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ASSAYS AND METHODS USI NG Bl QVARKERS RELATED
APPLI CATI ONS This application clainms priority to US
wonroewvieenal application nunber 60/ 708, 677 fil edTASQUWSH31785

16, 2005 and US provisional application nunber

60/ 808,076 filed May 24, 2006, the contents of which

ar e i ncor porzgsays reweMertHops resfise aaxomarkeREELD QF THE

I NVENTI ON The inventions described herein relate to

nmet hods and assays_to detect biomarkers predictive of

sensitivity of nenArEadt et dREIONS Ano2L/ TRAI L and/ or

dedtli peREsPotongdAint itk bodites USMorevipaeddlc ubarigstion number
60/70B B TNVENEE ORSIgE eiLd), I eb@ eatd dEt ng\ﬁ.ségﬁjalas S:‘lcat::_on number

60/8‘6@'637@ @?%e%cha%lo%4ecgb@§ %ﬁéoc%n%ggtd Vc\)nft thch are n:lgxc[o Q/cirtag;ed herein

by rfe?erenx of proteins whi'ch are di cti Ve ©
0 nial i an cancer cells to Ap02L/ TRAI L or death

receptor agoni st anti bodi es, such as DR4 or DR5
agoni st anti bodi es . rEACKERGEMD TR | NVENTI ON

\‘ﬁfel Qﬂ%ntEm%E%%edeﬁ etlgrais’e]]a%l opgl %8%% gn%sfusg.g/édto detect

crosis factor m have

bl°"‘ar " ReP L S e P oseedlsé’ﬁ’é’ﬁﬁys‘ti%ﬁ‘amﬁéﬁﬂsce&ﬂé wmpzwmm and/or
deathevéchgt@: fagenint abhph®di eI NFIekp etk icullanlP) HMRCEASINSions herein
relatactor hedtdb" Thik- beta)s Whlchymoﬂo@ec@ Qhaasslcrated with the

GalNé e a e redjictiv
y@@%ﬂ%fbﬁﬁ gdé_-ggggél I) Ca:th el%% lef, d.ﬁav:.ty of mammalian
Cam"ﬁ %ﬁrﬁ ,&60A11°%11/ 3% Pal %@&We]f%@%%r P@O%‘SStFa%tﬂlbpgafrﬁd gnch as DR4
or D@gsom%sgamlbodmo 2 ligand (also referred to as Apo2L

or TRAIL) , Apo-3 ligand (also referred to as TWEAK)

APRI L, G | i gan e RANK | i gand,
QDF, . or q'ID'I'-\’AI\IC% %"31%%& GJF k E'eqNBQNﬂ &rred togas

Blvﬁélc’”éA#g%?d;rﬁmee‘f@éérs ebfglongmkt@néilﬁ therumecTosis factor
(TNF)ReWmfamlgy421@va3@eGQIQODié)'ltlﬂ&hlkelmazuheal’adtDl XiTheluded among such

ligarfol Eﬁ@&wnoﬂ%cr&%fl&gﬁ* Qﬂ&&s) l'TN%SQ ggrt)51s factor-

eta r I o) l i 5 " ll

i).t ré(jﬁ\m kggl%ol J_Ce ZI! E%c?éfg % a((:lfggz% aczﬁxn.rg%eté% ﬁ T beta , CD30
g éfeP%?]c]elgani'cacaaé"ﬁl ¢ipils OX O'ngﬁ%fbeé -3%%- Yigpnd, LIGHT, Apo-1
LigandodRdseyraderadd to @el Fas 1i@4nd8% 5085 (200H)], QLSS Althnd (also

referDeWREd &OZQ;d),ZL85r3'3i1&'1.34oﬁpc(—$99.§%andsc(r&ﬁrbcd ?éfe@!:ed to as TWEAK) ,
APRIIPr @§G 115%& (albéQJaQEféS.:@e 36% {fgjan%) ’ODPeaI ! r E)(] and TALIL-~

| nmunol
GjSeqN |ee§ ,etAséq{enaz:., Nature

L (alegy refer’iﬂ%iér'ﬁO aﬁ?iliiézﬁsﬁ?\FizejgoT%ﬁ
Reviqummg 120y 43 Q3; 6732)682.51@1691959 anBr bisnitngseitenad, .281Cedds-1308 (1998) ;
Ashke?3z847nB56i x4 £ 993)zr Ardpiihage.at mb1., Nat lé“s§+26%57(2§90)82 Golstein,

__9_77_2_52|Curr (1392), m5g]¥5@16(%§9p)u S Q ‘]gﬁ'nu%{ryjrg’fe%eggce cademic Press
2000, ages B§’7'Pl2111| she JU| y 1; gkg Ce 5 él| A01 ° P :
(ol slenget 1998) Cobhi cHépsEtcEhe (B1014) Gruss and

Dower,  Bfpes.. Behé%ﬁs 3209 Q@&@L 324MmQd( $897) ;, Hedne Bétlal Acad. sci.,
83:1831. (1B8p); Medltryl88:all85:k198. (AN , WABL284367) ; Plttl et al.

) o] dJ | Lshe Oct
3199]?3?5’ Bllcglglgh w%éflagg.%%g%ub |sﬁ/e Q’K}géy UP gg "Wb%?té" ret®1673-682
H&dbants, “oas. 6 265 S(1959) . C8fY) et rgitage Pt al. Nature,

357:80p8% 04§12 Bi d1°. , 951680 EuBDIGhed Suhneider 1€t abs7;, @o. 97/25428
publiBkey Jvag 17189917747Ma]r256rs(1&9931, ,Mégbppaghyay %tsﬁﬂ 528 (1998)

Chlchépertgl:ﬁ’e etdagm ’Bl%Z4 %%78 }7%9§}40(11?%4%)0) dhﬂgﬁ h%g\%o

Exp. r\éa({ gg%a e[l | ul %r {esgonses di ated

S Ral%y 1mWPP%1{2é’626)PuPF13e?f}edb~Flﬁld’ Ag %088; W098/46751
publlg%,%]:@be@epp r@@épttm/@s/lsszl published May 7, 1998; Moore et al.
Science, 285:260-263 (1999); Shu et al. ; J. Leukocyte Biol., 65:680 (1999);
Schneider et al., J. Exp. Med., 189:1747-1756 (1999); Mukhopadhyay et al., J.
Biol. Chem., 274:15978-15981 (1999)).
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Sone, but not all, TNF famly |igands bind to, and
i nduce various biological activity through, cell
weund7aeels?’deat h receptors” to activate caspaseBCTaIS2006/031785
enﬁéﬁgﬁthatf carry out the cell death or apoptosis
 patTiiy (SalveS8acsl e lulaicelqsPonees: swdiauesl ((YOGPFh. TNF family
ligapdg| tRiddrarily thttircabdrs thbit HeinfiMe recepe@ific cell receptors.
s,omeaﬂao_etr frggiahm,iqzﬁgto fafmgg C%Ii%ad@é %iﬁﬁgtoTNEBh,inﬁP'E&arIég 'biological
activi ' & h, ’ ) 3S pal20,
i arsety S pr il g keGP iven comeees, o
a25° TRAF LEHY, "‘Iﬂ'fie5t(iz‘(eaF%JdL FERB 8 2PPLRSINFELIvaYr (Salvesen et al.,
CellTRAL L4446 OERT) - DeR2clwsticepoat eger imembéRGos, HRANKNF receptor
supeafihiApOo4iertale sai ref efated ko awrRRR3 TﬁﬁRzgR%}, (&eﬁs, CD27, OX-40,
CD30€- @34’0,Wn% .’(ai\?g %@ex@%\él gg\saféﬁgo‘%gagfl%%ég?%%égglso referred

to aAS*&EEPf?%f and Di xi.t, Scilence,

Rs HRATASE andhDi L fO R redpih. 2sCdPP-Bi @ .TRAIL-R2), DcR1, DcR2,
oste@;o}gg@%@@%@%@%ﬂebm (QUsa reBidled to As7iHd- 6b3rravp) (see,
e.g.(198HenAal | ambrudyt mkiiBRs Rebesrnegs, , (M‘?‘?mA%hﬁ’ér%%% and Dixit,

Sci‘e%@o’zsﬁ?%%%-ﬁyo%' 419’98 %8%§%e%z%ga\i\r§1r Hiﬁfliggloplur’r.. Opin. Cell Biol.,

] : -5 (2Q01); |
S L b e e
Refexgyee, 1@92¢emgﬂe€§_989y§)08rD@E’ld$au577eﬁl.'a;| LockLOE et al., Cell,
104:Nat-bo1  Amad) ; Seituss, afid: Bdwet- 3%330&,1%903578[-:'?4&417?1%9‘53’)'; Hohman et

1. pybl ished h ,20, : - L
1., PH! Eﬂe Cﬁ@ﬂ'g 2%9.14%?9—61%493?e?’§9(\8g2[t|E%oc%lj}?%,%lect(efégo)l?roc. Natl.

 ncaa®J5 35T TI9GY ;. Scha -
“=Senrth-et—al -, ocience®?) i248P : 161553023up 1096}, Meech s20, 1991,
. hoetgghey| et alpno&elNatqLl:35AcHP205ci Schal] 333:22830€2834 61:361 (1990) ;

smiti{ k393);, Goodwie) etsaloio,io¥bl (14BNl . n.Ri8l et 1al., Proc. Natl. Acad.
sci.115830400-3@26 (1931); ﬁ/{% etmé‘?_v'agl. ,etMc?J!_n,;.cglg.VBQidJl.',’ 11:3020-3026

14 -1410 (1 ; N i '/ 51 W 2 B
(199§;;1gg%lefﬁ%%cg ng%%.;, %gr@eéﬁoaﬁ-llzllg Nétga)re Mallett et al., EMBO
I-r 3328759879 (1P99Y7) ; A@hewdvepoet i ctle, etNaaire, 1390:Bisok7s  (1997) ;
chicxlgggn;igileiﬁ: ?%40]3—.3%%&:0. (clﬁﬁil?);zﬂa@_zﬁil—ghl-o, 7(§§§éﬂgcg,a§ et al.,
Scie tavklq ) ; goi RN : ) ;
o ;99 i;enSher}ﬁ%g%g)éi’ aPlgﬂgct %%I A S’c:.%de27%f78-fég—89£.f %1997}; Sheridan

grll,g %% Ee'gl 7 Es%)%sstzﬂ e(tlb%ﬁ),. ,Degfl:!.—EERBst.l Mid 8l., J. Exp. Med.,
186:11ep~-1l785(H9P7; (MPI9¥yzs Mhrat-er Swet. afiol., Curao3-Biad .(1997); Tsuda
et azziégz%%,lii?;g(ﬂ]ggzg : (IBsuda I&ti)eﬂd:in,i BBRG ., 234¢ 1341142 g, Sci.,
94:6 ; nty v . 7382 i

9&5&2%2.(%23 ogg%?wt\%naldlf ?W_et—aécq%nc‘i\'?tz%?']égi 2%1039%97)) ’

78 155. f ( 91?? eSp f)r §}E %Fne{n.‘ﬁ%’ssesw F]é%é:p?bqfal structure of
cell f AT frentferertshar e iriveudinsi catxtshrelduline of teelshembrane  and
intraggifudee r@lﬁ@plSO.r@i!leuﬁﬁrﬁgaEQ(tfcﬁﬁa! hé)tllﬁﬁlly_as soluble proteins
lackihg an suveabradeaddnant saceki ylar E&E: NS, l'ievwélxl:reacgaﬂ_%.rasr portion

, re qf turally as soluble proteins Tacking a .
ot e S DBLAL'Y B 0D iR o Poetimm of muisis

cYSteARTTACR|IBPIRE (RS onsArtiypitear ARG tontains a

r '@F;etliigémm.ragémgdat{) hsS ?gu%m SrPaRATer ﬂa@fid@HLiﬂﬁ.Qheseveral years
ago YS! QbR i0eh tnd Offp NSy eysbdkkng fromthe .
Immun%‘ t£I01 NL .(1;%15 i §g referr elédlmt%) ,age 0S2f o MY et al.,
TRAI U 'was 1 dentiti'dd severdt §ear < adicds CiemenBdr: gH97-12690
(1996} K dTOTRE $14AT1 Y'CoP 7 (APEBRI M8s Pa{estes, 139223 Webeyd etmals, 1998; US
Patent 6,|28WudHst 55396 E8ptBRet 19920p1 P t tthe€tuidl-1engtd native sequence
human&@ZL/ﬁbﬁﬁm pol%l'tl'%@QZ' %2@%9 a(n{]l%86 97/ 01633, WO
protell/ 23428 o1 Patent 5 763, 223 Had a0y fnsnenbrane
US Patent %, 2845236 °Issudd "8Eptentiatide, T Pf. tirpepolypeptide,
throu$lb|e|n?}n%icWP‘% Fefrmedvbrnrade Ape2tyai@Alilar region (Mariani
et alpgl ypegeé‘;rde Hisl a, 2&;7:&23@43209&@&?7')@09, CIy@%lh.JJgraphic studies of
solubld ARESHBNEY ARGV 1RLeY, NrevaQE, CK n.produce a . .
ceracfBLral 50 uble form et the‘}o‘? CBBELT o, STt olig imiler to the
enzymatic cleavige of S1AEpBIShFept | domewihe eacel {.uMatec. Cell,
region (Mariani et al., J . Xell. Biol., 137:221-229

(1997)). Crystall ographi c studies of
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sol ubl e fornms of Apo2L/ TRAIL reveal a honotrineric
structure simlar to the structures of TNF and ot her
woebaeeisproteins (Hynowitz et al ., Mlec . CeCir/us2006/031785
, 4:563-571 (1999); Cha et al ., Immnity , 11:253-261
4:5681909)(1o8ngkbh sapadia  eCmainity, Nokt:262-Btlr g9 al Mongkolsapaya et
al. BN@&&@yStrL@tﬁMSBﬁ&ﬂ%g), 6 HyaeW iz o Ir@rlnow:htz et al., Biochemistry,

39:6 50&416%5@% %g ﬁ?’/ﬁl%gI%A' &1@9:9{%) zthe'%p&%sufl y l’ne rélr:s I(]:1owever, was

owever

OMGnF‘qJ’é“%tar d’x’?f%?eaIStF‘é%flﬁ?Je ﬁeﬁtﬁt“ﬁ‘atmt ‘fﬁaéet]&‘gfé“'t éY?Fé—‘lne residues (at
positiwi dABEs of abagosivbimgit 230 tbé¢ eachrsurlnitbgduber heoordinate a zinc

atomNONERMHI idKBE) thegether b@:Q:QLrng' nat e:.n@oitﬁﬁc atm tx@ﬂgrt Q@&blllty and
blolégfﬁa%.l Qgtllbfllggl nQHﬁov«}l?‘Esrt %E]t . fs%%)rg I IB r%erStegbl I té aEG_ . Chem.,

275:8p639-206373 (20480 bt~ Chem 275 20632- 20637 (2000)) It
hakt [eenbeeaposrceted nint hige |literattuye etialtabpRPAPRAITRAdY play a role

in ifBYodls@¥reh MOLE atNod MIUBRLEYS t SPcRfNeal] RRced NGkHA NG heunatoid

arth@ygl%l n'q%]ége %I éeasﬁﬁom%gc;hetasalr hﬁ(t)bratﬁlfgﬁ_o 1::[2“ %2%(# SSEOO (1998) ;

JOhnET%%ﬁ alJothté’Hlféet Af-:664-63% olioRe) | CEIEBUIEPE plo9g); Exp. Med.
189: @4 X-flBfh (@po2l; Senglet cﬁxp JMedp, MEQ9; 11343103531 (3199990 ]

Soft uBle Eorms of ApdRXPTRAVEORavel 81801898 k@g@rt{eaoi@co)ﬂlduce apoptosis
in §OIVHPJ. % foc;fmscaglfceﬁp%gH TRAil.nltlE J;n% al %n,be ncgrélepl())l[etag prostate,

to Induce apoptosis In & va
bladfifie| ﬂfdf’?ﬁ@’ cBY%‘i’ranliﬂﬁ]gbrW’eéE‘f‘orspr 6%t“§t1é ShPRdHER, leukenia, and
multkpnewelovar (sgn, ands-br @ibhedt worad, . asupvel; | Pastingitamdmg, supra; US
pateh€UK@Bb pyasangsdadl Fé@u@rﬁ)&@' OﬁT@)O(,S@§ PeRefl .6, W B¥selsRlkd June s,

20043 REMRALAL Pt & % %f&B%rss 252 129315?“@%% 66%%91@%%% et al., J.

1 i ssued Fe ruar 5 atent 6

c 1njuﬁgvaés .,2664%1 i ﬁzljeégfer 18p9)y Walc;ﬁgsett_eix eré\Tature Med., 5:157-163
(199877 Kepae 198 %11998?Fn0¢csfﬁeeﬁ@zqh eB94al34-741 (196P) n.Mizutani et al.,
clinl neestr, RekQ4: 45503655161 900)) ; V&&z@zak Rlkéia, , 1NABWYF L1824 (1999);

Yu elybgl’ Ebail:tr?zr 1&% ( 19@%@84 Iggggeﬁot 00 Chln %I‘ et C?l Proc. Natl.

esear ch anl
Acadco Rtk RS1T5 5100529817 o 1530) " enshudies, dpkinTige Tumor modes
furthg®r B84TFest8RUat( 2D/ TRAIL, eblale or iGapo@rin&eien, with chemotherapy or
radi88icA38dre2389, (Moéxe@imhyﬁla@t stk 1 -5umBE 0Grsedd@t | (see, . g.

Ashké?a@zq. etscé.l ’ 33 % Sﬁagzcgg ét,zoaqo) )si.g: tvéh.% %EZGL/ %EAI rbancer Res.,

I ne_tunor rther_sug hat
29 Gé?BOr?és%r(lgﬁg)coﬁBHﬁ?ﬁP’% ki £h- Cl?é‘ﬁ’é‘i‘h@?ﬁlbftoﬁl 'a(?llafli‘edh Biophys .
Res.t ¥emapy, 265aho Ex eft998 b sPEht Arapll i eatijont YADEO/@F$ETt SPCT Application
Us/of{ AE@o1e. J.1n ASHKERBZto afang! typesSWRr 8andbdl g€l , €hod normal human

cellsu%z qgggg.;ak t%t ]94 reTJ.C.‘:‘%gﬁ@r t%esa%ééﬁ 315§1’1(§I1C§§0n by certain

%? I nnai ¢ supr a;
recoM e b 70 fhy S0 P ICHRAST6: 19051 ( 169857 plefaca ot 1.

suprapp| iTeatekoal URE0F4BBE1ed PET Appdivbast oline)Sfa0be@369tple form of
Apo2L/TRAIE OIHa88d dpBptB¥IY tyPAsrOfinCaneRl €&dilaSed MEbn, but not non-
humaHorH&Lat C{%Io ett:ypq.S a&@.@@rre tl\? épe r e§é4§t5?9t (590% see also,

opt05|s |nduct certain recoﬁblna
Naga’A?mZE?EI‘F‘E,&I LMe(dAshI@eﬁﬁilsoét §000)) supriE Wl Pedkeved gfhat certain
recomblnglgpr a@poZD,{j[‘R@.ﬂiL alprep#paslplespomgd “arat i terms of biochemical
propPali¥Bi Sddadi Bﬂslfo@g@.d a§@lvlibi§s f ohM Gfse AR LEIRALL normal  celis,
depet&%écegoxap%{%kﬁ’aé S pal gl‘ tslglgce?ggm;‘ sclai‘f’coel %%ﬁlgt ga% rrpolecule, zing
contfly, 2n8: 641867 %ee‘; (e HEERONRGard; - NECHF® Yadd, | Letter to
the BABR2, 5038E20G0)(ROONL Rén bed a@vediathad Me€r dietter to the Editor,
7:3859333@@27@@51; ApoZL/ TRAIL prepar ations may vary in terms
A %59 E.ILCIQas glg.)eg gS ankg % L:ogl C%l faCt Ié”f%' refnt receptors
ea Ver sus nor na
At 18ﬁs"c h"é“’opﬁéséﬁ%ere(’ﬁep%fkﬁseﬁ”é‘éc%fb%ldt é@oﬁﬁdlr%ﬂﬂ é’on‘i?r”ﬁ’c a functional,
content, and %trinmer content (See, Lawence et al .,
Nat ur e l\/bd., Letter to 3
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the Editor, 7:383-385 (2001); Qn et al ., Nature
Med., Letter to the Editor, 7:385-386 (2001) )
wepmmdzi'll'sw L has been found to bind at |east fPQ®US2006/031785
ffere ors. At least two of the receptors

cyto Smﬁcb a&ElAES%_FTRAPEe Cﬁfﬂhalrﬁc%ptor has been referred to as "DR4"
(andf gheeirghavelyytesplTaemos dRBthRUDMiPan dNealsuClBcLee@pt 0k 111-113

(19971)3,5 sbeen sbef@sy exbst l@;rﬂfishéa?éful}( agd f’gstaervﬂﬁta/yfelf% 1ﬁTi.éshed July

. TR0 (: cience’, 276
o By S SRS pelmins FendhosuPy 402/16855 pubiisnes
BINEF0 L 37 68R3pULT | SHéad: ATl ysz@d POt WBO DUY2738496,461,823 issued
OctobpybBi si99d, Dedevder, 372,,382000Ruel) Rn2R0320036168,

pubbtisdiedubiebrdéapyorl Gor 2 147 i
%9&853 |ssued:}}%ﬁ:tnoEeaerz’:peg to as DR5 (it

u 3 0 S
has g%’s%z%'éer} gnaéi %{J&yﬁefaﬁseéiuéa ISR/ JBRAIBOR Y TRAIL-R2, TRG,
TangoRGat hE{AP%BUICWRII%I&?GD‘?TOFK%FRADG%Q’:TMBL, hels=xdéen et al., Science,
277:§18f 8% ed1190) a PabR®t(idl.hasakse:, be@ﬂ; ahé enpat j;vehy WO98/51793

—_——

publishb@rNedmid @S 1699 2\7098- IGES % % he eéatR%begr gg, 1998; Screaton

ran P '
et all Qﬂrg 51 O C@ Wcz@eigtsza ( E¥BI)T ., PAf:5386-5387
(1997 t’ Ju et algg wiwﬂ81(m97}99mﬁb5ﬂ/§9§86 published

AugusuBPi SW Nev&rher7 1195b11 908 MO 416291 $uebl W§§1@/‘15643 published
Octobaepteniess ;24\7093-&}%%53 %be@%l’%@i § ﬁua@‘k/ ?\}BQ.JL%59 %jogé/091652 published’

69 19 €2 €

;ebrua§9%3586§95’% V?ggféé]\%; ab E ci Mar?\%tll}f el9é@netfq @§/042|3§7 published

3 2$412943 (1997 97%@989@59%1 Paberikshes, R0QuStHO203/058883 published

May EPGTU3827UpubDIzedznt qhelléhéd k&&&at Vm8/2‘66§43us 2002/0098550

publiphdd | sbeshbekt oherad, 1RO8; f E %le[% ecem§e1’25 2001; US
i s eb

5 9 9/ 09165 pub
2001/3@1'549%@%17 f%igg I C 2had b o 1210031@39'@SSW O)ubllshed July 3,
003 05’?0%&%2 ?ﬂfﬁ?l gﬁ@ds%@ Opoba(R3: AP D2/WBI2088/0048785 published
Aprilp 2B} | PG [ECerder 0B195200241 1 WhEd 03£1038043 spub) |1§§1e£’005/0129699
publiMad 8une 20035005 ¥ Z@Mo@@%zlggﬁuﬂlighé@lﬁgge ?Llégu%%)a USUG 342,369

issue U / 9 e
30% Hyg(ségpg QJQ géé% ?T%p J_Is%ueecgéﬁérig7u2§0%odﬂ_€/ 6@9_’@247 issued

June §Ub:t‘00§hetas &uéﬁ%’c”ﬁ 1332@61Nox{9mge32 003P08256540743, 625 issued June
1, 20%b| i BHedDR4y PR3 is 26@Bred) tS5 200210160446 136kl ¢ SREh domain and
be capabbbess Séla,gngﬂﬂ% a@o&&qu/uQ%SZ%nguQl:t.ﬁc%.@lgodﬁ‘prI l Eh:mdlng a

molec@Q02;suth S,2004/ Q141952 | shed
111a 005 0%96%9g§u%%|éh§ apgﬁ"é Eb%s m“tﬂ‘lgszébS/ 61*2’%176 of the
g ‘é ibl &h&EGY SitesTaict o se t@lescemxg&z BB9ef demekn Apo-2L/TRAIL and

DRS i &lgpeipidpd 2062mowits &, 569, 6b2edwwaneckiVays 223-200315dd) S

GIp0x 2, DébaniSSHathidgne oen 2000, LS 9R§42ca%58i!:':§sued apoptosis
zziiiﬁkgﬁﬁf@ﬁ Esy 4re’crg:lQ'_C}L::J’lﬁR%ldSact 1va§i1il%ghl? gasp:égﬁ?s&l%n E%ltlator, caspase-8,
yt e%#? chB%JaIt‘ﬁan?ﬁ&ﬁﬁg é‘ﬁdP‘EPrem@hifal@F erefefrei gaads ARDD/Mortl
[Klsc%épte@SIaé- -updamitigynd 1B fridi-ago ( droapen Hirbet ngt: dal., Immunity,
12:599v8becwloeq) sushm? St all . ag@M st c%ﬁ&'ﬁ%qy z"\"lﬂlafrhﬂ‘ o%% ‘
tahe i’lﬂ.t t ] n a Structure
ool TR eOp ot TR IER S50, SLITRAPLS RIS gererred <o
descrihEdi W Gy HBh Pediqved F° funﬁ’éirfﬁb@ﬁaml@@htors, rather- than
transdpcesp PL57iona1089) (sebpore. ki garmkibi(adiongefdrabl {R4safthp, n1T or

TRAIL-BRD DRan &t i:0gersapapd 0shs.i1ndependsidyl.y chy. 4 dgﬁréltgt l1ng Science,
277: sléﬂgzlaqtlbé/ﬁt ' ﬁQFMSn@pe%p 93' S Ipitiator, ngsggg%oq—éé@q:cb (1997)

Schneltdhro h_t he deat h-
P&t 77 &d- to@%ﬁﬁﬁaﬁf\kfﬂtﬂ 33Ki33€hk97et Redlli-Esposti et al., J.

