%‘emPQ Igsﬁc g}rﬁéﬁﬁ%dévarbl;n % he

25nonggval Shtse aﬁagg hadd ﬁﬂc}pefncbdwdm&wd endssdngialtyi 1a¢15?10%1 rmiep acithi sot r opi ¢

terms are al so known as .ene [ r
Nl esesuenses oswhire He sugfic 6‘“?5 ﬁ%‘lg e ef’?‘iflcélﬂ %Hﬁﬁ[gggéésdwséﬁ Plﬁg Eésle{i‘/%!r“?ant s.

Si M | il ¥eal &qRéils. Bbaie GriRd @gweeaasz offihel génptiecadec letge narabeg of mpl i ci t 1y

enconpasses an protein encode Ilce 4 cleic
aci d. firgpenaly idpatiqabpclsioacils °‘E°I‘?g Hérﬁ‘.}’eg H’é%%t%af ";\f%gger’ gfep#)o Eg@? of

al ter patd v é?ﬁd' G141 Slcode @€ BRInoAbil @lanine.aTissy 4t ptarppgsiten vhefetanal

| d t t I h t hat
e At U )b 0 588 o
pojtsy p%Q%chg&ﬁml Macdianhsie elfm‘aaect ;kwyplaptmdustldhmnckeﬂ: asqd vhsgasionsare Ssilent vary,
e a

i nc ternate splicing of ns. Al tern
der| \ odrifitoon whish sxmBe IEFLTEIBET A Padificd VAR, By RARe BEF

Iéf IS?@-{G{“% Hebe Wﬁ@h Lifchdes 8 pERPRALS Qb &Bﬁcrﬂiés svetlgfassible isibamt vatiation of the
pr oduc

Icing reaction, inclu reconb t:-he
spl i celupllem(mdt @ne af %ﬂllg il reqngrize thetqaphico 8‘? A EESH. Al ?except%&@ﬁ oh'if
"Reco ”balﬂg-ﬂf the\@fﬂfj: HSEEr Mthidnine 8 TOCEwhith ¢ o:dmanmthe ehly codm fouicl ei c
acid, prote vect o

r ndi catesth t he eII
o1 1 i ypdpar e s A RAROB BT PR SEHE T AT TR S o

het er ol eRlSAUELIEE foill Whith GhcoBbl Byposiide i impitit nrcai docribbd sapaath ve
nucl ei ¢ amcf'or protein, or that the c froma cell so

modi f i with reSpeatsp ﬂtewpressmm@uctr @éé%wﬁ’afﬁipe%‘é? P‘ﬁ“ 5% EG&Hes t hat

are not T oufifks)! hoidkrdileadi@ldoishebsnor of san vl fb@di‘én)zeftm indbkdushe cel |
or express nat ve genes at ‘are ot herw se ab&orma.l ressed

under sbgitaiagdelotionsor a@ﬂdmnemcgtc agid} peptide, polypeptide, or pm&n sequence

-21 -



[0073] "Stringent hybridization conditions” refers to conditions
underivhit alibrsaddt SreTedw sidgiehymmq agidzas atseall peycantagg of aminy 3ddiia Hice,

typi call dls Lnéhe ?srgljcgﬁ%e Wrﬁo&?fiedméﬁlnﬁ"’ %hégﬂlg%ter% RO R thd her
sequence i o rirrngent  con gitPons are sequence-dependent and wi |l be
di ff esués‘ﬂtuuon offiuf drmneamd mth & olrestically similar wmige poid ceRnseRVEE e fYRSHIMEPY o

speci fical | x.at -hi al € chiRedvitfrel
hybrlta Saﬁr?yld nuc??ﬁ C ac%é’ﬁﬁﬁ}%ﬁ% ﬁghnﬁ%ﬁﬁ?sﬂégﬁﬂ“%%eghm quegyl n

Bi Hc ruaqdlﬁwmamsjarwm alditioato Bidslo aghexclujdpalymorphic wariapgst NS ¢
Pr obes

Over es of hybridization 15and the strategy
of nﬁlﬁ% l?,g ’aa(?}{aﬁasssog sem‘%gg%l CGeneral ly, stringent conditions are

sel ect ed tlfwﬁbla Mﬂoﬁm&@@hi poups cachzontein emirio@eiathanse EAMSYTVEIF nt (T.)
for th 1
the t tfﬂ%gfo:g%?%egglg{'gg@gﬁgg AELReE 6f jﬁﬁ%&%@at(bémamm is

stré nucl ei c

c o nc em)mwspmgmet G loanGH@YQN ) t\mmpqs (R)e@sm ); é)rbnlwmgc @oLeugime

30 5ot ithishiod B Vel CHER PRy ERUETER Tatos SA L TbHRCR, biine
20ar e(DCTHigUnk (B aef)i Cysteined(d), MeBiionimy@it(ses ongli Gnemh@nc%mtealls §58h
Tl B L gt

f or mam de Speci zatl on, a positive
Si gnaterhsofateritdasielstofiorgiiraion. bﬁquagemmid:scwen eﬁabloysamateqnnteg €8

backgrqund h t t

condi f*ﬁl‘?ﬁ%e é%rfuﬁldc’é ‘#’8{; oﬁﬁeg%el@éfé ?b?énggg?@ Caﬂ%gﬁﬁsg%c% and 1%, SDS,

i NGUbBtopRGicatl CKeAlstryRart Isz’hasmformmzizalmwb&{amgwéwul% 9800 PHMIRIs h
in 0.2x SSG 19 25 7430 NUGHel dsect hat
do noﬁmﬁ%"rl Tz“‘éog‘ﬁ Sﬁ%ulpme OZ%:P m’%l}l?rr?gét%tg f:l%endl t ortllg1 ag{;ye still
subst aobal onaetedpmtae@mmnsibnaﬂ bteuchotsywitht 4 phéwpepiidec Fhessalrudwende ar e

