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COVPOSI TI ONS AND METHODS FOR CONTRCLLI NG Tl SSUE FACTOR

SI GNALI NG SPECI FI CI TY CROSS- REFERENCE TO RELATED
wORRIA0548Ek ONS [ 0001] The subj ect patent appli ceCiras2006/043313

clains the benefit of priority to U S. Provisional

Pat ent Application Nunber 60/734,149 (filed Novenber

7, 2005) The full disclosures of the priority

e, 14 en Irei §A;J%B @ﬁ?ﬁsﬁ%ﬂ@ 'I‘P’]!NGOFTISSUE
GO\/ERNI\/ENT S 1%%3 *‘ﬁ&@%mﬁ s made by

gover nnment support by G ant Nos. HL60472 HL3 1950,
and HLI 641 1 fromthe National Heart, Lung, and Bl ood
Institute. The Governnent has certain rights in this

CROS{RFERENGE BY BREFATER ARRIHGATHND003] The i nvention
9896013 ke rsngIJ &% Btedt Qpﬁf%g@&ﬁdl&lhﬁ A @H&itm?bﬁ ? td grS Provisional

treatln sease pen dent upon tissue factor

Patenvmpahc(amm Whmgyr @/@ﬁd |49 (iijed No‘e@mimﬁiﬁqoéh qutf]ﬂé éxsclosnfﬁ@ of the
prlorffigg %{ﬁggﬁloﬁmﬁ&&gor?tg@ﬂéﬁt rréf@%n@eﬁn 'tﬁé{f)’x} %ﬁe@}; arlﬁl];foI élﬁﬁh"ﬁoses.

r Si lan Su

inhibitor is effective in reducing or elimnating the
STATEMENEROF 60 VERNMENTSUPPORANti ng its occurrence or

r e
B T i A
HL3 wﬂmndﬂIdfMt lhﬁom diid Naggiondldtrerty ewgpaorBlood bietufea diho Sovernment
has Cé,‘-ﬁr % 1V‘ﬂn t(i}hefnsetrlénne protease factor Vila activates
%} '8 55‘ AMaébst asi s and coagul ati on and
conconmtantly triggers protease activated receptor
FIEIS) @FITHEJNVENFON &t i on, tunour progression and

P35l P AR Q35 S uopd e a5
diseade deﬁ]oaﬁdeihﬁlﬂ)on 2003 ;faSCEESH fﬁd}-cbsrg\f &t (é[EWV Tlayrst @almfmlae!tlamrﬁﬁiao sibject.
Va B w di rec strea
The b A S A BTSSRI e e U van

subje@Y erteliftdBifor Bye rrbtiveda Réduying eﬂamhadagdﬁmsidemmf disease or
CoagU|at|On proteases re

i ned fungd
PreveRHpd §S PRABHCRE QL TSCHHECH W@BUPE#a W%Wﬁgge m?éé%ﬁ)&ﬂ%fhﬁ mpgmmalian
subJe@{. Br J Pharnmacol, 144: 212-219, 2005; Nankung, et
Gastroenterol ogy, 126: 1844-1859, 2004; Fi orucci,
et aI Proc Natl Acad Sci USA, 98: 13936-13941, 2001,
BACKSGRQUMND o) . Nature, 398: 156-160, 1999. [0005] TF

bi fogeu)arsh A ASkiB Lhig Ak ¥ BE bilVakBSe fe Stisdelfact@dF) with the
as[gl st's |rel th§>l{ea<§lt<'§lls,s,en‘gl of the terna?é);ﬁtTF VIla-X

sering peatpasaerton ViIa petivates Bwswaékawtaﬂﬁ ardepsedatingidct
concéﬁ%&r@lag%ﬁﬁ%%%%@ts&s@ LR redIBlol ﬁgﬁiﬁmggn Ablammilis, %hﬁﬁlr gf%gressmn

The TF-VITa conplex al so direct]
and ahglogenesias dackman, dierdgssled va”@zzleﬂ{aw B(iqipﬁ} 1915~ ﬁé’r%e?@ﬁ Riewald

and Bft, CrifCOf 7.8 429, 5605 BeRfile ot AeriogdaTREAR, A% 25: 1545-
1550770033, 7Héw dir2@ pstrebe SiH-VHa signaling determines pathology without being
overridden by abundantly generated downstream coagulation proteases remained a fundamental,
unresolved question in vascular biology. Kawabata et al., Br J Pharmacol., 144: 212-219, 2005;
Namkung, et al,. Gastroenterology, 126: 1844-1859, 2004; Fiorucci, et al., Proc Natl Acad Sci
USA, 98: 13936-13941, 2001; Cocks et al., Nature, 398: 156-160, 1999.

[0005] TF binds and allosterically activates factor VIla and assists in the assembly of
the ternary TF-VIla-X coagulation initiation complex that releases product Xa to generate

thrombin. Norledge ef al., Proteins 53: 640-648, 2003. The TF-VIIa complex also directly
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’cléavég

wel | established roles of thronbin signaling through

PARs in haenostasis and inflammation, the activation
wohoPARs3sby al ternative proteases in vivo renaPg¥/US2006/043313

poorly defined. Coughlin, J. Thronb. Haenost. 3:

1800- 1814, 2005. TF and PAR2 are closely |inked,

@Wns : ?%%E’na%%‘ ‘f%%l%z@ﬁ@“%% g|o I@%hf%reﬁ E@j@a_‘ir’r;h%%dgg}z zgad iS8i. US4 97:

5255-5R60RRI00B cenkicindiRyd PeboWadndeadceal Fflingoo1. Despite

well e%nlggggcgrggeﬁ 2% t}E(g‘B@HE%e@ @@ tﬁU&%h ]]JAI@, ﬁ’ilthﬁlerné%‘s@d% s a8d %ﬂammatlon the
activaBO2eHOMR s ROMmatiovmoeases i vivastenains pptrbt dstfiped; rfé‘?é&gélﬂ‘%; dd

F- VI I t
Thr 0"&1%? f’%g# jg(?d Eé;il%e% epenggn agef%géla nla %g’e%auseoﬁer
chpﬁﬁmﬁbﬁﬁﬁmhﬁgﬁgmmiﬁn deopxmsﬂrmsmﬁ’AMﬂgr@hag endc Tl exdenlpspnic

i ogenesi s .i nhi r at. ar.e a
NTETE R

ChemeZ79512§03|8fE3bhl43 2004; Hemngegml aloure Mednttli: 502-50% 2804 fddwavgr, it is
related to angi ogenesi s, tunor ce

incompiatelk pedersoqsihopn Xﬁlﬁﬁ{gp@l}pg 1mg}1]@ eglaﬁ%&aﬁsgphgflopgfcal roles

1ndeka§%] f@%ﬁéh RSO Qo tRhif €6 R 1HOH PRdtdayes. hbdvifurrently no
présent invention generally relates ’:?9 di A
anglogm@mhthlwrﬁsthdﬁtﬁ TFRA BRI VT EFRURETY QG QSRS Telqieg disease.

need SROUR hé&h &%gﬁ&g or inRibit VAR Bng RAEIQY Qﬁ’g@csgeﬁesﬁs? hadcg dell
I'sease, I nflammtion or neoplastlc di sease.
growihompos intetastasis e iaflarmiias, while gfowingkloed hosastssis é’?‘tg}’{%ﬁ tgroceed
ich does not interfere with henostasis in the
mmal i an subj ect. The methods conprise admi nistering
an inhibitor of tissue factor signaling to the
SUMiviaR®El i an subject. The inhibitor is effective in

di F[Q(g%l tF geesénrt] ‘ﬁ{v?ﬁﬁ[bm%agéral it 't@g(ﬁﬁ‘fﬁﬁitl%ni Slaah&kbds for treating

{1 o or neop astic di sease
disea¥d ih honmnmﬂmhealgmgot dfmmlples mmgen@@d@@éﬁdé@&wt inflpgpatien or

neopﬂz}g{%ﬂg%%%g r r%glgb?ns dm s %}1 1S eas % tls% §clﬂ(prj s 11ng[ VRO foeBnot

epen ent on tissue

interfeRAGLIE Ren@stadis iihk ﬁlaﬁinglﬂlalh subfpct. Tt mehads ICPIHIQU@U‘I@P’@@“CIF@ an
provi ded conpris mn| sterin n
A R e A L
reduc"i’i‘ig)ﬂl@ fncRich@Cdfiau @nglggelh@ﬁsslfeﬁtﬁ dighiastna tielanineaton oe a@@la@’uc
prevent its occurr eEce or recurrence i

disconmn bR EestiBg BiSE Ik GHEAEH TR e

ma hﬁﬁu%{e%t wi th henostasis in the mammal i an subJ ect.
di seases include, but are not |limted t

a nIQDQ)"Q enesiethod &rareadng diggsederprdspt wpopitissug |f%9é‘§éf%°t°r yila
mgnahng i é‘}'{%&b%p%n MB&Q @gfo‘vfdeg LSRRy Mmihiskt 'hh1®ﬁ016ti’f&135ue

uded ngi ogenesi s-rel ated di seas? h
factod mgnaslmgeco:th,e mahrenalmh U] QC(t.) fn ar@wnh«ﬁf%%f‘dy resjuce oA inat the

cher cal TidnlGbjbA b RiréiR he
disegsg OWBr’i’Beé'le% IOC r{engeo% g“%%f&‘lﬁqg I\%f)m&&]na b) prJod uced by
nhlmtBEdm i 1d&[’fare\/\mﬂfheth'5€1@91awbs gammatiar subRoB BB, dlﬁ[eEMEPIUde but

O ndsent SRt Roplasti

are nPF ]é@l} ?a@%gtﬂge%qsﬁrfglla o élsle o cnee ]'%”R%S% %%?Sﬁéra&ﬂqu oplastie
dise R R hSdnigationersinepdedofitido ticaagiv gopesis-redaed dissaprsudgone aspect,
the 1¥1Mh1£1|?oralls gnealmltli)(t))c%so%%m%ﬁ cl?é/mical entity. In a detailed aspect, the inhibitor is
monoclonal antibody 10H10 (MAb 10H10) produced by the hybridoma with ATCC access

number HB9383.

norm.
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system conprising a cell expressing tissue factor

capabl e of signaling, wherein tissue factordependent
wei2eTalséasyg i s regul ated by protein disul fide i souRISa®e/043313

providing factor Vila to said assay systemin an

amount selected to be effective to activate tissue

f 6}66684 -deRencen: i®h8 e NGmpaid Wiatiembinstesisstd fa610F sighaling in
sai d test conpound on tissue factor-dependent

cells isingoradadregmiprisisaithg steeseficoatpsting iR rowpeynderibecelfbased;agsay
systeIn%gﬁP IH%Q Uafeﬁpgsﬁ 5588 BR¥r Qﬁﬂaﬂl@ of BohfRL] WeerQh i8Rk hctor-

n one spect net hod further compri ses
depelmtbn@@gnah@ ia meguiﬂhﬁdkhytm@tymelﬁsmtﬁﬂp igmerdse mredding &eies YAQ toppid

assaytrré/?%ﬁﬁlgn ?rﬁfrfrﬁ nt g’él&?e%.l tl) Bg eff%:j:ﬂv@toféé{&ﬁ@{lss @fﬁkd%p%ehgent signaling,

er “conpriseés detecting no e
and deeemnmrqﬁﬁeumf said test emnp@uﬁch«m uﬂsumduoaﬂmnMWsmaé@g én said assay

but are n t,
systpor o oot sobing® B A sy BebE Sy By of sjd mogleton. 1n
one d‘spEfcf Rexhod Fpeiek corhitses ddticting s thhastoryeffyisifein test gmab(wnd on

s (bR amalepoRte SRR ABEE CERB TS CARPAT CRgpegp bkt of

the te%ﬂ@irﬂpoﬁﬁt?éﬂ ﬁs%{le fbio-h¢diated hamdstzis?d I celyincltde, bllitetre not limited

conpound |nh|b|ts t he 1041
to, kergtinogytes, mslagoma, qr ﬁ@(}otlggl@ ll%g[ %@? asp(eﬁ%% ﬁ%%ﬁﬁ‘?@ assay system
mgna‘ﬂﬁ%&oﬁﬁ@eﬂe%?b&teﬁ&e&cﬁwﬁw @er@fr 2PN S ElrBePdsped, tth@@d)bompound is
&) produced by the hybridoma with ATCC

an mﬁ@c@scg SWH‘@b?mIHB%W I defailedasppeicthe pompaund g1Riis e tiedine of
mad QH1b é(? ggs'ug el ginoagﬁ S ral1d ApER. Wﬂ@édn‘i‘}fbuﬁ&' 88 ‘Plbt 1h§1b1t the

provi rsing mnlsterln at erageutlca X
blndmgbﬁmbncc@mkmﬂbod}o?G%(MbhﬁGMOW@ hy the dibridasap with ATCC access

in cells via tissue factor-factor Vila
nmn‘%?ﬁﬁ%kfg’nggﬁﬂbgald conpound i s an antagoni st of
ti @60y faeaictiod fferctteanng\,éﬂga)gmegns aa mgmmhan peject isazwiled
ound i ecli t "
N e e e B S D S
signd¥ng Fre€allE KRB Suel fictbhactoRWTTabatways N\khje&m said cmma)oﬁm,d islae pntagonist

aspect, the_co nd .does, not .interf
of RSP GPOY VR e BPECTY e 2B L coparepnd i
effediivs BMEddca St Qliminae bRgioddnkds &itd @fﬂvérﬂ Gts ioScuitepend estrrenve in the
protein disulfide isonerase. ﬁnot her afe ect

mamfepipppubjegk tlg@ f\;qtl]leé aye&n@p pﬂ@p@@g pes npt 31‘(?5 with Eemos‘?asm in the
manfiiby &y t rlﬁ%‘ﬁpﬁé?)'éctzﬁssh@fa@tof Hclop §MTa3EReGHg is HERNES bn protein
conpoun an antibody or small chemcal entity. .In a
disulfide &Dinemseis‘ip @nethertapeect G0 (RvEPritariomoY Hassignaling Pyt %Vga pptease
activate ec%gj{)% tfuﬁﬁéf% o;t ggté}%rt%st &&nﬁbuﬁg 'fsta!ﬂea'htlgc%l%k kgl ct%emlcal

I 'nhi bi ndi ng o
entltwlb aﬁ%ﬂdzdaaspccs,sthecc{lwuod inh{bie ﬂ@]bnrdlmfﬁ\édb f041Q todigpyerfactor. In

fur@}eagegﬁtegs tgll%ﬁ%%j ﬁ]ezﬁ%%ls 8uﬂd Cfio%sn @%l% A0 bﬁﬁiﬁﬂg%‘f‘MA@SG9 0 tlssue factor.

Capeut] cal
ef tmo]l Vﬁ n&lﬂwdribr t@efatlﬂg g neqptasmddlwfatse:h arm@inmaliwubJ ect is PfOVlded

naI in cells via actor-fa
comp EpF oA ever o E G ionl glish gpoculaes
s1gn£lfngt1h Sﬁléemf @ehofctbaticRl Vfalpathsiag vélerdiy saldlccanpmahdl adbasenh
assay system and sajd, coppound is effectiv d
anta g b R RE0E O SOBIOE D PeelDe® oy et Bt S npoun
is ef@éﬁw tb $Huke S elﬁrﬁﬁéﬂé fh@ AE&Hldstc HREaseBNMITrdvaRt 1&lﬂa¢1,&féhce drn

further aspect, the corgound does not int e({gfere % n
recutfeRssd the jmanprhalia éuw Fihar @ppest fhe cpppasl despgdnterfere wit

hiBect Y SneHsglieR isfi@ fhctor-H@BEMINSiGRdling is
hmn%#%%ﬁﬁﬁ%?%&%%ﬁggglgo%erase S?% "anot her aspect, t%ﬁsu%
factor-factor Vila signaling,
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occurs via protease activated receptor 2. In a further

aspect, the test conpound is an anti body or snal
wohemiseds2zentity. In a detailed aspect, the corpomsen06/043313

inhibits the binding of MAb 10H10 to tissue factor. In

a further detail ed aspect, the conpound does not

* depeiddat O brotehLaifiigt idém&hse MR bpelt] SEteabde tRfor VIla signaling

[0011] A nethod for treating_ inflammtion in a
OCCUESHRIOTCRTS ASHIRECEPOT 3r S BECIAs RIS 153 CAmRPHIddS @t digody or
smalBcHeRBS PRI, II&@hétxﬂe%fafsﬁ&t Ith/ea:oﬁﬂseum inBibit#the GRS MY €110 to

nmodul ates signaling in cells via tissue factor-factor

tissug/facter. phaanieher dptadedasnecttheicamenoynd fieps aet ighihi thepinding of MAb
5G9§ﬁ$£ﬂ§ﬁh§; of tissue factor-factor Vila signaling in a
ased assay system and said conpound is
ef 08t vemethod etunsating inBammatienia ampranmmidlioe suldeds ks provided
r i

com@fs@g%tmﬂl%tg’rm%cafctﬂg ereﬁ?’l@aé efire?t?vlé ﬂﬁﬂg)ﬂg%)f agzanggu g &@&hlates
s1gnalmg @ edls giavtissue fhream?attasVHa pathwine wh_anmadal@umnwbqlcbacts aslan
o AR S  B0EPEh PSPPI f f ommoun

is eﬂasmemb redlites® Bmiraet the dik&st orto \z{rdvantsns @bairiencs @aemrsnoeiiathe

tea tivated receps tor 2. a fur
i SOt QU PPon DR S0 TS e G Bapostass in the
marrﬁﬁﬂhhﬁ Yubjekt) 18 oﬂ@és@bét eibsasRasct-facton ¥'11a Qigaalingds dé’ﬂ&h&ﬁnt 8n protein
t he blndln% 10H10 tq tissue factor,
t

I n
disulfide isppragfe aav%erégﬁéh fissug Rt dRRRI IR %@QH%MSM Pjptease
activhid@ r&ek d}ﬂ@t‘ N gln(&ffuMﬁe@ astfelt, tHe tdst &ﬁ%uﬁdifétaﬁrantllﬁdag) b2imAN chemical

nmet ho etern1n|ng t he presence O

entltbrlééldstp’é%i aspash theoroaporrinblen s |b§xd@1geﬁf é@A'a 1 Qe tistugifector. In
a furltdr @e ebta{?le%%allkﬂb?lﬁ)ﬁ do® rgbrt %ﬁtﬁlﬂﬂe velss s 'o?M)QJ 5G9 to tissue factor.

prOV| a sa manmal | an subj ect ;

| nIOﬂbZJ]u (A ngthad fczrrdetebnuhwgtthmremnnmf qr mmsim;sq@tem thiap ahgiggenesis-
relatécpdlgéa&isgﬁ% i;naag@m%n ?Palnf J&gj ?te}ggllggrdg E&&]ﬂ‘sﬁn r ﬁ] dﬁ% a-sample from
the nﬁamhajran |smb3¢dmen1$<aiuping anaatitedn thahbanqlrr 1mmspeoilﬁcdmm kmem; factor in

the Sﬁlpéllg,e:wg gletspnlaplggﬁ g@stggcgegﬁtrafr%ﬁnﬂ[ 3 dy %gun%fto t[hrg:ecissue factor in the

sampﬂ@@fhél@mm%pﬁseh& cﬁtaﬁﬁbdﬂlly%ﬁlﬁﬁtoslﬁeaiﬁud factbhie intkariad ofxhe presence
ect in.the antib i nhibitg the tis
of orfpé %)Iomg?rbiﬁ ‘;q arpémgﬁlapsgaglgtea segsp ts@‘fefné niurﬂahan subj ect, wherein
the aREHOIS lidShifs thdtidstkErabBNHBAAIAR a8l i€ 66t intefFerd WithHehREtasis in the
aspect of the nethod, an i ncreased, | evel of anti bod

ipisublset Ha adidher aspegif e methnds an msrepsed liyreb%feﬁ%éodéf%md to

the tﬁ§ue%§6’r‘1§cﬁ&§éstth@ﬂe§eﬁoé S¥eor pRAls ?&@ﬁkﬁﬁb $hel ﬁhﬁ%&ﬁ's@r&@c@é 8iscase
state. In a detail aspect, the antib Mab

state] @ detailed agpetiy ﬂlelﬁ@ﬁb@é‘tlﬁMabéOHkQ) dam, fu‘ﬁlif?é detalled aspect, the
angi gés(i)sgl%ﬁ%'df’se Y n%ﬁeﬁ?é%@%@&ﬁnﬂéﬁﬁg@@oaﬁ ic

sease or |n annatlo
del0813ti nh ngthoti dorpletzsmimineg thé prosenpe efthir ppryésipoditbon toe ngoplastic

dlseasee gtg‘ﬁlegrz%m%xm ahs agu%be%{ R &)?OVJ(%d coﬁgﬂﬂgwﬁﬁogic&?%%n ?a%rh)éé ffom the
manmmkub&m &ﬂ]km;lemhg ar meothatrtgncb imanhospeciicdllyad tissue ﬂastor in the

t t
samgl 040 A BRI g R et ok ARSI gk BTbtn bolnt 5 58 85 s A the
samplOwh&eintthsSse@néaciagtibddy boliel s algtissuaaeibeis indida€ve of the presence
ound to the tjssue fac

presence of anti bod
of orj preslispgeifigntodhe leeﬁr@laﬂy ce‘g%fﬁﬁeén &e e lia subgd; Wflesﬂn hs ang{kody
mhlutnﬁml t@?&e‘b fﬁcééh SHRRERE 4l doBEndTRTERIré dith Bkb RS in \MRah/hMalian
e anti body
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inhibits the tissue factor signaling and does not
interfere with henostasis in the mamal i an”

weuly/@sasy” "M & turtl -ai Spi ecfof the method, &0T/US2006/043313
i ncreased | evel of antibody bound to the tissue factor
i ndicates the presence of or predisposition to the

* susjeBeaphastictagicaadR nsdiladdan intreased édval dfadtﬂ&tﬁlpdbotmd tohlee tissue

jbody is Mab 10H10,. In .a detaile ect
fact%léléﬁﬁfa%%ﬁ pregpce gEer Ripdiznesifign ioghe peaplavis S%é%ﬁt@}ﬁ “Bya detailed

aspediBhé SHIBO4y RNEASIOHI 8N GEes detﬂ@d&ﬁ%ﬁ@the%bﬂé@c disease state is solid
astrocyt orm hemat ol ogi cal_ mal i gnancy, |eukem a, | uné;;a11

tumop, hipign or MaligneEreast ASRESPelanfmg, EHim® apieasytomgy hsmatelogt
mahé;rﬁl&”léglﬁama Qusd éaﬁ&rcﬁiﬂ%@{tal cERR MRk @Jmc&aﬁ&ﬁﬁe leiomyoma, ovarian
ycystl c ovary syndrone, endonetri al O{

cancqsr @@p@p@ab@n@@;polwﬁmwy@yh@rp@pxqné@tﬁﬂ;lrlalm XPiStl%iP%Fate cancer,

pros R Y AT, BB Iy

cancwemnk_tidlehmyelqjm er @NRicepet-he presence of or _
pr pao . ;
S J@?ie t 1I§' l§1 %’lrgg \t;or eﬂgﬂlfuklﬁlgq—ﬁet S@‘E%:?gép@%\? disgosgtldéﬁgcgngpmgh%tory
diseab¢ mm rhirematiemmyabjedns robijdet tomprisingpetociding aawmalntfiotroﬁiy mammalian

subics L eab i SRR R s CR B Bea el BF e elor b Sfuple;and
deterﬁﬂﬁlh@@ﬁ)prd@m dr &rBouind 6f dritidSdiebdud tothe tiskut Ftos anbk eample wherein

wherein the pres of anti body bound_to the t
the pfesemics pf PRIDPEIPQU F, B GFSvE %ém;s LR ﬂﬁrpfeseme of ot
prediBpRoH RO e tih RihntRorl, ARchB fih METRLANiaf kfHes Sviefei the antibody
manmmal i an. subj ect, wherein the antibody inhibits the

mhlb@tis dhe issyeaqtensiaspbipeand Kgesia Ha?i’é?ée Wb h?lﬁ?%ﬁSfSéP the gpgrpmalian
subjdif ni‘ﬁscttféﬁﬁe? aéﬂéctto@ %erfﬁém@d bﬁ&c%@d@&sﬁel ofl AtiBodyoluh®fo the tissue

aspect of the method, an increased | evel of antibody
factob ndivdites thetpiesenceof orepredisnasition fajihe atflsmmatay gisease sigte- ém a detailed

fpo the inflamatory disease state.
aSpeﬁhthg&g%ﬁﬂﬁ\égﬁa@S{ect the antibody is Mab 10H10. BRI EF
DESCRI PTI ON OF THE DRAW NGS EOOlS] Figure 1 shows

BRIEB & SGRIPTAONGOF (THE PRAWINGDPi ng ti ssue factor. [0016]

Fi r | at ed by
R b e L T et

Si [gAB6]i ygwe 2 skavcsighatingBisee fagiot sregul0NI8] prrfegudisuliide
shovvs that TF-VIla signaling pronotes tunour grow h.

iSomEgEe 91 Fi gure 5 shows an epitope assignnent for
MA001 QH IQzur 06RE}s figglingofiediveddissubiictornact i vat i on of

TF gul.ant ti depe dent o itric ox
(o0 Hige 4 360 e g SRR e R e il e Mt | on
Bsé[é)gﬁslq le> ini'lg&s\ile 3 8160Jd=anl\élpltapesasgg@h&m g MhAE'EéHlL(ED
n one asp , t resent f
i nl98#;i Jrier %@h%%th@dﬂaﬁag?fﬂn&ﬁ T eorgsfulHERE fsgiependent on nitric
oxidé.emedyi ng abnormal tissue factor/factor Vila (TF/ VIla)

signaling activities (e.qg., in subjects with
021] Figure 7 shows that "1(F P/gRQ complex férmatlon is required for TF-VIla

signalling.

DETAILED DESCRIPTION
[0022] In one aspect, the present invention provides compositions and methods for
remedying abnormal tissue factor/factor VIIa (TF/VIla) signaling activities (e.g., in subjects with

excessive TF/VIIa signaling) and treating subjects suffering from diseases or conditions that are

-5



10

15

20

25

30

excessive TF/ VIla signaling) and treating subjects
suffering from di seases or conditions that

weaned@sesdent upon, nedated' "By or associ ated wCThS2006/043313
TF/Vila signaling. Abnormal TF/Vila signaling refers
to excessive or insufficient activities of the tissue

* depshREt Toh [ BERET Y bastobhted!ith Tméighﬁgll%p a{tavayal TF/Vila signaling

relative to that in healt h¥ subj ect's seas&i:/{éﬂast . .
refergioexeRspEnORATUTIEIEN Aqt/iNAs|oR .tgmfa%@r/féﬂero\%%l g) signaling
pathﬂdfy%@faﬁ% .t i RAALY §Bftclsh ©iRe%s Habhie @e&hdéﬁ@ rORETe [I'é signaling

i's nmediated by or associated w th abnor nal
encompagn ahy digorders pveanidision die acherrenry an dexclprmeniaf whick pediated by or

‘assocggteds&ﬁlbalgfoﬁﬁ%%%?aﬁ HAGed & ﬂ@WFaﬁBQt&w@? OB} A314sGof such

Seases genesi s- ependen | seases.
dlseMgnQWeﬂammem@emthﬂlmmsmd@ngiog\qmassd@eg@@é digeages.
Anglglgeégsé? S%pegt#\éntt %mea)égs e%i?&r}é]?asg Flgéag% Q%?sb CI(SQV B exc&ANE %%wgenesm

NESS macu e ener at
(e.g.reaseeratizbetc biirtdness] dgs- relatndi mpswar chgens:)atlon rhclmluaﬁcﬁld eitlamtis, and

o G SSFATE SR Ba ERY FOLSERE e, B 5o voun
healiE@MIYichlly M d@fpbiigorisHY eﬁtlmnu@mmn{prse ardimhibitbi ¢ TRV 1o f

TF /1la si l.ing path not interfere
signajing ek ey BBACRE TRE %ﬁ%‘wﬁg J{E Hgf‘alate SEBAPIALS %&) coagulation)
pathPAL MR Yretidas oMt Mads R cotdpisd sMBRIkleARl SOETRClFLamount of such an
admini stering an effective amount_of suych an i nhi bit

inhibiter i@ arrasmRpliaaruaH;iRBIedioR trppignto fThe ibiiiepiseliogtyg in redicing the
1n01d%ﬁ143'0? idtRmnRioR bf RObla¥k dliba&eﬁl%u{]&c&%@ng B¢ tislesaedding in the
|'ammat 1 on or neoplastic di sease Wt hout Increasing
SUbJQChe risk of bleeding in the subject. [0023] The
ti I

£ aOVER' e RO BlooleB Br BE e SHALOREA BRI o] GFYih e

sermaptqtaaaet @stoplsﬂ/ls iaci \atps physidlegend Secagistsiannd coagatien 4ndn
com tan ers. R e

e AP BRI 5B o SRS s
and @@Qﬂg&%i@ﬁ&[aﬁkmhﬂi%ﬂﬁﬁﬁscl&ﬁ\r Tlevinbdaise Bidln2bih13va622, 2WidpRiewald

s S35 e Ay DL B W B i 2515

1550V§@0§ HRivollirecRfpstrdid TF-VIRbOgnalifg Getertitins phtheioty wﬁlﬂbuté)amg
F-Vlla_ signaling determ nes pathol og wi t hout el Rg tal,
OVC%Q‘/EPrbiYéBW apiy %Paaﬁ&éﬁlpwyst&é%%%loa 59&?@?8&8‘???1“ a undamenta

unre§PRAWYuadion th Piseli %618y, SAPAAERA & the Eﬁ@ﬂiﬁ@é lﬁﬂlow the present
unresol ved question in vascul ar bi ol ogy.

ai,l ed
inventipnrdemopstetas s exeteeiylar prrteip disyliide Isompease {P&D SssGciates with TF to
reguﬂ%ggﬁg’cﬂ%?@hﬁ sefvihd @e‘l:leshérx'dfu?%'1 EHEQ(tu?g o e é&ﬂa&élﬁ&r TF Cys'*-

ase associates Wth TF to regul at e
Cys’Cotigifiidetrihomcopifs fuelctmnelsmmm of BDH regiulgted] SigmghnBFFe b glisulfide
of th
R e o
monSctl(jmfh hmtrbgd}T fargelihg the ndii eudohfodmatéonods alggélr{géﬁﬂmlﬂﬁﬁe@@ﬂlubs

extra I lular switches for eCIfICIt
resp T A S TRae B LT & EIoh By P geterRy: TRARRERpp of
path€ghykiologrbl TNsigialiag g,ﬁthbut g palifmdnin bf Hinnéﬁcdald'@l—lhldthcad haemostasis
r esponses ajqd f unor

h in . vivo
provises RuPRBHEUT FRFOTHRERH BB EMOTReS Py %%ﬂ{&ﬁ&@ﬁ%%&?&%ﬂmﬁt
TF[@B?” at 8 b¥hhde@dHdod thR @hik IR Btioafis mmaﬁﬂed Itcﬁ;bartlcular methods,
TF-i nduced haenobstasi s provi des an ex ft
reageni COMBYHENS GPERPTiions o5 hiotagiraksystams.punt Cano? CeafS? gpry- is also to
be uﬁ%?srt&ﬂed{a{t g (BRNRSIbLy ukd Q@r@ﬂn it for k1% Jiu&)ob@oﬂt[&@&ﬂﬁﬁg%ﬂtlcular
t this invention is not limted to particular
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reagents, conpounds, conpositions or biologica

systens, which can, of course, vary. It is also to be
wonoevistsed that the term nol ogy used herein i sCtms2dobm43313

purpose of describing particul arenbodi ments only "ar s

t intended to be limting. As used in this

'emboaﬁﬁ&ksfdn@;afah@ﬂ n%ﬂﬁhew&i 19/ ﬁﬂmﬁ@ Ah 8iddGn tHidWeafiogich and the

forns "a", d "the" de plural reference h
appeed egisns, s stghloe FoFme | Bardny o d%l tiagudn Mwalge Eﬁéencqﬁﬁﬂ@esst ©
contefnpcﬁ a@lﬁéﬂq@é’c@s oth& Bk ENRR, foPexathpfeldfereddd® YARR” ticludes a

ation of two or more cells, and the |ike. [0025]
comb‘m@on ef two"ca e cellsand dheediliser ei n when referring to a
a I« Y| 1 h

TR 2906 154810 SR TR e
an anveant, attemmsal dhraﬁﬁ%aod theQike, inmeent i erfcematsis yamapione gl 0% or
:th‘JT?%%? ?fﬁg a:?% 1_01 eézo/?) m%Fe u%rgite}albiy AYof %{}g Etﬁgﬁ&%ﬁﬁé’fgr%gl} %0.1% from
the spgofiied paluatae smdh vadiations aretdpproghise toqzaeﬁdnnﬁtelmmseq 0otR6gs.

CIpERT L0 SFtlsS o Rohnit ARAC A2 e S LA v the
sameUii8ing a® 66hBYnl9 nede@stost 18 d’naro!? oﬂhiab} skhlh 1rﬁth@aratot wihtich the invention
which the inventjon perta Al t ho met,hod nd .
pertaf Ahoyel a1 MRS A MRERRGAIrHE OF St oL pRgEgedein can
be uddg frfthd Fﬁ@tﬁbe%r 1BSiRG off thetpi@em i@t 6 tHeQteft@&l hitgriAf aridigethods

present invention, the preferred materials a

are dggeaibefeleeqin.Jo deseebiag and ¢laimieaster PIsHTRY LURRHOD) e rﬁ]?ql?g‘mﬂ%fémmdogy
will Y &egnt |nvent|on t he fO||OMAng term nology will be

used. [0027] "Henostasis" refers to the arrest of

bl 19621 n ¢ Hemostesisi referauie &g asiesod blrediag frompagdjiied blqod gressel,
requfr:r 'TF &%ﬁ)u?e(&ta{cﬁv%ycif(?/gsc\ﬁ%? @'tgté}ét’ Lﬂg ﬁsﬂa%a’tor@@&n@r@ﬁﬁﬁed by

ors counter ance mechani sns to
regu]atolﬂy metHasisms oulimit dtei a@mumﬂat]@lnavtf elatslegs Qil‘i(flbfﬂiﬂbii the apag of pgury.

{ | ead t
en S b e SEET LB BB RP R B g gneer | o2 fo
" Apg2sjgenaglogénasit eafars tootht prewtr afntel wWéodrevsels|in @ ghammalian

vessel s in ect in eith t
s Bge AR TATGR b gt Benttp oSy iRy inand
resto?@lﬂbéd?ﬂbvﬁﬂﬂtlsfs@als ra@&it 1ﬁfuﬁ’y &lingtt. T fewiates, atngﬁagem&ls afsb eccurs during

injury or_ insult enesi s.al so.occur
NS Y TG M N e
and &l’t}rﬁ"@ Peeghhrldly 1@, bull@ 1H¥BHIAdeRa hEciRAGEN Bétﬁ@erﬂﬁblﬂh&t dnd MYtuHNWhen

during pregnancy (to bui I'd the placenta, H
angiegenisgre th §eriara praErfiugest IEXceshel aNgogepsis W‘i‘éﬁto% Blogd¥sipgd growt
' bgcala QaaResi s

ol 0% B Sy el o

i N[O0R9t dixsesive apgleggmsm perursip disgases ingluing b&f §9t§1m1ted 1o, cancer,
mflagmga&l oA aeoe{dcf lél‘(f;nglgigsg ?%%[ ?19%18 lnagﬁi%%teeﬁﬁr}ét?anlaﬁ %h?tgﬁd?&a la@hritis, or
psorizagiB.CRythese nﬁlhdimmt nesnhloatl ’eﬂswﬂs feedalisaashddissues algeirgygiogmaldissues,

ul ar 2gener ti.on rhe r

and [ e P 4 R B ooy BB apears dipases
inclllipe BR &0t ﬁmB&UﬁScor@iﬁtﬁ}t arteyy disgase lstrokies sndete]ayediaronm ltehleng In

case of cancer | | ow t unor netas nsuffi
thes IS GB CETE s YRl S4B CT AT (R PR oo leacing
toﬂk&@kgﬁgm&qha&oronary artery di sease, stroke, and

del ayed wound healing. In these conditions, inadequate

b ood Vi 8%%@%B?L§ﬁﬁ18TﬂSﬁA§ﬁU|at'On IS not properly
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to the risk of tissue death. TREATMENT OF NEOPLASTI C
DI SEASE" '[0030] WetoplaistitS disease refers to
woanr@sede any mal i gnant growt h or tunor cause#Chbys2006/043313
abnormal and uncontrolled cell division; it may spread
to other parts of the body through the | ynphatic
SHee3N Wéoﬁlaﬁlchﬁs@@ﬁ réi%fs&él Bancé oresy dlignanpgrowthnstltudescaused by
but is not linmted sarcoma, , mel anoma, .car.ci,n
cbnogal gparconzalied coIL ISR Eeh SPUEistys pffos BeriS . iapOoE fEpigh the
lymphﬁlc%yﬁtélrﬁ‘% el shréanB&sdid thho® iSuhRRE, NER nbt aitdd 8, sarcoma,
enbryoni ¢ connective tissue and is generally conposed
melammza cersiapgaa, pvei@r%@ascéléﬂv@orér%@aded inafibrillar or
Z Qéﬁorﬁﬂ fﬂ (68 tum& \9199@% had€ Lp 98a sUdan @ 1fke ML embryonic
I|n1 r os

ar conm, br osar cons,
conngofinp Herwe menmlymmased@ﬁalosmmgd eeYarambedded in a fibrillar or
homQRhERS HSARR 5 tlnéﬁuée BaEOHER tinfiEh ROSRrBRIG 0.,

5 posarcom. & soft part sarcoma, anel oblastic
ﬁbrosamommb/mphosarqomadmshnmrcamathEs@man&@st@mmon@hbbﬁrmﬁthy s

nonma onal sar.c
BCpSRS  S T
botryoiisatcda sl om® sarédn, ohdrivsdatdnosmed; emhngzpnajj ls:and)ma:,é)v ilms’ tumor
sar co anuIOC th SarCO sar,conm
sarcigy GREHITE HENETRp A SHETBE YD 1Al ESGa g foroblastc
sarconti)BiRAeR SirbénS %Mhﬁlmytﬁf safdofi@)] }J-Iﬁdgkinyg”mh!ﬁ)[’f&, idiopathic multiple

i unobl astjc sarcoma of T-cells, fﬁlﬁﬁ‘%r g{ gr coma bl
pigmralsd BymesThe gic serrama RIASTIPEPlagis SATCYR? ¢ Sat§iPasas: d’&i‘ﬁ’é‘m astic
sarcdnSHFASAIIE O8Ren TBAL SRR K apiR SSRCHY AR AEHIARoma, angiosarcoma,

par ost eal sarcomm, reticul ocytic sarcoma, Rous
leukasarcemapmal igaan @%QHCBYTQ%W@ BiePMas PHOY PSSR &etgulogyiy sarcoma,
RousI s%c%ﬁlg' s%i:otc?ﬁfc%?&@ﬁig %R'How{lg%grha a%le%@f@@talt{c%&%&ﬁat 0 a

rom't nel anocytl c systemof the skin
an[@%’&]héM&b&wm&% refive kemturms asisieg fiere thefraglanoggiigptyatem of the skin
and (%fé Hi o%ans E\{I/eel%}o o %ncp% aPElP %ﬂp?engérrrglﬂgljg g‘rfrneo[ﬁg h%%ggiﬂag amelanotic
melafi@thabonign Jdvlamlth mgaxfemsas €oudmhen mempoynal,\wdlm@anmaalimﬁmg?assey

| ent I t
B X T e

melaﬁ&h@%@ﬁﬁlgal[r@@&ﬁ)]nd' ﬁampaﬁnﬁl spreafiiap sndlamomamal i gnant new
growt h nade

i thel cells ndi t e 1
08l SRS e Eun ary EpLSTL R A Fiegiiyigl cels
tend#¥B kAR tiRRRSthe FRIRNIAE Yisstiad Hld B Se td@bidseses [Exem@kangirdnomas
acCl nar carC|nona aC|nous car ci nonm, adenoc stic

includgu o1 FYOMRLe, SRR GRIGIMETa1 ACEIOBFET TR A PGPS A Grfginoma, adenoid

cystid (R ERBRL %}qunﬁaé'd@ﬁ&%u&f cREhSNAbf &84k EeorteR) AMRQladEarcinoma,

carci nonm, alveolar cell carcinonma, basal cel |
alvedJairasil wavaome drasa] el sarpiaeme ericiiomadasdseliipre; kysaloid carcinoma,
basogcﬁ{ Eé){gﬂ caRm%Bﬁ%&%HHHSm\%% aL é}aﬁ&h hiolar carcinoma,

onchi oal'veol ar’ car ci noma, Bronc ar carcinoma,
bronbiogamh ogemoma,aarebnﬁmmmarcumn@mhda@gm@hﬂ% icargmama, chorionic
cel lul ar_car r

2 S 55 SR g SR BB GO,
carci@bin) Eh EMfaﬁsec&rrmnmairmtarmamc tylmriscad narmuomas&bndrmak @il m@m;noma,

cut aneum n rical .car Ci noma %;&cienge{ci)iﬁ%gr {:el la epiermoid
duot SBERO R S emishire] SRR R Ol CA SO P T
carciB8fe) AR maaNEENAR ddblﬁi)l@a’sr &loplonia carefnomia@iréinoma ex ulcere,
carcinoma fibrosum, gelatiniform carcinoma, gelatinous carcinoma, giant cell carcinoma,

carcinoma gigantocellulare, glandular carcinoma, granulosa cell carcinoma, hair-matrix
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carci noma, carcinoma epithelial e adenoi des, exophytic
carci noma, carcinoma ex ulcere, carcinoma fibrosum
wgeb@tasedsk or m car ci noma, gel ati nous car ci noma, PgTAISR2006/043313
cell carcinoma, carcinoma gigantocellulare, glandul ar
carci noma, granulosa cell carcinons,
carcrivarhia; hemtofaxzsitinm, hepatoeltubar @acinoma Hyrthie pdl @cahdme, Ayaline

carcinonmg, . Hurt hl.e cel.|l rCi hyal i ne carcino
carci S, RSP LTRSS P! SO eRig A O,
intra€ideginAIQARinoMmaS intrdepithelial aﬁbllndﬁﬁ l@on@&l&t’ﬁéﬂi&mma Kulchitzky-cell
Jdntraepit eI|aI carC|ag npecher's Ca“&ﬁﬁg
CArCipRIR; MATEY RS (ABtIROTR g ?féarcmfraecaefémm%'mq ipothatous
carmh&ﬁé ik IREpiGRIISl ARIRmMaC & Ghd RediBRtd HllaBy carcinoma, melanotic
i pomat ous car ci nonm, |ynphoepithelial carcinom,
carciporpg iCHISRMGERRYc) laldfémlﬁ@armnpwwwmwarw CRFFARqIE
muc@fif b MWBeoe n@ﬂélﬁbl@%%lmal SwcitBhd Iﬂgéb%ulﬁ%ﬁéo%’ B&cinoma, carcinoma
car cl nona arurn, carcinoma nucocel i ul are,
myxqroaiedspi r@emhwfnﬁeaé arreinpas0at ecllroaioinome. m@n@nmssrﬁfe@m gsteoid
i
carclﬁ(%& pglgﬂ%y c&%{n%%:n% ]F@lgg%{a)g %%’gf#g%ﬁipg?lg?%gﬁg%ggl ; prickle cell
carcm@na puliaceausciarcomaa, agickll aargingme of kidn, repave pak ¢aed1noma
carme%rp%faﬁ%)ﬁ%a‘tod%alSf}gglgife)ﬂa\tslne%agcﬁrréoq%ag?T%rlrra}hoﬁrch %i(nlo ica!&(!é?om% socrotl signet-
ring il datcthivya, careiseny empiix| srﬁail:@billrmaﬁmorrmafod}mbfwmmmoma spheroidal
sar.comat Q ﬁﬁgﬁﬁchnelderlan carcinoma, scirr

coll o T TE e LT B DD STTRG g AEB: Cacinoma, squamous

cell dafdikdni) Bing 64tiabmAe)Warciioralt€lXngicmmibim aldindied telafgis@odes,

sol anoj d carci nomp, spheroidal cell carcinons, g|ndle
transgtiopgl cg FEFREME, CWQPE}MB'?%O%‘%H@F@%WC@%%rYB‘iH‘écou carcinoma, and
Cmmﬁ@ﬁgv@@ggn squanous cel |l carcinoma, string carcinons,

car ci hona telanglectatlcunl carci nona telanqlectodes

t r BR3¢ i “deulrentd] referslp Progselye. arplignad fiscaselitrs blppd-forming
orgaﬁsua?? i ﬁF%g 7/ E}éé HHQQH@d glgﬁf‘ei'd?i‘aﬂﬁnd Q1P Rft FT:Rocytes

"Leu rs to progressive,
and theit pigeiasars th@lalgecé angifbong elab‘lombelkgmm in ser@ragla skinigaly dlassified on

the bgsﬁpg{@t h?é dﬁﬁ’a&? c'h}nég‘tg eadlgéa%——%'é t& Gr a{r&lub f(% @b b@)@ of cell

ocy es and thelr precursor
involvid nitetrodi (myadiogam) ﬂmnplmwd (Iirephogerioas), sr rgmm lagd (3) the increase

e SRR kb BT AR e OV s e
(subleyiReni®f Lakkmid indadesefdi exnyrele) halitd m@rmgﬁny&msl}ukehya]‘plnomd

| ynphogenpus r nQc and the i.n ase or
iymeetvTR (O EEGe e UG P kGH BBl BE HE MR e
pron@lel@@ﬁrcl 1@&1&@31&@ @dﬂfmélmklemla aﬂéﬁlft&hi@u&&mnfa), a 1@&@&5@%&0 leukemia,
incl acut e nonl ynphocytic Ieuggﬂkmm

basopihlig rlﬁu&emganblﬁ%ew eekqn@epkl@aﬁna leugemaecfg?laﬁmyslemc

leukdri KR @mbl‘ifbﬁe@ Wuﬁerﬂfa%in@ﬁlﬁhé R:uke%’ﬁlé eGFo%’ 1R&4hR, hairy-cell
foc te | eukem a, adu T-cel |l | eukem a,

leuk e e e ek helaowé«nhl@ayteﬁb@ﬁue, higtiriif Igukemia, stem cell
leuk(%?ﬂﬁ Qa%l}%lnjloqlo H:Hgﬂgeﬁl érélufi’@{ Infé? dke E\uhﬁ{ﬂhﬁmc 1RENE lymphoblasuc

kem a, onlc ny em’a ukem a cut
leuk@mb,rlymphﬂcytlelwbemm, lymplsi ganpisy |1¢uikaniael}'me>hwé leukeméss 1ymphosarcoma

cell lﬁgkeml tntl)abﬁ ceﬁllédceﬁ%el Eleﬁ]&%rky%ﬁt% leutf(%m ab ?@%éﬁl&elgﬁgﬁ%g%@(}enmla,

astic ukem a,
monaxgtit lelulmkmnmyelolﬂmt @ukanracmydelccyue ﬂﬂukath'm, miyevid@pamicytic

kR oo B R S R B s o Bt Ra e B e

| eukem a, | ynphosarcoma
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cell leukem a, mast cell |eukem a, nmegakaryocytic

| eukem a, m cronyel obl astic | eukem a, nonocytic
woOeaeukassz nmyel obl astic | eukenia, nyel ocytic | egkase@s/043313

nmyel oi d granul ocytic | eukem a, nyel ononocytic

| eukem a, Naegeli |eukem a, plasma cell |eukem a,

’ leulﬁé;ﬁﬁié;éﬁmny&wqfhéwkmaa]?dedq)rcdhichbérmb,)ﬁchﬂkﬂmg elellemia, stem cell

K L euk X
e Bt i, LR P PR GASHGER Tor ont i ot oc

celod3sd)e ukdiﬁltlcﬁlal c[aﬁ@é%ﬁﬂncb&dﬁj Ifdirl ea@ple ClARIRRMSs Disedseion-Fodgkin’s

ease Non- Hodgki n'.s L
Lym R ol G VS 0P G B, oS B eh 10nG Cancer,
rhabdpyfok@ Borhd PEiflary thwﬁﬁ)oﬁﬁﬂéi@ brimeRAREeE I SHREN SR Bsm A dellBing
t hronbocyt.osis, primary macrqgl obulinema, small-cell

tumors, ﬁam@m%?lg tuIs, ﬁmﬁ% Fagiest M%?%lcers%%@ﬁt RegFiEc, insulanoma,

maliGRhQRArGRAIE QFinary 88 cep %ﬁ@hé& sltif $ddl A8 9 cular cancer,
mal i gnant _carcinoid, urinary der cancer,

lympjerasra yed pncel nonrpklastiasmes esowh@eﬁlco@n@r, sepifUBinary tract cancer,

maligrdARRBR Sl cerhilydePtich] EAREE EndoRRHHP B RS al 9(?1‘9@41 24R8! and

cancer, genltourlnary tfact cancer, ma I gnant

: prosthﬁygerceal cem a, cervical cancer, endonet ri al cancer,

adrenal cortical cancer, and prostate cancer.