EXp. MEm”}Ef_yllGSjZLJZO (BT 6 200d( 2P sGRKE Cde al . ad Immunol., 160:3-
6 (199BJyMBR? Y(alsd LZ1299-1808H 200811, Bodney,. et. a1 NaEurr Biol.
beer————"

4]1- 24 0 2L/ TR%T
7: 1003%%6& ?!(Le%i?t)é g%fo%béld iﬁ&g% g%% ﬁsté%‘s 4Ilef%r(|1888)t,oDag%l Esposti

DcRI, DcR2 and OPG which believed to function as
I nhi bltors rather- than transducers o f signaling
(see., e.g., DCR (also referred toas TRID, LITor
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TRAIL-R3) [Pan et a | ., Science , 276 :111-113

(1997); Sheridan et a |l ., Science , 277 :818-821
w()]zwm)zzlsb(/bFarl ane e t al., J . Biol. Chem , BC®/US2006/031785
ot 2129417 25420 199 Schnei der et a | ., FEBS Letters
41 . (Rl E8POSYHC dSimepet et 31Ex[mupral. In

contm to D_1_286and]_1|335,_ ]_:méf())c@lg@ﬁ) pcm’]d‘eh@t@l&@k&aﬁ&y%lgﬁala aboptosis.
Ce:}talrl antiRdies v&@@h b3.nd6tc( 1:98&31%4 %%é§£§%§8§;}go.ecg have been

rePOJ‘BléNQD thhel 1;_@%@%{:11%4) Pan Te?c%n?p;llsé,etnthg%i La@e:f.]%c?dg.es directed to the

DR4 gs 1006, (1997

ieﬁ:fp a%PFlcEso&ogppRgotaq: actlpmmn.m gertain mammalian
cells grg d.egggll'(e];lggfy) ]e gan@oCPG37&s4rpoelisekdatuly $4Iphded; wo 00/73349
publishedOnilyase, tﬂo@R%@@d/ﬂ%@sltﬁﬁongﬂd ang, {2 3003. See, also,

0sis. Certain antl

e.q. ' 4 se not t nal - a
> g. ’V\ﬁlggjag QEI éjgl 1. 9?5 6@@7 QGGCCJép{JOQng) haqylén‘b’té?éﬁpal et al.
L T ea% r%a?hé8|9?tb°10§ilhfr é’o 09aR3aTphiel ishnd iDeBRer 2, 2002; WO

03/042367 boahldshetl rieat ek, t @obhe mzloar/eeecmsorpuamdsﬂéavwag 8, 2003; WO
03/03¥9ONi bl EsH¥a ARPRL 0bdd3 aﬁé'z‘b‘ogwﬂ@‘?%gg[‘sh A %:1%1 5‘7, 2003; US

2003 ar

i A Eb{’,ﬁ% Iﬁ‘fgg%‘c 56/ 3348 9Bhinl | SREE Ul FPE2DRD OB bpEes  have
i ewdg o%%eéJG ef)‘iFd#the?feAu@L%t' 2, 2903293 Spwblighsd Nogenther 8, 1998;
Griffdhf ¢4 td4f .t Tgl Immundl., hLEmLEsel- 260516292997 12608 vk 18(.995)1’ Nature
Med. Chumchasapadoo@t a-iylandel etlmmnakn :.lcgg 4%%1 ggé‘%L -Receptor

99%5?263 YR Q%Jl %EO%BEEUN | SB %sér@g}tﬁggm Tumors Grown in

SCID TRBF T s HEd %EF;F m'gnawo@abs%@?ga% U blohsHedaMaant8bodies in
Cancerslze*@s YSSBPO3L 007328 Bapad] irshet aAptidaddy 02098385k S publishea

May QOQBb@lQ&Bh@/Dﬂ@lBSB@Qr&H&? Mek 8209’6?’03 O%l’t 355]3/0180296 published

. Septe nt i bodi eI| ewi se_heen descri’b
Sept ﬁﬂéf 25DR§00§ blg’t %%197:310 ?]Jeza aR]B'\‘}%Or%é? Israv1nq_gg8ss reactivity

to YR R, %‘St DR} receptory nl?ﬂ)rﬁmbeen d6TrIBOT- 9685 (1899)US patent
6,252} i kastedefund 26, ZNat)ure Med. , 7:954-960 (2001);
Hyl ander et al ., "An Antibody to DR5 (TRAIL- Receptor

2) Suppresses tﬁiﬁﬁy%h }&]‘ IE%NTEN Der i ved
G}st roi nt estinal m ce", Abstract,
® HESPHAPP 0 AP Cle87Y r Baisinn PREYIGEF omathoAnt irbddbesykn examining
eXpregHReeps, opRupr 2QrSepiomadkers2@02a BaidfaliaAlREEL, or cell sample,

where%ﬁ,gg?;gx]gjﬁlgﬁ/ &3%Qé30rp¥hgi‘é %38%3%)6%&568 gooﬁga%élve of whether
e i u e
the t 18 QA“IPW% ‘glg/aﬂ fﬁ@ltlvlen ARAFE DU Le Pt ARP2L/TRAIL or

i shed
mReL- ]&%t 58t Es aﬁ FGoRr osER redervi apotindses hoDRMheanidvBRSion, the
methodse GBPt BTBYRavmrbee expesoriocbeds (BeculRsgin 48 PAlRRLT family of
prote®ys25% @50t icwS e dad e 126, OIZQQMAC SUMVARY OF THE

VENDL QLI 8oL LV GRLE QAL SGl08ed O BLN PLOVLdeS esistant

to apdlBLDOd g d assdys exam ni hg exp e
Bl onst ké1 geyig greﬁ‘ﬁ‘rﬁﬂnaﬁe??‘@éa@nforfoé@ﬁ |ofs APgALETRAIL (Ashkenazi
et al whepray tmézmﬁessl onsgprne O NA elsdChtehi OPERKBE Sthat some

POPulatSéOjN gﬁhf ciscas&d Mﬂr&hh%él% h@yﬁésﬁs@gcﬁ)r age%ért%éﬁp%gpulatlons of
ancerM i Y€ 0k0 (A9ENL S, SUCh .a ction
cance 1106 SEDNSS KEar: t%oxffpegt TR vggll1 OUS™ e Aol FHéhE s Fpfombinant

oni st _anti

forms °ﬁ AP‘”%@ZT%%Bn (Ashkenapdt plodd - ar&i—ﬁé&hmrﬂ@%r supra; Walczak
et alexpﬂ‘%é&ﬁ—‘_o}iﬁﬁ sPecusezal n theeGadNag; Tof askdmin g a mammallan

tissuepraat eiens, shrﬁpl[éarfbkckék@!es%ﬂ\l&ﬁ’ Tsk&e@fede%lluﬂ?rklg’s b way of an
assay'd'&%ﬁgg.f?gﬁqe?ﬂwé%np e lHTTR, Phies, idprmton veeful ia
AESCSSHER oD ITRAt Forts T eApoPL/chRARRIcEAS IOk e FazRt i@y @htients.  For
examplgupirnéorwlzeajbtei.nqﬂ from supdspy td dbasctaksveein ox ress:Lon in
a mammabier ¥edkudehad cﬁ@ﬂﬁsaﬂ@pé“cghl%1@%§@g§%§ﬁge@lﬂg ﬁe%ei data that

can bel YBESP (SUEML AT L] OB?%“%?FS)EW BT G By CRr (gl e AP<>2L/TRAIL or

are resistant to a
reconbi nant forns of Apo2L/ TRAI L (Ashkenazi et al ., J

Adin. Invest., 1999, supra ; Wl czak
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et al ., Nature Med ., 1999, supra ) . Consequently,
by exam ning a mamalian tissue or cell sanple for
weoexm7aasison of sel ected bi omarkers by way of aRCaasSa006/031785
one can conveniently and efficiently obtain
death rfeSeRERY eBCRisE! Wtibpdinss efrsi REtimpps oprtfatiagofron a disorder such
as cefdegctd vemirherapices dissader eaicdhngs pat &&BtﬁnmuE@rdlsorder

exazp! i€ye r S0 d o y glect ..o . .
mammac.?ian %?Tlllz'ﬂtebg %‘g%gn Fﬁ%ﬂioﬁﬁa% :%%@lﬁ%gé% t£g 9 Iﬁ ty of

ipl 64N BFO% SBFR/S: c‘F"é‘fﬁ‘, i f‘hc?féc@FuFeHe\t §°t'ﬁ%ﬁ2L/TRAIL or a
deatbﬁ‘?cﬁp‘é’ruéwlﬁé et e -nelmreoptinrabbddivemipe Ut methods comprise
obtaf{igigime mduial fgh ARBRld BRAL110kERFLN ah8 CaRMOKiRI0R: SHissue or cell

for @%fe@@%r?%)f EQI[NaQa&'izlent %‘héurf\it%r gg%nfgr%m gonddu?c’: [ e:.l;l a variety of

cancer or i mrune-rel ate
assa%u% orma na" ugb?%e?ssa?ﬁedFE?Fé‘ﬁP?oﬁR% o‘i‘ffdd% ﬁ’é‘ftr?éas expression,
enzyfﬂ%ﬁ'lcpraééi‘@ttiynglsﬁh@ setsi etibeit y ddbfcugsednhefdian t igeenination of
expre¥sioeldf sanplceT{suUahsAS Bidzansedr e€lly) winl Aﬁoj_gﬂe/dIaﬁlvle that such

tiss®s %rde&tlmsrﬁgﬁpt]@g %@Ql:f'\;e ac%t Itk%l%dya a?tos%grln%ucz.ng activity of

e net hods nprise ob
Apoz%l ané/tsc’?fsgﬁ%tlbrrec?épfo aﬁ?ﬁll]%Odé’nd e%(hn‘?ﬁjﬁlﬁ’@a]t Hgbodiments, the
Eissyqss 8T B qrelyl a¥ssr bexgrenbdoAonfexGad dNdon TAAPRINGRS, DeR1 or DoR2
recepmirhods may be conducted in a variety of assay
f %E@ﬁé‘- méﬂgdédbggtk%sﬁﬁyéntqgfl eﬁ{éluge m’gﬁogg]do/fogn%ucz.ng apoptosis

in J) r ot ei engSSSI on, enZXITH Ic_activity assays

t RS ctiesda 178r IS BATRYSH nSPhS 6P eX5Pes Sorpbtaining a
mamm?ﬂfla(’ia?m&eﬂm deAlsemplei sxesnioy thd |sisaid lotheell for expression
of Gphigth-Cl4VveatdaiposuchtéinEaies idCaliksudM bt 881 sample expresses

CalNERSh | |é&|ogpngt he;apPepLasi Sx cggi'lcé QCI:$ Véu; yegectlve amount of

nd/ or death receptor a tlbo y.
Apoz@qgg ohar &7 tg‘dl FRETEST 3BT S8uEP%r B §t‘?F€"y i3| s perhods for
examﬂé%afh FERF P&} ot xqir S8dNaTTat DRY, bDRBNADERA Gr BCR&riety of assay
formatecepiadinging kueéfe e tdithag surok &ﬁtﬁ'olr‘nyﬁftteh@rbﬂpﬂGJ*,éi@ﬁ, enzymatic

actlmyhoﬂﬁi @Ehéﬂldlégba&sg@ot@x@%ﬁs Ilrlll % QPJH;E' é%d&#ﬂéciﬁ:ge Qhe methods

cel | Lsin e ta| ni ng
also “°m§ﬂle*°'eg?"%melflﬁn% ‘L- 3%8 ?ﬁp ﬁeﬁg et |f§§u%xrtﬁesa%ém of ‘DR, DRS,
DRl ¥ &XCBFR e887BEOHT- Ga‘PRtléénaliM &hel tironederersilnissgole comprises
cancesaltds#messueceaﬂsceldptscatmhﬁ, aexpr esses &alddac- s-Eﬂnﬂvle comprises non-
smalle&QQ.ﬁ'lﬁgg S@indet |C%§ZU@ Qén&%hkléégﬂé& '{::Ql?sn g%éa%%t J:a\.{'l%er cells, or
non- h% AﬁOZL/T IL or death receptor agoni st

ym? e steps in the nethods for exam ning

e)%bJrJe"s USRPGT Al PERe -OF 1 Ahfraisat éen dinclede i wethogmrdfettreating a

disorgfr aigs aymdmowbAtssichi axC byl dimmgnas&ay&dj ai @eddeA o BMM er, comprising

stepsARd Qbt AL BiLXRN %§3509e119%¥1§% | ﬂo‘}ptthgl E‘lgmma@?dexamlnlng the
tlssu%t glercélgé %%us?sxgqfesshleor €L Galf\Tac 9[‘93' %@@h enbggiilf%b?mgefs?ld tissue

I‘I se examnlh
or C%Jalrrpf’raélp%%re@safﬁﬁé%@%Naﬁ T4, 2BR5ispeRng gn PERCtive amount of
ApoZI‘_r/QEZQTp.t Ok sdea@pt rerepltby , adohestt iaasileodyr t6esdidSanfla®. The steps in

the GOMAYAELS &SrCARERINILES %r@sfs:.gﬁl log. SRt |cgnatllc!rllél dilBarkers may be
ce

condutcl:g’é l'I:?n Og ggrletgnngl ngaOn'pgor%gg:s ,no:lpr]tsc’: | lﬁ}geaasstsa%sanggﬁctlng mRNA

ancer cells crea cancer ‘ce
and/ OEePF%tElBr eﬁ%??sﬁb%fgqul?zy%aqunﬁﬁ‘b‘ﬁ'&tﬁew@ Shetd Jigeedusmd herein.

In ophEphadsempbdinratE nvent inenhodiclalde peifirads efarihed) ivhg @issue or
cell @h&OIed@byr | dkple RN S D§|&JCHDR@S @Jiu' nHPrt%RE S:Le@ésgors Optionally,
the n%tﬁgcﬁgegomgrlscea %ggtlncongré S ngh ﬁg oé’ty‘g}rﬁ%ﬁ]ﬁ@ ttﬁ)& methods

ssue or | €*1¥%6m

ComPrtlFesrquen o?ddeéf% ‘?Oora iptessieh I @aﬂeﬁmverlamuamoﬁm@mmmm
and/oget ératihni ngrepabd tdgesuer Ofanefbddys anPleE n@X{Hr@ES € Schemotherapeutic
agent@ NaCrddide i Adwhol3herd nd:@nghiective amount of

Apo2L/ TRAIL or death receptor agonist antibody to said.

manmal . The steps in the nethods for exanining

expression of one or nore biomarkers may be

6
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conducted in a variety of assay formats, including
assays detecting mRNA and/or protein expression,
wenaqmmtlisa activity, and others di scussed her epar/uSE006/031785

opLi enbadi nents, the nethods al so conprise

exdhi Hf Tt HPOLLRRTS oF the| nveRkse Fher aBxpe-memtiionedfrethods may
comppipE epREInimg RlammgkiabctBsneceptells. &Pt ierpeddsyon tdt€other calNac-T
molefEBIRQdSudhORPIdasRad-Fr@at i Ng cancer in a mamml. t

qgt'lQDaHUyt’heEh% hOdS Ca?r%prflﬁ.e%trgf:eg‘pg%f_ly%nﬁﬂ?jg example in the

adm ni st ering an e £ V& “arouh R _
Follawdlort 85t h r ecept or agonl st anti body, admi nistering
chenot herapeuti c agent (s) or radiati on ther apy to

1. A%tdommaﬁrddﬂciﬂfgg 1554 ts@H@.\QQ'VW%% z?l ;@lexlaa?nvﬁiirgﬁhg dr cell
ho
sampi@%oaiﬁzg/'fﬁﬁy OR&! J::{rsE q'i@o e%(c'pf’ 5si on.

lan tlssue o of ot her
Obta’é’ﬁnﬁla% “‘f‘mﬂ%]ilé‘eu?ﬁue sch ﬁe]si‘s s@alNac- T3. Still further
examgyg dirre At ssuar er idell Ustamatedobyetnay @fprexaimpl 6f idartiheria,

wherdial Eﬁyﬁdﬁ;gl&l B NFaid dalNaA—'ﬂQt b@%rfeefc;‘bqggdﬁlﬁttl y%dt p?ssue or cell
sampféel}é' één\éEE% t:oaa ga OSlS duc:uil%ﬁgt Kf:l.,tyo%ii &Pﬁ?ﬁ&%n’

: si ng

ﬂ‘ﬁéi‘?daﬂf t°|1§é‘ﬂle1 HPe’?f‘éPl saignprrRreseicmPhi ddNehd 1t 55 @eanined by
dete@rlneaﬂprsmheoﬁ GathetceTl4 erpRessi on of Gal Nac- T14,

. Thheeeidd Sf(liﬁlaﬁﬁ|10Wh&fe1§aé£d%tﬂ¥@gsﬂal40k %aﬁ&gglﬂﬁl Y€ examined by

I.ssue or cell sanple is sensitive
lmmuﬂdﬂ%%%zl}egl%tn uci ng activity of Apo2L/ TRAIL. 2 . The

4 Thr?ef“%brﬁ’ Y0Pt Gtaitnll WF@F@?Pn@é_}-s‘d-ngxﬁree§§¢mn‘>fo¢xam1n1ng expression
of DReq| Mefo~TdRl /i Sr éXcani rredpbyrsdet eeti il Ng seXPrassénn safple.
5. THaah&daedTdd aRNA1 3hereIH%1@§{1@Qﬂ‘ Qéllcggthrme c%%gégl cancer tissue

d expressi on of GGal Nac T14 i s exam ned
ceﬁ_% P The net hod of cI a| m 1

I stochem stry . .
°: Thfe m‘ftﬁléjg %% Ay nifjhstll’?éns'itaéﬁ GRCeR AAfLAP IRy ceRPrEsstion Gfmphoma,
or nopRgMalpREslIDEREY cenceBrREllseceptiorsei n said tissue or.
7. Pcméﬂ:ho@af@)} &ndw.&zlngTaﬂ%pHBglﬁogncg mQtlm@ell%r:l- %gﬁglo&l I:él%s anple,

9 e conprl ses cancer tissue or cel
comp:dbiste %ﬁ%ﬁc@g%e"é aim5 wherein said cancer cell s are

obtallli]r? i or 1

PANE P Bt TR 1Y M ATHRCT ol hof R8I | cel | | ung cancer
examipipg hprtissys gy, cqll sAmpet hodietert leRpltigisngn &FOPANGEST1I4, and
subsegnergt ma@ktaing b55desn 6€ldaigadiige- 'lclqn'pé}ip%%ﬂgg they tissue or

cell SLAAS 05 ‘anODEAINLNY AR 'AP%Q%#Rﬁ e or cell sanple

xamning the tissue or ce 0 detect
Thgxm :péis&(%n ‘E? el erﬂfal%r?dcpﬁﬁ%@au%fnﬁa%wcd@%‘ééﬁ grpmined by
tes“é&pﬁoés%%ﬂ?ﬁs%*msaf FalirNge< TRAA . exposi ng said tissue or
9. Theehdthsamil eldim anvektectsbve e&ﬁﬁéggloﬁfoﬁAQQﬁLJcTEﬂ s eBiminea by
lmmunoh{lg&@cﬁ@,tllgg of claim7 wherein said expression of
Nac-T exan ned by testing for expression of
%I“ﬁa E % ;g E e SO DR | Shish FF WHeigiing expression
of DRéaiD&5e>&ﬁRés%# BFRDIreCEpNae - T 42i® tenau pededly sample.
- Themenodd Sf oclhef Bluhyreinl Baidl RessRE OOl Lo@h cbmprises cancer
tlssué LH‘II Bericonpri si ng the step of exam ning expression of

DR5, -DcR DcR2 receptors in said tissue or
12 The ﬂetho SF 15T, L EeTRiP R G PARACK] B 1 Suiier BRPersat i, Lymphoma,

or n°‘i‘|3§‘§ﬂjje C@lllc]én{g srpk ecaddapr Sessweancer

13. The method of claim 7 wherein said cells are exposed to an effective

or

amount of Apo2L/TRAIL polypeptide comprising amino acids 114-281 of Figure 1.
14. A method of treating a disorder in a mammal, such as an immune related
disorder or cancer, comprising the steps of:

obtaining a tissue or cell sample from said mammal ;

examining the tissue or cell sample to detect expression of GalNac-T14, and
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tissue or cells. 12. The nethod of claim 11 wherein

sai d cancer cells are pancreatic, |ynphona, or
woam7gnmilst cell [ung cancer cells or tissue. 1BCT/USb®6/031785

met hod of claim7 wherein said cells are exposed to an
subsaRyREt T Sebfing BPTRpHPR/ TRARLD ol Yeeftt dedobmiptesimyto said
mamma i agoeditsicd$vel bho@81 o6fadergirraId... 14. A net hod of
15. theaktng ar disehndeyr wh&énméxpéggﬁnagﬁ%lhwg is examined

I sorder c rising the steps of
oy dg% §§| eg{p% Slgguogfr g?ﬂ\gaé:l JI‘DI e fromsaid mamal ;
1

E&%FPFHF OF rfelatlﬁ“sjéwh%ﬁelwalds@rmpesm dBt@@dNac-T14 is examined
by imwpobssioshewfst@l Nac- T14, andsubsequent to det ectl ng

17. 'ﬂi@ﬂl@ﬁl‘@ddoef Q'fla§1@|1dl GakdMae- Ll rlﬁqg] H{_F;%;é‘{ﬁ %91 am.]_ﬁlng expression

ffet Ve anmpunt .0
Dme{rﬁg Ef 8 4%\%‘%’%8?7?1 lgaf?jldeﬁb?sé?s?‘ﬁﬁe&f
18- &4 f{ﬁi‘hoﬁlﬂf Cslaérika“ﬁ‘l Werrepy tdereetorneeldxprasisi ompofises cancer
tiss@aloMaes1T84 nMRNA. 16. The nethod of claim 14 wherein

19. B GeBnddr 8681050 Qfs fad Nag- s-glv.é éﬁc@%aégl?gcﬁrb)flssilz comprises

rencl 0N SURRIET, 200 sy 0 Tt S S e

4MCTERS, ﬁzﬁ”brl‘lDéIF%ZfeF’é@@pP%ﬁ@tWﬁ SaPehtt P§ SAT®20/ TRAIL
polymapitide r8mpriEiag netihochcdfis cliai milér whghed n tik St@nHtered to said
mamm#lel | sanpl e conpri ses cancer tldssue or ce: : S. 19t The

ein s cancer cells or tissue
21. rﬁteh?]&éqgé chla%%:arllea? erFe:l.n ﬁto emoB]?eﬁ,?gﬁu%FgerE;éfsi qruﬁgdlatlon
theraé’é’ %ral(?%l"’l%‘l’éi‘s'cteffg‘éﬁé SaZ’Gi e lpet hod of clai m 14
. Thiseretinedarf eféoctlivehsarbunt copfokApe? Lty 5L c PP et iGd&wtn

2 Ei lis
1nh11:ﬁ.(ﬂHf)§F laGbitg 18NhIKHD a@rhlqﬁstl%d 8l Qfg Magﬂ%fhod of claim

e al

P U Dok iR R o Pk Poniniea o =
pdyeﬁﬁ&%fﬁyﬂ%”&l %?}eﬁﬂ}ﬁ’ nistered to said manmal. 22. The

Tret hesdodfofc kaiim 14 wilkerbi madd GybakimReIL GHLObeDElGe ageMnked to a
polye:myga&@\/\grycjomhrh@ietg@xé/ agent is ?I SIO adm7n| stered to ;

af _claim erein sai
25. Asﬁégqor&am%re% tln%h:%aeselnéslt lVlkgcf) 8. %ar%n\l\,?y%t ﬁ.&FEéL}?eor cell
sample t%lcg{eam)lréﬁfﬁté’r 2ADOHRE  nEIWEES B0 EPaiskrlel ofker ei n
Obta@aw aApoRl TRAItE spod ppeptlildestipsel i nked to a
examipOhy ehbyi i8ae ngYGQil @’Bl'nﬁ%ul:g detg& eép@shgﬂj J0ka1Nac- -T14,
where@ﬂe&pggéﬂgntg@ a%&] atli\Té./é tI‘X OB ve %lﬂa ISSHG %I‘ e or cell
%or n? 56 e %Ay

eath recep I es,
SampthJeS SF%%%“B? oBPR TG %dmﬁ?tdﬁlfy s°§uéefé‘-rh tedeptor
antibgdififi-e; examining the tissue or cell sanple to detect
26. TexpiceBsd @ OfaiGabiNageddd s¥NLERHILLXPK %?_’S@é)ﬂTagtTﬁaEg examined

by acColdag-Iddelsi A SILh e Dqgal d i ssue or cel

S _sensitive_ to apoptosls- inducing act|V| ty of
27 gea eﬁg Csecogpf]oﬁ’ma‘?ﬁ |wt5‘8’d"r’:‘é’ssaleGXPWélﬂl‘étoﬁo@P]éTﬁcchél B P¥amined

by imfppabdpiecdgnéstexpr essi on of Gal Nac-T14 is exanmi ned by
28. THetrethdéd@fexpriasss &ﬂrﬂ{ex%n{ﬂ&@sﬂ_rytﬁg%ep 2 e;[mnlng expression

of DR@Etdi@d ]Q]chcld’acI BE}?QS r\é@%gt%!rg %a Q:L(FX gselfeslpg cqu sample.

i.S .exanm ne
29. The m'él%go % claim 25 wherein tissue or cell sample comprises cancer

0'\

(@]

FHh

~

tissue or cells.

30. The method of claim 29 wherein said cancer cells are pancreatic, lymphoma,
or non-gmall cell lung cancer cells or tissue.

31. The method of claim 25 wherein said death receptor antibodies are
agonistic anti-DR4 or anti-DR5 antibodies.

32. A method for inducing apoptosis in a mammalian tissue or cell sample,
comprising the steps of:

obtaining a mammdlian tissue. or cell sample;

8
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by i munohi st ocheni stry. 28. The nethod of claim 25
further conprising the step of exam ning expression of
wORdy7/0BR57 DcRI, or DcR2 receptors in said tiSBA&USR006/031785
cel | sanple. 29. The met hod of claim25 wherein tissue
examgpingefhe $afpHee oF otRdhi suwle divc Bptedtsetmressiqebf $32188¢-T14, and
subsé’@.&nltretd']@ét@rftlﬁ{g%maﬁsl\bh%flsaldBmadN&aﬂ@@f &BbeHgAELid tissue or

cellpﬁﬂcﬁ)ﬁ.@%d @n Aﬂfgpﬁw'éaam%tn% déga'l tor %@gmﬁ%ﬁcer

3 ‘Eh or tlfs The net hod aim rein

“sad ea%éit R Zl@ é‘ﬁt:@r Wl&?ﬁﬁlﬁo%ﬁlgse’girésﬁjgoﬁnPgtqa&N%t‘h"tT“ Dy examined
by tegtiggt $°rDR5°r§ﬁFiL%@ﬁe%a1NsQ-TlA m¥hod for inducing
34. POPELOSICS of NclaieaBhé@Ant $8FUE s E€RIN o8 APNE:-T14 is examined

by lmmgoggerglg@ﬁt eps of: obtaining a mammalian t: ssue

a exan.n the tissue or cell sanple to
> gne ec% é‘ip?};‘%&?‘ar{* offu"(%’f%ﬁlacco“‘ﬁﬂsmgn"d"esﬁB%%@Ge‘ﬁ’famllﬁlng expression
of DRtbt 8BYi MGREXPT BSRA sacerftosaiie Sald\atssikdor eepbsianglsai d

36. Thessighadl of &llhis arplitedetn adbiaf £ RGLE V& agpluﬁﬁmﬁﬂte @Srﬁgxl?lses cancer
tlssﬁ@g@pg&rlsanti body. 33. The nethod of claim 32 wherein

ai d _expression aof | Nac-T14 is exam_ned by testing
f}br e%pd%esg|C&ﬁl%f36cﬁq?ﬁ§&nﬁ4dnwer§4F11? r?éen%‘i“}?é’ﬁablfc 1ymphoma,
or nen-gppt B relhhdiBd rrasged cekpr esstisuef Gal Nac-T14 is
38. heanmetited by dlﬁ‘ﬂmm&hwﬁrﬁﬁiﬂ&mlﬁtcﬁ@&lsg&e dheJret fodnofrrective

amousd %E@g%%lééﬂu‘kﬂ%r %95‘%1&5&% tgf %tcgg fgcgg?gﬁrgi Ing sai d

Xpression. of
39 fhl s S0 Sr L &S gﬁpT['%:iereé’% SatfeCSHef IS BFPERLi T 89 effective
amowith &F e9pnd et PRE | Adecdr bt birdmithe ABAPréERSOCENCRr in Figure
3A. tissue or cells. 37. The nethod of claim 36 wherein

40. &ﬁ'mgtlfcﬁngﬁrtrggtir% ar& Bass! Qﬁté %amrlna}ﬁ.npg?émas %1 igmune related
| un er cel s or tissue. 3 TYhe

S n
dlsord%ffhor i ﬁ'afxr’h“pﬁg\l/ﬁ?e?:g?rf “S8F #"¢el I's are exposed to
obtaipingfy é&F*F‘%Feoén%ﬁ}ﬁt sg¥PlagbivnstaiBRaamal DRS ant i body.
exam3@ng THre trbiswedomwicet] aiaip B8 toh@steicd S@irdsGehl Sf @benac-T14, and
subsé%f&@ﬂ’@&_@ 5620185 fe§ i‘és\égo@@ugéldoﬁaﬁ%gn'&'f‘é DR o @LQEé%ngyto said

whi, hdtl%lntdsth cetorsovvnlnFl jure 3A
e % of treating a %I 2ot JEFR R 2 HaRR® ", such as an
4t. ?hﬁnﬂﬁémfie?fatcéa“ﬁu‘lgovltféﬁl%rsaeérﬁa@resse@ﬁmﬁ SeHipct-fiet examined by
deteddtipp =xpresdbhadhicagNa-riss@saor cell sanple from said
42, ’Iﬂ%l|H@Jhodeé(1‘ﬁ@¥.£ﬂeng%ﬁl;m_nﬁ%§4§%Q@%ngpggééloﬁat%g)kgl%agt g%% Iq_%;examlned

c and subsequen

by l@gékg%gl %Eemgftsyal d Gal Nac-T14, administering to said

- TRENTRIPCAP T P2t 140 cEURivBEM (COBPE idRg Hrhecriemt 6F wmmitigdyexpression
of DR4] . DREheDeRit hoba®k td@pmodAD inheridi nissak brexpressi on of

163l MNarod 1k @Xa4H @@dﬂl’l%)feﬂett?&&déqgr%ﬁ.eﬁdpgg égmprlses cancer
tlssu@agyac%l 14 nRNA. 42. The nethod of claim40 wherein

sal d expression of Gal Nac-T14 is exani ned by

- TPRTRTGART stfoEhth &€ ryperaid safheanethealby o8| Gissrgromprises
Pancrfeattcr}eftmm girngert-l¥eallt eplbfluey aninnen e XPrors sl e Of

46. TRRAnethB8, oDeR im0k o RaR2126aP St iv2 sabthtt LASUE: Hra or DR5

antib%g!/l:i:s administered to said mammal.