substanti a I i dentj Thi s_oc of a
i FETHORY R L R B fa TR T B ERAh: femtlig FaluelBind) 2,

by t hﬁmﬂﬁiﬂﬁgbﬁ demdias, ahiicyteptdmbeisid domaitse Doureinsiate pectioss of ypsilneptidy

hybri di ze 30 under no ) ent . i i ons.
Ex8npIthet {ermgsampagt E?lyd*‘é{'??ﬂ%@’éﬁtt‘f" (E% Q%{f({)ﬂnﬁgéﬁ '?1:3 (?%@E%:n%cl ude a
hybri ¢iza %h@raomamaldamﬁé @6mdihs vaaﬂ%nfzpnmmtumy elgmmamdormw Skwie 37C,

| x SSC at 1 hyb s L
R g R e e

that airt@nRatrictee ek Qltzeadotr@rcteahﬁe diaghsicabhstiveivend agatypemidat i | | zed

to provi de conditions of sjm.lar st enc 0,

'Ktri deInoRe: t SatgmaSHTREte] 1 g %tf“cﬁf glgfcfl%%naﬁglr_ug{r‘rﬁe @?rge P provi ded
' ggnu%ﬁ&uﬁeﬁt%s@&ﬁﬁ&ﬁaf iRlefendenbtestitpeinist Aaisptrqmmams are also nO@RBY For
P a tenperature of about 36C is typical for |ow stringency

anpl i fenerdY f8FAS: al t hough anneal i ng tenperatures can vary between
about 32C gjpgh 8K partid@REEIeR GcidRequehddalso irgplitly. ananahSegl’BPQWI ngency
PCR anplification a tenperature o bout 62C|st h
hi gh swarxwgeﬁwlaamm%p@mwﬁfﬁig 3lsiF i BBy Bporidep A
about G5G, HRRENEY DNeplietvdrian: JF tatmicldicopt ISplive varbmts, Tas@etwewﬁﬁl

cycl e ‘conditions for both,high and l.ow stringenc |ons
| B0 U chee prodRsiscatalterRAtivR Sm}ﬁ%é@wr@oéﬂ“ eg it Y“‘&m'&%" g&‘ﬁ

a B neal %&r@hé’aﬁ%e sﬁlﬁ:Teéi E\Eh B0t Sifferent-(altenidtd) nuclein acidisplix pmdmtmophas e of
about

mn. Protocols .and i del.i nes_f it ngl‘ﬁ’dea”d :
hi gh sdlﬁmrg}@ﬁl:‘/yel’-&lﬁﬁ |M?°é§’t1§né§rf°’i & Ropytien 8#53 ‘fﬁWF“H%&aIye ,in Innis
et al. -l eﬁ’lgg ﬁq&ﬁgqqgk&ls Alfciabid @olyfephlBdsiiegveddRh tﬁasdmmatclemgd biaeedeni c
Press, 1990. [0076] "Pharmaceutically acceptable

exci pi ent "means an excipient that is useful in

-22 -



preparing a pharmaceutical conposition that is generally safe,
non- t &Pegh tahd it iribeencamphssed by this @Rﬁé&loexénppledms eflazplicing

acceptr@a%ﬁ; Tn@ﬁadﬁég%%ﬂfi‘x&% 58 o F‘ﬁ;e‘é\ﬁ{cla pREudtO bre Qﬂﬂ{srﬁ@ﬁr‘ﬁ%d cal

use. Such éxcli nts can be so uid, sem so [ In the

case of anlﬁﬁ'é?f]osf‘Blec%!@hth|Wh80rﬂsedg’a§1é®fﬂ§ﬂceaeg to a[ﬂ@bwr]ﬂuclelc acid, protein,
" Phar nicet- il it tﬁﬁﬁ%Q@@%ﬂeﬁég&ﬁ j,raaﬁ &H dﬂ%ﬂ%d?ﬁh%gﬂénd

esters that’ are gﬁarnaceutlca ccepta ave esired

phar maeteidacgion af 2 haterplegeusaycleigaeif oxpmpters o H@Iﬁlﬁ@éﬂomf gabtive nuplgic aeidAr be
for med, Wer e nachd ) L HHRA Tl L3R W b&lﬁéd‘erhﬁg’ 'TBCH&E}Q le A nftaRAREs Of
reactlng Mﬁt I norgani ¢ or organlc ases. Ulta norganlc salts
i ncl udépfpﬂﬁcgsl@s that are ot dpend withén tie kative (npstreqogibinanty for@@cﬂ thereeld prexpress
pot as ?ﬁfc% %ﬁnmall?@ﬂﬁ%gﬁm pretel BPLR oR5BR1H £ afpal t'S
i nclu e ose orne organl ¢ bases sucn as t he amne ases,

e.g. et hanﬂlﬁa?rh riétnrttp@thmbmﬂm@m prnditions” eefbra taodonditines mmrovmhrﬁamb?e N
I I
" tghy Wl ﬁ{g&[a}m? ngatrg%a{ Jﬁﬁiejﬁﬁéﬁ@e t,ga fiy sal &ggﬁ?%ﬁ&e oaﬁw&@ Al Gt to no,

tion I ndrdanic aci roc lofi ¢ and
hydr otthemsequenctsd Siringomt condjdns ereaequgace(depapdent a@fbmllcbemﬁf@ent &1 diffprent

d, h
et haAReR: Lngd Mol digs A1 KE0E e ARG aEHI e MigEARes, A ARaBCT 2
acceptgablk ¢ be hgrgizatal afdecleis aeidsis fayndrindTifsseon Ieohni@iey in Biothemisiy esd;
and p %&8@1}1? %é(% e%g'r ﬁg&qdlg{tﬁﬁ ik Nu@leitc Ii"?ob%?’“@%%‘z% of ﬁzrggégjof ﬁ)}b@z‘dl%tlzon

esters aci di ¢ groups present
phsr menze mftewo-adegwafmdapuaﬂ logsapsall #9930 ﬁewmlb'r strjpgentbeonditions are selected to be

mNo” 3% ﬂlglj%l;@l Tt?haﬁ){hﬁ erll nf¥itinf %gg nt g‘?nﬁor e s e?:gfﬁrseqn?eﬂge ot o Gt : yof

wher e % e are WO aci esent, sone or a
such godugsngthpHo&he dh |1a‘the3t1|=mpcra‘es=t (emdef defuied @mmtmmts pHaanddwelgict hi s