TREKMN@WF@FFL%MWNO\' [0036] "Inflammation" or

| ammat or | sease” refers to both acute responses
- (i[0@36] éﬁbmmaé@n" pr “Vitflagtmaters disedsearefias wrbptiprcoteasepenses (ie.,

respo%%%(iggvhnl)y 1ﬁﬂgmﬁlg{o rgcerssee§ 8.1%81%?%69 ﬁ%a(% ?}g%ni% F@ﬁdéi%@sn(? g.?responses

s1 0w progression an
markedhy glowipvegressionard foratinnef aed COﬂITCdINCdlSBWD | Apcrueeetnid @hromiey

hed. I
1nﬂalg%fafj o 1InI ngé'l alg’tlr%egtulsggd b qg gf ty%eg r?ivresh%ﬁﬁ% 18 glglinmaHon often
1nvolmeuioﬂ)o1ﬁdrp]hc81nclwr&reemhdhrvﬂrersas blﬁfnhlaiﬁmtrinmtlon & noenanl |y

C ohlstloctlc and/ ..
charag S fxy Olilé%zs‘f%agﬁ Of ERPWARAPHITSRIRST- ation includes
reactioB@61 bodthe @peckit dhd tnbe-sisRETR defefiscdyete MO N SReEIcldefense system

def ense systens. A specific defense systemreaction. is

reactiondsaefifie lmm%wsgev'sr@@fﬁw ESBNSH I ancEpais@ossiplnfpcluding an
autoadRfdry €A n&@@&%iﬂé'dﬁfeh&%lyb{%'?&cﬁ& R4h AADINHRE resPonse mediated by

non- SpECI def ense systen1react|on IS an
leukqcpiies awmbbref ippypelagieal megiont Syclbsells inglude graagloryies pupioghages,

neutreéhlls'mﬁ‘ eeh&ghﬁsatxgiﬁ,g@ms S ?&lolfamf{aﬂﬁljlalﬁ £ are diffuse

anul ocyt e hageg 31’ rophils an

inﬂargmgilqrm el inflarEmatign, erwupdus stﬁbmrﬁatlgn tlytpggtldﬁnﬂammatlon obliterative

1nﬂar!r1 { %hc%ﬂmg{oﬁs glﬂfalth’l%ﬁOl# ?éacﬁv%ér&ﬂam{ 0§ }% ific. 1nfllammat10n
croupous [ ammat ) STt

tox1c|1mﬂdnamtmhlaodltralﬂbdtlctmﬁatmat@m nf | anmmat i on,

h nfl a reactive i.nfl ammatio
P RGP YIREHER ol Bt BT g ishef iyl B e on rofds to
redudingatiepbtetial fifrlaa ﬁﬁf&hilnﬁm)ry Fd3pahit (iR, atrepbhsein@iviagindamfRtion) to
e invol vin

,{]roma dlsegs ?go IamTatlo refers to

an INHAAMAOH PSP HE! foeaeei4eP b0 e?ﬁ“%“fﬁ‘%ﬂﬁ%\’f“&??ryrfé%’ﬁaﬁs g&>

methédhoﬁ’ne h@taﬁﬁﬁd@@@§1@ergdﬁva)leukdtﬁeﬂenéalhaam%ér@amldn@n adstemse sulfur
ammtory agent agent capabl e of

leXlgfﬁ afiﬁpplgmqgger&plq e@éf’oﬂ éntlggngn bragyl ‘H‘HE}I 8rqf6ﬁébly, the poten%al for an

1nﬂarﬁﬂn§1‘b§5me§t%nsea1@ r&hut&Y, GRnals, !o%léQfeﬁﬂ B8 8he sAhAIM longer suffers
hyperventi | ati on, exerci se, fur dioxide, adenosi ne,

discoper prgies apred Sictiomfrem eamsu@é@l tfﬁn@ﬂqmrmiw.agm)l?or example,

proteafn%fa% A card J%?er ROIE Qﬂlll@l offaQBmﬂQund when administered to the animal, to

prevent a disease from occurring and/or cure or alleviate disease symptoms, signs or causes. In
-10-
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i nflammatory response is reduced, optimally, to an

extent that the aninmal no | onger suffers disconfort
wandimsezakt ered function from exposure to the PCT/US2006/043313

i nfl ammat ory agent. For exanple, protecting an ani nma

can refer to the ability of a conpound, when

" particBAMIpRtsdkiaE afhatital REro0ividiulatih@ardi €Y @iatody ﬁhlmase, sﬁppﬂrms (e.g.,

occurring and/or cure or allevjate disease s
reduce, ipfbit g b q@ﬁﬁ) g gvergqiive grpgrmgul enfsfnmqs%f%ewﬁgx‘g@ na‘??maﬁ“lar
protedtfit @h Snihf] FRGHALLNS M Rell- i AMIRL ATty SRR MSMotd) immunity (i.e.,
suppress (e.g., reduce, inhibit or bl ock)

an
T cellpgtiisioanddos [l adiafyg DFSG@SﬁF?f%ﬁﬁﬁa%fbfr%‘?vﬁaﬁ@bﬁ?@@orwl dgplhypfan
animd] %fx# InSiehay dlS & tnfiChs 3311 30 bSHRkti o€ fPk Rich @ dé\ﬁ'ﬂib‘nq& g Nihfection,

lated | nity and/or hunoral imunity |
gene fFutagbi, gamttm\dﬁfeyt gtiad hey occyRedzhat Fynitgns arpingleyes gap St,ﬁlds
to any deV|at|on fromnormal health of an ani nal and
¥Qﬁ§ nptons as well as conditions in
ANTgﬂﬁb %eV|at|on (e , infection, gene nutation,

gdmsﬁi c desﬁx@cetmbOQtrnen)s fasnvsaiéarpreidesunethepsiordpkibising or
suppress néyleftr% g st Bﬁ?@%j ? H{A‘Maﬁgpnb Wﬁ%s?e&&gégl dolvxﬁll-regulated

BVentidn provi net ho
TF/Vi[Ia kighaltnigragtidtiess(ajgp oes siffegng’ ﬁbm{lm@r@ngmlow tigndrh Bhe methods

s REBLE, SUREF Py PSR GENGF Blop o

effectud th Qﬂilmgorfsﬁpp’fbstsﬂfﬂ/‘ﬁ]mﬁgmahng o)) sbmmel)tted Eﬂnhodmbi_rts,dhe invention
provi?i%tr?(lﬁé q?.g%apéggrl hg%{lhg ‘h]ille gﬁ&h@g%f &géa%/egkﬁ?téle&%%cia@% with
or depéHabMiuborPiissbé! RipfoR/ S tof MIMikmliss Brahim@alidnsubjece Asaloatiatiove,
enbodi nents, the |nvent| qﬁlé;{owde thgds for
such diseases iRgudss ©gmangiogReTITrplAl %‘iﬁ%?ﬁ?ﬁ‘g s diffass gL iwflapppation.
The r?étﬁoc@%%ﬁﬁh@t RichiNtstBnOdn FRPRAGE Bbsub BRI kg8 8HE to the mammahan
actor/factor VIl signaling in a mapmali an subje

As
subjenioin @l ambwvteffeefivelio rpduees eiminatel t%@lglcge@e51s -related dlsease neoplastic
dlseagp g* ﬁﬁ%ﬁnﬁhg‘n " %} ?%nﬂlltsscﬁ@ﬁ?enc@&q{é’&ﬁl%hb&m%esﬁmjahaﬁf subject. In

(1 on. ods conprise adm ni sterin
somel anthoblmeots e inviesaneutiliaes anrintgbigmathighgs awantibed Yr@nﬁﬁﬁl!el fagfor that

1nh1bﬂtﬁ Ess gac of 51a9ah%n91%] &hﬁ%gg%tdo\/ﬁltetrﬁre[ \gﬁillr'{ié?n&fasﬁ éé g]e&?atgﬁatlon) in

s ela I sease, neoplastic
ﬂmrﬁﬁmﬂdﬁh@ﬂﬂ@ilon or to prevent |ts occurrence or

A R S TSR 1 P PGS fomprbird ATBamework regiop from

an inrSur@BloBilid ead yr frapriénssStieredfakidt epecifivally bints dyidirgcoghigesrn antigen.

factor slgnall .and whi iLnterfere wt .
The e St Bt i R Sh i Ftod e, e,
and tﬁﬁl Bd bt re%@g 38 es Astellias He nfiald Bathyms@bRilia visabde region genes.

ol ypepti de conprising a framewyrk region from

Light Wﬁé@l%ﬁlﬁ?%asféﬁ@ 1604 BRI SPREFBUR A eoified as gamma, m,

alpha? Qe bi egﬁiééry wWhidRdS ttﬁﬁ‘geﬁrﬁmﬁinﬁﬁl%gl@ﬁulﬂmlés%nlgGTw IgA, IgD
recogni I mmunogl obul i n genes include the kap

and IgBvoehctivelyp HEypicgHyathe antigpn-hindiap s3gire! agAptibady wﬁ,g@ gyt critical
1nspm§§&§ﬂpgﬁﬁﬁﬁ?c9§uMﬁﬂ' as the nyriad i munogl obul i n
reg

on genes. Light chains are classified as
ei [0h€0] k\alpb@h@sranﬂ antiizhdy-deieeedynigrai tindieg motepeesdenplegrolygeptide

changg}"\?ﬁﬁ%h {'}%&bl rl?)%% rri%%%%]‘ff‘lnﬁ %E:vlagegé% éa%ﬂ'vafgﬂf l%ﬁMHQ of 1'513n egltope or
epitopeieled E,Ffdr elﬁar@echﬁw &F peptily ppmmie Ire;co gmlh@i lzerA@dﬁHﬂ; Dh dif rﬁg;s
on o

othe%% ofqdcmt@)o%lﬁsjor 1g%f“ 1?19(51% mBIeﬁ es ofctfle 1nvgrﬁfon chh have sequences

derived from any vertebrate, camelid, avian or pisces specws They can be generated using any
-11 -
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[ 0040] Anti bodi es and anti body-derived anti gen-bi ndi ng
nol ecul es denote pol ypeptide chain(s) which exhibit a
webkomngeaspnoval ent, bival ent or pol yval ent bi n@Cmgst@eas3313
gi ven epitope or epitopes (e.g., TF or the specific TF
pepti de epitope recogni zed by MAb 10H10). Unl ess
Suitqbit ietine ey, sigl; Hﬁbrlcﬁﬁialténhdd)legy, dibosantel digiuybplinge dgplay, gene shufiling

nol ecul es, of t n can have se n
ibragoR, Sy ity Lt P e O n g o gt ATasafd herein,
antle&iesyoﬁh&ﬁgéh%l@(ﬁﬁ@ﬁﬁteeﬂesJ@ tRinetytioH itcRARAE @dteet antibodies, antigen-

fgyrel ' g~hybri doma technq] o ri bosone_di spl
blndlﬁﬁ aglézpqﬂtlg%‘:%ns aﬁé qiesgdasiepsy aﬁBLchg eﬁr(saqe' @8, Serafini, JS Ieuc?)f\)led.

34: 5333e5n1993/)nt hetic or fully synthetic libraries or
nbi nati ons thereof. As detailed herein, antjbodies

o r lﬂﬁﬂt i ganbostyrea priEeRdinsing radege Alsrinplndesrntibrdyifrgmgnts which
contdéﬂ iR %ﬁj&ﬂt&m SottioR O b RIRRE NiLOY, B rXtE{%FUage g y%‘@ﬂn&' %e cognate

er designer antibodies (s€e, afini,

antigha(shg, AEior (34315150 GF PEDGE)CDIBORTE0AeH bUBHAD BIH10). Eariplesof
e A 50 L DB LA iy SR g or e 1

VH, 6L aad CHitdeominandi) b &cap )k Fragmenstadiivalena ;ﬁagmelyc comptisingitwonigab

frag Qgtg(gd Egt% Iggﬁlrtl gg grl%y a&/ﬁg h? {%?ons E}fg' E‘fl grg o?&%gﬁ%sqgg of the

VH ﬁﬁtﬂfﬁownaﬁﬂsagmﬁlﬁxsfragm@dnucimm(sﬁn)g & t]Eea‘fziLfaﬁdig'iﬁ‘demalm of a single arm

of an?g%ﬁ&%lfgrlné% gA%?%gns%g%[ (&\Paé%et)a 2 Of ﬁ%ﬂ?%véfébYg&gp,gvhttialngonsists ofa
VH donagiiRad ()Rl &ed\nipMmdnadity aa@mhg rdgidnl(e:d)Rby Farthermore,
di sul fi de br.i d%e at %he hi

althoppla e derpas Sthagy FErae O o o Qﬁ&ﬂﬁw seRargfg sepes, they

can U:\jo&&ﬁﬁl.@fﬁ@ tec6BRhS thdihdef byl nikbtiARMkeMHatl@IRENBeBfto Be made as
single armof an antibo dy (v) a dAb fragnment (Ward et

a single proteip chareingahich the Vg, VH 5gons poihfocTe S1papalent golegules
(knobcfg' adl QEPE BhaiRfd s(:I"\Q) CDR%SB&T@E% copRleaenb anbd, )198 8h and Huston

terntning re i 0 Furthérnore, although
etaltMCdeﬁlAnsd ot thé 85v58f79é§ﬁ?er1983 VL and VH, are coded

@O%I nan cﬁés %*glg@%ﬁ bn{ch'?g\s/ri}ﬁlt@ﬂléét%%f : ﬁféglpol?ﬁ.g@gr include one or

moreeﬁmbinegloblﬁefnhb.ms Bt aradhemsalhr conjugited 1or ot expresesdas.rfugion proteins

with %eregra E/ﬁlzall‘%aﬁc V(!S_Ies ib}s gcll %oc[ f._z@b%é)erc?c)or b@é@%ﬁ%g& 61.11t,ibody is
an arBﬁéldl 18fbrid kntibode h@sﬁﬁ@tv%‘kﬁffélrﬂﬁ héﬂ\@éhghg g&gn paid ahil Szgcodéiffeltent
. Proc. USA 28/79-5 .1 ..
bmdps@a@z] O s fa?&neasr?r a?tmsrgﬁgorﬁﬂvse%ﬁﬁ%w{?w? fgtude
bivalleAMSERY [ddbofiy! bibgicificREFwEfibedies Wher&M eniibody hagésakttidgnizes two
chains that are chem cal I conj 11L;gat ed to, or expressed

diffepeqt eﬁ‘liﬁ’@?soﬁnﬁ? Bindingiogetog ( ‘ﬁé PRHPERBdS: 1t al so

' n@ eghb! V&Rﬁ@ hﬁti%dﬁ@ bl £RgY-bifdiRE %gﬁbﬁté 8esBfibed herein can be
unctional antibody is an artifircial hybrid antibod

prodpesdibii gneynstigior eherbenl medidipgtian; of Hie iptagh antipedigssorpypth Fwd%e novo
usm%jllefc&%lﬁghtt DA erﬁlggoc‘lbél@%gz gqsnx%fe & B'PQ? R RieRGHdising phage display

ments or antl I nventi on
libraficeo(bede b Magk sty g@Fyqutdrrea?d& tﬁﬁ 5543. IQB@C iFor exaspizy minibodies can

be g%@%afe%ou%{nesmew&r ﬁescﬁged%m a& gjagncf §81 Ed %,?fi‘:bt%lﬁaq High

eren tO es, mal Ns
ThrolIgl’(pubSdeems4 4[11000,3])01'I'ffhspﬂatf' C(au’sbcalms ictyobk IB‘SdImEd by a variety of

e P e AR R RSB S Ropgpiva &

LachinfahAatlird Bikp.dodivasl. 79815921t (1090)zKosteley etaV.0]. Immunol. 148, 1547-1553
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usi ng reconbi nant DNA net hodol ogi es (e.g., single
chain Fv), or identified using phage display libraries
wOew/0se3sy., McCafferty et al., Nature 348: 552P6PAIS2006/043313
1990). For exanple, mnibodies can be generated using
met hods described in the art, e.g., Vaughan and
(19980 Isﬁmez&hahﬁmribbcﬁhm b glentivdaisiab phigeIispagriibratied b7 Bome

1. BIS ec nti. bo .can be roduce a . )
dispgoRorarics, Be st ey S ks o ?0%%?‘%0‘3%%%6“0 semi-
syntHetiO ki Me @hd iﬁ@ﬂunoﬁérﬁ@ﬂ@iﬂb@.uce@ee e.g., Songsivil ai

Lachmann, mmunol .. 79: 31 -321
AR G ExPri IRk 19 3182 920 (L0 e ofhe
theragé\@k il bl RSIVe @5thé ﬁ‘ﬁnﬁ@mbﬁ’&'ﬂdaf ar@i@od&sddgﬁnﬁb@gﬁﬂ O As

lay libraries or ribosone display |ibraries, HSQ
hitgr of

demcznsmt@d @dhfr Exaplesdslows iyt 14151045 %@t@aéy that actyrs @p

n dy has been described i
A ey

greatgletadlrin Ubb datest Nosa .28 2 M handdifl 78 dHybridomes seergidng this agfibody has

T

Colldctiot (eT ERp{vHnessad) §1A0wn MAL27, @&70Wlt1$ agessentnuipbeyHBHES. In
acts itor, of,.tiss ctor Si
additgnytg 611?(51 Or?ﬁp hté??’ REP s byﬁi ﬁgglf asi'e g&? t‘ﬁgc}l 7S e same

bindidg epeciies rah&)ﬂﬂ shific grteatr adiag dffihiny &f IBAbRAHE0 tarNdso. be used in the

6 001, 978. bri.dgpa secret
thersge o AL IS 48 P, - ORIy BT gpe ivention can
also UdeQal ﬁnt[g%ﬁlﬁlﬂcﬁ’fg&ﬂélémﬂ‘é éifrdohentafier hieaerivedreonCM AR 10 or an

Col l ection (Mapassas, VA) o
antlb@élé wih ﬂwawa ﬁﬁ@fngﬁa@fsfsosty anfy thg&am? Pb‘?F“F’bblP‘i%‘Eg ?Jéqi% ofhish
1o ANt i body produced by this hybridoma, any antibody
whi ch has the sanme binding specificity and the same_or

bel0043] Siomgioh the slterapsitioymethodgmy thedppentipmare dirsgiedie tipatirg human
subj éc gh ﬁwgehr?lg %h&méﬂﬁeﬁ%ﬂﬁbo@l etllﬂﬁndn%ﬁmdy,o& a dhiimeric antibody

dition, erapeutic methods of the’invention can
contahmg husen mqyeram (egerin thie ndmstﬁglt regloatisipeetered rCagrrp@mdéo an antibody
are d i
1sola$eﬁ3it‘ %Eorb | nagnré% g%f ath glyg)_';sﬁ ﬁlﬁb&!}ﬁe\!\/ ax)@'t léesrg or no
antigehioily wgeraicfrmlmste;edmﬁ theioman kiffkct. [ﬂ@hlﬁjerls@n@-TEfantlb@Y (e.g., one

t her apeutic net. f t are dlr
with RO o, war of P B Gl R a5l bh SFisEnt B o non
hum@N 4t O/ ¥ntibddyn wgaﬁemth fogidys oftunan ahtitodies CFardxaﬂnpléya chimeric H
cont ai ni ng hunan yences

o, R ORP S AR DEQ G GO 5B R A TGy o G R

anti-TF ‘aﬁcﬂﬂﬁ)d? Qﬁerhllblﬂﬁﬂ heRinTalked & #leastd pFRUZQ)Y a hGthaR hMy chain constant
ant i body wo have [ ess or no antlgen|C|t

regiqad rihis dyreerischepy ¢hai Iﬁ%}’n@d’(’gﬁ’ﬂ}eé with achiperiedy ?}Lalrhﬁl]}fltl compprises the
an‘ug%ﬁ %irﬁﬁf@f@él@n M&Lthe H%ﬁ Wik Darddd® 1%@81? oPhBHoNE: MPerH Arti®bdylinked to

can be nade up of regions froma
atbm@mhuﬁ@ﬂDﬁﬁphwmﬁlhﬁﬁﬂﬁw&yﬂﬁﬁg@ﬁﬁ@ﬂ wi th regions of

[@Qﬂa 'Hhtuﬂgrgd Shii: TfFﬁﬁﬂB %‘%}Jtﬁe inferftiSh g%{lbe&)eﬁ]’}] Q@inrhc&%@ance with

ri'se theé antigen regi on eavy chain
methods kadvimeinrtleegpro reofe. @, Rahilgsen aml i.,-iIernatienabBatgnt Publication

her.ej, n I|nke
et Rk - EblrBER e Abp Bl 18 AOF TR, 0F, Fpropean
Patesth@pplication 10e,406miorresdn i 4/h, Ea,qui'eamﬁattem Applitegion 173}&94 Neuberger

o S50 PSP A TS 08,880, s e Mg e coi

et all. | B¢@skah Patent Application 125,023; Better et al., Science 240:1041-1043, 1988 Liu et
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at least a portion of the human |ight chain constant
region. [0046] Chineric anti-TF anti bodi es of the
wOonvevwsesm can be produced in accordance with perhsd®e/ 043313
known in the art. See, e.g. , Robinson et al. .
I nternational Patent Publication PCT/US86/02269;
al.," PIRIISIa:3 48023844, -Fos EWioa e, Ramend]. 1893523520988 Spd 84l PNAS

84-21@',8?@%%’ ]g%sMé]ilurElejtra?E@an at ?Eggé“ﬂf 'S;Af%%'- gf‘é;p% gﬁauf' RBiure 314:446-
449, 1983; 404y otNEUN BIQ eCarRér Iadt. 30:1558118591abg®mnal  Appl i cati on
WO 86/ 01533° Cabilly etal. U.S. Patent No.. 4,816, 567:

cAP947l y Chimegic antlh@ﬁl%ﬁp@ﬁ?h Ive Ehsreniigsplarighle Fegipni Sgmgnpn-human
ant1b§?}1 Jaﬁ ﬁt)e: @lriral hm§ﬁie@ RS RAAEUnd Shieit %Q&ﬁﬁm aﬁ@l&gl-y it hem&t afhis is
81413459 4" 1987; Liu et a . I'munol

typlcalsgacg@nmlsmw repBEE CEiHN wHuICeS or PNAD gl yidues figthe Fv variable
id

s Eng B s 0y PRS0

resides fiat humadhceriabla stgion80ThE6 addit@@lly :ﬂgsstute[d@mpces or amino

acid remdlrlreesrareclfs%Ql r?& Igoq %ggalﬁvmomd rﬁ?%{rgl g@ﬁlggiﬁb u 0 t aﬂl!uﬁanlzatlon ofa

non-mmmnﬂmﬂytpmdemumeummugg onlyithe/CIORs bfaencanlnunmwtlquy (e.g., the

o3RS D U G PRED R, B SR G g e s

this i¥ Blloded )By f@wcm@somé Ecla;miﬂd@rﬂésﬂﬁgllmﬂﬁ haimain ﬁm@@&k reglons with the
regions) wt ul val ent sequences ot m

comerEOR BRat o PR A PR B, SH RieBg Erafing i oten

need @@ iifnbRa binding 4H fclahtidefd TRRHIRRERE h%alﬂfﬁdruﬁtla@dlﬁ which only
residues are usually not directly involved in %

have (G0 ggfiediemea set-Bmanyuiaedy<ae et 16 handsHed @wg—ﬁlg activities as

compadlt QWO%QE&%%JMO%%M%W I'THks, 3R hadifi Mo GRSDRE, hdimanized

non- hunan anti body (e. g nouse anti-TF anti bodi es
anti-sifeangibbdiceef th@méerm)on (g esevitDke same ndibgEnseiliity pghst.of MAD

10H 1'02 aacif otten §§§§%m ifo hdd' ggléh%@'?ﬂjthp %{m{lﬁpﬁﬂﬁév&gk $EPh replaced with

resi aues 1 n uman r amewor k regi ons
correspdnlinigiresidues fremgbmmmdglmaeslpw@@tlbcrdm{e ghéhemerysh grbady

exenfpBELARY). IS 0E Pondtibd R B0 ARG o) L SBiucion,

inclubﬁa@&ti&ela Herrsalet i ardnodosidses it Iebiaml’lieylt laeevecl ODRsvn in the art.

See, gy OB B Al R " (O CR S B 20 BRRRRI T8 TR a2

Jone@&rad s 330156D- 5@51t1|981@d$érh0'5batﬁet al. S ciahdé 2393rﬁ3t491 988eBeidler et al.,
dies of the invention

J. Im(‘lém@l 14%?%%%%23 1%%& @gyg %4%%8&% specificity as that

of jobd] LERHAGoF RNEhRhdrRbr RaMEniSARL HPIARY a&ﬁb(ﬂﬁes[ BSiafeiRis
in the human franmework regi on replaced wt

methedy foe Gprivaaihaman subjgisesn plso ANPIRE ﬁHlymumﬁlﬁaﬁulzPSr?é that exhibit the
sarneﬂﬁltld&%%;é %grt% anél aﬁgfé%? bRk bRAGY aﬁﬁﬁﬁﬂél‘aﬁ%&g a mouse antibody

r generating hunmani zed anti bodi es
such byML—‘Lle @Lil®s {Tihe hruingm antx—lﬁl?: mtdaoﬁlgs eani hegenegate G psingpanyaf ithggnethods

that Etlrﬁ %%5&%&%& gl‘llj eeS f glgﬂﬁgﬁ&}s uﬂ%rg %n‘eﬁ%!db' 16280 dEred from

hmnmphnmgiobmhmqm&asm £198Merg whdSTuspart BntRes, o885 03:65-93

(199 oﬁ?ggf gﬁg 44030 b z?%}egglgz agfPer é&%‘%@ﬁﬁ%@‘@?&%ﬁ&t WO

98/504313uvm 98/14@934\3’58984%64 W@%{Mﬁﬁ@ WO 98431853324 WMDIWB)741.
on to chimeric or h n|ze

Wﬁg%m ggvatmqélpg R 5{%@1%61?0 ?C.PE gtVYhﬁCél%}?V?Tglﬁ same binding

specﬁ'iéﬁy gﬁd the E@ﬁb & Qe QY affinity §f MUGd0Ha0 tantedibesned bgtmethods
exhipit the
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same binding specificity and conparable or better
binding affinity relative to a nouse anti body such as
wORB7M86450. The human anti-TF anti bodi es can beCT/US2006/043313
generated using any of the nethods that are well known-
in the art, e.g., phage display nethods using antibody
well kiidywitinhitksdroketdidk edplificdrheleinrdior exampme ghatidsdtd mtlﬁemelsecnc es.
. See, .e.qg., Lon n | nt
im0k % ey gl By BERE wnteh o assrelibion o n ity to
compkde wigh M ABJDH10 b1 tiadinDios: H4eF8tGdieptitlo B PS4 3 BolyW¥ptide and
1%%424 93, WD 98/ 16654, 96/3%396 WO 96&% 735, ?nd
Polysyglegtidessauencey QYBHERD sk {PSlor 978 KAAVD L5t ecl R5ATpati eta

BiocRéhhikt@e26: 13305208, 1981 afH Feber¥ bl Tha Rebe13seng®, pogmli Tgsue
specificity and the same or better bi ndi ng aff|n| of

factoy/mplyneptiey & apptisies Bpipble AgdhoyrraBing e bgganergivd using matheds well

knovid in ¥ drt & EPBEA hdr&A. hle:{d%itﬁn 43 ﬁleledf@?&hf?o an'ﬁ@élﬁlé ﬁlﬂﬁl@es derived
ant i bodi es or |nnunog obul i ns gener at ed agal nst

fromthugign éssug Eactor haye iege esetabﬁdb@th@@rte@a el ¥ Sﬁtenté\@ 5 22&:1127 and
[ {
6,00 99'}’ g 1 sd a&tc%%rgl)ﬁ BscWst ﬁngé‘%&b&@ﬁlggﬁg% i, Ihg é)gréerl] 8f tissue

I ssue or pol ypepti or pept
factOp pépyidesc Il“wotexan:@ls digvasisbexsn Gt MmbdﬁHtl P sprgiicaliicbinds taitissue factor

periSE Y 58D S SRR T P PEPRILPRPY o Do)

or EMBLBOERK D YHEN)Y. (SEIQSMOfo;\bMQfot poyksapetheid abeigende peptides derived

epti des U|ta eni ng can be generated
ﬁmnﬁ?ﬁﬁﬁl 3%?P£ﬁﬁ§3ﬂ3¥ ‘%% %%t or described
TKSG@V&KSKCFHTED@ECMDEWKMQDY (mmﬁ\lms)&nt i geni ¢

LarRGESPRGRI IR dFRosrr T3 B AFhBi0 This s5tar

b@afé QiiBoifes gER@HEd PR BurnSi@sel BabOsyfebdd) caf bd Rreened
ant iﬁﬁplcﬁlo gﬁhdln %%'the panelsof tissue Paé?or oo

for abréltyttp alosk M 1@3&%@% fortheneptidmpith therbaquerp Pt SEQ  NO:1

and/§§%) D Qdld, yTlp:' cgﬁi 8lsb Be fcr&RUELE BLlsRhe Qleﬁtobtgﬁm‘ﬂ‘xétl&nﬁm binding
sequence of NTVAAYNLTVWKSTNFKTI LEVEEPKPV

profil@s that of ME@D@TEEW@M@W teSBarl ab N isshe fact%peptldes as

desc@?\ﬁ% &S {%ﬁ{ N@%Qﬂ@ﬂ. CVBRRIs! fgﬁ%rﬁﬁﬁ %@ﬁjc f RENAY BRI known in
ssue actor. e ’latter peptides In e, e.g.,

the afKSEDMK SKOFYaED TEHL2PBAR VMK T8 BEQ 41§ degkrited berein.

B T e RN YN M

anti- ﬁE antit®tieatHatisra aultabhﬁumrﬁamnxgnhmbmpﬁpﬁ lthtq)res&’:ahthlon For

reened for

|I| o bl o k i ndi.n 0
exniiffn 3% Bty e Forieel Bt anepes 157l P diFyhSy human
variable@edibh N@nZntilduy vaaR nﬂillﬁﬁlniﬂg 0 e rcbeﬁrofvmlingt%ﬁeﬁlﬁﬁfﬁng) r

e e A 85 e e
No. m@mfé@%)a? o %@ﬁ'&ﬁtb RedmbMardb&dy WAk 8Rtsahe bdi %%péb?f?cdty and the

hods for per orm ng such screenin is we known in
same qxéeﬁ@rtbn(dweafﬁ@ws thayoSmomsgtNfb 10310, Shipmsthed yeligsen epitope

puid d%{?l%ee%?e% o%ﬁaﬁle ?e%lcﬁil@ ofthk heg hltﬁﬁglr?élﬁl’oocﬁ}pxgﬁﬁ)]l f\llﬂf human antibody. |

tionin vit creeni ng assays, in vivo net
The sawiting lwrld@@nub@b/ ig gene@élmmmfegptedrﬁmctmllam thp mfere@cetnhalnuman
I i ci e nt
ant1b%d§ éa%t‘blk&q ers%e Bﬁg?%te off t%%@ \%t\ﬁ%h%g ﬁﬁogﬁelfeg% antb &R
rembﬁqld@nmnnmnhmhunmﬁmmemmﬁyxﬁaﬁmaﬂﬁmhuﬂgrmﬂmwmphmameﬂmna

start]lnﬁ gglg g;{@r | a IIB ﬁdncbué? %ba@ﬁ-f&gyg%l aml de%b{a?ﬁeﬁtﬁ%ﬁnéon anies

which customarily produce human antibodies. For example, to generate a desired human
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characteristics has been disclosed in U S. Patent

Application Ser. No. 10/778,726 (Publication No.
waQeaBaB625). To generate a human anti body w POTHUSE006/043313

same binding specificity and the sanme or better

bi nding affinity as that of nouse MAb 10H10, this

" antib BT ROEBHE! HEIVR BRI ieR ecmlﬂkﬂdysraammﬁempmmanubody library. A

vari abl e regions of the non-: gnan a

b
directpdpn SpHpfAISER LMD BUTAB AHBORY Whﬁﬂﬁ?l At gpigpe as the
non-h9RAL b Hodly, u%h @Jlt%dfal%l‘ir[gtﬁi b, {sfthdnOzehfi8tel EAQHBINEES i m the epitope

nonhuman ant | inds to the same epi t ope

focusechlébraryrees then $€glj-°@t¢daf@f simidariog higherrpéianifyrihanogahet ﬂf@cﬁé?stil}g non-human
antlbc#?%l!rn%ﬂe ?d%hfl@éﬁqluﬁﬁn%ﬁ%dkg grestﬁéﬁesug_]rectqg blrler ﬁfai}‘sﬁ'féﬂ #8nity and

specitic epitope than a starting non-human
sequeact idbody: (e.g., a nouse MAb 10H10) can al so be

h m i] eq{ll %c? le t%’ﬂf%f)‘ I1 Sﬁl(y\’g}‘ldlcagtlﬁ és%ﬁée}{e Bfnggxg%lec les

n-an generate a
derlvdfdmaﬁfrommth@dthtﬂ-ﬂ'F aht(bd(hﬁbM&, the demrcd pivpertitsinmordgr tvpractiay the

theragﬁnﬁcé E%é@ﬂgsoﬁtﬁmﬂg éﬁ E%gﬁ%o bc?arfrs]atl b ? ?%dug#cplg]sﬂ{%cec}ﬁlques and methods

that a?d’lbhtﬁ&%l Sactivbd ththbhdAs B3 Weﬂﬂemueieuobd tathe am:c YiaperiBscaphiee

non- hupan anti hq var | is
reage TG HEABH OB, s DR ot AR g sbisdon 8. on
metaﬂtétf%rc@flé/oraiﬁf@arﬁrﬂﬁﬂry%@ﬂsﬁ@tge @1nfglérch§1hl'§hhl&fdldsr Fdbr @haghents, F(ab)'2

inity than that of the startln q&n gﬁ |b0@5004
fragmpn@ ndshiy protsinsindaitibadies Gdably, Sriaiemern Elj"%rc Boy
Stocl?mHﬁﬁ §g]§ Nnogekysde; 'set U, PhidhitNo. aﬁ%lS(ﬁQUﬁle@@oﬂaféarmbﬂetnyoy
I'n a&ddition to MAb 10HIO and anti bodi es

referenne ingjsreatitstranidrer aboneraseses Rreendiegion Wit 5t they Fleemay include
recepﬂ)qg éde(%: h&%%dt@ﬁ%&t%{)ﬁ&ﬁ&g& BEddESthéafoRseRgL LI es in

erapeuti ¢ nethods of the
(108581 (e h;alnlcbdristboct;@ and auford ansibod izeaangs ingjude complete antibody

molegtﬁgﬁgy@% %i%l%n%h ?Vy (l:}éll}]tg %1@% %}: %rﬂ“l{(ldg%lny th@{)?fé gﬁc‘iei?? Fh¥) Fab’,

F(ab’%’;l B, Uk By, hettgdn light dha‘ﬂnmai&i mbodyd@aesqhab]sn@humgnqs al‘ag)ﬁ@lﬁQ g(hmh

haveﬁértl E%rlgtgggsl %ae\ff\@ hqqlﬁl?lld m%pi e%lgﬁ &ﬁ I’varlcﬁxsg»gecies91% also
sultaISIBaSé?z fRtkhedé, ens. Aaicatfonaiprecx®p22¢ab) ' 2 fr agment s,
scFv proteins and affibo Affi

Tdm},ﬂ} ri W@@l}y g@redpqeg%lpe tar%bavj%ﬁ(%lﬁsen%f 8%1% ap Ig,%l‘ubody may be
raise®TedRdtts fo?%‘é‘%&mg%oblo&l afatodds diected o, t4+gdt, dBjke2ts are well

|ncorporate herein by reference inits

mowgp tiot pladiD gy EAYelPHG G e R U Tpged o

thoseaiht?@m )ils Qi hgﬂéﬁﬁi Q&R AL Rsbe Ok IRoRAL bR e lithat arget objects
anot her bi omol ecul e. [0053] The

1ncluﬂ§/my| sdlbamcp wdrithds capakle nf,@q‘}mbjtngﬁrqngggg;tyf qngé}:ﬁg}wglly proteins or

protehn e%olis%gchgﬁ{i@ ]%){a?néah a%c@&ﬂ%&@ﬂoﬁc %’Azgﬁmep ah\ﬂhﬂ&leg Lgul)wﬂh%%rg

K ment ereof such
peptldSS dndibhe 1kablt shdu]dix Ynderstopd ;hagn(rt\gbnlyam nang,&}y p¢cgmng antibodies

s and anti body .heay |
Slllta&;ﬁ ?%I‘ Sﬁ g\ﬁé)(:?}‘g?,l}cg B\ilté theepgl'l %Iﬁé(ﬁ%é& re g} Eggéﬁieecﬁﬁg’lﬁlkp(g% ﬁ
antlbﬁ@ﬁﬁ'hgiﬁﬂnw wigtions direaed ‘Marpr@iﬂ&nsmed: pbgsctaresalsid sigable.

5 o) SsmiiboTienin Frrin s pyyecty SRR TRl e Byt hergjn include

mon@@d)rﬁ@&nd' polyehREEAbs, BndMitibbdyeffegatthisisodyasfay, e’ rFQabS)@,ch scFv,
Techni ques for_ generatin

Clon
disbagigseB Ay Ueht shes, Pt ReavFi S ok AR G Rgterived from
phagg Io} Flllaggmidrﬂls;ﬂﬂe@ t&¢hheloE& Nl b@gm%tlﬁ' b€ thitia® eftibody BSbiained from an

i nc but are not limted to,
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those involving display libraries, xeno or humab m ce,
hybri domas, and the |ike. Target objects include any
weubstEesse whi ch i s capabl e of exhibiting anti gemiuskiog/ 043313
and are usually proteins or protein polysaccharides.
npl es include receptors, enzynes, hornones, growth
OT‘QIP%%%@P%deSpMﬁﬁ harisularly theyendlqieecid o amineadid sqguence of the variable
portiteEhs ligadndinalk Ak ol
antlboéggs §U|t% Ieafor aséﬁpﬁ%%gﬁﬁkg%;Qééﬁ?%h&%ﬂgwmg
specifieis B e tapel ehtigsn isncedast Thnofiginating dpaaies ihaisperiearvdich was used
to geﬁé}ﬁ‘ﬂget A tlfa&ﬁ%r@ Eﬁt?bo\ﬁ‘g) hiBArgY § d're{telﬁ}cgﬁra bl'i, 816 , monkey, human,

gm m ne ect - are ar Sui
and t hkmwhmguc(s/fm@end:rhm’(g anelrmldnmgsnkh;oebhﬂdmﬁbodﬁds are well known to

o SRR Sk I ARGt v
Separﬁab into EQrabdn)ent&;artEd,e Bafsworkld @ReYarRISCDRY) ki@ diyy pds€ible definition

of CFREl ek Ao, Chethe Sppiiage c%ﬂﬁeea”t inioiiayy others known

to thdseskifled inghea). Gﬁbebm his Weh Bbtaﬁ@d ithe dele@tiorPdtabPREMatt Birget
spem%éra' ned froman' Ml eparticularly, the nucleic acid or

Btk s QeRsERemC QHSFmP?fEmG%frlP Yes alignnqny pf esch individual
framdv @R fegidhatdhn tHEQAY¥MakkbAIpBci&Y anBBSd, se&’ﬁen@@wﬁﬁ k/&idﬂfetdrrﬁgo acid
speci es anti body having specificity for a target
SeqUERFiES G SANG SqrBeRsdtpm tha darentispicivat Tragramp &uriseaschisg ﬁmyhgnments are
well @R)%\Ql' ift %he"é@ﬂ 8, B@%S‘l*%ﬁg tﬁe%kg elfb?r Qﬁn%le q?thgga&%ée 9]%ﬁ%§ st luman, a

ant i body | ibraries,
sourceghRush ampneresi, seamoqsm gbnd«seqﬁﬁeeds fzeméise mmeazgmlgeﬂ attnbnql;y

o 1504 BN e ot R Ept v

databaiiit Gitp:é/dgbi nhe nihagoivAB1AS T g YiBASE, é\ihia%d oﬂllh)meﬁhraatibody genes

atedlntoc rt mewor k -Rs)
(S ERAL B EGbe g QD EAEL apB s bl iris Grepoiping
(http: Karkmt mahm&),me(ﬂvntdnlu}amakahﬁllﬁted Kedaagts ﬂi&fkoﬂ]ﬂﬁhh kignments are done
ny others known to those skilled in the

a
vased TR Aroud feaBiHies ke SIEAN rutes SENIE tsotelses o dgjemine
whiclogipeOPH thats@bse EHag e the TRRESt BSirolBIMEIORIOIcEy 1§ HR@EE A C?/specles

%1 enbodi I nvol ves alignnent of each indijvi
antibgdy o Hs g0 "’g&fﬁd& RAtRFRA %Cﬁieseavqngﬁfweiev@sew@éﬁ:segh@lmpmya
highe$ @é@lﬂ@'}fbﬁm\l\égtyrés ¥ahpAR] B A BQuafckdinRIMREIREScS rbe 96ffed and

seguences romthe tar get speci es. Pr ogr ans
mam@éég?dclﬁuaﬁ@)r@a@ﬁe with erpsepeduray desqitter hlzmeMqrwvcm emalOtaCld

sequeﬁc& of g@c@%ﬁwﬂ Adve B&ed der?olcéé: Q:%n be aeﬁiwrl]lglg gltgp gnéoﬁe gl%hucts

speci 8s I's human, a sourc
whichs stjgre meeipulgied g@ch@l@@quue m‘y‘esia(lcg:evuﬂ the eroocduresaiescanbgdahierem

: fou i n_an
exhibff @#éé:?feegt gg%’grggegezr%éﬂl}?ﬁargg ﬁ% cert én@peﬂﬁsba{nealc?]eptable
range @ﬁhabalngy {shrdar thanabout 60%H h Is]limry:bb'e’ IBidé:SElo)i thaVBAdslspedies may be
other gﬁ%ﬁbase of human anti body genes
P, nr c- cpe. cam ac. uk/im-doc), and the Kabat

d§0sbps e‘heétmgi’rmm@gi zﬁi?lihdﬂs of success in the treatment or amelioration or
LWL edu) qr. transl ated products

h
prevetifiand g SHFT QBRI iRt L0156 BugHe s CEBOSR Brameiersuch o

abaterﬁ&tﬁ* 1©RlidsidA; ERHIMMEET syinpRhsbh ﬁlaﬁﬁh %tcﬁéela&%ﬁélu%ﬁ%e%lerable
e anal yzed to determ ne which genes of that subset

to the ﬂ?a%lt Vg Bdbsipteptidpesngistion eraleplinsggr meking e final pomt of
degen@Yalibh R& deBglta?tﬂg CIrRStahbR ¥meltdratlon 0@% %1 Ek%h
am no acid sequences or gene sequences appr oac
objectiyerr glﬁgectla@ prrawetisnivtlodine ghe resytipaf mmmlr@tlmeby a physician.
sequences in the database can be utilized and
mani pul ated i n accordance -wi7t-h t he procedures
descri bed herein. Mreover, am no acid
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sequences or genes whi ch have | esser honol ogy can be
utilized when they encode products which, when
woam7msézaked and sel ected in accordance wth tRET/US2006/043313
procedures described herein, exhibit specificity for
the predeterm ned target antigen. In certain
Actofd Hre@n PG RERIea M %dﬁqﬁ{"ﬁl%tl% o8B REHndsSor agents of the
eco ?ggger t han ab égt 50% Ft shoul d be understood tha
presentam\geuorstpmvest qrdglapdo aileviste, on ErATIestAs Anhibi b‘éﬁéfel]opmem of the
symptto;l;{s%?%x{a?mng ggs@&?te& Qlltﬁ‘ BYurhrilcaded TAE (SMOAREDeht dfﬁ@t” refers to
or aneli1oration or prevention of "an can
the reductionf dliarimation.om préveetiondif trg dawyseoﬁjnammi/@ the diseaps, & %1fi°’</%ffe°ts
par ane as abatenent; rem ssion; dimnishing of
of theg %%%Bﬂ@wng%§k|ng the di sease condition nore i
t P 057RbI®B dombirdattorpaith’e fitomishadini ﬂgrapm” amb“cpmb@amn products

refer alégeg{%lg{eg%l?l an%réssg) !%%cirhl%inireé]g Fﬁgl taﬁ%lt topé)fim thglfapeutlc
and tiR B hiptidtsia® ﬁseameﬁwmdﬁﬁﬁistbled ﬁxamlmmwh;aetcmmnm can be
subj ective paraneters; cludln | t.s. of
i A0 SRR B ARL DR 1 b s B, gy, coch
compbﬁ’éhlt Baese ddBniRehdl Bipatakadf b@Ruicichite clo SlpUekssoss tcagzemtds the
of the present invention to prevent or delay, to
desires) thergpegtie effest. to arrest or inhibit devel opnent of the
ﬁ ZWT% WGP *‘fréa@ﬁ&t’mée@tlﬁaaéﬂtfcréax%ﬂbﬁhﬂﬁhﬁ@taﬁ@smg the
erapeutlc effect” refers to the reduction
meth@dSquthw?a;WS@ni inntip woladesi roprepting the orfe Uy BPlogrip gRiechfhat
! | REAPBridRe b&hibit
maylg uag 1&r§a§9dsrfsg§gﬁrﬁ:kfcﬁ %ﬁﬁ&tﬁn%ﬁt &d@?n& 12 @k% ridride ibi

nati on wth onbi nati on
symptdmﬁplyféctmndlnmbamgnhwmtpnmqf dacesor m%m@mathnl{sle‘é@qgaqr grresting

its deﬁg‘fB%mQF g{eos(%‘du%% %9@1% ggﬁﬁf&ns %fjg}ig hﬁéc?saéf : cQtQ;ef & ififlammation

era I C an e COfT'pOUﬂ S as
(inchuisthaeties ﬁeatMﬁlﬁm aﬂdimhlavmg theapmpioms ofitinaertar dnflaneestien (causing

opent cgn e adm.ni.stered at .t
regreé%fgﬁeﬁ realiney refprs 5?1@”6?%%1? gfucﬁeSF 4 et:ﬂgﬁg éﬂﬁg?tn# '&Eef?&ahon ot
preve-kl;lhtilfl; of %fadéhc& @?Flﬂaﬁlﬁfatl@rﬁ Iihch&hr:g(ihﬂfy I@bjet:te\reexd sdgmlvagameter such as
abategégt ?%@1541&% ,%gﬁl@{sm%g %gsf)ﬁnégclemns Trl Sgoﬂlqa- gcal%}/tiorn indil folerable

to the é] RAL %mng iR the GAB 6 logeBRAtRhlor UbdinG; a:ﬂ(hﬁikmgrthe final point of
|'anmat i on usi ng the net hods of theggresent

degenqwtmtlﬁsgﬁlelplh@rlu@e edreatrsat PiraRelinEtion ehsympfonas 5an{s hasef 4
objec%v Pp%‘m‘&%}l%% arhAs:RfcI@lingd M€ rQanest ah'eéiit’rm‘ﬁﬁh&ﬁd’jﬂ‘aq{hyﬁiblan

ut does not yet experience or exhib
Accosgdrraimhste@n “Iredtioet Inghides thnadsmipisHgfianted theAoppeRis of agents of the

prese&gﬂl%fzrgtlo%rto {étul:n% Wl ay01h aﬁl%kf 9{@' ?&P AreRbf f?xﬁ;b'itragvél&]ﬁnent of the

provi ng re romthe synptons or
symﬁbrﬁﬁelecfohémbss wfoctéatiowith @tulalr debaamTﬁhq torm {‘therepaydic gfect” refers to

the rgglﬁ%g}, € ﬁ?rr}e g%]%n%{l]ﬁt ibn aptge dﬁgdsg Vg{ﬁ?tom%f ﬁgérgi)ge%@o&ﬁde effects

causi ng
ofmelﬁaﬁéhn@emﬂ@&ers to any |nd|C|a of success in the

treat nent or ane ra n .or
or (RRA xpetacaR ST (AT CaRy et Rt 2Bl iflages or e
parn&ﬂmwbi%ﬁalw sdiréfed FALIEGRNE AN cbﬁlﬁin&&)rélh:lerﬂln&d quamm? aofive
synptons or naking the dlsg se cond| ﬁ% ith th
compayna(sherlarlatest @W@%&? the desired fRGEAPRYS ‘°ﬁ° Py 1t %SF%C‘%P“ with the

@rg}%&%é’ée{lml Siridte ahi BRcifREtidHBikH e dbdage flﬂuﬂﬁirms)@elnrﬁe diftated by
ramg ener ation Ié%s deb%%?tatlng The treat

(a) thgrmmiquercharheeritits g@,th«mc@ﬁg C@)appugg shauld ngx‘fm therapeutlc effect(s) to

be achieved, and (b) the limitations inherent in the art of compounding such active compound(s).
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obj ective or subjective paraneters; including the

results of an exam nation by a physician. Accordingly,
woOheo7iossase "t reati ng" i ncludes the adm ni strati egrwiS2d06043313

conmpounds or agents of the present invention to

prevent or delay, to alleviate, or to arrest or

i Rioieby oSO RAgRALa b ﬂehﬁntsydlgﬂh%”ﬁn@lﬁe d‘oﬁféﬁt 4fit@B Br more
associ ated wth ocul ar ‘di sease he term'’ "t herapeutic

nucleiegide or'polypepiids seanenprs, FERS VO AT METe SHTYSALTS G SubFquences that are
the saRmr gﬁe[ ﬁée\#e face'é@ec%edt &?ﬁgﬂf&%@%lnoc' X&@Pe@ﬁﬁescﬁzr nb&l@otﬂl'e§ﬁ1@§eﬁe thRlsame

| sease I n the subject. &0
(ie., abb)nsf@g’eldgmty, ‘prefefbly $5V o 7@,%5/5%,8&0[’/3, 8&fYos ‘Ve,t9é U ﬁg%s 3%, 94%,

95%, ?6”/(31 I ual b‘%a& g%??ﬂgtﬁy Q& ol ggclﬁ’&f el 18H|( , nucleotide sequence

ach nit ca aln a
encodﬁ{gettkeﬁeel’aﬂbmdnﬂhmllyttw tlgsue)fac‘a)c ﬂ¢s¢lebftddwmu¢rcﬁ(n§)10 acid sequence of a

oSS, BEOCHEE, R AT ARG in
maxuﬁﬁlﬁ R:fﬁﬁé‘s@bhideﬁﬁ] ovens éomparlsdlfh\emdm ot ﬂesmﬂ%é rf:giqmb ag ineasured using a

0sa t forms can be
BLA a9 SF P Oerentona e L TSyl oLy Qe Erbed
below? %f by ﬁi‘ahluﬁ[ allgﬂ]ﬁ{eﬁpﬁlutvhs@alelflécpem&x%)eet ag. bHCBE hnebammj Senhcsequences
b) the linmtations Iﬂh@[% rt of ¢orpo updj 0%,
are th e tdei Ve sBHPTUARLSY. ‘Fl éso referp 1o, of pan be applicd to,the

comph}ngﬁtrbtf lGak seqBEncPeTEERIM akél ﬁﬁfdd&s)/sequdneesttﬁﬁ h@ﬁﬁe@ﬁbn@zﬁnd/or
two or nore nucl eic acids or ypepti de sequence

additioed, o well as thogs that havsy S@b%té‘é}l?éﬁcéfs d‘?fF“‘%‘i@B@lé’d‘{a e geleyialgorithms
can aQJOﬁ ¢ e%a?@% e hi@@vleref%ra%B'e faeflﬁtﬁ dxR8 ro@@ﬁ’htléﬁﬁn fHat if)raﬁ R&st about

dues or nucleoti’des that are the same (Le
25 armb@amdﬁ@%lcld@rdes inylength. of soehirgfembly ovenagegipgdhat SOy 100 amino
4:85% lé’g %Sm h92% 93% 94% 95% 96% 97% 98% 99%
ac}s@Fn%ﬁe &%ty over a specified region (e. gﬁt
nyodept leﬁseﬁlwme DOBPEINCH @rmlly pESIPqUENGE BEF s TeErnch grgyence,

to wtg%&a% E%ailglbc};?grteocﬁglg%gg r g@\ %Psntlﬁ’a éeﬁya‘{ge gg&]{)ﬁgls?r? %l orithm, test and
refere%n@@ tQuerdesat cheftd hes e gm)nputm amSapmmrceddam:s allei dgmemated if
or maxi mum cor r espondence over

neceyyy; PHALBENT RSB BYCY §$ § %Slén%iA%ema%%LW“

progémpaSReNeH B’éQﬁ&ﬁ bt ﬁ&&laﬁ{/@@a&mﬁé’téﬂi cii lbehded@ﬁaed t The sequence
paraneters descri bed bel ow, or

compgfisapedl aritp thep p@lﬁule’@%@e pgrcgnt seq e%fi%f g@ tengﬁ:élﬁences

relatl%@ﬂ)%ﬁ@fé %erﬁ@ @ecfu@ﬁd% %é&ioﬂ Peb gra@r&'ﬁz&&rﬁ&%ﬂsw ly

hi's erma SO refers to, or can £
aﬂp{)(ﬂéd A ‘écorrtphgsqnowpdq 2 g used h@’el@.’le]élﬁ uggdafgﬁg%e tom@gment of any

one og" ! rgu?rlb%lo b o#l%ﬁsc' (?‘s?tﬂ)lﬁ gc?edt ose t%hcﬁltpcj:%hﬁiting 3% from 20 to 600,

&'or ad have
usuabydimi Othlabom 20(Asmtnte gmailb @bbub é(l)(bw abpyd 59 iewhich a gequence may be

comRe S RuRBRY s e RS, Ul s st oo
sequérR8Sdre aﬂﬂﬂél}y?lﬁlgmﬂ IMethmisd>£ alagnmuntdt)fﬁ@wedw fomom:pnlgsom are well-
or, nore er e eqgi.on
ke 1 LGRS T RERGU DB e VL a1 by e
localGRHRRIEY %Fgﬁ{ltlﬁryvﬁﬂ Shﬁﬂtli 3hdON RteBen L LedhC ﬁpplcmthag 4821 E183r ntbe
sequence 0 ic es u s .ar.e
hom@lggshﬁlga%@oﬁh@*v&léﬂeéh‘ﬁ lontag o g%ﬂ?i’ﬁ o Bl 4§d4é3%% by the
seardhGhEIRNGRy SRAHIANE PEardnQne MR Pida! Nardl. £QPSL USA, 85:2444,
subsequence coordi nates are desi.gnat g% Egﬁg%zg&x q
198 % hlceserpisived iraplefaentations ptbeiea OBE%@%A’ a an
TFAg?ﬁ' i tWQcorP EEGAR! 6wl R Bk dge PE AR T RAS AT SERBcience

use or alternative paraneters can be desi gnated.