w

U1

47. The method of claim 40 wherein a chemotherapeutic agent(s) or radiation
therapy is also administered to said mammal.
48. The method of claim 40 wherein a cytokine, cytotoxic agent ox growth

inhibitory agent is also administered to said mammal.
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44. The nethod of claim40 wherein tissue or cell

sanpl e conprises cancer tissue or cells. 45. The
worbdtad2if cl ai m 44 wherein said cancer cells ®CTHUSS®EB31785

conpri ses pancreatic, |ynmphoma, or non-small cell 1ung

cancer cel | SBREFDESCREPTION OFTPHRE FGIURES of cl ai m 40

wherein an effective amunt of anti-DR4 or DR5

anf‘igﬁggyl 's%o@gr@ﬂ?el %&Efe%QJ.ég s%%hgnézarrgah umarn %o '1 1%ﬁand cDNA (SEQ

D $ c alm 4 erein emnot her a eutl

h?e% of ™% atfi® tqegﬁ"?dne?“ﬁﬁﬁ RS SSFUSRAR niS ?eF’édN‘i’o”sal dfhe "N at
nuclrpipifg] PO 1o et Tnbe herkdofo clrgli pa ) thhengilpowideybadd mey be a "1~
or “eytotoxi c agent or growth inhibitory agent is aI SO

adﬂ:%ﬂkéé ehednd OZBS% gw r@l%él%ﬂ:u% DES%@'ceP 11 ]%IA THero 1o wo: 4)

for ELE ﬁ ure ovvs t he nucleoti ucénce 0

ﬁﬂ e ‘bh ul“?rga‘?% EBiv e Seey ives mlzy PEQUSHER | (RFQ ID NO:3).
The FiePPRItaEe dnwdgoieivise a@@E@“i@ N@id 1?equ'Eheeé Nforathuman DR4 are also
repofitiel eothade=tpasi t isorerdd7 478: Ltﬁledliﬁ i ndicate the

n%l ﬁpé |3gesmgetﬂ£a¥1p%m§no -g.ClOQ seg*lence Eﬁ% %%E&Z D E%uman DR5 as

ubl | e% A cl eot1 de _sequence

Pub-j f&P fW8|| %Wé?h"ﬁuﬁ‘ﬁﬁenﬁﬁa dhd 118 -der? vEEROgATIRFional splice
varigny @fs@ﬂ@én@@ é.g[:_l@opv@ NOEhS drt, Tipés rSpegliiceevariant encodes the
440 aticleatidecanthcandm acind: §P (B RGRS bRk ﬁ%ﬁ@r‘lnwég@eg 3B and 3C

1S Ond £RRYE e nce , 276 :111
" P10 8?{53%5595 ﬁug%sﬁ 2‘041 Js gm no aci d sequence

(

(%%é %%3,%0319 5 ot I}‘ﬁﬁﬁ%%lé?%s%e’tﬁ?ﬁl PEITER| RPEADID NO:7) for full
lenggy, gz 3D N@@eﬁb@rdemvqu@@noAaudam@qnermel deBd ID- NO:8). The
respsfilive ennecaedtdat fd RuIRN RS seukmadn b Hulen abdra  THHS particular

domaQBE)tl%}Jebg)e a‘f@rdlggtsk%%oagﬁsdgég éﬁolﬁrﬁonQa %béjz sequence
f hown ures ‘3B and

( NO ) human

o i PUBl P W%ﬂé%gﬂg@uweﬁu@%sqb 50(SERQYR NO:9) for full
lengll} Jygpen JIYREhENE iife deuttedorinte seqdessmsnod BNATP SEQ10). The
respddDiMNO nuélgotfiae dnd lamb®ngicha hasgasndae Rkcan@mbt Soger l(ééﬁd particular

doma Y HQ-a6#d a§§q§'i§9c§10(v§§9 k9'99m48§ ) . The respective
n%l eot i nd am no a sequences for human DcRI

(and- par% UPEF  GoTal i e?*ﬁé]reeﬁie?ueéﬁc‘é 8F s vBaofF 1 Nper T14  (SEQ ID

NO:1He&rd il di9rAVD 29815 306D sefiqngr e(SBE Fho@slhe These sequences are

also mgstwidkil de Baguencas, afsreDNAC( BEQ74D BE¥3)9 ) for full
| @‘Eﬂ@&ﬂé Qﬂ%@w@ctlﬁg Mebglﬁedggdugﬁc% gF"l'HlQlalngan%,eq'ge&%% ID NO:13)

and J(t%Egerlved am:Lno c:|.-l<;1he reeS Ve nu% eot I de an

aci d sequences For RURER f)c QU ENIOpatti caPeie domgrRes are also
descrifed dgf Jerapbt Atsd! shdwhirh WD9/ 30482006-Lgui2e (19R6) .

shégweret he pucticeti de seguercemaly himamd Gal Nae- Thda( SBQined in

analﬂz%@\gonlgl)lala.nn@eli tls.mgeéé.r}@%g @ms@ﬂc "%C' glf’eﬂ %QCLQOI( %%)51t1v1ty or

ese enc escrl
ree D G 2656030 LGP C B SHPRoEHE "Pos" or
105 EHY) eff i BRS s@%ﬂ?@ﬁez@lofa%ha@v GORRAIT3 (8B 1DnMNG T8Y or not
crossgpndked, s +derivedtanimoiaei cbravquEnseeof SkQ FBENQs ¥ddsured in MrT
cytot'Eheaﬁysggéa@gces are al so described in Bennett et aI s
riqB0ls Chem.. 2717 17006-17012 (1996) . ure ,

ro |5es ah 7'CE0° s Ghmary® ¢ RAPT<gt Clhﬁ‘ﬁtdgfa ft aﬁaﬁ%d opfpined in
analyéﬁﬁ$ y PR eABI: sﬁ%ﬁqercae{ll diee<c afrrer s{UsNSBLEY) cweldesistance to
apoptiok he adtoritgensi hpadrt \(+00 . TeSkeBilANeeiid RPORt @B or 10% FRS) or
DR5 m6bd\nhY R iHARR2hnkst 28 D% E 6t qlln é&”“gﬁ o cm cggéllgﬁed, + 0.5%

10%.EBS non 0 aI anti body "DR5 a
fetal gﬁlsnel geﬁ?md |Z QL%I" I-F as measul)éd in MTT cytotox1c1ty assays.

Figure 7 provides an IC50 summary chart of the data obtained in
analyzing non-hodgkin’s lymphoma cancer (“NHL”) cell lines for sensitivity or

resistance to apoptotic activity of Apo2L (+ 10% fetal bovine serum “FBS”) or
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crosslinked, + 0.5%fetal bovine serum"FBS' or 10%
FBS) as neasured in MIT cytotoxicity assays. Figure 6
wonowvides7an | C5 0 'summary chart of the data ebraisome/03178s
i n anal yzi ng pancreatic cancer cell lines for
DR5 wemsilPiali ayt grody iRt @lic ecrcoﬁsapvpctedt tXL"act inpkct grogblinked, (+ 10%
fetaf\ERAiné tcBud %orket alasbdNee$ Q.ElUIm‘T ERS Lol cikQ% &B9) . or

ogl tib rssllkd,,XL

B R e
REﬁO)%OFEB%ﬁ °&5 If?é’égurpélﬂcﬁ?tWT Bt Foxrriar c%t@séif’%es to DR5 antibody
and FEhgurerrglprion des eaprds€son SQﬁrrmﬂyaQ}ITaat of tcheudat &y GalNac-Ti4
mRNAOBEeBehHl. N anal yzi ng non-hodgki n' s | ynphoma cancer

( es for .sensitivity or _resis C

A S G AT TR i
NHL qg% )'L:a.ﬁsDF@.nh%c}]o Ibr%scg?ﬁﬁngo&ydemgayaﬂ.evels of GalNac-Ti4 mRNA
expres9ios- pattkeds " XL" or not crosslinked, (+ 10%fetal

bomignee selrou.nb Flasu;t@%egea&wfegeﬂt@aw TexpYE 840X Cbt Y specific o-
glyc?ﬁ%?l%.k‘.f %g 8 1Qr %I?/EE%L :Lrtlzﬁc’rgn ag%\lsé%nsils 331)1/1‘! t cYancer cell

est stance sel ect
Linepan®e f%lchaWleHLwaéaH%ae‘iure@aftﬁrrfés?u%tlmsmatm VBEHyps doses of

Apo2gfitRAthe TWHOr gloat kash teelex ples sian ofio@adNas- Thd, cagentration of
apo2{TEAGUT, echdy g@éé\aﬁ Tﬂ&lss”ﬁ%ﬂb@iﬁ:%' @8ch E‘Jegyr@lagllity experiment
was pfrgéqt%gsav;a Peaa ramﬁﬁ‘g%pﬂi re earcleogf J\ISCL(%: 5% ana high (10%)

creatic in descendl
fetag B%Vrl)“ebflequéve%acéﬁ %?%erﬂwqrﬁmcéfpﬁ%@ﬁtoﬁell lines that are
highpat t enestivel gumedskBrely i |deusitiabes ok f frepbsitanal to  Apo2L/TRAIL,
resp@XIN@ES] QB) AfpcaPRLITELL nRua Blpyeosiphatdw@is e@z:}éﬂ@%eltn21927l at) in

panc?@ag'.%.lc/ -g.?é I’n%eil%\@éhé I %&Ia%gga cgﬁSIISgth Egﬂfrlce].rlngg Il are arranged by

Was measur ed
1okt CBAL M GREHF VALY | Ty *BSd SO ABOSLY TRATL, OF CSRP™ gpre depict
celledigtesces |in Pne(GhasRForpotedias liehel € @ficErt-tal i@npafel, probe set
21188902kt TRAKE t;ﬁﬂ%ll@idﬂes 50%:t&ss pehelvi aﬁ.'i:clﬂet YsetEA@B3397 s at) in

cologgclgalvé:&l@e!rlcte\'ileﬁ%% I r@e‘it_l. %ﬁ%ﬁr%eggﬁrgig Jfo(%?tl?t tffx%% values in

| n_presence_ o

snelt\} e E PEFSBICE d BS157 * OEEh Sjribie SoBRpPEL T reen ool
line| jsqesittivaty af Ehivghioy MSlmﬁvwoderaﬁedeﬁm eh§NA expression above
cutoSENSIDY | ¥EEecBI of edoat. aMaTL, Oorﬁ@&zh’a{h-r%| bstd2speet itu@dy xenografts.
Athy'&l@ M%Mczagf‘ylggl\lé‘aﬁﬁgE C{%‘Iugne lpggfél%e( @Z[éqik%epi@é ), or GalNAcT-

219271 at |n ancreat c._an | anona ce
3/Fup 889 (Fifis BEP8thr FANFEd rﬁ§ ve§sJ§h’c‘§/]ﬁe Y (fPO2L/TRAIL (60
mg/kgFegi ti-pi t9n t VAP @2E) TRA LtunBk gEeRlungr egs wAmigpesd bipegn+SE, N=10
micefi@fiugi. cell lines as in A. (C nRNA expr essi on | evels
OfFlgHIre 6.1.1( tﬁ@u@@:‘&‘éés r&Id‘&??cl%ﬁt oglﬂ%&%iﬁé 97 élﬂ}i,o yvlation enzymes
e A DR R A ——

- the pap OnglycosTint ipn \apizyes inhilpides] kerByhri lhar @CpH¥ed, drreated with

ApoZB/'ﬂA$herfoS testh,ofarihe eerr el addioncy bedseastcttlided i MBso=vehicle
cont§&n5| t(hyl }.Eéf\l G.l r(‘ﬁéﬂ{qlagtglcmcg.gc%%am% %%}, ngne a) cells were
tran ?epc §SI on al?iove cut r B{ﬁ%& ect. of SA% ZL/ TRA i ubated with
WE estabTi% ﬁea t Q%%&ér St APhytHi c® nu‘d’@
Apozhi“@éléaﬁqryﬁmhalwéﬁ@/ Ferl §ipoidiity wias( fiefearnpradel $1RMA duplexes
agaifel NMABd:-t3fddtting-deegatdev eDfdrimgbdn)pased hsédiERr § control (NTC). (C)
DLD- [%@.byt—?g:a‘ieéﬁx%hﬁor&r céﬂ.%zkvégg‘)/é!rgnif@gtg@ KQA %@MaiNAQT p%r Fut-6 by

nmean+

o St ST B FYuPRCET TTHLACTP R 68-THOGRTSErb5h PLasmias
encoging i el a#ndecghﬁccﬁ,e}lleat iion conpimpddon| vWekls BeGRSNRFTilgy or vector
contt@l . APOIhIcERAl kas @ARrs1Rld02052c 6] Iy Wedexipr ei siclihdhed(left panel) .

H1s69M %&anoma cells were transduced with retrovirus directing ppGalNAcT-14

expression or control retrovirus; resulting cell line pools were treated with

Apo2L/TRAIL for 24 h and cell viability was determined (right panel). Western
11
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the pan O gl ycosyl ation enzyne inhibitor benzyl - Gal NAc
(bGal NAc) , treated with Apo2L/ TRAIL for 24 h , and
woebd7/oe2iabi | ity was determ ned (DMSO=vehi cl e cearmuskgoe6/03178s
(B) PSN-1 (pancreatic carcinonma) and Hs294T (nel anona)
blotCehbByster asinansfectied whtibcdaspases &ised ppGCabNAyTekfdression of

epltébmgg@%péﬁﬁw 1|4ncubat ed wth Ap02L/ TRAIL for
anot her 2 vi abi ete rm ned.

Si
dupikesta 1H§’fr eﬁorﬂA)t aﬁ'“é‘gﬁ g < se %n%aSp Bﬁa‘?arﬁfage induced by
RpOo2{EPRATI s eBS¥sl 2o ol (WTE we(<0) t’@l_nﬁ)f?c | oriERt éF—RNAS against
ppGalBidTi- no NG Crailtl-s, V\ﬁi’@ebtﬁmsfﬁcfc&d a8i hh pCalelde TwdeOkreated with

ApoZEWfRA@LbyorSILLRNéSBaﬂd atnﬁstzgﬁl Q§s£{ks weré @nat@%ggycgrlmlu%oblot with

co-tr, nsf cted with plasmds enco

n
cn PP BT Ganet- -BEHUT AL Ton WERT pCa WABTLeEA op” actin as @
loadjeg taortednt (B PSKpbted s S”e\??/astlf?@ﬁ§%ﬁt@é gt po¢plfhcT-14  siRNA as
in AANE¢Bd Wishargungrrdief foqoanal Jand tHGH9e MPl7aa@acsd lagtivity in

cenmws%tgg %éda@c%qmmetdh (&t ﬁﬁ¥ifs'£§ SH Eﬁ&tﬂpg%ﬂ@.@@i M@E My-1 cells
cont r&ﬁc rovirus; r.es cel

Si 0 I
were, ERFERCRTSd P AR e L5 SRRl e @ wa/m)
was vﬁﬁlﬂdl i f@r WasSHemér i eel (et ght wpamellysed Wegh@r ibpicted to an
immuAGEdey SR all So @i 8ntdn BhAGFant isheibhes . Wascusedct S-adeFAID) caspase-

8, [ﬁ@ipr %@'Meoﬁegéytggpﬁy t%&ﬁ@bl@ﬁ@m ]!)\’ACP-E}Nlﬂ celEL'sg%Eﬁe 1{:2ransfected

ustr caspase_cas
creafTitnictf by ABGSES TRAl DI SPSHPT GRGC DR T e G0 | © wilh o and DISC-
assopiaiesf vtREGed t 2 PRNAS 2aERILNEt v CRPRIRET- 38 Bifeviptslg, described
(shatpsfreatl i vel yeidfiorchdd. h 280Theiocekimswere treated with

Ap]ﬂl.%lu{’g R.H Lllﬁgétr%tgé &)h Mon%@cﬁﬂlldel ¥1§aa.ty§§s W &ecombinant human
i es specif

DR5 g% &ég% J§e Elrd.angagrgétéceg 1%aséa%eeq§ per orn{e %fH%&EC PAD (high-
Perfpmcnq garéeﬁt?whansqsa)chmﬁtpgta@wsw%r @ultsr—‘ér\%@éé?wrw tdgeection) .
) pp&ainiAcdenpdr sioRNAE asiman Abo2L I TRAAL exkcapt drsAPDdiah THRA llong 440 aa

formf %mtéslh 1RRgh CasPasR3/ Ec&ﬁmzm}ataac apkby tdhd Mo&e) | murine DRrs
sat es_was ernin

orb RSt B0k LI G Rl MBI LS e sueacive o

gLYCRBCHACRAR T- 4281 RNK)as TFAURPIOFL ABeABSL/ TRAI Eop  cell  lysates

corrpgpanding\a® nddedLiTr afd BR5e1AT, atdiecoethetnerethised, 5 threonine-

to—a@%rﬁum&c:&@g:foﬁs Shdgl mﬁiﬂ@@f@%b@'ﬂR@ELmSV\&ﬂh c8flstructs containing

i - ELA bod C— soci at ase
> %&Afeomn&% ler%eyecte § Shrmunob? Jime[% E’%NF F%gt;?utlons'

reSpﬁéii-'Jé"eﬁ'Y'aﬁ@f E?ﬁléiﬁes ttlhé%lt%d’ p%tg‘ﬁbj e%]tyé:&8¥3(fltBP]$C§ltes (D) HEK293
cellsnmenopeecicpidfacteoh wsh th€ indhhtBl SORS sowisatrerks together with
vect@@%%@(}@ll\@e?éﬁ@bh&snﬁ@t EdH Y MasaBgsibetk 38s measured by Annexin

eVI OUS{)‘% (rr%g r QE%SQSQQ"%@,%EF%O]{ %%] Ga’lN. 1;3—14 ((:'A]Pﬂ;metrlx chip,

Probﬁ/bﬁ%fsa%&éﬁymaaé Hhaargfgar%f 8F"¢"e SERBT r?‘&ﬁ?l% P ORBCEIDRG the skin
(sCCspluameuy agdlantchrpimodacedung, CH@cgedd s(Papel f dmeedt byovarian (0v),
endoHEA_E@mP@lc(&LngﬁdfheQr Bc e Tapd Ot{kangi(’&'?oﬂagecell carcinoma) and NHL
anmat ogr ap t e ro ic cti ian
A Sl e R O TR adhipey e
SXPCRTH RN DR by 1&46‘1%""?%5?&{1’ AOFSE’ homgRRiT DB Stigr gach class. A
cutoff&r af 4900 zad" BDRS Stilelandnd) DRy respendinge tOREh¢ nBRY) line data from

rigldd s Fasuiephash.and human TNFRI (hTNFR') . Boxes

indicate putative O - glycosylation sites. (O

| nfgwob| bt idAabysitss ofA)t Bedlctden| il y&NR esxpression of ppGalNACT-14
or ﬁ%@&ll@ﬁﬁ'oﬁ]dirﬂ%@ol Doxr $2R5k- 5&11%”@1?&355.:'85}5@1‘21& knockdown by Tagman

tructs in on
aaf 08 | 1 PRI A g UL R B AUE 10 ponen certe by
trangfedtiPcPs FWTYaPhiTIgds (BN Y- bYRA fiNecTand (fridecT-14) or
GalNgeTildecom-adhdwd rre REAIGS L pbiutruoasions e $EaERETrdldy si {iMut) subsequent
to Ji@sige@s14 hal ac&idrelemtdadladlmgbycossshaii®nasi @S pokl)regulation
HEK293 cells were co-transfected wth the indicated
DR5 constructs together with ;5
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vector or ppGal NAcT-14 plasm d for 48 h and apoptosis
was nmeasured by Annexin V staining. (E) nRNA
wexpraasison | evel s for ppGal NACT- 14 (Affynet ri RCThISPI06/031785
probe set 219271 at) in primry human tunor sanpl es
of phfaliAcEnt ersFaf-6t he Bitienf{:SECHgamhidice|ApoeBfTRARND Nipduced cell
death |1Hn9170pa(|&61&%‘ét6f)a&@1)cer) bégast , E@é&ﬁh&ﬂ:aﬁ.%}ooedure as in 11C.

(Tab?@ nﬁ réu%ﬁé rg@gﬁe ’oﬁi‘?ﬁ%ge}{r%o(:ﬂi&n Tlg:e%_ tt A ansl:tilori‘;;}nes, in which

carcino I cular
dowmpeBRELTT Pybel YAgT okt [7c 8PP YD APHo Ty Fuqv@dr%mﬂted in protection
frome ppes/IRBIL Oofarsamptles! iigdisrtiioat dekdhy(+d greyreater than 50% (++).

protBeticaont @l aballezfsﬁr oﬁ@CﬁR@ka§§lgoﬁl&%9f_ée eksBQ0 E!ij 2 cates the

abse&ggl %90% ES% n:gn% gﬁozi.?ﬁ}% (Ftnﬁ)daéu%s emt to a 48h

ure IS u ates
knociegHR 4 B wp iy oS co e (s o nereasing doses
of epPRHINACT: BtawroRShkineo STBUDEbr cehl sncfstibfect8h 8 RNAell viability

assa&ﬂ0¢ﬂ()dQ%Hlﬁr&b&r-£QQBﬁalﬁﬂ@i’—M§i §veﬁe§br£ﬂlh@0f& T1J48902 and PL-45 cell
1:LneeX19c§o%. Sl‘peq:el S %gggesé | !i:i%lt e el%n VE.a J)tc}:rel l Ssla&fx after Apo2L/TRAIL

transfection o
trea&%\?rfﬁAcTWﬂleeEEaINRET il?F)lY6fS Gé%S&%@:T B LAl 0§+6RNAlndlcates
retrgvimit exmreatsoppc{lBabNAaTid £hese qell}dt) subsequent to
si Gal NAcT- 14 (1. %Frredl at ed knock-down of gGaI NAcT- 14
’f’@fr‘bojv% Fég‘ﬁﬁ FRMYPE P PEIYRAR 123 t8F ARAPLETHYL induced caspase
actijplienf er$arde RNASAboah TﬁAﬂiQ APo2L1ERAPLo2asd @pédrezgbtant colorectal
cancdeatddll n 1€Ad9) (Bed Ookget @liicancesdiigel dese BRatédERtdl 1000ng/m1

ApoZBY'%%&guggr 88?‘ a{nﬁ E%é gn-@h):ogaﬂ' Qel ﬁ\ H@L@Q%g re S%Q%J]eect%d to western

knock not ypes.

blotq Rpr-&3ii ail"f”d’ﬁ oP ERPNAST- SPEFIEHC phesl RAEHRSS-&nd Bift - §aspase-9,

casppasil tead ifAtBY otect | brdfironrdpgsl/ TRAI LXknogkdowgardfedut-6 reduced
recrifnflictat bAg h&SSaltdn O5f QF-LpLes-st han t51Q%A£3625'7T)zAJ_:L DISC in DLD-1
cellQr %Qi'in%gtém t;ﬂo@éddr%agﬁ o2 ngs.LlyRM 1? D g?&u% ?Ptéu&lgace expréssion

% I ndi cates t sence pr.ot'ec
of D% ﬁ“ﬁs?RSAﬁ 2 IPTRAIC 3(§)ACS ?%}Y%gﬁqﬁféﬁf ‘ihé‘t WenghSUbjected to a
SlRNkri@\?I@H‘éﬁm Wit tth thhenfhefitedt exhesi RNAs, cells were

treated with increasing doses of etoposi de or

st aur 0Spor | N SES) phfn:faney SOLARNEE © @ ool

VI abl lity assay. Retrovira T-14
%’ﬁé‘?ﬁ Fﬁ&ldTLP’%éu‘é“i‘Fd CERTIRENE (RESYBGPE  herein are
genefm@r]e' 8‘?.1151 vedsagteoed eefl| copnabiy Piyloysd ayssnafdoprentional methodology
by #ee2LsERAlL timeatnaent-t, Wesder £ bl oir mlnyﬁé S 418l NPdely utilized

mole@‘ﬂllt | F&%ﬁn@d’]t hlgﬁgldgj?‘ogllggl Cd%tsg&,bregt rlQlVI § &é@r gésgg Molecular

NACT-14 1 n these ¢

cron PR A L LI o o L S A Ve el erony
Presgctioddt $rying dischoe MY Apdel ATRAPEisensPrdapdutyd d205lving the use
of ctlerdAl5¥ amtaicabny aeftal smaneesghekl aké NgsneBRKG abtkried out in

accoAl7. m@ﬁl Inanw&u&éleah@glﬁ@dt hod PO @nﬁegfg{ gggéers unless

fo <8an 4h and total cell |ysates were su
Otheﬁ\%’ﬁ ePIeBr ot anal ysi s using antibodies specific for

cPspase- Bhe Brrpsephspashedy, awdspaseys arml deotcirhbels ait is to be
undetgadi NEhat0 BhiH|invedd)icknoe kbWl igftebUto GHee @HEEGular methodology,

prot&ﬁﬁ“‘” Egﬁqtl%g agutdrﬁéﬁtl Qcﬂ{ @%ﬁgraS aJongFﬁlcts, and reagents

4 A3?D§/TRAIJ§DISC%1 JC£er|mena

cochRct, P4 A APhGIY T 1980 (& (BR--Gurt degmderstoos that tne
term@?@épezsﬂ%?ﬁdofh@ﬁmarﬂ@ DRSr wadenepspeed Mf FAG8ribing particular
embod@ii@hysi niy) GRKl Sst hat Weteasabiectiesit crd SBNA of the present

1nvem%?1km% W ltlhbé hLQm!L ELEH BFH}? %ygﬁl‘ﬂae %gp rﬁlg':ir% ll'agps

| NVENTIT"ON ques and
I&cé‘&fﬁ‘ e%e d’@%&%fﬂ’@& 57 Fefol AT ey &F rthe gppended claims, the
Sing‘gjeﬁﬂrerfalrtﬂ% el amder stwbd"Ewd dorfmsiel ywlenpl oyEd@resisnginless the

cont&(ﬁ]V&ﬂf&akDﬁahldﬁatQQdeﬂﬂbgﬁhlbé’ t hases Skidd egkanpid, her@retrence to m"a
such as, for exanple, the widely utilized

13
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nol ecul ar cl oni ng net hodol ogi es descri bed i n Sanbrook
et al ., Mdlecular Coning: A Laboratory Mnual 2nd.
wedi)(t7imz115Q1989) Col d Spring Harbor Laboratory PCE®852006/031785

ng Harbor, N .Y . A's appropriate, procedures
96“90" oﬁl‘?? J‘?ﬂe WL BOPIERLIA P§ eAli Rblevetkinss amhdreference to

"a Rréh@'énﬂt@la@@ gefieralcky tcasnd edt odte | proB6e€OLANGRiWAts thereof

knowrraintl kAGddIsRI11¢af imede ICHer Om §o @b@éﬁ’r par amet eLSd ;

urnd;8s e n resent nmet hods an
£ dasé \ﬁ’gug%%%&n%r i l%dl ore |e§ efL 0 %re TRERTESF LY PREELY fysreference
° AFIEAE I B FETobe IR 188D aPHéOﬁoa‘Ft@nzlallarm connection with which
the W?H@G@i@@y 2rpr oltzdol s puckldetidme s itadi gk is ped Q:S.t@c[ for their

discyefet apriednsd rtuet si1:a4 ddart@agﬁ r{:th\% i\g‘e’\%%fﬂ: ba%gl 9§at§.grg No%:hlng here

r 0 be under st oo
is tga)eéet génnsft%g%é ds ﬁgie%d‘ﬂlersefnﬁ t?hsa%fo h%v%Pﬁ%%eOFOt entitled to

ante%‘%s‘? FroiEg b P%%Pé{r"%ed?ﬁw@ﬁt sagiiky Prinditys datt or prior date
of ippenirided t Buttiheirt thdeagmepepdflitheidpr eneas hdV @t id@Bferent from
those\ahewn \sinbil rdaRitd Mnhesbraphy BY: 428 appended clains. |t

must be noted that as used herein and in the appended
the singular fornms "a", "and", and "the"
T DF’MIEB%N%I ural referents unless the context clearly

diToe ateess otArerW BRILThuapofar , exanphearryefar %.QQ@ l’IeQein to refer
to aaQSIhgebEl&lt@é@{ethp wh DG uggc.slu%.e%)loléeallulnt% g res:Ldues 114-281,

nd f
i 105 20 Sler SR L0 T8 BobS LnCTer e e

1nclt.tnge,e6]eskcm§\ﬁn4Jt F8L hdselukivel gtksiifAugshesaadl, andusbre, or residues
1-28%,0ribhlusAivé, pobltheabhmrs akedt ¢BReted emeim ﬁf%‘lgure 1, as well as

bioldgAEQTIROr Afr@de heL8ldan by, g@éfeft%{fﬁ to:I.ngsJe?\%ioggnh SFi C§ubst:|.tut:|.onal

Il
varlagggﬁcgfmﬁg?e arl)ove ée[]?glgrsfce%?l oiﬁré OélFeeer@o?léraentpume @ai‘ym§1de sequence
compr&F?%chsréii‘é‘"i% 1&1‘@28& PEFigyre t heiapd dpGloosillye pensiits ©f residues
114-28pecd iFlipwee dat eoﬂﬁloﬁiﬂﬂyprﬂ%@blﬁ@lth@éﬂtsle@ﬁbncgb&hﬂpggses residues
92-281€6£ rIeS:LctL{éstl—Q@mSctﬂ @@gﬂ@slan adm, ShP, %2& tlges may be encoded
by tﬂenylggivcg Sudl& 0L entitled to antedate
By Vi TTUR Ot SRRV d™ FEFULS ilor i PYLi®RRELYor the codon