Vet EA0 PR RESSE ok HORLUTGH B HBSLRL Rttal @l (1

eri orm a € namn suc nds is
i nt endegliehe at eqpiilibdiembas the tdngt saqugpcesale fresestdh p:ﬁqesdatél“md 5@t eéthe PIIOb‘PSed)

d d 56 2PCT/

T Y e e SRAY S0P A0 So P il Sdditon of
c o Npoudstabitiangagents sichias fdrmwﬁﬂb i Bor sem;nvb er qpmﬁelnjtbmdxzammr epdashtam sxgnd

t hj dth 1 Ng.. ch ded t
ol ud st tp s S @Pind SRR (R PR e FREPAT o hae B
or ot Wﬁgbﬁ&)/brﬁﬁzaﬁbhc borgitieheain be aefolowing: oamrorfhahaiemmﬂ, amxhl % $DS,

t abl | e" t
ther eonoubgiveat Bty v G I RodEhaRe & ol B o e p i
r eaggendss at@s%. used i nterchangeably and represent that the materials
bl f i.nistrati t

B oduct t on (B el Bl el R Mo bBRomare
Woﬁl d mlemstahlﬁalgdmnnbeaﬁfrtm pdypepfides mlcndmpemoaa m-asub]a&bﬁﬁb]?gqenﬁcal This

t erapeutlca unt

| ffect t
adni ni CEUHERF eﬁ@%@gs‘ﬂ%%éggx ‘?)trm’}u?lg'&tafr’rﬁ@s o s}’élgg niwémg'ﬂ? F ?%ent to
ef f ect de%érﬁﬁkfl‘ﬁéﬁmtfeﬁrbyttﬁwéendic&ﬁﬁ én such cases, M&Gﬁ@l}nc Emdeprplcmhdlybﬂdlted

the terns r I ent eus n and refer
t oS L R R AR R T BENERE ol | s
exper i Kyndiadtiod Bbrdddchs'Sii€ldeShybeibiRition in 4 b\tfﬁer oﬁmﬂ/ firemidaidMava08r1%

ani mal SSDS aAf%%‘pr d (P \lavgsh 1;[1 ?ﬁ StS%rat 45°&u% posﬁnve gybrldlmuon is at least twice

background. Those of ordinary skill will readily recognize that alternative hybridization and

!d

wash conditions can be utilized to provide conditions of similar stringency. Additional

~23 -



15 "patient” as used herein nmeans any mammal i an patient or subject
to mhgtﬁ&ﬂmwoommmﬁxfg'mﬂdxwmn perainetons ptei poovidediin emerosirefersness @8, | n
some Q ent s« of the present invention, the patient will be
suffer| ng t‘"ro‘m‘éJ tondition that causes |owered resistance to

di sease, €0475] F‘bfvPCRmta:nlpeeataﬁpfﬁmyt%ﬁ@wdymmhfordﬁwsthegqnc)ewnt

i nvent| to i dentif ect atients [

pharnﬂe P'é“é‘l’ alﬂ’ﬁh@b@%f‘ﬁl&}ﬁ TR r%slc%va%%?g g?% \eﬁic‘;tglh(r:ts and/ or
sus f agdpRfdinddfrhed feng@®. FeCEpHitRgEche chem;nﬁtam olenipbatutenfabaut on,
accepted screening nethods are enployed to determne, . th fotf’t'% of
o x PG i GPieRl LGRS SHRACT G o0, UL CBt PP SRV L 1

assoCLf gkop (#g d;gh g u ﬁné? NengthSR§ Qﬂe@i‘ﬁc@ 3%&%1 QkleCORHidnk @} bothhese

screeni ng net for “exanpl e, ocul"ar exam nations to
det er highendioetshimgernzy smb}lﬁ@nonssnduﬂﬁaekmﬁgaﬁm@hﬁsa i9f B -H5 ¢l fos 3B 8% -
These _and ot her ..routin IIowthe I|n|c

subj eé{mn 9 §oasaling,p aFTtlgftH‘ﬁ§§H STCh glrut P 2D EX e‘ns S04 rren{F f}zeﬁtfor I
Pr18S enimih "MSREHO M I:ﬁb%lfdiﬂ lswaﬁﬂmg*ssmngaﬂ@/ atntphﬁsatumn Iremgt,lons laani ng,

re-wetting and/ oy disi tin I ar ificial
tear eWEdeE &hg‘“’éﬁﬂ?[n F %%dsﬁ't’%ﬁ‘?ls’ (r[‘)l’@‘g o4 ?’P%%S?@%ﬁp “%ﬁ?’“’or (#Dhlrl%
col | eptds§) ncandy orggg.ur f act ant prot ei ns thereby inhibiting the

devel oprrent of ocul ar dj s®ﬁs cont act-l ens wearer ts‘hat Suse%\

" Concomi t alfP78]dnFharaaerulice cﬁ’fta é\e%ﬁ‘Btﬁﬂt CHAY? FHRF AUt € drlig or
30 i niplepsAMRLd fhAmiabaHidf Qbipsitibhight Wigeherdllyhas wanaexit, laodtﬂesu@b’rpcasdtl on
of the c'i)resent i nvention neF]G? adm.ni stration o{ ﬁ ha1%1ace ctlc%

c dpodnctudsrexgiieats that argacsopiablgfer yetegpary pie &y yell AT oppuman pi ody
or smakd $RLEcHMnts@Rh bé Yolidaliqusd) edmisdlidpor] iRk da@tdﬁhbmdohmmpodlnlmg and

the conposition of the present invention will have a therapeutic
ef f ectta8A¥h concomi tant admi nistration may involve concurrent (i.
at the sanfygohy]TePharkiabédical§acpiable QAR Rbd Extbis Mhehihs mw am esferstthe areV\D