The sequence 19-
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conpari son al gorithmthen cal cul ates the percent

sequence identities for the test sequences relative to
woheowsézmseence sequence, based on the program PCT/US2006/043313

paraneters. [0062] A "conparison wi ndow," as used

herein, includes reference to a segnent of any one of

" Dr. NIREsUh Km%r@f mBAR highheest HASHdublaRspesiRIngsdecelg Aasubting o/, eds.,

roup consisting of from20 to 600, usually about 50
C”’"”%Pé‘%{ﬂzsléd@leﬁ‘(&’@ﬁ%?’all?%ﬁ YBIETeRho to about 150 in

W0663] 2 ASHERERE ExBYe b SRR iHRis kitdld Bf @fté@RElng percent
sequence of the sane nu er of contlgyous ositions

sequepe isentity and spguenee sieniedty aig te HsASTeand BLAY Tyh @ dlgonibpgopch are

descrffed 3} AAQRRIY: 401 NREQUANRES2S:91 8993@1@@ afo73 QR ﬁftfch\ﬁl‘i‘ér LKNoWR!. Biol,
in the art. Optimal alighment of sequences for

215:40843 8r 1990 respartivsly. s BLAST2.0 arsyusedevifhdheparameters
desc%&?ﬁ%ﬁgy t al%%;%l&%%%}cgﬁc S{"S%Ié&ﬁgén}gﬁt%%tr ﬁ%‘@&ﬁﬁ:’éﬁfﬁs aﬁpﬁl}tems of the

invergiog.o Bofiimare Gfr phidediiegBhAS T dnalyses sshpublicly mlablluﬂabugh the National

N T

first @bntiddidgd hlg}h Q&ﬁmgbyqueﬁmmire (H STy by idehtifiyigtshért eosls of length W in

t hese al th GA T, FASTA
the Qi1 BRSOl BB OSSPz PATR St A IEHRKLLoof T when
ahgn@wmdb@d’or@ﬂlﬂ@sar&ﬂ&gﬁﬁn@fﬁa&baﬁ sequenMad]l‘ 1 réferredAbXs theby

n anual alignment and vis I nspec see,
neiglhaRoB Bt sofie Trogheld (ARG gL BEBE 0 dBRS INRERsiEhifiagd word
hits 23t £ PO forliR PR RRICRIERA kihd loﬁm@&ﬁﬁPsAo%ﬁf@ﬁﬁ&ﬁi ’BPfe'i&ﬂmdents are

of algorithmthat is suitable for determ ning perce
extensledindhptiediregonsialapgach @@'éﬁﬁ‘é%f?é asfappy the peryulaie aélﬁlément score can
SR, BheRoRAEHESEES, B8 Palamhet
beinflefiad, @ %FO%E%G%A%%?H&& Y boBlEs e BEfataheter
M (revard edoue foew paif of mdtchivpresidmiso plwvags)s Onog-M m@nalmgre for
mlsma?csth %:§1&’L%Ly 1W§}SQ§)§ 200, Bhovedd gqunel?creg a%é@r% ﬁ%tﬁ?l L& to
ers d herein, eterm ne ercen
Calctﬁiﬁq’dﬁ roeulathendcbtey Bik@nsibief thel twiosd lotsdic path diractiopraps hwilted when: the

com GRS s PO bR LI PR YT o

cumil&iiegtort @besBd adre ochbdbwgiue idrthe aemmiriutution of one or more negative-scoring

SR IG O IF (5 e ——

W, 1( H@Px)det@ﬁfmh@lﬁletseﬁsmvnﬁ aBi§etd YOhE 8lig@inehe MO BIASTN pﬂ&gram (for
query sequence, whic

h h f
nucl?%lé? BIAVRICER USRI éﬁﬂa@&?g‘lrf%fd@g%@nz{‘% &Aﬁtﬁgg‘ﬁ’% ign (o 1g, M=5,

Mdda c%fn £3&n SRBHh SRR, thlrhnﬁnéjﬁdi@g@lﬁ&m&ﬁ EHEEBICAS TPIprbSram uses
referred to as the nei ghborhood word score threshold

as defimils sotvmllerath o3, and crpsiaion FhaGK). Rrs 5 B OREPARSPRRSHAiX (see
Henlpgirf QHJ]H{;_@]S%? oy N%zﬁe/gcstldf crz U@A tgoaiiob g IE%raﬁEﬁﬁetﬁSO(Bf) lopsh,
s’cont ai ning t The word
expeemu@n(die df 10y Moest, N=ei}, mad & p@nmrlabmﬂ@@amnéfeq uence for as
atd v Ll gn S
R
toa Imlﬁheﬁif latﬁﬁm&eqlueﬂdlms Thch‘ermsaamlmb @msnoMc{d mipmas gr;\mlmeh one or

for. a
morq AR EG it 5 Pt v g PBE PR Bty ocouring
aminoQkidass wig] &ed HateRilvecwaing damisc atid pgyimeats phdkndsnarselly d@urring
cal cul ate the cunul ative score. Extension of the word
amingjacid QOWMEAch direction are halted when: the cumul ative
alignnent score falls off by the quantity X fromits
maxi mum achi eved val ue; the

-20 -
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cumul ative score goes to zero or below, due to the

accunul ati on of one or nore negative-scoring residue
wealogwsessks; or the end of either sequence is peaaisews/043313

The BLAST al gorithm paraneters W T, and X determ ne

the sensitivity and speed of the alignnment. The BLASTN

PlogeKyan Ahgi% aa&wﬂe?e% ﬂo‘i'ﬁtu%@lb%&ﬁ'ﬁﬁé Sthatc dheiha akhds agwell as
gt

1, an eX{)ect ation (E) of l}ﬂ(_) 1
aminoscid4nalngs aead@mmcidsr@ﬁn%ws e ﬁwn@,ttorlamgﬁamnfé ping & pitypelly

occurr\ij‘\%r%g,ﬁﬂc‘? gc?%s tﬁ%ﬁgﬁ%&‘f’mﬂé ARIRMHS 8= 1BSte dRIAM bBtha genetic code,

expectation (E) of 10, and the
as welsmmmlmnmdsmgat meetlatesangdiBied, pignihk PRy rplineHe AT RS ygIutamate,

and O(plé?spgpseglﬁe Am‘i:n%d jic 'alog%‘%;t%rs égc](_)%ﬂg&ﬁs tﬁlagﬁnge tl*?e! daﬁﬁ %ﬁﬁ& S

expec
chemi€4) Rpadturs afa n:ituﬂaby hcwtrn@rmtsno {1@@ 64 att sz]tryge@gﬁ ig éound toa

rotein" are
hydrogly Betiboy! Fbrn Ranisd Sapd i HER Gl £ CHARAGAN Yorleucine,
methidifife fuBfoREe, afghiynih®matiynalfaniunh. ;&ublyam:kgs lhmve\qubﬁedjh &royps

nore am no ag es n_ art.ificial,che
(2. FTIRBE Boied PP GHH R At S BRI et s
a natu?a@'y%ccxﬁﬁng\@hﬂno a&id! aniiad Mﬁc&fnﬁrﬁetﬁ@ edfiérs konghemiriahconaiuoids that have
'ymers _and non-nat ural | urri E‘%§?m no. ac

a stmcpj@qey]ppé s, diffepegidiom thgenegel § quaa SrRgt fn arping &Flg' li)%; that

funct181(fsc1 LR Ger iR YOk Rftiafly 888ufthgafiifiSaci@s wel | as am no
alogs and amno acid mnetics that functi

| ONn
a [Qﬂﬁﬁh eﬁﬂslll(]ﬁcllcb may berefarrethiohersin g,y @thet their ﬁ(émlgmﬂﬁ gnown three
letter %ﬁnll‘tgo cgl}%ttﬁj{ ﬁle-lgtte? CGHbJ1E fégorﬁfﬂeﬁlﬁd %? 'ﬂQﬁIﬂ%@ TU® B&chemical

e gene ic code, as we hose .ami no
Nom@@]a’dﬁe CMmamB Naelestiden dikewise, may. by, refeﬁ%@d%@b‘?‘b‘l’qfﬁéonly

%ﬁ olx?f% ﬁEamalte and O phosphoserine. Am no acid
acceP s $ to conpounds that have the same basic
c heuw7E akCaservativetyemadified veadanisakppjicntodwtly dpigo aetl e nucleic acid

sequeggeisggy(lic}] re&estﬁﬁ pa%%&lg%ﬁﬁ e?caatmd sséq e%g%d c&ggéath%@rﬂ&ﬁﬁ%d Fhriants

group
refers 10 AREE U Ee adi@y WigelCénaede ﬁa’(tfmakmwmmsalﬂlyfldm,tl@ amino acid

seqqug%mr?vg%p?%hgebcgﬁg aql ldéeosr}llo%j %m? u%ga[rﬁg? lacg? ge@g% ?1 t0 gssentlally
ldentfea%él&ﬁcé%a@é@ﬁ&e& thdWgeh@bFiof tHehenarmedd asmge olveldr ofll

structure as a naturally occurrin

functisoplly idersel rsleicerids gngoge é%%h"?fhl?m‘%&-rﬂr%& R, E’FACW‘]%R}% GEA,

GCCS{BEE%%H il tr\%ncb&e @b b gloeRld ddnpy tings, genefBpositivanthesl an

ructure of an amno acid, but that f nctlons%({w d
alanineis sescifisid iy lasedan the cadan gen Ibe gligsed Qrany ﬁgthaﬁ?ﬁﬁﬁp Ipg codons

descx%l}?g llhgt’lat‘mlter(f @tﬁé % oHEY, 4 ch’gpe f?(iee rS'u@lgnﬁéPel@Qd"l&bﬁlalﬁ}énﬁdr& felent

onmon nown etter synbols or_by “f
variafoe; 1 veliitleare symp@blss ofeoosemetivie i nwyhfteﬁ &aniafong. E‘@By nuc eic acid

sequ%cg g%glg]év 1%@}10%%? Fl ggféfggp%ﬁlg?ﬁyggsihﬁ é\lg%b%?rﬂé Gi&81 variation of the
nuclAE&EN Gk ofiskill veillredogrive thatkesh c@d@»@@w ntiaBie 8&d @pw UG, which is

modi fied variants' lie
oo bt 0 L S BB G371 DA SRR o oon
tryptOpHahPdas b@%d&lf&ﬁ%ﬁ@ﬁ%ﬁmﬁmﬂﬂw Matticﬁleh(ylecmiﬁi i A@C@tﬂmgly, each silent

variants refers to thaose {e cﬂ esc%gefse ence
variafigie pf 3 uglciGoreihyhigh pregies A I?OEE?P? AP ! CHdn g q
with ?&9&% ke ex;%ssféﬂ SfRubtBut MeEW R fespset 1 admeBprﬂbH segquEmOSe

am no acid sequence, to essentia H %/
[0068] As to amino acid sequences, one of skill will récognize that individual

substitutions, deletions or additions to a nucleic acid, peptide, polypeptide, or protein sequence
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i denti cal sequences. Because of the degeneracy of the
genetic code, a |arge nunber of functionally identica
woucl7@sessaci ds encode any given protein. For i RETAISC®E/043313
t he codons GCA, GCC, GCG and GCU all encode the am no
acid al anine. Thus, at every position where an al ani ne

" which aheRPRtl b @b iya ﬁng}@&iﬂlﬁo atider & eesihpeeontdpe ofdrhimp @cidg m the

any of the correspondin dons descri be
encodgd gagppneg it i@oBIFEGEHIY BOiffsa eg . Wagie fa afiespigr S i the

substi{fioh 8F AP é}%’hn@ b&d Wwihla@REméaAly @il Hnino ¥4id. ChoERatdiRSubstitution
speci es of conservatively nodified variations

tablesm@t@ng ﬁ@@il@ilaﬁeqmeht@mﬁ@ peifnargicl kneve Bibe atk Such¢ conservatively
modi Y %B on I Qci od6% c{(ﬂcpﬁﬁ ekt e&%‘ﬁ)}blﬁé ‘éary?ah{seﬁterspemes

varla e nuc el ¢ aci d. € of skill wl
hmnokg&agdaﬂ@eidwmemammhomodon in a nucleic acid (except

A s_ordj
i S R e Lo s
substip@banfol one droytpt:dp Adeamjinedad, Gecino i) R)eeﬁisnamcwpeu @).d5lutamic acid

ncti ona I | ecul
E); 3& Sg&ﬁfllgl%dl\{)a?‘ gaﬁuge@ 4}?[}% TeHie (ﬁg,lL?gl\%g lgjn@g ﬁékga&ﬁg{}) Leucine
(L), m&hme@tmi avalisic (V)Pb) Bichylalaniaa (), Teeging @{édﬁsfg@pbam@V), 7) Serine

e EPP Sk a5 BIBETEAR B0 T PR PRI 1959
aghop © WeRRmSTecutid SrRfurédsuth ashdliypeptiieagnitmes tamtic descrlbed in
i ndi vi dual substitutions, deletions or _Sdltlo
termspf vpiagus leayelsef opgapietios, Fﬁbqt 8558 flla%lSSIBIil o€ &o&gaﬂlzatlon see e.g.,
AlbeREH4E, NEERRglk Bz@iagﬁ 57 the BHHSr@Ed. WOk PIETadtoS! hﬁlﬂ&ﬁ‘uxﬁﬂibh 0

or a small percentage of ami no acids in w
Bmplefmxcdo@utn@efq’dembk Th«sCanfma?mﬁ@épﬁéloiag&aﬂlMﬁffﬂr"P{eé es, 1980, “Primary

struc‘[\{l?eg piic 1{ I{@%%Jng d eg:gd %h_?eﬁl(%@giz rﬁc%?a&' &)Eapﬁlgﬁg“rﬁéggndary structure” refers
to loc&llyrbidafedamen dlraeznsanal@tmgems'mthmet P@WQE‘WQ@U tThesg S%/YH‘BP@% are

di n functlonall s iehd b
com e RS L A AP AL B b
domah@, h@BtSmaing ahd cgdiladniiotuilidomaing. a)omnms ale)mrtum of a polypeptide

onnDr hic v ant s te eC|e h I
B i e R
Exent1@Y BSmEAS thcRad tahfinawith @nz&ﬁiaﬁ@adt]hﬂjf ey, @ ldmass domaini Fgpical

domgegns oo o B BTt SRS gt Brcties.
“TertAa?g aragirPerefd to td é&@l’ét@ﬁmﬁ(e@imetfk)on&lr @iuoiufeeof @Rplypeptiiene
6 5) Isoleucine (1), Leu0|ne

Ngt Al éd\@ the
monayadri n@thWMY@)m@H@nfﬂf‘ﬁﬁ fibs 3“‘{ meqsgﬂna t?fét“f“ygg“n y
! T, Rernk)are A8tokifd
nonc&a\é%télgﬁga%gn\gfmd%?ngﬁlft r‘%éel"ﬁa %l’llti e‘gﬁl?de?fb'g e&cnr )ea;'reg AR Wn as
ener@rtotnes. ns (1984)). [0070] thronnlecular structures
S ul:i)ﬁ%ﬁ éﬁfl&ﬁg}ﬂ sﬁtc{d%‘é?&éﬁqgesal&ﬁ% Bitld @RI Ha8ds 'dplice
of *VArT Otis | organi zati on. For a genera
var1a€ltsS’C Sissiladg, aofartidulas pmtega micoded bma nuséeic acid igplicitlylsapqrapasges any
uIa BloJo »
prote@mcg? Fﬁ WP at n (!}tglc gg%i zﬁ?ngxsleﬁ%ntspia? %@naﬁfénggests
are p}_(ftﬁlc@@ﬁ fll&lhﬁmitve @pihcﬁfg oBla(glamag i Acfdr triviscriptiod, @m:mllt@é; nuci@g acid

"Primry r to the am no
nansgpEap By PRCE S HRpTRET Cup Bl L B P a e
diffekddt pAGHRIptiNesO 'M’&h@fﬂsmg {oF the peb e of IﬁﬂiceS/b.mms %argsbut include
within a pol ypeptide. These, struct re_conmpn e%db a
alteriato sHicHE o B¥ISn dltergalg po Y@ﬁ%&?‘ﬁ%@qﬂé’f’%ﬂﬁﬁ ssame nucleic atid by read-
extracel l ul ar domai ns, transmenbrane domai ns, pore
domai ns, and cytoplasnic tail domains. Donains are
portions of a pol ypeptide 220
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that forma conpact unit of the polypeptide and are
typically 15 to 350 am no acids |ong. Exenplary
woaoerosesse ncl ude domai ns with enzymati c acti vi PET/US206/043313
a ki nase domai n. Typical donains are nmade up of
sections of |esser organization such as stretches of
thiduphsiagtip@dirhrasise bicoapassed ey mlsalefjnmbn ushypredustedior splitiog

t he. conpl ete three d| cture
reactighr pe DA SO R B a5 B R S (g e T i defipgion
t hWO‘H’] r e@e@érﬁlﬁﬁ@t’oﬁ'ﬁén wkd wah wfﬁelﬁ@[ AR dtolycell @ nucleic acld protein,
oncoval ent associ atjon of inde enden tertiar %%
or VeAWF Jidipagss thatdhsr v fictsicacidy PIG vegtophas bse t“é‘i‘%?se

1ntroh&9i3111)f £hA@b o6l ket ddr ratéih dr 5 dHERER FHaSRtive nucleic acid or
nmplicitly enconpasses " ﬁslce variants." Simla

ri
prot%xalof thetithg eelbis gpléyqq frome ped oggodaﬁeﬁlu Jihas, forexpmple, recon¥b1nant cells
exprésg?!eﬂeg tfat %(re %G%W@ﬁﬁﬁ tl?er})éu@é' Qﬁ)ﬁ&&o%ﬁﬁgﬁ @orQNonheg&ll'o? 8xpress
lant of that nuclelc acid p ice variants,
nativetgenas Alrné ats aipewiss abnarraalpr estiseted, UpHlergxpressed oF Def expressed at all.
ng. s

SPlopZdIn asglﬁn&%{.tggﬁgglrz%&ec ndifi egerp 1d QiaitBfk dufdel hibh a probe
will biytfrikieze emits aedet mbsm;ue)cemplbailyan acompkep Imuaerepr oudleit gcids, but to no
othelgs:églg%ges;jl %rfu%eg%nt 08P$ g 81¥s$a£$ fegﬁenge dgp I&‘ealrxg Ieu?c{T:\%lr%lC %rd&fefg'gnt in different
circuldstaatdsalengd sequengs hfbr&kzm;@emﬂ\iatlye EﬂriﬂghBr podpepeyes. dasextensive

guidg %&bvgﬁrfdgz&%i?ﬁe nupl%%e aggllél ésrfe s a?ggﬁg%‘ e?l%‘iiciu%s gn }lggochemistfy and
Molé&@fak Bidldg@'ﬂHyBﬂ&zﬁfoﬁdﬂﬁi Nud])eflc Bro5@,’i Obengiew eﬁﬁﬁm@ﬂes of hybridization
i ncl udi ng, reconbi nant farnms ofﬁhhe splice pr.oduct

and e &Il el oI IR i OFSFELY| WEvEST SORMIGRTATR silgeted to be

abodf‘@-QW(’S‘ﬁ)%‘ér Wit theltB-RHENERNG Foifk (Ti) fo@th@ sp&ific se@l!ieneéléﬂ a@le€ined
acid, protein, or vector, 1ndicates that the cel

ionigysneth sHadibe Tmpe e dqmpesiturg Gadgr definedsiopisshengsyiph efdi gysleic
concteﬁ?atloﬁ')t 4t % .‘5'0%‘ fhe groﬂgstc% ?leﬁﬁﬁféﬁ' AL tﬁl‘%‘ét Iﬂ%h@lz@ fo the target
rotei’n or ter tron of a native nucleic acid or
sequpmqataeecrmhl:mmrrt (]aathettareeteequenqes angeprgsoidn £xcesh ot Toe PP%E the probes
are OC%IHDIed a? g%l%ﬂ-ﬁgl‘rﬂlzﬁ)n o?ﬁl}ggét‘acgﬁclhﬁ?rﬁ oGk ?lﬁgb@gdtﬂlfe\ygflﬁtﬁ bR of
destéhﬂmﬁg enybichan fyrfamide. ¢or scheticedd SPmlﬁelmxrid'szetimta postive signal

A A e e R L R A S
strinBytd b/t dzatib® Bor@itivak tarosesa’ folRfvgng 3006 mdnidemss&maad 1% SDS,

mhlch rob r|d| to its
incoblsg TR c: St RTckth ES, Hedhabbh oS MR o 25 8 g 0.1%
SDSak 6§Pe, but to no ot her sequences Stringent conditions

are sequence-dependent and will be different ,in

di F00& o N clsip agifs A DaY hybgidizsrto ek QRIFE wAlen P} Genditions are
still ﬁﬁ)@%ﬁﬁdlﬁ%i 1caﬁt1f Hé E&l%ep‘tlgﬁpﬁﬁﬁ{ t‘lﬂlé}e&co&é‘a@ ?§&b‘§f&§ﬁé487 identical. This

bridi zation of nucleic acids is found
occurs; foriekasilp, whenecqem glaesucieic Widis gericd Lpips Hsdnawbnwe gpdan

h t
SR AR M R g P
unden mmda]atclyeatrlmgeasmdvylélzaﬁcQWndlwﬂe Exietoplarystragderpealy stringent
conditio ar.e. sel.ect ed. r 4 0
hyb’il(ﬁ%a%f)ﬁ on tronrsreﬁnf:l.%ﬁe a Bg‘? d%z%‘mn n;’nabfbo%%{ ??Fe 4%?5@61%‘1%%6 1 lblalﬁ'aCI 1%
SDSs QU el divash idekKi Sﬁﬂatl%?ﬂ CA pogitivedtybrigikbtiohheat Teasi tvidehe

R, B T SO0 Pt aion o
wask et tRABeindeYtiliged b @rdv&?degﬁhdlhtyrbrdf gin#Rr §tfingdney.t Addigdnal

sequence at equilibrium (as the target sequences are
present in excess, at Tm 5G% of the probes
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are occupied at equilibrium. Stringent conditions can

al so be achieved with the addition of destabili zing
weagermiisexspch as formanm de. For sel ective or specrfiseo06/043313

hybri di zati on, a positive signal is at |least two tines

background, preferably 10 times background

it e i Cd SRty hyB el parSi didri @e Provited in flabisabference, e.g.,

conditions can be as follow ng: 50% formam de, 5x SSC,
Ausubg@? alogurss, i ncubating at 420C, or, 5x SSC, 1% SDS,
t W dF abBi i 1 B3%ow sdgdhcy %0
gﬁﬂ#@? Fglgpc [aggr%:eral\lucl gl C aci dlsSQ}t’Iﬁe;t do Vrv1ot géhy
ampliffigfttondaltheugtoanmeal ing d¢rhysratunasiean V@twqug@mtabcldﬁaf@ pshdB°ar e

still subs dentica |y
ceperiiasi it St der Heb SERbeELRER i Bl PRRpAGE: grabou
62°C € G Pics, alfBligEMaiptiGgensh @xﬁlealm;gamip@ﬁtuﬁs Bmﬂaﬁgeﬁfr(&ﬁ abzbut §0°C to
created using the nmaxi mum codon_degeneracy f)erm
c

aboutfys° @r@pg@lm ancthe priracr lengtisapdppeaifialy; TyRwakfive éP%dl%H‘?ﬂSé%r both
high ?{ngbv%g rmé% %%@ﬂh Ga‘?&oﬂ@%@lﬁdg g&raﬁﬁ‘éﬁ ot pﬁ&sg of 9@’@ 95°C for 30 sec -

erately
2 mirSdhi af@ehg PyHeE 1astinged0i seal -Canili, hncbalﬁextdnsmh phlese @f about 72°C for 1 -
hbrldlzatlonlnabuffer of 40% f or mami.de, 1M NaCl
2 i e e gpielines o 19 AR BB SR eRSS A g reagtions afe
prov19&i5 blol YEImBXRE i F@t PR B, AGul RIS MethohS EndBspRigimaRdA cademic
hose of ordinary skill w il readil y recogni ze that
PfeSSalllcéN%tll99@ hybri di zation and wash conditions can be
Utrhortef © QYdafl$ 2 CONEBIE LS e F S hri¥lah @k cifehd (RAHEKful in
Al gﬂgoﬁ)lﬂgﬁn&% angg }?} e)twe]l?i?n ni ng hyb?llﬁdl zation
prepapag alﬁattrmaseuam@ cpmposidenthptis eanewtly safe.mepdedn@ad desigble, and
3 EARG P hEactftical
1nclu@ S e%é? %@gtg@m‘? are a§ {a@ f%)p\%z&% g\%@g{s? Igsﬁg%‘l%%syi’o n‘?H ceutica
use. an:ﬂ dxﬁzipfmtsloambe sdltdhbqjgdh samiselad, iondn the epserod e peygsod gemposition,
vary between about 32C and 48C depending on pri ner
8a5%Q%8ngt h. For high stringency PCR anplification, a
t gOPEH at“Bha&m@éeuabailytacﬁa’p%lei salt¢ ytiestats)’ nwhnsfﬂallghndm's’gts that are

stringenc ea es can. range fro
A A
salts ﬁﬁ?@dnfﬂe%ﬁﬁéd whtR deddic ﬁrﬁﬁbh@p@ﬁéﬂdintth@ﬂﬁn}foaﬁddmé hapbblg bf reacting

and | ow stringency anplifications.i
with et OIS PR LSS Eat s Sl g formed pith the alkal

metafie. AN08RN 43D p@ﬁ?&ﬁn | Rtk din IA1RBE -and aldmiuit., Swable @ﬂgamc salts
extensi on phase of about 72C for 1 - 2 mn. Protocols

includpthoga forratd vidls onEaric basss Bieh anthg AminerarRen pthanolamine,

I, n
d1eth§)‘l§m£+1fnk g@%&h@?%a{hgg% lttﬂé)%%a%ﬁﬁ% dlg n%\éﬁ}?ggcanﬁnéa and 1hB 1ik&NSieh salts

also mpkutie ead adsiitgon sabiaifpemedswith morganicagids (4. ;. hydgcgb@nc pobipsirobromic
amds% cf ?r)rggnqcf‘e alilc{u!fl] ;(?.l :, Yodic % Qt é}Bic%cﬁXﬁleic%%d A8 KAE- and arene-

use preparing a pharnaceuti cal
sulfo@mmpﬂs sichas nteﬁmhesulforge amd aﬂld lgpnsalbmlfonmmctdmxPharmmdtlcally

oo LA By S S By B RGRERbS e

presdﬂl$ﬁl thSetHboRNEs, PkeDL.callcABstae. Sitleh cherd arq tw<da01daea piospd preisent, a
i.n_the case of an aer

ase
phar oy HEly PhesP ARG PRI Se o ERaT Bt S ELy Grselt o
eSterm@%nﬁﬁiyt\ﬁhe@é\tﬁel@%}@lﬁ&rettﬁ@ttw@ la€idic groups present, some or all of such

groups can be salified or esterified. Compounds named in this invention can be present in
unsalified or unesterified form, or in salified and/or esterified form, and the naming of such

compounds is intended to include both the original (unsalified and unesterified) compound and
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pharmaceutically acceptabl e and have the desired
phar macol ogi cal properties. Such salts include salts
wohad7/se352be forned where aci di c protons presepCTiUs2006843313
conpounds are capable of reacting with inorganic or
. .organic bases. Suitable inorganic salts include those
its BHafpapsatichl} Hedeplabla bl mland pwtral 4lsosegainsomiboumdangned in this

: [ ' l.ciu and.al um.num Suitabl e
im0 309 o0 Bhos R A Bl R s8Ry Hhedhhance pENEE
commpunds iamtinded mrinchedebdistmle gergpisidradad|alimiRtwes (whether racemic or
othergvii ee%(r)]fsrdoll1 ggri ne. triethanol am ne, tronetham ne, N
methyi GPUEET RE™™&ind the |ike. Such salts al so include
adDersaddPharmacedtdly abesprablt” Wiph{ksidlbgEdBNblera8k d8d femehatical
Variaﬁ%ndrﬁ)chl ori.c an hydr obr.,om ¢ aci ds) and organi c aci ds
Sgaerealy s iy TEICT ] COmPPTInsataTaers, S Tand ragenta e vie
interchbkRAkly add ebpREEN @RUIHE AR GhddsapSBIE Bf Aninistration to or upon a
b net,q%geéul faoni ¢ acid and benzenesul fonic acid).
umasyitheptias piodugtiop ohprdepirabl Rhysistogical affsets taie desseethey would
prohib® bdMRhista RGN FahODmposiibh.f onyl oxy, and phosphonoxy
groups present in the conpounds, e.g. G -6 alkyl
edPE9. Aftberanentipatly sffectivagmauntd meansrtbeipsoynt b vhen administered
to a BB} 'fa%g '%th’séﬁs CCRPEAD) & L Qim&S qu%rtha(f aﬁeg? a
nono- aci d- nbno-sal't or ester or a di-salt or éester;
arl8089] mBixegnit whevheated, thegermsdswbjertt @ “phatznt tanoused iimtérchangeably

or. all of such gr.oups can,be .
o AR 050 s DO 5 U SRS, S5 coprimenc
animilawehtas oibbitg mid) enpmeseaid ottrer aigalsi Hiceatdinglylithe sérey ishibjed” or

w..farm or.in salified and/or esterifjed fo nd the..
parig R g -G Beting uien Pl ez Efpgah oo MhEh dEicapeitons of
the inlvitionrchlg bdadmifiviesad| id sk chitbdinnas! Erhd predht i6 QHNOR AR patient
1 band{fs.r%I—tla ab' etj ¢ IJ&%@' ep able salts and _esters. Al so,
will beSPEg EEd BURHO RSP SPHIOYRISE resiABRR 1ogtisetgy e Be HIV. Inan
exemPlaBSiBodirleniBf e bleadht AREntfh o8 RnBBRIbc6t faBEMS fRMathdBt with a
nam ng of such conpounds is intended to include all
pharmieqiyical comppaibp et isinginge a1 morricRllentissandihieutiegtant aroésiisc
accorfing e MMIRAY ofthe SNERoR! KLEMERIBRARe nff3ES)re employed to
"Pharmaceutical |y aqcepi abl’e”, "physi ol ogi cal fn);)
determigge dlpeciates  of an gxighrendisepsecericonditiorainiashig e¢tioe ridofactorssassdeied with
2  careier . _
o8 8 kTSR U 0By L S AN A0, g
oculat ¢xamigetions @ldsteemipe whpthbrl assubjectais pifferiag frati amroctiar diseasg dhese
| ut, .t roducti gn of. .undesir .
and o VTR bR o dfs B30 580 B R STt Fgpph oo
embodithrentsics thegtrésomt infentibrg oplathfiasd dongositibAAXéPdtorng, cleaning, re-wetting

"t.herapeuti cal effecti ve .anmount” neans the anount
andsop BRS¢ i S ee ey rBRR et combesgions PRUpT gt fenses
will cOitai@aae or méreoflédtias QW ortsQrfddne flotdins@Rdr BB MhhibRing titadevelopment
Lgl sease., %00801l Except when noted, the terns "subject”
of ocgr disgage;in fentacklcus We@wqrsi nt er changeabl y and refer to

NPOUBR| S “SéteBmadnt RWABNstRAGA T kndWE cHREr RAHIBH:P HhigRL €S,
as wel| as exgerl mental aninmals such as rabbits, rats,

inflamypgfionithesapeyticidrgg Hith aphpmaeentical cempasitiey of, the presenbinpention means
inistt4RbE6E 1 aR@IHe @By Inibi
i B e Gy B0 B B R BSESUE S o, o5
antibagly of praall eheavieal entity ahsush tiagrhat bsthdhelhownrirggane the composition of
' . I.nV. [ LN .ent. wi ||
e prBROHL TR 1P AR kL Lo Ao
involvegohariznic@ e.tab thdisgma sime), @rigr, or sub¥équém administration of the
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exenpl ary enbodi nent of the present invention, to
identify subject patients for treatnent with a
wohervoaespt i cal conposition conprising one or FOTAIS2006/043313
col l ectins and/or surfactant proteins according to the
nmet hods of the invention, accepted screeni ng nethods
antihﬂcff&bl&[rditﬁ Owentrdspect el the adnfigistritionsif atomp@indaf the)prastatigvention. A

se or ition a su ct aor risk f
persog oF b ared I e roouPlbiaan Bifﬁﬂ@?séis‘iﬂsﬂama%gé@a%"é’mé’Pa“e timing,
sequeés@dIghid doddbes SNABANISE4RE For j@rte IR @@Ss ddlicdotpesitibarof the present
exanpl e, ocul ar exam nations to determ ne whether a
invendighi ect is suffering froman ocul ar di sease. These and

Ot [0682] ' Qlfek Elﬁed‘ﬁﬁé Qﬁf&@le%abﬁ‘%&f@ fogfdnl AhSHHASS frdin SRl skt family
bJects in need of therapy. In certain enbodlnents of

and/og Fs spine Sty ekt fider Oré’ﬁﬂ’tth%h‘?ﬁvﬁ apchlight shaip waipblegggions are
prodtﬁ%&) Bﬂl gﬁft liRaEHRY fro{neché’\@ﬁélﬁe{ﬂig @1553(69 EntSHRINYb8E frhAwék regions.

ns, as we as artificiral tear cwﬁ)oswlons
Asselah]d//qﬁ hqumhar@bpdlbseqréxgbnd,\mtibodmfmgmqntsdm@mg thybrist gariable chain
i A R 02615016 B il comenions
methedsriitnaeh ¢ tinse siibedén the aftaﬂﬁ tharti e, IDd4vis¢qamances encoding the hybrid

. ad tr.at th t
e T TSR LB B e o
the of GigRaR sbécds) iy bl profted dbytohgcmuelabﬂldmymhmand/or PCR The nucleic

adm ni ation of the dr 05|t|on
acd 0Siie I 0B+ oy e R Apd 8o b oA e gy s wing
suita 8 ®strictibe BﬂzﬁjﬁHes @m ligaded itb t}&li&lgettsbé&estﬁh&ievd@ﬂt by Ligging with
known drug a he conp05|t|on t.he present
suitabl BRI HEF AGITEaD) Wélﬁéﬁlé‘dPﬁ‘cm%P‘Fse(Lftthe \gfigple chains of the

orlgllga%ﬁg Qpdcle’ Qﬁtﬂi‘)‘a%&'y%te ERInb Qb 18- diRYed Matganeidr I ent

at the sane' tine), prior, or subsequent

adf§3l stﬁimelt]@ﬁrﬂi}’@f‘ld% are sPRsiTAgted from ghoipes ampng miltiple capdidates
corregl%nh ? 1 SO Bl etk 1@%!}919 fth%e 9795‘919&1‘12 QOﬂf)mEttI@ls I %ﬁa{ces which are
i'nvention. A person I nar in the art
amenablla ltelcdratrection ndadcmdemewthdb@ pmrmnﬁsn@squbed bgpmo@eqoail@gly,
dual
hbrarleg ﬂg%rfdss%glg E%gsgengﬂ ﬁ%%lgé?&gsnvgﬁl{r{jl@fe e{ gc%%tglghﬁloﬁé' of individua
framaame Mdgi@on. St[oﬁ(bﬁ%]neﬁémehe ebelret datghasaitdllattions bf sequenges ¢ physical
Hrgﬁlis m&g dldates fromthe sane famly and/or the sane
collegt 5 either or both the heavy and |ight
chaosu]v aﬂﬁslsablﬂ? of e ghyeival Mitibodyr @dutiedy ingyeniflibrarg istfreferably

s frogmthe aqr nat.i n ec es in
cceoF pENIRE PEgIeOn SHERLUBIRS TUP 8Pl AT BUUTIE: B designed to
have RY&dpging rﬂégl&@,% tHak BGFEANS RNl Jng bb¥ibed & waarpoagbh@mmbm as with

regions with regard to either of the above aspects
polymeragecchgingpachine (Fefor Myltipliensof eYraEP FEPIITR A GRAmEgIn order to

genelaBORE V3 hd %eﬁcﬂngelﬁ@ Bloke frfé?ﬁenm BncdNih SR8 RE 6¥erlap with

encodi ng the "hybrid vari ab domai ns descrlbed her ei n

humgni copstantidomaimae? thet tbesswlcbt_w fupnd by averap ajragipeio pAdPceBrlength
light fcfuﬁﬁg elnlaq?dq{e%\%} Ak 4 %HI%HL@ %ﬁ)ﬁ}qﬂ%ﬁﬁé@%ﬁ Cﬁgﬁﬁﬁ‘g%lgﬁ{s may be lmked

onucl eot I"de synthesi s an e nucleic acid
togethcrduobvqu(@ﬁbnsmg rtcoq:rsatnaymalle Fab bbraiysioseatrte e tloped imppea display

di
vectqreégefn%%ve tHc’d%e ‘for%?e aasl.g,1 ! 'qk?o # S Slaul'}fcfmtl %ﬁg&fg%ngsé %an also be used.

Enzynes and
For expriaplefthe hbxanyexwa)y ke zkzyenhblghﬂmm gvemrapping uhgcaiubleoﬂldeg asingm Ligase

ey Rebehion & ChbReich. (a1t nBrg efractiee RSyt

may be changed by site-directed nutagenesis.
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[0083] Since the hybrids are constructed from choices
anong nmul ti pl e candi dates correspondi ng to each
wOnemmsaask regi on, there exi st many conbi nati oRETWS2006/043313
sequences which are anenable to construction in
accordance with the principles described herein.

A@ﬁgﬁd' Pl %fé fdnd Bf‘%dtﬁéd}’)fraéi‘ﬂélﬂfshﬂ@ Béag%n&@tedl&ﬁcﬁﬂbﬁeﬁdnto an

i Tferent conbi nati ons of

approprmd: e creataarhmdmnn@giyémary o stkrid japtibody deeragnt libeary. For

o ' 1eh rti
exampg%x{/aﬁa&l% eceoslc%é ?\gﬁesdqg a%%c?lloﬂgét c%fltaﬁﬁ QH%%Z‘H) lr;maglfnng portion

of the mbt;esmqadonaaﬁu docmi;n Exampits dcf@d@dtlﬁrraé P@mntf’r thrcan pe ploned include
Whole&gﬁb ‘?gﬁabl %%?ﬁ? 68 n}é é’hsa i gor%@h@?tg tifat co tain both light chain and

éxanpl e Snucl eot| des are
heavy@ﬁﬁh gaeddihg sdﬁlamemwrhmplwn@e amgHody ﬁragoentshlmed fdrdymanization

| d anneal, g filled in by a pol ynerase, such as
mayb\ﬁnS’tnﬁlep?B?li}ﬁE? é?? th reaction (PCR). Miltiple steps

ofposye’ Aﬁ@ﬁ&é&%}@? ﬂis@lgy iﬁ/ﬁ&nﬂﬁﬁyf o wsedl ini dmnpmdtmn With a library
enerate the an ene rts se
sccording o BAPGTRBLUNFIENET SIS PO S I RithRIoer o e
11brar1%9£}’§fkﬂmn FORBLR Sis SRifidaddy phiydisiyl techaRubll Sach é}fytems in which
overl ap extension to produce full Ien%th hﬁ E cn
diversmeptidts shanses afredispldved g suface vé flamghous CH’QB@%% ge prov
usefufﬂaf‘é@atfngq b%‘%s BP%uIBSd}J fr@ﬁ%@ltst(ﬁﬁﬁh@ﬁﬁcléwd@ YetérdBs that encode

eate d single |brari&| nsert to
them)dblotlhem wifmo selastmn spd aryplifiseiorof smifé?r PP %E@%%Pﬁd%atfb&d a target

ant1ge616§(fj)’§ts Fg’cyen% 24518358 u{@ﬂ' ’Fﬁ%ﬂdclelgﬁéé %qﬁ&ﬂ@sserﬁ@&hllégh% WH and

or exanpl’e, rary may be assenb
VL ré‘gfdﬁﬁm@\lmkd:calp@em@frmgm@mduﬂemwtbelsadﬁs sigaplythet dirgeidhemn & the

perlplg'fer%?:télgq%gl gg %0)1 1ag '%%8 ?e%ﬁﬁbth%%lu glit?qtpd%hagm@nt are dlsplgylfjesd on the
surfadeQt e HatteAOBHaBQUYpifallngartinions mﬂmctbno@ag@crcat gzdtegmde g.,plllor

pVIIL L{)lpeg@ayglgqo %Pg?fgp fgq,gn‘ﬁ;yl %%egd s\éa ye r ter%gl?yao arrltg%[ba? %?é bldT 7
capsﬁ%ha@é%ﬂ%s? MpddvaRhge (ﬁ%ﬂ@g&—ﬁ‘a@dﬂi di@lagd S@Btelﬂs isrthag, l&cmc thw are

contains, in-frane, ere n tion.of
bmlogve@és%ng; selefiad BRTETY CRSFRRCFS. Ca@%\ﬁrﬁnﬁgg d ey b oy 1ot Bfage
“ﬂ@ Qéléctédlﬁ;rar? AnidRr 1l vaGeGh! icBItd, BakehenhiGleesihdeghd nucleotide

ortion of heavy chains,, or fragne
sequetnhathat@nocéns rbhekms) eptidgHibragy BiepRbEIE CHEAITSF Rt g%‘af phagemid

hofYativeiggtBiphiforward.
e M LS it
Meth()d;sc:%vbhe c@lﬁ)iﬁ@@t}onmf@agm@@gemtlmcng1Wy M da phage

expreﬁ;lgg gﬂ){?n%sog 06 1R 1@ Je]agfﬂd(ﬂffgﬁ B CREA)48: (552 N®90; Kang et

P'6sure. i on pro ocofs for isolating
al., Pd&SMEdédaﬁrmﬁrlﬁSdf &Saﬁﬁé 19%raries are known in the

r yp|f| |
i L L SO D 15 b o
(TClﬁlvaﬂélﬁs\pe@iﬁ@amytHﬁg the! pél@p@udﬁs o1f ltHeamGslamtomsenbam ;Tdar: pgiedige of the
ave proven use a
bl A B
1gA2‘> hgm ) 1gk f06r 160E ahd‘IgW' 1Ak Qseile e, it@remnchnabaly” { Ab)it ieantdd include
I c anti body fragnents that blgg ot
whola ﬁnﬁl@éws 1@@@@1{@ ghglgichaimahels @atiboglies %tlgefggle#mgrﬁ%gme
therelaiBI (lecﬁp {)]ﬂefé?ab?fﬂlg SRGRRic8 B A naf afthRn Yiddadnibodyegighiats of the

kKed to gene fragnments which encode

pres gwait@ntah@unclﬁdpéw@ ate metwm@edttﬁel*‘a,?eﬁbp raicfiet s ggcsél%%cham Fys
(scF\fE) i GL! ch SI[? gntﬁb% 03 lfnﬂ&% lﬁ]\gs(kﬂﬁvﬁﬂﬂd B ARMSmprising either a Vi

are |sp

Con’raﬁl 11

—
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surface of the bacteriophage, typically as fusions to

bact eri ophage coat proteins {e.qg., pill or pVill).
wolhvevosedsevel y, anti body fragments are di spl ayedT/us2006/043313

externally on | anbda phage or T7 capsids

(phagebodi es). An advantage of phage-based di spl ay

*or ViSSoR BT l Snifdates mAf 62 B M dnl @XinAl ridth HcR@ipdirds }dﬁd Iﬁﬁﬁimals

selected library nenbers can be anplified si

Prefegﬁbwl}?@“tﬂrféh% Wn@@nmﬁlin?ﬁ F?&bllt rg@ats apigea g qamg nt) Q?r)?e or chicken.
nﬁﬂf?%%(ﬁ)t lAg‘tl BaLbiRE IS mofhles or fradinichRl ﬂ@lﬁ@ln[g §in@féebhﬁ1|ii%ntlbod1es may

sequence that encodes the polypeptid
comprispthavgrizhbarseion(shalemnerdn peabingtion vidhecnsire @rﬁ@féﬁhofj the

follox%“i"x%I lﬂflge r%@%' %Pgl, rﬁigz, Al éf%ﬁfn‘&fﬁs and, s ?ofﬁﬁﬁﬂfﬁ%‘é 1n9§fﬂ1%5 b any

atrvely strai ghtforward
comb‘hmtlonm vanatéd: regrun(sa mdfingreregion,| Qﬂlh @@e: aadtqudagnawis sBle@yesent

D e e

and lﬁﬂﬁn p&@@lﬁnal Katitgpdess walich sE?e(mfIcallj)\Ihmki theAmédicheptBies ofXh® present

363, 1991. 871 .The e ntlon f
v gL BB AP HE B S 01 o PP SR Rto e
mﬁméaaﬁﬁwmhmeﬁmS@e@ﬁ%ncalIy blgddthe p?Iyﬁeptldes of the
resent invention. ant | ies. of t sent
PRGB! b MoiRdiobae: Fsopien s Gae g tgeseseat GRoTOR A beand
monc!s@@ﬁo blsﬁ&lﬁd 'ﬂ‘ﬁpbﬁiﬁ@@r df@Mater AfbitlsgA2icityl Yidhiisp@iic ;ﬁi’ubodles may

used herein, the term' antlbodg 2f p
be spp@ﬁﬁécmffqr@n X epieartial PRRSD IRt BRschresent IpYRDfIpR PTRYay be specific for

both ? ?Uglgépﬁltﬁg 9{ ﬂfi}e ?ﬁ:@én@ ifRehtdaod 'V\)%ﬁ as & heRfld @ﬁ@ccﬁhﬁb@iﬁ@ﬁs such asa

Most preferably the anti bodi
heterhlogewrs rebpeiists ob kel ssgparhmiedalySeer ag it £/ b?ﬂﬁh\éfo 92108802 WO

91/0(]@3r Wﬁa%i/mﬁt'l&?{‘%%;‘ dy Ilﬂf‘élg&b‘? 6147%6 6619011Q%.s | PARINRS, §,920;

and’ e-chain Fvs (scFv),
44745895 SEOCRED; A, TARLGR txchmés648mas1uinfcorcerated kst IBvistepenge iy their

ent1rea|tﬁ gn%ﬁ)? g@ggrtggseg Ecell%l erzl?zl ej t];ﬂ;%mo‘fi‘ I\A%DFSM 15@9"@9?

rom any
I Nbet)i Nontidodids Suilﬁblle Immmﬁrssenﬂmeérmba Inday be ldb&erlbed or specified in

bodi es, are
term ke S8liegr(s P RnCapt Liliares fafutsrs ARy ot bR are
recodfRed Gl b 1ﬂééll}f E(ﬁﬂ{m?\ Lie=3 antllitﬁilyUUlher@ltslbngloe polypeptide portion(s) may
anti bo nprise the varl%ble q%m FS%%ba ;one
be spSpiaPA aLASRETIAREIH: Gt HY NHEMBRR AR aiFrmyag eSOt bY HE
contizRbdsOWiRBhacidHeSidfes! RRtiIRIAIes Which spddeficaBf Bindady esitopk BSpolypeptide

so included in the invention are any conblnatlogs of
of the areie reentioginerv(y° berricldedy Ehgrelgrep fic PEgPnt IRyption gy

antlbgafg?{l{a’?sl? %F h@al%{b%ﬁf&g PRI b @B pfedérd: ARt btdBRws for the

chimeric, humanized, and human
exdummmm%bmﬁnwand hunan polyclonal anti bodi es whi ch

@%b{ L Caly gﬁéﬁgk nPthE Eleets&ft) L BG R 55 Qfbe tcﬁ&n@éf&%ﬂ%ciﬁed in terms

i oA I NVent 1 on further inc
of tha]m bnob@&aammhmﬂbodree ttmhda adtdindtapp dthet anatageordeldgh ofiaarplog of

ent 1 nventl on
e Rl BEe Beeabiraorsh orsiu s AT AR i poypeptides
wnhrms@ a&a%%t ie6s thim 8q¥6deds tean 8504, Spethiaf B@A)ohessahmgﬂﬁfaﬂ@s than 70%,
Lspecificj g ecific nt' e Y .
ess B 6 Etibin A7H 5 S0 53 PHES (B S0P e co T wine
metHoQ§kRIv@SiA Me drivt@ictPiBe®heréiBYtoReoBpestideiof tlfeQifesbmtlhveatlon are also
pol ypepti de of the Eresent invention as well as

1ncquiéql BY e prgens inyegsi rihspigcludeoin thepreseRRELPR al‘gﬁgtlbodles which

only%% 1%b%vf) 9%0£?§8%d%&%%ﬁ6ﬁdé§%§!hl 15bridi2e®, a lghucle¥de of the
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91/00360; WD 92/05793; Tutt et al, J. Immunol. 147:
60-69, 1991; U. S. Pat. Nos. 5,573,920; 4,474, 893;
wo2605859; 4, 714, 681; 4,925,648, each incorporaras2006/043313
herein by reference in their entirety and for al
pur poses; Kostelny et al, J. Imunol. 148: 1547-1553,
preser{)c %%%nu&ﬂﬁl%@& stfﬁ{g%hth@gh&iﬁatﬁ)‘ﬂlcbﬁcmlﬁlsf(ﬁ debditded haﬁﬁb’ltAntlbodles of

i nvention may be described or_ specifie er.ns
the presept inysntion Bk plse pe frseuibed o snecified ip ﬁ?HP%/%élﬁb?"i bjndige aﬁmy
Prefergerde[ﬁ%ﬂ% éfﬁﬁﬁl@g in@ﬂdeQJbvﬁ{ §d1%&€fag&h é&ﬁtaﬁtrorme@ss a6 3l YoM,

e anti body. I I ope pepti de
10° Mp@ﬁxtuszlp Moy SoE) " dhdei M éé( l\@elé)(c?ﬂé @“Mlﬁﬂ’% Sgk10tm,

10!y, 1DHAE 1RG5 2Ne-1Gt RFE Nk 1BO5(t Lda"’*ﬁ 5 b‘t}’mﬁlﬁmeaﬂdmo“’m

guous am ho” aci d r'esi dues.” Antibodi €s whi ch
SER990F i . Aatﬂqulds it irdabyt tspmetfega signalind Baye prdsdlat éxfcludgbut are not

res e vent. e
s
1nven’_ci<§tﬁﬁ1blﬁ1tlm§ bbbth ibvind apd bry\pﬁpdihmstiaﬁndttﬂmmgnmsmnﬁlods For example,

I, ntion, and allows for t excl usi on
the s haxn b ap@un v b e AT Pl R fevets of
the pdifepliddd @ tHRipr&spR Ghvichtsh in lbldl@’lcml; sahfplésh&le[ eg., Harlow and Lane
cross-reactivity._ Antibqdies tha not bi nd any

supra i eREPOTaed hefgin b(er ?fFﬁS’P?Fg‘n 1§ FHWSWPE% 5‘”6‘1“ PHEFol ypept i des

Of[ods»'i%f %@%ﬁfﬁbdﬂei‘b‘ﬁﬂé bregenfinCeritiof maged usetindithbadoresr ithat
do not bind pol ypeptides wth |ess than 95% Iesa %E(g
comb@ptign with Qﬂ@h@mp@s%nﬂ dhxantigagiesnay urtag e rEom Y fusgto 2
n A9 %n;jl: Jwa Bffvalentl
ey oAyl SBAR ) Beng pms ety
and noetoradtli noymngations) hep@mep%mﬂ ofelserqopwasiiense o) eXfﬂaPlé antibodies

of the} p%s%éﬁt RIS, 8} Q%c&?ﬁﬁﬁmy QYo E(‘)Iﬁl a cu% ﬁlo?&ule@ ﬁéeﬂﬁ @6llabels

present’ rnventron. "Further rncluded
in deueft&ﬁlas:tays mderffettonmaleeulessucip miledmolvxmv@ ipOUnblgtldbi‘», mgs or toxins.

s BSARSPES GERAES BBl RS e S hons g o

387, &HaHl ﬁfcoﬁbfaltemgﬁfﬁin by Refdrelice at thein exttivety |at1d fmsll papostsscr i bed
her ei n) of th resent |nvent|
oGl i eorhes FEBF ettt Iy ey O FEateR By g psB method
know%fnfl {H3iakty ForRxh e f Ssblpepildend tef fréseit inesitibm of Mtlgdﬂmsffagment
th a dissociation constant or _Kd Less t han
theregfgan bo eGP 19 ANl opdgr temiucrdhaRipdyon B Sphaining
poly&&laf)&ﬂtlba&leg e @n%f “dBnddidal Afdib is RotX% libtitel Xd/hntiodikd Moduced

10"12M 5 X 10 13 10_13M ‘g X 10 ‘fdhg’fl ]h
throuthbrsiomalwha@w éfh@ltei@ wmclfrréb@éﬂbosh}hﬁ Bidp @g apiihedy that is
deerEJ‘H‘{)B sn{ggesélb'r?e {REhRE aﬁﬁl gﬁk%{aloﬂg ﬂi‘(ﬁéé?yo% est phiitclone, and not the

re not hods known in_the
methad by whichfris ply)dqutét Mgmoclcmn]dantlmcg@tcan hg pvggry@, ggpg ywideypriety of
pr esent, I Ny
R LA IS ARSI Bl gt B
techrdologyant i bodi es have use in i munoassays for
qﬁgb% &bé’b‘?gﬁ%gﬁg@ﬁ&%ﬁniﬁ%?dt Iﬁ’o%' X?o%:%tﬂﬁéoﬁgarldqgﬁh‘?1nCIanrlow and
Lanebédpkaﬁ) HaferlS P LR S?\Jorﬁebnaleéi;gzbodzed-da'rdl T @eld Hgbridomers, 563-681, 1981,

said I@fﬁro;chﬁt %Q%gérggég 131‘2]%{9?):’5 géntrl eg %ﬁ cl Ig(gh’:)% fé%%neggs may be
prod&fed b %rc@écﬁﬁﬁ:rb‘lea%g% ‘iﬂg%'ﬁzﬁﬁé‘s shéeh aksRgairi(folpesduat Batefrapments) or

in combination with other conmpositions. The anti bodi es
pepsire({p Hreduch Ekabpe pgR@ i nant |y fused to a
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het er ol ogous pol ypeptide at the N or C-term nus or

chem cal |y conjugated (including covalently and
woamasyakent | y conjugations) to pol ypepti des scTmiSh®e6/043313

conpositions. For exanple, antibodies of the present

i nvention may be reconbinantly fused or conjugated to

noljveERy | eosltamwwbr mbbchéseha 1mh’ilb1d’ﬁﬁsﬁ£fab@ﬂ31gﬁeﬁlagSarﬁlm:broduced

througfl f'theca.tpgfécaggllbg lﬁgom Bg%an%e;{p@@%ﬂg@r @&olﬂée ggéli ggynthetlc

ChenNWyEiﬁing&&ZIzﬂads kh&Svn iﬁahe arfNGor &amibte, B8 antiwydeks GPHe pﬁs@&t invention

ch,. |nco orated herein b reference in thej
can b prrp g §ine Gyl Pl Giplag sReiods Kesgu trifee. #hpiassdisesy
methods, fubetigiabaibbdy dvaeMts a@eﬂdlﬁﬁé{yea ®n @lﬁeedﬁﬁﬁ&dof%hﬁé&ypartlcle which
abl e met hod known in the_art. For exanple

Cammoiyﬁg ??t%ﬂ‘é SeAiuchgss cRsoding ﬁltem Rbagerwidrn dusirgchbiaging g@ner@ are
selecfel] %&B@kp&ﬁlﬁfe%@orﬁ@iﬁat@ﬁal%H%Jd&%i)ﬁ\'bgg 4 Butth é&%ﬁﬁle) b¥'selecting

order to induce the productioh of ra containin
directhy, pwth patigen. tapicalbotisen bophdor @ptwedrm noclucbmfaccamhebcb d!’iaage used

I
i paR R0 rA A DL SRR SR g g or i
stabilizefl & gntipdy riomnu.ns te@dybmaraly fusedd@ mhcethefphaugm R®Ns IIhQ)i @ne VIII

o) 885 A R PR S B

presemnwmltlomaiclwlmthob@dhsc&&ed anBlbﬂmmneepalr edlmuﬂw Merbdda82: 41-50,

A T

Immutnek nmsagass 199098drsityrn.| dowen1 87€8h8) WQQSBM&WQB /Ia‘i}é?/ﬁc@s in

known_J i n_Harl ow and Lane
st o1 D0 Yba R LRUEDL Lt Wi b0 BEkeB b il FerseRlo
92/01Idy’prwo>cgms;51§aﬁo®am 1230 &to 95/615@bzr &f®OS$N6AA; and U.S. Pat. Nos.
ncor;orate reference in their entireties. Fab and

5 698 0Rm ST 5E SURAATS SR 756 SHaQUET By Bt SEHANTE §.671,695
5,4279082Y 80863748 [7BEL BN Z VBB 52 BAGM BS ﬁ@ lt:)ﬁ‘ nkgl‘ﬁo&{e‘a%ﬁaﬁl FRb

fragnents) or pepsin (to produceé
mﬁﬂ@m%@ﬁhﬁtgyﬂﬂlﬁﬁQ galppurpesaat i vel v, antlbodies t hat

! 6 Ou!}j A‘s'd%s%&‘iﬁecf R IooS! LAALIDN oG0S %ﬁaggh%paﬁg%%dy coding

he application o recd
reglo@ﬁ fsfpﬂ the phegsmanlbo gijlamd atlih nmdgdn geratdwhole anttbedies tinghuding human

k ' E I the .
i 8L, 5RO e B R AT G o
1nclud|1ﬁg m%nmmham@s,pimgle:teﬂs @hln’agell&?tehsg ;iﬁélld lbﬁkgfvlihb ggr éxhﬁigﬁ[ fr?chmques
i i i
to reegiptE e @}&5 B, PR g s FagIeBs S PR IeIed S Stythods

knows &1 the @8 sml a“"f“gt@‘g aigtlbsie 115&@927%23246101@19&1?&1 @tt Azggfgmé?mﬁﬁ@s 12
Ie er are sel ecte
564-85 80 B G SR Gl KR ACoR: BRCs BRARIOURT Bk Seigige g 1041

1043hgg@n or murine) by selecting directly with antigen,
cal ly anthgn bound or captured to a solid surface

oi( 0:3§hd liacdpianes WiHesean e prsids Peadece sipgle-alhainyFvs and
antlediés WQH&SS ngi‘ﬂged' iR e 41 DBk d4 %4'5?7%%11&3 5 %ﬁ hod 3k ifidbrporated

disulfide stabilized Fv ant
heremrlé'crsfﬁmmamth?lr enisetl andfoe plf h@morteh,eHlpstmlg?e ag,dkfahdﬂslm Bnzymology,
l. ot e | a
203 R L Sp G e PR B e MRl SR B e b o
1038- il@ﬂﬂehQiiSoﬁon Kule wsks, lnhludmg ¢ wed osed antiboBiek nkhmtanehncbfvz Yitro

dererfon, 8 Wy WORRCERETS e Ahbacte nrsartiog PR B Algies. Methods

for prextuaing cElmlie.rchtntlbodles are known in the art. See e.g., Morrison, Science 229: 1202,
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| munol . 24: 952-958, 1994; Persic etal, Gene 187:

9-18, 1997; Burton et ah, Advances in | munol ogy 57:
wh206728868521994; PCT/ GB9 1/0 1134; WD 90/ 02809; PDUS2006/043313

91/10737; WD 92/01047; WD 92/18619; WD 93/11236; WO

95/ 15982; WO 95/20401; and U. S. Pat. Nos. 5, 698, 426;

1 985“?1%%?%%2%@1@%@4 484, 9@65@@11% L6l 5, Brdur@D MetFods A5 BAF202,

87T 698° 5, 427,908; 5,516, 637; 5, 780, 225
1989; 5o B S, PﬁYNarﬁj8(B7,=77133Af?th3’dleé9@tb iyEhiged AvRge Yasiety; of tfifémques

1ncludfrte¥83[5}$ NCSin %Eﬁﬂf‘%@ Ap! Wﬁfé%@@@l #h@'U. I Hat. mbrspp§3iﬁ101 and

ed 1h the above references,

5,5 SSpE@)geens&ir@atr |r<cmrfadnhga(Eé’r& 39BdAg; BOYSRYS% BF@%EM@W{%‘@W
|

R e R e
Rogudlte $i 4/€ @NaIS1 §e69-413n msmg ahd algimeshufﬂlag}(;U §xmelg@,§dsqs,a3%§71uman
antibagiea £ GRamiae by AR pisy Prn T Tag/LARE fhat Blcbihy
methdd$ gébei)”l%dfeh%o{’@ stafaw’m S1pat. Nps| pr,m;&se, a1, 11FIab,54:’a&Q6 and

ragnents._can 0
s s S BRTERS RS ERs LA pREa PR P BB 06, wo
96/ 33? 5 g%&‘?% oYihH4i1 NG¥h BlcodbrateBihertaCHNetikaBe inltheiB 6rtir&§ Bnd for all

and Sawai " et al , Rl 34: 26-34, 1995; and Better
purpogts. al , Sci ence 240: 1041 1043, 1988. [0098] Exanples

Of[0(f9?£ h p{% Ther ﬁ}g%lsg El dtﬁ@ﬂre%t #$&fioh QrenBEES recombinantly fused or

si'ng ant 1 bodi es |nclude t hose
chemibelcednpemtedl intnding Path coxtbently andagn-gorgletiyicasyusgEondEe 2

polypgﬁttc*g o ﬂv rrltaB\%%uFrF 8k Onib¥baleShs Hf{:J 38 Q&ciﬂa f&rhﬁﬂtl ens other than

g for a pur poses; ston et t hods
polypephdéﬁl Biyilve brgent 1@6&10n46@r&8am1119,9mt1b<8h@ may beeqse%ﬂo tangRiibe

7999, .1993: d 5, in
polypfgtg;@s ?gie preigg givegbqp tgg ﬁ?’klglr deft tﬁ)tes & tger$9 VERGE i by fusing

nme uses, In vivo Use
or coffugAk *t}té%lﬁ)%pﬂlda:s bfiimpsesan thvemtionito anilhd)étee snecifie fersppaticglar cell

surfa;a?ff na 1’8%&‘5 ?f_%g&r tﬁgraggaf 81%9 Igir%g)& L}ﬁ)b]%t%gﬁmhg ?ﬁi:sen? fnvention
may %EH l')éo&gél gfgzg @fz‘ibz (k)r[ziﬂ{d\ﬁ%dsf fystahé paﬁﬁcatlﬁiememo@a usmgtznjljh@@ gnown in the
cl ence
art. Se¥ ¢.£; Harber el ., suptp, ay 41%91%[/2 Bk&t%%@ é§9qq9§§N4‘f5%t‘”zéd 5} Bibanol,
Lett. %98)% @T?étUUSS PRaNo. Hg74 @18913015&15ted416iehbl§3dne%emam ilzeentirety
zed using a vari ety of techni s.in 9%%§% 46:
and FODR mirpdees: SGUICER @, DS S04 24 5 DO el Jraingl, 14
%Mé@ﬁ§ 29p30, 101 and 5, 585, 089), veneering or
tr

acing (EP 0 592 106; EP 0 519 596; Padl an A
ND0B00) | &Fhe Ippese onegiion gher igudes gOmpGEIPNS eRrpRTngdhe

In En Lne h
S AP TG e
variabléd. é&glgﬁaf?or e')d@mp]ié thé fﬁol&@)ldeslﬂjgmpr@qm ibvitier may fe Bsed or

made by a yar of net
coniapin o oRGL EC teBpr PO NI foecibay Bflon fosed 0.2
polygér}])g@e o%ﬁpg%‘t 1nv;b]igﬁ>\r/1® n%y%ﬁ)gﬁ%;the %@%@g?glﬁlﬂsd@m@n & domain,
and Gl Sers of W) PP TSR WS R FSRSE PO OB i 46 peippptides of

the 2 e&%vjegﬁéﬁlmtaﬁ %ﬁséd&%bﬁﬁ@ Aéed tllimwmarhi)bodseﬁc&hmsde iricrease the
eir entire

or_all purposes 0099] Furthe
in vzvmhﬁlﬂgfe df thg ppg{@emlldéssgrfpr ysg %mrplawagﬁ usgi e déimown in the art.
The 589%%&6}959 Msd Bk conjugated to the above antibody portions to form

multimers. For example, Fc portions fused to the polypeptides of the present invention can form

dimers through disulfide bonding between the Fc portions. Higher multimeric forms can be made
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chem cal ly conjugated (including both covalently and

non-coval ently conjugations) to a pol ypeptide of the
wonres@sézsenventi on. The anti bodi es nay be specpCirastas/ 043313

anti gens other than pol ypeptides of the present

I nvention. For -exanple, antibodies may be used to

By fustir%:tgg %ol?@éﬁﬁ t%f PERbh ST R lnd NB1 MMGRSHR ol AVIRE b éUﬁJlngtkl)ng the

types, either in vitro or in vivo, by
polypépjsicmgf the pmmjc nyerttion do @Iﬁl@oquom%@}jtar@@@“@fm ﬂw&%ﬁf@s%&t Us.