N ublI cations
i lChIOr‘E“FS? ed;atrésb‘?uei mrehtd off i9FR t HermayhéeadEeRl or “CCG”. In other

embodpusitisc athont darescsnmy ver dhinkh enent bid1681dN06 €a&NWNand have at
leastaBBoUte §U4 I £nihBdLpen g@@len\é@ riddne @1!}} Y %ore I%E{%é{_ﬂlﬂ.y aq\l%east about

% s el 2 eve m re e %
208 Ie@eéﬁc%:eirj%iﬁ {o :raé 0" @F feéﬁﬂyde Eej(ﬁi‘éﬁc%s"vm?%gﬁ °7%, 98%,

se
°F A fcPHER AN TRtAEY de-"éé. Wesoraemo%qhe i #helvasirgeited ApozL/TRAIL

sequentrmn 8 10rHinediiyi viehe ApsildURAII0 2o BGkpt i dAC ki HSdréB8ded by a nucleotide

sequeh@si dubsh gﬂ.yﬁa&lzésnChﬁ@rvestrrlﬁgérgue§on%:!ﬁ:gc§gs with the encoding
resl aques

olyn jo! Cae | ‘
poly. h&@SU% ql;lgﬁé l’b%:%]y}?%dz in ﬁ'lg%reuséjvgeaﬂ%né%flgﬁBW j§fcompasses

b t1 i ncl'usi ve aci
substHTipRely Varigntze of 530961/8%61 dal Mhigetatydehstagmens, its native
amino Rqige| Bifalsubstisered dmaky VrnHUDSEEidel. ONEdrtVala@nbsos®fi tutional

variatte oﬁbﬂ\&gﬁ@ﬂl}'@m 1n&fhd@n@11ces@b91qlvme£'att Iigaeztsfnefamlno acid is
susQQ! e ce. rises _Lesigu 0
bst t¥8 B% §a§§£ﬂgg ? g an ei‘% gdbg Ftétg.oaﬁ]esvarlants include

nd tiona consi St

‘ those1f§e%t‘8|f18(? FF@’ﬁr gxaimpleqotqson‘aqu%";t héD%j.@y-\yp@pm d@z2e9a.” This

40

nomen%]@(ﬁg@e]c{:,s coepr itsesderad Fl Ul 2827281 ehrifskduRs Q4- 284 aspartic
acid ofsiBugiira@ gositIhes ARS: 221189041&69%9%6@6%% pk?e %ﬂ%&%ﬁg shown in

iqur t ot |ade seguence shown I'n
rigurh) 1 0% Qé‘ﬂét\i%ﬁt”éécﬁo AR chgencoaes cipéé‘?rtf'&éYPr | &po2L variants

ti.onal
may ccc rdﬁee rg)orn,ﬁvrebeoﬁ e atgningcapbstitptigngerhich are recited in
Table ehrpefdinvdhishedt RETf sEgiieationowovarf@sts. ar Substitutional variants

include Qh@g:brC&bi:é/ &Ctthé!ere%nguJT%\ﬁgségtultgéhcst 1@98}{tf|1§9% am%]&lpe I of WO
01/008¢! fuSQAHENGEALAEN,T Ly, MOrg Preferabl also e%?:gr%passes a native
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45

90% sequence identity, and even nore preferably, at
| east 95% 96% 97% 98% or 99% sequence identity
wwizodwoamysmne of the above recited Apo2L/ TRAI LPCT/US2006/031785
tionally, the Apo2L/ TRAIL pol ypeptide is
Sequenc dzgepcf’%%FRaA 615861‘596% TeRuéhc SPRAT CIRARY bEPWiceesor prepared by
recowts?? ingerticoneliicdens Thet Apdéd1g TRACO@ENEhe invention includes

the pollypesliaet i der&QQUENnGe d{H O &%QTMLF'&UV@R&L difi€10sed in et

ub19&fdiBh t e es nal variants o
ﬁA oﬁppl /TllgRgIQL s au)?C%Jeast 'lh/iez%Of i 1%° nE¥ie ARPHY TRAIL" or
Poci & a‘f‘seEdsET)sr‘telfF’Eltgél&eﬁﬁlllé(nt%lfé’ﬁi“?léfr &8¢ dwpe2L/TRAIL which include

monoweR, t Idélﬂ‘F%erIS Fstdn foronadt waei aolwwedtidde APO2hdmBAldg of amino
acidi religdses trhpseel ntaMih thheaf&.pdzﬁa§$qugﬂge q{yen&eaghrﬂ)erﬁng according to

igu bst e i sta
Fig adl f’ '&rﬁtegg Q% &Q 9!11%. % Eeds q:Lfateﬁ%Jssee i del?ﬂrl fnlnéaanqeor “D203" or

“aAg ;&113 St ut i On varl an I NC
P F $%a t[B\ngﬁpartlf)Zﬂcgﬂ r%m{iu“-‘D%gaﬁzsitiﬁm €03 in the sequence

Pro"ﬁ%ﬁ‘i‘eh%lFaﬂweell s used to identify Apo2L/ TRAIL variants
wTee et dxmt hEch&[DMIlLCeJ&Qla@eIﬁﬁhguﬁna%” FBQ‘S"“ALI)OQEET}%Q% EiD" refers

o a2 ma | QL 26 g nunberi.ng shown
t 1&1” nd 9;%) %-/%%gﬂiy El sen %y aﬁei dﬁamrﬁnsqeﬁ@rane and

cytog LAare Og I tut anihe restd
’QJL TPafts nBsF lBBﬁ’drY'séh%nEC%rmﬁér dapé téms dhhami b® of such

tran%‘l?ﬁ%?ﬁ“teutapénSYWﬂeWJ&r gloneiist ednd Npdedlakgblly, Ofvill have less than
0.5% pifbbuahednd@E . app weal N W¥2,Q1L00832: a%l}b§:¥a{ntngrjrlb%ne domain (s)

dentMREEANES, | Pl ug Lot

el e BT e
P | ?er‘r"i‘ué?liflﬁ‘ely ABioverhdndety mirt| 89r dHewrifying that type
of h%@%s dsmainnat iThesexpien beurpaed THRAlL drafénh®dadd QGidhain may
vary dat Ape2L1IRA Lbys @Yl &0k hgd %B@lﬁte@ Qer[oeg.Qng B8N QL eng of the

doma:l.%yrgsheﬁnlelmbhq(égntlmggégo%éf é)r regtar:lie fgLEe In\é?srll}::\,kffl}ie ECD will

C es I ept|
consigl Ci'%/fl %ﬁt‘lbela'o%% h b%?rpéﬂﬂaﬁaaﬁ%lﬁnmsof WE9 /01688 ide which
is fr&ﬁdOW?/ P5498erbTRRe taadmey toApadii/cTRAl ot rofe ' APOR ldon R  (and is
not wsgdate beden .genesmhbyl 40 J:&&H@elqlil1£$ed&%qaus£ Il-ces of Apo-
2L/TRM\L %Ee'&&'cyg&d@ﬂ%rpuﬂ'lggg Medd %57/89? 33 a ﬁ 97/25428
ypept | 021? u nbering o gm no acl esit &E’
@?er Fed to %Rﬁ‘é AETSS e Glie RO s BORMET hufHfers N & covalent
Chalna%d‘i‘ld?}ﬁgatz%‘-lmllg{lrd@miln samtess spepbfi.cal |y stated
oTHreriwirse . "APOIL /TR&IIA iGer ¥ Dar OSAP&L d@ﬁ&z’ogrefggé ers Ly Apo-2L
monomb AL 3SR tihCy %Qlé‘rﬁsh%gét \i:i%.osctl_l_% Qe bB\pd'ZL /T-l?-m%:m as used

e e n OVI LN Fi ure_.
herelrzxﬂ%ggéﬁ “ar dt"’lr‘rr’ﬁl e Affd‘?EFTFN LAPEéE' dimeterghatoage within
trlme:FJd?r APERs RBOZZLPTFRN E- wiisshciatedssicht dmdthyr f rr@eérdfapo2l, monomer) .

tTrensrembrzenel rdIc ytApkas ML dpsBl NSim&FdiRagid Yoo ttH?ee Apo2lL

monom&@tﬂé.ﬂ |ar3% l‘:@\%ﬁeﬂw ag's@c:L%fé?cgglCh t\r/\/lalnlsnﬁgt:/)realn:sgn

1.0 and
, C%j Q % %ngﬁ%?ﬁ?g E¥t A HseBetﬁnﬁ%ﬁeﬁ &edsetfatssociated
lghe%n?lﬂgPa?@ﬁeﬁBF%éDfdMquR@;Ld demthi fasedpdy/TRAE. trimers, which
form, poFymepinistasceof hhganpiresenind NUERLNOM AN onr@sentéff' @02/ TRATL.

eterfidhas UM ot enLrd s t . he art for
" o P et R 5%??@ UG P S cginer, o

tifying that type o
L M Y R
art  {3ke|YPiBY fomRYIcdathanaubidebls amteicads) dssath ek hehtive size
exclusgiiod GIPLChe("dBORI,N @saitOiirgal bizd depdinbi®d. ulihg sodium dodecyl

sulphg¥eef @D@eﬁiEC@r)‘fboﬂivg@& %’ha.gé]%PEan\ﬁn Liepl"i?a%yf ﬁ%&fjop oresis.

| ul gr domal n sequ

s tracellu
“DRa" Q‘F%e% S GRIEROT's PPOECEr i ESFIRkAERTITEPERRS. Bmdn the art as
DR4 c%PflopP "mwé‘o%? BoRvRRdePridearndopelypsp{aied skguad@ts are shown in

Figureserbrades boempeftivePart i ea agr ext r agel |dés@£nﬂe%”%£‘ TNF receptor
L/ | d d
familyS QEHRNIC 8rOf-cAPQs ZLATRA gg ae & Cr'%gg%'%gn e YA g3 (1997);

see als%p%é%?éﬁ%?ﬁ_l}p%%b%%?&gfﬁ "3Rp03P9Gi0HENeP /37684 epublishesd July 29,

coval ent 15
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chain of an extracellular domai n sequence of Apo2L.
The term "Apo2L/ TRAIL dinmer" or Apo2L diner" refers to
Wo\zzmmpmsZL nononers joined in a coval ent | i nkage/vsc@mem31785
1995 ‘gulfl de bond. The term as used herein includes free
Oooﬁa ﬁo?ﬁbﬁsﬁ%‘? PEEARPAPI2 L2 W0relS &/ 4E8. kW7e ivduedi August 13,
2002f rySmér 4L . 803 nissodd Apodder( 8, @092,&5‘&&60[!15&%6%%3@5] issued January 29,

2002aN0t3ReEiddnhit th1APOZLs HQ@O'EBG) ghe L/ TRAl
* = ref 8elr85 to Il ree O%L %1 + Ecience,

B4 Mer
;;7 ono rgErrérs(,%g?)A%%Scrlngcr% 8%?/§’Ie§nﬂe'§/ep§§§oéi°’ét%%OZLTF%AIFJer nsee also,
98I NG L PHRAPPeA gl Egaee" 19,5 19880 ¥QPE/616A9 trublished September 24,
1998k el f This owicabest hisghesfentddgamersisc pker WShé)freceptor has also been

alteﬂ&(ﬁhéi&%hberr%ldcbo as AROZL/ TRAV L gt rﬁger Sandd) ?h £:260 TRICK2 or

e o I (o baicnsr ot 1., e

g é&aﬁﬁ%?%ﬁ NFGZL1 TRAI et nsdone Natulienefenebicd, r i Imen4{-am3 (1997),
WO98 (A5REF mEyHelgEt espustmyzohe 1owade msvmgazﬁegmqgh@@%c%%ﬁéysm, 1998;

WO98 kasaus gublldiesabltdandaUShBgs . C%@E@/o%?i Sﬁﬁg%"%ﬁ ‘é?alm%ary 21, 1999;

W099}H§t1§§§jlb§%ishedslﬂ'ebruargrzél éig?hi{egﬁxﬁgﬁhgp%aemﬁ March 11, 1999;

us 2%"&28% 0oL P AFReY RapStSES )200R eiEr §60Ditase5HPL® HRted December
7. 288Ppi | Vhr§. 3aB ezar oiplsoed Shembdp0os 2 tdqgandsr. e@@p;o@rlogm published

Augudtnd, deb%lt hesr e6eenbes sk ef Eﬁﬁﬂ@hé@ bvﬁ‘]lj} he afoge Us D5002/0160446

e and

publl%ﬂgd %bepﬁg%e 96’39’[‘#%1: ?}100457%(:1131513 llé%e‘ﬁ’ec‘tﬂr\’rél ?5 2002; Us

s seSeguences are-sh
9F’§ﬁ2 et5SHPY Maga3e 38%Tr |U5e@I Y’ReCINEssessegtoy of apddoy US 6,642,358

issuasp fovenbesf @5 r €603)0 aas" PR4EribRPanagdveal otheJ.SCJ}e%@ €ors for Apo-2L
includé6peril 10dd3, (ak9épa Bl akso. \9@%@%&56 R Egrstﬁbs et al.

Jul .y 439, 8; 99/ 37684 pub |shed J"ul y 49
=EE0) 73349m%“%%| |e§\r?§é the OB 'BECE I FseqRtpr” when used

herelp S SHreEPHITGE st 1Y 82%92'06 %%P%lawgeps@de@BMr Bhese terms
encompasy) Apo- An getdStor IARr3BRdi s:swedaﬂmyabﬂ n%amal%oogacludlng humans.
Apo-2Bheddededy @by abe endo%‘éh&ﬂﬁ? exparbdseB818- 821 ]r%%ugalq% Jd.’.l a variety

of mEAR " nce ., 2/7 :815-818 997 escri
- ot h %teL?QJree e ngde%f o?r L?%F@iipfeiseéie%gl GORERB) S ProFynthetic

methog I %@\et or
bl i’shég* é?ﬁ‘é?angAPq@%remwumwmm f Shrddpeptide having
the S&Ié?)taélﬁr’bferacm Sep998)r as Hu Spr-erepiebtds deefwr efbed Qadfe. Thus,

a nabRe (4dReri@CepObI, hascaltse Q:%.ﬁn lﬁ.lvgertﬂ@t la\ﬁ%!ny g%r 5 ecglence
natur&ﬁﬁ@ccﬁgglr?g %V ILLre:g:eFIBG f&um a%; B‘nanfna{] ?uc glgt:g@G sequence Apo-

o re é}@‘i reaton et ,
‘Vé*‘l ScFERIEED afTon nEiNEe 9r cap Be5B8EUESBPY recombinant or

synthetfgzg-p)eanw effhg| term Natagies C@emabn@s 2pal L 14dcehdrm  specifically
encomgsk867 ) naﬂA@Bi}aEMr&h&ﬂ t:5ReLk AUGYS 20 39980 s of the receptor
(e.g. EP§7Oso§gIZléouPJ> Shgg1 r%ober f14 1998; W98/ 46643 ellular

| i shed Octo 53588: “Noodfo 78S pabl | ShEf domain
seque 5 Uaf’;?t%ﬁallxmurmg/miw phpiisshéel debralaeyna@byely spliced

forms)]_gtgg nANIBYY1V1FGhrpidl eslhwdc Marreintkl, lﬂe%ggtOIU%rlants may include
fragmet302605E200dnp bt dns Begd: Angusi: 13, S%Q%% %&SO_L rgieoptﬁaég Figure

0 0985 i shed Dece
o o e Dacaniny el YSGTEE Uk S0ty GBL082 A plistR gy 10 se/51703
on toyg: B5tt%2 19928001A YO8 G0t H9rPE 5 8. cpU bk ishe tb£) a8 DRS is known
in theo(H3:. USh 2O OTRE0 86044 6vatibht Sehﬁﬁd&tﬂﬂéeE4(3]am1290201du§equence of

human R0 24144 88 T gikdlsi sheda A ik 114 %2
Loss i Ssued May 27, 2003, US 6,072 047 k|S?essf3r(=5tfﬁ\]uneq%gg on August 20,
2000, US 6, 642 358 i ssued Novenber 4 , 2003) . A's

dBETTT BEERIBEVItispHer ip gesst bexreifhoro Apdelgdnpedligeto antibody
or anpgRiieDoR2ectat] tOPE (semmtoShers i glan tahoal necro§i—borﬁctor receptor

L g2y e Rtk SR Pl Bhyapiod Bfudese, ans
h
sue aélﬁ%:orrﬁasslesclﬁa Ve asng B‘g%c@n‘?' &8 ptor P receptor

variants . These terms enconpass Apo- 2L recept or

expressed in a variety of neamals, including hqrrqns.
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Apo- 2L receptor may be endogenously expressed as
occurs naturally in a variety of human tissue
woOiowages; or may be expr essed by reconbi nant ®CT/US2006/031785
yn hetic nethods. A "native sequence Apo-2L receptor”
P SEEPEON PG LR de IREVRHGPPRE s arre ambl riRRSaehtibody” is used

in aséﬁﬂfénéen% tanr#fro- 2b awcepdice dedt wedd f¢OMENdédbteone form of a
DR5 Fhtkhtod, n@ldhvasseﬂélemmAQQqu%Lacé eGERLOL C?Ibd-}%eii h& the 1-40
sequ@mengh&ﬂ? Sﬁ%ﬂ?@&%}aogc n%truéx ln%‘:lt%]‘.@g{‘;clgan é?]ctéleﬁifbf ZEth.onally

th Bece rom any
e E)]POdé’aﬁs Eusfeélof’ﬁt %’dlkﬁiio\"ﬁ rfathgtergiogesn sfeguence or molecule.

Prefema@anc@da et eedonbinartuarces yhidwet oe 88ARSs THE €EFRdy to form
highémat-base c&eaﬂ.lﬁtﬁﬁrﬂJQroglﬁlé‘x%Qept@tloﬁﬂqg}'l fl: IDIR¥ antlbod binds to
DR5 QQ@éﬂE’Q@Sﬁg @et ur, %l ! % gogcurr r 52{6{%'02‘”? %rmyseaddltlonal Apo-2L

recep
recen té’ﬁ?‘gﬁ i nEjR‘l'f BFR]i'n§’F (PPEkenadaE| thel anthodmi 5 an agonist of

DR5 signaklieg)actdatur.al | y-occurring variant fornms (e.g.,
aloberdmal iy ekye s §ﬂbg@§ %) tI@‘]QthlﬂnﬁlblklM t%cgu,lerS gceptor at

a cor@eh@ia{tq_oﬂafé %g cheng:te%t an.l‘%/%rl abciu ez%gfd: g% "?@ﬁ%‘kén a BIAcore

fragnents or .deletion mi
bindiRg 3553Yy o RGP LY githtee DBA @hébRaieheo the airivept ami @xhibit an Ic

50 valgueficebaft huFaRMDRS @®upubt i stheds inea¥Q-B/151293106bre binding
assayNovenber 19, 1998. A transcriptional splice variant of

s DR5 splice variant
oogei R BANLE (B8 L TR B Rl ety o v

in ae"ncg‘?g‘?ﬁnég %ﬁar 3 é‘§tﬁ??6‘IlF%hféﬁtl PinADt98A 85886t ome form of a
DR4 redeRisE 20,ext88&11tDeatdhnaiac eptviofant ddradyal liyS t ks @a antibody is
fusedhefreilninkesd r ef ex QSMo@bé%st %e@‘ﬁéﬂc@o% q{olégltllleb()dl @xseferably the

e r iLn_the tunor necrosis_facto
hetergiég%%%o?ecig%ng? fagl(ring f Oellfn C:Ibsrtlz a%:l'rlﬁ naéltnb 2t R E%fﬁJalhhgher order or

Ollgomerldgfgm%fax T gn&PF19R§aPoft8sPRe aahEPosuchindat Fh PRk eseceptor but
does |nﬁEI kil BRoCEATSTbotty amth DRY anditiodyl "2pR52T @eepb@Sr (e.g. DRS,
DcR1, ARk beﬂ%’) " a3 oIl bedY " antGhod@nid - LPRS g%%&é@ogé’ %S sc']Lgnalling
actlvy&ed |n a broad sense to refer to antibodies that

to.at least one formof a DRS5 receptor, such as the

pﬁfﬁnse&’ue Se DBH GRA P HYFPE fPe siyAnbIon hénde 44(r DR4 receptor at
a cong%rd:&éh%q FRBYM Off natkiugup els nBB:B@poar 20Xt aGehbadu@ed in a BIAcore
bindigwnwisay t hepetdnal Got ltaeabﬂ4y ahh®oBREs it EM%VéI&lfOHségllblt an Ic

50 va@lel bhkagd,t 0036 gt 6r 0 a%glgysl8s%&ueagcgleg%t1 ITQ :chl)ra a%]'gntcgf% binding

Preferably the heterol ogous sequenc owWs
%5 he anti body to form higher order or oligoneric
COWpltexes "aqyrirbhals yusadhgnDRBe ahtodedy bemds taad DRBcludes any

molecylec epdtopabtialdpas: ﬁﬁilybbﬂlﬁhrﬁésPrsﬂiﬁulra%agto%gﬁv%@¥s one or more
blolo@.dﬂ'lt b@ﬁ@flltmo o?.EI i B?LE/%%&PE (Dﬁ g [ﬁ%t Of Bﬁ? 1nR§J).tu, or in

. naII t he ant I's an agon S
vive. g ‘9; ??%gf a@PF%.?ﬁwaﬁ ofAGH Y ti¢sh e rBRE iRt bOE YARYRL/TRAIL to
DR4 th@R$anlp@mgg|qmgt¢sgsaa@RﬁeIEC&pt’ﬂfosat farther reported in the
literamte Nt Aat hgphiEangs, @una@ﬁﬂt 18- ; BMJCQ %boyltl %‘gcm\/rlﬂa%mer For

1nstarm%asweeq érﬁs@ @84_\% %&:1 ntd ngr I (?Ltﬂg%n?%hasl@e @te‘téulate or

anti odles rnvention?
aCtlvaotF ghoutt §°%° W%W%Bbuﬂ“’tﬁlwsasf MRS gr eRR.n ia vitro, in situ,

or inBvieoree ki ndenl: asgsdys aDR4tr BERNIngT tanbkboéw DRS D%'lch causes
receptdpl bb@ﬂbétnox@ror aéltghapa:%aﬁgﬁﬁﬁqgat Ibl ngsat%onl% agsfa?%% function

r rtoatlbodlest
lndlré:%%eo? u %:@ef relep WY oPRRAREE actiiftl He @8naftivate one or more
biologifa} éé:f:lv:(%pis orfaPRYy arhBRDR4n antticbodin bstd,usedirOkivo as a result
of, eld.nketintudadinietLstilled JOH% S8 WRNEE1QN wHPél’?Ctﬂlef? causes DR4 or DR5

actlva@'i@rﬁ %rrapiéﬁaﬁ h&a%@&@c{tql 19 go li% S e ggg{]ecr:ne 193: l O\anto ranaasg%n?gts may act

i bad orm h
as an enganacnetr mole¥:u5.e whlch functlons 1nd1rectly to enhance or increase DR4
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ol i goneric conplexes. Optionally, the DR4 anti body
binds to DR4 receptor but does not bind or cross-react
waoizodr/oamg7 addi ti onal Apo-2L receptor (e.g. DRSpCcDaRR006/031785

or D%E-z D§R2%1 .- tionally the antibody is an agoni st of
£ STHHEPE Mg 28TV t y Fopptissargs ythe heoDR4 wmat isbbalye activity

of epflogereus dperrl on dimadsalt.0 EhiBR4oUIECEPtREcAS1iBhed, for example, by
pre-e@iQeRinADRO o 81 r0fy aRowi1:0:dy M $1Q.8b0 a3 i i
LisaTRESUSES LD 8ubl dcore bl pel 10 s%g}% BRBD MY RS bive Ligane
por, DR4 antibodies’ o 6 1 nventi on PhiEing PRESE warpkex formed
SEWBt™ 4B3iA" 676 D% 20 PBBbut 18 nM as measured in a

BlTReore&rmhi*hitimgkais's ay .ustheirt ehenpragent spplicscisLdetdis generally
to hheré-o_héﬁlju@est ijfcqn]aﬁ“g aﬁd éé?l%l: u%{%t@iﬁ}’,t np!ll%%ﬂ c%iattga‘:structure, or
lycDRLt Al dy ephances, stinulates or actlvates
Z Zcong r norg}ggbiegjflo% 8%“’%581%#\% 7 &8 B APRPIIPTRS PRee1l can be
cLeoreDRE, S53rd0Te Metheds dPE uretdpds rlivilenedEkermingsamf is predictive
for qcrrriyebdlagi cedlll’ ackivitibes ar esdab neliviagy 0ko ARQ24Y /TRAL or death
recept@rDRbt BodpRS, duds! YebiiG&ROPIRSL S, 125 Y those . ;
inca{a bhEToL.eROL LaG, LD, Lhe Liderat ek aig?%n?%t A
" mbfunc%i onin adifect or " PH Fr%.%tl%}ﬁ?]ecﬁl oIt iFAGtANEE, proteins.
STOe Chguthi SEmHay - RERTCLPdIRCt e qERY} tahyfeorsé ul 1oplNac-T7) family of
genegFRgnewotests rabatieeor dactinGt dsene e0f, Mhg & Qhogi -Gk chemistry
and Bicilbyy tdfesuein-PRe o1 DRy i Wb T f:nlrﬁltg Of 11 VO i
N-acéty1d r‘%sc‘t'?”a.éto%gmi tgél{s%gzt:ai)ilﬁdi% Lo DR4 O%teSRE:{ t i 8%1ype};.3tlde

Gapses, Teceplor “activarion or’ si REF9FY SnstudProrina¥hethemistry.
(avalaégi ; ;

7 STYney 02l 30 Fi¥nEtieaaedirert cqom) yard yrferemddsy cored therein;

Wang fqf| Ry . erfP8Ace300sT38nThAt €200B) aotd vatercfBe:s AitB®Merein), and are

thoud@jto_l:@gﬁ@al:icaﬁtiiﬂii&ﬂe@]ﬁil@jfn DY qumDBnganidl ¥<%$irt90nicﬂft %i-iyﬂked sugar
haidl 4 Mio¢oias a . , e.9., stinulating anot her .
;ezr%f.fleé:t%ro sf;r:tL)II?sZ,cul ES %n%ﬁp%’hetﬁjecaéﬁgﬁgssﬁﬂﬂ §F [R§h a Dbiomarker is

actTValtd off ot argnaiant rdisdebeswiRd [Fori 8 contwipltated: or cell

samplep gt Oxa:ﬁ'.oagi.b'lm,st:'o:rmaycaagle,ashelm@néwi_@ﬁrofm:ﬂueﬁuil ©WRLEARY will be
deterﬁ\ﬁliiﬂﬁ [ Iﬂlj_ﬁsSng nck I‘&_ﬁ‘éhley E@%@B@élﬁetwe&réa}%%ﬁﬁseﬂﬁéﬂat?ﬁé PCR or
: ZI PRTA-) érei.% 9 9 \"A or ns.t an e agoni s may
:T:une hance actti\‘\;/i? lt{%)f é%?&enoé%“&ﬁ%@t i APAS |of & GalNac-T
m ?rs, glolahla& B%ll\é\é:(—:'ajﬁlppirs :acsf'@r, @klélﬂﬁpec,let@yted at a level of at
leastn 720 ¢ Gitp Mesdwrgd DRY ASEyBRS inr Uisy P shiadriob i ziyn gneDpk eXas 500-fold,
or P?ﬁ?ﬁ;@;pgﬁigggggggﬁ Wébﬁiﬂ,hﬁ-g)?a%o%res%esrs&g:% Ue11 sample
th B i
exZ:eQ‘?P' 2L, acad DR4 or DRS .rlo het(':,Ltsg‘?e_m "bHi Ghur kEF™1gs ER( detecting
'n the pt Ss]%ﬁmaﬁéﬁ MEHtd gRetéfetiyvegBiferal ly to a |
. nofREclit&etyvhdl-gal angoseyenepolppeatteida, car bohydrate N-
acetysmahactwmnﬁrtighyﬁ?hb@'lda"I h@p%&%@%k}@naoiGa‘ﬁ@écg—Qéﬁn, SGALNTL14”
are udkdOResfkiBRBRLLAL. 1] can Sl EShS isti
featu%sangegr ihmst ads (.or S%%,tghg%s&%%bgg %s%]ff%ﬁ:érrlelilai’l‘ﬁlngnagﬁ”?“e”stlc
redictive fof a mamfal'tan B8l MO4eBHlepi stgerssing a N-terminal
cytoplagpdpt iiWatl?'t ErIMFOSNYTRRA| fomprindesatdm rregbpt aindakbtdYe domain.
In ansgzdtﬁ-déﬂabgﬁﬁ@@ﬁﬁerﬁﬁntfm%ﬁdGQMaklhﬁlﬁlﬁtﬁ§§ahei EM@&HEQ”lGSQ base
pairsl dd tsl @ni@d 4d; 1@ DL egules, |n.tne
Lengt |ur|\n|aacl-€g£N£ahml%mof 4 rci;LtE_{1 e?ﬁgﬁetlﬁ/bn%ser%og? the tifin®?- The full
IRt T oAl KEt BRI AT Shap EFRea) (SCAFPeesiqe JNof AAHOTg144. As
disclogedydiie a8Ad obr Gilei NEBRRAY €3 WelPB-descriched ,( S@eic®l Jisoforms of
GalNact(—)Iirg limv(;albien iafgllﬁﬁﬁh&n@ﬁ_tch}/im@dgi @Axﬁgﬂé Qlét r@ﬂ%h@%et)yBgrticular
exons O-didaked ghycosyl af i qpgi i t] ateg by the pol ypeptide
examirw%lacg}t{ rIe- < J:C%nalr%%ct osam rc%{/{% r/ia'n_sfgheer_ apsr((eegﬁnt,D %Bplgoélnicem&emplates
ﬁi = nals b i S?Ii;}g/,of( 5% |v§5+%1sm§o%@5 2f GawMpc-T14, and that
SXpPressepPemiledii et sgem dsodadny ebepenidesivel bedtid@afhdlian tissue or
cell Stante ‘et Saﬂls:i__t,ivﬁﬁReo 3301 B 1 44 éwg}e%QOf qn%&ﬁ&ﬁfes /
G‘bb?—dxl—‘éh@t!ﬁ'—B)galaggosaa(n?ne :polypeptide N-

acetylgalactosaminyltransferase-T3”, “pp-GalNac-T3", “GalNac-T3”, “GALNT3” are
18
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thought to function in determ ning the nunber and
position of O linked sugar chains in proteins.
wopvi7onalsiy, the expression of such a bi omar kePCTAIS2006/031785
determ ned to be higher than that observed for a
usedoRifierp| ta reStre 20kYReel T meabyrne. PXYFeinfaiviyg dheracteristic features
of eheanPlidiacthefaxpyessi Oibl@éu]&ucrboapﬂl&@r kernwekhiB® cytoplasmic

doma©het ef FARREISHDY d@mgﬁlne SERT %ai ML ofLf %c domain. In an
ntit ohi st ochem st r assay.