2007/ 05635 P / US2006/ 043313 antt| ni t@%m d S‘ﬁ‘ c.t lt&;

t he adhirmassutieally speeptably apdbays Hisdle L‘%Q{PTP BASAR PerSon

0f200" dijRAhM catbe thimted ViR dRidic prévey ﬁesbﬁ\;@the eozdpcfuhumé bapa‘slebﬁnemtmg ng

the appropriate timn sequence and dosa,g é{l. ?m ni Stt&ﬂ}' n, for

par t i owithdnorganigys oag@dngws vitaplsrirorgamicsalts 1p¢ \é%e e foipe 0821

After lﬁéﬂl@%g‘ @WH%@&%M B YRK cAlGEnCadGRAThEA! SEtabl orgahiosalsame
r e sa

fam |y and fam |y nmenber, either or both the heavy and
li ght indhederthose farnagd with e@w@ﬁbasa&%wlp@sdbw@ 8e PAsesy P-4 4HARGlaRS: CDRs from

the org LAEIAKN bl RRRBNRE fond Q@RS ucASARDI ¥
of hybr(ighll ant F%’o%?@?oga?m gg?fnd ant i body ?gagments havi ng h}égl’l d

vats abﬂlse mhaie acid edditonssalis formedewial Worganieacidide-g o hydrerblozis gL hydeobormpic
can be lgaﬁlg ggd%é réﬁ Qedtid '32!1@ rlztlthg Bad, oldlkidRid) ael®ink Bﬂt‘Mb Wl drfiese

kllleﬁ |n th exanp DNA sequences encodi the hybri d
var i amua’ordomsmgcmmthan@s@lfme ethhar(di bepzenespliomeafiy Eh @B HEHY he

target ge%gagaiege?teﬁ Rk &HPea h‘@mQ‘éﬂb&k{' @Ilfoﬂﬁoﬁ)‘)@ﬁd @ﬁ) bpHBBYx yQoups

produce I'gonuc eot| nt hesi s "and he nucl ei c acid
e ncodi prepe@Rthesgnprvndsnayg §I %ESWT% oWh‘F‘b‘BerF F@rﬂ” P Hi'éd’ﬁ ErYPhEESHY 2

?[g ;ﬁtaﬂ{%btﬁﬂ@i A pe%lﬁg%%faﬁ Wi dsilp laﬁl H’c%%ﬁcfnbfhhlﬁ%rﬁfh&u BESteR bk dhl-sglabted

rge r amewor k (gatln with 15 swh
| i gat i ster;end similerly whare thaeetare,apsg, thatlﬁeo PHAFERUPIPIPER, WY Bl O %‘°

vari abl g, Gal issafified diSstiad! @;%Peggtgtdmsemmwaaaycm pREert hanged
by si t E0H° 3mjtaee3|s ince the hybrids are
const rmmild’ﬁtd for mwmdcfesn,@m@llw anil/pt estegifiediforas and thegrapdng i seiing to

gﬁfghf éap?,é.rt%tn“ oK h89 Q0 inbf8E Botf He SigANsRIHRI-NR b QRS O) cSRHEN GRS
-24 -



WO 2007/056352 PCT/US2006/043313

anenable to construction in accordance with the principles described
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typi c8f yepandisqasein SRLBRTICS XOMER) ophage coat proteins (e.g., pill or
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P gzgge in%l;am-rrn?ation therapeutic drug with a pharmaceutical composition of the present invention means

administration of the drug and the composition which is an inhibitor of tissue factor, e.g.,
antibody or small chemical entity, at such time that both the known drug and the composition of
the present invention will have a therapeutic effect. Such concomitant administration may

involve concurrent (i.e. at the same time), prior, or subsequent administration of the
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capsi ds (phagebodi es). An advantage of phage-based di splay systens
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25 [0132] Reduction of non-specific binding: One of skill in the art will appreciate that it

is often desirable to minimize non-specific binding in immunoassays. Particularly, where the

assay involves an antigen or antibody immobilized on a solid substrate it is desirable to minimize

the amount of non-specific binding to the substrate. Means of reducing such non-specific

binding are well known to those of skill in the art. Typically, this technique involves coating the
30  substrate with a proteinaceous composition. In particular, protein compositions such as bovine

serum albumin (BSA), nonfat powdered milk, and gelatin are widely used with powdered milk

being most preferred.

[0133] Labels: The particular label or detectable group used in the assay isnota

critical aspect of the invention, as long as it does not significantly interfere with the specific
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to or sgieatlge chdfnamldxbmaésdlyaumaam fhb atgy) steps and providing compounds from any

convenient source to assays, which are typically run in parallel (e.g, in microtiter formats on

microtiter plates in robotic assays). It will be appreciated that there are many suppliers of
30 chemical compounds, including Sigma (St. Louis, MO), Aldrich (St. Louis, MO), Sigma-Aldrich
(St. Louis, MO), Fluka Chemika-Biochemica Analytika (Buchs Switzerland) and the like.
[0144] In one preferred embodiment, high throughput screening methods involve
providing a combinatorial small orgenic molecule or peptide library containing a large number of

potential therapeutic compounds (potential modulator or ligand compounds). Such
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solid? Interaction of the ta
1994) ohgocarbamates (Cho et al., Science 261: 130 1%@9), and/or peptidyl phosphonates