Pat. TUd Q8. 4 82@&55?9%%6535% bid.G 41985 Pay {1heuk atp @@dﬁ 434, EP 0

oﬁr acé rece odi €s” fused or conjugfte

367 ltithéw 0(96m@6$ﬁ, |adcé§\/(b91/06ﬁ§0p¢aels aorppratedeiedmnbygiereiics 81 ”b@r
inJgn vitr [ tql

entlret}/ qnﬂdc rﬁéltwgesk%‘%ﬁn?zh ia 7 é§§?§a§§d 185".{5 fd5§§‘ 19 9[1 ZHEHQE’:% J.

Immuabl 154509580~ sam:j 1993, aadmlzsal PIEHSOS%H%I)?QHMNaWQﬂwa et

5, [Q#)A] gglimlrllv?ﬂfl&pgwlgf &egat‘?fgi% gﬁ%ﬁiogig';ggg#cg Iagt 38 2 anf% Oms{\laoof tissue

factores‘f%riaﬁﬁé ¥ tBstededt indrtioRUF RS &S ple Cihé bﬂewlt ﬁtvexﬁio,n iRINATSs 8@ibodies
1432, 1992; Fell et a

whiclpdipgposEcepiargigand @fmﬂtlo%@ﬂbﬂ’@ SEHIE® FRVREROhof I pefgpeptices

of the lﬁ%ﬂgﬁ‘ SiteP PRSI b ISy, G GienGtH laepRR!syRER armiesdlea‘ and
resent 1 nvention fused or conjugated Ig ant |

ligandhoprs s bddéss. Ipkided e TopemeTaBFEis BEITOHES Whis 8%8?1&5? el igand
blndléé@ut g)?tiv)élﬁqpcte de §1gﬁ’efhng hl@cc@ﬁt@?s‘fﬁiahh@ﬂﬁ? bi @8terBYedtsy tédlhﬁﬁldes

to an —C regl on, or pOTtIOﬂ
descritiod herofn.or Dlherveist Fripoahyin ﬁmram éhomé areeeePisTspEalin anifhodies

whicly é(&f‘l gﬁev ot ?S & dit bﬂuﬂ}{f %ﬁg&g@&gﬁﬁfﬁgridﬁgwfsg §ndhd28 Gre neutralizing

donaln or any
antibediediviniali bm t}mfhgairrbdtrxd ol hisding ofisbe ligand o thaescepipr, agfyell as

antlbgcgpff/ ‘8@@? blag %clf cp ibeg e eer{/t{:nt%n%\é'g&%{()? ngg%%flgtb@lt Tdﬁ ??tgprgfent the

ligandl A@m Bindihy/Be E’@b}ﬁtoi IFfu&he@ finclikied m@laypl&mlids ddsclmcuf/m thg geeeptor.
n |nnunoassays usi n

ThesI?, @lltﬁbﬁé‘ﬁf mgnact ﬁae,m%gog%ts ar @{?}glé%{(%ﬁe% 61}%m a 1 9 { %%%010% § activities
affec%@‘%‘f@lg%ﬂn@&%d RQEFtbESalig. ThE Bhtihdﬂie‘s fmy Be spfeoified as antagonists
example, Fc portions fused to the g é» ﬁ}EH %10f Hﬁod

for bpmsc@h@ctlvxﬁ%?ﬁmmntgéﬁeqﬂ%% iR dsclpssA Efﬁ STOFE FELOY
anta ﬁﬁ%'c%lb@ Ggfrﬁahé:crs‘ KRGWA OB art. iﬂve@bgr Wil lot/40E8 i, T.S. Pat. No.
or s can sin tHe " pilidlfes

i O
5,81 b@??t, ﬁmhgnc@fporeggml ]mqgn b@ mfermeﬁ@g@lrfegpre%/@p lﬁ@r aélrpurposes Deng et
al., Hig a,’ 937 "i‘%é 1255 MR oROENRE R 05 RF RES) %spﬁmems i | 199; rﬂldrﬂiib etal,J.

portions are known in'the art g.
Immiiho®. 16IPaI786NI6§4 1998 3B160d;, (enep Rey2TB: 3@0%%14@!1%98 Yoo, et al., J.

i SR oAt S LR 38, B 09700 40 ROt

Immiit. Qvigbeal 2038 Ner-890) 1997; Lefiardeacd, CytOklh@ 9 %’ﬁt%rlet%waﬁglson et
ol h B Fre 40 g5 P R E erfpey oty N 18 7357762, 1005 Mller
et azggﬁﬁaﬁféo@ 11599567, 2998; Vattuiek eakl., CyRINNEM, 8914-201 33%6. JAs discussed
341, 1992. 0101 The, i nventj.on further r
abovgmqtlb@cg?ségt }r@r{vltgwueafgctgw%h?ﬁ Q} 1e0p stfci gﬁ 1Pﬁa.r{u%atory cells
can, 3 @RAbE BflizeR td fBeRiARBATiolyPY BifbodRs thEﬁfmlﬁﬁdTm)!l}@,epﬂd%e of the
presént invention includes antihodies

di
inventian ysigdeshoiapes welbeormiie hess skgled ipfhegry ée’ lfrﬁ 8ergp an et al.,
FASEB nf ﬁf4'39t4h@f19§? aﬁchﬁxsﬂ%ff RERLAA8S 197 1420-01488,€961)0For example,

ther partially or l'y. Included are bot h
antlhodc:e pihish bilge iahd @or@nwtlmm u@évltawévmptgiéﬁwlgwwapp% and/or binding of

a pofe‘ngptﬁlg sy \}th%nutg gmﬁf &n 'BQ q&ALQ Qerﬁ%&éﬁtﬂ BlioRet BatHnignic” the

o rot prevent Iigand
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bi ndi ng but prevent receptor signaling. Receptor

signaling may be determ ned by techni ques descri bed
wobeo@iosese ot herwi se known in the art. Al so i neCuds2@6043313

receptor-specific antibodi es which both prevent |igand

bi ndi ng and receptor signaling. Likew se, included are

POty U ﬁhltl@ﬂeﬁ‘iﬂatﬁ)ﬂtahgeﬁlblﬁﬁng\'ﬁbrﬁﬂn Bhdds b Bshsbdu@addbian tb and neutralize
prevent binding of the ITgand to the r eceg_t or, as.well

poly peptigmandis dis digartnPech nsirlizingantiqigakipes o fiap gagments of such anti-
1dlotﬁ§e§ ¥&bd 1i8d frﬁﬁ&%geq{w Rlo SRS kbt Rle r}%ﬂlp@ﬁide @Tg@ﬂcﬁ Bbr &Bfiple,

I'gand from binding t Re recept or . rther included are
such anfi-idietolpie sniiiteidish carchei used o hitves padrmsptidy of thehiayention and/or to bind
r either all or
its h?g%é/}}‘a an aﬁgﬁyfhe?e %&bﬁ’%ﬁ?‘gf’g’g‘%?& °§X{t’?vm es affected by
| i §30]- rfthahibitees)” feetegsersl” asd ‘(jm@dularngfs” dhserfectbotigraiingrery
d as ant agoni s Vit .
neopfiSHERAS b AR A SRR Gh o er BB SRL bl Blaing
moleatiey eesﬁattuvhigdmlermﬁteagmmg sihdrcan ibeivoaskayufor figguerbictoo imding or
in the ar 6/ 40281; U.S. Pat
signa{[36 g glEaidio s B aoRisty B AT LS O BB e ence
I nfolLowgi r<Medtulat@t Ihchidek ihRibitéts bndastivaeSSInhiDXOG a8d agéhts that, e.g.,
bind gls %21%6 Zbrgtét%g% bljl?glg glmlﬁg}gqgoﬁe%hbqggea [pre;\@r%l cie]lpgﬁ_aﬂrn}ﬁ%{tlfe,]}nactwate
d ﬂsY&@ & /R chB@tﬁli lof siGRIME fisdu8 FactorPBg., Ar&INBRLActivators
e 998’ Yoon rggg]?&ge 1?%%’3& £ 1%0 a{’f,l()?ro 179%%2998 et
are agxyrgst that e.41, ij to @j‘émplategélgreayg_qpen@ﬁyagg;facﬂltgggenhpqlqe@p@vatlon
sensﬁEe 5’1] u rrggulétg'ﬁ’réré@!lw%)tf Igfégz?hng%ggle f;&g a%_olq%gg Modulators include

Li aut %omde Carl son
agentstthat] e.g., alter Bieditera rof sigpaiing tl}S_ll_.,@ g“g:.tq_rm(hl prolegwhat bind activators

o BN o 0 BEHER, Al .o

comlfiydtiokE nﬁum: al&ve,]ﬂg Apopd9its, glisoplvtsinsswe dlealijf@vMpdulators include

geneﬁ%aglgl f eél Vceésllcing ot?atl]]rﬁfrb( 8%’%%%%%&6 flactgs%%ea%ict% %l Qz@th Mered
actwhsa, astwdlll B ﬁﬁkufe&lly gedueigd ahd aylﬁtheticdigaiiQSpﬁltag’c’ohistsmyoemst ehmll

"mom 0 s .of the i.nvention ysing techni S
e PR S o M el 22 SRR
dE6RE BSRFHINGS todlcell BRERIAg sifhalthg fisdh4actd B9 tiRndiet th
o Ni ssi noff, J.O Icremunol 121;@% 2428 4?308 1991% elgcramlmng )
funcmhﬁfff‘éts Arfissusdariesigmling andsierited hare Samplet PrastAYp Gomprising
tlssué Eﬂa‘[ot? ifat ROYeHRE Rith A& oPrIi41 2BBYak % BihhiB o2 Bikh8dul Rbaé Ekﬁn&ﬁ’ed to
a pol ypeptide of the invention to |ligand can be used

contiob sagemesreithouhthe inhibiton gtiators 45 anoduleiarie exapegbe aent ofjinhibition.
8o @RissiRFad I
B A I T A
valuq: oi;c,l OIOP/cg arhnblt@um lachiengt! mdien ertigsugriadtori stiine lyqo@@V@y vahgyelative to
A o1 di es can be used in
the cf)ﬁer alls %u I C /f”eég&aﬁggpé Ogégw/& i ze pol ypeptide |igand.
Fo[0164<]a flembilByicfa moletulé thi wid/foistznaling iredt festoremn bedetermined,

o s Dot A0 AE P ERER G S R Bl En b

Specificdly@@biding@ah by/ddistmirled bY2pmpdrinigibridigd ® célls that only have
act i vat ors " and "nodul ators" of tissue factor
coagglafiorii§sHy 619 neopl astic cell's or inflammtory cells

ar p10$e dintode ERADGImER, dnfiBbd) Bifdidg todidnalid 1id3Gs fablor can be assayed
nodul atjng nol ecul es, respectively, identified using

by either fpmplilizing thediggnd g t%ﬁs@a%péorf 5 piple e abeY FaIbIPﬁlB?khg
hg Akt Rg hd19RRBETied ROAMIS iR si ARSI Stion fused ¢
1mm9151g§1 eir ho}% %Iggprgndﬁm meliel CS. [101038%% l{/bdul at or onsectod
i ncl udes inhibitors and actiyators. Inhibitors are
agents that, e.g.,
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bind to, partially or totally block stimnulation,

decrease, prevent, delay activation, inactivate,
woesenseiseze, or down regul ate the activity of PCT/US2006/043313

signaling tissue factor, e.g., antagonists. Activators

are agents that, 'e.g., bind to, stinmulate, increase,

His t9P&ite m&m&ﬁwm{ A&inIdeAddl AuntiBOHIANAA Be 88del iRk Afpropriate buffer and
sensitize or up re%ylate the activity of signaling

the begds dnrabated-fos p periodpt timeé Ajsiven tenisentirat After Washesjagemove
unboBERLRAINAE bo@nd%rotem%'aﬁ Gé reldaed VVMF géuﬁﬂc DS b Wl a high
tissue factor with: protelns that activators or
pH, mﬁﬁhﬂﬂﬁdméanﬁﬁ@éptors i ncl udi ng protelns pepti des, -
i pids, carbohydrates, polysaccharides, or
FUSFORYRGFERRS of the above, e.g., l|ipoproteins,
ggﬁcagrotejns, and the like. Mdul ators include _
g elf&96] c aAntipogrgeriofsignalingetisspeotastondanrbva usadap Iggnesate fasionpepteins. For
I [t Vv
cxan ] O itk ST U Aok Bvonffol whol iy €/ SE 0 Rl Habbo used s
an angigereig tagifert msyrifiagmmiof the ,antimaly lor muememlstahlbﬂt}e@ﬁih@mtandb/ asa
he. || uch .as S¢ f.or .in s include, e.g.,
teralfiegtelep S LR A P BT B (o & cel
ex[pl@?é]s IE)@mleg nadingnd thatswebé feédid palygedtidesinclude not only

ermni t he functional cts sue factof .
heterPiaTToRg! aicngs B bR g REh Er el raong Feiuapts Tusion docs
not newgmu}smaag td besditeet, baahd octiahroush lifleatdented. h a

po i&hlal actlvator i nhi bitor, or nodu] ator are

ed"PTEOYBPHAN PRI Aot SBeineded P iRPIGYE gharacteristics of

the pa@ ptab.Ofor 1r@fan6€3g¥ég%rpdf all@ti6NABINRR ids p%ﬁtcﬁmly @harged amino
i nhi biti on. Contr ol qgles (untreated W

acids, FPHY B¢ adsled Yo tha N- @ema broplgpepidete ipproye gt@h}btwaaé peypistence
durm%' p@ﬂﬁbdﬁag fl\l)ﬁ‘l HEho% céhp&%hbéegggnphéddﬁ{%érﬁl ArheeX tﬁy@\i}g@et r(r)101et1es

t1ssue factor si gna I n activ value re .
may bm@de@m the poliygeptido tetfa@litge popiticationl $uch 5agensmaye@emoved prior to

final %)peiJQr% ioy ac{\@‘?&l# hﬁ%eo&gé‘?d@ﬁo%colf g@pt#d% npdlgc%stt ofa§1'l1ga[f'ealkaklg@ng of

sue erm ne or exanp
polymeiptidléstoplyoquites famitiatantd eouting saebnites [n the atto si gn aI i ng

LR, NGB ABESh o PG ah  bortefioB! RRLRSERARS Sactor

signaiay.d@ndodiggfragreas, tndsspoefitAlgtepitopef &1116)56; cdmbifistiewith parts of the

ant i fo, s tis .
consiE g o e e af Hiind 1F R P risyBdtemhese fuson
protelds@aiiigtate putifeatioR 68PNy anfifdre R UBRAN-BEe it 9o . AHRAYpERA example

i.ncl ude i mohilizing tissue factor appropriatel

descrihog Phimsgic PtaRTRoRsistig o§ igrkptitg demaing Phias PeRaY (Dolygentide
and vafibs cto?rgilr@rbtfgleM'onﬁzﬁft Ye%ﬁcﬁﬁ'h@-ﬁe ey by hgﬁd:ﬁamﬁ@ft hRRENliman

be added in an ap gro priate buf fer an beads

1mm‘Ff}ﬁ>€lﬁ>le]llft§dE? ér394.853ér Trawenceler gf ¢fe Nature 331yvEh36e, dA¥fe rfmignroteins
hav1r§rcfl§ﬁﬁd’(¥aiﬁm§§ {nfrit %ﬁr&:\ﬁﬁ dé“@lﬁ@ ﬁﬂq? [(;grﬁ)%&ll Qigcf bd ngeté%glt in binding

otein can e rel ease exa
and rgutiflizing oflier modechieg thantthe mpubndris skérkied aw@buawapry@eﬁragment alone.
s to signaling tissue

FounF) ld%{kgﬂt &an E’ON%"L 21’?@95@%?{1? gbi}eusi on proteins. For

ex[ﬂtrlﬂ] e thﬁal;a EPh‘b@d%éSS 38fCaradiap K:aa'ﬁmpart IﬁAéMSi) dmplosdsé’uslon

; econd g rot.ein can be .used P L gp h

pro e{néé"?lBPSl%WP CRITa QS Forat glonss H?HB‘?O EPSAEES ofether
with Sﬁoa]bslr Ihinhyn proteimher marnthdedylnasans ché&@,rt@ﬁd@drﬁnfal’fﬁs%mﬁtem is

F i nhi bi 8r of . si ngllng tISSU? fact
bene c1al n therapy and diagnosis, and thus car result 1n, for examp e, ‘improved

pharmacokinetic properties. (EP-A 0232 262.) Alternatively, deleting the Fc part after the fusion
-34 -
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[0107] Exanpl es of domains that can be fused to

pol ypepti des include not only heterol ogous signa
weequ@sexss, but al so ot her heterol ogous functi eg®lus2006/043313

regi ons. The fusion does not necessarily need to be

direct, but may occur through |inker sequences. [0108]

- protMPERBEET ex ﬁf‘éﬂ@ddodfbt&iddt S1dRurifBy, vAukPhbR siBRI FRe&ER e Me Fc portion

ove characteristics of the pol ypepti de. For
may ﬁ*wé?réh%w apdidisgneis i§thefion pratsi is 4¥des amaniigen for immunizations.

In drﬁ?ﬂﬁécﬁ/b‘}yafdr ¥x ¢, B8RaR PRoRnsaGicH Bs nITRY, hRG: B ?&ée& 911’[5 h@ portlons

term nus of the polypepti de to | rrpr ove stability
for thegqumose efhigh- axrmghgutpsgneﬁmng;maywp tdewjify ehfagdmistt ofd)éw qunett et

al., ﬁ%gﬁ%ﬁﬁ%@ﬁ@% 8: ?g&sﬁ R pgf‘i/"élég‘?li JSEZBE S, 270: 9459-9471
1995puri fi cation. Such r egi ons may be renoved pri or to

L'ergﬁ ldgrl\ﬁgll%é\%% et ?o(ﬁq?eya&eis %?rk Efcp E]ﬁéd t marlyr] g?q%glgcle's: '3k a%fa peptide
Whicb Gcjljatps pdtidsatonl of thedhwdmebzpélambl Imqalrefemezﬂ enchotlinmets, the marker

ni. gues 9 o er, anti.bod
o a8 B 5T Btk RSB o R S8 vecto
(QIAIGEN, Gific., 929 Etdnl’]fg\(enud’,l Chbitghiverth, fGaﬁﬂmiBﬂ E)b arﬂdSKk others, many of which

are P RgeisilE i ons AReared N 4T Oyt diat Al So: DsLB: 821-

824, 198N Fdr litehnté) heku-MBdike REVINREBLE dotd@snien! PRSRealisSbARe fusion protein.
roteins facilitate purifi catl on and show an increased

Anothggepiidertag Py frpuritiypdiop.dpor i dtag amssrongeio@nicpigape derived from

the 1rﬁTHeﬁ%°arHeﬁ1aEél%1ﬁh Bl%té}ﬁ)r\ﬁilﬂa'eml Qe1/B8RE747 1544, t wo donmai ns
t he hunan )épeptl e’ and vari ous donmi ns of

t h[él Bdn &haﬁtan}' é‘@ﬁh ofe fusienspan by crginderaghsing e nodyngleotides or

th Hg&l Sa&than@:g o ns. EP A 394, 827; Traunecker et
ep Ng%ure 3 &519&%){1 1988 Fusi on proteins having

dISU|fIde | i nked dineric structures (due to the 190

SCFX?H%GE@IW efficient in binding and neutralizing
ot [y f—‘fs Gf?{)fgg’sclﬁ\hﬁlﬁ &ﬁ@st HHEE tidsu Fa%(o?& ?ah’ﬁg% £h3mmalian

or pr A e n SNt Tarane ountou |s et
subjeBj andivéneh @rOnot3Psders 96 hehOgasis @@uelmiimmlmm sabjest,can be used to

treat ggnsé?gnes% ch%:lgas&%g é glnlnﬁ nlillpxatgrypc?setasezg é § %ach f r.a &Jrllagge

el NS Comprirsi ng vart ous port
displayf liwrany s ahhtlﬁyeaglanmbod& cbmpm;ltmgltm Lij)acrﬁca‘kbjf Bmdlsl tesnd 1nh1b1ts

sianfi Rl o6l bt PR Bleri Bk 1 Tt bRt G serv phage-

hbramm&fej €¢.aHudtén &be| Bidy. Bl AhAFROSSSL , 83NS879MI833 Cd8; Chaudhary

e Bl Beed e AN oA AR Gt ey v

dlspléﬁﬂ offbad¥@idphadet Bkt ﬁr&@mﬁ HSledRE &Hs@ﬂfﬁeﬁal%fﬁﬁﬁlbnt@ opﬂﬁ‘gcsﬁlsplay
t; detect eé) and purified, wuld be desired

approgghespareelsor g W ob@mpéermﬁﬁgﬁrwc}]@ewo%/@é%}wna %092/01047
(Mecﬁjdaﬁﬁ&@%‘cﬁ Colindiing of %H(WOW/ 8820 r@M!o?phU%? virchHie ﬁ’i@&ﬁ)&%ﬁd herein

for 1 mmuni zati ons. Qi di scover or exanp
by referaned The diselap of F@qﬂehiara@ iyalso lslowmafﬂe instaaer fsuietsgibed h Fc

WOﬁWlb&P{&f/R/g{dR %@9%79{ 1?%9 t hroughput screening

assays 't antagonrsts of hlL-5. Bennett et
al[0114) . I'thléanﬁlmdleﬁienb@mdtamﬂrod& fragerd8 thatl @0 Blonéd into a display

Vectof 8ai116\3f] £ 36 ’([)h\?elrnhi%) tlssue fiact%r &nal d&%agﬁa%gg%fogg gaopgragg iC disease or

inflammntosr dlssemelmm to ﬂemh"y aa:‘rlaatsphmtmgﬁﬁalm glod badirgi abatiBsbecause

the argtﬂJBg\fa%rc T? for! Hﬁw{l]é?eepgesgr?t f%ce ofj tﬁe }H‘zagg grr I;heagemld

particle. See for cxample Barbas IlI, et al., Phage Dlsplay, A Laboratory Manual, Cold Spring
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am no acid sequence is a hexa-histidine peptide, such

as the tag provided in a pQE vector (Q AGEN, Inc.,
wO268/05633n Avenue, Chatsworth, Calif., 91311), pawmisgo06/043313

others, many of which are commercially available. As

described in Gentz et al, Proc. Natl. Acad. Scl USA

- HarbBPr i @ddry PRk, C%?cﬁ@pmfgq{arbdislﬂ aNCM01 B @ondnSst dfhidh are

rOV|des f or ‘conveni ent purlflcatlon of the fusig

mCOITBPI@EeélhﬂrelnAhYde?éqm?) &t paEpiead the e3sa Pt Fahy frapments; @silglaﬁham and
heav%r Bfain %roﬁ@&s arE QhdcE HRAUBHF0110? 2 B3 pRRhSOD fndiREh ViRfh fla[s QMeader

uenza hemaggl utinin protein. Wl son et al
Slgna(béled @it inpeder tallgadirected 101 thp pamnlesmiesppcoef theybasteriabnst It is in this

spac{ #11@1! 80 ?ntﬁ)@%{ H%gen?é?lgé v%ﬁq{e%glrelfg’ Eﬁ?eﬁ}h%séﬁ%lé/ e Ih@zQsz' cﬂﬁﬁ ﬁ%@ments

t he i‘nvent1 on.

are ekprmmmgm Wﬁ}l a,@hageb:oatryotom dogRin writh aibmsekse etsmbled antlbody

inhibit. tiss ctor signalin ect
srags Ml e indpr B Rig T2 ol PR P ret? pel B HRteL At St
Genei@ivnalf e paghmétpartides ribquites éd atiditibn eﬁtelmr p]magle &glmhe:snml,n all the

| asti c di.sease or infl.a tor i se
nece SR AR Do e SBRORY PBPar S PEore e g Pgee o
phagéllﬁtd RO, & PRBES tdrmed pirhadg 510, Thisd 4 methodtitierey Dk ant1bod1es
nhibits S|gnallng tkﬁsue factor bub%does not .i ncreas

dlsplg.yf‘él onjthgsugiace @é\@genc@r premiq)patficlpsare d d¢ the degjred antigen, 11) non-

bind&H %%dsl@d%’i&}agsiuf §(ﬁ1%d phrtidles kI @h thdlantiF¥n0snd 1b~¥9élﬁted particles
5879- 5883, 1988; Chaudhary

are eaposecbwcfcesh Regtqrial h@;sﬁdn ossier tognspliy the griched peol feray, adé@gtfﬁl round
of se)RfidP4Sp %Qqﬂfe%pfoﬁr Rhun@Cdrpahidify A& b@x?or?ﬂe@ Bh@iytg ‘3c1@éh1ng antibody

acter e coat pr ot ei n§ have been describ
clongRepi smewﬁmbmdmg Iptilig wayl phagiephagepyd mﬁessalbm’eth%nllgl@ge of binding

B3 A TP 55 026K Ry 0 YRR oty oot

very Wé’dsﬁ&fﬂcﬁwe(vkb pthkowes) formhischuldibe usaddor hrhamedizbtemgirpress,

B e B0 By SRR R AL o Lo

Zap {ySRMsMBE elastidn WPy ste2mihg.( Af f ymax) . [ 0114] Hybr id

cTAES" e ey s S bR obRE P b Bl ey ragment. i

is cohfihiplikdd thet By Rak BEHroducel gatde RGlubRIbylah e RichEitie lﬁfowa to those
neopl asti c di sease or inflanmmtory disease [n

skillgcia sy - G POAD 91 F-AUFHPHR oot ERe I ﬂf?d}kﬁglg or exampld, hybrid
antlb%efeb Y ﬁégnﬁ%%% etphGuadt byPRsht BhveaRbhd %Mquﬁe@ @& BdHstruct an

e present on the surface of the pha

exprgﬂmg e/mt@r thaiensadean adibodsoheark ey i gl %gPBP angyif nepessary, a
mmlggfa}l%‘?tg& oéra%ina@b lr?gg t Ci?&rﬂé\%r%ﬁ‘éﬂ e re(gﬁf'eq to retain orl%nal species

egSveol d Sprin
antibiNd3ybind 2@ Griecifichty (ssengimptred @foommgdh thertechpiques dsoeribed ferein) are

derlvfeg rﬁ% F Xnélﬁ%cﬁl %P&?ﬁs aﬁﬁlg dﬁﬁﬁwe%mélﬂdetr Ia?th‘é 9@?00‘&? 1J(j&gved from

ragmen heavy chal n
a tar@‘t epasmad ﬁnmhht%lcdmhh maichahayael mlmlﬂmdﬂselmcnbcrdh@anhhereby

n eader s to,it in order to be
prodfiife By v the SRt PEE ytep i kbl deBicr £/ | o
h oF)ltusb]l tlngllf‘detaﬂed hhsodsrnaﬁea ilxh@é-chdheF\aﬁbF\b@dybddwg@m t® be
W e able to asse The_heavy cha
prepfied e bcoesiberaliipetivmplion s o ook g 200 i 2o verious
cancBff décabdl. CRFERly Wiiah hith La@ﬁ&ﬁtytsGBv aﬁﬁ;eaﬁbé &fh tRdiYeldeddted by using
fragnent to, be i ncor orated into the coat of a new

synthegig élablh bgjuis o@nddp@@% S grajugpies-dn one study, these human scFv a)(nubodles

were specific for sialyl Lewis™ and Lewis”, as demonstrated by ELISA, BIAcore, and flow
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Generation of new phagem d particles requires the
addi tion of hel per phage which contain all the
woesEasessy phage genes. Once a library of anti BouWyus2006/043313
fragnents is presented on the phage or phagem d
surface, a process ternmed panning follows. This is a

' cytomng’}/ Em‘ém“"‘%?e fre k%gll L‘L)rfatcg@fi‘l{%ﬂgﬂegg;dddgﬁocgfcﬁﬁh@%@l@s Nclehiede sequencmg

particles are bound t
revealzf madageasemuannwsnlfv gen)es worbbhitedsTheke %@ﬁ@@gm 1.1t06.2

x 10° |M)tﬁaé§vg{%20g {)lleg 83 oG8 P % fd% W%i% B0 5dcIRMhry HHune

es are exp ose resh bacterial
respof@STlgest ﬁhtibbdie:f cotufal twenqaluable rédgente fnrlpod’vmg thogtucfuse angrfunction of

itional un f sel ion, [ r
carbo]?ggﬁa gntbcﬁcn?)aciﬁﬁ? ﬂ'ﬁ%g?téne g?tif r%cpr osrea%e% Igfl?:{r; eeap PrhOWarl
Acad%{]&t Im%ﬂ%%s |69$B§69589[999|pem f : Ic b| nd| nlg In t hi fs \k/)vay

phage/ phagem articles allo i n o
DRSS D o S daod SmpainetcP gk on) it CERR i Bty
llbrarfelé‘ @aﬂ»’&%s@cf toidhdredid sHisePh Wdet\@ﬁbt@@k‘ agibolies ’go an approprlate antigen
successf ul wever, other. vector, formats co

associgtedgle. £ ointibRilies hatralbi Hesus facisy sigraling Ter fragiment 8* %’Pﬁoﬁblsuc disease
or infled ARG QQ%X . fl“fx@ Btodt Eﬁﬁéiﬁsypvm 51 ix vk b€ uﬁha@ @isplay the

vect or T or %@tens f or
hetergiiinenit stmntumﬂ:f/thﬁr anélb?@elfﬂ 1gion, [@‘M@T isdpchaelperhavs hegyextended

to co?s?ruct aelgrlgp %ﬁ'{alq sﬁEltel CB 'F%%sc@‘(}fjflﬁﬁrgwg@' ﬂl@%éﬁhﬁﬁbﬁlsplayed on pIX

I's con I*at ed they can
of ﬁlm@ﬁhm Mbtarmphmegﬁurﬂmhmre thy diaergity, qudlity.queé ukhiémiﬁ thedibrary were

oML LSS S By o BAFLS s oos
more fiyardioeh @Mhd s2hdice Sloﬂés ﬂabazgdrp@sﬁtsver\m;du@'opthgm uespebtivy antigens after

usi ng conventi onal [ s to on tr t
os o Alked P DLEPB S P Hded T b Py <ALy el o
exam'pfé MRk inkiysis GRS o Ebvedléd ﬂha&eE&&fgymstatalphylbmbal potetdilasn B
of the variabl e region fr%gﬁ ﬂat are {eq#mgeq to
and chelet 1o P HOWH 1 g G SR ioe BT I i Spi ekt
respe@fi’vsel}e ﬁﬁbﬂa a@ﬁ’mﬁé‘s%h%bﬂ&glett@ ok Beet@fihaf ubBAUS Skiitﬁllnbrbﬂom
reln) are derived

romthe ori |nat|ng
lmmmaub@dyglamc@n@v wanalsariisinegsnot galy Qﬁtwesb&%f? 5@“&% Prafeips: but
also 't Q&a@ﬁ %@Elo&ﬂ? GRS hraTRHR0OL ORMhAR coMvilis (T“‘Hylnbﬁagglutmms

escri bed herein, thereb roduci ng
RCA® amchCAQn) tdspitex§Hesxnense @pmglogy betivaersthe T d’l}leﬁg%q;? suggested

that t&%pezr o 01 oﬂﬂ% ng@ ?ﬁ% hleseéin Eﬁjzilfg%%eed o @k EI'IPH@ﬂ)lﬁy

rary c repared fromthe
formpeint plake &liddally suitetl yorpamoyg eslldyfvaﬁety phtarges antigens (Gagyet al., Proc.

t cancer di seases. Conpletely
Nuﬂﬂ&ﬁgﬁﬁ %éﬁgé£¥ @@ﬁgiégMg%tlbodles can then be _
s ejoers] e Bpavifiti Bindigig dytwche b antibbdy ol otheehingingsagentlaadius antigen

meargzzngglggj gi&gg(?f@t L::ﬁggﬂgll\/i #rg?érrgigg }%g CES Snblgg ﬁ, h afﬁnlths of at

1east%mﬁ' QUDRE bh@betirdyy F-1 A0 18 BE a0 ¥, Maral ' M, am/lo J:Wn"é}ndtelyn
hciingt d 'tne' cell surfac

cpitoREENORA B PRI GaT G B BoaUE [ Pl Epftopes

aficallPatiive QirfHd€ oo hivig OeMEsle st Sudbdsaiighacids or sugar
umm%ﬂaﬁmgtvgﬁuesaﬁgnég rromgl ? %o 6.2 x ,10"7 M that

side olesins 200 ppaiabive Sp@91ﬁCh@r%fd#mﬁ?ﬂstqné‘sstré}?tuﬁhﬁi?w&&ﬁrﬁs‘iﬁdasf‘?%hﬂs
specigig%hgrgg %E%sﬁ%&%o#h%ﬁﬂﬁﬂ%ﬁd ndieRBriAdfohhegitases arul d

e reagents r probing the structure and
d1st11ﬁgmlsrhbd orthaftheczndohipdhefosmentiit getrike lafer is lostip dherhressageert
d aﬁg urmn tumor di seases. Mo, et al., Proc. Natl.

CenaRIRE SOt U S. A, 96: 6953- 6958, 1999.
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[0117] In a further detail ed enbodi nent, phage

di spl ayed conbi natorial antibody |libraries can be used
woaogmsexsat e and sel ect a wide variety of anti Powiuss006043313

an appropriate antigen associ ated, e.g., antibodies

that inhibit tissue factor signaling for treatnent of

' MWNB%MAE BINDERE A SFA YSFORDETECYIONGRIESSUINFACTOR

ﬁ coat rotelns VIl and EIX can be used to
SIG A&ﬁﬂ‘&yﬂw AHEREO ct ure of the antibody Fv

T‘h%ﬁﬁ%hﬁo@ﬁro%ﬁé ﬁefh@&i‘ﬁ@ H&%ﬁn@ AYRie BREA s@‘t&lﬁ@%d for

to construct a uman sin ain Fv_(scFv)
ldenulfmgmqﬂubforaofalsw %@omﬂab% 4 geaprdvéw waresicsildrelow, some of the

metht)ﬂsl. %Qﬁﬁ]éc‘? l?c?e%ﬁﬁﬂg‘}f?&%%ors Ef"trlstsﬁ'@fagtgf & naﬁlhg il é’e@lrlﬁlkécVassay
y, and utl t he brary % nonstr at ed
Systeby Sore otleslr otliodn anafdlrs@ﬁi/tood@ﬁésnwadtﬂ@orsgf sissie factor eignaling in a
e r
cell- 1%3 é{?t{:l@ dﬂg% (_r)lgeegsh’?b N%n %fs cio o&n%%o?eglég cz Egtl’yrtlssue factor
modmletspsezdtwh/mhmrttor gmp&saTF/é’rIIaaBedﬁaw wahhg amvmw haslogiot interfere

with E_?n nsijﬁys?%}n V}-_v& 8 E’A&cglﬁ é te frgelﬂgrﬁg Vg? org; tar%f goergﬁo%ng rr%lgiulators)
can Hedyadikiediby &aploﬁmgu&n@gamﬁﬂousd thahpdsssas eadh desntealrmpzxmes (e.g.,

B and cholera toxin B subunjit ha
MA‘%W%H@%ME? oy CUBRRLEYS SRS Hgttaﬁtmﬂf 31,3 af}wwme of the
scree%frfg%ahdag odfnkiimichii6tSaré @RgLAdAD h&nﬁ@mg%m?&@lﬁl@ &Whigh ihtkiB# TF/VIla
mAbs obt ai ned from i mMmuni zat i on specificity

mgnangg by dogs petibigck spagulsgien-ohpspe B’@thﬂé%?ﬂt%m?salil%& in{iag presence or
abselﬁ)(fe%??ésf‘&m;%\iﬁdsaal bﬁﬁdlhg‘b&\b@enc(ﬁ%ﬁ aﬁﬁb(ﬂ? B?arpzir@@@ﬂ-ﬁmﬂﬁb alRstule

proteins, e. R cinus communis ("ricin") glutinins

haviggRmbiodiag ap@@‘mltz@f Mﬁdnegmlp@ndsl@%t@@eﬁféﬂerepmmﬁg gnd then
dete&%%%ﬁﬁﬁuﬁnh&q Jf\%’e ;gﬁg% [netﬁéjélteﬁenbéjgﬁeégt %gmhglﬁltd r&lgﬁve to the binding

ormance of rari es ca potentla
in the Noseww of tia:ttesmtompmm@u BomelpEthessyndtimdsamplapi therranénci MAD 10H10

prodgce?%l He hyl’éI Eioma {’Vﬂfl ﬁ\ﬁ%%n B&ks ﬁla%tﬁ?)g B’%&%b Xmg %}' %@E\&géélglg

methbﬁﬁér%plaﬁfeit&on@ﬁ@ﬂds k\;{}ﬁ)éhilaa?e] piSfoeabiy smalhnoidwhgofgstwve@npcmnds e.g.
chergii gt Raras 1ih £ sttt SR e g A RGBT ol FRAS plrerabiy

not rA@e MHag abdd, 500 hosfdrisnd.t i es of at Ieast about 10 7 M
and g&eferablgeelo 8 Mto 10"9 M

0101301 i e errugies ensEeorme st srteg et e b s to

pracG@UEsE RS, CRRABIEN B mSReeAd their iRgitH Borhset@With MAb 10H10 for
anti body. Epitopes usually caonsist of é‘hem cally

binding e ua feiohdae groupridaisadenipedeanbesd ekl exatingbfor activity
to mé‘ﬁ]l&é tishe PARALI ﬁélfﬁ% & Eainﬂﬁntﬁ‘fgdl" o HAL lgﬂalﬁ‘l?\é@uﬁ%%ﬁlle%avmg no

WEHSIO structural characteéri stics as wel
signifisarg pfedt on bemhﬁarsgié« dhe cerapaniseands tescdfoinphitory ealivigima any of

oo USRIV DRI SO L1

phosplnoryllamrpmmmptm fofmatiem avith e gjgisading emtmotﬁa‘eb lea@d receptor 2).

Assagf Beﬁ'i'@' ng %ﬁﬁ%@gmﬁg@gﬁ el nventl oS

exenfiplitied UEEmRiphogiBelbw) TIUF1Ie afediatedtsignslies afcamtlesr canibg qadmtitgively
and for nt|f i n dul ators of tissue facto

meayghiin MyP st bbbt ds e Sameift Bev Bl bighe of

phosbhé@yRBMRAS oflk B1AIP kiRadedelg! ERKdQﬁHsb)flﬁ HOV PO déllsat QHD adils

tissue factor _signaling in a cell- %fed assay.
stimulated with factors VIla and X. These assays can be used in the screehing methods

described herein for identifying novel modulating compounds (e.g., inhibitors) of TF signalling.
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system Sone other nethods are directed to identifying

nmodul ators of tissue factor signaling in a cell-free
weysi7@ss3skn sone enbodi nents, test compounds aPeT/US2006/043313

screened to identify tissue factor nodul ators which

i nhibit or suppress TF/ Vlila nediated signaling

They@Gh bbbl 8@ ¢ ive 4R rdpebtid DUREDSRF teWhichtiEIBRSsAGH e kffect of an
vivo. Such nodulators (e.g., small nolecule organic

employndivhibitoriebd G signaling) Aceamnouand §earsiderasr T signgbing jbvton if the
comﬂ%ﬂﬂd\%nqwg? T%_hg%glﬂg a@ﬁﬁgl@s&iﬁ& 1At 8514 L Hs B ARGELI08E or at

ri ous corrpet Itive assay
least%%rrelwsvede gErsignelingietied absertt obthe sompovofl. Thequastitetivd inhibition
f i
oo ISLRHEL R 19 hHEL L B0 I SGLEA 4 Al SR T) Mipea
al., Hd)dorddIOS 288401, éODﬁmr dikebel nedtiheds aapdwiibn a%ﬂrphmphormatlon

v B RS Sk e Rrvanag? Bieh e kot RR B R E HhorRE g peow
hawizg urs&lgknn@d»tfﬂ@ aS{a@€kifoai it yheait dVlﬁbSCﬂlBétl heBeianhe ident)fied

o e R B0 S0P B mtoss o

the V@AY Bsh Beldattionalyt é%ainhﬁd B RAAFAY thah thte{ﬁ BavR e Nmeficaht etfi&et on
test conpound. Sone of these nethods enpl oy the nur

tissupfggtor mqi@teeﬁls@eﬂw wvmﬁ%(eww%mnw ioh g, JE dpediated
coagMHTREL1i RS8R be nﬁ%ﬂﬁe@lﬁy (ﬁd&ﬁtﬂ?ﬁ{g%&)ﬁ@a ﬁ&ﬁﬁ&?lnqma%ells by
test conpounds which are preferably snmall nol ecul e
western Glohias deoppsoated &1 the Egampletialve aThese paseisaa bapmploged to examine
r
ot RBFEL e O AT 8,05 RR o A
the tlﬁe@am@t]c metyodsfof tesnveatbmi Huemspand dassswy infesfemeawish or prevent
ac’[lVgtleSﬁﬁorf é}s %aﬂl%rggla F{gﬁ%ﬁa@%ﬁ‘é@g@ %?E%e%ﬁa%édﬁl mtgg‘.?sif (e. 2o , coagulation)
if its q;mrqmeé doasinbohlehdin MEEITAnfSés, n’mrenﬂham gO%momMel 5f/aot wpre than 25%
enti f

reangs 8 R PO e NAR (7 E 0 et oa i g8 Bt he Xe generstion
assaypur@eathe Behditeong desctibdtl Hekdin)relatlve/ ty/liadirsthe ﬁlﬁ;blhd’eg)f the compound. In

S0 aCt ! Vir%éy?iywﬁf#gb@g]ﬂﬁw %%ﬂlggyg quslfggoglg %)Iég(f tlon cpan be examined

by agswgaéffeef ¥ tBEEdnyidudd M thidMindey tb ASsus @Ry BY adody iwhicaSs
hat are nmedi ated by TF/ Vlla as descri bed herein

knowneto@lock firgne faoinr seedisiisisoRsapiont OBR surh aadbrsly dsthe SromasPeh

anubw boapddsiedng ltﬁag/bvlaanpmh Ra%E Aetsk Yiahpd M3t Ghitdbry
Assays for neasuring TF/ Vlla nediated signaling

activitiss plthisisatibeyongergulgtionwnd tefeveriassayt are Aisclosedrip lgreﬁt degpil in U.S.
8
Pateljg?}{czl%???g?. C% ?a%L giNSl%lI i ée}ﬂlt éi@ec’f’ﬁfﬁ @J#gﬂggﬁdf grg bnﬂ“:S b1nd1ng to tissue

antitativ
factok {an@seregimtiop hbatyiéeat 2(1%, 3@%’@ AQ% "/g 75‘Va@sm)mgdlb9¢es that the

comliogné 1S 1'?(&% %c§<$tps,g£ déiet%/ ceoagﬁgt Ms; Ikls nase
St [0ﬂm1] at’lédsuwfatctbr trailimgsailb@abadulecked afillles guaatified ssingeany of a

e in the.screenin ods describ rein
s ah b PR B A B R OO (R S0 L enie 568 241;
4,376, nm hist pR8y; aad 4,857,36QNAntibeigesusetyl ipamiiuasisgic bindingedhys can act
e therapeutlc nmet hods of, t ion to nonitor

he .i nve
as antlﬁlé‘b’éqrfoé &sug fackay SWFW@H‘OPHHF%‘?%E‘%% WB‘F Leﬁloséﬁsﬁﬁléﬁ F}?ﬁmaRaH
subj& "MRRURGhNS10g RAIHiAtER E&ks & Tifilizd AIBbdietdn tRMidNbAS of theatrit of
conmpound can i nhi bit TF signaling activities by at

dlseﬂs%é\@ﬁn@@‘)/blpoétaltle@ﬁélﬁsu? mor@@ctqréﬁéét sigigbipg Bra la%mméla%ﬂt subjsof, For
é)‘?é RAY ?OIJHQ) id Bn Sht008Y i3lactdhs b S1ahRe BESsA fabBPsignaling without

onpound. The quantitative i1nhibition
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can be nmeasured by any of the TF signaling assays well
known in the art (see, e.g., Ahaned et al., Bl ood
whQbB07a3&%291, 2005) or described herein, e.g., PaT/US2006/043313
reducti on of ERK phosphorylation |evel in HUVEC cells
over a 6-day period under the conditions described in

- -lmerﬁm i€ h8iBRAseh tHhadikhalidnisifedAid RfuséhiEin % EAKSI0 K0 BWMAing

he art or described herein, the identified
assasf?@ﬁ% ermbrslimens of tednvsatien fion g iR geerahimmpmgapiays see also
MetHphP n@e@%zbl@@ Dﬁmb&ﬁéﬁ}? 2%)7) 'B?ol5$t Pidise 97 (ALRE e, ”1‘99§5t BQB) and

can be additi onal exam ned to confirmthat they have
Cl mlﬁ@! IsimynelbHo@tites & Tercted@nﬁh e JaRDf umonrolagigal éw@lmg assays (or

ex anp%ﬁﬁp%ﬁﬁ%%rvdntﬁgﬁ%é hél s%ecﬁﬂ:gﬁ’}“inﬁ&é 1.‘3'5)protg'91 or a]ggen of choice

. I ate tion activities
(in t}ma@eem@de fagtoq oicamtiigéni¢ slgipsefcmcltoe thexeof)y Elhe raatihaoly (e B, ddicaskue

bt AIGE0, 1 Pl RPS36h LDub G AP

as&xmﬂpduMﬂe used in the screenlng nethods of the

in iQn _or inhibjtor, conp S us in the .
t A EE o dRrBinpss aleo Gef S 4 VLR PR o APES RGN hipd o g labe
the cﬁﬁblek fdreed 6y ﬂle\@lhﬁlbbd@ran@ hipefl Tl@&lbbéh@@ la@dht 0dn i{self®e one of the
havi ng no S|gn| t effec a TF-nedi at ed
moiefiesostryising the eana agﬁm coppls Thps, .ﬂieéa%‘fleg aFrbepdis labeled

tlssu@ Rlotok. eARerhRivERY, ﬁletlzhﬂﬁnég@enmﬁ Be b ARl A%y, SRK 8s 4 BRbndary
5% or nore t han 25 % reduction in the henpstasis

anﬁbaéx, it sRecifisalyy bm@da&eﬂ atibesty/ Hspe {peioy canaplre@sgrandanypntibody is
typlc‘ép)esp?é@:ﬁg %ﬁﬁl@%ﬂl@@(}ﬁﬁ@ﬁ%@ﬁ@ﬁ@tﬁ Whit: teofd ﬁﬂti‘BB@y 4 %Wédp €@ther

herein) relative to that in the absence of
protegasreppAlbtecR! sperifiehe b@d@edmmmgobqucemﬁanaregmn@»csmw protein A or

prote%?/ b[ac\éu'é é%(l) ﬁ% usgg %é;{l;qtg ?%?fja[g%ﬁ]t %Q&%ﬁ%ﬁ?&hﬁﬂ% %Fong )ﬁmf?ﬁ%ogenic

e co on t
reacthiity stith ifnanthoglobylinaonsimtt irdyiahg fm TYariety dfmpwlmt(ae,bd g)cKIonval et
L ssue, fact uIa [
o LGB RSP TR 2070 RN P DSR2 bR hoss)
The hydlingAgen cand bemAlifiéd aitle eﬂstecmlﬂbmblet‘jBQ&ﬁ%s bioth tbivthixhyanother

activitie thjs antibo n coagul a
molePde ke el it g SCoRRT & VBt o ARt nojetpsgre wel
hwaﬂbQMkeBbuaﬁna%ﬁu427 A lack of significant effect of

a conpound on 5G bhinding to, tissuye factor

i el 358384 InIHPOH OG0T HOHINT;HORS 9 bE Batad attr

each WP BihatidddireéoBits.t hdhbatibe steR R VAY floth dHokes é’ec&‘i&s tb Several hours,
bl ock tissue factor nedi ated coagul ati on.