oPtl% 3t onacf’ﬂéltlment %?‘{%s 11m8ﬁ %%Nﬁcﬁ‘é?l m%wﬁpﬁ?%nﬁf’ﬂ%"rlse%@ﬁ amino acid
Sequ%l%cerﬂhRHb IPCI.ZFlGFreGéIBNaC-G¢3NaW¥Il%@@@h@ct@@cmbea in Bennett et
al.,|®velobf catmiseagt 2750170as-m@asuredspy Affymetrix U133P

mH?yr O gAYt anal YEét-Qi’enQ’r :Léogei | gny OJJ.n { s%[aﬁaebclty fo which therapy
00Q of |

ast. 1 her, in.t
i deg anpte tha djtrﬁ’a?‘ %%%er VY 6Pt%f‘d€8nf? d° tPesied te GeFpbiect are
any §WC§SV\P%W1§@‘# et | Hgnéser esseorrhottridies moomahdkeng any clinical
signusi dgsepsant ot atubyestRCRavo1WBP- 1N éﬁﬁcteYn':.oQﬁ@laﬁCsItQ%@ég n%r subjects

@ﬁﬁta e N - acetyl gal act osam nyI transf er ase- T14"
used i) ¥ e "GALNT14" are used

hgg;elGﬁ S to e e mal" a’t y‘bse ?’ ’fﬁéﬁbF%\ SpiBt ¥th MRAVR hglassified as a
mammilharlé’étlé‘ﬁn@tlfélm%%rt UPXs . ofhorpes Gadddsc-afidf amtby ofin a preferred
embodimkRt Wlfe she dnpeitiiong tmeNndn@e i Ak Lidzapl asmi ¢ dommi n,

t'B@nS'HEE@fear& dc(yf[@' @:amﬁfeem egr{egﬁt ancgﬁfe%ltygrll Cof similar cells
errbodl nment

an o t 1 onal
onta 8T 30 BBl L o Bh{dinG® T68S Biroe THR TmER Sdithy Eissus or
cell sammle gay ke gelid brotuel ps fasmshdwesh.nEFeayor enddAr dik@erved organ
or tiedue |sangld dwnmivpePNAr haspiees; depeal bedahp gf(ﬂ:%aryénstltuents,

bodll@sfﬂﬁl(a%sﬁc@lnagkl‘:eréﬁgﬂsl ﬂlalAfﬁlll : i Qlég% Iéf?ua\.%ngerelttogeal fluid,

3 0 4
°F mc‘ég E‘Bltl:?‘ﬂ avé egn ér&é‘n? i S8 i ERSHAREPAE fYelggment of the
sublgght | ARE UESPUPaPTRIG] BRY eXl9s PespEimeay exomeltRred Tells or cell
linesandPptichallihehpr esene baAventi samQent engytat 853 from a primary or

metas@¥ &4l P&ﬁ@r_el_)igrﬁESEQf‘sh&I s%ﬂ%i%é;];néﬁ%/ggclgnyﬂr{ oé‘é)%l}ﬁ)!)t‘?n%fs WBch are not
n X
natulifRu NG & i et ﬁ%e maPmaEPESTE t F%?Ueaﬁr PE@F‘Fr"atlves'

i soforns is predictive: of
AnCICOARHITECE, SASHIS v PSP B A BRLYIPRAG L 20t itdent ¢6 r etepieotike.
afeT bbdypurbUBi Neaciet | *dBcgabracbosaki faie pahpleepd Inﬁlan&\la single

part . 'oraﬁﬁédé g2l act oSl Byh 1rlean§f9er %.S%h {> sllchopatlfllélggea or cells cut

|_.Na L reused herein_to re
from ta tqas'ls]le Sar%’ﬁane g.ertel Hn%eﬁ Y cHaraftErirdej gections of tissue
Samplﬁéafﬂa)f eke ofak9re amg] ol Nakd qetednitey aphlymilsecgbesiing to the present
inveng oppr pséviged tdatettmimatndeybsopldasiEtc tHOMEeBent invention comprises

a metdANSIRFBEANENL0NRIN, scSE &M &I 0N a0d, grﬁél%' Yl G alnﬁa%zafis at both

[ ona odi nent, the human
morphg?(fgaﬁg:btl e cofr)re%ulhs,es,!L erf%amoﬁo *Scitg® %thﬁeﬁ‘ﬁéhsl‘fﬁﬁﬁ’fa‘ﬁtn to both
protepn qipfenuBeiefiqide- T3 is further described in Bennett

eRy al‘corrélatell ok. “jSbmﬂstmg" zzlmm&oﬁﬁ%&g( 1996)ny way, the

perfoB}(anc%Ubdtrﬁgbr OfesuP@d | gRt " a | §1f@cangnaﬁ 1§| QJQ' e §ol{%lf(§_f:t with the
cl ud| ng humans

perfofcrga[nc\éhér%n ;: ers%&ysclo%dges ér?cg agf Se'Lét o%y éotéc?ﬁ?lsuﬂ?ogcf:?mple, one
may ufsﬁv’iﬂe\/éls‘ﬂ’fscPfrﬁ darst esehyls of i miosordt ishewnygnampt a second
protogdlisnjapdforsiogn oy dissealse,reenlisubjreat 51dsAVehB@ik Nor protocol to
deter@ftied Gk 0h2JisC %lec&{d" 8 Sys QF o§u9k§t%tc§1 .lf'lm:l.gs b& ggérfgrmed With

T Lm.-nan ed herein refers to a
esPet o8 tV%Ir%a%ussl fiea dé%enisrm 2 fBF uBfhg UATINERE, TeEWESS of an
analchﬁ%es"‘SSEPég@%*hda%at“%NA | $rRA PP e rqre dLEENDDd| dmsptmipfe  whether a
specifime thewepdutdn, rehbnambmwsshg i SpaeLitweam. <ﬁy detatﬁskl@ce%rtor antibody

shoul€ el pSHPRh&]. 1S meant a collection of simlar cells
By "nucleic acid" is meant to include any DNA or RNA. For example,
chromosomal, wmitochondrial, viral and/or bacterial nucleic acid present in
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obtained froma tissue of a subject or patient. The
source of the tissue or cell sanple may be solid
woiewwe21ds froma fresh, frozen and/ or preservedTaSg®e/031785
or tissue sanple or blopsy or aspirate; blood or any
tisspp GRIPEDNS TR UESTRS 'nusddi \roh il sdsomrsheneitkerbraboth strands of
a dogpieatrhhdddd puarsicobél buédile partd tlﬁﬁﬁﬂiesf bk dfra@rﬁent or portion

of ahn:trﬁzfaéyﬂdc@tlzlcf laHicg mo?@édl‘é from any tinme in gest ation
ory de\vel opne he su? ect. The tissue sanple may

al'o B pri marean&r a%lriuﬁ @6 SSgPeRE Pr| PoFddon thereof with a
funcﬁﬂqaénﬁliey in teﬁéo‘ﬂ-'irgsa% Wﬁn%@lbl%ﬁpbleotlesnm aenddtinOpther gene
expraspioh MBI Yhorgemet asy atdn@istingy a1Thend imsue:samke f@émns:.ble for

Xe

encogili’l?gt aé. n fQQE@%HQZgSp\P@éeQLQ q;reu&ﬁlty nat pggtl, |o¥1 I JH 6{1{2 mucleic acids

resoM :ﬂ hg i N _nature eservative

Pant’ coagul an‘fo EBUPY eerxgresfﬁngt?\%§ Hut ri Bﬁt%“ﬂelc acid sequence
may a‘?ﬂIHtBJrIbt Rcgengfiq hebrorkelitPorvithin perposesitteped n fnitiation or
termisgd bn oregiods,a pkbsaiie Sajiphead, SoBM’”reéhl%'tBﬁ} &eR@¢dced or unique

adja@grg;cgesrrlfong td §§gege§gn'pl e, e. g a thin slice of tissue
or_.cel g%ha ti ssue nple. It is understood

ch% I pr':lbel " Flan%seg.f hﬂ"es-"gluéegﬁfﬁpltgsa n%fvnpswénc% fegomposition
"’hlc]%mbG Siopj eted oo Turallydirecste ordiimgitertihetpreeseatent such as a
nucléinyventd @ypb@raybdethtibady ahd i Scnoarss Qﬁ@e&tm;tn bhehe reagent to
whlc]ﬂ)rﬁ;S@_@t cbﬁ}j\(ﬁg{é@%rcgwd‘ Se%h@ r%%reboday i Beiﬁ hgetecrggble (e.g.,

ralelsog: on 0 %l ssue 1sa le i Sl ana

PR ogPeHT And HBTECaMar 1abay 8] soF orinj §hangasp,ef an enzymatic
1abej€l\ﬂ f“ﬁy reespbee F@e“E-GFh Qilt9¥@1lqn6¥mj aneidisérateachihouBy or composition
which der dedeat&bleor "correl ating” is meant conparing, in

arrmvvay theargqgg Jmayg nd/or results of a.fir
[ |es],:mor cg{)l V\n&fehﬂt h:{es'O c1(13)rmanclgheamli’ oa&‘St sense and

opeo 6725 oHUAG" aRGPS3Eaby “PFOIULOT. POHYeaRampl anciosies,
mﬂtkﬁﬁ’échfdf El%*élbpﬁieesr dsud -t bierfecafid potiladaby)Siformyd from at least two
intaddr eho@kibd) @A HEAGoBH tEragnEREo NEh R %%Ol:ﬁeyaréﬂﬁﬂchtogﬁe desired
biol }éail%%tixhﬁt results of a first analysis or protocol to

q er. @Pg V\%ther a second analysis or protocol should
¥ med 29T " r eSPEELSS 0 AvaPPHUS enPfodiPfenttact  antibody,

PrefeﬁféP T n,coppeisiny uge t heticesdbirslind am anatipblealre@ssmy thereof.
Examislge hoﬁSa.ﬂtMye)fﬁﬁ@ﬁa‘iﬂtﬂnlrQﬂuhéﬁ‘ébQ el er m e W%ﬂ&e%‘vafragments

dlabcﬁiplggj fi erteil@r a%‘d&ﬁ&dﬂegg' w@?ﬁx%%hglgap'gf?ga}ﬁ% Iéyomolecules and

mult:,s echE:uc etp!;boc[[ an%l bO fSho
ﬁ e PR 9% et THF PRCPAEe TEATPINA or RNA. For
%WV@ a%woeﬁwdnare yrie boh datetiogktrarierad dydémroteins of about
150, d@actﬂﬂltloah nRivebeded acihop i @SRALal NHEES UR) S@HIEAE@ and@wo identical
heavyt Qﬁmchgyl%l ei ﬁacﬁlc h.gghte@ﬁ&qp@éslq‘?&kgé ttlge£ hea 19 gcthgl Stby oge covalent

nded nucl el ¢ acid npl ecu
dlsul%ld?do es’ awﬁlﬂcf 3’ BTG r Of)odrlﬁ%?ﬁdﬁfl“afﬂ{aﬁﬁ? JeE it Gerg the heavy

chaing.pf %F@Eﬂﬂtelmﬂwogmin|l§om aEWchnbgdt\en endcliight chain also
has eQqleriye sp&ce{dOﬁhtﬂsﬂ:hhh@fcﬁ@ﬁleeh baiddeact i anal h@%ﬁ didin has at
one BACHUIZRT10Ne LERANSC w’ P' 14 18wdY %_Iy'eé!l Dubed ?g u+ aly Itnrgc %toga%rns Each

1 on 9806 _expressi on tonsi st o
lighty Q & %:ggam Harlr%% 0 ogﬁgb? %’/ &Rt oldithgd "f‘Lﬁ?&‘FF%PO”‘am at its

Otherpieﬁ?mtﬁ?‘eoFOI&ﬁ’ﬂayta Peiri oh térre i fehitngbdiei dsaelttmed with the first
constpes pdmeiib| ef fle ereodidgiay XPrHss [L{@ltac@eh@lt &bPiablBe domain is

al:.gn@&'cxlvﬁ:'hc tﬁé;'\daxsiglgi'@%ﬁamyofcgﬂé 3111&‘,9 Qﬁaﬂit' CPartlcular amino acid
resmaggorrra e{%ved % exons,, introns, initration or
t'er mnatton regions™ parrbr}ﬁf%‘?fa%q]%%f‘(ﬁ‘%% thgt ight chain’ and heavy

Chalnriéag‘ﬁlaé%%ﬂ?méjékfuences or uni que adjacent regions to the
gene. tethe "waridblé abeiferwhed tieedaber endtr r&fess tQr8ions of the

varlaEPéWHgﬁsoﬁlfng)Q§ééﬂsQ@ely in sequence among antibodies and are used.

in the binding and specificity of each particular antibody for its particular
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which is conjugated or fused directly or indirectly to
a reagent such as a nucleic acid probe or an antibody
wand7iazisii t at es detection of the reagent to WRCTHSRG06/031785

isS co gated or fused. The |abel may itself be
antigen ect‘J&UF‘éer( e tge, Vandabolidot dpendtalsekeslordifkidugsd eritroughout  the

varipbbrel|®kanrs, of nadti®odtse oft aix epzydmbhted ahe":hregayegments called
hype€dRl¥7& o@h%mp(i@!l‘lerﬁlat:f rc%ttla%nqg%a:egygﬁg E)Q'l!l’? 180@ 1g t chain and

osl tion det ect
the 91eav¥ gglaam her é%lgr} i 21 OUEEE i n e “‘BF%aH’eggf’llyséﬁ%‘éeré(ﬁﬂ portions of
varighle idf”f‘?:léllsl Frec6oeYes Firr deemenonbcieonets dAR$)bodTles variable domains
of npulvechenal aahiliifindicesindTehén spaitifksel foudntid)odiffe1(Cadbpting a p-

sheebi $pRGiIghLLr12At | BodiLslaf 9 nggrécer q{ypg{v%rggﬁe [Rle) 113Ir115t aCV!:Ithh form
3 ant |bod%/ ragnments so long a

ba
lOOPQ %Irbnef Jtnﬁ'é aecgl "ed °BF of BGF c AP ™HEE | RAty OfVA’fﬁ‘% tB”oa et structure.
The PY%Fgfﬁéﬁ%asblecﬁ?ﬁ@Prl%eﬂa egel t¢haan ofrea el dit gk tizant iitbochgse proximity
by preef BRaabbyd,conput Stirg hfierantipes- Heghddg OfonVadHeabhi@er chain,

contfﬂ@ﬂt@nté h@{eeqforma@%mke%hé)farﬁ:@éérp%qu:{r{ a%qggt <§f antibodies (see

n¢l ude F
Kabal: ctbogl esge?ueng?ﬁ AntTHEEr B SF @W@Péogdﬁé% ﬂ“&ﬁf?%@d@th Ed. Public
Heal%l el Nahdonnadl tlingpieeites | ef afeeil bodi BEshégtanrednf r 01a91)) . The
consigntti bayidy agrenict. inMatvede @ARbENGdi@s' blﬁaﬁlguséiﬁl eLnV::Lbody to an

antl&ﬁ-l 9519@ %er var:gJLﬁéCQPffe%ESf r}??mg&[ %F %11.{0]’150 aﬁ‘tJ.CléDathn of the

a& two_identica
e B DS Sen et ot et e ﬁlcllltgthDGﬁm "

[ sPaPPHkéi}gﬁﬁ)tJamh@évyntheﬁbyp@dece@ovtadoenﬁezmlsalfardﬁgen -binding
fragizond, odlilké thrndrbeatenof, d-sul iice 4 |£K§g@3an\f§-férﬁ§lnd1ng site,

and @mgd&aﬂe "B@avﬁﬂca@mé{tns wﬁés ng.Ing rl%%&eémgg gablqu

r1:0 crystalllze

S e ko S

blnd%’f’@a%/teéhali“h ifa%tide erraben dfacyees Abike nd omeiger(.VH)
f oFiroviedtisy manhumbedt iobde Gratadtic OIGRl BSitaiEAGh cbiy@Rte antigen-
recodiNak & Rag ﬁut\igéﬂlfﬂih&u%o@%é‘ aty, O e.reﬁ:pc% (:yl!'rgls%? dfaa dimer of one

onst.ant_donmain at.[ts. of her en e constan
heav}? “the ajn(éiihtm(‘:ahal hL‘ cﬁf‘ﬁ;n‘éﬁr }‘T'] PR IR i HoRst aﬁ‘f’n covalent

asso‘b‘&ﬁh‘i’rh oFt tlﬁel%é‘éw @ﬁéﬂwraéh@l tthet |thghthrehaliypervariable regions
of eweir i alvliebloimAin Siratlel gere okoM delfi i hd €arV adritafd B bAAIRIGN s@fc on the

surfatd&eoflQ:@l\é)’v&b@dﬁmelparctﬁfégt%el&yn B %@Lkdhy[p%ﬂr&y‘i%glg r%lglcpns confer

n |nt tvveen

antlgggl i)%’l s e01£1c1§¥| acbltee % P?] Véevteér rﬁvega?I%LBg%@ variable

v R O
for ampenbisee) doriths dhififiey t&)(h:éﬂ@g}ri\i&éyaridanﬁﬂléﬂﬁﬁ?@erﬂrrEDquugh at a
1oweraaffﬁﬁ.@yaﬁlaﬁngleaéﬁtﬂ%eglﬂdln&hs%.t@' nding and specificity
o&hgal‘calﬁ E@%%nlengl a{%arclztOflpaln% %g?r Ié%%ﬁ ar a%g%%a[ﬁ%tn téag e{]lght chain
and tF’ﬁrWﬁﬁo‘iﬂnsFﬁ‘ét \?SF?%bI(QHJdoﬁﬁltﬁ@ befava'nt:lpag@m &b’ | fraggents differ
from Fehchrromatted byntidreegisiegments feal ted shypervand allr8o®f terminus
of tRONPEBRENALY d8i eﬁ%ﬁhngne%ﬂ{ S OQQt Iarl RoLQe_Iglﬁét%QLes from the

ant1b%H9l kFln%erégl%nheaélyb CQQI N\ I‘I g?sn.gﬁxlatgloalloﬁg]rﬁgl §P§ Fabe' in which

conserved port | ons 0
the Cé’é?%’d’ FRE P Afe B8 ke ifnebRnY ERB)ins JeRy éir ledsiteone free thiol
groupdon@iais ) pfansabedye fheanapt andrilgi gt yc hai oreagdedc aaplsaii&e of Fab'
fragnkAtd whRSh ﬂa@régﬁlﬂéeaQQQEélﬂgs aoehlweéhet%gmcorgéhgyrﬁ{e:gnggal couplings

nec I'n 'some cases form ng part of,
"1éﬁlétet°h§fli‘ﬁ'ct%r entifedies perpendaphe ineli Bws pmy vertebrate
spec1eamncbmlaﬁsagredhed> ok ogethercleartt aserpkoxiypety Y 18d&appa (x)
and 1hMS3220K), Whidn bhecdy Qlﬁfﬁéagéﬁls@q&e%glegrb?f t’.ﬂ@lrp Egr?stgkp YHomains.

C]B]e%egdlng on the amino acid sequence of the constant domain of their

of an@%h?cgn%%mgx glggrgeallgép]grvarl abl e reglons whi ¢

heavy chains, antibodies can be assigned to different classes. There are five
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contribute to the formati on of the antigen-binding
site of antibodies (see Kabat et al ., Sequences of
weénoet7aemis7 of | mmunol ogi cal Interest, 5th Ed. Prorius2006/031785

m(_i.ol—lea:Lth Servi.ce, National Institutes of Health,
TBef 18§83, VBP0 92T oodtnr dGAst iR EhmilaS and ReM, and several
of thegomggdbalifreditdry dinidelintlitegsebitlansdhadyody@edn e.g., 1961, Ige2,
Ige3antd@ensgdubngxiabi t ¥y inQus, ehf eot Ch uch
Y p@irftfggér&at%l%%sgf tPeaéPﬁf:?o% A Ry ltes BHE correspona
dependent cel T-nedi at ed “¢ytotoxi cffy (ABEE) © Papain v/ and 1,
TeSPRTEELY on TBF SHRUPHb ditEYC EeE RRss thuRe -Hdfemsiiomdl configurations of
diffepanitgelrssendifngufimaghentl sns eaklwd 1" &aln. f ragment s,
eachinyid-BhaiSiRgl 8randdrgenz i Ndhpo: S i
doma:{z?ssiog%tigg . x];zrea}:%r'rr‘?q:th’esghéjse' nsgﬁef%g#n%é%§gc%fn?§lse e and'VL
nas 201 LTty 0 ¢y AT 2% readify:® PEpSHi“ttedf neiftingle polypeptide
CRALY e FESTHAPE(albty BV PPAmmPaide arthers commrises a polypeptide linker
betwegst i tden i natich gvss idbesinandrhili 6h séddblie€apab! &r0f to form the desired
stru€@8s £bi NdrAgeadinden, . 1lpfV'y | I ni,pum antL b -
Pbarrg;caggentomogh on aziqg;]s, ;ngfor?plrgifleggrﬁpi Sgg‘?escegg%rlﬁgﬁ%un n The
“and afit i gen-BYFECRG AP s VPEgi biF ¢ BRSNS T ofndy Moore eds.,
SpringegpYergpdofevhewky mhakfio-@id oOree4)i ght chain variabl e
degl‘_trai n:eimg_ t"i:igit:o_,diél@n- ﬁ@ﬁ/e&lsen{o a&@gﬁi &Hnl: @By tfxiaémla&s with two
antidedlBifQNy | SYEat | e .hypervariabl e . .
) %cg?rileocr%% 4Of eaﬁh “\%gf %lab aan%gcr?aimr)}%rﬁts ér%\c}ieaf’_}é"c 8t n@rapple domain
2 antrgen bihdt ngRF1E2on FréaRlF FReRitof(VihdnyEbs/ same polypeptide
chaingi(Mer. Vidol | Bt tEiRy W, litkerstbathyperorachedt] eor8@b@nMiring between
the Bonflemaiant ogenhdidenghapectfid Cdyidd £beratibdYpair with the

compl@ﬁ@@éé@ﬁh d&nEHs ao§ia[1]1gl:§e1y% :Iaﬂpla%ddgp%itg %vgc%iag'%léc_fzjeanigging gites.

B onpri.;sing.only thr ervaria
Dlabosc’iYg%i%]igcd?%crrg.gﬁyé%friagiétﬁ)%yhg , tfﬁé ﬁﬁn]pilfy ]%Po 4pé(g§gm D) 93/11161;
and H&ﬁﬁlliﬁeﬁdei'aﬁtligéﬂﬂrPCall\lahbug%kvadt Sgil owar @f:Biadtey4s hanss) .

t h@et et te’mb:ilcmiioﬁ@l sidt@podhe a%abltsfs& algé@eﬁ% Qh§&s tod an antibody
obtaifOflBRAS, a 1,9 Crnod chain an i
inaiiRef 1 st %%ﬁgi&;%% g%)rrsa%lgn §1yo OT??éa%ﬁ%‘ésvan%dﬁ?s’ i-e., the

BB fTHGRRICS AT PEISIPPofPFaBoP GARRt 3rdyiddngical except for
possiple|iteatyrrldly actwwiregiutaeiongt thdte mear boxpreb&fiMiRUGir amounts.
Monocﬂhzlh_@av;'{bc]fdiais naﬁ hi@ﬁ_ﬂﬁgi Ebécﬁ@i&,diﬂégngngil%%t%@r aI:_'LInst a single
antige¥ &l ekpes fr [ y hinge region. Fab, '- I S
anti:g e desi gnat %rglrﬁth,efn glp%] _fg? 5699?891: \Aﬁogcﬁo?‘ﬁeé‘té ei MRPLyclonal)

resi iy %as OBF VS cGNBIEMLY dofflie Bikferant | wddbodine directed
againgg eél{fﬁ@fﬁntgr@q}s;m:}?{aabs) @partrelsody daragnenbs&lonal antibody is
direcgq@ Gionahdty et eg IRy @QU@ﬁdn@ﬁt RA k8e Ointl'a_'.@@rll. f ragaBMS on to their
speciMHiQp, haye I%MoﬁylSto%{tqgé%iQa t gn atd\r;aeir% agglmgser:'fns that they are
synthéshiezrgdcba}l tﬁg% ! ncgos a-of at‘:ntl 0 Y ragrren_ > a'r o i
Aown. %, =€ PYPRESOTR] GHUE hai RS oGt e bl iogEer immunoglobulins.
The mopHmHEHoJREARALPREY" findhvadny Ve t dbiratierspeckes @anbbéy as being
obtaimsbifgeec twbsanetofl 1) Womcheaohy SHpsliinich $¥RES ALl €40y is not

method® €AYENCES o{ettggl r conlst ant domains . pendi n

am N’ acl 4° sequehc® 8f THE TYLP&iR® 8erka Hsed imhe¢gordance with
the PYRespy EHERRED ARV Bodieds larrhbehvigsilgmethetioalith f&r @aberibed by
Kohlelc|?_$g£§_., Wlaezfﬁ,arzesgi%:eméjg@f) ,cld}ssf%l g%/l hmeg%y recogbinant DNA
met i i es: , , n and several

hm?g]? (tshg'seeer%rfé'y ’,e%'f E?tﬁ%rg%i w'gg%d’ 5%3? 0 gﬂ"ﬁcl gyedonal antibodies”

may aﬁﬁgo{?ﬁpé§7liteé. grom | g@ge |3GEbodyyGBibratif®s, ustigd, thadtechniques
desch]kgAzir_l CThekdreavy -alhal mate@astaat s oBBs NQLobNAtand Marks et al., J.
Mol. QT £SRaNskiLest heodh f f eLent . glasses of antibodies are

caLl enq & gi 1 €, \g ..and m,~ respec.ti.velfl. The

SUBun TSt ittt uPBSIRREET hisESth neReFiigR1ly  dinclude "chimericr

“to beKaRRS: LK) agdrécﬁﬂpg@g (gro)iuc 'g)ie%foréhé hg QM 00 %Cloa%yt Rarticular

antibqddps i gimapeaiedubinadi fihembith of aswesonfof MANAGhOPULLD)S: 1ight

are well known. "Single-chain Fv" or "scFv" antibody
fragnents conprise the VH aszl VL
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domai ns of anti body, wherein these domains are present
in a single polypeptide chain. Preferably, the Fv
Wpab(wmepltsbde further conprises a pol ypeptide | PakaIS2006/031785
chail efween the]L VH and VL domai ns whi ch enabl es the scFv
to F SFFRTRR FEER r¥dPRIYIQER T £°f BT aFRANGETe ISeAeinggs iopntibodies
deriged dypp\f FRrSOVay apePle lote hieedlongizkh eopﬁﬁaﬁﬁmilagyarﬁflbody class

or dbrdedgnaknidat Itﬂedlﬁﬁalﬂ&@k okl%heR%c‘h%.QQFgg ?snd CM?@_ gal with or
homo?cd_:;%us B i lc%gf"és §| g:'ér%gree%kﬁenc SO sma rftl(%ﬁ? as J.ved from another

he ter di abo
Spec?“rag %n%lo\ﬂ/??rf? th FTgEnapFReHg cdrtesor V\hll‘ﬂzﬂiassr as well as
fragpenggnehtwickompribséies heavionghas nehegr eatilbet donRiass {¥H) biological
actl‘?ﬂlﬁmeﬂtﬁd PB.’iDerﬁ h\Tbgg‘Ie'SQEZédg V%&dﬁggﬁ Q:Olggl n lér\éﬁL)NaJtE Acad. Sci.
[ [ - usi
USA, P%k&%qeﬁ% yRS?l ShC%rlPe]ilS ﬁnth%SFrPﬁglﬁ%et%éEnhﬂ?én include
“Pr”f%Za%nﬁnﬁébccs’ﬁeE hecwaieinsh apniaklkre doorimi Retare-orited sequences
deriteg pabn wi hbnitweasoppiraEentary. dﬂ@[alwe§1c0fM<ﬁqﬁk9§'he£uch as baboon,

rhes@%'rnc?rﬂaqnogéu%atn@nﬁ Qﬁﬁ Ilﬁﬁgn béo@lg{:nrgc Sz’f:eéleosnEﬁeg}beAmG.@??Us Pat No.

escri bed norefully for exa
> 69%%& 11161; and Holllnger et al ., Proc Nat| . Acad.