25  (Campbell et al., J. Org. Chem. §9: 658, 1994), nucleic acid libraries (see Ausubel, Berger and
Sambrook, all supra), peptide nucleic acid libraries (see, e.g., U.S. Patent 5,539,083), antibody
libraries (see, e.g., Vaughn et al., Nature Biotechnology, 14: 309-314, 1996 and
PCT/US96/10287), carbohydrate libraries (see, e.g., Liang et al., Science 274: 1520-1522, 1996
and U.S. Patent 5,593,853), small organic molecule libraries (see, e.g., benzodiazepines, Baum

10 C&EN, Jan 18, page 33 (1993); isoprenoids, U.S. Patent 5,569,588, thiazolidinones and
metathiazanones, U.S. Patent 5,549,974; pyrrolidines, U.S. Patents 5,525,735 and 5,519,134,
morpholino compounds, U.S. Patent 5,506,337, benzodiazepines, 5,288,514, and the like).

[0147] Devices for the preparation of combinatorial libraries are commcrciqlly

available (see, e.g., 357 MPS, 390 MPS, Advanced Chem Tech, Louisville KY, Symphony,
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descr erein, as woul d be :P parent to one, of slﬁ1 on r VI &w
of t hiasd Gaien asglueMed. Chem. 37:1233,1 S, the test Compounds

25  activating variants of tissue factor.
[0150] Libraries of compounds can be presented in solution (e.g., Houghten,

Bio/Techniques 13: 412-421, 1992), or on beads (Lam, Nature 354: 82-84, 1991), chips (Fodor,
Nature 364: 555-556, 1993), bacteria (U.S. Pat. No. 5,223,409), spores (U.S. Pat. Nos.
5,571,698, 5',403,484, and 5,223,409), plasmids (Cull et al., Proc. Natl. Acad. Sci. USA 8%:
30 1865-1869, 1992) or on phage (Scott et al., Science 249: 386-390, 1990; Devlin, Science 249:
404-406, 1990; Cwirla et al., Proc. Natl. Acad. Sci, USA 87: 6378-6382, 1990; and Felici, J. Mol.
Biol. 222: 301-310, 1991).
[0151] The ability of a test compound to inhibit the signaling activity of tissue factor or

a biologically active portion thereof can be determined, e.g:, by monitoring inhibition of tissue

1

394, In some embodiment;
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screening assays and uses thereof for treatments as described herein.

30 [0155] In one embodiment the invention provides soluble assays using tissue factor, or
a cell or tissue expressing tissue factor, either naturally occutring or recombinant. In another
embodiment, the invention provides solid phase based in vitro assays in a high throughput
format, where tissue factor, tissue factor in an appropriately modified conformation to mimic

cellular signaling pools or its ligand is attached to a solid phase substrate via covalent or non-
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commercially available and many additional antibodies are described in the literature. For

30 example, in one common configuration, the tag is a first antibody and the tag binder is a second
antibody which recognizes the first antibody. In addition to antibody-antigen interactions,
receptor-ligand interactions are also appropriate as tag and tag-binder pairs. For example,
agonists and antagonists of cell membrane receptors (e.g., cell receptor-ligand interactions such

as toll-like receptors, transferrin, ¢-kit, viral receptor ligands, cytokine receptors, chemokine
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t o or phatecyuntbesisiltdg. ,a:cp@:}eg)gg}eysen et al., J. Immun. Meth 102 25 274, 1987

(describing synthesis of solid phase components on pins); Frank & Doring, Tetrahedron 44;

6031-6040, 1988 (describing synthesis of various peptide sequences on cellulose disks); Fodor et
al., Science 251: 767-777, 1991; Sheldon er al., Clinical Chemistry 39: 71 8-719,1993; and

30 Kozal ef al., Nature Medicine 2: 753-759, 1996 (all describing arrays of biopolymers fixed to
solid substrates). Non-chemical approaches for fixing tag binders to substrates include other

common methods, such as heat, cross-linking by UV radiation, and the like.
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| Dt afa&ﬁ ouRdl Qiﬂréej-)éhéﬁﬁﬂ 4Bl lsﬁbﬁ@nnmad@aﬁp@ﬁﬂﬁt)f dHedthdb @by - NHS WO
2007/ 0563 52PCT/ 2006/ 043313 ( \ 141vYal uct k

ri.frtfjidets
t echnisgjersianvide piokagishlibrary pprogghs liraitey to P?H“g\ﬂﬂﬁ?‘l‘eét YV]B"F Ry ?tl]e’%?‘gr ce
Chemi Qaﬁrgaché%%&é@n@bblel th beﬁn,de %ﬂ-pbﬂﬁae Bhédrr?e?dr dnfulltnRBecor! bgarief of
streptavi di n-coated 96 we B
compounds (Lam, Anticancer Drug es. 12 145 1997).
[0167] Inmany drug screening programs which test libraries of modulating agents and
30  natural extracts, high throughput assays are desirable in order to maximize the number of
modulating agents surveyed in a given period of time. Assays which are performed in cell-free
systems, such as can be derived with purified or semi-purified proteins, are often preferred as
“primary” screens in that they can be generated to permit rapid development and relatively easy

detection of an alteration in a molecular target which is mediated by a test modulating agent.
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No. 60/411,731, filed on Sep. 16, 2002, the contents of which are
i ncorporated herein by reference.
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agent downdtdeem binding element, in the presence and absence of a candidate agent, can be
accomplished in any vessel suitable for containing the reactants. Examples include microtitre
20  plates, test tubes, and micro-centrifuge tubes. In one embodiment, a fusion protein can be
provided which adds a domain that allows the protein to be bound to a matrix. For example,
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[0174] Other techniques for immobilizing proteins on matrices are also available for

use in the subject assay. For instance, biotinylated molecules can be prepared from biotin-NHS
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30  serum, circulation and/or tissue of the non-human animal is measurement of the ability of the
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compound on clinical signs and symptoms of infection can be measured. The ability of the
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from one individual to another can also be tested.
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typic ahrlbyxy-uaﬁhmﬂmoahﬂcamm andiafi p@atnde mgtcnsm;ls ithihe peTE scqyense can provi
25  advantageous physical, chemical, biochemical, and pharmacological properties, such as:

enthanced stability, increased potency and/or efficacy, resistance to serurn proteases, desirable

pharmacokinetic properties, and others.