22]
optioppliwiiem phett § misighiglabey 26dausl Heveeerdbe E@F@&Oa HiEegyill depend
upoan@%%}f fofiflat! g Sfﬂﬁém%fof %l%ﬁb@({ncaftraﬂ@ﬁé aﬁc?tﬁ@gfc‘é Z@é:bally, the

| 'ogi ca I ng assays {see, e.dq. S. Patents
assays v@H &g partied aut:amnhlemocmnermrz, ddeugtathely aan%rombe}ed over a range
bodi e I nmmunol ogi ¢ bi ndi ng assays can
Ofwg@?m§§ss ﬁLHt%ﬁ&T# ti ssue factor signaling wthout
i nmezS]eergcmﬁehnmm  foRhdsd TnrAuisassapd foldetsating gigdue factor
he InﬂUﬂ% %gtcal bi ndi ng assa s uti.liz ntlbodJes in
signal g TGRS SHE CORITEF SRFEAYS GroMORR BV IRRRBAT B on

1mm§‘xﬂcia%rafﬂﬂar& hs38wan fACdnahd 4AGInO6f a\{hkéh i§ bgéualyin@sirdd. An one preferred
i an_subj ect._ For exanﬁi 10H10 is an
il

“sangipieR bRSERY» R SATBRIE Shatin 1SS RciSK AEbogiEs parcheheunggiresiy fo  solid

subs®4t8 B@'Whﬁﬁ t}YMytalfB)iH{thﬁl%fea fThdse %ﬂnblﬁh%‘ﬂnﬁb&ﬁ@sthél daBtquJ‘ﬁ?ssue
I’mm’mlanSUJGCt and is useful in immunolo |n|na‘
ng

factoaﬁeagné indbe et seriplsd Tiveustfacier thwemﬂbéﬁfv@ &1 them w@d biey/Jab

agenE ‘fhg‘gf} g&&ﬁ{iﬁb}lﬂg ies in e?%%‘t? oé{f‘w W{eﬁﬁﬁgg&,?@c{)nd

ed. 1993); Basic and _40 -
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Cinical I'munology (Stites & Terr, eds., 7th ed.

1991). I mrunol ogi cal binding assays (or inmmunoassays)
woyepi7aaédsy use an anti body that specifically bpouast@eas3313

protein or antigen of choice (in this case tissue

factor or antigenic subsequence thereof). The anti body

antlbéc’ﬁl" M 1acﬁ‘?‘tl‘db'é’f "Bl?ﬁ’t’@anf 1ﬁ%ﬁr3e %RARd BEa Rbadugad aﬁﬁbcﬂ?)éﬁ&ﬁﬁ@to

nmber of medns well knoim to those of skill in't
antlbtahets ofithe: specichdon wb@hl thetpecand apihiop3jis dewiverh obRSsagpdgr dhird
fi d
antlb(]) e B{pi‘lzﬁﬁ 1@10!11%?& bkt grdgngggl%le bR ezf)gﬁéthi %?cl;ﬂngtr?mlgﬂ} altngg%f‘
moleﬁﬂmsﬂeaﬁedllyrtgnchgeeglt Stxemawdtls 61 1fr0‘bée odeeadble Meichibi et | es :
C Si e an /a t

3B g et 280 fened PR R EREYS; bt Bunt It Bssue factor

s1gnal%l1g gedtat invied samplehe meadugddi m@reagphjz mewunbgtm atrontchf a known,
s a.Seco ntlbo

addeg@é%%?‘@ip?%‘e CIOg Qsplac f%i)rp 2 a%tl tlSSl%C factor antibody

by thé MIRbEX ticshe FRERDEREN iRH Ednliiﬂéi yInl oBie bMﬁpeﬁﬁlvé ;isssp adinbwa amount of
anti bodi es of the species fromwhich t

tissueslaetPhis @gdsido agsmr/e er}d theparagle ﬁﬁ@épﬂ@ctsgwﬁﬁlé ajgtbody that

specifi z'bflﬂd‘é A 1i3udiap@t. Nhd ABIROS RBEHnbS 1RORSHEEBE bduad kdMS antibody
suc rotein A or groteln G can al so he .used as_the

is llmeablmpr@:@étmnal 7 HeesrengangpléqnyRf teRifastqr Paesetipy g sample: Ina
B! oﬁuﬁéfﬁ@%é bYW hmbBTTRHAQE aQBHY kbstrate. The amount

cong ant regions froma variety of species (see, e.g.
of tispredmater bognd ) the armboql}rmﬁpmdete}mmed qm:@g_b}g_mgz@urul@thg amount of
s UL b O 58 2SO BTt
uncompleRtd/pro®in rTha:ambumto[f tissut dactuh icathbeadutacted by o veding e labalad tissue
f EP% 1|caIIy bi nd, such as streptavidin. A variety of
aClOyPERY Sl e noi eties are well known to those skilled in

t qe12mt .A hdpterdhhibition ugb]pmtanbtha psfsaydsconiprttivradsiayn In this assay

and/ or Shln st eps ed after eac
the k{gmﬁl.ﬁg‘? aaWr Egléﬁcf Qa foﬁ@&géﬁ(ria% %5 B@ 2ot of of antl- tissue
factol SATFo@PRWHAISK 16 BAREPle! 3By QFrple i ¢Héh Sontaqéd wnlatﬁeymmobmzed
about 5 minutes tq about 24 h%ur S,

tssus e TGS At SESBERteT B0y PONES AL Ry besH fgpobilized tissue

facto?ﬁtlh&?s%l ﬁfgé)dfﬂiﬁlapfo tBOAHEND BE 1 SRNGE0E fradenPiShe QRLblE. egain, the
Usual he assays will be carried out

amounkbf wmotdlessden oy een b deresisg Y @ﬁfégﬂrtgéﬁhﬁéh%mgm@d fraction of
antlbﬁ%f érg? ﬂ)ﬁ oPhe taﬁﬁ%%g A fe‘f‘r?amssih' eludsh. PRCti bR cHAR@irect where

n-conpetitive assayformats: |nmunoassays for
the anitiody i3 la@eleed wsudiretiduttbe subsemientiadditipmotalaprledsmeigty tha specifically

et | onconpetitive. Nonconpetitive
mnd?WﬁE s(%%%mg%égvg in which the anount of anti

I s[od28]e oﬂ?rloys-matmy ddermtnam pmefieoassays insthe cehpditive glndmg

i
formet:f:%g %{go %8 ng)%(&rnprgésﬁevp Ylglacgttegrgrnagg 2 B%g g&mgieéﬁ% ?a%ﬁﬁ Cah be
1mmbl§]ﬁjéd&6 € sblfasappdri. Zl&dtclnl'lfkeg etigstaabiot ardddnmiigshad h@kd to the assay

hen capture tJ| ssue, fact in th
thas PSBISIoF BES'0R OF e skt e PRGOS gt B i 5 : faded
protéu?sh@ hbrﬂget@ﬂﬁ- 'Bfndm‘glb‘f FheasitifrSRERY ichnAdbilidee @pbtéx@ id dogfpared to the
factor bearing a |abel, Alternatively

abilityend ean Ackast Sempeteaieieftschia (e pereer CTOFSYE%EHVIW for fhgaRove goteins
is caf&ﬁféf@é I%Yngas ?g}ﬁlcﬁgulﬁmﬂsd TROe 1280y, wieehd then 1®% crossreactivity with

species fromwhich the second
each@ﬁ thebtddtyi fireteie Hitod ebove aus selsetohandgrooted dje cross-reacting antibodies
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antibody is typically nodified with a detectable

noi ety, such as biotin, to which another nol ecule
wepewiisessal |y binds, e.g., streptavidin, to pregras2@6/043313

detectable nmoiety. [0126] Conpetitive assayformats: In

conpetitive assays, the anount of tissue factor

‘arg’ ogh&f&ﬁﬂr kR VR B8R the b&léd%tlw ﬁmhn%xoﬁps%gﬂfoﬁ Githriee d0ed | y
e

y neasuring the anount of known d (exogenous)

considpred peot¢ing e.gr distandy sdaded %%@Wt ed away) froman anti-

Ui p9A f”ﬁféﬁﬁfnuﬁ@éﬁsm%’ arﬁ?ouég AR hEh SRHEn & 8&hRitive binding

present 1 n a sanple. ne coggtlglve assag, a known
immuysrogspay apdeseribed abovede bomparsa satd tging thozehte baprthaps an allele or

Wit b

polyﬁglgg C]S/at:l%?t o?ﬁ%ug gzmo?ccl) ?Hé §S 0 eII ?(ptglh ggé/rg%%gcg'inake his
comuExioys muWoIprQ;sn@aré awhoessapalaid vtldae Iah@ alivbidzotiytidng and the amount

ave sel ortl entration of tj :
of ea{,;}égrtog r1n T S e X mhl;]blf) ﬂg) g% tﬁﬁiﬂéﬁmg gﬁl Bésefe} t8 lEnll'ne al.;l’}tr;/Ob%l%Zlég protein
is deprrgined. rEdleaimﬁudt ofehd secdridepratainiréquiiyd tesinhibirobyd df berdlingris kess than

sol id substr e anmopunt .o [ act or.. bound .t o
10 55 R AEPIIAG Cesh P et BITHURG ORI SOy HEGing: T e Hecond
proteRB YA t@épetifisgliebihBRIRY pdl?dlﬁﬂab&dﬂibo&i@i@n@ﬁ&ted% tissue factor
. alternatively by measuring the anmount of remaining
IMMyReegelml exed protein. The ampunt of tissue factor can

beﬂo@ﬁt 1eCOMmEr &&)‘Woﬁ%ht@“ Des@r BOQlRHuAdbRE hafy8B iPlsed to detect and

ecul e. [0127] A hapten inhibition assay is another
quanfifyethe pieesnce phiretq faptorindressayple The frobnigaegapetaHi oRABRKISS
| AR I

e Y A Tl R IR it Y fmforring
the scnaratﬁbprgtqnp ltea swiablespled smppt, ésuck ag heitroedivtoge filiet, wnrlhn filter, or

derlvlaﬁfed' {e@? Sgin [’I&%ﬁ%@ th& & le% W-lt-{;' ﬁme ﬁes Qﬁat tclf call)ablnd

ssu oun NOWN
t1ssu¢ fassmeTlﬁeamme tissus factov antﬂxe»ldy sypciivallyt hiodretb tlssme tlew@orambluﬁrﬁohd

suppg%{l]h?se 81?'[11)]‘0%% I%Jr érgc tnlta‘aegecfdor a&tgxﬁr%vg?y dceatne ce: tSLé dse%uegtly detected

usmgjl@béié‘d aniBodikd d?%[ , lithRdishaep lahﬂ1-lrrm§b dntibedies) Ifha@ﬁpeajﬁtcalt;ddyd to the
e fraction of the antibody that remains in

an“'%ﬁ“ﬁ %% 2%t i on can be direct where the antibody

I s[ol 341e| @Uerdssdy Teini@ihcli¥e liftRorbeheftlshy AWUUAY, Wdithafse @
| abel ed noi ety that specifically binds to the anti bodX

llposagle%@e@kgppcb@cp%m?@ﬁc [r@fggl]es Croatibodigs) rg r@g;ase encapsulate

reagéI)%I SRS | PRSelchNERQASASYS thell dbiREted AHBBRKd tb\sRindard techniques
bi nding format can al so be used for crossreactivity

(see N@t@eﬁfﬂlatf‘ﬁ”@ﬁsam:é’ro‘é%a‘h@@4l»|1§§®e factor can be
|
LRS! | Raflh, n%sa.sbgc Cifi B ORE 8F 8l the o will kPSR that it

Rono 0gs) to the assay t
is oftcm dgsatable fomirinfrdinagrspsfeificrendame msmmnmsayhePammimy, iwhexg the

assa}% %lg? . ayagenf ' hﬁl;o\éx &m%glﬁzfdd qfaﬂsoﬂﬁ gﬁb%t)gtlﬁ 1519%&mgﬁ§m1mmlze

| sera rof el
the anmunimfpam—epbciﬁm Hlﬂ[tbngﬂlb ithel supstete. tVemel ef rfedwdmg such ncr@smaetﬁe

. Wth i ft .Cro eac or. t.ne ;abov
vinde pft el oy o SR 08 5 BRI i feshBlireit o8 26 Ring the
substidl@8th arptotslﬁaioaow dohlpbﬁﬁdn tIh partitQ%, provss b(ﬁﬂlmisitidnﬁ yuchia bovine

h of h I I
serurgﬁ uﬁlglb ]%?d& ad t@p égrte(f @Q&qnh%gl%gn gr%%&el? lr,lseeds{kglthelgowd%red milk

bein@bétppdiesd ar & bptfdn'a’Hy r e "M mthe pool ed
anti sera by i nmmunoabsor ptl on with the add tﬁon5| der ed
1n

pr wﬂéﬂnsLabéng The gerieyailple] predeigeta@lesaot e assay is not a

critical aspect of the invention, as long as it does not significantly interfere with the specific
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[0129] The i nmunoabsor bed and pool ed antisera are then

used in a conpetitive binding i munoassay as descri bed
weaehowv@stz2conpare a second protein, thought toprPO®US2006/043313

perhaps an allele or pol ynorphic variant of tissue

factor to the i nmunogen protein. In order to nmake

"blﬁdiﬁg b&fhg gg‘{i@o%gﬁé) m tﬁeha%s WGphd a&&&éﬂq@%ﬁﬁ}ﬁcﬁ%r&nﬁﬁﬁﬁyﬁﬁhaﬂng a

conce tratlons an e anount of each
detectghloplgisitalr @ghémied prapeitphBiphtdeBogbloflabelsdaiy brgh ﬁ‘g’utﬂe"@?@d n
era to the,i.mmuobi r Hefapplied
e s ok A ST LR DRl o 5Bt oot
to the 5&%@invbmtm&l Mhusé, s 1AebB anywamm@nmn ﬂetsctabi@bmmgmw@gw,
tor that is, require

photo%{e%iq%ﬁ o%{%(ﬂg]ﬁa]t mngrg)&]&%qag,re&cgr crellp ogtlcsa or Opthtel%‘f-)c(g? I%Eans Useful
labels $P@E Iptés&ﬁllﬂvxémmfnﬁcmab fh@cpobaadd @rga,leABEams% fluorescent dyes

enerated to tissue factor .immun 125
(c.2. Semugrorsiesenbe L 1o Sl i drap L e, 1.
355, S GOV Oe&?:ﬁa%ﬂe ']Qrﬁ@ﬁf‘ih‘;febbxid&% am@mmesmtabe A&slwehers
actor In nﬁ . The techni que genera
€

comm@ghyp}sqbcg@gnﬁéé%ma gy lugmpgspeat b,b@}f,,eqnﬁ &0 Bym@‘%qc lgi)els such as colloidal
gold o?lcgl%efigl)ﬂg b 5% ic BBads I@@ bﬁcﬁ&s‘f’yr@x{e pol sepyiate, l’é@xgé‘[t:)

e sep ar rOtEIHS to a suitab
s {111134] sﬂikml@betl carf lsmmpbé daeqﬁlmor darstly to e q@ﬁqudecpmpanem of the
assay cgacﬁlég %o I{neet{x% é%egqncgﬁ t%lﬁ%? h§¥ émgitibla%tl g %ée) a w?cfédzarlety of labels
can béﬁ&éd,l \inltlc‘ab klyoitsd afdatiel depeadifigart snsitiviereqwitdd. eqsq: g%qg;@) ugation with

facto 1 bod |f| I ] n

the compg cL|s§aBIl %Fﬁn? h%vsaegble %ﬁst%&r@%%gfog a%ld%?s!ﬂ Saﬁ g&QfngHQ
I q(nelsp dN@ﬁ r@dléeeflvalhbaehry oﬂamttaeh@wywqmennws d@t@ﬁmlb’d a ligand
usi ng | abeled anti

moleiil (emiiRg) BT BEEV e Rk Spll i DR ERbngs yggote

mole@si(z. g1 bt%@h@lcﬁ@%&écu&nwfm ds}/elth[sﬁiﬁéﬂmt@dREbtah]StS)ayovalently bound
orna%s i hcl ude |i posone i oassa LI A

toa s1gn§i@§$5ﬁ@ssualé 35 e bl B SpberRTeel bR o5 a(dée“éﬂ“mlgescem

comp@ﬁpic{( bﬂlg'h%é‘% ds3hng tﬂeﬁltﬁ @cﬁ%%@&ﬂh&hﬁ chifaBR@eMbihatién with antibodies
ers e rel ease chen1ca|s are then detect

that ramgmzdtmge fagtos,ton Aerandpry antibadigedat 1eeqemiZzRgR-gisue 1a fiSlor antibody.
gi gchl@s cdn 8 be %Sl‘ﬁuga%ed cﬁf’eclg%to sléﬁﬁ%ene{aﬁﬂ@?dmpounds
non-speci fic bBindin i1l in_the
eg., Wdonyughﬂlorﬂvmlh grémayme phgoreghotes szylggﬁ of dnfesesfigs dabels will primarily
be hyg]g)llals[s% ﬁ%‘&?‘r‘ ly cel fata{%ﬁgj e&&h@gaﬁ BRI @¥Rlotases, particularly

assay |n ves an antigen or
peroxidisésD (Rlil}brd:sﬂém bbﬂnpmmds onlude Swdreteinwbd its derivativesj dodamine and its

derlvgtile\%élr ? M%qg}fgrb% Efca:chem nrgl%gst;ce ch ggun%g %fc'lee (fu01fer1n and 2,3-

uci ng su
dlhyd?é’plﬁmﬁieﬁioﬁeﬁb B hugnélr @oﬂ‘aeiekfleiwnﬁ\mrldw lablahsgoll:t?ﬁgrskll’rpducmg

in the art. Typically, ni que i nvol ves coating
systepg ghas gamcdieruseds 566 ¥ - gatf)‘}ti\{ge ﬁ%ﬁg(gus conposition. In

PgHi375 UlMEans Bf &kQtifg HOAP BB iIvidlIAMSWS W thossoflskiVliin eheser (inus, for

al bum' n (BSA), nonfat, powdered n1“§ and, g ati nt§&§ unter
examgishgse tsebaldn ORI SIS TERIS e S ROs et pp Bfon co
or p}Jogéi?ﬁéluchﬁlp ek atﬁl_ GdiB@ESHyC Ul Rdre 1R el 19 fﬂl@ie%‘ehﬁbbél it can be

used e assay Is not a critical F g b
detedtdlﬂebyl anviting mmuoawhiomgmﬁlsthﬁ: @pp@@@@t@n‘mve@pghlof %%{ﬁ‘fl Jotecting the

resulii ’Pﬁ rofreesrcgnce tl"ﬂe hpﬁeﬁgﬁc%'cgﬁ fe ﬁétécftéd' \}iéua b9f’£het W€ of electronic

sayused assa det ecta | & group_ can he
detedisty sm"ﬁtae theage drwp]ed gewdces (CCDS) or photomultipliers and the like. Similarly,

enzymatic labels can be detected by providing the appropriate substrates for the enzyme and
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det ect abl e physical or chem cal property. Such

detectabl e | abel s have been wel | -devel oped in the
woOized7hsads2i mmunoassays and, in general, nost apyT/uab®lb/ 043313

useful in such nmethods can be applied to the present

i nvention. Thus, a label is any conposition detectable

detéct?%@?e%ﬁlﬁﬁg Fé%ﬁ on eﬁr&ﬂlgtt %11;1.«.\?1?‘3 le ccﬁbl‘ﬂﬁaﬁm&%@ﬂs can be detected

ectrica tical or chem cal neans.
simpligbg bbdertimdihb solpnassdnmtw witiethe 1abaly dbup.dan Vs dipstick assays,

t bead
DA OB USG9 s
r i8I Beme asmdy fdmamis Idk adt, req'lmrélﬂm‘:i b @f b\béled gempadkhts.1Pdglinstance,

aggluggq%&elaasggsegan QF klg')d] tP] g@eﬁ{gﬁe c% df the e ’ﬁgoc@%smlr%t is case,
antlgéiﬁ(ﬁﬁtetl @a@ﬁleEbﬂe%@@lutn@dWl‘Byl sdifiplee ScﬁﬁpriSIdg&hetaSget amibodies. In this

coloripetric Iabels [l oi dal l.d or co or
formeé,| noag ojjthe FPERATCRS {J@?a and B)&p{,egf: %ﬁ éhe target an 1b d?f is
detecﬁ@lbyﬁ ViSR@inshti6x, etc.). [0134] The [abel can be
coup ed directly or indirectly to the desired

onent of t he assay to met hods well known
@ﬁ%&éﬁt%ﬁwﬁgg wi de variety of
| 6{@1@9? Ggi'ﬂalbﬁlolé%ﬁ@” oMistnlll tiEnicd1 ehterg” Bcludeely cdameﬂdjr Oher
on sensitivity required, ease of c nJu gtlon

moieydhgs seiart tosaffeet iplogicalavprersetravhiersin e smplh e e@llca\imen‘ﬂty Szt as an
1nh1bit5156f It 'Mc@&r's%ﬂaln@&@t%‘uﬁﬁ%%ﬁn PHAN hérhOis ih thbIRdmmalian subject,

Non- ra | oacti ve |'s are often attached by indirect
useﬁlh"@athstre@ﬁé oafiagnosis of digeasel invomampkan sbigot. Spadimelgeules can

1nclu§ oélngsn%lpﬁjlaﬁ/ ot&ﬂﬁiﬁguﬁ@?ﬁeﬁ@ p@ét%@%@wn IReudeli O7 an Behﬁﬁ‘all molecules

0O ano ecul es trept avi d
synthawiteddn b dibravhe fduch moleculbsefior fha parpeset dfpcrgenieg foa bl,oéo gifal function(s).

Smalglgf)ggﬁgstoa{rédlbﬁ%ld he(P frorplrrlljag%%lole%}ﬁﬁg fgngrﬁz)% ﬁﬁlg sﬁglrl ﬂlglecules of this

rescen
inverGiog utdaummameuum owgjuhtitesk thathaebobi HetiddaltanDaheireferably less than

targets can b i tabl e n t
oo SR Rt ) SO 5Lt By e 1
the prSdnt BREHOE %rttfbaﬁng’ A dependafit ipon tibshis lﬁe&tdrﬁaxtm}rVIIa 31gna11ng in a
antlbody Fgﬁ The | ecul es c %% t%p
mampeligegpigct the smalh grolegy @F@PicﬁﬁmBB‘fPB’ Omlé“ s 51’ o
mim&GRE bR Bttt bthd Angdday iditior, NaB 1 opher e. Enz y mes of
Interest as |abels wl| prlnarll be hydrol ases,

pdf148y Ismaﬂlyn?i%%eé H%ﬂl%é@tho‘é’sltné‘i‘%é §r%ﬂ’& cgrpeBeidases,
peptl%mﬁﬁ(eltﬁé) 'ﬁﬁ‘t?&)ﬁ?f nﬁl"ﬁéﬁdscﬁd%ﬁbjﬁ é?@srtﬁé?b&fafx@ Sscd M@, @RAEHT “organic

npounds i nclude fluorescern and its derlvatlves
compolumdj i “sroalbehgmiica ety 't ipferd 1o @sy catbansased enmprempd pibpighan

macrﬁmgfeclgh sn‘gll} gﬁ%@ﬁ ac[q s and %gﬁgﬂ}ﬁﬁgss Il zﬂf.a’ ti‘bﬁi;u(r)n 'C%gbl{ of aHrc c@ﬁﬁgounds

may bmammlaﬁmydﬂomsﬂhcab}el qopgerdrydmggmatonpmj@ﬂawn glt@g% eNEeen,

sulfu% 81%30)5’: a}%begﬁzg Soglq 81&%121% Prﬁgoqnpat g)te él#\gl‘l ?Are Fﬁ&%@r a\ﬁl\)ﬁha%tlc form. Non-
limiting@S&mplEs (ﬁk)lrédmd d@ntpbﬁ'ncﬁ liiclud€htsonek calcohthmhlm,es whbpkydrates,
t he_ | abel ioactiv tect

l.abel ,. neans
mongHEAPARRES P HEBTRE PG PORAETRTET BP0 6?%3? Qi S%Sﬁ o e
lipid@ $etindidd,kk@biaslipRaEcBRyns, Mheies, ddvdydapaturited, ansaturated and
fI uorescent |abel, it can be detecﬁgg by C thg d
polyyriseiBragsatiptarails And Waresclkemph GHFT-Alke @Féﬁgxdﬁs &r¢ |°§ﬁ‘é’°‘m S
heter@E‘ﬁMQ e4:R5unBY 1ﬁ1ﬁ?zo[e§§.h@l phendls fAlU@rrg@ﬂiﬁ effpound A€used herein also
['uor escence can be detected visual %Bﬂﬁﬁ%ﬁhe use of

1ncIUé¢9emtr@tedwrgalu@t:@nmwm§S addnlogenatad s §e© Ogapiccgpounds.
MetoGE33 })re%nr%r}%bﬁﬁﬂfhﬁﬂemé £ GostribdtbBRwW. ChBectiohddfl stifall Ynolecules, and
- 44 .



10

15

20

25

30

enzymatic | abel s can be detected by providing the

appropriate substrates for the enzyne
wandmsetseci trri' g'th' b 'restilttog tion producPCT/US2006/043313

Finally sinple colorinetric |abels can be detected

sinmply by observing the color associated with the

Srird " abRt a1 TRk el RecyRlin gy $he0ih{=b$1hb19 KreRBHANErize wjtéégﬁ &4 such as

gol d often appears_pi nk, while various _conjugat

acee i gneappEaoIe (AU PecsTurtlentss g, CroTaY! Beriellfs g8l 1007,
2000f Bfoﬁﬂlﬁlcqpap@%at&ﬁs%{‘ a&ldri¥er ME] spicubRbBY & pﬁﬁ%@&ﬁ@&l%search

For instance, agglutination assays can be used
and Bdalkal ! olh dasi Saseiners Rep 196 183164 OOQan@mcér@metm irt ¢pngpinatorial
chenf? anti gen-coated particles are agglutinated by

ﬂﬁgles conprising the target antibodies. In this

f dOkl], Brefemedodmallmeoleonnsonemelbcheerch] bafities brslreldtiwhiokasierand

s SRR B S BB LT e o

stabl@ @dd&@}l Vﬂr&h}ﬁbﬂ Stm‘meemrldhabnsof'refesm bllnald: Imeiacglas menbe plgted in tight

assocg?c*og &1 n%@(?l gﬁgs g?, to %cu :erotlééléa ll){,é.?ﬁli]vea ];'1 tha? have
impréved rph@m{acambaltpyopeﬁtes Addprasd pliarinﬁ&tluﬁtdl @fopeifiic InsRide changes in

S ng wt out interfering with henost
CIW“IEHO? H@en‘hgﬂglft}"&rfn% by lisy modilisgtipn, ?"i‘fgetﬂﬁ’év SF?‘”B%‘%%H‘H““&?OH and
stabiliy AkHD @l f&vd?ibl@io&ﬁ@&é@néd‘b@lo@i@%ﬁh@ﬂ Irﬁ%ibiz&ﬁﬁh-arnﬁﬁi@ﬁtical properties
nol ecul es can i ncl ude an¥ nunper of t erapeutlc agents

include ehapggs|iy therexirplogier! ficasy chaprteBtienRiithe Fhomicad prdisy.
synthesized in a |ibrary of such nol ecules for the

HIGAUIRRECAPET ASYN YRIFOR MODULATORS GFMIS$ORFACTERE! |
nol ecul es are di stingui shed from nmacronol ecul es by

SIGNALINGThe smal | nol ecul es of this invention usually

h &?4270 | M&&fbe&%aﬁ tihé B9EntioR %ﬁw‘?&@ %ﬁetlﬁ)d@ Qpidglﬁiﬂflﬁé‘ thodulators,

preferably | ess than about 2, Da, nore
e.g. wh@ﬁtersanb Iaguwa@g% of fiape fRciopgpding ﬁvthgltenvh@ indbitir goes agtgnterfere

with gaﬁ&tﬁg arﬁﬁahdnrkugjggts)p rﬁé Pﬁ&é thBE eLtnF)ﬁ‘)%d 3%hese

el
I sease dépendent upon tissue act or

. methgdsgraa bk Ay smmrlizorganmmbleae, mbfb@d,qg;lcai tréltys sadh asmgirelcinl @g:, an

i G SRR PR SO PELL AT £

ohgobﬁ)cilékﬁﬂde JaAI, ormhhmyinesori arlpidi deltenhativelys mbdulatb@tchiobe genetically

ani c i domi netic netics
st R0 o G R R TR A8 sBhe B i TR By mofeSuts,
pqﬁd@i@ﬁmb&e@g@ﬁ@gmdhpmnmmsgalg chﬁn1caL entity" rﬁfers
to rbon- base und ot her than macrongl ecu
SR, e e oM B de us s Raienng adlator or
ligan@ &{ e Assa@ G iGyHAOR, Qﬂtﬁé@gh'ﬁ%ét St Binpoitls €ht/BR dissolved in
chlorine, fluorine, copper, hydrogen, iron, potassium

aqueeistor SEgeRic (espgsgally, DIMSOrhased) seluansere uspd rBhq assayagre designed to
screeﬁ G8N Hent AR Wt&%nh@ tR\s @AY HPBL Afd Rbvidihk legduﬁds from any

form Nonlimting exanples of organic conpounds
convémelt selaceioasere svhichlasotypically mniin parelle] (ecr b ahgigtiter fosmats on
[
m1cr6§?n&ﬁ§£§sgp %ﬂoﬂﬁ gsCsF}ng 2 3@? b€ cga?e{fd' taﬁ)c(‘ﬂ,lé{“? ?1%?1%21? sgﬁﬁlers of
chemried congposigds, stcbldmgcﬁegmqgfsmtlemm Yeanal drllcb(SinTetmis MO), Sigma-Aldrich
v RSP E boNSR O B0 SLXARILL AL .

s L[[)l44] e sIn ony/rkfeared an’pcmmmehs h@leﬂmxghydteczeemngmeﬂhnmnvolve
di zol es, an

provﬁag & chg}r?BJrlafjsnpan orgamc m(ﬁgcu?e 9r peptldeclqbngry cor(ljtalnlng aslgr%e number of

potential therapeutic compounds (potential modulator or ligand compounds). Such
- -45-
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i ncludes nitrated organi c conmpounds and hal ogenat ed
(e.g., chlorinated) organi c conpounds. Methods for
wonrepaseasyg pepti dom netics are descri bed bel owpPCT/US2006/043313
Cbllections of small nolecules, and "sndirin ' cle
"id fellifle' d according to the invention are
Cﬁmﬁﬁ%ﬁgltéﬁ%?cgphﬂ?%lets’egﬁm HESor e 2@ SheAGERERKIah Bhic GBS e assays,
spectronetry (AMS; see Turteltaub et al, Curr Pharm
as degogibedsifer @iy, to g@nuﬁyomae hm@some@b@a frartjoulag semigR) SPICIEE iopfbelasses)
G thBRICATRA \¢hh S)
that d?sfglaggdra?%] ?Jd‘%‘hgﬁg%% ga P% Os‘%gg Spectrom Rev 19 (e %S
convenBion® I'lea® G@opoults o se;nelmusm pojentinl ap etbilibarencutigs.
tr AemAPdmpound
cHERE o st T g, SSHTbeclR BRULER, AmRARdmpounds
generakp®n Sith{eﬁ' Iciternia etbdsisroe dholcﬁgwamyndteeld byrcoutbhamg/\at slénber of

repar.ed. erred snal |l ecul
chemgzaf%élfl 1ng]bl:c>>§F% rsgrg}éasgsq,galiltﬁ g(% ]gf aelaneg.r g nﬁﬂwﬁorwﬂ gl?ermlgal
libraryRhéCaslaglypptideaibpirpizdemied biyicombinhgnet aftchemical uilding blocks
macr onol ecul es to f0£n1nolecules t.hat .are §F°|81eréymﬁﬁm
(amingeae]dsingxery PRstDIA HGL I MsrisY é@lﬂﬁ%ﬂéﬁ%&é fe e DU
amdsﬁﬁ 2RI bdRife coipruae Mk GRetuital sdmpyuagedanive Syithsizdd ehrough

changés in circulation time, distribution, netabolism
SUdlWﬁﬂ@ﬂﬂ@%ﬂm@ﬁmgQﬁ@ﬁgvﬁ%hmk@@ﬂﬂgﬁﬁon el imnation, and

[?P‘id] | tﬁeﬂa%kn @ﬁc?sc?e%ﬂﬁé %Pl:cﬁn&ﬁ’at&ﬁlﬁ cHesitdl @1@raﬁ'e§>is@@zlll(1@bwn to

Ivity. Tnproved pharmaceutical properties include
thosec;tfalm@es therartt [Such ennihiwsttasisl ekemienh Hibiaries isglage, but are not limited o,

e PS8 Sl SRR et DY s 37 057

1991 ShGNALEHG: @mm:m#@see&w tléll)a [§her cherhigtriesioe ﬁ@ne@wng chemical
rovi des nethods of I
d1ver§ 11Brﬁr11 &5pcan 81|50§ sed. @r[@;g 1&%% 1t QleShot ﬁmﬁeq to: %eptmds

Va ors Issue factor si
(e.g. VHEET BmHmCﬁtim N Woioth 973$o,mccutetl peptides feey .G Pltbhcatlon No. WO

o3RS e Sl RN o s

(e.g. AMB| Pat VG SITIZS, SMW), @ bis@merd Euch ab h@dmginisaberﬁnmaztepl,nesandrdlpeptldes

I N N T T S T

(Hagﬂ{a}d é%ﬁ SE Ak IMRHCEROIIA %568??}'992), Wnpéptidal@pid@nin@licawith
. Alternatlvely, nodul at ors can_ be gfnetlc

gluccasp wff@aﬂm@%rselm@mm ¢h.Jsdiser SerrSocTiMi 25218 @&Zy analogous
orgaﬁQ?ﬁ@lgégl eSW41 c &{iﬁﬁ'h'bra%gameﬁ R, 9CA+h§SCh@;¢ ok, das: 2661,

pi i pid anal ogs. [0
1994Escélgn¢aurlwma;esaﬁgxo ermémz@nce é@hﬁé%d% naTgéor @é@t#Yé\ehOéphonates

(Can?p%t {al al; H%d #’hgﬁz %ﬁ Rig ¢ 9%@1 I clefd efcnﬁﬂﬁ‘%-fe@b%e AfusttR€ Berger and

nost n conpounds can
Sambiioslsmlllweﬂab rpeptcpl@emclslc@plddnbwms e, egpd LB alatgnt 5, 539 ,083), antibody

O base S
R R e
PCTﬁES%musngcdrMyaﬁ&awresie@ pse @ [papvdr di. ;@zwm@mma@-lsn 1996

from any c QL?source t

and P)ﬁp}’%tgqquyi rgflrruéfno egul a?grap W ¢ gt, Ibgnzoﬁ*a lnets Baum
C&EN) J8R €4, %geg 353{(]19%39% lﬁ@ormlcrsomt Pﬂer&mlysm thi‘azcvhdhﬂonbxaanld
appreciate a ere are 1 er
et paunae Si RIS B GOk B D P et By A TR cro10-134:
mor]gcl:ﬁhno k&ﬂ}ﬂo%ndﬂ\/@) S. PRIe8M506839! bépRodisdepinkf 81288,5 Mand ‘EHe Uik &),

iochem ca Anal ytika (Buchs Swi t zer | and) q
t hB1B7]k eDevices for the preparation of combinatorial libraries are commerc1

available (see, e.g., 357 MPS, 390 MPS, Advanced Chem Tech, Louisville KY, Symphony,
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[0144] In one preferred enbodi nent, high throughput

screeni ng nmet hods i nvol ve providing a conbinatori al
wemad7osaasgani ¢ nol ecul e or peptide |ibrary conparnisSo®eas33i3

| ar ge nunmber of potential therapeutic conpounds

(potential nodul ator or |igand conpounds)

Ret B QHBHAT Nﬁ’t“ﬁB ah Aﬁ)‘ﬁﬁé’ﬂc Bdbystehfd] Biste@ €ity OCA, 9050 PG, Millipore,

Iibrari es” are then screened in one or nore assays, as
Bed s M4 )b dajadslitics, pumereus q@ebinaioyiat irsaies prasherpselves feyamereially

avaﬂﬁﬂ@ Esreé %Lg ot BEIRk OB incaBE N £ SAQhexS MRSEAS %Si“zll_%ﬁafnc St. Louis,

|'ay’“a desired characteristic activit
MO @m&mdgd,tm@p@owd%ﬂx 3D Phagmecenticads, @étoas%,dw@@wlgmﬁnces
1 a pounds” or can be used as potential or actua
Cougﬁﬁ?g%%% I’Cs. [0145] A conbinatorial chemical library
i s[0348]olCerdidnie mombomdv ercsieciulns rpart af a GHoAgEY U dkntlfy drugs for

treatlg )}ﬂ ﬁg gf(golasﬁgl Slg%aﬁ%r)%l% e Ca l}/ riy Selr?‘cj'i% Qe cginglpg P@Llﬁs tissue
factobkigating asdiddes ast maa@e mﬁasmleﬁbleedmgrpA @est a)nhpoltlﬂdithat binds to
. ?on?lna orial chem such as a pol ypepti de
SIENAIPE PTG 19CLoT AT MEEeR a8 °ﬁ PRt of chemi cal
b unolwb] n QScbéeaﬁlﬁass{amoﬂ lﬁleﬁtﬁyﬁgkaﬂdﬂda@e\/&rhtyst B&ﬁ%ddﬁﬂﬁhuﬁ)ind to tissue
Ven conmpoup en i,e., the nunber
factoaar a@d%ﬁteéhep%ﬂt%%msa@ fe%ﬁrpwfaﬁalf of RRLYPSPHASS 05@@3%%% aptive

portiG TR IS GRP iRGudSY H hE ivéRn! THAME Boipids can be obtained using
combi nat ori al m xi ng of chenical building bl ocks.

any qfghersimepyus papraesheninanambingtosiahlibigy srethadaisnarat rtheart, including,
but n‘BEﬁlﬂh&?ﬂo ll)le R4l I%I arleS: § g@dalllr léﬁ‘(ﬁ%aﬁl@ P&rlgﬂ)e‘i SolRf prald drlsoluflon phase

. e art nat em Ca i brari‘es
librafigss bynthestic bbtarsamethn@treqmmg dedonvolutioathe Ganettiepd etre-eosnpound”

s ol RS 00l sty B

blolo:g&aét litBdry 88prod@rkh be Qeldefor, e pepepsice illbstrlésg whie ﬂerodter fq:gl.r

b
R e e e e e R L
comfc@nds (LamP@Aiddubdrimvag iDesn 1201459 )/Exad3k} of ﬁﬁl(hodiﬂdr the synthesis

ot R PEIS Bt B S 5t oS RaY HEN T 6 ey Do Acad
Sci. 8&//9(9@969)09 @@Bzmle@éﬁ mrB@Wa(zeA@zd, S 1554 ﬁatlmm 1994; Zuckermann
versoners s

ot alpyd S AT Q8T e ChR Al en Pl 206 13p3: Cars gl , dmger
Che;h\lélrhr EACH] 3502059U$f§49@are§9:05%2 Q%gelﬁ Ché;%%) EdVE@llssggo@l 1994;

pepti des (Hagi hara et ah 0oC

and Gisn or 50003 od (SR T 19AT, 1905 17 Bors BRI ONG i feh Geiginds are

mann etal., J. Aner. Chem Soc.
acnvﬁ%f\tag%%ggtﬁgg fa?% anal ogous organi ¢ synt heses of
s ni@l$0] c drip@dieiof] cpmpamnde san i@teesented &l solwion Anveyy Howghéam

Bio/ g? i uesqza{ﬁes%?g Og&ﬁi §§§1) l)c!: Elpmr? §5£‘ l‘%‘i‘kﬁebﬁg cgltp(se gFodor,

Natut 64 583-556119%1), badteriX(1g.S. P}hdﬁo 5593 465Bspoi@£{lﬂ)s PauNIoel c

57 ERU SO R 3E SRR b cHREPE, ALC SRRl bl

1865L 889, B@Rﬁ@ﬁonﬁghE@&(,S@(&Bbt al. pSYidrioe 049: |3I86-BQ(D 110890;(Ixetin, iegcg 249:

oo ST EhaB by el eSS s it B s

Bm[ng 301L31@ngggq§ aI Sci ence 274: 1520- 1522, 1996 and
Pat ent 853), small  organic nmpl ecu

| i wiélrll e@e(aééléy 0@ gst, msewéa? 5%1815# thesgnatgg ﬁ?tt';’&ENf tispye factor or
a bloj(%waﬁjf“gﬁlv% Poftibd Adkeof LAPEY £ALMERM, db. Dy HetiRBhg inhibition of tissue

. 588; 'thi'azol i di nones and
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net at hi azanones, U.S. Patent 5,549,974; pyrrolidines,

U.S. Patents 5,525,735 and 5,519, 134; norpholino
woanpmsesds, U. S. Patent 5,506, 337; benzodi azepPO®AIS2006/043313

5,288,514, and the like). [0147] Devices for the

preparation of conmbinatorial libraries are

“tabtoP RBE i Mbstved dfabhdhldiDe ctivity Gn theg;%%eﬂ@%f th3 W3t ound.

A%;anced Chem Tech, Louisvi]le KY ho RaltH 11
Modﬂ gt Aai{ﬁ'ﬂWéHSSBP ggpg pg%lo ogb‘g]tl}é@ctl@p pgmo ereg@gp@l be determined

by mBhdéBing Msub ERRY: SiendRgfiPfid absM%e ofcha Bioh O ity NHAB RIS of the test
conmbi natorial l|ibraries are thenselves comercially

compgpafl (epgpdulqts the t1syeg°actor@ggm@grge r a Fplogisallyactivpygortion thereof, can
also %H@%m%ﬁ‘}%toﬁyg thg%lﬂ%sof tlggll.lg factorto bin@Yd gogemé)s(l%lfgcri]e

Chentt ar scow, RU, Phar maceuti ¢ ,
isomprase. (Ve bisdinBiassers @n be ssll- lwrsqlmmea freeD, etc.). [0148]

CodsAR PhaGRITRO o fnd By AP Aclor Sl dlind WhAkEent of a

neopd:h's’s'ceéiscﬁlse)mr_ mfhafﬂuaammdmeysedmﬁeasnacmhmyha risthef d@dingwadbe
o A LSO R0 DS e
blndﬁlgglmaulnb Blgbdidm‘slsmiﬂhé abmt}'r of |a$ompm&1dde irhibietiss@fdétodignaling without

mcre&gﬁg‘&gn dlé %l% Fl‘a c? ’{oﬁég I{lgs%? aéfg)% élggahng in

kearfi@ 10§ or éAtothEICHY E@Isenétbc@loa@r ihé Itﬁssue @ctdrl ssgslurmgf @ﬁtiﬂulude detection of
proteins or polypeptides or biologically act

the epsarﬁfwrpi atrwefwfam tigeiee %Ptg‘bth'f“r?&"&&%‘lﬁeﬁ A d%tﬁ@atrlﬁméﬁ@r Bighasa

FLAGNGqle88d orGATRRYRE STH SR sdIEaR BE & J&lﬁgloﬁ% ﬂgaﬁé}fyof‘?iflreétmﬁldmg In
nunmer ous appr oaches in conbi natori al r@)é nmet hods

genegahowph aspays e used to defeaning itheqbilisyief aigst cpmppq o frghibit tissue factor
Sgngﬁgloglcal Ilbrarles_ spatial ly addressable parallel
hase or solution phase libraries; synthetic _
li [9d é3]y Imtlhmdsthc ebjlityrafadesticangronnd ot bindto tiskue faciore intertede with

tissu?rgat%ﬁog glg}?%lé%ﬁs co ¥e% t%/ g 1{1'1?)2 ?r'la Y@Qf?g@%ﬂﬁﬂq tlL‘ 8?1:1%9156%.% the absence
of thbitest @gipoaid. lhi mn&rqasefqu)pnedmdsmmm réfereummeos psed. @Jch reference
valu%%pﬁ%l #7% gﬁf:erlgl%e & lgﬁxfe tg gont%)&% E‘rgggxfﬁ gagsefg El e tglat ﬁﬁﬁe?e%te from

the réfoleacavauld iddicateites tl&fcoﬁtpﬁm%ﬁh% t§ LMol &vild efameest (Dp. gssue

145, 997) thods for t
faﬁOB?ffﬁ@@l%ﬁS&ﬁS el PP e DG Mo it disulfide
isom@fabe. A Rfer@XRRNRIUE chalsdIRM¥d: the@inodhs ofBing Maérved WRIRS standard

Scl U .S A 90: 6909, 1993; Erb etal, Proc. Natl Acad.

(e.g.ghs afflgmo@e{ltlbq_cbfjggmgrl@gg tlsszg gq@&rhﬁhﬁlsaaaq, a tegt copppgund that is
mmﬂgpf%rﬂa g8 una?@ﬁ(ﬁ ’lesg-%%f}) thgk@ergﬁc@ |wouldsiﬁ&1€£’£€ ﬁlag&ﬁ‘npo%lﬁ&)é’a candidate

comma@ (e &ands to:ahgmhngéltssvalfactmﬁg é@ﬁgrcmwl tpm greadr @nrg@ reference
mﬁﬂ%g@ 2061, 1994; and Gallop et al., J. Med. Chem 37:
3, 1994. In sone enbodi nents, the test conpounds
ar [Qlaﬁt Y: imlwglti@a furthet gerafnsto mbag‘eatstidnntiﬁfcbbssm]: above-described

raries 0 in solution
°r‘°’e{“n% josays g u“SFFt tg%g%nld‘/sreﬁé%:‘%nﬁ? Glseerpsd hsy! 7, 1, 1992),
or [Od)ﬂS]bdadﬁe éhbodimdda ttherievedfidn piRid8dsohdidddskaysaking sissue factor, or

a cel}(:%rttlss%bexpl\%gs;r%nsg\%ffctgg glél?seg géttllﬁ zqyértlr?gcé{%éco%lbgn%nts In another

embodiment, the invention provides solid phase based in vifro 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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5,571,698, 5,403,484, and 5, 223,409), plasmds (Cull

et al., Proc. Natl. Acad. Sci. USA 89: 1865-1869,
wh20#)osaas2on phage (Scott etal, Science 249: 3861880006/043313

1990; Devlin, Science 249: 404-406, 1990; Cwirla et

al, Proc. Natl. Acad. Sci. USA 87: 6378-6382, 1990;

'cov‘af%ﬂg%eg%;l’upﬁs(“ yAxéyfonMak the %Esg. d 0Lt be %@%ﬁe)éi-foﬂ Igéﬁst:la}oughput

est c rrpoun to 1 nhi bi
screen$ggnal i ng activity of tissue factor or .a biologically

a n the f ca 'y s
R e i e
possﬂ@@tsc&&mmr&dvermmlsz&fdi d‘i]@erérhencﬁlutamrs myhgaﬁdstln gsingle day. This

methogg]l%tg)? frﬁ_n?}{gdlsg{; oOI 3 q%’lf?lé }‘/){0? Clt% tnvvztf‘g & er By %Qs%fl &P Re&gﬁPg Based
assay SRXER g Hhsue %’bﬁiﬂ |g@ﬁ d}ﬁBdLﬁl:@ bl ﬁ/slsdieyfactﬁ'lhlﬁoahl IIn byrtloﬂlaﬂ, bazh well of a
test conpou nd to no

late the t|ssue fagtor si.gn I' .
microgiier platgicaP BYNEA e N ASERXEC BT F83HPst %%uleé&?‘ PO{ﬂaﬁalg?@B g"g or, if
concef z&tﬁ)&l'& BRAbAAYn FRIRIckRLE Elg té &eoﬁé’ﬂvlsdl leYer9fs- 10i B ld@ar REtaingle

Ind to protein disulfide isonerase. The bi

modumsa”yrlausc asindle steadard piaelerTisle 601 aspgyeabou 1§90 . %énodulawrs If
1536 %Qll pafex at%fu?s@d HRIRY &fﬁg: r#lﬁe ?aﬂﬂ!agw asbdySRdHE ab b€ § G- about 1500

or treat a neopl astic disease or
dlfferemfcbxapmrmﬂsnrljz isfiosslels ¢ asayrmoanty plﬁ@q@aém @SSR ECTPng for yp to about

oo A 80000 By ) bl o e B

1ntegxdiedeyadte1ﬂm<ﬁdhmgvenhnnone enbodl ment, the ability of a

L

extrad®lilaf @nhg of b A& Iﬁéiﬁlir@ﬂie cs)ng)na]lng g droteked ittéran oy s ﬁggrmnt

endot hel i al_ cel | s. t ssue fac
thereafjag Rgt PhiyUgigh PTOMR Eﬂlﬁ[’ é’P’é‘g |tg‘?13°i’p Sfaﬁe COBYRP e eg sdltlrg ¥ a
1nd1ré’cﬁ% Qi'ig’éo@ﬂlgﬁt Jr h&S tvafeatlinkagd Hal vialagay. éﬂl@@a:ge&nae any of a variety of
ect abl e marker such as FLAG

comppugsits: dp general;ppelege which Lindpieite Gk Trdsn i EX%%toé‘sSS‘é?/ support,

f & li@atﬁa{é@rt@{h SKES htéddiol 9Lhe tag and
mdtl%t?%re?nﬁﬁogectg g@g{gl es|tty of a tegtS corrgg%ﬁgyto i nhi bit

the tagibgslae f act or si gnal i ng [0153] In general, the
ﬁ HS? y Aolturr?beh 8?&1% and gde'féjcag'b@ qsédobésbé%tﬁ‘l neeh ‘ﬁ{olecular

efe Wt tor signaling i s conpared t
1ntermt1mn/£{aﬂ(ﬂescrrbed\m tbé htelwurbl Feficpgmpls, wearen tighaga p;ﬁuqahl@nder for

nce of .the t es
examgRo GRS AR HBAS PEFR Rt e S ot Lin 3B ARR S propriate e
bmdéfs’ida’ulﬁ&l @t&lptdv&iudahﬁraﬂdmedherlﬁi raguon ef aroimpompglobylin, gtg.) Antibodies
h se a t sa that i.s defer
o malge? fEBa0G PB SR S Pt et B b b i s
binddrd) 3ee|nst@qw Iﬁmﬁﬁmobk%&hﬁéa%wge eatglggud $1sme Stal:mmslr MOr
nodul ates tissue factor dependent ali.n
CHB 0 e SombE o RogHg eB1 s AT PP bl BE e At comlaation it

an apgﬁjpﬁ'ét% 'aﬁfr’bo\d? hdiRrd %ﬁag’ﬂag Qmﬁ@ff ﬂaﬁC tThblﬁbancwa lspﬁclfbf anﬁbﬁtﬂd:sr@e
bserved a standard

commmlalhowﬂﬁlae ang| AR qdﬁgwa@%@dfe&@f%ﬂﬁfmheﬂ Iy ‘%‘F gteﬁ%‘% For
exarqtp?es In éﬂ%ﬂ ﬁ?%urdtl%n Sthmakff’é' 2 £Qt 4Rib6dy and@EAL binGerdk a second

erence woul d i ndi cate that conpound
antibbdy ‘ﬁhlchtrmtpgiam@ thedfrpontibodye I addﬂmnntg gntibodyaphgeniipfgractions,

recep&orﬁl Fd 1n§ecf§c? age Q]f&l Q}%Jr&ﬁla?e%%g iR Y bHidIEhRE. B @Randple,

ence
agonists and antagomsts of cell membrane receptors (e.g., cell receptor-ligand interactions such

as toll-like receptors, transferrin, c-kit, viral receptor ligands, cytokine receptors, chemokine
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[0154] This invention further pertains to novel agents

identified by the above-descri bed screening assays and
wo2ew/osésseeof for treatnents as descri bed her epPQT/US2006/043313

[0155] In one enbodi ment the invention provides

sol ubl e assays using tissue factor, or a cell or

teveibid! ﬁiH@:ﬂM’ﬁé kg i mgbl?oglﬁiﬁtrwe ptofd sl GhtiBbRAlN A J:a)ﬂherln family,

occurring or eco I n anot her enbodi ment

the integrinfaingy, the spldctie fangily) pufl thhlikes séras.ed Pigetth P@\@era%ea%eswn
I t

Molécﬂlg z%zgzls %gc}% p 19&% hégﬁ la F}B Edgigﬁrsl ag%i\,g%{o%nsb{al?a? :é@ de@g h8fmones (e.g.,
opiateg) sfeoridsptic Qrintraeliolan receptairs (Lalgawhsh gredlaiterte pletsoforripussmall
llgang%v%ﬁllédﬁl%gs%e;artoiﬂlg, F%Q}gth% HSGO|6![1{101§£§ ev1tsa]%il1ii) tfe%)f dets:Li %rugs lectins,
sugagsoRisc abadsqboth ddedn endeylic polyher aaf piradors) olignsadrharides, proteins,

t hr.ough creenln 01561 1 n. the high throughput
phospul Sy 3By b SER arttimhRc cr olD fUP P sl L

st @i160] idynthStiPpFmbk %ubpaﬁﬁﬂﬁﬁéthms tp@lyaame r@nyctaﬂwm@so d

di fferent, nodul af ors,or gand ? S|nq day. Thi s
PolyyreisnBIBBIgss: palict efifé‘@d‘e?» aplmy aéu 1desy Y%‘P?S‘t“é? olyjmides, and
polyddetated caPlsd RFm &R bpprbR8ta br 4B BN MBFREr BSAAY Binder pairs are

conprising tissue factor gene product or tissue factor
also pgedil dn #psay] ystere ﬂ@%ubeairher%@h wigkld|be @ppagenifeons| of glgifl upon review
ofmﬁkﬁgﬁm&@n be used to run a separate assay against a

cted potential nodulator, or, if concentration or
i nLeHt | Gommpmhnlkefstsach & peptdes polivsthshs and/tbd likegparajsoserye as tags,

YL R 3y S BB B KR4p 15 AL 2

amin®GpidsroBuchdteribi linkers b&ﬁ&owalt(b pq:rkcms efskall & ths edl, Forrexample, -

ros B R B R RS SR TP e BR, agune
Thespliakes ofphaltalysve ammaymsmee,enshjdoyl linRagden Oahélhltoflﬁl,cﬂﬁﬁd hnkages

20 re t.han 100, 000 dlff r ent
i O M R A e R R T
currehhge avdIMBIBL SO subQidecklard @imrordPldriaticdion fifneBeialigdd byt dk@osing all
protein of interest or a fra nt thereof
or 2 partipraedethy mbétrata@@eﬁhﬁmwalrre%gee Which fixsrcrbemiral %rg%iol b’ figtace

Whch hsereﬁ’crtﬁ’/ta Qifh aortioRlR iR Mg lSiﬁde'i‘ Féﬁ&%ﬁk toesapictose Batable for
a fusion protein can be bound the solid state

aﬁac@mﬁé%hngerdﬁi ﬁl@@pngpndfouichlgplﬂ@ﬁmlyes byﬁowé,\ﬁhxob ad garbesyhgroups.
Amn‘f& SAtes lah&‘ﬁ?c?&e@ﬂgglsﬂaneg béh # }s8@to flﬁkﬁlohﬁ&e %Q/ang? offl¥faces,

variety © onents. In genera a nol ecu
such\m glebs duifaes. Thecansignctian obgpch seldlahjpse torfolend atraysds iell described

in th§ #{%Pa%% Set%gggthgfﬁgrhfeﬂg %gfllfgoé’}%?ry ggc %g ilqb enssh 9[5;? (dteﬁcerlblng solid

nt'eraction
phas¢ syontleesid of, leeg. ,tpaptides )y Geysen [et)dl58] lmmuMe@r 1) 26%-@%4 dagr

desqrfihe yRpRi R Poot SEmapens PoPRE R & D Teplron 40
603 16601983 (d&i@&i’tﬁn@syhﬂ:@mh&ﬁva&oﬁ@ﬁdpﬂ% seQuighdeyan detitilose disks); Fodor et

ol SR 451 20T U Be DRkt gt 2o by 05 Mg R85 ena

Kozdl @¥didiNaruré MegRb@ et 95307500 €9dd @V debcAbink BRaysof bR@bYMefffixed to
an i nmunogl obulin, etc Anti bodies to npolecules with

solid;Fabsiiies). BYRdenica| armronghasifen fixinging binders tw%étr%}es include other

comRYRinkABIE s@:‘ﬂ%s e rc?&rslhﬁkﬁﬁtb?@\bfaﬁﬁﬁﬁﬁ ;and B likel GVA
| mmunochém cal s 1998 cat alogue S St. Louis M.
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[0159] Simlarly, any haptenic or antigenic conmpound

can be used in conbination with an appropriate
wanbo7maeds2t o form a tag/tag binder pair. Thousaouasedos/043313

specific antibodies are comercially avail abl e and

many additional antibodies are described in the

BISHEERIEICORP FUNDS AN MODULATORS OP TISSUE #ACTOR RIGRALING

the tag is a first antibody and the tag binder is a

sdObedl  dRenpssctvinmethiod g KRl ng cendidais prdest ispeaifiigpmpounds is
providBd #HQh tddRPe O cAREAPREN 0PI AgERN N kM LRACIIIRR Sirculation of a non-

receptor-ligand interactions are al so appropriate as

humaneayirag) CCorappubinestacted ar prsimigest usingghpinstantauasids can baeped to treat
subjeRRALRH %'uﬁltb%néﬁt gfo‘ﬁl LB LRNS EL?cﬁ%QB&'bé%r{dr . g’i’ k\.érﬁﬁl Jubjects.

receptor-1igan nteractions such as

r @t orandideta netpounidnithateakibe testﬁd imén erelwephor of thg aret®ds of the
preseﬁ?/ #%ti%ﬁ 3%:203%%&% %om%@ F%o dI hnererug é[ e ttb%l:'; “llalsg%:glrﬁc compound”
includestdompdirels ha‘tihgtvaaﬁffemnﬂbnﬂchmg dpgeifitikies. Eﬂélﬁﬂﬁﬁyrblsfpaﬂﬁb yompounds

the s Lect'n fam,l and the |like; .see, e ,g., Pigott &

ineluth & ¢ BreBR G o BB beBEeRErsp b Bietestd Fegappsties.