Sé'ﬁumngAed'goiogmqé]_oij -pug@3)(e. Fhe nuetsn)" rBAOEddaBAl are chimeric
antitmdt ébodyhans usehiher aiininef er sed@nad a%khﬁé@y from  non-human

1mmurQ>Q§.§H>1ﬂ§g fror@o@ pgl?é‘” % e]gg)af t?ﬁ Jlmaagaf Vel dugintlbodles are human

S ( ?qiqﬁ eous ant | bodi es,

an dhes ESHpHSi 5t:tl??élybob‘bl‘ﬁtﬁcbnrﬁ?lé‘uﬁﬂef-ﬂ‘qmcal hypervariable
reglo@x@ép‘fhef Secirisst e maplacall yy cestdudsngromtahypnsabiddle region
of a may-Hheapreseids i(BoBNafit BIBNtSch M%ngg&égancatanLémgl &3 nonhuman

prlmaééehgbg%ycytg%pggs%ﬁat s%r%h%‘.%ecqu{’e(:tgqua al nSt aéa%agl lye In some

anti ge
tnst e At BRAT ( PEPYEt offal rﬁﬁf?ﬂﬁ—&dffprtéﬁahma}nor@mmgénbulm are
replacodi &gl | yorrrepoRiEingi fﬁ@rénmarantreboﬂxees di rectednore, humanized
antibagégn shy didrbetrentregdteE Mu@Nhse (LRI f&ﬁl@sln ,th@af:&lplent antibody

or idTOiClsgRs) ant y i edLr i c % ngra ShagL e
d bw ™ gé rgcgc; %g F %oatdﬁe%:? further refine

fant on the anti
antlbgg%c?? I 5% he ﬁ%ngﬁ?%??él' a‘iﬁ?l @Bﬂ?részeér gntibody will comprise
Subs"&’a%f‘ﬁf-?ég@olu:?fl Ftt heastt lvoy, apwsd Sypt fldiyz €do byvalrigble domains, in
whichhgbk icdoswbstahtimiey alncentaid Hﬁﬁ@abﬂaﬂ%h%ops correspond to those

of a|ﬁHﬂJHQfﬂin0thlnﬁﬁ®loﬂmﬁnmg&féﬂr Irn‘%ggila% %Z%lg g I(chlpg ghe FRs are

thosel gﬁ character of the antib as bel ng rom a

stantTal TV hoHs %h?oﬁ?qlb Gt at T%n hB’i“ana’ﬁFiib%fH‘lléng optionally
also é’ﬁﬁl | REESY d‘tbéeefé)t‘ns% rRpeties afeqmi dinmgrogiodudhi oshsobnt region
(Fe) , t hepimriilbodhatbyfany hpadd | twuasgretbod. R eXAMIe details, see

Jonest &€ 4TONOGIQPals-antihadi es ob9) b%bga%%an” acﬁor%@ure 332:323-329

1988}2“ anddyr Qr esent invention
Y5FT o - fret ol Pr sttrdese rEilBéd 2b99¢1<éﬁﬁef19éﬁ al .

NEREU ter™ 2B P4 OB i 2DYS ) regdpn frehee ured chdiy it eoansbi necnt the amino.
acid DMAdues hedsn( S8 bo@y Ovhick). axe E@&@ﬁ%lm f%rSe;Iﬁ:léQIz)b'lndlng The

b | at éd
hyperJathaléiE; m@lgﬂgtongqé lz*{%o gagme.%gl n (‘% ﬁléessgd% & n: %%82 ae “corrrlp%@mentari ty

‘”“"t“:‘roll 485 eaorn Ko %e?- #A°sidwest fe34 352) 624-698(12) and 89-97
(T3) {nlg,gg)lnmlm Neiksvatiagle dogain MpH. 3JBI36| (H1)22Q0%81(I5ﬁ7and 95-102

(H3) irﬂ.&ﬂi)heaﬁr?rclﬁ)iﬁrmiﬁ-abiw%omﬂpc IKQ]Q&@(J %i bOdbgqsileggr ei o2 Proteins
I es

ific i.ncl u imeric" antibo
of Im'?l&%go 0g o% elrﬁg% %Ehv\%‘%jcﬁu]%\hﬁoﬁ??]&ﬁ BFT R HE4dgnal Institutes
of Hezlidy. oF’eq et cHRi- n (1991) Hewnd/cal thhisehreridnesi:ogoas typervariable
loop” c@. pesfEendidyg 26 €pUENCES sionszartt.lzb%ideijlﬁb%r ' ﬂﬁd 1@1“9{@ fight chain
variad@r Ebn%!ihagncﬁegcifsmg[)cl%% leg(i;-\%gl %[ %eplq}rl déP t‘d}e Pﬁ%vy chain

variadt g )é( cl ass or subclass Fenmu
“thai 7 SoPHEdt i ead WeER oF hiétiol oBtRis tb96 901-917 (1987)).
correspondi ng sequences in antibodi es derived from
anot her species or belonging to another antibody class
or subclass, as well as 23
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fragnments of such antibodies, so long as they exhibit
the desired biological activity (U S. Patent No.
wéz&ﬂzﬁ;,zﬁﬁ? Morrison efc al., Proc. Natl. AcadpCs@is2006/031785

..Frame SA, . 81: 68516855 (1984) 2‘ Chimeric antibodies of
&f est hEt ef RS iHER AFE SBRsenEdiizbde demeithedsilies other than the

hYPeE‘tﬁ?&F]P%q Hegicar Fedildee sl aiwaherednt degfenedi ndi ng sequences
demi \sadibdem ah e -iwaan &['ﬂ?&tl%exg €o8. lIQEQ‘eyp lsd on capable of

blnd:M%nK:%Xt %Qegswﬁbgggflcz.egtsu f.tiOr ééy om@%#?ﬁfﬁ?gf such that the

anti ndg human const ant_regl on seq uenc
WE93° 756 &slﬂﬁnﬁﬁ?%lut’fcoPﬁdenﬁWham fer grargeting a cell

exPr?ﬁ?FP%é:)hea?ﬁmb@dt es are chineric antibodi es that
C @Bt aikhe NbipFBES SE&*&HQG“%{uhM%IfaE i QP.IH h%qg{] to a method of

treaﬂ:.%ugorgg.rrﬁgyl {ﬂl‘eﬁgz%rbl%/he hrtr:t?n‘:’tltl %abdﬁlws W(:L ]éc?rblaélﬁfbc’dy’ wherein the

antlb gtl bodi.es are human” i mmunogl
i BYay® PR Wﬁoﬁﬁu?%?d%s“nfat“%‘?ﬁ @l ylpretyy ap¥ atlee antibody may be

conj urgé(jepq) Profusdde witge |hpt@ntlog<|ﬂ£s mepdateds)byrr 5ndues &L@&Mas one or
more ayhypenivaddeabls ,r E]Qér‘éﬁy Q_:fen@raﬂ'gtﬂg hémaﬁm&&%gbrﬁ;%gé%m or
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HIV/AEB?OI soner ase | nhi bi tor RES 200C
1 uor onet hyl orni t hi ne (DMFO) ; retinoids such as
r &8¢ 16¥Fes dCPEESTCaptErralsiung, orafehlgharnreceetarcab lgr describe the
physiatesipbabl @ngat i, aci damedlsdethamat tyexyplcany ofndrBEterized by

unregdDOMR. c@iﬁ%ﬂowﬁ:ﬂ Ud%QarhﬂleEhb§ cdclg.t':élnlltnl PGt are not limited to,
antl-hgr act tore ate or inhibit

A N e | on oﬁ&f lTr‘i%'r sa%ﬁ%'ﬁ’mﬁs i Saé§'t"‘F%gensM°§ﬁd particular
exampdef it Pv%h ESPFYFeAnredeptaramanel (deal orarci 8ERVE iygloma, small-cell
lung iqeokendi ngan-Eogllexanpl eund a&%)ébff,engi(nlcﬂlﬁl Udbdikin’ s lymphoma, non-
hodgkmlé/a%ﬁ&rﬁg) gas{:%ﬂfﬂagt_eﬂlgl QEPA&XI cgﬁger, eQ_aLJl 6@_[ er, ovarian
cancer rilv[algx atnggpx q% ngOXI eene keoxi f ene, L1 7

6hapr st Ghe:" and R SPent FEnt Hemi s LERRATy §ic Larmmipag@lorectal
cancanh?rtﬂoﬂleF@a’tlhﬁﬁn‘?q?hl biidnayhcanerry neprosorimt ggegerwhicbyroid cancer,
melanpegul ahesirestr@gen peodoiiasodnd, N bheradf anakaglaNdSylioblastoma
mu1t1§éb§rté a%er\tﬁrale%gﬁm-:Iﬁ b%gﬁ) ocl'anmegazgo% canci%: Syladder cancer,

hepat & ngglausttecalcm de, .megestr acet athe
exensst ane t c?ﬂre%"tlﬁﬁecaricé%"r“ﬁ‘zo?@ Yt 5201
(Rivisor(tm) , letrozole (Femara(tn)) , and
anastrozole (Arimdex(tm) ;27and anti -androgens such
as flutam de, nilutam de, bicalutam de, |euprolide,
and goserelin; and pharnmaceutically acceptable salts,
acids or derivatives of any of the above.

cancer.
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A "growth inhibitory agent” when used herein refers to
a conmpound or conposition which inhibits growth of a
woebd72especi al |y cancer cell overexpressing argTS2000831785
e es |dent|f|ed herein, either in vitro ox in vivo.
CERR 'JFBWEh TeARTYSE CbFSRASRYEMRATFsa gl eabs cit which a component
of t§fﬂg¥ﬂﬂf~l¥1%aﬁmslt7m refdacesimb hepaiseentragbatel 6£ldtherwise contributes to
morbﬁ)&/ﬂfyeXﬁrﬁ%lma@maSlUChAgﬂ]%§citme§ Qf@SﬁseQ%@n@Jie@Tlgg stimulation or

el 1 i a5 el s Ut BLoo, T 000

of t%ﬁa Jé;)‘:‘xgs%uch Iﬁgl‘éf’g‘félni‘%tl’tlﬁa?hll%&%‘@ aTE ayrrismtnegddseases, immune-
medlﬁﬁ%agglapm@gry @l assiesal nbhﬂh&ﬁﬁe-hleﬂﬂi(t%ﬁs iniChtd@otNediseases,

infe¥wtitmas divéd s, Stahae 1@%0‘659@1@§.E Ng)seaskaxol ’EXQH& LORY ;i mmune-

b oxorub|C|n eplrubi cin,
rela!:éd :’]%ﬁﬁub{i%}ﬁnﬁmﬁéggoy agaseshd sb eoﬁfnnWﬁ’lChth?“e éaréxﬁates or T cell

meas ¢ “hr et oo Ba BRI PORRFINg ritco te- iptragéomr fedtide systemic
lupug orerykbengites i DNArhtlmplatd ngirageittis, suplveasld ampxbiien, arthritis,
sponfiedntizepeshidacar b@ﬁt@ﬁlc rrec;glggggl@am qgcl&:}gﬁg%r%!)l n, idiopathic
1nf1£ﬁ§r¥ala91§yr %S}%&:gthl%s %rma 3{0%9 I@B?g%{ﬂ%éﬂ; séaglr;sgo%'?en g syndrome,

sys t%gﬁgre?gécli\}ggagﬁa;gomﬁrgﬁ)fdiolsg?,aaaut@wune Oemsileeicl anemia  (immune
panc@:mple{ljraed ' Calkoxxpgbe reguwaikodl, oncegesobiatfia), autoimmune
thromidcltqepiast i(€atipdgsi'c byt%ﬁ@@% &f¢ al ur%M&Ba Sauﬂgn%gg mediated

thrombo@?ﬁclp%gﬂlphl layqjo%g@ e?cprea%!aal g ge.asgre }ﬁ.g H“ﬂtﬁ % thyroiditis,

tosi s’ OtIC aCtIVI
Juverbl?gagy‘g%q?%“a%dthryéf’b‘f it tﬁt'éf"@i?lﬂ‘ér?fslfreitdﬂctéﬁtroﬁiaévétes mellitus,
immuegppdigtede| |regeht h dimeamnmal$lonhailonspinipi Al | Yubulointerstitial
neph@CEONPaAne@ 1 byat0Ag QksdmREE Q)Eart@@t %h&ga{lc &8l lpeglgheor 1 nervous
a | 1N sail on asm S
systéi"ril% %ﬁ%n@?%ﬁ%emggfe%\glgf glo atgl o‘;é %161? FﬁJ polyneuropathy or
Gulllr?ﬁlélBealﬁe dedVatRaton of‘n%hr oﬁl’ij%%‘hﬁl DNAF1gFmp sy of demyelinating

POlyl’mquayjdrheaptqh}ﬁe@wyoﬁls%es achi 44 tipfe€ariohe hepatitis (hepatitis
A, Bdet erm medn@nrdhBE Al BshatbOFopi BSEBNEEs) qu@&.lmlmune chronlc active

hepat‘i't@@' |p|r§.Ma %@.‘Yf‘argfsgmh%éléb‘l %ngnulolm?toussgo%sﬁlm and sclerosing

Q/ anal ysi s, caspase ac
cholafn?:ét ent af %rﬁnazzgreye qdorflé)%aﬁzrﬂ elunﬂl CéPerssE eépich| as , inflammatory
bowel Idﬁfﬁ%ﬁﬁ?l (NBtdrodsve 1KRQitidE]l- 2¥6h’ 2998} scanll, pod;lyrtémensmve
entenop@tﬂg)e paldy MehasA e’ s PARESas<G| eavagfmassays k.L%QM\EE Bdiated skin

diseakbg @-ﬁ(t;ludlleg SbLLch.S.L%QS h@f{ﬁ{ ndlsteggeg erertytge Sa]o&mbrtl:lf?rnie and contact

t ha ene
et s B B L T et e e
atOPlicné?ﬂ’mthEﬁsan)fOG@ se@sssesidividydend tiat caain, béemtureadb£id diseases
of thhylwefof ecth we arBbsdis 108 pﬁﬁ&?ddlIBNﬂd.lo@dlh@Btﬂu'lp%ar fibrosis and
hyper@@ﬂélQ@d:Vty Aensidhs ,ant:fanQB]'?arﬁ:g.EigTodQISSoI?%tSedI r!i(:iseases including
chroni.¢_an cutfgt I sorders

grart, SEROIAT Y ORGP ERS R R P7Ea1 s poRet heishdifiedseso include
ALDS t(ﬁIévdllg éPnin Wé'é’eﬁlén A,/ N@&n- IC NPt | rgd eXanpieerddl infections,
fungagi sfedersst pdrectsnat efbdes:ed Bnd ﬁﬁ'rﬂgﬁlgeﬂﬁfgagt%}g;

nﬁl.dtgm@ﬂ;necafge%%@’f iéqﬁlgmtrgily ggbgga énerg. hserise to refer

orders, autol rmune i sor

ogic di.s ,
e dz(m?rs |°%g Fh dﬁﬁ%&n& ¢ afBRFR S | wHGht %F"e“@éi“é? o’ spormal or
healthy q tifapeAl Tses THEon ehwmerat ancerdelltlgancemous” regdonses of the
individrelli gaentl" tbehey droner dlesahikbbe (Resphvished og'EQcQtlnples include,

but a:@@rﬂl@ttiﬁrﬁté@ t@anﬂﬁa’\é émhﬁl‘&%{ypltﬁgl’é :|l:]sa,r % gl?mralté %&zgthrltls,

s I N U O MR AT
diseapg d§?@n‘a and sarcoma. Mre particul ar exanpl es of

stieh teancenagdar| udRns GiaaDUSr&8] | r&ALET ROMB,  BVELPIR, nolecule
compr:&[ﬁbl a&%dtli)&a}g ogaﬁg&l%epﬁ%% %%oagel l“tagng 1%%28&%@ The tag

hod
polyp«%)ltllggahas oug regidlies to prov1de an epltope against which an

28
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| ynphoma, gastrointestinal (tract) cancer, rena
cancer, ovarian cancer, liver cancer, |ynphoblastic
woeukanria7 | ynphocytic | eukem a, col orectal caRCEMUS2006/031785
endonetrial cancer, kidney cancer, prostate cancer,
antipedi 6pf Reakeds ornd anovEe sItSnaFksyafersion, such as the ability to
oligmetniabl &slgonds qeaned edth epaidel ha@ingODé@SheMipper domains), yet

is sHU:!Ftt |ef19\[ su&?ﬁ:ﬁé@qlt &@:ﬁ\?gfly QE@A Elzogal%(l‘:ggfex%t chgchvn_ty of the
reast cancer

er
o B P4 “Road Arih o BEk PERHIcE P P ke L1y umiaue
S0 tPé‘F & éagTEsEase amYad%Ssm@ubﬁté\mmﬂyacmﬁmmm with other
epitoped.he suiame S#@t;ﬁﬂypéptad&ﬁrg&lermysﬁSve redilat&s Ok amino acid

re51@1‘ié}aer¥\ﬂ1c§eu§\931tlgll balé'i:@ec‘eﬂ Oalgg%.q:bléjl I:g o&éﬁesmgﬂﬂd A(leo residues

ases i n which StImJ at1 on

(e renlfe]fa(]eor%teq’te?%%enof‘g?‘ht 1P il AR Y e éP gifgdYRee - an
arfdle] 6eER i"dévaehecteteh PmigreiskEore ¢f metrd dpsdmyéng two positive
chargec| ustethples Rifndi-Hlent edehAriGnAUinRl HIIBE: HrSCASESimited to zinc,

cobalm@@dl %El@tgldmnf L\mgmyaq& Sr%@@g esenonPaftEgg{]aer forms of such

t1ous eas
g T s Dol o el LT
accepipptferal at &rmand Fedd aamnethdpyiddi seasiente, sopebaatahi clkirate and
sulfaree fammneforhd egidve medtained, dwhiieht cagtdie foheat edptionally, a
dlva%ﬁoﬁgtﬂg :LEQ EJLB ulsgvﬁpttlhgnpfé%%l’lydﬁlv%Xélo%mlg éllﬂ%l,‘lsand greferably,

t hemat osi s, umat oi. d iti's, juvenile chron
the ]%éhr?’f s 2% SH%P"‘\ 5art hzrla'f)a ?‘éjsde systenic sclerosis

( s‘éISé%E&@ér )Vheri d‘l“?ﬂﬁlattm cdelsmﬂb@nﬁmeomrw@pa@dmte@es or proteins
discletermateoai0sitdass PObYIBLOSIH ifEhrely Ogian I'&SS)HéGﬁOIIBentified and

sepaﬁé&tﬂergn@/%_asgé@dvtakéd $ALLOL dgéﬁp%neﬁtyt gk m%g%teagna yteingironment

et N W e
tYPlfﬁ%}Voﬁ%&q¥f€r%hV%ﬁ¥b6%§$¥ﬂ§éh¢coﬁauﬁﬁaﬁm?utpﬁnw$ﬁ§ feediche epbptide or
proté¢iw, ophdcydyopeni@le ehbhytieai, dhdin®nééy aan@d' StrdS@R6€sinaceous or non-

proté’ﬁﬁhém Qoﬁuttelgyroirij'pkéﬁrrhgvmb!iﬁnénxgpr@x%y%éggtlde or protein will

be pullfql?glg gf)l %b g't roﬁgéfa%g%g:?éennal %%téaégl gt eleast 15 residues of N-

termj(@loﬁ%r%ﬂtﬁﬁ%a&hlafnfli‘% aciqrgResIreebs tusei af mephrinpsyup sequenator,
or (gdenyeltonayérrgtyli isea@esPaE théec ephradduanth per irphedial conditions
u81n§1Qfo\6QbJ§s:L~%y%ﬁ.€émorsU%be@e%aﬂyf}t isBh fe:S %thfﬁ)s”o% (i sz%'ﬁlnbgenelty by

LPglyn quro ath el Qui
mass g ]r?J"E)érr'sJeg%E5 “chrion e i G |%1plla etc%?llquaeny:e}‘lsog%ti dn&‘aterlal includes

pept ﬁ’r’eLﬁrﬁﬁﬁ’c%y n h%‘dﬁ‘t dBithimar ‘;”/ectﬂngéﬁé’és cglith agince at least one
componghecofous shepatrdl sefhepatanti sviAl, nBt, b€ ,prBsentE andrdinarily,
howeﬁmerlsag&émpﬁéﬁﬁﬁ(@pr \ékéébﬁ.@ls)w1llalﬂe0|ﬂmﬂ§€eé:hl§}9n5§ least one

Y titis, primary biliary cirrhosis,
purlﬁ&££ o%gggus hepatltls and scl erosing cholangltls

i nPF’é‘iﬁ?ﬁt Gy 2BiRP PPHT GERESTCEnif At §84s WEtls epPeEs to the sequences
identll{iﬁb@rﬂnmtegnym)o@veﬂlndd seagie ( pécendddey ®fcahiid Sicid residues in a

candﬁa@@nsm&ﬁ@aS@ts ag"EUtJ.@éhtsa.%Q@ &it\he t@at %ﬁpﬁgal&? QQéj:l.lgiues in the
gse jalteq s

p oi mmun _lnmune - .
refe%%gaég i ncl u %&F?%lﬁlg SE? SéaSes T eryifignng 9aps, it
IR E f&rorrea‘ﬁﬁﬁ"%o ct™ Pt FPFF%entps%‘?quﬁg‘F% igppiyi c and  mot
consifies &3t @y S oeiFeasadyehpehstabhigogs cas amtt 5, that egieEnce identity.
Aligri@hBddrt bSspoke® d)fha@c@rﬁeﬁﬁgt %é@c‘éﬁt A ndrddig aééq@ence 1dent1ty can

be adhqugpllg%a%lggg%ﬁzg%hag 1% ‘Fc‘l'lflegh af'l eos'&lnogrt can determine

pneunoni as, nnnar 0sSI's "an
appr"r%?b%"reséﬁgﬁ“ﬁtﬁif? ygo 6#&?&6’&}%9 §11&maﬁ@pllaﬁ3tlﬁtl%rﬁsslgnmg algorithms
needegls stoc | wthedveli seages ehtdundhngogiraf ther ef@ttiagtAndequences being

compadeaf t - ¥ef Sﬁl&p@@§§ l@éx%@ﬁlseperlceﬁtecirﬁl‘?l@s agi(§e§:§%§1ﬁyncxlaliqgs can be
obta:él ES %l';ll V I n?cqtéll on domp P:LsonI com ué:(é: I%fograrb,r (ﬁ%fgaﬁ' %vhlch was

Tons, fuiga
authqrAfl oy |G6ﬁ§nt£$& pHiaS PR PP OFisle ALYRidb been £iled with
di sease" is used herein in azdroad, general sense to
refer
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to disorders or conditions in mammal s in which
destruction of normal or healthy tissue arises from
wouaoarrea21sor cel | ul ar i mmune responses of the i RATASENOE/31785
manmmal to his or her own tissue constituents. Exanples
userj nddaygentasdon arde ndte | TN Cepbright | @pfisceer yidsdmedions, DC, 20559,
regikB¥¥edl Ghbid:S, tHeh@dNMabe)d o8t t fddikt Sat B8 Okd ASHxTE160487t 1 Plrée anIeN-2
prog%gljn e:[so ? %HB%)‘% %kf%%é@:?edl:%%éﬁsc;ﬁ}%ggﬁé nf ! amts%{%h anV}F IF:ra.nc:Lscca,

: réijers:?qt‘%“"ﬁ ERTRPEL P rPBF@?ﬁEF’éS caﬁﬁp??tslbﬁgtléen Aélﬁ‘f‘?'ﬁoaﬁlogram and do
not gprypol ypeptide fused to a "tag pol ypeptide" . The tag

- polypReptd(dor has 18BeuUahkesl ddest iRsPEOVida: BN RRELHARAble by one
of &Q@&Q%# Mhﬁh %n%ﬁ]x%l g?gy gI?J] %ehnenggle OJ{S t?on perm%\:{lr:ggal calculation

tion,
aspeg Rt HErH 8PS, (EHTHY SEERe HPEFTBET GRS [RAYF fgnosntration. o
genefrglicilnegei pperesdosmiing)highet tieppstudnteefougiropec rnhbElting, while
shorkbr G8RBEAl haeadQ8Fe %emb@f&ﬁﬁ‘@é e Whihi @Gk Vbt YgedbrdiN® depends on
the aaﬁat ??893’?9 eiQ—A 'tMPedOtﬂhﬂe he gr?r% EO| %geptclam%%ementary strands are‘

erab so I1s falr y ue so
Presﬁﬁb Tl FPKllé‘%ﬁ’f“F’bibo*ﬁﬁlal‘ieEh%t melihidga ferRgrpfure. The higher the
degree 085 -degaced viideht Bivhéptegint 0pesproBai tabllybragfizable sequence, the
hlgheelM&e&tsw@sfege&@;eahtﬁ/rehamcxatcahes@tus%hx axd nspr@gwc, it follows

thatr ﬁﬂ? lfe‘.li.e vgsye%! ¥a ?c ¥\Bx§ ulQbQ 1'}d % tO ab Ht g.nnn%ondltlons
ref ef bet out

reS| tween abol
morezét?%ia%egiule 'Fﬁ@% é:FﬁP@‘ifltV‘é‘fseHFS?rﬁoal %adiije?léfl%l tggtails and
explanggioal of omthingengy t oD mdsiitiizsgichargesiokXanggleeguefbel et al.,
curr@hy a-8RdJ1Bt 8l Mb@élﬁllbﬂ%l%@@g}buhlﬂyeIH@rsl:iéHc‘éeﬂuﬁlehers, (1995) .