DETECTABLE LABEL
[0198] The particular label or detectable group used in the assay can be detectable by

30  spectroscopic, photochemical, biochemical, immunochemical, electrical, optical or chemical
means. The particular type of label is not a critical aspect of the invention, so long as it does not
significantly interfere with the specific binding of an antibody to the signaling tissue factor, e.g.,
Mab 10H10, used in the assay. The detectable group can be any material having a detectable

physical or chemical property. Such detectable labels have been well-developed in the field of
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acceb@gﬁ%p@yﬁ{ e[nnzy(()x{%vgf rrgeorls e dx: age, glrkgﬂ'f PRE@& %%H& kfué}js !c%nmonly

l sonoagRhi hrCanCHNSA)a lahd mrfnmmm ltsbey sl as colloiilal golder f:aioxmi glfassaor plastic (e.g.

CAPr | BREssoeoBATATBT Sy A A R Ay PRAY Perrinb Bttt T ©

] or emaphmudwmcem Nﬁs msuaszm 8850, 2520%,839,350; : 996,34824217,437; 4,275,149;

Pharmaceut i cal ly acceptab e, det | the
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mcorporatcd herein by reference in its entirety and for all purposes.
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36 are administered simultaneously, in which case the dosage of each therapeutic antibody or small

molecule composition administered falls within the ranges indicated. A therapeutic antibody or

small molecule composition is usually administered on multiple occasions, Intervals between

single dosages can be weekly, monthly or yearly, Intervals can also be irregular as indicated by

measuring blood levels of therapeutic antibody or small molecule composition in the patient. In
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This type of injection is most typically performed in the arm or leg muscles. In some methods,
agents are injected directly into a particular tissue where a tumor is found, for example
intracranial injection or convection enhanced delivery. Intramuscular injection or intravenous

30  infusion are preferred for administration of an antibody or small molecule composition. In some
methods, particular therapeutic antibody or small molecule composition are delivered directly
into the cranium. In some methods, antibody or smail molecule composition is administered as a

sustained release composition or device, such as a Medipad™ device.
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polyglycolic acids and copolymers (such as latex functionalized Sepharose™, agarose, cellulose,

and the like), polymeric amino acids, amino acid copolymers, and lipid aggregates (such as oil
30  droplets or lippsomes). Additionally, these carriers can function as immunostimulating agents
(i.e., adjuvants).
[0217] For parenteral administration, a therapeutic antibody or small molecule
composition, can be administered as injectable dosages of a solution or suspension of the

substance in a physiologically acceptable diluent with a pharmaceutical carrier that can be a
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EXEMPLARY EMBODIMENTS
[0227] As illustrated in the Examples below, the present inventors discovered that TF-

30 VIla mediated coagulation and cell signaling involve distinct cellular pools of TF. It was found
that the surface accessible, extracellular Cys]“-Cyszog disulfide bond of TF is required for
coagulation activation as well as coagulation initiation phase signaling by Xa in the ternary TF-
Vlla-Xa complex, but not for direct PAR2Z cleavage by the binary TF-VIla complex. Mutational
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specific inhibitory antibody to signaling TF which does not interfere with coagulation initiation
or ternary TF-VIIa-Xa complex signaling.
[0233] Figure 1 shows specific inhibition of signaling TF. a Coagulant activity, TF
25  expression and b TF-VIla signaling in growth arrested HaCaT cells, meantsd (n=3). Insets: actin
or TF in cell lysates. ¢ Cell surface TF detection with FITC-conjugated MAb-9C3 and Texas
Red-conjugated MAb-5G9 or 10H10. d Xa generation of phospholipid-reconstituted TF
immunodepleted by immobilized MAbs-10H10 or 5G9 relative to control. € PAR2-dependence
of HaCaT TF-VIla signaling. f Different affinity for Vlla distinguishes TF that mediates TF-V1la
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V]la signaling; mean+sd (n>3).

EXAMPLE 2
Signaling TF is regulated by Protein Disulfide Isomerase
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Bacitracin inhibited TF-VIla signaling, but not direct PAR?2 agonist or thrombin responses (Fig.
2h). Washout of bacitracin restored TF-V1la signaling and MPB-labeling of surface PDI showed
PDI with TF within the time frames of these experiments

concomitant rapid re-association of
(Fig. 2i). Thus, signaling TF on high Ca?* cells is in a bacitracin-sensitive complex with PDI.
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EXAMPLE 3
30 Mutational Breaking of the TF Disulfide Recapitulated Reduced affinity for VIla, the

hallmark of signaling TF
[0239] We tested whether a broken TF Cysm-Cys209 disulfide recapitulated signaling

properties of PDI-regulated TF. Individual alanine substitution mutants for the disulfide were

introduced into TF-negative umbilical vein endothelial cells (HUVECs) by adenoviral
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EXAMPLE 4
Role of Coagulant TF and Signaling TF in Tumor Progression
[0242] Specific antibodies to coagulant (MADb-5G9) and signaling (MAb-10H10) TF
30  provided an opportunity to address the roles of these respective activities in tumour progression.
Specific targeting of tumour cell TF was achieved in the xenograft MDA-MB231 breast cancer
model. The antibodies showed the expected specificities to suppress coagulation in the case of
MAb-5G9, whereas MADb-10H10 inhibited signaling, including the induction of proangiogenic