Si[o165ar IBispetifis inftSectles R4S testeidiihn RAbIIRRES of The ifRALSH

f§ )9.q>$£i tg st eroids, etcjg i ntracel | ul.ar

prete Ee‘ﬁ? Y ‘?18 ‘Qg mRERLY hats apesiis Toiisses tpgen, grofein digpifige isomerase,

or P AR plefdrhflA RGkHan 19364 fa6iof) ercﬁélﬁ H%hﬁ*ﬁe 1sfoﬁﬁéfa9é dr PRRADAGslinked to a
retinoi ds and vitam n eptid rugs | ectins,

secongh hinging maigh) S@F%ﬁﬁﬁqraéargqs PP (e 6a¢ digtinst enptbofion) aptiem).
ExanffMa{df OAR ndfities sUcliBISAGENARLLEER Iy PJ LI Rot llmltedrt]O tissue

phosphol i pi ds an antlbodles can a i nteract
factoy ligangs, ¢ g & prefemied pmbedimente POGPodBIFrie Hesue Eactyobignading, The antibody

can b% le{{; bhnisitoP OF t)[éé eeltaptgpgghahﬁg }ny aelf&%irﬁ#é anps%{)fégta&vgggiﬁttﬁe 1hP1b1tor does

ur eas, am de neim-nes

“nmiMQﬁﬁ¢d@bhmpmw¥§uhdxamﬂsﬁdpmthﬂndes and polyacetates

s r n priate tag or, .t
ot 3o AT BALARPEATE! GihBe Bl oW eg cdiptacnited
basedsgrsthansblli‘@sm bindedltiives ictor aiabinkibitltidsub éao&pp@h&lhtg Fer can@ple,

on re this dis 0161
iorats o & rapeut o o sl o G s e b 8 Biber of
test cahp@nsgre\/ge papudoagﬁwn@nﬁnalnﬁble@lﬁesp@ buﬁﬁ&hgﬁ@ngﬁ le’%lrfgg%stmg
an

h as &ﬁgy §%ﬁuences of between about
and cgybeoptaipthstnedng AT FAE SYMBIoNs FRAIASHSS 18 PemRREggiA Ligrary methods
knowﬂ(i‘l‘i gRAR, Mtludinb! tiolofichl MBraiks; spailly @XRERMT pRAY SHIIHEREr
ycol [inkers are available from Shear ?er Pol yners,

gl
solutipp phasgyljhtasics; synshetinlibpaymethrdeisguiring fespavobigionoihal qn;e-bead one-
comp@@ﬁ’cﬁ l1@f5‘r}dﬁeﬂhb@|@aﬁg @ygnt etid lhioﬁ)‘)?ﬁ% ggiié l%éh%gagﬁrﬁt o omat%graphy

het er of unct i onal a%
selectiqny &He biglogishl ldDr@rM bsmrp eshmgﬁﬂh@ rapijdedibraiey,avtikettiye aher four

approgtg{rﬁgm g%ﬁ‘lgﬁllé%[’ﬁ% k)é/ ﬁéé}foh %Pét?de o% a?ri of lglglglb LRSI %ﬁ)%rles ?ﬁ

rivati‘ze nctl eXposi ng
compovndg (bfon,tflnbznamer Dheg Beubkz rléﬁ,e19l%) a chem cal r eagent

mg XEs Qichen1ca %ﬁ 0. é fac? Lch ] ;
01671 & RO RSttt gt bich 5L Piteplss of mgulating aents an
natura mﬂmlm hlgb tieropshpuddsedys aﬂ‘eeieﬁtalbteah loglef rmaditize Itl{aifmhqbbpofa

rnodubq%pglage ?}Irvgggcglaf?;g?yeavlﬁgﬁl oil 1:nCI Z%%yg%g:ﬁ'a% ogﬁ 1n cell-free

systerily, @fichxaé dhik d Sdrlvad @sth @alnﬁélﬁ)rl&%ﬂpﬁrﬁﬁeﬁ pRRéih) AR df%ﬁ peeferred as
. variety of surfaces, such gl ass surfaces.
“primagyy seTeeRsHR Bt Bey candis ggmr?ta(? forisumit qu&b‘?ﬂvﬁlﬁﬁme‘&rafléyf‘éaquly easy
detecté df afl %ﬁ%ﬂl&ﬁiﬁ al olbdbar kdr& 8 FAL AN @medi®Rd b a st modulating agent.
Merrifield, Am Chem 3Soc. 85: 2149-2154, 1963
(descr|b|ng SO|Id _51-
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phase synthesis of, e.g., peptides); Geysen et al, J.

| mmun. Meth., 102: 259-274, 1987 (describing synthesis
woho®mised2 phase conponents on pins); Frank & DecTmg2006/043313

Tetrahedron 44: 6031-6040, 1988 (describing synthesis

of various peptide sequences on cellul ose dISkS)

-Mcfegafed‘%fé ?ef{:ﬁt%{fff %ﬁx el;[]ogct?m)gfa%g/og %@@%h&%g&e té‘?ﬁl oA agent can

be gedrallyNghdteinVRelinoiresydtem/ §i8-a3a9 ;nS’mg@BGl(l&fdcu@ésiumablyngl the
arrays of

e i ROt 57 Pt 5 0681 i i
with SR St RSynkiGhidenaither conmon net hods such as heat,

cr%s[qs llkgé(l ng brﬁ )Y r@@é{g@w}%‘g %,* i ke. BI SFa[I;%OTI Cused

to 1dehﬂfy%@el AR ThotordiftBid a6t s 166 énflb(idﬁ&n@ ahﬁjﬂndattﬁn @fowdes
test bispecific conmpounds is provided which red &J%gcﬁb

assayg 6 sereening Jandidele onfestegemeunds whird bind tq Mssy dactir or
act1v§¢Jrﬁ6H Rl g% |- BisHCRONTRY i@t e méleamaund $indeb asie E’actor can

timzed using thé instant nmethods can be used t
be used ‘eadengﬁmdéumaltaﬁmts foo ubadin hispedifie comprosndsditli iBYIHER- oFPr
cxamELehcc?ﬂ pg’esglglmﬁgéﬁ@ actcfrﬁ:grtl be uJ@B’ EP'Q%CZ&% :Hngglgs%y.agm%ple
compeinis dihickntrodifee & htaumalﬂwsigmﬁqiant Hangy indiniing ta Jiswveilentorgp be
id Qjﬁpecific conpounds. As used herein, the term
Wentifigfls neci fi ¢ conpound” i ncl udes conpounds havi ng two
di[ofe9n e ok anshiodgnenp el dsbayiit & edl-fréxassgyl in wndhl agpeus fheter

. .conp ds .incl.ude, e.g., bi.s i fic.ant
bindiFBPBRG oy HERGeS ivas ARt i Bagi afls a8l bl m viro. The
tissud faa@g;lroiéirﬁmﬁ&hg inolebmlk emibesotibat andalre dlity eSthe grdtein arbind
ment of the |nvent|on pr ef er abl

signabipg isHg TeRtor BHojein faRtbeitestdisierte cqoghizgd @%‘B%A%%E‘?egﬁrmlnlng direet

blndlﬁg gfgﬁgﬁhglh? WefapdRy bﬁtﬁgﬁfo@e?ﬁtoflﬁ’ﬁd 0ARErgetih dé@iledah e BtuTaiplished,

t [fid
e.5, ueEHIREEY SishRs sb S ﬁégfg@!?ﬂﬁg %@%@"@@%@&m @?%R%J ofander ef
al, Atn9[ %%n?‘%sa?%tzs(z@ 991 2 'nszwo%bz adr} RO, SHhuc@Biol. 5: 699-705,

moi et i es specific for
1995t As Basvé hélamt tsBIA”ns: B tmbnolqutfora&t@dymbwﬂpwfl@ultétr%ftwflﬁ iggepd time,
4 a f
witnf i g3 By L PERLSIS ThoFERAUTBHIE phgomenon of
surfa@ﬁﬂa@@n&ﬁsdnmlme S PR canbe bisedsis en fndispon &ff rgaianmertgaqtlﬁnaabetween
mmal i an subj ect, wherein the inhibitor does not
bmkﬁﬁ?@?@@?gﬁmnth henpstasis in the mammal i an subj ect.

[ Ob®fl] |The aelotfﬂae hsseystod dlermcﬂsbnt mmabn arb amwbicaotu@ﬂ' of both soluble

bi ndi ng gan be on t _
and IR gPer s FRITE 6 £ SEae RSy SRR B (TG femermbrane
bountl F6HPL prtetia ubddgs cai®e desimbRIte utilidelrsalubiizingfagan muha:tshe

or sna? nol ecul es can be tested cell-free blp ng
mem@g@ggyounplrfymh pfibe progiin isgegintaigad i saEon. xgmples of such Solubilizing

agen&qg%ﬁ#% &kid Qeetergémﬁédch APh-86t1 gﬁ&oﬁﬂe atdogecytliiu@sidean be
or testing and can be obtai ned u3|n§ any of th
dodenyimelterids, epsprosbbihaehylaluesnid, rﬁiﬁ@wﬂéﬂ et g psAnHes X-100,

Trltolﬁw ?,“Th%ﬁg%%&mdéc?ﬁdlﬂ h9ne @&841 eﬁﬁbgals [(3-brari es

ressab sol | hase or solutlon
chol@imdslﬁolbylblnracthsdamnmym]t-hetolp@nel Sulfﬁlaiﬁﬁy(%b‘{md% [(Bequi ri ng

SRR TS, BRAIVRL: CRESS e
do&ﬁh%ﬂﬂﬁﬁﬁgﬂ@pBWmSEMEmﬂﬁmmmnghéﬁbmﬁlOglcal I|brary

approach is limted to peptide libraries, while the
ot her four
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approaches are applicable to peptide, non-peptide
ol igoner or small nolecule libraries of conpounds
wOLkeowoséssti cancer Drug Des. 12: 145, 1997). [ Oe6Tjuskowe/043313

many drug screening prograns which test libraries of

nodul ati ng agents and natural extracts, high

LRGPAP DR AORANS BB B 8 Bl ol A e el 1ol T pfRcin-

er o ul"atrng agents surveyed in a given
protementenadtlcmfs (é;g nienmie gy pitetitins Hwathgbpdassorsmad thedike). By performing
ste such

such ?jcﬁe?_ys]aq @8 pBeIs n§’8 ﬁ?n}?)lﬁ?rfc]elof B3 c% gl?rhdss dtﬁéaére\eé?sq?/%%agh)e used to identify
comppiirels €iat @@dd@ate (9g.| HAILIE or Sﬂ}[aﬁea’) shd intetaotien ¢fraeprotero it invention

generated to pernit rapid devel opnent and relatively
W”h%?§§ H@ggﬁ?@%n of an alteration in a nolecul ar target

V\'f[()m] | Deﬁﬁﬂinﬁ{gﬂﬂe i off &fétprd’fﬁdlﬂd Bihil fgor interact with a target
ent.' MbfetfM,' the eff uof_ cel |l ul ar,.t oxi ci

molegiiesoe:beBF-oRPAFIDt &1 £y B ERBTESE CHEHT ML gLk protei

couldRoRfHRILE ?Adlldisdtéiﬁ% %ﬁ’zyhﬁtlé RBeli sOchhbt EIndENS6BAR proteén to a
assay I nstead ocused prinarily on the effect of
target rh@le@ﬁ@ganchq d@ﬁ@mﬁecg b dateting ﬁwd@eleésﬂr%%}ﬁ i CORARIFF- % St exaple,
proteglg @ dShRd QPP s g din gy, alfl fe'lt‘ﬂéxt Mre¥ily & 1Hdﬁ§etcﬂ? 3l e radioisotope
ownstream el enents.” [G168]" 1 n anot Her enbodi nent
detecmklé)gehldcptsplhmylgt)ét‘ﬂdmeqm’e§1%rﬂ§\bm s¢infiliatien geuntisarilFEnatiyely,
ti f
molefilel Gt ARy ey REE Ul Mok uRRbaEULRS, aldine
phoslshatae@ ok hzgxferand ardiahe ermymia s nbe cleiectadh big dw:mumtbn wécanyersion of an
%% ac%or g blologlcally active portion thereof.
apmﬁﬁ%ﬁesb 8§ 'AROL for identifying ol ecul es that bind
t 01733 S Ugpicalty, Q‘.rwﬂiaﬁ dbgratieed lrﬁmoblﬁm’ﬁlﬂlﬁya @diint dfdlmainvention or
ents for use in EFle c_.conpounds o

s bR EHRISGHD (ORI Bn of PR SR Bo R Rk aigums ofapspr boh

of th€ AR, 4R dsfo ecEMhRENE BGoRaseyof theddssax Bindlrg, to an upstream or
conpounds Whl ch produce a statistic I%y él ‘]%nl fican
downsheggig BInling 1§ eﬁﬁnw %Pfteﬁ@% adkabeqngs olapandidac GaeRt P 8g .

accoﬁlgﬂs%g& in! aﬂy Qf@&el%mi:%fé R QbntaihfAg (RS EAYantsS ERarklEd mélﬁ@@mmrotme
ti ssue factor binding mylecule j

platss,d@htubﬁs, enfl mmqermfugq tbenin gneypmbgdiicAl 2 g1 lg%’él can be
prov%lgc? gﬂ{ch Q&(ﬁtaedoﬂ-faﬁt{]thw AR th-Eg) otEthtoc' b’cebgtﬁg [5%) nﬁfr&t Fd)rréxample

e pr he ability of
glutatﬁmeﬁﬁ tmrefanase ¢GBT M tissi davedr |fuwgormrgt9mé carrdzet agorpedhrig glutathione

an .be.teste u5| r e titre plat
Seph%fgfc kfeﬁ‘ilsrfslr%na rIect ’bsﬁn%ougs ﬁ,ﬂ%g}r éﬁl‘{jatm nﬁ&?ﬁgﬁ%& |mlcro T,
which age tbdfrodloﬁibﬁhetl avithi thel cdlldyﬂtdsaerg &1S-labdled; ahdthe dast medulatmg agent,

cconpl i.sh a technolo
and hg sy i PR e b ol THRRBE o g,
phys@l@kl)@ngcﬁlﬂltﬁ)hs ﬂJrsalPdiﬁU pH @hﬁgh slgghtly 2&868 | stﬁﬁg%t coh@@mns eancbe used.
0O et a uct . | O

Follopgugincubatipe, dhp lpﬁgfl%qrﬁ wagl‘gli Jo rerrgovgal%yetg}lm%qdolage aélfi Qhe matrix

immSBilER AAE 1A AR ESdtérirfinddHirREBC(eiORdS Pladeddh sdintilBnt), or in the
wi t hout | abeling any of the |nteractﬁg

supeRmebaftsy thechmplyaes arasubsetugply dupcippd W@??&iﬁelgfth% ERTRRIEEes can
be dle%o%ﬁ{garfro'ir?ﬁi@ RBRGE sépalitld IEADNPABESEhdARe RReliof @bt Fices? -binding

I"-t1 me reactions beéetween blologlcal nol ecul es.
protdi) fomod inTthe bes| frackorequantigieg érot the el uping stepdard elgetrpherstic
tech@h s anenabl e to use of both sol ubl e and/ or

nenbr ane- bound forns of proteins. In the case of
ce[0174]r e@thastsehpiuienfonirumhbitizing ptetearreisonaitices are also available for

use in the subject assay. For instance, biotinylated molecules can be prepared from biotin-NHS
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forma protein is used it can be desirable to utilize

a solubilizing agent such that the nenbrane-bound form
wohod7sszseot ein is maintained in solution. Exarpras2bo43313

such sol ubilizing agents include non-ionic detergents

such as n- octylglucoside n- dodecylglu003|de

conRSSEA AR LG B gl b o

Chemitalk, Rékkfobhali)f %{nﬂ)lmmbbrhized mehwxpfllsyo(f eﬂrdpyave;h@rcga,tgﬁb&?ﬁ well plates
ether n, 3-[(3- chol am dopropyl)di net hyl anm ni o] -
(Plerce&hﬁ)‘ﬁ%fﬁ% sul fonate (CHAPS), 3-[(3-

c ke depspyitia th?é%&dibd ol EA1d mV@ith 1dgetkronine-the ahplitypdne
sul f onat e ( CHAPSO

compq\uqq_t@ pwéglﬁgﬂthegm‘gpﬁqgm tweenﬁ}sa%gﬁcéorsaﬁflﬂ%%%{{l glsu],ﬁd[a 151?]nerase or

tissue ctcﬁgxha PAIRS, @1’(1?&1‘1 theR1KNOMAy lofthe Mi@er@Ethntt. |Ta>t egdmpdsyaf or
?] teCt|0n of rote|npr0te|n |nteraCt

mleOPhcrmmmr@em pe s F%¢P§ect thadnterpgiont ésl?éoé%}% 0 V%B“qqﬁ Yidh its
target Trol c%{ef\%}mupﬁle %)Qpn WS thdprbldfh d?ﬁl?e&ﬁ&@ﬁmé‘l@@hl@ beartgell et

npoun hese assays can be used t
al., SazdethST y19@6}|ibk9u heR2. By asedrhsthin, at“@lc(r@pfg'smme}eh}ﬁe@,tCyaqsensor) is

fy AERk 06
o oGS EEI R B8 BBl e gt o
hght-@cb!réslsetbye plftermbmemc(xt:msrm(LtAd’Sm Glanges nm‘rhla m@ﬁcaa@pn Wtﬁt ‘Pﬁné’e used as
et. mol ecul.e can be acc by direct
an mc[i?a\’i o dhe thigragriof i< g ?en6°‘ﬁ18?‘hn§'i‘3§§% t he protein coul d
bqom plagd gam- Edaecahdtadpahyrﬁm thaecanrbe mwﬁmthe@résamenvegum

prefe%gt?élé(tllgg ﬁclierpgta ({Wé ngte tﬁtﬁ@ ghet glc B}S,FL%?actor I%‘fe%bef%ﬁ@rﬁan tissue
factmc Qfliﬁ’ili%léed 6k afXRABhA is BEdghRENBY ﬂﬁahtdmﬁtlb(aiyeEﬁdanstdf antigens
515 35S, 14C, or 3H either directly or |nd¢Heci

ol PhapiaboSOROE BEELRE At By P o Gl e vin

(antl%ﬁfys QQOTLES WAl nhtniMt (ﬁ‘%ﬁbbﬂlhaﬂw &BIa@@ﬁ’eﬁht feﬁ@mblnant factor VIID); the
ternatively, nolecul es can be enzy i C | abel ed
muscle dcktylcholineaweenior &he #ibadpHP §w0ﬁe%wng Sea BYgehgnia gravis);

cardlg.lh 9 a?&taﬁge% vsgﬁ‘{ b HELLE [ug IQtQQt ésg&lﬁéﬂzlﬁﬁﬁlds GassadRtd with the

erm nat| conversion of an

dlseamﬂropmhlcahmmuuswp’eam@utmlréﬁrfb@l owitiplq aipeys ayspgiated|with Sipgren’s
Syndf%e tl}e\;lg gefsﬁls :1{% bhc%te{i % L Il gGe ﬁhﬁsﬂﬁﬁtaﬁo@é@&ﬁhﬁhn@ freactions;

I'nding proteinh to facilitate
the aSi@feas fluhdon aéartampleeasesclttecbmtmﬁedmgase ru@imppREmyRcagkiés); the

or both the protein
i B B W R S AP B bGP o
antigBWBsEb i @Bdwith MebuR gerdirie 5 ﬂésmoglmrrs lad m‘samphkms &nsbmated with
absence of a candi date agen a?gqikg ated
s ek or St 5 e B g FrBEPER AT Boos
thﬁﬁggpbgﬁofﬁgﬁyde mcrotitre plates t est tubes and
m cro-centrifuge tubes. In gne eng ége a fu& OD.tino in the
pri8i&lIn Toamphey proopdwacHATEHIE OHRPRY PR or testing I
' ROMBUndon B tHBA.IP6r eXediple, exemplary
lnﬂﬁﬁdﬁ%ﬁﬁ Eﬁpﬁ?ﬁ% f%gEQQES?ansferase GST%% f?gsé)e )
heterbpay e gt pr HOLH08TFAM e At at. No. 5,879,679,
LAt 5704 0281527543,
A TP AES e oo b
WO/ND46268A2 whiAB,HVArG S0$£3i 1 DD HEG6% 1, AV RR0BO1L ALY Iyl%%rfs% etal, J.
Il Mez‘%odsI ﬂ%ell%j 2061 Y1ehf 8 LSRRk 84:1 1387, 396D Nardin e al,, J
Immunol. Methods. 211; 21, 1998; Kuhn et al., J. Immunol. 160: 5088, 1998; Taylor et al.,

Cancer Immunol. Immunother. 45: 152, 1997, Taylor et al., J. Immurnol. 159: 4035, 1997; and
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and the m xture incubated under conditions conducive
to conplex formation, e.g. , at physiol ogica
woandiosésns for salt and pH, though slightly nmBpC®/US2006/043313
stringent conditions can be used. Foll ow ng
i ncubation, the beads are washed to renove any unbound

Talsp g aﬂ%@, T4, Yod PRl Sk B R Rbteropolymers

ace in scintil ant
can bedhaden Fblhﬁaﬁlpkeeihnmt ambO(hJﬁlblﬁ[ fohheoﬁ:’cosmblﬁx owlegnlss made using

dlffer%ﬂ g gligle&llg gl%fa% e Pﬁegnﬂ?f%@)llt v hd) agﬂtél @lgty caaP tg? ﬁsa:?lqullogg(ﬁﬁ( the
comp&HentsRAEBispedific inb}%cﬁleitﬁludefpolyleﬂﬁlyenef gszctod),rSA"bfL rﬁMﬁ@ as well

protein found jn bea ct| antitated .fr
otherg} lnewygdn thy @n@dﬁvé‘ﬁ?@% age?fe ?55%’3}0&%%#‘&‘5?% ﬁ’rﬁenali}a? s of
blspe&ﬁél%éiec@&@ﬁat daB BB Ris@ a8 deQibbdTHODE| $2i M@ Gor4at &8 hfilahon Sep.
matrices are also available for use_in the subject

16, 2092 5thy contesyts ofiuhighhare Incprpgtatshetfnly W Eee es can be

P Ir[(ﬁ@?]' egh iﬂoﬁi& Qhﬁ’c;duﬁeﬂ}l"@ff&‘éﬁ’t%ﬂﬂﬁgnd’\@hhs Kﬂﬁéﬂd&mﬁﬂ nidleRules can
biotinylation kit, Pierce Cheni

be mafte 64t oditer, riimety etAmPI AR higher RIS Forgiob i another
embo %ﬁg%@%{f{ N farrﬁ%)@ftb?%eaﬁc Welbulbd @hde tés{:g:'deér g eadRetive@in U S. Ser.

the scope hi's invention
No. 6068012t kfitddrmm Minel 2BD03, the conteats eﬁwb@hu A m@rms@eql barainppie
f i nteraction between tissue factor and protein
TeITqP%ul fi de i somerase or tissue factor and PAR2, without
t @1 79pb el arvgheo Embodimedt, When dna Déﬂladvttdmgsnmﬁtms 0é therheteeopolymer

Lo a ro n be sed LO1
o on e SRS PR e s KO P MBS Db o 19w
15G;, 1860 6t IgD) 6 bk @sedi Inauithert dieboklminet, |pnglon§ ofeantdnﬁbocblhnolecule (e.g.,

Fab f%rg;%ég%)gcag%;u?e%gfteg&% glntz)lrggxg m%gtnﬁcféxn nel rre emé)ddlment at least

one of HeHiRIMDSb iR arkiBod): confpyisidg @AFO Elbmiuﬁ Iarama me(ychmeﬁtl the
i nstrunent that neasures the rate at which a cell

antibegi iglp fose ati8OGnhvi r onment  usi ng a |ight-addressabl e
pgb@%{] | 9Bl dihdr eRBOERENT ih@%ﬁéct ofhamgiesionk td dhtiBodies can be tested,
acl di

ication rate can be used as an i ndicator o}\‘ (?0?4 8,860,
e.g., ihaeBech of dommvaizaieroidemashedy. agday dssaedin Urs PepiNo. 00745

ﬁledonMag?t% mecq?gg l&h@pol ymers that can be tested in the

rese Invention preferentially include a bindi n’rgem
rrqomly tlhatethiogs proedid inah¢ present ivgensionbe enncerpralipi plas qgent, .8

e factor I duced
R
by atl&e0gH iabed 206, albiiud 30, dbodki 4880, abmit G6fs, atiout 6Gb, @bWWO%, about

one of the followi ng: factor VIII
80%(@9‘%9‘@%@‘?@?0‘&2@86 Yated with treatnment of henophilia by

r i8] € NB Bhoth&GABBHIRRAL tHeaoh@ntrafiohlof an bdeat imibedegum, circulation
acetyl chol i ne receptor étl& ap tbOdl es1 %B)?ssc%gsu %q"romthe
and/qxjtisgHetoh @ Sehiesd SYEDPSHHERSYRY MOH eGP al R Amp g RS 985 R

presénBS S Qéeﬁfjm%é Rrih e breeosieidnbab b mepdudddel.gl by examining tissue
associ ated proteins (associated w éh t he di seas

sampilesifespa th japintah AgieHse V\dgﬁ@ megs%gpeﬁ]u P jle ceneantiatiop o gflrbagent in the
serurﬁl %ﬂcgﬁﬁ&l ?fﬁl?(f?(ffsﬁfe%@ Wb he @Y alis %éé‘ﬂl'i@ﬁ@i of A€ ability of the

gens icated in the case of tiss
agent hoacalsqglnaﬁattamuo theangn-dhmeem ek Het 9xasle, ihﬁ éffgqipf e Bispecific

compé)ufld Gy gpnlpa? OC A Cﬁ?tn.ﬁto%g%? (fflt()ﬁ datbd Hedshd di1Re8 7Ry of the

I nmune e antigens associated with
blspdC[ﬁﬁﬂ@ﬁlpomn‘btb énhibiethe apreat! dfiinflaetiongé. g efreim: ong egan SYNEA! torpgrother or

from one émdual 1o another can also be tested.
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antigens (associated with |upus nephritis);
desnogl ei ns and desnopl aki ns (associated with

woeopiiseass and penphi goi d); or any other anti gegTwis2a/ 043313
is well-characterized and is associated with disease
pat hogenesi s. [0177] Exenplary het er opol yners and

i B bLoe .-‘.bas, t bind 11
S RO Pt AR Y L S1fe BRI ool bind o sels
bearmgmsid&&‘acﬂdiﬂm tHearondweauap heimakis erepueedy Fpreaxemplsoinyome embegiment,

deterrN81 %E}t)egalpgn% 95‘813 %géegcz A%ompﬁgn% t,g%%%g ég%gh%:éﬁ%or tg—gé mﬁgctule can

also b5 aécBQ} ﬁ?&d ukﬂﬁ)g QQMJ@SWWIGQQMEHAECUIW&ZMQQ analysis

AN Sisgiee bt Gl Sl ek todid S gL e S

Biol. 5"5@99 705, 1395). Ad usddH¥RDh, “BIL6Is al&ﬁﬂolo@Oﬁistuﬁ\!angleSp&blfml

1nterapt|'1ﬁqa§| ?ugyeglqc;% %@g&ggbeilgé %ny o%étyel 18frera§{a5{< Lz éh@c@ge) Changes in the

opticd] Eﬁ%@ﬂﬂemod SR smoﬂ Pésodande 9Zan ME@és @l inéibation of real-
. 159: 4035, 1997; and ' . 't 48:

time IEMQHS @@@n biglogier mdleshles.y ar i ant for rrs of t hese
h ml%af (%ﬁ%ﬁ#&ls eIﬁ%Hn? t B8 Gestri@lon®F @H&%@n‘c by RBel®NA the non-human
enpodl ment’,

or ns |speC|f|c nol ecul es” made usi ng
animd 4 & ekibimg byinmciaphagshsmeasweds can be used. Exenpl ary
ts, that
o l?]%gg ggrélglotim a5 e Fé%u&]stgéjlcoklg?n(f%g&? of t}ngg% h Jféﬂ%p‘% et/ &
circulgliotCatlthe Mﬂﬁmaﬁl‘eﬁﬁ;\al &5 cmmbdtreabWh;h ICanhntcﬂmnéi ebseived wrron-human

ai | abl e, nmPle nol ogy.
amm%%g‘ﬁtpci/ relc?)lf"?rgle Spﬁ?lfg%‘éoé?l?ou o E‘%’:g lechJ&t hat can be
t 96188y @ompoess forheding i the Sibjédeassaysiean B@ﬁeﬂe‘b’ceﬂ fik@damong a

filed on Sep e,.cont nts
ploeli4 8 FTORAPRLIEHER 4 FPCHPT POl BB D {78 PO S0 fipine in the
instarft 'EJ%Q% rHE}nltnave dirédae rb@éH 1d9fuif%ﬂ ﬁﬂSdnﬁ‘g dEbTE of)lflndhng pesoe facwr, e.g., in
nol ecul es can be nm

mer,, trimer
an in pj@maéwran 61 b ‘@ﬁ]@ﬁr em}pqtpcﬁgropp@#zrﬁ:g)usmg the %a(n&l g§saysnﬁx such
caseseﬁ{p Qﬁhﬂ;edgta bls}?)%lﬁé b(ﬁ‘ﬁipcfuﬁﬁ Pre@ice heSdd@EdntrhGoraH aﬁfagérﬁfﬁn haserum
g., described in U S. Ser
and/o@ owcamomaqbe ftinbrochddn angiler Dispecifitpeompopad %roarﬂOélrﬁpélffB?ed version
of the sa er%%gur#gqg %tglgrtﬁlﬁé Wﬂ abi ?écﬂc@ﬂﬁe E&ic@ﬁtﬁﬂi@ﬁ of Hehg& id fhe serum

ne of the binding noieties
mmkmbnmﬂamheteropolyner is an anti body, antibodi es of

Bw eq %(ﬁl egfé, ' thd gﬁbeic f%b%omgglﬁb ds b9fde 1ns|teﬁh@3@went1on are

e used
adm1ﬁ1l§1@feld%f cc&ﬁhﬁﬂahmh thepangel (xﬁ approfimateliahpg mmtgoukag @ﬁbc@ly weight

f t b f
to aquOﬁquthdy ﬁ& ' a rren aﬂ(%ogi?ogy g‘fe}@g qu rf‘g E‘lgé’d‘h eglfl attH% el?aeutlcally
effec@Earfdunt bEa mﬂwim@om@b@w (es, an&fﬁm\&rttosd:ga)jmngmfmm gon0.01 to

ot sy 85 A oo o
2 to ﬁf ﬁgﬁﬁé b wgi)%?ﬂtfdna %bélﬁﬁ&etp&f@aﬁly it 6 %0 wng/lag, 10as 6@ dg/kg, 20 to
thé ect of dei nmuni zation_ of the an

50 pefkg 24 tod] ugberTiedo nae 5 o S pe kT AP AAERRb L 1 el 2910
36 pg/ﬂ% éoe égﬁﬁlkg 003,32 ggh’(? ok 85 1cer. d/IBliolly WelphiEtHR @Risled artisan will

he pre i nvention, the caoncentration
appr@[lata’tha‘agetwm faagorg can influence the dosage required to effectively treat a subject,

including but not limited to the severity of the disease or disorder, previous treatments, the

general health and/or age of the subject, and other diseases present. Moreover, treatment of a
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subjef iwﬁgj 5 ARGyt

pat hogeni ¢ agent, in the serum circulation and/or
ti ssue of the non-human ani mal can be reduced by at
woeeastosessg. about 20% about 30% about 40% abowtusS>¥043313
about 60% about 70% about 80% about 90% or about
100% [0182] In another enbodi nent, the concentration
r
B0k DEHSE N LT ORI, B0 BIREE o SRS cntue
amn@aﬁﬂa@mgyornersf@rabimgaﬁmdndq theripy @fst@m;@n@f the agent in

r
L
rang¢ pichetessh abm&sl uo 89 ng/kgbodyheeight id Ermtinginiravenots (a\r) iigemion of an

seenh B s ol ERE  Ront 0Bl Epagnd g o

treatmgﬁruan indreasus dedrbdse ot érQle donrst bea pﬁBeLharrtmatnaam Iﬁi]langeEd)f dosage

ef fect of the bi conpoynd . .
may Gy PR AP SRR TS PRReSL PSS BaH el harein
ﬁﬁﬂg]e drhe th@e aPadnhihigtr@fonton &:smo&ﬁﬂﬁlhcfsl aﬁd/@ﬁzﬁ@éﬁm REn b@lntravenous
bit the spread of infection, rom one, or

(iv) @gﬁgtewmheaﬂwmlpn 8t the pRjpmab Psher ﬁ@“flws&a%?n PBiea et are not
hrmt@@fb t"b'p?cgl P@reﬁt%f ‘§1%cutaneou[s %%?'lnhaiahf)ﬁ “The ! “pﬁl‘éﬁteral” 1ncludes
nbodi ment the ability t he bi specific conpound t
inj ecbpw a by @t&cutgnmarmtrﬁg{em%sqy éntregrisgilarirputes alsp, awlqémdwahzed
r

iRl L3, P r S SUATRL L AR, SRS o s
is algoikmdwh @n the aﬂs@mﬁeskﬂhdtnoﬁle pertigentt artotil eesbgniesthatuiieblgpdosages will
varyEé: %enr&i)ne% gguc]lﬂsf%uggrg %§ I{h%% lcique ‘ﬁ&’?@ﬁ it;b{ ggaltefdt J[ gg)atlent s body
weight, agédaad gbhmbtondBion28@8h&34d(, of a«ﬁﬁﬂnsa'mnimﬁfﬁeﬂlmmary ddses can be

Cu n. Str. . Bi S: 699
cetepipl] a5e0%o e i b aLieq s R e iy oF i g AR gn e

perfdrfie€ baLidigy S attractep®dd praciiees. W t hout | abeling any of the

nteractants (.e.g., BlIAcore). Changes.in.the optic
onOfE B cndi i porueb B e G b A iRy A Fie of doses
to thé' §1ﬁﬂ1aﬁ3f\7@ﬂ the WheR@l hioRadhinfs@ad th HERNMRACHE ngideRlcoRebund can be
bi ol gfg@cal nol ecul es. £0184] I'n anot her enbodi ment,
admtnrﬁéer heikaforemt Bt spme HRge altey adminisiation 9iike #85AL human
q)'ﬁi] (FisShe faclfdr eL( ﬁglrﬁﬁraﬁ%ﬁf%%ﬂm Lgsmfé‘%aﬁqﬁ@ﬂesenth invention

Conpounds reduce the concentration of

can l@géﬁd t0| spregther @@hl@i@ cawh«ﬂaé? caspogndsaiseivhiopfreating diserderprdipeases
in th?ﬂHn at érgﬁss‘c‘s&g@ ﬂr%eﬁ&rbq"%ﬂ%&%d s SQII'PEE %8 dn@/or
uman ani ma not recelvet SpECI
mrcuizﬂwp ofin sb)bjemamu@eassaetoenul?@dws [iafeg@Bius @prtso oHiGKIng.or
te ays
n,@):% bf]] emrpaalr}/ ét?dcagglﬁ% %&% %g%?gg?rgdﬁetbg BltSﬁCq: f[glz Spounds of the
presmﬂhﬂ'dntmﬂﬁhqludbl Heekbdracagennyinelndisg, bor ndt éistited ¢p, amy oftthe following:

i S LS BB RSB SR L e,

assodhted G/ith 36 avtoRmBurealisobdrf urt her eval uated or opt| m zed
usi n t he mstg% assays.. I n such case

o118 5 st probodiR o P R R h HuGigta s pesit i

admPste?éd BYR WankFenidRisAl M AR kindiltasdbuslyivath, 68dTeP &dministration
conpared to anot her bi speC|f| c compound or a

h'éPficéb‘tqo}ﬁPQ'@Ei version of the sane conpound to
é bAY NEhe lﬁﬁ)eaﬁh chﬁlfyodh@éj&ﬁﬁe $R&nCRANERIIN! &ah Bor@ibn iHRReof, can

in the ser
be modlﬁed to enhance their half life. Peptide analogs are commonly used in the pharmaceutical

industry as non-peptide drugs with properties analogous to those of the template peptide. These
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and/or circulation. [0187] In preferred enbodi nents,
t he bispecific conpounds of the instant invention are
weadmisetser ed at concentrations in the range oPCT/US2006/043313
approximately 1 ng conpound/ kg of body weight to
approxi mately 100 ng conpound/ kg of body weight. As
Ty P &“frf % %tﬂﬁ Bt ourfas tallg%rﬁfég uf:)épﬁﬁé h¥mé&ideatdpysi RMMBics®{Fauchere,

npound .e., an effective dosage
Ady. dhu.gess ﬂSdﬂ é?ﬁﬁut\’e@ar@lalt 315008921 P&y anbByanwel @it Med. Chem 30:

1229|OE 72?@%}13&63} goﬁéor% %hér%B %ﬁg?fgfg(m%g alpcpé&% Iug 1’9 Blvel AR C&Q& {ith the aid

of cqrrmutmpecbrheleabhmnmhng Peptide n?iﬁlengs/tkg arelgrutiorably sngldxg:;

theraggutﬁgl}yklésegg ?e@fge I% }Jﬁeéljto %g)d{l%d @fqﬁﬁ’f?k&ghggéetugc greprophylactlc
effedﬁg}éﬁgnallﬁ,@ep@doiﬁﬁeﬂdslﬁm S’[ﬁlﬁﬂu‘dﬂ@ siddilaigy zk@rﬂhgrﬁ@olype}ﬁﬁe Gie,a
t t
poly e e e Ty aeeb Lo EaRe o Rttt od e sy RRBE hefiice.
but Haoe Sfef @ @iy fdp¥idé BakePoptidid1§GEpladed &Y Hdlhﬁégel@blécte@from the group
imted to the severity of the djisease or |so

conslsfa V1 HoN b TeTh e 1 e 2RO (SRR OG-

CH(ORFCEHDEST-CHIEL- Ay dlis RBARE f tRE 88 &MY AurtAHIBQYBE in the
treatnent of asubj "ecWti'd fflierlpdUficaill

follomrfglergfere‘yl@esaﬁwﬁ@, fF. i Ghesignnand Fapchsmistiy 9é - Ang%/o Acids, Peptides,
and %&;@%@'%P&éﬂ B.NG. UM%U% YRG! Red W%ﬁ# Wes7 9693. Spatolf A, Vega

prerera can |nc easerles (e} treatmsnts
Dataj Holal,dswér‘r‘@wldﬁxléwbb@e Médfications] 1983; MOéax,éFdenMStﬁharm Sci.

pp.4§iog&eﬁ3%< ?%18%%992“9 / Hf# PfP%”ﬁees 1 19?‘1‘@?%79?0«;‘1% NiL0

oW n ravencus (rv
CHQCHj; e)cSpajmsia of alaﬁzfa@’enss 12431249, la$65(e (ie--apdHano) ACEemn. Soc.

perkg Bt off 1 LEraNt (At e el BP RakeEr gl el VB Chem 23

1392(4139I8§E980f(-—80p3812i -); Getnixigs tWkigt dre it TerrGhaingye Beri, B3 A15SAQENR2 (--

SN RN T S AT T TR A

CH(ORT,- qf HEUHUP b @ PR, Le@su elatrmmndwmdlaqomcm-) and
agents can be intravenous (ivV) ection mtotfhe

Hrutgy LA 5ASH 9% ARS2HerCHar- S~ DXeRdyoL At P S1epEROTedH

referbie! NGGrticRidily ﬁfe?en%gtnoﬁ Egﬁtfd@ ‘ﬁnﬁe%e 15.t O(E’Hﬁﬁi{q- $i’h %Qﬁtﬁfe%lme‘[ws can

subcut aneous, al ation. term par enteral "
have; Smlifw@@fsﬁdivﬁ}t@,@@ PYﬂﬁ polerp@;oﬁdbymbmmtan@é%ng, Hoftoxamalsonere
1f-
econgféuda ré@lgggtﬁﬁ ?r@l'ier RMhIES stag 112}? e{ﬂ%#é%%g%%g lrchllzyﬁ'%errt;/es (ha
life, &fsrpapmemtmey,@ﬁ‘secsofetcdoai@mdmngnﬁmtyr(v gap broat speatrugy of diological
actlvktleIo} rerdlélcéeodt and geanrlcglwa% tl?e § glal?e(lilgg s é%%d&%ﬁ[létlgg [lguaﬁ? favolves
covaﬂaﬁpa&tadhmgit wpore @& wmadre fahe:lb Jaliscthsorttiveugiad spaecr@é. gt hteamlde group), to

non R R Bt iAo S Eherepiaay gp s e st
activa§l @kt iafid/bedhbletularth@lelifg. Baélyn(ﬁﬁﬁﬁﬁfeﬁﬂg’ldeilode E@fefﬁllly afk positions

ccordi ng to ani nal sts, and t sca
that §Q,pot f{RFFy %rega?ﬂnrwc@Ml%ﬁ%ﬁa%w@olﬁaﬂfSZ@ hish %&WPH%O“E“%’GUC binds
to prodifce AGBEH RGO BREE. Irye@ﬁauiaﬁa@% H&hﬁ@ﬂﬂlpg]ﬁld@nﬁlﬁm RS not

and agents can be_ adm ni stered over range, of doses
substaémtl}yenfaffprﬁwﬂh thydasiredhliolggispitor mbarma%oa%a?ﬁ‘/é&wf 88 to
peptﬂib&lrﬁ&ic the candi date conpound can be admi ni stered
t her before at the sane tinme, or after,
adWslﬁﬂst Syatermatic efbstitomeferse or {nolpgiil}mora%ﬂfé ap geingracid sequence

with %)ﬂ) Eﬁﬁ}%laggl Oth[}?rg&glg Wp% (QE' ﬂqj_ysﬁne i pgace BHE qysn%f) W used to generate

resent | nven
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can be used to screen or eval uate candi date conpounds

useful for treating disorders or diseases in humans
woOhad7/a632associ ated with the presence of unwarCeMS2006/043313

agents in the serumand/or circulation of a subject,

such as autoantlbodies i nfectious agents, or toxins.

more’ " élgz %:[?8(% rfg F@d}% > Jngﬁ%ﬁgi oﬁgﬁﬁgs%a 108 en@ﬁf&d R4 kB¥wn in

npoun I nvénti on
the art (Ritaeterl. b,hmdkbo leehea;g ikt 387, 1902 wdonpgratdddlerenroby tefepgnee for

examp By binear PR Pene KR A Pl Rfefle s cigoigoe

bridgautiaanéjchadihe peamisoci at ed MAth an aut oi mune di sorder.