Z! ﬂrﬁ Qctl)fanl.lnt énc?/'l Ckrt 1tlcaqm um Sur%ﬁe n}q %dentlf:bed by those

nan% Rese. o1 s> of
that o?@ﬂlqyn&P‘&o“é’né%ISttrﬁw% ape Kjgh ‘iﬁ’i@?ﬁﬁd’éﬁt F%‘%\W?hlng' 0.015 M
sodige cepabie 0sad1s Mompdium cducdteds. Ghlsodiwe dodeetlatse]lfate at 50°C;

(2) %ﬂﬁﬁ@natlﬁlngc ihS/BﬁlI(ﬁZﬁEEJJnS ul Ii&ta%ufﬁ‘fgnﬁg&tt 1 BBs aROV® formamide with
0. 1/n%|g>¥r ne&;;g&"g%ﬁ%& V@t o Flgcl)’ﬁéo%t ogal :réﬂ.piyrrollgoner}tsom sodium

| ONn
phosa%teppaf@rasryp}r s G 7R SRk SHEPaRe: oFS Fhgkodiun citrate
at 4R¢orrdd3) "¢mdbnt 2tk formdmddeus®dx t¥SCdd8cTd e Nelle, 0.075 M sodium
citr¥ed), 09 REPLLERS: Phopsiaiel Neu dé SOl 09ed: hedR R, pPRAASsphate, 5 x
DenhQ?@LII dgo tlgﬂ,Ots%hPcthgts 31§?b%>%gm S&nt ‘58 yﬁg?mé)nd 0.1% 8SDS, and 10%

separ at e / or recovere

deXtﬁ%ﬁ ur"gtt aetffw F“bnrﬁ?fncf wEght ATHENt aY:or?ﬁo‘ﬁeﬁfls-o of f‘t $S8C  (sodium
chlopadeysafiivenviitearent et e5Pat Bxnahslet et 5650 dfeyiwiwvedl by a high-
strihgdeff @42 vbidl=diapRess iicx0fsd befrpauid epuses £e.t he

eﬁ&oldg at%ﬁ_ prsggﬁ'{g%nt a@QnJﬁXoﬁé]Clr}ré@e b%n%xlgﬁéiflgﬁr ggn%§50r1bed by

er protelnaceous or nonorotelnaceous SO
SameﬂOIbFéf o DAY SNy e 3

: ot 8V r?“\ﬁ“f |Cold Spring
Harbpe pugsisti eeisy.1)antio 1acldelgr eeexsuﬁlflt CJfre:nbaitJ@nolataBV\"Catln a solution
compk €815y : 100y @shkbin@8e Ofs N ssd nBd N n&EL,I AL efN@ki AMHiRA citrate), 50

of c enator
w G5 SRANENSE PR s ARt s: SRR kb suntate,
and (204 Y Wy EWPF?%n%he@rﬁ%gS%ﬁa%?l’é“ e pllowed by washing the
filtprefigr abkyssGiakvepoust av rgo°or (TBy tloilhedrogehest wiby recognize how

to JWM9ES: SPLRCLEASEAPI:L, Oﬁ.oﬁf{pté.tggné'@ppieﬂg ta%ch.@i:éﬂée.§y to accommodate
factE?lefaﬁﬁregg%&?J' ?éngtﬂc ﬁ&‘cg%ﬁe PERLide or protein in situ

R R s ST )

hybr@iihenae id gompienenerry RFoloat B p@matdmmupla@teﬁm apfl| $erve as the
starbﬁngor epared byr attnkeastep@ngs PUkhinsati AbF Sta.eppolynucleotlde from

(o
mononu e%gnées Qy Ztrﬂsegoalfgr%%rg ggquegggleoqe ;fttanserase, as occurs for
example 1n a polymerase chain reaction.
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identified herein is defined as the percentage of
am no acid residues in a candi date sequence that are
wodermioezial wi th the am no acid residues in therPCT/US2006/031785

ref erence sequence, after aligning the sequences and

| Mheodetd Ngogapsd, sédusneewssafgys tto BiFhiseyeertidee necespary for the
expr@&rl‘éﬁmofseegyegﬁ;@rb a%)gﬁmllutﬂyed hiRt <6QRTIcderinNga aRYrticular host

conservative su itutions Jart o segyen
Organbsg‘ntltflh Sénn%ntc' i purg%sesaréaf sfél 1%02%% nj% BiSraryotes, for
exampyksy, c dREL A ﬁoP%R‘E\OEIe]’s'eq’B'éW@ LY et CP§TAERN 5%&1%%\?@8 a ribosome
bindidy Vagiteus wagskddyatiar ecallthi aré heksknl | tbn thiliget promoters,
poly&@éﬁy@@é;%%%a@@ﬁ’fa%férél%ﬁc&%f ameters for neasuring

ac% gmsntac:.cli n:l(.:l ngo:pg ;Lgrg%egg a}ﬁ O][llu|t Fg]ls%lnaecgﬁegnttooa functional
rela‘sw@éme‘slbéleu%)@tWéaw FRALdp SEHHEES - herFéFnexif@rléenPNA for a
presé&dienoe ati ded:enty tipadat uesoreanble Lokl hedNasiagatprdlypeptide if

it 1%eggﬁfg%%egogpa£ i ﬁ%r@@émmtﬁﬁt D;_Eé?&&él{%aﬁé\él N #he Vg%'c@é'tlon of the
ut e. S r Ce

po”WPStéLa has %méjggflcir 8£]hantcﬁlrjsl§’r° oré’%9 Ats ?%% %Q (‘U§equence i

it aEheRfsi §he CRRFeEPtYeR Mihghensederco»592 F%@Sg‘t‘%r%mg site is

opersibiden itiel Us LopdinghteqRegiestifatt o Nositixusl@087s thhéacilitate

tranﬂa[t%z Weﬁgfaﬁmy' Swdpldbhi 6/ Yl:@éé@”ltﬁeglng ElthOUE@ DNA sequences being

11nke%? are conq:lguo CPUtlpl ‘§'1aén CEI‘ an I SCsoe?c eadS qugg]nq:.el.guous and
BT &%

onmpari son~pa rre?e’rs are se
in raﬁ@.n@op]iaﬁﬂe Va}ltg}nev'eSt I‘qnﬂ?@@?ﬂﬂ? d%fncﬁyB?Y%iltfaP? och)ntlguous Linking
is ateaplignsl by ligadidnyadetersniirabl@sbyiadnen ogfites di @arguch sites do

not %&Ilgi |t|:het I'E%/n@flétulcar&glg&ﬂﬁﬁ.@&dlﬁe' %d@@:o@*gpbﬂ Q@-ﬁkers are used in

era tr e o t SRt rati on. I, general ,

|oﬁ@érbcmy06@%en1deam.cfeélhm+ei;eci e‘ﬁﬁéF%ff’GrlE%” fHE pRBEYr Tefer to a
cellamngatéedgseanhidre ishehtdr nonelred fhe edtboweic cells that express Fc

receb@cgmser E!E‘HIESQS (IENQr | dization gensr al dl\ﬁt) de@@lrlcsls ORedd¥Bphils, and

re an

b £l
mach% F%Xer?tc ?nlzé?t ?%lﬁgisa%rléoo ¥ esent arr?egncegﬁvarrl%nsu RfLientty cause

lysipep V\Fl'tehéPFgﬁfFeIGlePhg t@f?p@ffa%l%ﬁife celifhefoRi rRtEpe ADCC, NK cells,
expreegr BeROLI desly, edhekent mbyodyetveerprehe Pré¢Se &mMRII and FoyRIII.

' FcR Q¥Mésgigr@k%hehe§t%ﬂgﬁ5h%%ﬂ.ctélﬁlg|ﬂh%ﬁmﬁi&ﬂ@.zé@ﬁ@t T¥fle 3 on page 464 of

np trevvhlchca be A_s S it
Rave%e\T ng %haett ‘hi*gR&r ?e atlmmun?l 9e‘lrsg]t E?ets&%mg@lul d tengesess APCC

actltfetbfrméfe % melpedet i98n labeigisti oA’ %r@ltsftor Pﬁ%%rﬁssam feeh as that
desck-OWEY ihenpesakht etk .| &8Ss505062 Far mddi tazonaky det deksorand. Useful

effeg%e(cgzl Z{J%E.Eo@opf s§$hr |a{‘£§§ leﬁB‘luBé! bﬁéﬂpﬁ@%élorbl%gécﬁb%ﬁclear cells

o O g 51 i s SR, by Sher Sy b Bomay, e
activHiyhristutiengeheyrleond w‘w@st oy d@f iaveEsIrsr énn viEfe ©-9., in a
animbdemddefi edcbyad hase &hatosddl)inermigys le@Wal ONPNAS (USA) 95:652-656
199§;rength and high tenperature for washing; 0.015 M

sodi um chl oride/0 . 0015 M sodiumcitrate/0.1% sodi um

d ‘&%1911 eg‘.épf%ﬂr c%‘:tlsgoe:ee ’1et1]§:)cyéﬁ%|w8§,c]alﬁcpﬁ%ss one or more FcRs and
perfhybreffiezadd cunatidenat uPrefgralglent th&0961ly/ eyrdegr nafi hast FoyRIII
and Vl'jaﬁfby Oodi%0 0% Ber&RbYMEahdddBh N/ Oexaki bt Cott | dlhah Y eukocytes which

medlggr éﬁsl‘s'gylr{%ﬂ‘gz%olﬁlegﬁ%ég Qn%h C@.QQ].S %?ig (%H&é e,r nQ‘Eural killer

|umclor I um

()0 e Ut PRECHEES. oYHP8Y<Gim 6 Jfo@nfioﬁiﬁﬁm*éﬂ% i ggEBMee and WK
cellpObeiBghpNeg€rred). 075 M sodiumcitrate), 50 nM sodi um

ph'f‘)ﬁ?aon:@t:ﬁs (Fﬂd @e&ptog'-' 19% S‘@‘di&“@r}%}/ﬁ@&h&%phaﬁcﬁ:lb5 X receptor that

dt' s ed r
binds 1? m%;Ae Fc %3/}) %r?tr%)g}g%extﬂfig gemﬁZ% %gtlve sequence
uma%I Ffﬁmélﬁé%ovar 42@qeﬁe6re? )g‘cgs:é; (°§8dw binds an igG antibody (a

gammahlreeéntet s oendimmgiluded ejecanitb®30%f GhraRrdE  atFcBBI, and Fey RIII
followed by a highstringency wash consisting of 0.1 x '
SSC cont ai ni ng EDTA at 55C. 37
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"Moderately stringent conditions" may be identified as
descri bed by Sanbrook et al., Mdlecular Coning: A
woabirroazisry Manual , New York: Cold Spring Har BOT/US2006/031785
Press, 1989, and include overnight incubation at 37C
subclassas soludliuding owdel $¢ Ngari209%6 f endramitdenativel 5SEpYit8@ forms of
thes;<13ﬂ\4_L %orslSF It."Lr LeQdi-up Qﬂcﬂ@&@)FcyRm W%S@:jtli%tlng receptor")

pH x _Denhar Lut.ion, .
and C)X?r e E.nhl@ltangzorec?pnf)r éna lilJlrced 8 ear eg‘n{&a amlno acid

SequUeRErm m& ﬁéﬁ%\/\eﬂrﬁsﬁrwé%hlﬁ’g the fFIeBETA 1d9&“a33%: thereot.
Actiedtiahoute@pe&OC FelREISKidoheaiar t ksanimiunbre@pogni zeyrosine-based
act itWoh 0 r3e] St rdalie tlg.mezrsatdﬂﬁf:@plésgmé C a8t i1@Ngt N1n18HEL @S receptor
FcyRangectsoﬁQa[‘ﬁ%ng aﬁq%r\%rmgpecﬁ:pgor ﬁ:CtJ:'crgé:i.Snesga,sped rrel?lgho?e rl%em%gtf (ITIM) in
its gyiopdatikicedoraie - séaqfe@@eéortfhéﬁmhytﬁerfdu%@wtﬂ@l a 15:203-234 (1997)).
FoRs CORP |l refreditear Yn RNAc@En DNA tkanget Aaaly nusil. emxtmﬂhelamd;m 92 (1991);

Capef'eJ las ﬁﬁ?no%%@ﬁcf&s”g —iBQF e9f ?5‘ té?lg. §£ J. Lab. Clin.

a
ig?é esi s 0 %nuc eot | rom rmnonuc eotl des b
Med. t 156 :330143n 639531 nu

ket FeRA-t uia?ﬂéﬁdé%stél,osast%a%uf%enrta%(led in the

futuexaape enchnpasped \ureths ecarhal FrRebetaion. Tive temmelso includes the
neonatgaqntr@@épt%gq UBRGES whi&f efsS AeQpdMNALSLQLIONGRS BLLRSSAl YF maternal

IgGsfSteothI'xe %Xgr %}SSI on Of an OF}LEY aztz)olly !Li'plégg.rﬁngs)n%tnd Ilclm et al., J.

ncelna\ﬁ %ar hos! organ
Immus@que%céé9thﬂaﬁt94ére SLFGBablhér?J@r Jmcék%ﬁ yerlggorggpms such as  the
geneXaAmMaherphibg! Utlecir preasvtierr, capbdeenakbiyran operlatos in either a

phen?ﬁqgﬁﬂ?ee F n& q Rf!apﬂr\céow tatnq{nﬂ% Scxlcg.g poEHl@JnYQEbC located in the

cells re nown t e pro ters p adenyl ati.on
regiaqh fifal"8° BREFPERH %ta r ‘iilc’{)e aci dT}?es%pxozé’rgo Ty va1dfe FoyRIIIa
(FeyRYHIREEBE VNN BRS |1teeF155}Eﬂ‘"ﬁlcéél Paiteo aah\iﬂhﬁ?t ﬁéﬁlenlty for human Igél and
medif® ahtnsbi ot hn anetberelautleLite B@icdysaguenaslakaiine FoyRIIIa
(Fcyﬁf&%qp%% D&\iAthQ&OQY%N@ASSQ%@ﬁ%a%aﬁ%r @gggﬁeowader is

opera é for;a ” é? C" O 1%15 ablllt of a
BISREPIE SYRT R Y pBF t 1€ af §Ti Fl t Y

moles@@r é’{°| émsgf at herges| ypephe deresgnpe o%t@mpé?m@ﬁhancTéﬁ complement
activ&iopepadlyy |inkedrisea BPdhagbELEAHENEE thé firsaf é@@bsent of the
comp%g\%gt:r Q‘Q&F&Fﬂl RE!L(Bn 19; at %1@@191%en(%e OLn aaz{tllbgéﬁn%omplexed with a

site i s operably |Inked {8 a ¢ odi ng sequence
cogngpge | "l‘ntllgerb03|F?oﬁ§%es§o %@P}%“eFECFFH"é‘FéO’i'r aEhsF’gq yifay, e.g. as
descCHrdr ah | gazziopepabdyy leknked" JneamgmphatMetthedsDIA2:163 (1996), may
ve pSEQHREEES being linked are contiguous, and, in the

case of a secretory |eader, contiguous and in reading

phase. However, enhancers do not have to be
II. CWFWSMEW_HPH%W YATERLRHOF | B dV Y FPYat i on at

convenient restriction sites. If such sites do not

eXdrgt nedds S Qggé_}% ak i aenusretideradant-0tsa Qro the examination
i nkers ar.e used in accord nce W th _conventiona

, 1 le,
of eﬁ}lgraeg ion, of “ene Or mare” bioma ar i ceFI mafma %um tassue or cell sample

epen
wherein GP%)GGGPFV“&E‘I‘RT 'Og\[ﬁ‘@t ?’éﬁ‘réFs“to@ gt &re| oFrairat ey biomarkers is
predi@det i @nihdicahihofionspeed the iyttt oxi litedduple hdfll be sensitive

to a@épcrse%ﬁclf%sr ﬁﬁ@ﬁl/@'ﬁﬁIl( FeR2dr (Bath MNIEMA! afﬂ, idoled NKkh as anti-
urr cr O e Cogn| e
DR5 ac]gﬁnlﬁodan% £o£.etsaorr PQ:L q.ﬁqa ﬁo& Subn%lb de s me%#ocgs and assays

SequentTy cause 1ysl S
inclgge (fhest arget %’éar“llneTﬁ}éPrﬁﬁ?JfPé‘r yECBf rFo? g §ftg-T family of
moleANSE, MKloeldsscaByepress ak¢graRNAE-ON0] Yy, wher eas

WWE@L%S%&DQ&%% FE]){BI@ aEQgscﬁle p@ﬂlglaEQQnERIclfl dlEé&%ed human cell
emat oj etic_cel

typeﬁ.agslr eﬁ's'sogezg)taln 9{%’2;19%% %Veﬁ é:' ncer c%'l.lssgmrr?'r&gl are rﬁélstant to the

and
cell| ﬁ?ﬁ}:ﬁoPn@l%B? @5?8(3'1@93]?) APCF@/Q%@Sé’rAMhaEF?%HtPV yrifodies. It
is theteukebdfieved eftest rthaniseladddr 0eddE assd aassagsiCdrnaprovide for

convglt%t, efficient, and potentially cost-effective means to obtain data and
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described in US Patent No. 5,500,362 or 5,821, 337 may
be perfornmed. Useful effector cells for such assays
wonaed7wdzisper i pheral bl ood nononucl ear cel |l s ( PBMDUS2006/031785
Natural Killer (NK) cells. Aternatively, or
infoattdiibh onakiyl, ACEsaeddiugt )appfoztmeteroloeudféeolflve therapies for

treatﬂgeF;§§£en%§y bf%ra§§§1§§@d 4 rba\éhe\!rga havgng bleBn adlaghmld with cancer

h t .di [ S
oxr a(luéﬂsnur%‘gczﬁégg a 1 SC osegﬁm%an eefaf goé.fagsy Cpeﬁrlfonm'\eJ% to obtain a

tlssvfetm-’oey?ele§ammeohaé@(ﬁrf@sgafm%é ePulifoPe TERENEh &Y pErS @lfmrarlous in
vitr8f {86l orcd HaEdrin@ns whRtifretablparithe scetlls exEess @hsitive to a

therge%%ﬁf ggoﬁl u'cha;gdﬁg@{ ol R RM oé%ﬁféeggﬁegr LHOGLLON.

uman tes
P UdE BRriFphBFE a6t oFRITRONTE| GAPTIFEITE (PBMEgEaitiviey of s
mammgkitany &f sdviel bercgUiKpamalel $sughprrecyt exncegyeoitloxte Apo2L/TRAIL or a
deatBekb&paBd BgtiEePRht Hoaw t hOBBl\&;&laﬁ,d NKnglah sarbetitGue or cell

samch!: e.Lf eg}gt%.qged Q\gdte%!a%necf ;:f g{%ip% 1onoc§f Ggﬁ\gc 'rfli[tp u%k?ed methods may

escri receptor S i on
be caﬁd%ﬁibaaf oLt GPePFEd FERTS 2 HAT P saegagié%cd@tectmg RNA
exprisman, FORCtNDr epweessignprehehr ed FoRupahighechghisiyy assays) and
biochddidsl an | gGsandd body (RtgaTaB r ecepdihatird i Ncl ubkeS-acetyl-D-
gala&t[eﬁs%.girger? ;Sp %Q?de':cg -lacF%?}Ae%Illactc?sg.FAllEﬁQransferase activity.

II']CUII'] IC varlants and , \
DetexiIgE R | Yol FPSHITERA °f oF W GT-PAST"r BERBFEFS: Frglor o) seid
tissfRid qnecefpltl@r gifhcbadersdigtRv¢ Atifan susbt itkasiasg or Cells will be
sensi€GRPIQN t)hean:dof&‘éicau Befauts" igthidpbbi Agare Ccept /" )death receptor
anthHyCh hﬁp‘ﬁ;?& | @Erﬂ@s?x%l@mfga% q&%@c%ﬁet Q:@ﬁregé.{cf of GalNac-Tl14

primarily mal ns ere{
corrRiATIati iy tP%CSee&Sb%/”ﬁ&@ o 15RO ATRE A o119 to ApozD/TRATE and
death rrragRDFET epeUstt FtebPdes- based act | vat| on motif (1TAM

i msj taS s €uL:0P| RSBV L A@RBddion| shiiri i bienepens dshey as Gallac-T14

hﬁ%%o%gﬂ'&s a 1yJ£HUB rgoﬁﬂ&)@f cgﬁ/rm%‘lg.fl&i%lgﬁ%gd many of which are
I tion m)tlljls in it

kmw?sélé Bifer®t, *Bin deﬁé% °9 e . gﬁ’&qigsé‘%&a’hgﬁ“ﬁ ding but not
1imi FedRstaar e mmandhéaeerten: Ry eRarom it SKEFe tanahnie Réﬁ/ntltatlve blood
baselN3BHAQE QisdBdr &%aﬁﬂj%];}run{:a:pedm et(t@lexamimayunoreixhogs:, levels of

5- ! ctiv says in situ
proté’il‘g é’%c%r&ge%‘s%.%ﬁ ?ﬂ&%cﬂgml'_tgﬁs %E%ﬂ%ltlc n% tudllrﬁg tahgoég ; t

to

syt i FPBETR PHBPAE UPE o4t & BnEBITALE et by PR oo genomic
SoutheymmahktRishéreiqranitre fer nexEmede i richedés et hen meonmegfication),
as weECept afy ohe RE, tlﬂ@ivﬁhel\&rﬁ.eﬁp@lﬂsaéﬂa@s fimatt by b anRsEefmed by gene

and/Q:I* trg.ggﬁé %Jr# %‘fﬁl &. heTﬁjﬁtcla@ ér@ﬂ%%lsekoﬁlevaluaklng the status of
I nmuno 197%$nd Kim et _al mrg © ed 1995,
9ene§4arf4§e’(‘e.t§§2f‘)wts ERSHBY i 5971 B2 Jﬁbﬁ??&ﬁe& ng - S
Currgpfe h Pagtachis génetModedilppr Ficsead .n THésgene (dyghern Blotting), 4
(soueREdesottGgg Rl b a(mesuddliongidgn eid her (rrrpherlykad)ani ne

(F'%heoE)rgto\(:@!Lé r]o%lgy)rétatﬁ{g Qg @é:tle@tf.)&'?l %l @:{].LN:L.5.81‘14 :Ln a sample are
ocagoe n gl on of the receptor that binds t

providRg ! elﬁ‘i’e %ﬁé&%ﬁ& ﬁ%l"\‘?a?‘f’i%s?-scg Rilla (Fcg R la- 158\/)
has been shovvn to have a hlgher affinity for human

kkhhhkdkhkhhkkhkkx ******

| gd . and nedidt&" I'Héreaseéd IRVt o el ative to

hoag%ax&ausneraﬁ&{y@ ac@lengn@fal&l LGRS gpl%tbhaxslwzhogxamne or
heter oz ous %a&gl I'1Ta- 158F/

ce
test: GginPE e Et dtos CFRPGR Lt pEr gply poele A
varighe ca?ormletl@gﬂsoﬁoza desketimbeCeBiacy B gapapyerpleyecdhend include, for
exampl &S eAgRurthi ssgpberEeNt  analifei€onpheirpleaglit ¥aionQN Western blot

analgglng\@leécshl Pl%lnétn%j algxa§41eE9&£}gl EQIIQ-I tfb@orfeégé{ce actlvated cell

onent o

e conpl enent, s stem a nol ecu
S°rt(”é9 (F&h®)ant POy ™ PG Th & 1388%1% g’yanbf[“oi geﬁoms‘accharlde
anal?@lsiss@s exonpl ee et oacttmpét m@hhoch @Cﬁ%@sawg e:hg. egpression of
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descri bed in Gazzano-Santoro et al., J . |nmunol.
Met hods 202: 163 (1996), nay be perforned. I1.
wexeivRRARY METHODS AND MATERI ALS OF THE | NVENTPONUSb®6/031785

nmet hods and assays di sclosed herein are directed to
GalNeheTlgx amianaisor of sexplessnprised @meadringDile sample with an anti-
GalNQEofmr ket iSoh dTBRIRIGkLtih§StiR BindiRll oS AMP! Satibody to GalNac-
14 lneghgl n n#lie determi nation of that expression of one or

sUC ifomarkers is predictive or indicative of

vvh%‘i‘ Iﬁ’éFt:‘tch‘éa’f ieSEoRimsnte Qf LRYAPYEGIPH the ¥PHEPiiopect FallNac-T14
in agempde sug hexamirgd AdiTRALmantl Oroctiedtshry egeptsyrining protocols.
TmmudBhi RO &8 csUCHL &% iagt ior PRB=@Y00: &l oAl 'h@@dio@én Ofhown to be a
rellag.j[? mDRﬂ?%g%maa‘%esasH.ygbgzgl%%ect hr%eg?éshe%gzéfoﬂgp a r}.lssfin a sample.

Immupplat sEg PRI Sy qu}S?"bf tﬁﬁ*Fié@H?%su“rlﬁéF ud‘Png‘nE%FPCNé(c -tppgprobe and
visuvahtkEeGakNad-aF3antigendi scudsed whovallyt herchranegss@ator fluorescent
metnB@pUl ati ons of di seased human cell types (such as

?:Lgf 2' gré:lODUJL atalrg’pis nl(?f dg:glg%?elr I’?%ﬁlc:lﬁf) sé.l\r?p:(lc;h raéﬁn ? mammal (typically
& hygsg? A FRemt) @F‘Ydéat As%%c e PP ATR |<Rfocﬁaé‘§1€5| tlf}céu‘ier but are not
limither ebpor eadedri enelist Batht he dbded,osectanef hptdsstand, ovary, lung,

stom@éhc' ayﬁaxﬁ@@aspr %@ﬁﬁaof e&ﬁmﬁ%ﬂkma’ C%.fﬂt:é&l @Q.Ltl’s andOptlonal ly, the

g g%ﬁa cost - ffeﬁ] ve neans bt ai n 11

SePARYi WGP Pati°8n® fEﬁ" ﬁu‘é%scé‘é‘gFﬂgceégﬁr cPﬁPFﬁ"i’aetlSrcancer ce-is of
non-gpdEdp| & e viReygEp Ferceroretise at Ty speRlice ARS beFpptained by a variety
of pxaRphess aupahi ant diaviag baenudimgnased nsict Ni@aBEErto surgical

exc19£or§in a'sHl'%Q@oz’i eclxatb‘:‘cgpéipnd‘rhé %s%@é” rﬁaﬂ“%}éef&s@ QPSﬁ’rozen In one

r bt ai an
enoo St BOUPIPE. S Rbd By VBJ 0 S0 BOEt Aovity b
as%st%ﬁ?uéet@lmﬁi?leWetﬁ?erfﬂtﬂ?é péit- ﬁentprgswé’letit \}WUIQanentlonal
methB@oSLRSi(tdev & .50, aMAesBREUtHI BtAGENEaIS UEhidiSy Method of the Armed

rorcBRO020 TR L ﬁ% dldaec?%?oggegeehoredm%jbo(q.¥60)ThL‘-eeel Wen hQ” HT (ASCP)

provi des_net edi cti e sensitivity o
Edltﬁﬁmﬁ‘re’l gﬁalfeit%ugl‘ﬁrgle’élmcgﬁw 1(8eth C§§P%Pycaﬁﬁ‘érY°rk The Armed
Forcee| [ysttiguipoi /PERAblogyr Advaleatin Leewepbor Megonidstin Histology and

Path@mctbéf}bqgé@él lete@eaxbl Yii k&, TRETRY, axknkasw%egrm%@uute of Pathology,

£ obt exam ne r_ ex ressn on_of
smes RN B TR RREhOR g HE BbndUEL U (A oa GafTatyin the st
willopPrRies A3t ef 6P%Fatt§e thﬁ%Feamfng Heakiee detdeterpgeArNathe purpose for
whic@Xpiice $ainply ipr 0t éhen hexprlegseadny( sticihedsor otherwise analyzed. One

of s‘kmnﬁlh‘tﬁé Oé:rlﬁem.ﬁlt ra)isésa?g%)ééalﬁ@dtlbitocih@ni&@k:ha§]§@¥§atlon depends
woenSELEELDGEURY Ly el 2681 e LG BRI oy o exome,
ne“éé%|]RHfF?rEdDéP§P%1ﬁatl?’%nosf C&xﬁﬁéasfﬂrﬁ?’rl@%%cﬁ‘ay be used to fix a
samp@al Nac- T14 bi omarkers in (or on) said tissues or cells
W éelne@@l]@r edhetdaw 14 hat rsHoh dikssuRs 9F ©GRhl Seidkhe L through an
nsitive toftar}Le

ascengJéﬁg se:a:l. tﬁ rece Psl,ogl ngkt):r%f_efde%%g %IbedA?%lellt-:th%Ialfaffln or other
sectioping Bpdigl )?OfB*Eﬁ’fdtPﬁaﬁlslsH% W‘ﬁi%s@aiyoﬁeo?“@éPWc T3yternatively,
one @@y relcates tiwtthisthe |@nsit ithet yectfiosuchtéirgduesByardy of example,

the @8LL& ts@.mﬁ@%la{y-r&\l é{nlﬁagedjeﬁﬁhpf%%gé@rlrﬁgggéﬁln by conventional
necrBHLI00I 05 A5 di Spssed Delow, SXPLESSLON Of WAILOUS che nrmea
Forcgpalngs deitsy ot Pathdlegy bf %rﬂodoﬁwpésa? qfamraéfllv\mleh may be used
inclage, newkd Aot NAmatéd apd pHIEPI£AIQOBrdlpit NandkTidsREnay. once the
tlssﬁgté%me :i'.sn(él‘nﬂgddrég btl:ﬂe %Q&plel 'EE% elsje ts‘t—gcﬁ:loned by a microtome or the

I nmunohi st ochem cal and/or Western anal ysi| s,

tikeq &P i %4t i vaBRBb P hALEP gl ey Fradn e @’i%ﬁ?‘ploé Bt (fified Forces
InstELWSA)of tntexbodyrie, shipra)exangyt eyay exfel sxapblepr odwei rthis procedure,

sect@¥Ry eﬁ&} ORdnge bEQGhem LRl @REZYMBliLEoRCEY1 LYo RSSANS: microns in
in situ
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hybri di zati on, Northern analysis and/or PCR anal ysis
of MRNAs, and genom ¢ Sout hern analysis (to exam ne,
woaoo7ezzspl e, gene del etion or anplification) PCasSw®bl31785
chicfS. ANy one of the wide variety of assays that can be
perfor Nt eh§eGerehndrorsect Edife may ey abirrebydite slides by several
standypsi @arhqsiset oBoimwleeroevwihidatadigsite shaluss, ObutJ@R€Snot limited
to, allamgengepsdiChsl e fommad ank oLy exangl e iBr} %{g“@?' e;?émple the
o rrent_Protogcols I n Ml écular ' '
parafiiny ofLacna oL e o BB 2 BRAT ERgom CLbotlarh s1ides and/ox

. TFheaqstéin ek shdvel evedr ek athengnieddile) @atd@81 Pfthe tissue sections
are @lehbl]l—yT&_épdxﬁfﬂirﬁ@@@|a$1daf§1ye.§96/édd@g Relow for tissue sections may
be dephUALALLAL DY ROSERS: | conventional SESRRT T A gl For
exampie. ¢ FELTRTeAPT oh T5ErYdY Seetwdang shiieh eXaaficnkolor may be used
(See t gsg- f otMeprebent e HoftdBabNad- Tdhining NeRFal ic2N dheS W eq Forces
InstiMut6€lds SEHRbEogyM, Vad) - of for detectin .
deparg%g\@ic-ill4no%§grgby§, ear%} g?%d an%ite%gﬁgg?y’f o(rjomemfé"”rcrb‘—’fg%y available

i munoni st ochem cal 2ERary SPeh Fenfieiropreci (FS atiPBpton, Texas) may
be usgdstern bl ot anal ysi s, nol ecul ar bindi ng assays,

ELPSAonELIAsutideqoees aentlee aGip e beeh@klofObl tGue section may
be ar(aﬁ@«% usiﬁ@dlﬂmaﬁ@rtﬁ%l RL! géff%gmé lian\é:vg&)i% tJl.\éBn’ with additional
techd nossacsg:lhgn qlse anal il S, _For exanpl e, an opt i onal ' '

,:%?%qd of * det ecf“f”f"l‘pﬁ?‘/D RE Ex pr 8P ofmdl Nac LHiarsspenge  in-situ
hybridizatjener wanptneredmptheds cfoi@ctrkngvainebisanplecsi dh indirect
assaz!q gé@bbelg?a&b@l\laﬁ- H'Heﬂpﬂi&tsi:b@dyayland)ihﬁﬁ}’@4qﬁt %%Ei%yt ng the target
antigehned RO, ofa1hhe. i ; C- i e_sanpl e.