interleukin 8 and TR3, a typical early response gene downstream of PAR signaling (Fig. 4a,b).
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non-cogg ld#i@é%t a@ngagﬁ H2kaubE siglIalﬁthP—MHatiﬁEfﬂciéﬂﬁlﬁﬂbﬂﬂ@ Ewheirgie, ittds@gesrapid
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tumour growth, providing direct evidence that TF-Vila mediated PAR2 activation is a central

signaling pathway that drives pathologies independent of thrombin signaling in vivo. The
example of TF shows that disulfide exchange pathways have the versatility to switch a single
receptor between two distinct biological functions and that such a regulatory switch may be
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Ahare é%ﬁﬁ%uf¥CF*L‘?@§?o'}“?“‘€éﬁ‘?ﬁé‘f"‘B S 23038 gég_m, l%gag%sﬁ B HRCAT
kea0at ismitclymethet \am!a@djtt)@e‘leﬂﬁ-@tfwkhm&%- er S IpRES] 05?‘& am ne.
For | oy %ﬁmﬁ%&l&!}%@ceﬁ%&r@ MYE-RbA& intthe plésende@F aliskve of hseerBielid to

(I nvi tT8gen o cal

addi ngelage NOmugHaly, AR g o R AL Bé‘ﬁ%é‘t@%jg?,gﬁgﬁ(ﬁrﬁegng%% 82’
04, R RAIe T kot pamictod e vt
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FO£5 Si %Q&ha‘m? Sty £'d IR bRide-96lchddifBpeRhway, linking the regulation of TF

thrombogenicity to oxidative stress in the vasculature. Fig. 6a shows that the biotin switch

method after thiol blockade with 1 mM N-ethylmaleimide (NEM) detects increased labeling of

PDI upon NO release by ascorbic acid (AA) specifically in PDI immunoprecipitates from high

Ca®* cells. With specificity for high Ca*"cells, immunoprecipitated PDI showed increased MPB-

30 labeling in the presence of ascorbic acid. MPB-labeled bands at the appropriate molecular
weight for TF also became visible in PDI immunoprecipitates. Fig. 6b shows S-nitrosylation of

TF detected by the biotin switch method after thiol blockade with 1 mM iodoacetamide prior to
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2xéL06 I\/IDA MB231nfp cells or 0.5x106 M24net cells were mixed with 1
mg> MABLYBH10, MAb-5@9 or isotype matched 1gGL (TIB115) in 100 [11
PBS and injected subcutaneously into 6 week-old, female C B-17 SCUD
mce EXa@PLEY. 20 Jessani et al., Proc. Natl. Acad. Sci. . us. A 101:

13756-13761, . 2004:_. Muel | | Acad i
. ] . . Sci. USA :
11832 TF1¥Hg Sigy .Reﬂﬁ‘%ﬁ?ﬁvloéqi[urre%m lgég&r?gg@ﬁr ed with Cﬁﬂ i rs8gnd

at sacri f i pese)unniditionalisgidtes aswingratyd ireki indicgigcihied 7| i
ot ngéq,?,gﬁ:gﬁ ?@@ﬁé‘%%%%%ﬂ £$£@F mﬁiﬁmm ga@gg keg?pﬁht&{ﬁér e
y - o uska?‘ﬁ/‘\&llistest. d
20  PAR?2 from high Ca*" cells is abolished by Hg?* pretreatment. Fig. 7b shows that MADb-10H10,
but not MAb-5G9, perturbs the TF-PAR2 complex. HaCaT cells were pretreated in serum-free
medium for 15 minutes with the indicated antibody and TF was detected in the PAR2

immunoprecipitate. Loading controls were not feasible due to background, because no PAR2
suitable antibody from a different species was available for Western-blotting. Fig. 7¢ shows that

25  MAD-10H10 does not immunoprecipitate PAR2 form HaCaT cells. Fig. 7d shows MAb-10H10
does not immunoprecipitate a complex containing PDIL. MPB-labeled cells were

jmmunoprecipitated with MAb-9C3 or MAb-1 0H10 and probed for PDI, TF or thiol-

biotinylation with MPB.
[0251) As demonstrated in Figure 7, MAb-5G9 had no effect on TF-V1la signaling, but

30  showed strong reactivity with coagulant and non-coagulant pools of TF. This antibody
immunoprecipitated a complex of TF with PAR? from HaCaT celis (Fig. 7). Hg*" treatment to
release surface PDI from TF abolished PAR2 complex formation with TF in MAb-5G9
immunoprecipitates, Pretreatment of cells with MAb-5G9 had no effect on the reverse

association of TF with PAR2 immunoprecipitates, but the signaling blocking MAb-10H10
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physi cal properties, such as
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e rea y apparent to one of ordinary skill in the art in

Ilght of the teach| ngs of this invention that cer
tain changes and
t hckfEXAMB&E$8g Mr b ffiliteie thereto without departlng ?romthe

.Sﬁhrklf‘t“%?‘“§?“9??1&i‘°aspe ?ppended claims. We claim |.A use of an

ssue factor gg; ¥

ne@dli canentl0¥3} Reqsgess nﬁo%ﬁla"‘j\ﬂ'&ng‘ﬁ@ﬁg@ﬁorgf gﬁ ggé:h seaé gesg{:beﬁ

![ Infs lsue ﬁglchsﬂt Orbrr}ffbpgtgtgmmo \flﬂl Qﬂpp_?g@jv ?thDI\HI@t)QA}ethPArﬂED KStressgen)nditibi t s
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act | VERES (Uprieh o (omeloipidyl o loc Rt iD P pleP o) BEAL GRS

in t h&eﬂg@gﬁk bRAe BRhAC Riewal and IRQS, Poer. Nhtl. clcad, m:a mesemww 2001;

v

i nhib oes not t
ol ai mibarudcmd Rt mﬁiﬁéﬁg aar s B o sty Shats A oL B 200
S?TE?,%'; ?%dspﬁ&%er aft; %Je}r?rz]@rg;ﬁ Q'épfmr-haa m991; Mogtsedyret hhd‘hlrmhb Bies. 62:2#B6kin