[0193] Ln one odi nent n
NG hy She Bt B S aes oo bPINCER BBy e wodiyotic host
cells, tﬁflt%ﬂfag%ly GuépepBlies cBn Be syntHREikz&N byl dhemlanibthadre MegHoys for
or after adn1n|strat|on of .a blgpec

expreésewafdw@rol?ma?lw@ Bilg reembinantde Bl s of

olypﬁ%t?d%? Nha iWVED ttﬂaﬁ’ﬁatmﬁ ra:reEWéﬂ 1BR%hiiR hetaRQh 8 @fe deScibed ﬁlrther in
to enhance their half life. Peptide ana

Manigtisee? gb,erﬁWam@lemng ' Lehergrarraselend B pﬂ’d‘@ﬂ% o N.Y.,
1989 r‘l?é}gﬁ%i’{zz' %Ttﬂ§d§9§EMty}r§10%§oﬁaﬁﬁn'eQ§2 ANRIOYMS b IR

eset of on-peptide
Techmqmqsom’sdsAaademtcd?rmdnc p%qaﬂbldgo,rﬁa t Mewifielsk J. Am. Chem. Soc. 91

o1, GEEARILREGT, nkEEAL 93 A1 kg, 12Oy 7,

1989;Mehvitidld, Shameaez 31422@86,]19811’,,Anm1 Rdv. awehqméarsws h?&sdand Offord,

som g e S S B SRR SR BL R blrnc
i (0847 C Poly t1da§ ansHeprstiubsda bylpically by Hiaect tlﬁ:mlcal synthe51s and used
therapeutlca useful epti des, can,be use raduce.
a5 o i P D TFEP P PRLASE o BTDAed Foed Pk pertes Ry
nonpgfﬁf@l@ ‘hﬁJlétbés at@a%ﬁéd Wﬂ@ﬁt'lﬁﬁag’%ﬁ@ tHetN- tbﬁ:‘lhﬁﬁlél bhdy/orSE-farinfus.tin certain
gara I gm pol ypeptide (i. &g ypepti de thaé as a
prefeypdrohodmpnty relt%éﬂébwéwwr@a}us QEHF GriRpyterigis, ooty pre
chemlff‘d&hk aRAiRa! meelﬁéét Q&MQM&OH@%&B 8f 1% tBIRl RERAb helcarboxyl

ages optionally | aced i nkage sel ect ed
grouﬁsrm@ty@t@n@u@am@n@rg qupﬁgtlmly glr(gqo;;_twmma fg:g_lons Sggh as

acylaéﬂacg_‘é ggod(aﬁééﬁtlglg%g; rrg&ﬁj)latl kaﬁ%ov}%—tfrrr]mrtlarl] gqoglrﬁtcatlons

such ananidatidr ev welbasorthds eatminal mnélﬁfmiom@mw@im@«fy@h@ﬁl@escan be

Chenl [ h
1ncor)g§11 %g 11%93&1@& gglbodo{mantﬁ, {11e¥eﬁ§ é@taﬁ%ﬁﬁ’lmg exﬁﬁhef‘ Qnd/or
carbd‘:@ﬁétﬁhn@&iddﬁicatuﬁd@%&@f peptighe echﬁﬁl,oniﬁﬁﬁe c@Bp squbnee oo prpvide

i de, Bac

adva%gqopg)glais}ca]n ghemliaé,%oc%%}cpl’ §nc{3 %ﬂ@glolghcgk%og%ms such as:

enhaﬂ&d@ﬁ%ﬂfﬂ}ﬁ Sncrduf8050tdrlogl sarorefffiaty, resigiince th seami proRasss, desirable
Res. 14:. 177-185, 1979 (-CH 2NH, CH2CH2-); Spatol a et
pharmpcokineti¢ properties, agd othe%3_ 1249, 1986 (-CH 2-S): Hann, J
Chem Soc. Perkin Trans 1: 307-314, 1982 (-CHCH, cis

DETE@#Angnqﬁunﬁanuist etal J Med Chem 23: 1392-1398,
ite et al Tetrahegl c?etectableby

L 039815 Theamicips abelor ngﬁﬂggwup wepd i fhe ggsay fan 60

spectﬁ%@g@@ %otp @lﬁ&rﬂ&al%@hhﬁ@bl Qﬂmﬁl@bch&ﬁ’lcﬂ5@5&r1% op8dal or chemical
39405, "1982 (-- CH(OH) CH2-); HoIIad%¥ etal ,
mearFe {Tha bertiedar tm&t of lgbel lsmbal‘i%%haspﬁ ghthe InseRiqPcep long as it does not

mgmﬁ@ghlglr 1‘#&&2{3 With@hepkcifiSBindih ?%f 319;%1t1b3§58t% the si&hdBnStidsuie factor, e.g.,
ch is incorporated herein
Mab 10H10, used in the assay. The detectable group can be any materlal having a detectable

physical or chemical property. Such detectable labels have been well-developed in the field of
-59.
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reference. A particularly preferred non-peptide

linkage is -CH 2NH. Such peptide mnetics can have
weigTisésant advant ages over pol ypepti de enbodPOEMIS3006/043313

i ncluding, for exanple: nore econom cal production,

greater chem cal stability, enhanced pharnmacol ogi ca

a I, &, 1
assay@ 993%5&1}1 ?;‘%J g eg%il?eral }%Q aﬁﬂ? 128 usﬂﬁt 1%@&\/1) m&hbdsCak ¥e applied to

ficity (e.qg. br oad- spect rum of
the pmsent og'ﬁmain Fhusi ¥ labelésyny qoexﬁe@@@l %ﬁqfeé’kqﬁmp@%ﬁosm&

photcggglg{cglhpo 341& qmﬁuneﬁaﬁmc% mee@ikalcéqtgglﬁggynaﬁc@égéaps%Jseful

one "Or nore tlhy or
labels hnrthfughsmt spacien ifdudy magasticdendide.g: rbmbeads’é‘), fluorescent dyes (e.g.,

fuorg g B F Oy ushe Rear o e e A e S s

1251 Bind M om, “het e cathaimagitehdeng sudhus MImmhubbﬂHsQfoﬁ* al’ttals’lgmd imaging), '°F,

sj.tions generall € . POSdnt1-0N form
e, BB el v e e T ta T SisEB i Sion shiEien
tomotgfa?hgeatzyﬂemergetﬁofse bamEefoaldaga dlk@l(ﬁletﬂh@sﬂhbﬁﬁél@ﬁuiheﬁs commonly

effect. Derivatizatjon lin
used g Blel§)-rigd icalariwpisig lap Shclic Bgﬁ%i I.gaﬁ % CPlﬁfeé‘rgﬂaéf* gr plastic (e.g.
polyé{’ﬂ/rﬁlﬂz b&?pl@?}?lbﬁee thidxl &ﬁdqgé By bdds PPAEARERI RAEARYH the use of such

py pepti dom neti c. ﬂ%?lQSQ %{Stena
labelg insile E1% PoNop. 014537 0SSR A5 4890845 A 24P A 4,275,149;
and 43%6(124? e%?? e W‘a& hg'fegi ?z?en@? {Anaf edihy %ﬂgfrﬁ)u by B@rtposes See

ySI In place o sine) can
also @srd@pdt @ﬁiﬂu@emmmr@epemﬁl@e@ch C eralads {6 J#dl., Moleeulardirphsg, Inc.,
ides can be generated by nethods known in the art
E“gei*%@i‘c? et ah, Annu. Rev. Biochem 61: 387, 1992,
i nNevIRo (ke dabehendic rolpled difeet pociedirectlpto b degpieé corhgonent of the
addi i,nte I ei ne reS| ues able of .
ssseyPiephhg Qe WAL RO tstrt S SRUGRRRR 5. ade Y S abels
can Heaiséd, eléth thdchofrl oBlabél depaidinged spitiype péduited, caserofbenjugation with

roduced .i.n prokaryotic eukaryotj.c ho
the R PR S e b ant P HE S LA DRl Sy AU s eions
chiapaoy a'NdTﬁtaHi@Qc&we kR Qekso el htt@%Bd Bﬁﬁﬂdﬁébt @feans. Generally, a ligand
heterolo ous %pe ptides in reconbj

molegHg f g:alvlogw I athypouse e he profegals. T}Qeﬁegap%ﬁwginss to an anti-

hganﬁ ag Sét%’ca@ﬂhr@ rn?olé’lﬁlel wHBIPMR;thdD idHRRnAY Het@&&’ol@élecovalently bound to a
descri b her in Maniatis et a |, Ml ecul ar

signatkysteinn guch@s @ad@tw@bls E)Zynen @ BRorestart qEEpPoudy pije dsptilyppinescent
com@%ﬁg’oﬁ[ urﬁ‘loe\{ o{“/lo%a%ﬁg and%gﬁlg%m%tca@& u%ﬁt'@’ﬂg@ allf3and has a natural anti-

zynD ogy, eto ['ecul ar onin
liganfgloheragupds biotiggliyroinadedicertifleis san ternsed i8annjbDh@ipo, with the

label% éllatll(nea’llyl\é%&@lf aljttfjli ﬁds ﬁg% %}\‘?@ ﬁﬁapﬁe%%c or%gé%en}ﬁf%%gaound can

beweﬂnahmﬁﬁamemmahzdamﬂmﬂy 1989; Merrifield, Science
23 4 6: . Kent nu.. Rev, .Bi ochem 57: 957
T B30T e gl SaL e P ORERE ARG knap ffnggaiihs compounds,
e.g., by ]?dﬂj whatifgwith 98 Onzywhi Iolﬁi ﬂu@bﬁhdcrjfl (EﬁIZj&ﬁdSsgif @rtleiegae iabelowill primarily
ref er ence) Po i des, can
be hxdyﬁ?seamag;wa@ PheebaaRL Bt oy Eheas B i Bugeses

partl@llfﬁg‘ pegoidls e Flu@fescﬂanh&ﬁ@'o@@c@'lﬂdme fludefRtdisl & ieaRribgives,
ced as nodifijed ptides, with nongh ptide
§

rhodiyping aRchss derivaiéveadlapyl, QP Geipn, prrkthg Sl Ghempjminescent compounds

inclulle rrL Rl E) Ysd QQ%Wdréﬁh{hﬁfaﬁh%&es é‘% CfulRdl. FoPh 8w 8 arious
odi nénts, el ther the carboxy erm nus or the

labelingres sigaal proflusing systaves whictasan bervees, seh Uy ReidNpi 391.90e
1ncox§§1§1£)eg)%nglm I%Pegénfcé ﬁlai'ié e%ﬂiset}pgndtf& all ﬁfrﬁﬁs@s@l am no and
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groups are acetylation and am dation, respectively.
Am no-term nal nodifications such as acylation (e.qg.,
weaeeinysedseon) or al kyl ation (e.g., nethylati onpCcang2006/043313

car boxy-term nal nodifications such as am dation, as

wel |l as other term nal nodifications, including

CY|ghiA At 2880 il 'sRiMSn the art. Thus, f

o e S ety L AR R ol oRMn th art. Thus,fo
exarrgphd, mhete drenabrhlis amdioantive abblosagantsdemdetestiomindiuflé g seintdlagion counter

S t I

or ph%ﬂ)géa%g V ag %?%%ﬁggcf%gﬂ{} V\}h%e tﬁe ]ﬁlgé:i ia ﬁ&(ggs%oc hab%ﬂ]t clan be
detemdcbyrﬂxautltrgthalftn@ro@hﬂommﬂﬁhds amoprratm*zavabngtb filgledd detecting the

s Pl e BRSPS B e R ] b B oprncempic
film, (b atig e oR¢ladionl: defeofoey sutless chaizd colpial c&,vmaEEECIIsQ\BL E
0198 The t ect

articular | abhel or ou
photgragPlcks Hhdhe ies S P ey s asts el Bn b Seeard RS ot the
appr@?ﬁﬁeoﬁbﬁﬁ'teﬁ Br thd¥rRGhE B @hactihdThe QG IRETr&ation product. Flnally simple
el ectrical, optical or chem cal neans. Theaﬁgrtlc

calorirwggc lapelp aqyetpe qegecﬁ:gpmgply:]ay @tyse%x(pngatg?)gg?r a§$0Ck with the %bel Thus,
in vahel\(sed'léétlgﬁ assRP &Qlﬂ%at%§ gbld oHeR Sppaats pRikIWhiid L &’onjugated beads

interfere wth e specific binding of an anti body t
ﬂmemﬁbegﬂ@ﬁémkﬁgadlssue factor, e.g., Mb 1OH10 used |n

@ S ‘396 cHI%: q@r{rﬂ% kHo‘?r 19%6 ﬁﬁtpofki@oe Bl?e'h{sai?or instance,
det’8e e yS| or chem ca pro erty.
agglﬁuwtnordmays tcablbeslsb@tmsle@chtav ereb)@eﬂ oine farghé vetitogdiest In fhis ¢ase,
ays |
antlgen—coe& cgpa?tlcuessg e rilg |ur?g%@ E??a?‘r?;ﬁess C??ngrlsﬂl ggg% t%tab 'tlﬁ éhls
formpt; ﬁ&&rdf tliervoapbhants. neddhbislabeled @tdehe prsseacyoftberaresi mltlbndy is
ect abl e, by .spectroscopi ¢, phot ochem cal,

daaﬁ?ﬁ@ﬁ@ﬁ?&ﬁﬁ“* Wﬁﬁﬂgﬁhen1cal el ectrical, optical or

c hmm)q al Freqfitsy, thesefiutbr hakel mdiantitiddees o 8 eeltulirmyeled wdlh be

| ude magneti c beads nabea
labeleq b i fthea g REIqTDY g ndopicaleBn R AR psE PEvitey for a
dab&ﬁ%@§g&§d rhodam ne, and the |ike), radiol abels
(e.g., 3H 14C, 35S, 12 i i j 112111 "mifc), other
I magi ng agents such as m crobubbles (for ultrasound
KITSmaglng) F, 1 1C, 150, (for Positron em ssion
L Of20s8 ]apma w1tﬁi%'fﬂ—ec§coﬂé1(§ﬂ tHe ﬁlf/é}ftloﬁlafbgilt@ c&'ﬂﬁlﬁﬁﬂg ﬂiﬁb&ﬁpcﬁ;mons

t onography), enz , horse_radis r oxi
(e.-g aingagcional J9Hbadinsa e stn%ﬁ HEpadies hvp %Ptlt‘.?g@a% fltigpecific and

blsp&méﬁ%lecmdsn‘?ﬁf QiR &bl"éctlllé’sbﬁlhc@e@ HGH c@lﬁp&ﬁioh@ leGalan@hed
or colored glass or plastic ystyrene,
oligquotlygidep ypetie strandedRN Azpligon ong%éEN@é NAPgit R or DNA
. ' . | I
oo R, Bl Wl ek 5ty o
shRMA 2¥6lecdBY pf the RiFBntiohnd arstiuetioBSBr 24l The kit ban ﬁuﬁbm@gntam@deast
herein b reference in iLr : L
oe 0P8 el 5 Sl bbb .
humfBeagdodhhaChgra dbﬁipi?an(eﬁtal‘y &odivity vbickbirldato #2raplterss, inltirecantigen

BT IO T W R R

of th8e6MEdi H¥ahd Kit. Tk Rt abve includesat virllinghe rédordedAsaterial supplied on
i ndi cat ed above, a w de vari et of | abel s can be used,
or with the kither WHeh etherpfseiagepampapiss B ditng on sensitivity
requi red, ease of conjugation with the compound,
PHARMAJET PICAJCOMPOBIEIONYai | abl e i nstrunent ati on, and
di sposal provisions.
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[ 0200] Non-radi oactive | abels are often attached by

i ndirect neans. CGenerally, a ligand nolecule (e.g. ,
woi2ed7v03§352s coval ently bound to the nol ecul e. PO®/US2006/043313

ligand then binds to an antiligand (e.g. ,

streptavidin) nolecule which is either inherently

dﬁ%ﬁ)%l‘a%gra uti€ 0 o%ﬂfolny(% %&o&ﬁnﬁ aSHiEHARs, BSn&Buence

fectabl e enz uor escent  compound,
antlbmﬂlesahmhaamnltlmﬁmemumspecd'mmd bivdeciflc mokeeides, grpall ‘Flljmw&mdec‘ﬂes

nucleH: aa(cljflcg)}mlpgﬁt cglrra ingls %ha MR off éo%%clf:ygh%%%oeblle E%ﬁgd RAR a

or e yr oxi ne,
oligomurtboCaest (RBIA,, shRNAc; a:rRIbA), 08 EBIA sligoowjlentides @rveiptsteonthiging

nucleg}u? el ﬁ%ﬂ‘lf}{lﬁg}l?pda %ﬂ% ﬁlg Ul flggo&oqlgh@égﬁag&éeg are useiall in the
preseﬁﬁ:oﬂﬁﬁﬁtlbﬁk 00 FetHads ot adinitistered and hubeaypati¢rd 2erlde, fﬁhhae form ofa

nol ecul es can al so be con dir ctI
stere@w,d{rp(}rﬁg,@Bmmallyeacaépta%g?s golilydﬂag%ts? ?]te,vacﬁjs%g ﬁlydrate N-
ox1deed}4é6%r]_5}ﬁc v HATAPTSH Sherde Zof i the Fdrmd (Sﬂa%heﬁlﬁacaﬁldaﬁbﬁ{p%smon
primarily be hydrolases partj cul

Wherﬁﬁ@@gwaw@e%mv@é véthayeblegierioq Sresipiay § nh gerapeutically cffective
amounts 'fa%(%jgﬁt @ﬁféu or Hl@fa&th&d@aﬁééry per oxi das es. Fluorescent

oundS i nclude fluorescein and its derjvatives,
r Hwb?rh bamrageuticsllscrse¢niabls eaeiers erg digrminedhpaiytiby dhegpgicular

comqosftilo;% g)%n% Llcﬁl?lmgt% s%f]agsog%% %aﬁl‘? A gﬁg'ﬁlgéd #8698 minister the

comﬂommbmoAccodeglg, th@rv lsewvxdé varwrty @ﬁ&sutald@’é?lrmn]gﬂ@rs of ngﬁallaceu'ﬂcal

uc
com 1910135 %@gd@éﬁ%erlfl%%hgrt ecr)?pa %anlt%)ercgiﬁ ﬁ%gly?%r ?Oenrqgir?%:téﬁ% cell 12 targeting
or sn&[ltnhcﬂﬁtu}e c&m@aﬂdlfon@bkltlmr(mseg, Rémz[ngl‘oﬂ’sﬂ"]hamw icubfciences,

Mack Ftighpg o Bason, 8 oy & BRI BR8] il The
pharth 3RUGRE Edidsitidhesene @B BSm prive adlﬁif@aitiaﬁﬂ expilesisuﬂproam agomst or
scintillatiqgn counter or photo

MEER AN TR R A p—

are gLn?el?ﬁ y folrhul e aiferi8 kesstAtaIBYisa¥it bﬁm fuh orfiplisacowiil siGood
h"the appropriate wavel ene%h of ht ang det ecti ng
Manuﬂa@tum%Ena@tiCﬁ GOMP) sealabiansced thets. F‘I’Q&icﬂn Cemuugirajan.
detected visually, by means of photographic film by
TREA®VENG REGEVESt roni ¢ detectors such as char ge coupl ed
devi ces (CCDs)  or phot omultipliers and the |i
Si 920811 | The inventiopprpE F%ﬂ?@n%a%‘&wab@ﬂa@%e?se@“wsmg one ora
comﬁﬁ%\%%‘f Q&’n}?&ﬁloﬁﬁgrf Hﬁ(‘)rﬁat:f%naﬁ WRELJdRs elﬁnﬁdﬁrsecﬁdéﬁceedhﬁldé'@es human

et ect resul ting reaction product. Finall

ant1b@dwp|1mllt;@b@ﬁc anst bispecifig m@u@awm@ mepbecarlos digand Wﬁ}‘?}m&;ﬁ%’”vaﬂves

and arnra]t o\g%r | ous}ng;?elcc s?clcp i ngﬁ)gl(gigf%@'é gg %ﬁjs'sg'stegzﬁ(éﬂ@ﬁ%{ldetgm%le stranded

RNAa@@aucﬂeqmdeﬂ(Rle $hRNAg 5 BNA) oo HNAyaligeduglectifies epysetgrs containing
color of th 020

et S04 ShnchiRe Bk 3P SETRL R AR HOL AR SR incs

to siglAEih@fiGae fReeind ma@plastmtumssaylsor teflanhetery eell, taee fendated together

it e oD P S RSk P BB o
multﬁﬂa?rg SvB9r BR) hidleey otdidliansease thbrapdtics f ormat, none
conmponents need be | abel ed and the, t@? esence of ;
t hE2PYr glarpronhy leplisRpriicatians abarERCHYICY CHPPRSINARS Ghnedicaments are

admin‘i‘s?é?@&t‘b'a%ﬁel{t Qgsgélﬂtlbi:er t@ Od%%'ﬂ{el’\yhse Lk eeh bidbae ofonkiion &yl an
anti bodies to the cellular marker will be
immune disease) in an amount sufficient to eliminate or reduce the risk, lessen the severity, or

delay the outset of the disease, including biochemical, histologic and/or behavioral symptoms of
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| abel ed by joining, either covalently or
non-coval ently, a substance which provides for a
wdeaeb@asedske signal. KI TS [0205] Al so within thecswspme/043313
of the invention are kits conprising the conpositions
(e.qg., nDnocIonaI anti bodi es, hunman sequence
the" dlg'e%gé:j’i}to gﬁlar%@icap ong Caa %%Q(?lgt: %ﬁthﬁmg]cgl éﬁl@l?(ﬁ#’ gfeéélﬁmg during
develﬁlpmére bf:tha disebse dnmiesiptutangpplieatigns, c«anposst@nser medicants are

s S AT SR 5o G P, S LA PR B

SufﬁcYeﬁﬁioCUhﬁe Gﬂaﬁtl@lsﬂjaﬁgﬂm arbe,ahé Q&;ﬁ@ﬂ?@ﬁtﬁ@?s@ﬂ@@:&bm@ﬂfcd{ histologic
the transcr fign o ecul es, of .t
andlog fghey RENF kRGO ons AR e ey e EER PR i

devel@prhﬁﬁ%? the AfReAE AL hRA\Rk adegage acc@ﬁpl()sﬁ@hdﬁz{peﬁﬁlf @& prophylactic
di ti onal human anti bodi es o% ‘th entlon §ﬁ%ﬁ} 3 lacti
treatrpaRiiA o RRAC 25 3G ANSYHIGHYY =0T PEIRBY wELeRE 0T prpphylactic
EAtORE ubuhlly RemBidr SR sV e34lidosdpes il bliicient
mﬁ¢$%§g§m%ﬁﬁgﬁsgﬁtﬁ u &lﬁg r|caISIy |nc%%8e a Iabs

|
immuing géspenst hgs heke acrhaﬁve%d“e/ewaléﬁe st immpe EgsRERSR 1 Smepitopgeand repeated
dosagﬁ%%rgé‘%ﬁ ifRE [q)ﬂmﬁ'l%erla ﬁ}oﬂé‘elspa&i@%o @Ye Writing, or recorded

supplie or wmth the kit, or which
ot herwi se acconpanies the kit. PHARNACEUTICAL
EFFIGCRPASDOINEES 0 ol | Therapeutic conpositions (e.g.,

nﬁman aﬁegﬁ%tdopég%Tﬁﬁ hm&ti%ﬁ%ﬁﬂﬁﬁnﬁﬁt(é BogiogSolonal

s ecific and bispecific
antibodiés hmhasseqmd: antibhdins, daamammt@edube @UIWﬁH’é@ﬁ‘F andgsngeific

mole%v.ﬁ %géel L Cag{%logculesa 1541%9 ga& c%ﬂﬂwﬂgl %&A'ngfeﬁse(q Qtllc@eotldes

onuc
doublerstrbiAd RN A o]ﬁgamhﬁmtﬁde@l‘mu SN Avrss RDI) iV Ay gligonuc eotides or

nucl eot.i de sequences encodi
vectoB R BEDESS HAEeerar et A AR ZERERA fiichles
1nh1bﬁﬁi@sd§&'&dﬁ&®$gnhmlgber @beriftibitoes eftisse factbn,l egn spal] imeteculp énhibitors,
in the formof a stereoisoner

for t}ﬁﬁrﬁﬁmb‘ﬁfﬂe@éﬁ“}? disgasg o gmglalémglgqr}f dlse‘e{;a gicg%é%h rem vary depending

upon@ﬁdnf} d5fdrint BT AtRIud¥RhElRs Of adnfiBRRAtIA] Brget gis] pﬂylsiottglcal state of
formthereof, or in the forn1of a ﬁrarnaceutlc

the pafésm odiethietihie RAENLIS hHBaR BT IGIER Ehermedipalirisnigynivgst-¢nd

whetﬁ% rt{ehﬁ{eﬁt ) grcﬁﬂﬁﬂ'aaiceﬂ ttl(e?e)pehﬁb YstANS! AP Phkidn€ R lalbyman but nonhuman
fectlve anpunt for exanp e, cancer or

mamuahoeqludq'lg)@msgermmmm@]@ Gen elsg ﬁ)e,tte@@e@eﬁegtmegt éqi?gqs étf:esd to be
num%%gngﬂ&%[ nh@gﬁﬁé by the particul ar conposition

tere s well as by the particul ar
mef0Rbd e ddmmlsadew@t @y thetapeugio ﬁptd:quy ppgmall molecule composition,

the dé%%%d Igf%&%@ alz&u? gﬁOé St OW ?k v %d §ib¥ uQquall W dlqg I5 @ng/kg, of the

arnaceu MPOSi t |
host B@H’ﬂ mlglttelifdrregamﬂsle dbsagesape hd: il m@mboldw WIghhomMg/hab‘DdWelght or

th tunmor. cell targetin nol ecul e
g sb o O b RSl R LB B e o
everPRVERERS or dReK nﬂiﬁgi (bﬁSiﬁbd’l@e@% to daasiiths In RAnelBethodsgtwo or more
1990, inhcorporate erein
therapprticratieartyict anall BRISEL F?‘Bﬂ%‘%ﬁ’é‘ﬁ @V.ltﬁ%ﬂff & hl&? bgdorget specificities

are a@intdi 8EBNLihAlthaeoBARNEFERH ciieWhLddiageddeidhSherafeutic antlbody or small
antagoni st in a formsuitable for admi ni

t
molqgale icempositiumeadpinisterae &ls Maln he rpess 1{1‘1’116%%‘15 A 6}“’ra‘Pe“UC anfibody 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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are generally fornmul ated as sterile, substantially

isotonic and in full conpliance with all Good
woORowrfaetsar i ng Practice (GW) regul ati ons of t ReTAWSH06/043313

Food and Drug Adm nistration. TREATMENT REGQ MES [ 0208]

The invention provides pharmaceutical conpositions

Sortie I%eﬁ@r I 2#?%% ésnated 1%[6&%0 & En?a'sﬂg aftibof Upﬁﬁdllt)ﬂqgl@&le( Sonthosition

I es, n sequence ant |
concentiBoh cﬁ ntiooo dg&ﬁi andrit ionspmthl(fds e5aaa l-tb’mlp!éktqrﬁatwely, an antlbody or

nol ecul es, C
e DS iS5 R i YL BE Byt i
case [6¥TRAQGErE la@rﬁfiusnﬁtl@l is ré@foiréds @osazeahd f;equend:}emry deendidgaipthe half-

ie o BRSPEN OO AR AL E g ST BPL oRR A R The Cosage and

frequitit§ 108 Ah HBUBEHURANGES RPGE fgﬁ)@ viethet the trleftaidRIcE pmphyimctmfor
shRNA nol ecul es t hat, speci

therapquije.Ja progby astic apphicatieRipf Eé%tﬁlvgl?/lt ilh Eéaggfsl ahg‘ﬂﬁciétgfng at retively

1nfre%1f3fltj iR Y é:l%hé perfd®f fiRk NSn Rlehto B6HIREE toedeiveareatment for
har maceut i cal y accept able carrier. Some conpos| t Og?rt

the rasief] thydiclives. do wisrapauticappbisations, ¢ igiatelydiigh dosagegh f*’é%tw rS
1nter\%ﬁt1’s E qﬁ%f + | Catp?ogi’gsﬁoﬁ haRRMké £Seduc8POEmlifated, and

ar naceut 1 cal COﬁ'pOSI ti1ons
prefemlb]ynmtil ﬂlalpetmns slaws padial ori osmelre@et:iam@oeatlpapf gmptoms of disease.

TherGEE P! pgg' fc];an%b 23 m%lté}&r w%r%ghﬁscurc &gﬂ%gf 2 g | sease or

Syb2i2¢i @nised for ﬁbnap‘eumtaetltmdy oesludbmbleeule farkposition sange filgm about
veri ut set t he dj
10 ng tﬁcll%(]j{’ |1(9§ ' d“ﬁlq? lﬁ% ol 3(93{ ] Bﬁ%gihaw or al

synpt ons offhe "di seasej '"its conplications and
ROUTESEOFB'CDMINISE(MDI@@ cal phenotypes presenting during

d&éﬁ %?le{tlgzgglgiggﬁllﬁ ng Olllngrrw,é: lona ﬁﬁ?%dlgs human sequence
antibd@isa, 'ﬁhﬁ&lﬁérﬁiﬂ)oﬁl@s anuiispeifid arglagpecifie chobdcyleg small lcm:ﬂyal molecules,

sufferlng from such.a di sease, ip,an, amu CI ent
nuclqi¢acid,pEpogiions. ¢ige JRHsepsy lg%}T”ICVOHﬁSe%ﬂugB ﬁ%ndégnp ons of

ohgoﬁaﬁﬁeéﬂid@@@@@ ( firoghi&READ, or MMA 6li@@iucle@is OF vectors containing
behavioral ), including its, conp

i on
nucldofie sagaericas ercpding b1 dii treascripHeh iﬁ%@@* ‘inﬁlsé&‘g?ﬁe fo8 phedtpptmpgat of
neop[ c ALAS2SEmANANG %&Eea@@@éﬁ%%@mhﬁst&@&@ﬁpdrérﬁﬁal topical,

erapeutlc or pr y actic treatnent is defined as a
mtrav@euap@istsubcalltanyousmmtrmphlyH@Wﬁ'@a]l» injraparitenesh {idrapRsaler

1ntramusc%?a& %gﬁs%ﬁ‘%é n?t%ﬂécﬁc Q@fé}hhmé ftR %‘irdp%utfceﬂlhﬂ&ﬁh oraf@Nkivlecule

are stered I n several osages until a
preparutﬁcfns ctargening inpoplastic disegso nsiaflmmatosedisegeh ped/eitherapeutic treatment.

e U5 T GERSRD | A P s on

othesStoatet Gantte eqaals. efEEﬁECThMExm@Eﬁn[oﬁim 1sExﬁtfa@mSmﬂ@r injection,

iRt B LT SET P SRSt mgome ot
agenfiURRMjcdRH IdReeliyafto apatticubpesué ivhera radurbmspﬁmnd ifor example
nol ecul es, small chem cal %Hgll ecu

intragigpigbialeptigny comvegtion ephppegd felyepy: :[IE}WE?‘%&“?J %lgn 4 gl&l‘a gous
1nfus§5rf Mﬁ@en@ﬁl@b@dhﬂtﬁﬁ%bﬁ ot d@SibddyMAsmaB AfidNSulesbmpdiion. In some

onucl eoti des or vectors contajnin

methods pexichldeth eeRUisiA aBibodi ebumaligmelsrule PRSI iJotivged Fpectly
into glr%%% JRLES ﬂ% El)eth&ﬁkagl%tibﬁa}" bi stma'ill Basld @?ﬂp@Eltl&h Bhdhitigered as a

her in |torso ti'ssue actorM g., small
sustahpdacladse comhositianor device, such as a Medipad® device.
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for the treatnent of neoplastic di sease or
i nfl ammat ory di sease, described herein vary dependi ng
wonpoov/oseasy di fferent factors, including neans ®CT/US2006/043313

adm ni stration, target site, physiological state of

the patient, whether the patient is human or an

aNiks 1 e O . J .

R AR e L R R XL e R B op it
other pgdnitsthit aresat deabiymetty difettivedn hraating variensedissaden giclidinggyarious

, transgeni c _na |s cap_al so _he .tr. . .
immuige SAREE BnastF T Bosf Bl pRioRCin o i f e rinldef S Filasaric,
theragfufit 6@gpositioAPdahlaldode adnlitisiéred inabnjonctivntwitharther agents that increase

t her apeuti c _gnt.i body or snal | | ecul e. ¢ si.tion
passagn (b8t oF BTGB ROLATo ORI oS BT RS
intrar3941 Qeli@HAd fl tierfhelidc 4RibBIPEY il nefledulbrcohPstititioehy itetidphell

For exanpl e dosages can be 1 ng/ kg body wei ght or 10
membrgnaRenpEPN fRYAGETS-or Wi t hin t he range of 1-10 ny/ kg.

An exenplary treatnment reginme entails adm nistration
FORMGEAPRONEVEry two weeks or once a nonth or once every

3 to 6 nonths. In sone t hods, two. or nore o g

¢ HOFASbe GOMBPOsHeTe dy TOPOSFHE FHBHIER AL GBSF £Regics, human
antib®iEd s &S B Yind DidpEUi O mbREEISY, s BRI Slickrigdl trioRBulas, ducleic acid

adm ni stered sinultaneously, in which case, the dQE&%ﬁNAj

compofitieese gt MSisapse wligenuaketdsadipuble ssrdey RNy diggpesleot
shRI\f/g gﬁgg%&%g? Tb&@g El]é%ygﬁél@&ﬁlgs Sxadel:térs‘égohﬁinﬂlgt ﬁhl%llef)@c[é?e%éuelnces encoding

peutlc ant i oay or small npDl ecul e
for thearpwsiptiorosf shENdsuelk¢ulesafoniheiteseiareatioingoptagticidiseese, or
. occasi ons. | nt . ' . . . .
GRG0, P e PR L RS AR s
activé tHepgtitragas, d. 010d drtrethempentsagention gntbinflonmatore hgenp find a variety

t herapeuti.c antib or smal | ec. it -
oo BB S AL S 9MRERLLI e
(15" 3ghMRviEPwblighiag Temhity, Badyn, (B?., ;5_9?% Ic")l"cl)lmpte;fﬁtddéorm _depends on the
. conposi tion concentration af 1- and in_some.
el ROUEOL2asHgH e hspeaP aeery: To DipeBRflph R AE ncluce

depeRdiRY bn MR kGfk Mok QOIS phh@ihcEARalbaeThle, Siopt@dc esrias or
sustai ned rel ease fornul ati ich case |le

n, in s
diluepisejhigh tre sgned %WF‘&FlP%?PW%OTﬁ%HW i A
comé({%ﬁﬁHsef&? YniMB] & HAGRE AGhEku@ior. T8e Bhleht isfs@le@éd don8 not to affect the

erapeutic antibody or small nolecule conposition in
biolagfrel gstivineefithe qebinasionJéxagiptes of aigh SHugnigre distilled water,

phys?o?&e%({}inéﬁnotrsﬂ?ageg% o yﬁ\éﬂﬁf}f R‘ﬂ?g@? DelhneNHeWh&k Qlélﬁti&r{] @nd Hank’s

act'i c or__therapeutl_c. : .
solutfumo pradtigion, the pippinaceati¢ad pempasitios oa faryplajion way alse ighdp gther

.admnistered at_.rel atively. inf y s .
carri P YA ngr?*%lswg%*hgrgﬁ%%sa%néﬁ@%f@% F’%ﬁfe;%% %“"ﬁ‘kj
t r a1 6]e Mhafradcetitival comgtositibnd daeialso fizi largs slowéyr mplebelize
applications, a relatively.high,dosage at ' y
| o St s GRS R0 R oy BIAL b6
MacLORI9ieFUiEH UGk gHProtens: RUYRRPTHBES PR Fed R Y ’
poly Pl edicesis it @polyhRrsibshas tritdxun@idnairdd Sephamseffnagaese, cellulose,
S BB u i Pt oSSR e BBEkieeals e s o
an ¢)elp i .
dropleREsr@Rbiotes). WagitBALIRN he SR ArrREs @ Tunittish &Y igGmmostimulating agents
prophyl actic regime. [0212] Doses for therapeutic
(ie.adividdly or small nol ecul e conposition range from
abayt 711 Or 1 PateBredal Gdmihiafich E%eﬂa%@utf@antiﬂod%r%&aﬂ-%ol@ule
orﬂgg-BOO %ﬁ er patient. ROUTES OF ADM NI STRATI ON
comp@icB] cafitbe raé:pgmwred adnjseleble desages & agolutipmpiousrsasipn of the

subsBAbd E%%%?ﬁoloﬁum&%ﬁ?@&ﬁwm with a pharmaceutical carrier that can be a
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anti bodi es, human anti bodi es, nultispecific and
bi specific nol ecul es, small chem cal nol ecul es,
wouresl7@ise3saci d conpositions, e.g. , antisense PCT/US2006/043313
ol i gonucl eoti des, double stranded RNA ol i gonucl eoti des
(RNAI shRNA, si RNA), or DNA ollgonucleotldes or
i MBG L Sontalnin QNS T8
sty i EP R T e R o p AR ARG Ry S@bstances
such ﬁsrveaﬁﬂmtenmtsmymxg;agaﬁs sofaistags bulfringsabianses @ld)ﬁhe like can be
sease can adm n
prescil R FaRIGES. GpacomBunp el Haal Rl b feitchgletRice of
petroleﬁﬂh[ zﬂﬁm@lm@katabllemrrswaﬂld wigag lfor exatplepmamit oty soybean oil, and

i pt.ranmuscul ar for ctic i nh t
mineieh o} AT, EhiEP BBy F ORI Bheiie syt IF%ep%’Pf&}q g e
liquid c'%h%% pRGicMePPioatjétabltl SaADEs. Thetapdutia anttody yr dnaibms]ewle
and/ or t herapeutic treatne The .most t | ? hich
compgpitieRipAn e SEMEHSiRIRd @fth%f?rmr?ﬁﬁ ABRPE HIRCUAY 8%‘%% @ preiich whic

can be mﬁma@aaqg Wsehd! rhiHRboR t@?&ﬁﬁt 4 QRS feRasdT tROAUENE thgredient. An
effective. The next npbst comon route js fntranuscujar

exemphafyeeoniponitiom pamprisppathempric aathagds of snattmplepylf Foapqsifion at 5
mg/rr[ie ﬁrﬁﬁﬁe‘a ih Q%Je Y %nsisﬁlgg SREDGhIOS.-hik#difQ T80 AR RRdS adjusted
S are ected directly into a particular tissue
tomem@Mmhéﬂﬂunnr |s found, for exanple i ntracrani al
[ [ Qr o .
B
suspapsiehse ISdSlEtifome suaailﬁ'e firsolution pnorcis@nsiemin, Bady veviclerngior to
mJec‘Elcﬁlé(EGag%Lsgtbgg B@g{}re&a&gso?ﬁe o canbe blg% Rutsi DR & 'eﬁéﬁ &flated in

€ conposition are
11pos@hﬁéd ogelglel@ pdmcﬁee @hoh dis F@bl@laf:m paslggdywhde lcm ce;mmncrefommced
anti bo Yy nol_ecul e, CO niLs r
oo W G oLl s b, gl
gaDM%gr‘yFI@qz@tthS Ev110198g € Ths agntstdfehis ﬁwefniomm Beﬂz[tlmmlstered in

optionally be adn1n|stered i.n c nF @ Wﬂth ot WP
the foreafiagleppiniegtion on tmplaygorengigtiop yhich £ Enylpted nsueh g ganner as

to pelfit bgﬁ’s%an%dso? aélﬁémé fb‘l‘éab%me ke ﬁllgfediemmne rel ated

| seases. e case of tunors in the brain,, both

ey stk T o S HBIAPRAbYT QSRR R pplude orel
1ntra1tqa},§ an%ﬁo&;?lggls g BGLEHods' ﬁuﬁgﬁlﬂip&t bRt dhimAtdpplicaB Nt S

passage o e agents of the invention
ac[mm; tHoe sigposithries, dindetsand pze*rleré BRB)e, fPopxamplarpelaalkylenc

glyc%f)r tggfé&i:dg%%gl Vs[eu.io os% rlésn:% % Ec? fr?lﬁtrﬁ&ﬁ}géé cgﬁtaﬁlmél the active

n can |nC e ce rane
1ngrd@%ﬁﬁinrt&t ja0ge EUEA 095, ﬁ@Wb{A‘W -IN. Dok i(ﬁjnu@@qmgplpdq)&mé;lplents

s s O B At TR oA gy sodom
saccl@rfm? eililos, gﬂl’i 1ﬁ§gil|e§iﬁm caivahdte. Jhese comlpositidrecakediss form of solutions,
nucl ei ¢ aci d_conpaqsitions, ense a0
suspeISI gD St sa e g st <G I BROS T ponder aut yopgdn 10%
95% RN ve i édWx, préfelBBf2590T0%NA ol i gonucl eoti des or
vectors containi ng nucl eotide sequegces e codj Eq Mo 1
t hE922HanEwiqarpdipation cam resalt ingranedyrmad) or P}S’ia elivery. Topica

adm%fs%&?’&h befacﬂFEQcQJl Bptd- %lﬁhﬁﬁﬁﬁﬁl of @{e dﬁ@ﬂﬂvﬂmt)féfaytoxm or

ease, are often ‘adm ni stered arnmaceuti ca
detoxifing dgivaiivasr subupits henael crethes simjle: bqqt@rlaﬁd@&w Slegesipl, Nature

391: e859 ]t998 & Qcﬁnng}s{}%@pc%h' ;;b chﬁ@r@&‘ B?f‘ din ﬁllE 'coﬁlﬁéﬂeﬁmgl RHiMure or as

a varl ceuti cal y
lmke&hﬂ@ipmﬂﬂsloetamd]bp nhxmnsal cseelnﬂzemqngmwssmrah afesienenrotedal
Sci ence
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( 15th ed., Mack Publishing Conpany, Easton, Pa.,

1980). The preferred form depends on the intended node
woho@dsease st rati on and t herapeutic applicati onPCThS2006/043313

conpositions can al so include, depending on the

formul ati on desired, pharmaceutically-acceptable,

n Z%Z%FX ‘fv[ L8 6 r‘f lirﬁns(a&aﬂjal hé{?@%ys ‘g@ g&g Rl Gsiflgh LBk gatéﬁ or using

ar maceut i cal
transfeREROS ﬂ)amlress af. (‘Eur ahilmmbnadr25h 854 d? 5 Csve et oﬁlocl”We Biophys.

u | ected so as not to affect the biologica
A“ag%#rgﬂtygi?&?he conbi nation. Exanples of such diluents
ane22dj stThé b]@ﬁmﬂ&hﬁ@a,l c@hptsltmhmg'e (ga:ierqj]ycfsmln&ated ustdride, ed

sal i ne, sol utions, ut.i o an
substpRY SoBIct oH Bl Wifh o ohd B’f?ﬁ}‘ﬁﬁ%‘gﬁ% Pragfiiicmm)
regul QAP BBiht U0 Febd bl Db Mdnafisté@nal so i ncl ude ot her
carriers, adjuvants, or nontoxic, nontherapeutic,
noninnunogenlc stabilizers and the like. [0216]
TOXPE Yraceuti cal conpositions can al so include | arge,
sligxddy TRitabel] Z@eka EQW@&WeQﬁséében@Ss@cﬁrﬁt(eg Nsonoclonal
polysaccharldes such as chitosan poI C
antiberdiesy Bymparpiefeense AHPOHAY he@%wﬁeﬁhgs a"é%P“lﬁC
mole&ﬂ&c %mﬁpﬁehﬁ&fjm\?&%@ RSRlctatl, coRYBNGS,; e. § eédtl@ér@§ Bligoaéleotides,

, polymeric am no acids,  anm no
doubkecspmcg;dw olegmutﬂecmdas @I e gENES s BYED: 0&@&?& plighypleadgs or
vecto?slrjcr?lcr:l aﬂﬁéngoﬂﬁfe)otldé%égh&m kbding £l %Qraﬁﬂlbh@l{ Sf SBRNA molecules,

atlng gents (1.e
descritaf] heraint vei)l. pr¢ 0@ tigrapentic pawéhw@htalt caugimgrshlastantial t@ﬁm’%

t 1 C..an |
T B 3 P s
pharrgdetfidabprocsdusds Srp&rhlscluhm'embr dxiperirserthal tanineds, e.9., &y determmmg the

I TR ———
populhitiShC ithégose Yalodkide s tox&ﬁdnldml&,rafghtyccﬁ"fe@t is t}wthﬁ‘hlbfamo index. The
Addltlonally, aUX|I|a substan

data ehipined ﬁrg;p S Y q)grqs% tf%rmtgatmg a

dosaéé&gﬁéeﬂﬁéﬂ‘t@ssmﬁ '%i(l& fo uée‘ ik ﬁuﬁ?@xm T*h@ d@§a§§ Sinthe pidteins described herein lies
conposi tions. Ot her conponents of

prefe@ah}ﬁpwghm agange £f airqulpiag cgfceﬁté%tllogq T@aﬁpgg%a ﬁgg%fecuve dose with little
or no tgigi@ dofibe %ﬁ%‘&%ﬁ}ﬁn it Shfo ddpBidifX@idRltR ddR@RIToEm employed

soygean ol I, mneral oil. In general, glycols

and theimiuteas apmirpstiageugizgd iheskacyBirpaiaon. aotie of a,ﬁeam%%t@n and
dosaZe %];1 rercﬁgjseL iﬁﬂ HleGn AR %Eistn %ﬁg%&#&ﬂﬁé atlfeﬁ’tﬁs éo‘ﬂﬂﬁ’ ehabt&e.g.,

o1t T ons. -~ Therapeut i c or small ol ecul e
F1ngbﬂ|&1)p§3i76;10nTkma]?habnacathglcal Basesrﬁﬁhﬂlﬁpmﬁles Cc.hr h of a depot

tﬂ%é a?ﬂ'ﬁ%%ogﬁ!% %}Patglp?erseo@ e%}flc Pﬁb‘é@l&l&gtscfm 1n out the present

mann ermt a s
1nve1iitﬁin%&5ﬁfe@éd foh #luaedtive @uipnges enl]nyemd areﬁumt enterviod & lymlt the scope of the

pposj ti.on cogfrlses a therapeutic anti body or snal
P“”%%P@@ﬂﬁﬁlﬁﬁﬂbﬂ tion at 5 ng/nL, formul ated in aqueous
buffer consisting of 50 mM L-histidine, 150 nM Nad ,

ExmdPIJAReYdEmmbimnmth HC . [0218] Typi cally,

E;g?ﬁl ;%9? st B ?{i‘rﬁﬁ’% slﬂ Ctgf‘eg greﬁﬂgfs;hﬁsrc Ped that TF-

VIIafn%dla‘i&it débgﬂﬁtldntrﬁnd 6611 ﬁgl&ﬂfigl Sivolve Idmmdt icelliilat poelsio€ TEs It was found
rior to injection can al $Q beop
that %ﬁéw&csﬁwﬁﬁﬁﬂaﬁ g T G e e%%ééeg TF isseguirad for

coagulation activation as well as coagulation initiation phase signaling by Xa in the ternary TF-

VIla-Xa complex, but not for direct PAR2 cleavage by the binary TF-VIla complex. Mutational

-67 -



10

15

20

25

30

| i posomes or mcro particles such as polylactide,

pol ygl ycol i de, or copol yner for enhanced adj uvant
woehb@asessas di scussed above. Langer, Science 2#01/us>®6/043313

1990 and Hanes, Advanced Drug Delivery Reviews 28:

97-1 19, 1997. The agents of this i nvention can be

break?ﬁ@g{f ﬂ-lﬁis 3161}@3%{,68?3&8%%\%%60 cé1§Ha16>r pfelétlrelﬁg t%%tIJFO\:ﬁIrI]é)gsl%narl]m%pool

whicHeR @8 affihity GorPpeliadit cells with canstietivelTF pmﬂ»rsatoml e rel ease

P 5 A Ry b L 1 i

Coaglﬁéif@ner'Sﬁrgéﬁrngﬁs dRRGlfideleTP E@gulahiHeti Gineis atpprassed ypoh psaciptyon of
and transder mal

extraggf iy R PORAT o0 Bbf e Sl oS e bR ey TF-PAR?

compfeR/thin®Hidn kP TRSATa s ihlifX AMfRteSs a BIOke/@rlakien Bet Gy DF-FDOT
triglycerides; such suppositories can he forned f
l{s a ?glgnque

assoctptign aREF é’éhtssanﬁhr#ggmtsﬁ‘@raée%ll tyes, ghidiedrast angenee
monogfongl gt{?ﬂcgr (MR- 1 BB %ﬁl?%c)égﬁl%s%% n@@agﬁlﬁ{t r@%h%c' c@ﬁﬁ)rmatlon of

e exclplents, “such phar maceuti ca rades_ of
TF. Hanaitibody mhdvdts Gumatiost @ﬁhquF -RAgAsemplex %@5?-33@ signghing, ppt does
not p?e%gn cgag(uw?lbn &?ﬁlvjﬁ{f&? ﬁ%o?lﬁagofgﬁﬂm it‘é %‘%rlp AR &ils Hr" f86b-10H10

1 ons orm suspensi ons,
is supteabll mtbﬁqckmlglcbgulatlap by MAsh-5G0 6t salppmss tumpleggtyth (e.g., breast tumor or

f ornul ati ans owder s. ang t % a
e
MAbalm)mIm Gad mﬁnmaladffebte st kcdagulation autivekimirbldicating matrth@mhlb&ion of TF-

ivery. ical. administration can be facilitated by
Vlla &1gn%1&ﬁ|dﬁ?s§{oﬁ E{l}?agr}legp SPH% agent with cholera toxin or

dgb f iredachRiitioadliyveEsotdreSMIDItstprbseLDf c@lgul@hﬂwnwty ina
simlar bacterial toxins

nitricgisble (ROUHOPsae MRS | SEH G DR tro A ST BUEd: B Bapgyrtubed

in atﬂehﬁcl%fbg@ Qﬁﬁf&e% o@ﬁlﬂ@mmaﬁ&%rﬁl lﬁlﬁo@ﬁmk bhiad daleagtithess may shift
obt ai ned by chem cal crosslink |ng}or exgre55|on as

cell spfadedi astisiteiorpopgiatiop. MPrdspendentyeibition phHE epaghiant activity thus
&N
inks 2 don R T Y e Sy o DR ey N9
cardig@RAulA4lisca @B irflepunasipnl ., Bi ochem Biophys. Acta
1368: 201-15, 1998. [0223] The pharmaceuti ca
EXA g§itions are generally fornulated as sterile,
substantially isotonic and in full conpliance with al
Specmrddhﬂhm@(ﬂlgnﬁlmgmacti ce (GW) regul ations of the
@%3(*: Oﬁell%%aﬁ&%rfﬁﬁ‘ b?ﬁH 6UEI![ th;l_a@ébgaf%liy%aé}"k coagulation
apeut| ective dose
acuvmm. detdahm satreted at lowenvibe tcmqam‘raaams blotivests, celh glﬁmimg Leetal,

J. Biglooh ?%ﬁ%f‘@%e&?ﬂge ol Ot d b%ﬂog?hﬁg% I“%bé Pé?ﬁ?béd G is

uncldatl %&h@r dffbrentd WI@S)hﬁdﬁngl’iSmherﬁgt tp tlenbnfenateon of TF or due to other

hdn%kl %gycleotgl%ﬁ%e doub E %traqgegavﬁﬂéﬁég?&%icu%%gﬁggaﬁﬁ

chap&%ﬁé ?ﬁ&nﬁo&to@lcﬂmﬁlﬁmﬁm&é’cﬁﬂt Béﬁnﬁ@(w@anESelEBideBBl gz9fsc3|o4 1996;
ranscription of shRNA nol ecul des zﬁ %e& B l

Cars«m #ial pPlaod Bk SPhePhpdlt Rhagashane ef i e tgo- vase. bio

25: 19791’73&}*7@3”90@ BhOX Al N¥idow 0Z/86d 89T 827 (284726, 0997t ee PR GIalTSF’s
descriBed herein can be determ ned by standard
coagulant activity remained unchanged despite progressive downregulation of TF expression

levels to <5% in human keratinocytes during growth arrest, documented by constant actin levels
(Fig. 1a). In contrast, TF-VIIa signaling was downregulated concordant with TF levels (Fig. 1b),

although PAR responsiveness was not lost (Fig. 1¢).
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pharmaceutical procedures in cell cultures or

experinental aninmals, e.g., by determning the LD50
woOkbe/dase | et hal to 50% of the popul ati on) or pCAIS2006/043313

LDi 00 (the dose lethal to 100% of the popul ation). The

dose ratio betmeen toxi c and therapeutic effect is the

Eﬁ?ﬁf e%%i@% non ;‘rrﬁeeabﬁll%@%eﬂp E&Hfﬂl%gd feﬁ{f{@dtcglg §L|§r£a%§ L:}Qpression

anlna udi es can be use
of TH(@lgath i luge)@edaﬁﬁge fomdggitaredossifer Mdb- 100 that binds tedhe TF

in human. The d t he. t e r
A SRS P (FMIEY P
1991 C R%ﬁﬂf&)r &t MabsGohaltich Mmalbitsl eoaghletuaf énel(stlbsrmtedmahng/wasfpreserved

ttle no icit Th 0S

indicalge NENE O GoHSER R e SR G0N R Ll Bt A uion
Huan?@t«'&le JOMoR 81BN T8t 8'7@-8%” 1 9981 l[mlil&ﬁbdefﬂbﬁorﬁeé@eﬁments using purified,

ormul ation, route of admnistration a@ﬂ%ﬁﬁ e can qub
phosphigligie eqgystithed Thar slldbisetes ORVE PETEiTng e fred that only
5G9, Bﬁ‘ttﬂo? MAIf'lO}ﬂ@C@fﬁél&ﬂly b@%@@ooa@ulﬁl‘t TF F&ghd)eTh@hantlk&ﬁéall]}-r distinct

. The Ph arrmcoloa]gf Basi's of rapeutics
@

pools[odif@ppeah@ eoE$nows rgyllasion yersu - Vilacel sigpalingdrpach PAR2
Gﬁgf§y carrying out the present invention are offered for
[ustrative purposes only, and are not intended to
| i[0332] t Meespedpelyof tinlvof pulise noagulane Rl hashhighaffiniy fgay1la, as

rates Exggﬁﬁ LnAe‘Bl g l'\\z/v%%)sl f@}”dsto[vg% 7eJt 1 Aﬁ/[ Vtﬂl l’iﬁtﬂ{ alt"fe‘é'lllar}{ %&gﬁlatmn

resent I nventors SCOVGre
1n1t1aﬁ&v¢dn@lém dle&tamént:ma@mt Hh rattrer drad TEeV1la sdtigatas PABS.i Riephideind

v, Sy KO G R AORL Bl oy Lo R UM g

prodldﬂeéﬁ Q;L}frédﬂafblmglﬁhﬁé ofﬁ? in the Ipﬁaq&ﬂcé GﬂsubetfathKagdl kighdlimg of TF-VIla-Xa

was g Py g iR (e Hary Vet ahalo gy BBREVER Sop o

mhlb'ﬁ&I b}f RAPS b ERAPRARR 08y 8 RUMERI éﬂ’ect &Es@ﬂeﬂlﬁg yvhaﬂ:sdﬁbﬂraae X was
| ex. Mut ati onal breakin this. dijsu

added @@gbszrtwtat baME: Mhehows e %ﬁ“&%éfﬂalsgélala%g Rois et affetgd by
the pge('seﬁaés1 l){M ﬁl@ﬁtpa(?@ lcowbiishnhag X'a@%éhﬁ%t@ighﬂnfﬁ;ﬁé doa%tﬂﬁhon initiation

constitutive TF expression 0228

compekdivere dnibitetl bdéA DS ke aotihAD-1BH Y. dmporangly) I%Aé’el OH10 with poor
reactg/i:tg [Fc'ﬁ!{'a"il% co(a@.@a%t gg‘ é?%g &F b?&ﬁgc}‘ﬁ"ﬁt\flfbrkl%x\éllﬁg F[ﬂ§§ lwRGddntiSd a

nt “activity is suppressed upon
speclﬁs sihiwmty anibody w@xsignalie TEJ‘WhlICh P3is nat interfEre witlicqagelption initiation
; ;kégﬂ hi ollexcha e pathways are required for
or epf‘ﬁry 3{%10@5? ef(og?‘grrﬁ n and TF-Vlla signaling. There
I 02833 asgure® B]ﬁ@lr@bajﬁc bﬁﬂawgmmf Figndtig TA'S 8 Gorgtland activity, TF

cxorph oty TH ST el R eSS R T APHRES. e s

or Tf( M%@H kO @l surfa@cmdat@e@n hie FI e @p@@tedaviAb- 9CByapd Texas
formati on of i.S antlbod inhi bj.t.s fornmati

Red- G yanied A MAED & JRST Ot X IrER R JEh ORI iF SR C AR s

1mmﬁm>td \}ﬂ&@d’ ﬁflfmrﬁ&ﬁgégd@&[Agﬁ 16€10 ¢ 3150 Qélatn% tOCHRELR equRZ dependence
[l'a stgnalin ese cells

of H@,Qqarem Bilastnpinge EDﬁ&r% agm;tafqraﬂla&stwslse@@%at mediates TF-VIla
T b8ilx sighAIBBSHIALUIDRI1 0@becifically inhibits TF-
orxigﬁﬁﬁ&éét&Hﬂﬁphas?¥?ﬁg t ex?g evgnce of theﬁ%%uel a
Vlasiggalingi mgangad bwdy in vivo Inportantly, MAb-1OH O has
m ni mal effects on coagul ation activation, indicating
exAMipEgkhe inhibition of TFVIIa signaling does not

I mpal r henost asi s.
Signaling TF is regulated by Protein Disulfide Isomerase
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[0229] It was additionally discovered that PD
suppresses TF coagulant activity in a nitric oxide

wORW7#desendent pat hway. Vascul ar protective NECT/US2006/043313
synthesis is frequently perturbed in atherosclerosis,
di abetes or inflammtion and uncoupling of nitric

0 S Si-S Y
B SFF BRESRRY 48 Ml bl I RueRan Uiy AL Gl
replatacimom:ztzydémusd inleahkm to prevert gell-edli contaots fetfiddentsgdherontivply,
n_an _unexpec 0Xi v €
mediyl iy ppREERRE T et o . FRb P ot G shishnduced
dlstlné‘th@?hé:lllaDmb@Bblbgi Wﬁl_?_ol;m gff&tlgg aivblﬂ gf TF e{qﬁ%@}l ofdla blndmg
sur f ace- expr esse in var inity
Equivglent apg pegslqppinagt 5 gﬁUﬁ%ﬁc.%fF?Sb% ‘ﬁlﬁﬂt WHF &4t rme‘i%f Ut dted
b10t1n§tat1519Ml@lﬁm\&hdn@pl@@iﬂﬁeﬁﬁh frathi MIAB-508 | vélticlvdbet ﬁotdﬁ:hd TF after

267;.1544
bioting b0y Ul gpk Svevergl ! SMsAisd FSG0G ST HCSUEHS: Peseingo
condiH&E‘s' (f@f 21%9& B&dguBhf afc%%%a@h Mfdl@hﬂghé}dh RSy C§ calheARRGugh

confornmati on of due to other factors that
dxrecta%mmmomomrhﬁgpmeméu%wmomrab!et THriVillp sgnalyng was prominent

only 1nq1?%huﬁlﬁt%gt ltoGF%AZJr pad B, ' thOSHXREY to h?églft@ﬁ* %ﬂ)@ar@& Qilﬁﬂlﬂ}‘é 51|gna11ng

| Tzation. Sevinsky
TF at1133:xp288 oBMgulmgl@ Coasigantly e blogking pmitain wr@mlswét%éahemlde

(CH)Q}z?E%‘e tlgéa 425" %5‘5‘513 91%&6)13%1 E i%%?fééac# an%on{/b%gg&?th blocking the

appedBiree df B 8her 3B20syBAKE celll @@fice WE (Figudwl t hat TF' s
c ant activ i.ned un i1 . e
OB R B2 TB0%EPaRBH ot i
we regs'i)%édl that TDRTR.BodgaTaaE acﬂﬂe}yﬁvﬁwﬁmma@ bya B]M pathwayethit, targets the
v SOSATET1 5, Dl S0 ek RELLD L el e LBt bl .
Biol. €9PH 0568 amzw 105997 FF9d 1 \SRkE c10kd rand BilulfiadstdiosigbepBBIR to reduction

o G ot e s et Sl B2, SO

01t efifsurFice PO Gvas ksuhd ab¥atiatén VHMETT, Bskey
al. B?&ﬁs% gggfe?eggpta%%dé rcgg;ur ocre MAbaISO-ﬂlOat halta bi nds t o

label ke with the xyembrancrmpermechle.Reigtrepsine B 4% maleiprifer BroptonyDbiceytin

R R
Ca?* aellh (Elgkgﬁ:'d)r%tt bldgklngi wmgaam@lqow@lsehen@l@rsmemd@émﬁg alpghighed

1
labeI%blAhfé{nt JPT‘%bég f’aip%l aﬁ%ﬁ# 1) tltiey apﬁl‘ %ﬁa@e %léﬁ%ﬁ'r q}é?éht ﬁ)? 9F 1&hained,

1 on.
possiBlydhdicaing trafisdaht 86914¢t10h9ﬂ' gFr. Tlmma;odMﬁlBelab@hd ém pp-rmq:tp@,tatlng

usi ur,i.f.i ed, econst e
with 1 ol i g BRRRERLP B o EBRElobt BB llndle (R0 fams-
PDI Bl68ked BB ra@tslhwlg@uﬁ K netidosin@fiPDY oloRIPET wniagBN@nﬁurtHﬁ
(Fi.g. | L Thus, @ﬂ jg%g ﬁ i% di stinct pools of TF
‘mh¢ﬂﬁégﬁﬁpp cqyerepigiaiehel® & (1812t oagul ati on ver sus
;r'r:[rtlgiédpgc(tﬁ‘&xhgluﬁbﬁékﬁ%ﬁdﬁGn bhKEs QﬁfM%tmﬁlm H]ZH)ai 64 E]Z@ﬁl]as
Y

ime of culture coag H
conﬁhnm%bsa’?\/’festﬁﬁnb&mmgr(ﬁgi P23, Bagitracip, ar inhfbiten, @Pﬁl&xg ePE?
prec@ﬁétib‘h%‘f?ﬁl With T8O Y dtderler BN Plb!: Nath Bcdd8ciTH- Y4 9. X112-41 16 1993.

ulation initiation conmplex, the nascent product Xa
Bacﬂratuin hibithd BF-lasignaling biknpt discopRAR? agpuiter Hhregrbin responses (Fig.