1988; Dorfleutner ef al., Mol. Biol. Cell lg 4416-4425, 2004; and Dorfleutner and Ruf, Blood
102: 3998-4005, 2003. Bacitracin was repurified by gel filtration and tested for absence of PDI
degradation. Rabbit anti-PAR2 was raised against KLH-coupled peptide
TIQGTNRSSKGRSLIGKVDGTSHVTGCG (SEQ ID NO:5). Soluble TF mutants were

20  expressed in E. coli as described in Stone e/ al., Biochem. J. 310: 605-614, 1995.

[0253] In addition to the disclosures in the scientific literatures noted above, the 5G9
and 10H10 antibodies are also described extensively in U.S. Patents 5,223,427 and 6,001,978.
Hybridomas producing these two antibodies have been deposited pursuant to Budapest Treaty
requirements with the ATCC on Mar. 27, 1987 and assigned accession numbers HB9382 and

25  HB9383, respectively.

[0254] Cell Culture. HUVECs were maintained and transduced, as described. Ahamed
and Ruf, J Biol. Chem. 279: 23038-23044, 2004. Human HaCaT keratinocyte standard culture
was DMEM, 10% FBS, 2 mM glutamine. For low Ca*" culture, cells were split into
keratinocyte-SFM (Invitrogen), 10% calcium-depleted FBS for 48 hours and switched by adding

30 2 mM Ca®* for 24 hours with or without cycloheximide (50 pM). For siRNA knockdown,
HaCaT cells were transfected daily at 40% confluence with 100 nsM siRNA (Santa Cruz

Biotechnology) using 2 pl Lipofectamin 2000 (Gibco).
[0255) Functional and signaling assays. For signaling experiments, cell were

equilibrated to serum free conditions for 5 hours in M199, 2 mM glutamine, 10 mM HEPES, 1.5.
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iri ended
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We claim:

IR A use of an inhibitor of tissus factor signaling in the manufacture of a medicament for treating an
angiogenesis-related disease or inflammation in a mammalian subject, wherein the inhibitor

inhibits tissue factor/ factor Vlla (TF/Vlla) signaling involving protease activated receptor 2

{PAR2) but does not interfere with hemostasis in the mammalian subject.

2. The use of claim [ wherein the inhibitor does not prevent coagulation activation.

3. Th_e use of ¢laim T wherein TF/VIa signaling is depcndeﬁt on protein disulfide isomerase (Pbl).
4, The use of claim | wherein the inhibitor s an antibody or Sﬂl?l[ chemical entity.

5. The use of claim 4 wherein .the inhibitor is an antibody or an antigen-binding molecule having the

binding specificity of monoclonal antibody 10H10 produced by the hybridoma with ATCC access
number HB9383. .

6. The use of ¢laim 4 wherein the inhibitor is monoclonal antibody 10H10 produced by the
hybridoma with ATCC access humber HB9383.

1. The use of claim 1 wherein the inhibitor inhibits the binding to tissue factor by monaclonal
antibody 10H10 produced by the hybridoma with ATCC access number HB9383.

3. The use of claim | wherein the inhibitor does not inhibit the binding fo tissue factor by
monoclonal antibody 5G9 produced by the hybridoma with ATCC access number HB9382.

9. A use of 2 compound which inhibits TF/Vlla signaling involving protease activated receptor 2
(PARZ) but does not interfere with tissue factor mediated hemostasis activity in the manufacture of a
medicament for treating or ameliorating the symptoms of a tumor in a mammalian subject. - -

10,  The use of claim 9, wherein the disease is a breast tumor or melanoma,

1.  The use of claim 9 wherein the hemostasis activity is TF mediated coagulation,

12.  The use of claim 9 wherein TF/Vlla signaling is dependent on protein disuifide isomerase.
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13.  The use of claim 9 wherein the compound is an antibody or small chemical entity.

14. The use of claim 13 wherein the compound is an antibody or an antigen-binding molecule having
the binding specificity of monoclonal antibody 10H10 produced by the hybridoma with ATCC access
number HB9343.

15. The use of claim 13 wherein the compound is monoclonal antibody 10H10 produced by the
hybridoma with ATCC access number HB9383.

16. * A method for identifying an agent which inhibits TF/V1la signaling but does not block
coagulation, the method comprising measuring in the presence or absence of a test compound the binding
between (i) an antibody or an antigen-binding molecule having the binding specificity of monoclonal
antibody 10H10 produced by the hybridoma with ATCC access number HB9383 and (ii) tissue factor
polypeptide; and detecting an inhibition of said binding in the presence of the test compound relative to
the binding in the absence of the test compound, thereby identifying an agent which inhibits TF/V1la

signaling but does not block coagulation.

17.  The method of claim- 16, wherein the antibody or an antigen-binding molecule is the monoclonal
antibody produced by the hybridoma with ATCC access number HB9383.

18.  The method of claim 16, wherein the test compound is small molecule organic compound.

19.  The method of claim 16, further comprising detecting an inhibitory effect of the identified agent

on tissue factor signaling.

20.  The method of claim 16, further comprising detecting no effect of the identified agent on tissue

factor-mediated coagulation.

21, The method of claim 16, further comprising (i) contacting, in the presence or absence of the
identified agent, a tissue factor polypeptide with the monoclonal antibody 5G9 produced by the
hybridoma with ATCC access number HB9382 and (ii) detecting no inhibition of the identified agent on
binding to tissue factor by monoclonal antibody 5G9 produced by the hybridoma with ATCC access
number HB9382.
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