2h). Washout of bacitracin restored TF-V1Ila signaling and MPB-labeling of surface PDI showed

concomitant rapid re-association of PDI with TF within the time frames of these experiments

(Fig. 2i). Thus, signaling TF on high Ca®" cells is in a bacitracin-sensitive complex with PDL
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Ruf, Proc. Natl. Acad. Sci. USA 98: 7742-7747, 2001.

Low ( 1 nM Vila concentrations produced appreciabl e
wei2gTalséasg only in the presence of substrate Xpawais2006/043313
signaling of TF-Vlla-Xa was bl ocked by the Xa '

i nhi bitor NAP5 (Fig. If). TF-VIla signaling at 10 nM

V‘[dﬁ nﬁ’aﬁ*lfﬁg‘iéh tﬁugérpge}l&dof%}{m V\?? sl?ﬂﬁﬁ EIQP sé?lae‘é An¥ fLﬁlctlon of TF

n S|gna I Ng trate MBS added
(Fig. IJQgteﬁhe/ron/iDleeﬂsﬁs igh Ual" sellsThinginghsuikingly diffarens. Weasppmg that the

part1a§ifgeé:? ?fa;{glgmg Ocﬂra OII“F Ay %&gqg idefifidht 8&%&%@10{? be P]?I relative

agu I on an ependent signaling
to thetlfiR1G@aghdiAdris@higi Ig,ID.I Abiiefrexpany to XIgebyiscreashd BF ceagulmmt activity

subStURY BOBH ¢ EaER PRSI OE L BRg i ioe el By fedehegpteays

The ulillréh‘é&f@bagtﬁat?]ﬂdb@efﬁd @ﬁadtioﬁ% 1nﬂ't11=hh$mg\717€? bﬂﬁﬁﬁcng(Hﬁhﬁ little effect in
fic inhi |t0r

aintl to si %’?Sl i, n% th 1
lowc@oe@llﬁ&ed lpqﬁfl}sfqa&@a% #PNAP H5RrSSERSS 1 PRI r?P%‘il cally
dlsruﬁté‘cf e h¥sodifriofl dfPDXRyihOIPk oS Hl@ﬁl@(hh%WEDI {rOR 33 ceHisgtice (Rig. 2k).

shows specific inhibition of Slﬁqggcmaptava@ggﬁ%&?%%}%&lﬂ'g%t block

Furthgysoires jbpsjitraciFwaspreaagsiblsrinkipigpr 19t
non-s géc% Boxid {s%ql é—lg@ﬁ%}l; 6 'Bus, HE%? T@"lcs@):eaghﬁﬁﬁic‘ﬁwty by a

N or sat es. surface T
redomtoéemwronMW‘btllQHﬂD ;Thot n@irqthﬁg antdgd R Rectodty V&ﬁdhﬂl’é%h%d upon surface

ox1da§§d k{g&&%ﬂhw ?5? se?lrs %J]n? mn%'%%ﬁgo afl Epn of

i r[ms] | iFZ@rde ;wyktmsvsls@hmlmgdﬂ? ﬁ@ummum 2 SlrmtamtT F@bll gurface

nce TF- -
CXpI‘Cﬁl?l:f 1@?08 & W]?CS? (#—)la I}mgﬂtefd by;f\llllls Is%ga%? gLOtlﬂ?]:ﬂfﬁ t]%]at Prevents MAb
5G9 Hiﬁﬂm&b&‘élpﬁ&to‘vﬂ b &oarcoxad e paivite of TF treliipla €y BBl sk hssodtated with

ST P D i 0B SR L

mean'3c§d {neg}“c g@ﬂh&&mﬁfeQCHm TPisgnthdsisdgodkspeena SE- V02 ﬁé}]lali'ﬁgal MPB
furt ieFaddress the regul ati on of TE functlg_ucln this ¢
labelkmsgad|proteias paspigeipisating yyit Huls inhiljtedky 214 S&t ?Tﬁ’dﬁrﬁﬁﬂno

MPBL Aﬁ?e%?}é%{a% fﬁk meﬂgbﬂ mﬁﬁ%ﬁ‘&&ﬁn&w AfB- li'mm 890 blocks MPB

ium was suppl enented for the | ast 24
1abe11m¢g,ur1§31;\bmtmotzEm aRekdominghithGARNA papticats MPRHlabeled bands in TF

LS RIPDIS b-9C3
B T
1mm@fcb6rebfpﬁﬁkemﬁm‘ﬁ$ sur&lcb bitinflaicé cellsph B@str@tnn ofveriblylelpeks TF-VIla

s k3o Pl B S A oot e
stlmuTzEtloEfvglﬁg ldhl\@l\/lll'ﬂtyr @E(D fOlf’HeddEN@ to &a)rgl Hmmﬁman:tsd'ﬁlﬁho\)\?é@bh-out of
bacﬂgaﬁm(?@m%t%glglt?]%:%g ?eagqglj:lag%{j C]iiag :llgmelrrl%%st (%R;T W§§Q€\égffe% oﬁbamtraom

on TF buldhORaYit). Tht O ﬁ?f%d’e W& dxgdize WiloLNN HeeL fol ARZnutes prior

actrvation with agonis ge ptide was corr;lgar abl e
to furiiondl lassagi KyPsidatian \wﬂngG dispastesSlyronh ﬁ“@qhout&ﬁplaﬁ% MPB-

hange to hi gh Ca2+ appeared
OrN‘%@%O@%ﬁlggﬁgﬂﬁm tjEé‘%ﬂf gltgcefhe expense of coagul ant TF.
Consi stently, bl OCkI ng protein synthesis with
EXAMELBRBexi m de (CHX) at the tinme of Ca2+ addition
Mut%tlrloen\z/igﬁreaq‘frﬁeof\(ﬂé TF ﬁlmé g&h pﬂﬁﬁ%ﬁ' li&ﬁ‘ltcla&’ af‘ffnitp for VIIla, the

appearance o er glycosyl ated, cel
hallmuﬂa‘ﬁs@nﬁﬁngFFg 2c) .

[0239] We tested whether a broken TF Cyslg‘s-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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[ 0235] Because protein disulfide isonerase (PDl) is

i nduced during contact inhibition, we reasoned that
woORb07®5633agul ant activity was suppressed by a POI/US2006/043313

pathway that targets the solvent exposed TF

Cys186- Cys209 disulfide bond required for coagul ation.

' trafsdy hem %%:J """ AT surtf X angh désg)&%‘&ﬁ‘mxﬁﬁﬁ sh&%%@S%le%%lshed TF-

Cross's es are susceptib
Vila rhecﬂated Ka lgerdahﬁmhd)w HTE-\éHa( agnbog Watpiespeedan PzﬁRZﬁgggst responswe

o G SR S D55 7 B 9 AR P

immuasSRetsatiRd wak E&mﬂé&bl&x&mhﬂ hype TRBEH-Vilagignaltg it wéd-type TF

nb t i
e TR WELTSOLE ST SN ol i
occurRANES 10iM VIR (ﬁi@dﬂﬁ 4In|c61|IBraﬁ1§cche@wnh caves TR TFPVIE 31gnahng
specifically f Cfga ("ﬂldg %%
requigsfl SRRe st lavEer ﬁ(&}cemmﬁalpsso W IWE‘aH‘éenSS’ sVRe %Iassstnﬁ/&e%)‘s
Impoﬁ‘Qﬁ’l &herh tahehl ateﬁglgnﬁufgﬂl@ﬁot cUage el shiaRak Xewas@ah with

he appropri at sTD ul ar weight for TF reng
Vlla, ﬁbgs |f¢rrr5atlom ol g- Qﬁ%ﬁéﬁs‘éﬁ@e Vedgatiredrio senemte hl%ﬂ éf%mty TF

that nrg‘faémcf):(I d%@@ %)%Elfalt b buPARTR R Bi- Wﬂa@té éﬁﬂﬂ"& é(%ﬂal’in

nmunop reC|dp| t'at ed PDI not the cl ose
hdm()])g Yée ERAGTed thatdednaed C2058) TH hﬂﬂﬂ@é‘éalb‘PBd‘lcﬁ%@le catalytic

iy 8 SRS B B SRR Ly Doy
mondfrfeirig czamb ITgEsﬁﬁﬁ&}engiﬂmzmmmpmemmlly at satwmatiof. Fpigever, reduced
coos o B Y o CEL ol PR SR Bl

wild- %& TPT(EMB.M))S Thid) Sruedipria btelahh@bf tha THfdiBBidewsdapitilfed reduced

B o e S AR g gy B i o

C209% BRI NGec IR tHQttheCHnﬁBéHy s ‘aﬂ@ﬁﬂn&f(ng pecitivaltyrivi signaling TF.
responses (Fig % V\&shoutB(g cjtracin res{gﬁr ed

MAbTIOENP thys §1|kglﬁ @quﬁ@ts R Ihapedia Pﬁﬁg vage Py SieHc ance.
r]_[@%ﬁi GOAFOTLE AL nBitl b ENRSE DI | Al L @At @10933‘13-‘0“[1&@@{55 but

the tine frames of these experinments ( z? é
loses Thagyang acgway nrnljUVEC@ ﬂxmﬁsghn.g@;gkar ¢evpls of plditypeq C186A or 209A TF

with gﬁg? 6% ehrkeg'p%g?é cllf W o @qgﬁf%lt%ﬁd\vmut ﬂ&?ﬁi\ﬁ]x in HUVECs

presence o acltracin sli g y i ncr eased
expresaiag (IIZQ‘,M. of wild-tyipe A’ Fomemﬁscq (31>é) cRepombipit gpluhle S0P /AT activates

R R e L e s

homdgl@naiﬁ pa@:bta‘ﬁbﬁsyoﬂrﬁondmerm snlulbieTFJ the @mresduos sagoyampbﬁeqyﬁd off from

t ive to abe con n _

C2098 b vl g e et e AR aat s A O] s Sl on TR
Vua@ﬁﬁdowﬂc)écﬁﬂgst antially in high Ca2+ cells, indicating
that TF is negatively regul ated by reductive pat hways.

]\E? Egcreased coagul ation due to oxidation is
EXAMPLEdnci ng TF, because Hgd 2 had little effect in |ow

Role@@ba@lﬂhhﬁ]{?F ghdi Siakling TF @A #mop agagressi(mn in the

presence of_ bacitracin a

P B3 srifi Ao srome Vb CSud g B 1 T

provfd@&3 aff §hortBkityf BGAdressitBe robds)of tHety fesRENMNRY eﬁtwlhaﬁmfnlirﬂ@.tr progression.
was a reversible inhibitor O HgC 2 acti blo‘pﬁBég

Specifjo)targpiing ofitemergreelbilB aves AGHSH éb‘th Fenost As Bieast cancer

mod&tf fpeqn%b cgescs%uvéd thg@k&ctﬁ 's%ﬁicﬁtﬁ@ tol$u 5t1|1‘2:§§ co@g\ﬁ&wnaﬂ the case of

activit redox nmechani sm | O, but n
MAkeﬁﬁﬁrwlwmas M)‘k!gfl Qfélé)dnhlwﬂﬁlmbn@ |11iﬁhlﬁlf§1‘éﬁ 1quan P’f"é{%ogenlc

mterf%uf( L1 Qg sl y%ﬁareaﬂgfééﬁgrﬁ%—_%i}% RvwhEAT SraH Lib¥Aing (Fig. 4a,b).
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[0238] Figure 2 shows signaling TF is regul ated by

PDI. a Simlar TF cell surface expression upon high
wG@agor/seask ch docunment ed by NHS surface- bi ot i nylpara82006/043313

that prevents MAb- 5@ inmmunoprecipitation. b Low

coagul ant act|V| ty of TF in high Ca2+ cells is

Tuﬁi’cﬁﬁ‘ %’éD[Fs iff nte W‘lfi]‘e JAD t1 b]fglﬂ% %ﬁm ﬁ?f% -88b &nladdi % étﬁﬁcantl% reduced

Ca2+ contro
final twrtoas tlzesmaé mmbu¢ meighis reatBedd @IQB’ZO? mau:éeq @hicpl I'Eﬁl (Fig. 4c).

s ST AEE SBT3 BB o v

previbudtedulth @6kt DY eZpredobAGd ndefiEot oni lgrvata Im‘nhfefatlbﬁ’BYll aba|, Bérbd 105:

1734330 S0bS rhede ok et o o4 282 o+ Jite Rl siehtly reduced

tumo kN AGEbnSlsteht WittRIWA BRI @ € pirtial MBbitaa efféce on WBNAE signalifg in
i mrunopreci pitates. g PDI-inhibitor bacitracin (3 mV
vifrodi ssoci ates PDI from TF i n MAb-9C3 i mmunopr eci pi t at es

of [0 3P Sir hupSResIhOLal1p Whrdd: BRhs6 8F &@erlﬁeﬁ@%éléﬁﬁiaﬁnetas’cams through
reversibly blocks TE-VIla sxaﬁal | ng Washout : cel | $u
thromghyire patbwasst eegause MAD 5GPt Baf NiAbH OHAR punprreted mpkmgma M24met

metaé@@ﬁﬂq Audife} all Proet Ao lA@&JI %'91 Wslf39 191 88M1Ys3621992. MeBaifdd the

Ive to control, meansd (n>4). i Wash-out
regingefit bfamhbmdycadmnpﬁtmn esprmpusmperrmwramsafﬁmenhtl@éwlpﬁ@

10
tumogro%rran ;Lftemeatl%sgatsgg wogR/; 'Jed Efe T tof ?? %ﬁgl v{g 1@91&}) ?Qxep 510n of this

VT ty e ceI sur OXI
melaidifa mblidHg@AB- S re@rdetl mselaaemp piimaryttomburgrowibnbit Mak éQ/Hl 0 was

more(ﬂogé% ‘%(aﬁe% %ﬁaﬁﬁgog A 1?1?1{%'0' ? %u&%o‘ggge%gﬁi{s&mlg-rfd)mﬁ cpﬂtllgst to
coagBleidrag®uen W&@n&us%&tﬁtasmnﬁfge&igﬁmwgl sifnatitpethgefficiently

Di sul fide Recapitul ated Reduced affinity for Vila, the
suppregier REPRTFOWIATAVP myersed rﬁ%‘%‘i diﬂ ‘ylﬁa ‘whet her a

br[@hﬁf] THigdeY & lﬁ(ﬁ’{vs@ffigﬂa s@hﬁﬁigfpr&ﬁotésemﬁﬁuﬁ grbﬁged l:jS1g|nal1ng of
signal'i properties of i vi dua .
TE- 3 P AR dDHEN bRAAMEAD POy I HDAMERPY Pifashaiigt oels
p<0. d)lmt rte@fj k‘l‘ﬁa@ﬁjﬁcsﬁ '@ﬁﬁl) Thsd er@ﬂ%éeﬁ@h%@dphﬁ&&h YBRIDA-8B0Y hghiady tumour

adenovi ral transducti on fo achi

grow;r,h mtheapremﬁcf @)dmg pbecayyel 1gR1 (EBRIA S M ARe S RbMeE- L) coninjected
to acH eU% ﬁ]i ﬁ Tb%gl ahfi Mdlyacoﬂg‘eq{r%ﬁq%g P RE WeleBsiaP ShoriREH (n Hs, Yldided

eserve PAR2- agonl St responsi ve
ANO,\éA | Iérusltmﬁthkpf"és‘S(hQDI(EZUD\mmb lgrombpf W2dmat metaggmagells implanted

w1th?1ﬁ1% W&;[HI dol a5 59 09%8216‘ |3 E ed AHTVE &(ruskall Wall.ls *%p<0.001,

ence was ¢ n’pafa etow type T
*p<UBi)Vl la signaling in wld- type TF expressing cells

OB O e T
from(alﬁl ifitiatdiy) cofdctor e€ihk %oetgiu&ﬁsﬂ t:h&@aﬂie\m b hor=243@plafis| gn'ﬁﬁng\,dol-laceptor

gnaling required s tr
that Q}p\[eé patap! ggy \E%ce%uae %g‘l ?)%a\tfl-{-a,: Vﬁ%p@@}é E]ﬁlg %%Ftlragen it escapes rapid

feede %lﬁﬁ&d Wy th@?@%péfﬁemm @t}ﬁ»ﬁhysmgswdrl(mpml Hu:mgtet al., Blood 90:
e when substrate X was added with Vil a.

044-5 ok AT SFhetsby  méhoplesiotesica) Spsirsas THoy P Hgnaide PFOé’&‘?ﬁS Pegout
typlgapmgﬁ)F’(S{yacgrgulliy i f@lﬁ(fvll SabWatldn etch@ettmﬂofar%;ing s%hhl‘i’r%sl“ F suppresses

oagul a but also térnary TF-Vlla
tumair gma\rth pyovidiog d@gct Yidengpthat HapmedigtediR ARY a((t}z'eTgpg iy p central

mgng}lng pa{h%)'aﬁl ‘Eh%lt !h)fve's B%Gl%@leg f?nﬁelfeﬁaéhlt ¥t fhﬁ)mbm 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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activity of Vila which is necessary for proteolytic

cell signaling. Reconbi nant sol ubl e nononeric C209A TF
webkiomuisedsed Vila activity maxi mally at saturat PODUS2006/043313

However, reduced C209A TF had | ower affinity to

enhance Vila's catalytic activity relative to sol uble,

L B e T L

pathopliylsiotogically eslevent call stﬂﬁ@eln@bptmr k of signaling TF.
MADb- I(}|I O did not block catalytic activity of C209A
excluding that the antibody inhibits Vila
EXAI[\;E)LX‘! ng specifically to signaling TF. MAb 10H10 thus
Epitdpe Wssignipefeni atifddy\Speaifivee Signealing Rigned] aetwag e by

7 A6 o e 08 Pt W SR PR DERIOOR B Ml antibocy
that b8 gptlcHithlyp@tsignhling Atis@udiwagingle_ggumowgmmmmprmpﬁagv@ p&wild-
or W

type qré@g'fgﬁcg%)t]lﬁﬁ v CéFSS‘fvﬁ]h ge i ca\;ﬁdtaﬁtllé#aes\&olﬂ\%%e&tbyfﬁl)%mw ly Western

blottih® MWYEHGS 10X heFiSichtin GRAQAoRécipiating TV gt & Emutﬁaaﬁtsebldues 149
Reconbi nant . sol ubl.e C209A TF. ac vate FTF
and 1259,042% Al Qrindisgfingsniteneripeaigafion dr by sarkpyy t?r%‘ba ﬁnam 0

close TR &P m331v1ng@l§a§$ reRthe Qfic RMROENOUS preparations of
nonomer i'c sol ubl'e TF, the expression tag was not

cl eaved off from C209A TF yi el di ng hi gher nol ecul ar
EXANELFh¢ . Lower panel: MAb-1 OH 0 has no effect on

Nltl‘lIB\ﬂdeE{NWELlYJéng Sfi‘ﬂl‘eys'l&ﬁ’of TP ERatart ARGy BY PDI

Coagula Signal ing TF in Tunor Progressio

[d02]  Byceiodiabovanthe B ORal B hng AMEH et WRHSISESY Cape-Cys™™
disulﬁ%%@ﬁc\ekm écM?Bla Qﬁ'?&f% bLEMPROMIRE RSB Yrd ikt )frek €hiols of

ess the these respectrve activities in
TF ot bigh G’ maliﬁg Cel sirbase PP edsitlf tes tnam*gl@www@fan@ deritiosi@ion

o REPASHL B S0 08 L DEE, AEMO 13,2 Bt

enhaﬁdéqqﬂ' Johgiiléﬂt e&iVit®, wiitip preegsical cageltatibmtoirdedsh eittawadofNO) from
er eas MAb- d .si aIin.

PDI (Sheionsichd 0 nBoL Gt 74k S 4P WG SEERPETE b Skt

actlvgtlh% el of ?Iggmmcg@éd cﬁgﬁﬂogylﬁt%!ﬁlﬂﬁ?@@ T?@ acdalin §<bssﬁ>any,clhe b10t1n

swit sk s o Uh6Et SvRgo SO ROGERO QT HERHES (iols WE -

ethyllfrﬁféﬂﬁﬁg (I{IEIUI | cefiad 'MﬁB-Za%&e@Hﬁth& fé@éﬂke Eﬁdb@éﬁcé of @kabicvrid to
pe tched control

releasiOb Sdlyllar]ryedieé dlogkdde of gpeewq Snwﬂéi P%é Lﬂdélfﬁéﬁméeafl\f[%‘ﬁﬁlabehng of
TF nnmﬂlllcfp?&ﬁi th{ét@ Hﬁ@é gl%s&l% Bflcrts@or ﬁ%@ﬁl'vﬁs%ﬁas%ﬁd h previous

resu Xpressi on as no fect onin vitro
prioz44] erﬁest shown lﬁmgme 6atesu1ts fm@aselwlesmc!seaielthathDlz@n@esses TF

coagéﬂlgt ag@ yslp Ia élﬁt{'lf: OXId%'ng; ﬂé&? herr%\gﬁi \ll%‘ﬁﬁge}ge%g%%ﬁéﬁg)?gﬁt
throrﬂbdgbnlhﬂ%bt-owaﬁvepﬂreks ialthd vakdubaterer \Figf6h eloawsthat TiFe biptiraswitch

R T e

PDI LiftnQu@ Reléa3¢ ByricBrbadchinavs) spéatfialls in H\Mhmﬁﬁﬁl,opﬂwnpltatcﬂ from high

MAb-1 OH O suppr oma M4 ret )
o Vel A SReciTy B DiE GRarcr IS REMHoPSelp! S RDS 0w pgoaged MPB
1abel B3P thePnceBE GeUAR: A€ 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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regi nent of antibody adm nistration in previous

experinments were insufficient to eval uate tunour
wgnrewosesk net ast ases, we revisited the rol e obPCTRS2006/043313

signaling in tunour expansion of this nmelanoma nodel.

MAb- 50 retarded nel anoma primary tunmour growth, but

unour wei g : ] contrast to ) .
MPB-tebaigny @tTiFdmnaimbprecipraensigniiienthiuinciveded st ts iptesenca phescothiy acid.

TE- i i ng .t f1ai . LR
ol s pep Bt Shapd Wi fior I, bot aSHRROE SE RS feTRSMe.
After Vagb offthegsidand csdrggm; a'cﬁv}t/j_r bBTB feg$ﬁiei\:1/ :h%ghp _r’l"dmgltsehskas shown in
. tunmour grown, ,.a, I alLln - . 1S . CK
Fig. GRAGRATIR Db e Tt RREaas o Ao ppi i PaRE o
depen@&ltPD1 pAhRER: O thid expBiShent AN SHshed 2AIr brieNBHEL iIM Hg®" exposure

representative experiment,c MDA-MB231 primary tunour .
were igeehuted ih HEPRS bpffers bAceMéta™ 1in thy Rgsepqsrif évM|S@¥ym<nﬁr<mwsmde

(SNPﬁ)ml}/I'}@R@e?’% tg{hicMg‘ng 101 %%istﬁiﬁsgogﬁt&mp@ﬁtﬁmm &Nwithout
’0Ca ant | gy concentrations. Tunour wel g ts at .
10 pM @A fof temimutes phipr B ghoeraibdiOsey. Rhaidtamindicyig[that gddition of

reducgiglpgﬁ%%@ (&Pi—[lx gtgr?xer: B]%(Sﬁvn\%ﬂso EL%N%%&E%}}JgS%l @ﬂ?ﬁﬂﬁ%}uﬁﬁqo :effect on

TF acBwity b8l il @6mbiNGhth TIKEdagidahtlactivityl wes stipppeBed(Fig. 6¢; * different control

<0.01). [0245] These experi.nents i tify the . .
0 Foybisah Sadurt By A T R APty Basggon o T
indicdtRb iR iVeRGnCoTPaE iObrefd the IT€ dRQBTNM| ROireRtscAICESE té gick S-
~non-coagul ant signaling co-receptor t#at drives lant
nitrosoglutrgiiensyand péditiersed SsnigRzaaiuRihioRe Wiy syhiGiut £q pRiges | coagulan
activ‘{?;j nds substrate, it escapes rapid feedback inhibition

y the Xa-dependent TF pat hway inhibitor (TFPI). Huang

et al, Blood 90: 944-951, 1997. Thereby,

EXAb(_bRIIIEJ%hysi ol ogi cal upstream TF-VIla signaling proceeds
TF-Viid éﬁgﬁﬁlir&mqﬁﬂ%s TR ARE @bMplx Tewinhtion hat fol | ow

coagdl ati"on ‘activation. Targeting sgra,nal [ n% IF N
S UPHI0E s dditionatsindieg %\A)ﬂiht,rat?s?l@\ﬂ%ﬁr%bl oatethat dir i gignaling

.t hato oTFs-V ' ks Yiat Mb-5G9 Bnbei¥pfedipitation of
TOqUIESP 3%3%%129‘!0@% ﬁgﬁﬁgt E%%& %E\g?hol ogi es i n‘grg%ené) éﬁtl one
g A .
PARD frotitighn@d’hcadls grebiolistgd by He \m.etreaﬁ@enéxgzﬁpﬂesh@ws et MddnkOH10,

t hat . di sul fj de ex t f bl -
o b B R TP 008 RADUEYRCITHELL S, KB bt
medilin@b0Ii mialitef with thedndicaatantibady addIF wasrdstpated iothy PRt ch
. may beexploi .Wo'f 'poten a tnefa i : .
immgogy PaHBURA BREGHIE R PR Fa o ATaE Shoir e e ASPAR?
suitaﬂ@‘éﬂ@d@»%y grioﬁh' Qdffeht Speddsova rat/ai%ablel fo:SWleﬁtagdalmSténg pEfi@rb, shows that
EXAMPL Epi t ope AsSI t . for [ . cific.t
MADS] BHAIPpgor BB TR B (DA™ B €28 SHbig Sas MAB-10E0
does Gibf ih‘gﬁﬁoﬁ%§bﬁeﬁ@§ Bémp18% cdMinihOPDO, MaBrBde] @haivere
~antibody that binds specifically to s nﬂ?l n]%t'}sﬁsije
immérppresipitateh with Mytp-8C3 ﬁbMAbnme&ﬁlnéHoﬁFil’ gl‘i > gt or thiol-

. WM ghutated soluble TFl -2 18 with the
blon%%ﬁ%éﬁgldﬁgnti bodi es foll owed by detection b

st ern..
bl 192511 ghs detisnstekcan FigtkerMAbSGRhag Ao offeet on TF-Vila signaling, but
i nopreci P i ] Sk FTH esidu@BodA9
Show&?%}%& ° gl\ﬁ}@I%V{j{ﬁ\ig%)‘ﬂgﬁtl &ﬁ‘g?’%%t"?%%p“té‘g?t ope | .ocalli Z +(i)cg§ﬁ
immintoptdeipitard boumiblex ef TF math PadPefiam bpCaFcells (Fig. 7a). Hg™ treatment to

release surface PDI from TF abolished PAR2 complex formation with TF in MAb-5G9

el L0HLO. WA s, oRAk '
MPB=abeli \gl%}h?{gﬁfhogpﬁg %%e?ﬁl{ogﬁa?&lﬁgﬂéﬁtg) psqylc'llnlﬂl { kf@lodbdsitite,

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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close to or directly involving these residue side

chains. EXAMPLE 6 Nitric Oxide (NO Dependent
weuppveseskon of TF Coagul ant Activity by PD [ @241js2086/043313

not ed above, the nmutational analysis showed t hat

breaki ng the Cys 186-Cys209 disul fide renders TF

st O rROE R ) RRE IE g MU 1T e

signalsigy aeerrElled QamaéduzesTF-Pam-cnﬂmnmmy]branpmoa ridnlike MAb 5G9,

s ST T e e TGS R TS P i s
antlbdd@%%véfﬁﬂ tHeGoidiion 6£a ddmpleaigudlaint TECPARR tyd PRhi Tdkemtogether,
I cal_concentr

e R ot B s 575 S el S5 v

of TF&ASBARF4Hat PRPAG) as 4 RESE dWikh pes@tbilitdct YF-OMIRi cell Bignaling and
activating effect of Hg2+ involved denitrosylation of

coagubgtion aqtiyati@ess this possibility, the biotin swtch

nmet hod was used to detect S-nitrosylation. After

EXANIFagkgng cellular free thiols with Nethyl nmal ei m de
(NEM, cells were MPB-|abeled in the presence or
MategiglsamddVlethodsscorbi c acid to rel ease NO. Sinilarly,

3&62%&(13‘ kg&é‘eﬁge cehofidRs f&cku@hﬁnm&h afd SMbb @igawercasicabed
bel | n% 'I%: I mmunopr eci tates in the presence
previgxslysas dtonbibe Telbomdngmeplinss 0881 RLGD 48lpxias S SBAGA (Faessgen), anti-

ERPS7 J@ggtgte (ST'E% etuﬁldfy[ @%%)&Hﬁfﬁo%ﬁ‘lqm) NEieAbEPILB&Y, tRtracin,

resses coaqu

Ivity inanitric
phenyxisile oxidp E¥iglemt R@Wzﬂd\@}d Ruf} ﬁmcnléal‘i Head. SgiulUadid8n7 R 77E7, 2001;

Ahan\llegi E?g?‘gp}ézo ?Lemolggxgﬂﬁ% 2%?‘#??6?%%6% k?:@ﬁals V'\]II C%ZLBZOZ 133: 293-

304, n®ihRaf @bl eBzodzHamoJf W38 g8, 1/9911 hMbrristdyN elt, ﬁlihqu’mlb Rei Q4 7-61,
(NEM) detec [ PD)

oue keSS 47 30 P8 2 SR R o

102: B9YELUPOP) 208 PBaGE R %ﬁﬂﬁpﬂi‘rif@ﬂ vigaZHilaetidnsand Wstdd for absence of PDI
specificity for +Cel | [ nopr egi pi tated PDI

deargiaTio B A TR o Srta. RGP IRy BBt e of

TIQ@lsm@ﬁl éz«lt@RM\gb@Bst f mf?@t@,: | (SE@H@SN@BNMWPF ﬁmtan&tveere
nol ecul ar wei or al so a

exprassaghin Gpeadicas ﬁp%gcab@%m Sgong.ef @l ngiw%ﬁ t¢g§§ﬁ a1{§|9 n of

F[Of’%gecﬂi S&’dnﬁéﬁ th g RiBIshiRs ﬁWhE wermﬁﬁ ﬂi&‘ﬂatalfeé ﬁ@ted ﬁbo@la the 5G9

de wth 1nmM i odoacet am de prior to"NPB-|ab (91
and W ranigrodis plelo daonribed wEPISBRBGR Mefe Pt a3 fRT BHLo.001,978.

Hybr\llgo'ings é%&%én‘? %Qé%tt@g]agﬁbodwfg ﬁave‘%%@ﬁ Hé}%sﬁgd pm:suant to Budapest Treaty

recipitates si Icantly 1'ncreased in the
requ1pan&misnmdl thé ATECoombViar. a%,u 1987 pbasgipnadiacogssion ppmpay HB9382 and
HB9{{E§\S;t ed egt her Hg2+-induced activation of TF was
RSN After washout of the oxidant, coagul ant
aC[mzsq]t YCetif Cultard, €AV BE6 whieghainidined argistnsdiceds as Hesarbddn Ahamed

o 5430 FRI50245  BR EAEERE L A fr
was DMHM\BDO% FBS) ZtIHMSglﬁﬂt&mﬂfel mndsw Ce¥lduburapshiedemfsplirintor i ef
keratpogytﬁ'ﬁ]F géquer;gpegi 56‘%1, ;g%ggﬁ%g §%gl-8 lHEJIIcE}Er%San ls'l\fvf’c&led by adding
2 mM 'daxqgﬁ%fl?ggsgwllﬁﬁﬂg\%lﬁ}ogﬂé\ﬂcfoﬁ%ﬁﬁ& @b uM;t For @H&\IA G&ddkdovor,
HaCPRGIRorertmionied ey ABYo OB seae e G P T kg
Blot%&cﬁgé)ggg @g& %®§¥ecﬁ% Eémd?écog educed gl utat hi one

onor sodi um nitroprusside (SNP) al one
haj@288] efifrertdnaband 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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TF activity, but in conbination TF coagul ant activity

was suppressed (Fig. 6¢c; * different control (p<O0.05,
woO-20@mise3spean  sd; n = 3)). The vicinal thiol bCoakseros/043313

PAO prevented inactivation of TF, indicating

i nvol venent of PDI to break the TF disulfide. NO

s SN B A A, S a oL b cocansie b

mM gswmme SI9) miv PRI Ia]mbmrs tiexel ddyled Ebth_eEpﬂor'ltFSWubﬁon anti-TF

(50 ity b AL ED w5 UPLP AORPR s APl

bacltrw@m thivh Milradis (Zﬂ)()alll\{)rvgasraddﬂdll rogtineljHo I@;&Fﬁiidecthmbaxmgnahng MAP

ormation, Fi a, shows
Kinas pRAGPRSEBIAA A AR SRAREIeabns er 0 3imts of geqit
stimuBRBh b@%ﬁ%&}mehl%?wm&ﬁm&aﬁmtme PCR. ARmahaw, Bload 105: 2384-
MAb- 1 10, not MAb-5@, perturbs the TF- PAR2
2391,28Apl ex. HaCaT cells were pretreated in serumfree

”E@Eski? Tg{@[z st PacTUgWILe, %Zﬁreﬁpz‘z‘diﬂh%%ﬁ@aﬁﬁzhgzﬁngeIWere
et ec ed Int I Nunopr eci pitate, Loadi %/I
Washmﬂd@heﬁew\mrféERﬁ&bLﬁ@a‘é’ﬂb 16 reMecalcmpahl ifreithsie E 1 MPB or

0.5 mBf %ﬁ@ﬂg%@ﬁ@ ffdr i tﬁ&ﬂ&}ﬂnﬁﬁ%ﬁﬁﬁ&@&ﬂwé El%%'t}ﬁ&le%lsMPB

7/c shows
Tris PMANHEOirhrdbpeesipitat ons fiwondpmBoi-Pictylp €)- Em@yﬁfmomde-bmqs used

MAbs %ﬁﬁ ,S?‘ﬁg?dptf)?[);}’fl& \Agsc%/ﬁgfeé‘seem%g dr%evﬁthﬂéoabﬁu-TF anti-PDI RL.90, or

streptWBmL@&T\lg'éd GBtskadidepe& oxkitang m«;rpﬁcem cxetebadsre Blois tvhreMigitiRGTor
| O and probed _for PD,

denstiomesy BRiag NITITRAESSFioh: Chllamee SF‘H% 9} picRar Y souiuEaer o

antibgdi&%lecoﬁfoc%ﬁw@cﬁ@oﬂ?ﬁfgln@Q NkéETE2000-Ulnicydscapes Ogtied] kdvgions of
howed strong reacti vi ty wi th coagul ant and

each fluerophsagigreamerepbeing AdobyPhofprios. ant i body
H;fg&;z? I‘Fefh'oﬁ?;l @ﬁoﬁﬁﬁi@ye%@ ex1¢MDE- MBlelIEﬁF&%lli 6mr5x106 M24met

2+ treatnment to rel eas

cells svarefraized With lfrmg)M\A'bFl Oaﬂ Y M@hé«ﬁ%ﬁp@tm pitedRd ﬁgﬁh@&IB bp) in 100
n . TE |
ul Pl%ége Slnj\e,:\%t?cg %@%ﬂ%gﬁ?ﬁ%@é@@dpﬁefﬂ@fe@ﬁ P RIDERLEBIRL0RE).

ect on the reverse
Jessais@ atj Riot.avurbH cdESwi UhS. BARY: 1375611316 le 20¢H; Mucler ef plut Proc. Natl.

e PR PR, MR S 905 o
sacrif Y ti@b@at gk ivbrerdedtiniaed. PEN@ARZvas used to establish differences between
ErouR G RS SO BiEss PR B g 9ot SEEel B s B4

| Ndb3Et I WHer AAdes bRk uSeElivéih @ phjpsiey propertitd) sudhais mafldcolar weight,
of a conplex i nvol vi ng

or chppisal Horieh S8 Aehe b EE BT MBS 27 Afombipgy s of

rangt% a4 cifﬁ e%b%@rﬂe&s%eré’[ﬁ%' intéhded toByscbani cal |evel s
TF and t hat PDI acts as a regulatory swtch

betvveen di rect TE-VI 1 a cel™si gnal i ng and coagul ati on

ac[ﬁ)hé@”]t 'ﬂppu%%gkgecﬁlep@s%a&&kssan@Bgteﬁ{baﬁaﬁl‘?@ﬁons cited in this

specification are herein incorporated by reference in their entirety for all purposes as if each

individual publication or patent application were specifically and individually indicated to be
incorporated by reference for all purposes.

[0260] Although the foregoing invention has been described in some detail by way of
illustration and example for purposes of clarity of understanding, it will be readily apparent to

one of ordinary skill in the art in light of the teachings of this invention that certain changes and
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[ 0252] Reagents. Coagul ation factors, inhibitors, and

anti bodi es were described previously or fromthe
wbabd7msbasg suppliers: anti-PD RL90 (Al exis), BeARND6/043313

(Stressgen), anti- ERP57 (Upstate), N -(3-naleimdyl

propionyl) biocytin (MPB) (Ml ecular Probes),

[ a gl @ li;;lltm'r 'Q'i: RN 0oxl
e e Py o e

claimfhanmed and Ruf, J. Biol Chem 279: 23038-23044, 2004;
Sevinsky et al, J. Cell Biol. 133: 293- 304, 1996; Ruf
al, Biochem J. 278: 729-733, 1991; Morrissey et al.
Thronb. Res. 52:247-61, 1988; Dorfleutner et al., Ml.
Biol. Cell 15: 4416-4425, 2004; and Dorfl eutner and
Ruf, Bl ood 102: 3998-4005, 2003. Bacitracin was
repurified by gel filtration and tested for absence of
PDI degradation. Rabbit anti-PAR2 was rai sed agai nst
KLH- coupl ed peptide TI QGTNRSSKGRSLI GKVDGTSHVTGCG ( SEQ
ID NO5). Soluble TF nutants were expressed in E. col
as described in Stone et al, Biochem J. 310: 605-614,
1995. [0253] In addition to the disclosures in the
scientific literatures noted above, the 5@ and 10H10
anti bodi es are al so described extensively in U S
Patents 5,223,427 and 6, 001, 978. Hybri domas produci ng
these two anti bodi es have been deposited pursuant to
Budapest Treaty requirenents with the ATCC on Mar. 27,
1987 and assi gned accessi on nunbers HB9382 and HB9383,
respectively. [0254] Cell Culture. HUVECs were
mai nt ai ned and transduced, as described. Ahaned and
Ruf, J, Biol Chem 279: 23038-23044, 2004. Human HaCaT
keratinocyte standard culture was DMEM 10% FBS, 2 nM
glutam ne. For |l ow Ca2+ culture, cells were split into
kerati nocyte-SFM (I nvitrogen), 10% cal ci um depl et ed
FBS for 48 hours and switched by adding 2 nM Ca2+ for
24 hours with or w thout cycloheximde (50 mM. For
si RNA knockdown, HaCaT cells were transfected daily at
40% confl uence with 100 nM si RNA (Santa Cruz
Bi ot echnol ogy) using 2 m Lipofectam n 2000 (G bco).
[ 0255] Functional and signaling assays. For signaling
experinments, cell were equilibrated to serumfree
conditions for 5 hours in M 99, 2 mM glutam ne, 10 mM
HEPES, 1.5.24 hours (MDA-MB231) or 10-20 m nutes
(HaCaT) in DVEM 2 nM gl utam ne, 10 mM HEPES.
I nhi bitors were added 10 m nutes prior to stinulation:
anti-TF (50 ng/m ), rabbit anti-PAR2 (100 ng/m),
anti-TF (ATAP2, 20ng/m , WEDEl 5, 40ng/m ), bacitracin
(3 mM). Hrudin (200 nM was added routinely to
excl ude thronmbin signaling. MAP ki nase phosphoryl ati on
after 10 m nutes and gene induction after 90 m nutes
of agonist stinulation were quantified by
Westernblotting or time PCR Ahaned et ah, Bl ood 105:
2384- 2391, 2005. [0256] Cell surface |abelling,
i mrunopreci pitation, confocal inmaging. Cells were
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washed and | abelled in HEPES buffer with 1.5 nM
calciumchloride with either 100 MM MPB or 0.5 ng/ m
woOlbG 7msaisen at 40C for 20 m n. After quenchi ngr{TAISRIG6/043313
reduced gl utathione for MPB, Tris for NHS)
I mmunopr eci pitations from 50 mv
oo Ot yl - b- D- gl ucopyr anosi de | ysates used MAbs directly
We'Cldtpi ed to Dynabeads for Westernblotting with goat
anti-TF, anti-PDl RL90,'or_streptavidin-con£u ated .. .
1. hamsthcddbsinhipsingor sppeestieg tisspofarier/fetor Yiladh! N%Iaéﬁlgnalmg na
re digitized, f B ingSth Mhi REES6H Qfnalin
mamnfip s SRl Eipr e R Sh R loof 9A51BEH ABaline
to the @iahinfatigh abjdegwherif the athibitocdass vetgytetfeterjthdherjorigsis 1n the
EEZOO -U m croscope. Optical sections of each
mammaligd SYchr wer e merged usi ng Adobe Phot oshop. [0257]
Turmour Growt h Experinment. 2x1 06 MDA-MB23 Infp cells
or, 0. 5x1,0 &l ' int Ao sis-related disease,
2 W ?@f%‘,’@ﬁ%‘i@“g@ ﬂ%%%@%%“ﬁ%% S agél%g%ﬁ Bl 15)
a neoplastid OBedst, dPBSlaamohtion] ect ed subcut aneously into 6

week-ol d, female CB- 17 SCID mce (Taconic). Jessani

et al, Proc. Natl. Acad. Set U S. A 101: 13756-13761,
3. 20Beimetiiébf daimet whereinphegshibitertdoes gt Fepvergepagygaiop getivation.

11832-1 1836, 1992. Tunour vol unes were neasured with

callipers and at sacrifice tumur weights were . ..
4. d&hemaihadef clanOvrhogs Fé¥Ha flsnn@g@ﬁ é%@p%ﬁieaﬁ PrREpigin igltide
: groups and significance |levels were determ ned
monmgégggﬁ?paranetric Kruskal -Vl lis test. [0258] Wen

ranges are used herein for physical properties, such

5. AFh0RleBoHLAEIaMEL SMbreinOTF/ Vg BefdingPrapevih petcass antivatad receptor
chem cal fornul ae, all conbi nati ons and

2 (PARGbconbi nati ons of ranges and specific enbodi nents
therein are intended to be included. [0259] Al
publications, . s en

, . pat ent . ;
6. aE&i‘F method 9f slaim g\éelie?pe ﬁ}“@ﬁ’étgrgléi%fl %tgqol a‘iﬁ? g}rlaél %grrnéclalnent ty.

i ncorporated by reference in their entirety for al

pur poses .as jf each individual. A [ DA
7. BB Ghcla £ et P BTG R ARy oE i piseRbRlke
molebuldlhfaioaBe biadig spaeifitpof mbmutldnyl antibedyeEH Ofpseduged by the

.purposes.K£0260] A%%%gﬁ%% %he foregoi ng i nvention has
hybrigerah with dd/Gpaegess pu 841 by way of illustration

and exanpl e for purposes of clarity of understanding,

it wll he readily a rent. .t o. £ ardj: ' ced b

| Teetgdiori o e B e fltyRistRollonfafiRREMOMED bloduced by
the hiRlor@evithaA TCC hektgamunareHBYEB caf i ois mf h ma thereto

Wi t hout departing fromthe spirit or scope of the

appended clainms. W'eMM " 1. A nethod for inhibiting
Or Tl icaim tli vetsen fha dthiipitor indilats the bindipgref tytissyp factor by

9.
signal i.ng, i mannal j.a ' he ber HB9383.
monlF Py DO e e RS g e 36 B mumper 52
signaling to the mammal i an subject, wherein the
i nhi bi tor | f AliGioMabdy ReBHiaRd Binllifg td1@sue factor
10. ngﬂ%ﬂpvg%i@ﬁ%ﬁggﬁhm%gﬁﬂ%ﬁgﬁﬁ%}hod of clain11nﬁh%rein
by mbhel@iabjmibbds 569 proguder dpniterhybridinowite ATEC aspegs ggmber HBI382.
di sease, a neoplastic disease, or inflammation.

11. A method for treating or ameliorating the symptoms of a disease that is dependent upon

tissue factor-factor VIIa (TF/VIIa) signaling in a mammalian subject, comprising administering
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3. The nethod of claim1l wherein the inhibitor does

not prevent coagul ation activation. 4. The nethod of
woleiosdzseherein TF/ Vil a signaling i s dependenPComns2006/043313

protein disulfide isonmerase (PDI). 5. The nethod of

claim1 wherein TYfVIla signaling occurs via protease

t0 the‘%&i‘%fﬁ‘?hi%?aﬁéﬁlﬁe It %?etct?ivé a?n'%%%? of a@o@%ﬁ;&@ﬁi@ﬂ gﬂ].lﬁ{its q{ﬁwm é}t%naling

or'1s an antibo or small chem ca

but doesHidt interfefe with Gissie fivad nediatiddemoSasihastigitys t he i nhi bitor

Is an anti body or an anti gen-bi ndi ng nol ecul e havi ng

the binding specificity of nonoclonal antibody 10H1O0
12.  pThouetbol biclaimel 1hybereiddhradisoasctis aATeplagte disease ftgagiogenesis-
dm:{gQBSB. %. Th%ﬁgethod of claim®6 wherein the inhibitor
related dISGA3H S IPEARI™4R i body 10H 0 produced by the hybri doma

wi th ATCC access nunber HB9383. 9. The nethod of claim
13. 1Tﬁ‘@ﬁgtﬁ{>@ of i NNiRLARIhd AR 1t 8 brdag: thiBckirigeflontad

ti ssue tactor by nonoclonal antibody 10H O produced by

the hybridoma with ATCC access nunber HB9383. 10. The
14, Wh@@&h@é oA 11wk BlemetlbGadinduiibity RITRIaedatadEoagulation.

inhibrt the binding to tissue factor by nonocl ona

anti body 5@ produced by the hybridoma with ATCC
15. aGees:Sthod pb@ksinHB88Zein TT/ VI sigtatinglisfdepertde anipngeio disulfide
i aneliorating the synptons of a disease that is
1somegspendent upon tissue factor-factor Vila (TF/ VIIa)

signaling in a mammal i an subj ect, conpri sing

adm ni st er.ngo’ rhj .. a_.ner.ape’ i1
16, artORRETER oL EOHpL U RO HRTE sochi Ot peie R recepior
2 (PARYY. does not interfere with tissue factor nediated
henostasis activity. 12. The nethod of claim 11,
wherein the disease is a neoplastic di sease, an , )
17. armk ageioesi shet at eterdinsieamepound is ah kuithedy posmalichemiogkentity.
nmet hod of claim 11, wherein the disease is a breast

tunor or nelanoma. 14. The nethod of claim 1l wherg_i 0.
18. t e hethodtodslain AE whereinythd eompoupdidian eBiibody a5 2tigehdIndng

15, 1he nod  of | (Mb?&a |iRibddy/ N 18 prddin@l byne
mOIe?‘ge lbaé’%ﬁgcggﬁlfl 818%5 18 ﬁc@?ﬁféﬁgu |1(eiéémib§3/rrer asg? 16. The
hybrid®@hdatth afTC aicess himbdrdiR9383.TF/ VI | a si gnal i ng occurs

via protease activated receptor 2 (PAR2). 17. The

met hod of claim 11 wherein the conmpound is an ant]j ?@d}/ d
19. orThemedtiodciielring 47 whateintthe congoumthis menoRigaal gatikqdy;L ] produce

rein th ' gpidsbody or an

byﬁ%ﬁﬁF gﬁ@ﬁwﬁﬂgﬁggﬁgggghﬁggﬂgv?ng'the bi ndi ng

specificity of nonocl onal antibody 10HL0 produced by

th . b ha AL REQERRIDRYTRAMNIA B8 buk QoesHoeblock
20. né?ﬁ%ggg?ggﬁg?%#lékm%%?%Ln the conpoun?ﬁgg monocl onal dth
coagalatidnh e ynel@d omprisidg measulye e APBCRABIARSHCE AT AfFeicompound the
bindi%g B %v%enn(lil)n;%earntit@go%%n antigen-binding molecule having the binding specificity of
monoclonal antibody 10H10 produced by the hybridoma with ATCC access number HB9383
and (ii) a 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/VIIa signaling but does not block coagulation.

71, The method of claim 20, wherein the antibody or an antigen-binding molecule is the

monoclonal antibddy produced by the hybridoma with ATCC access number HB9383.
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20. A nethod for identifying an agent which inhibits

TF/ VIl a signaling but does not block coagul ation, the
worbtdTadessonpri si ng nmeasuring in the presence orPCaSe6m43313

of a test conpound the binding between (i) an anti body

or an antigen-bi ndi ng nol ecul e havi ng the bi ndi ng

20 SRESHLIGH b o8, JTONRGLANR 80 h RO (GO LadLIGR Y

access nunber HB9383 and (ii)
compa@amtli ssue factor pol ypeptide;, and detecting an
i nhibition of said binding in the presence of the test
conmpound relative to the binding in the absence of the
23. t &hd metbopointaim 20nBribpycompEsing AoiFsinean uiory wiictpf the

oo knhibits TF \ | i gnal i ng but does not bl ock
ldentlﬁ%cgag%ﬁ]iﬁaotn itlg%u.e\{lﬁa%sﬁf‘%@?%‘ret hod of claim 20, wherein the
anti body or an antigen-binding nolecule is the

. &J‘ijrg)‘ﬂ o Avtet e Ao\t iR iddrtiied agent on

24 g?@%ﬁ%@ggégﬁﬂﬁf égMEE£38 .$ %2.""h$he"neffib'd"of °

tissue d@dorim@ipteddoegdiitont he test conpound is small nol ecul e
organi ¢ conpound. 23. The nethod of claim 20, further
conprising detecting an inhjbitory effect of the £

25. i depmetpédf egiano, &h‘gﬁ cogpaising € GpntaqtgRApithgpressnce oghsence o

the idgﬁtﬂg qgé?l?, aGls@leM@8 polpebiR Wil P ilofiddMshallitR6dy HGI prdduced by
effect-of the identifiTed agent on tissue

the hybeidomoa with di Tl Garces agwben RT3 82 28d (i Heteaingnodnigbitiep af the
20, further..co LS ' t i SIREEBEIEE
et gyl RO IRIN R Blo! b m BRI RRL iy S8 IO R e
hybriguahyWipATEE ascdshntrhleer #B9382.0nal anti body 5G9 produced
by the hybridoma with ATCC access nunber HB9382 and
(ii) detecting no inhibition of the identified agent
on binding to tissue factor by nonocl onal anti body 5(

produced by the hybridoma with ATCC access nunber
HB9382.
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