R bartlcu e e o e P | I SSR0P Say uses
S expressioh 6FGafNad- TIHOTSCa2 s akff e°F saexapimedLabsiag primary
antibpri ¥R (B hemivaeval iaad witthpwi rfyrprot egoll®dy interaction. In a
typichhmndoheést esdwm ﬁh‘&lon§1hg_7:'ﬂtﬁii ngriabrd iﬁ%!&@egiﬂ@n@o has antigen and
then Ee@Qb&_ré@WQeéd?ldQFy aanrt%éd’yjlbgncggetélOQhQ fpre}.%?\%?c’ Sa!nm:gbooc{y. Where the
seconQ%% Mele) cprelsse_ncce.of tprote| ns in a sanple. - \ .

I nrunohi st ochem SEPYIT*FHER) PeCRATHIES dEPeli zé affromogenic or
tluorggtnifo e rgheoli€ afdedi saaltrgeidee| Visuatizantorgens the antigen.
Signagj pwpliférmriah| yodirscheoangenicoetl fdeuBh@SGenhe {RINONSay react
with diffRreSARPLE&REERARAL I AMnaf, LLEpNG,O0r cell sanple from

apml,.f VRLEALl y 2 humen parient) may be ysed

. Exanpl es sanpl eS TACGde 22btho%r 5ROt TPF nipeEchstochemistry
tYPicRlicaft e ePP s 18k dagitn| ®ndetinceale woiekt at eNumvraty, labels are
availphirgvhithonacre parecsEas gréyeahoim, thdol Bikagi @& eancRL .

cel)l s.rddpbioRabdy, HLbe §@n§|9é,eSI‘*(i!,nGLs!rlge%ﬁ’,]lOgﬁ%?ﬁill. C%ua antibody

cer | s,..pancreati ¢ cancer’ cel . .
can b A A BT 28 h BT Gin cr e PPt oTLS SAn T =8k Be Curvent
Protogtitai ifedisynal agar | Epjumsis pr ogmtiuz escidigen ien tdle, aBh.  wiley-
Intersqichuell Mgy ok, NO&w [dok} eshvkQ $iHodh Cadr &Gl POl ng radioactivity

can basRbEAI0R: 105 Di;QPSY: Lssye may be fresh or
= ze 2 lnbod]iar%gﬁrt?,cto{uﬁéemganpl e is fixed and

f n, one

e(nr‘?ged é’ék?lndaga?o P#HGF¢He |ike. The tissue sanple

n‘é@/ bé"lflpme{lii _]@_bei.)ip e:‘g:@ﬁv@iju)g,byutcmenb& Ol]l’i&h'.ted to, rare earth
chelatmet hodoboigy (Seeat:ssy. , 'I"'eMaQU@led,Of rﬁlb&!m@h@,g' gﬂtorescein, dansyl,

Lissamandl Ni RVt hod, of t Forces_.lnstitute of _

avail nghoglogl\%é'h 3rd edi té}%rclo lgggcgﬁf”tee PRYCOPGRE HPY( ASEBpercially
Eart or ) CTRECEIRKkEITh BIRATETH n ORANSGEAW- | | SHBEBRUM GREEN7 and/or

derivatdipamf, aNevwrrork; mive oAr Hed dBovees ThRSEiddtbecdfc labels can be

conjuddatdaloogye Advareedudiagofal oL yhdYELAO @§sélr5s'é|ji s§;0 |nglyen§ n;grotocol s
in Img@&%}pgys%}g%}oruer eka V. Mkel, Editor, Arned .

Cor oo | nefriut 2%f xarg}) eo.I oFd.yorescence can be quantified using a
fluorimeter. ’

. .Biolo
| Slld%"ll %P?%gylth PRI THWRSS ot ti ng) and 18 (PCR Anal ysi s)
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Anerican Regi stry of Pathol ogy, Washington, D .C.)-
One of skill in the art will appreciate that the
wohaei7oe213f a fixative is determ ned by the pur posastms/031785
whi ch the sanple is to be histologically stained or
ot FBr wi Srignalepzewe -sChet ot e skablel s  aret hraidebleidnd BWlsoPatent No..
4,27&[)1)4‘99:@i:@¢i@eb haitret D@y lo@Ngdnte: ef tfHe)éati thed@rﬂﬁzﬂlgsgéﬂagiﬂlly catalyzes
a ch(emﬁcaal é?té:lfaticg}? F ﬁ?eu%h§m qbg%%ft na Ig& etgéa,sured using

neutra ere In,

exa
"a“8P¥ te?rc\é‘?”o?“’ﬁﬁr ng°?? 8§ampr3rﬁy ﬁ§@6“et 6‘a¥|‘3@t§1%%ﬁrﬁl é°1°r Change in a
Subseezrf@r alwhich tdpea @anpia@sursdf spsttréphosdmetnd cablt-h@hternatively, the

enzyilehydy abetkrt MheUghusitase@NdbN gl L @8ineEcalce 0@l She substrate.
Techhﬂ&delst E@E %a@‘ﬂ&y@ﬁ@ %.dQEngW U? ﬁ% @égdegcg rar%t HeJcB:J.bed above. The

tionin ti'ssue. sanpl ,
Cheméélif?lPSﬁ%et’j‘ ATPEFTRAE v]%?%?me%nélﬁ%ﬁf%éﬁ]ﬁéfn ﬁ"ﬁézﬂ s8le @ chemical
reachirf f iardt heavsetheémnserdbt alivhd. Byickaycef ceanpkeasurefie (using a
chemt L &G em&R&FP| Boﬂﬁa}kahﬁleﬁmdd&dataedeﬁé@@eiseg fluorescent acceptor.

ExamB%sa];tflé}lz% Ny tl oﬂ?él ggthg:g:@e %%%%((Segf tf%:réf 11.(1:Fiferase and

sto talnln

bactppiadeg H%éf‘f’iaﬁf’e o sI’Dat h't6gy supf"‘a337 4anpl@sifgrin, - 2,3-
dihypegrithekeztihediomay, bealased dielmimde;t}asbut uaedsenOotpelrbxideed such as
horsEPadlgﬁr aBla%ctldag ol %1&0 andaﬂﬂa%ﬁﬂgrra%hosgﬂgt,eastehe % éasll‘é.%t051dase,

ampl e i S enbedded, the sanple may be secti onéd
91ucﬁ?‘?:yr16f‘%'néy6?zif“ﬁe F?%@a’(@@eoélﬁ‘ses Mrdual 9igrose Odease' galactose
oxidbkest gindgbtalosSt &iphbrmhabket fdddobgdrheeAr etleFaiyedsc oxidases (such
as drAsidd Whe Q&nt%h@oéﬁ%se S%E@&pero@i/dé@@y Qicz%géf@élgase, and the

lj.kef 0L, egﬂ{l%ugé o%&?ur & tr{ onesn 02 S r Q.ge 1bo are~ described in
hree mcrons to a 0 Jfgve crons |n ness eO]

O'Suéje’éiafloﬁ%dal -t hée'degei s tﬁﬁyp‘fﬁé’aéﬁiz&’éhé@ ’%Ik?mﬁpdlésbw Conjugates
for gewemaknsimendatchoreidiodsn Mecanpd e ahzsl. dei.adhesdngese & H. van

vunak {19!, Uglgsaehtit p%gsn%wwo@kteﬁ §97-13k6! AR 96' ati n

S

Porriee ShRait S&E%‘ir%ﬁswﬁ%%%ogfrt’éleﬁ%%go 't §or ‘S

poSi't i Visryeraryedespiidese addReR) siideshrdneoed werpridase as a
subspedty; Lwhassiine thé f hpabaéd Ijéxbﬁﬁda&eel’dxm%sas the precursor (e.g.,
orth %92‘4;:{&9 d%ﬁﬁ%‘ %PD)t Q? 3SS§IeS 'S@gfgfa%@g’hﬁr %elgfﬂﬁﬁélﬁﬂirochlorlde
(rmefEPar aff inized and rehyd'r ated to water. The tissue

ections may be deparaff inized by several

coridentilsakinest ertabetaret hG®o| ogitss. peer Vibrapnyl phosphate  as
chroxydeanessuantaaegradual | y descendi ng series of al cohols

I 0 o0 (505 o OIS Sl OS85 o

nltrmtehmlfﬁgp galgupwa)iassﬁll t eravat i ¥ehgrogewimrer csruahlryate (e.g.., 4-
meth%le@r!blaﬁﬁf% g@ag 1a‘1:p(;szl %_gexnon organi ¢ agents such as

ust on, may be used.

OB wth§ab§éaal@nﬁul?%§rﬁ% Seiiretismépdrat ifghtlagle to those
skilledsire thectaron Aoy dHegarabyzedvivsi R lkhkse,| HEemys beratent Nos.
4,2798mbosed | 348, 6eabi nat |SQ>ReWn{eQ addi t i gnal 1tse(i|918!19é&§y conjugated
w:LthSyl?h a Eg%rgpho IIQ%Ins(}{aBI_I Sc} agger an?{t hgd];alw%?r & %g:%:goulsn techniques
tor a%%elvam &higi r &t e&ﬁ'ap%endFh%cﬁntaég%wanAé%omDH@aqeé with biotin
and tedmg fofr stheaseay, blpoaili cagregbrigt | OJYaledst hent @nhget above can be

conj@g?%t'egexﬂtﬁqeta*gldln%xl‘I@Qc;—]wﬂel)rséSqugrsﬁ{ rﬂlﬂ&% s@'léc,eﬁ.tvleYy to avidin and
ct _assay uses. a ed reagent, .such as a

thusfI uorgscent be an?ﬂ’? éﬁ‘iyﬁgg FHabh & ggb Wi fRripis indirect manner.
Altemativoly, tmcéhe‘@aﬁn%’é’eﬂ: stpal pgad oni thhém lage} hdeh the antibody,
the amtibbaylyisi pbefgetddOmitl ik amdyphepten BHd @@l oBIFBYJifferent types

of 1%1@1gnhg&aqtosgd RIoRRS ¥ RhLERRAYs binds . L o, fhe, antl 98N ;80 Thus,

1nd1re %I B@n{;&%&%@?g? et%ond%r¥ v?i.r!:thl Pk?ed%mk:):ll.bno%g ct:a% LQ ea h&é&%r
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secondary antibody is conjugated to an enzymatic
| abel , a chronobgenic or fluorogenic substrate is added
woaogroeyisde vi sualization of the antigen. SignaCT/US2006/031785
anplification occurs because several secondary
ankifodires nBy sw@alé widpbralifche perdedeped opesusaedt heove, further
treatm‘ehgagy é@'tﬁ.@gﬁe e iBhi PRIy aRd/ ahrSRCURAELYlowing IHC may be
desub ' g%el edﬁm%? h egl%ommn%aﬁse%gfhgemhgggy §L1¥:BI ggll%é/ab\{\%xilthe tissue

NUMer ous
samply dnggaiyadsl eufiftvrc Fax ape tfé‘rﬁé??er"alltl )9Sﬁ9r o&p8d iFEBI t e al. Appl.
rmmuidiikoydHag. categoni esdssfn) Radi oi sot opes, such as 35S ,
1%‘91 vé?lg Lrh op%’i'onalari)(iogigﬂilg stég]e tﬁ@t EM gé&:lgﬁ is exposed to

| abe radi ol sot ope u5|n he te hn|
orineyaa et BetY | PR B IBEOrS Tt (ARSI G5 Vbl tgsconditions
such 1thkmtd tRe, p@dargenn@tboéy bindg( to\/\ith%ytax]gﬁt: ep%eéﬁcéntlgen in the
tissiNeWan(@Ik, Apwoallke RMAStidnt9Y) atwievexqgpie @mdbe determined by
rout:[r?edleg J}ngxlzi{) 1§&N bL% Eegf Lﬁhagngsglfngﬁé lb@&yoc% the sample is

count Col l oi d oId particl
deteﬁlﬁ?ﬁ?eﬂfeﬁis Abéry |°ﬁ‘8| G nigtS peite SF%’%ﬁot %’eaﬁtéﬂas‘f“}?sed above.
Preferbdy earitch lehel atesa canzopitum dhbélat 65y, TRBQSs vRéeh catalyzes a
chem:[chi@d@me@gtlcfnl H@rt@l‘éc@jlﬂ%mogeﬂrﬁ%y&ubsltitﬁ&aﬁh&e,as 3,3’ -diaminobenzidine
chronlilonJ%?ll | I f@gbl ){1%0%£¥ %.U: Ny &HYQQCX&EJ' gat&:{ to antlbody which

rcia avai uor ophores suc
bmdwm#l%%srb&c‘rhawmw aﬁgjd?%‘?’ d&ryvathevex lB?rYan‘V*t ibody is
rabbine polydtongl ofant Hedaboual . sddmmdbtwiorestedy | Ebebsattapnti-rabbit
antlﬂ;&y:;onj ugated to the anti body usi ng t he techni ques

o) 03%9 |G LEN BLOL oggli, L0 LIMURO! 98Y, <34B8s o detect

fo Ve, uor escence ¢ ant’| usi ng
PTOAOR 8L IR LYarFEuSER LTS SiBorrateorapel s segmmstively,
antilkasdieb alyl etland CalNB.c-PatnghyerNo whigh B&vel 4@opr-orepcldyify with GalNac-
T14 ﬁ:??/'b%V\érﬁHlo§QdTe optidaese. thbeafnzyamiagener ahtbody is a monoclonal
antlboaéhlal yzes a chem cal alteration of the chronobgenic

strate that can be neasured using various ,

t PRATHRIES . ENSr RESRATI%, "The PRnZPHE Sthy 20ht SPYFELpPed.  Slide
evalegdion izhahge denemnisadster gt eysindizc hicasches neas ptetning intensity
critSPECt LepholopetsdLall ¥neAbter nati wel ¥mpid@deNZ¥eRidIBY intensity

te]IC taerat he fl#or escence .. ? é:hem 'um nescence of the
SPFacs © ni ques for quantifying a change in
fluorescence are descri bed above . The

chem | um nescent substrate bexxsnesL el ectronically

excited by a chemical reaction and may then emt |ight

whi ch can be neasured (using a chem | um noneter, for

eXdTHHaEhidy pEEME@hEeS €nergy to a fluorescent aclCfeker .|

Exanpl es of enzymatic | abels include |uciferasles

(e.|avo_staimghg yis gbsdropdsie gmblshbacterial |ucifer@ase;

U. S.Fapat reeeNo, pe:rC?BvleS jtajira}esfﬁi#tezt%i in |1+

di \Wﬁnﬁ'haﬁni-gﬁl iﬁnt‘h' r- mal-ate rlglm:dr oaenas
TWeakTto moder te s is, observed .if 124

n% ore

ur €ase, perexi sgelsluch $°horseradi sh per oxi dase
(HFB&) al kal 1 ne phosphat ase, b-gal act osi dase],

al UQ\Q:alﬁyé.tﬂSEQ dty8ng \Hreinis@c thabsdeveox idases (el 3,
gl ucdse B dasde gallact ose oxi dase, and gl ucosle-
6- phosphat e dehydrogenase} - heterocyclic—oxi-dases

and vanthi na Avi Aacal
(S f‘h QC Ilrl r‘ase TAATTYU ANTUTITC ||| TC U/\l uaoc/ y

| act oper oxi dase, m croperoxi dase, and the |ike.

Techni ques for conjugating enzynes to anti bodies are

desgriched, i § LaiNHd pyaRretsdlre, ofMabbiads+f&@r hidter in such an IHC
assagr eso%gﬂévgg fgf bg%@ctl%t &P%Mlcg%%é‘%t géngl‘aﬁvﬂﬁ/eof y mammallan

yme | mmunoassgy, 1 n Methods in Enz

CellLéﬁb%és&aHmam‘{‘/%\]ﬁaVuﬁ%%?) cegﬂca‘iﬂ’erﬁpé’gig? @ééL et Visagh receptor

 agoni8: PATINEG - (1981) .
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Exanpl es of enzyme-substrate conbi nations include, for
exanple: (i)- Horseradi sh peroxidase (HRPO wth
woypdrageis7 per oxi dase as a substrate, wherei n t RET/US2006/031785

hydr ogen. per oxi-dase oxi di zes a dye precursor (e.g.,

orinhehteenyt eremnelit@ds necheCRDPlermad, Be 'cobtaded with an antibody
spec:\.fltcetéla@el@yﬂloﬁz@ﬁéhdﬁﬂ}%rhy&ﬁ@@mrﬂr beeicIMB) £3r ol hdtibody-
blomazlﬁkié?rl %gr{%lgggsg%?%mﬁge éAEAn ett%I tg?xrgasa'!l t r%n%lig?yl The presence of
che BimgHOto S IACETPE T AFITE thiGHbyGHHE 28 by Western
blotsitlgs tiwitheof evighoutp immurichbrepipehyt ionp-dddgal. wet psiaddsegs for
asssanngf E%rdgg%l"l%tﬁ u:tfst:[s?stu%s(aﬁ‘xdgsam]ﬁes neLhyd wgbeldshb ey kerum. 2

wide ra agt :meun ass Nuner 9.1%§ Otsblgﬂ enz n% fg'rqrtg%t rx%t gvallable,
|na 1 ons are aval aﬂl If%ose S e

See'a‘?tg FbiS - aPgfenBPal 4r BVA- @6\130{4 tHesd? %’@e"‘d’@ SPhat efpese include
bothNoisigle 45i2¢ Syritd Owarzd t 4, 31 858801 cIBowetayvesf thhendrabehpsatgtive

typek NQs rﬁ@ﬂll ¥s C.Lanl:Hegastrg@th\MoEQl tchﬁpélﬁtth@é)@)(nd:ﬂ%ea%yls' €Ghese assays

also :{tcllﬁ 3 d:Lr Vllllare of Vl?erlllo SntteCh ues t];. et biomarker.
achnt evl ng rg exarrg? ? e an 0 y ca e
co’%?Pé@Ja‘theaSWYFhalﬁﬂ BUPRY A TORY ‘b?eftlhe"mfio‘ﬁﬁm“ﬁf‘%%d‘sed assays. A

numbeatggoaiiesiafs babtlessagnt cloredaaltevenican éestcofndgatledre
1ntei@@.etdhté\VBedEﬂaon@ﬁsé’édcﬁyV&fesﬁesghﬁ)tinﬁ}emﬂﬂs $RlieEly,Veh ¥ typical
forw?zﬁd aa\s/]s%/lr,goxgnu%lggﬁed ecak?acg)gltlsclamrr]no I 12%?1 ungat %od.l.l\gI élﬁystrate, and
the paFRAEniLVE TRIFT éii‘f’“%]btnjlab%t‘ioai‘la‘%’r’f Ve ChameRadReHe . After a
suitalitsd bedipd ¢henambdtbody fog x @eafpughbEdcivet uffishalt] to allow
formBeRineds %ﬂdargﬁ%o@;t dhbegdi thgnenrt 4 )é@@&ldognilﬁalaaifsspem.flc to the
antlgeer%nt ggbge%.q #w:.‘é I Srg%?recergsélrﬁ%ﬁ%t%a %xgh.oefagy xjgﬁﬁ’%‘%]@ a. deliq:ectable
sianphd Sa R BMFI AT BB Hete8y Gt LAR o 1T A EHE LE R the formation
of apedparaimpdex PIfoeEdbrés-aait Saars $elk1dbd \eat ibedvt- hedny unreacted
matet:;[aﬂ.at.l.g%tsh@ci dBe, tandStife 586408 i kR 2h@igdhUh s NPtefmined by

observatlgn o ;'%ﬁl r%gugeds E%Q%e E%or@ 'H%Hé‘cul%Pi t'l%%efesults may

I'eva suc ating e tissue sanple
elthF’ﬁ b@l Tt saper el?Y ﬁﬁWP]t‘Fe OE%ﬁrrVFE’cP“oﬁf t(h§e‘é‘}51§’.la.sjlg %Jo'né’r may be
quanettagled YAppbmparingnwmiohistconteh saEdk: @ ta{A@@6k)own amounts of
biomkHd0W ng an optional bl ocki ng step, the tissue

Se\P ;Q’E‘lonﬁ &%Qﬁggga %er ne an ném bgdéllmtl%%alm%ous assay, in which

sufficient perio er sult

botheHELE | Bifs  Afehet RRERHE pFT r?&ii?/i SATTHEEF B Hds® £8° twema
antibghyet Thmset wdchnamtssgare il haovh Southagnpkigled in the art,
inclAPHOREY ati o @Bdiddions ds0%iBCht exdanglt Ribfaan . ben a typical

forwgq_eé H&vﬁ%? QQ’saE/OUJ Ifn§ste>gﬂgiﬂda§nﬂaﬁztlhg ezbﬁﬁ%gfeﬂ;r Qlfie biomarker

antib € Sa e Is et er
i eI AR B OF KTE-GICeCTIn B° 1BoHE Grotsssed s solid sustace
is tabpély Rlegéeraabhypolyher | dbelmoss camrenzy vaed eolwtres being
cellfiodd, HRRryvhanede Ccatady,zpslatehard, cadlyal f@r ahi @idefor
poly%p:%:ﬁgﬂé)mgﬁ@lsglﬁyg %ﬂ;cﬂ:tt@, ﬁé&ﬁgeaﬁl %he ?form of tubes, beads, discs

I"am nobenzi di ne chrono

Pref er abl he enz
of i GHLATEE o 0T TaT S BURACT BTN EIF BPRGS cio8 n Tmminoassay.
The bputingiwwkkssasoarhaeptimary antibedy wel genarpélprconarsf of
crosam:ljnhlﬁlﬁb/ cioSa]fe’iJﬁbj/tblﬂﬂiry_:fJ loo Ny sagd 11hosayscanths € epn Gal ymer- antibody
compi"ﬁ)&e QOQQ/ he ﬂloggce?aﬁfalca.&?kﬁgftth@nEésQOgéfraple q:ihEnl Qfﬂuloy’of the

anti ies e inth

sampéirﬁpeg%lt&ﬁt%c% 1éaF géfcl 5? ethﬁnf?lléa? ESI S tlex and 1ncubated for
a peaitd bdiiges. syiftiekendt i(ved -y 2-Ehmibgdisesr cyeotigbe 1if more
convei] MNa¢ - dhdathdge Bsi 8B € hedAaVE Bk OGS ol eBhil ¥bdry tavhddtature to 40°C

suchGQé I}!%Qﬁreen 25° ¢ and 32° C inclusive) to allow binding of any subunit
present in the antibody. Following the incubation period, the antibody subunit
solid phase is washed and dried and incubated with a second antibody specific
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T14 may be enployed. Optionally, the anti-Gl Nac-T14
anti body is a nonocl onal anti body. Specinens thus
wonepganed7may be nounted and coverslipped. Sl i 8eT/US2006/031785
evaluation is then determned, e.g. using a
for miprysoopE, tlendistakar ng Thatsenend pncihader i linkrd taed yeporter
moledSRH whitd B8 Heli, tdMBYKab@& MU0 YEshinSt & RhBGEdBhE&NSIiYody to the
mole_i;uil.atrerrn%ufq{ nay be evaluated as follows : TABLE 1
a staining pattern score of about 2+ or
é‘Ft?’ﬁla%\Can mgkhqoHEnElY gy reoRidizéne Fhe o-agget biomarkers in the
Samppe exhidc thene egosiingl i that inebofizmdntangevi toy spécidimmmabednwhich may

or m@?'rlot(ﬁél(l'ab@ﬁle@. el iR rcanasietel! ) DtegenmggLJnT&% lamount of

targe£ aﬁld e!: t@ﬁgeenc %Rt Og tggom %Jt:‘te%‘nt Ipeocg%e Isr?Lf;ﬁaL]'.: er ng u!n\éetarget may be

deteﬁh‘l"‘ilﬁo@y%&?‘% 8 ?]&ﬂn%a‘ilﬁhbﬁft?nﬁ?wdhndéﬂt%ﬁa’r‘fﬁléfnsa second
labedLdd iaot Bty cipeahfiant o ey bi wraskebodoipl espoksed ftor tpe target-

firs@NghtliBeR, dehfick g Skt Qgﬂgteﬁlrsthgnﬂ'bgaﬁ'&%o@ci ahB&ody
tertggxg}hrr%[)rléelbexrrayT e:cr:%m%g.%g?nltsj élé]teedvt'v:e h leile s:.ﬂnag.t em@tytsed by the
rePOFFﬁﬁmleb%%Fp. B4t | TWPT BRI "EF T TAS Taée%ﬁﬁdeén fioe BESAYF ng
specafiMadéonv.alik ateanofa mofsuds amﬁd:hsaWpIiES,chiemtdtaldhngre, provides an

analPt 8T8y OlgeS el URL1A MEELL KANGE 29f oWsMIRNIGRES@M on of antigen-bound

antlgeg hni 'glrll‘lee%orlﬁ‘l]:s g%grﬁ)or%q%rhﬁﬁe% %g%a]:%i%or{?gggul%r eér? \%"/%a%ﬁg of assay are
elth&r CFI%Y’B%*B e eBhense| %é—”aﬂb‘i’nﬁm%f‘#‘gIcén‘%‘?lfqén%r‘fﬁlf%%| flee-
radigisdtopmdweant 'chasthysgnefcenhengqienulbenpeti ti ve types, as

wetd tas da@etcttelahr@&iyrn% Qmﬁhn@é%@aﬁt sl ¥@:vRk N REnASSAYS a:o the
ecoe lOS yenr e ore e s wi
secold %E £ d%,a S %t gr g}let%%} wde . d i{ %EE%JQJ g&'érg,% a‘gs Lapglled, yin

bi onmar s are
be r&ﬁ%ﬂg f?Fé’gﬁb%ﬁtd USSPt a ri"dwt%‘hffﬁﬁ’reiyu%%dhgg?ﬁ? . CoRjugation
technidzer exfsty awhighi ores reddiflieavsahawiec ho ddsaykitldeh rirghean.
CommBX138 tise@REl z3hds @ﬂ@ldd@tme%dlghb&&ﬁmaséﬂ%obé’ h@ase, -

gala@Egssﬁ.%Qge agﬁe%lébgﬁ ?H: ha¥as at@b&g%glﬁergorwg dsubstrates to be

an un t1 bo 'S 1I'nmD I zed_ on
usedsi‘.i’r?ﬂ%%tf’@ﬁ?hﬁlé SOAYEST HE SsaTiratin © 5%5%5?“&&h8r%‘i?&ﬁftl°“' upon
hydriohysg scinttaet caxirebpandénd caavngypbé culdetectAbt e rcojor change.
Exanpléd @bl Q:ipepiHdnofmdsnCatiabtic Gkai e ghqphbogkeObnd igdoxidase. It

is. a§y<]; fplogéﬁﬁte I:c? e%i&)"’fﬁ&% Ehpéw sggsiﬁ%té@t lwﬁ?&i'y y@gid €M yorescent

secon antli ecCl e anti
pmdfl&‘béf""l*‘]é%r \Xah?’?w téler%}E(S’F‘?%ermﬁo?g’c?ﬁfaeteéa’b%tkﬂ ea%cf"epr %&‘ué%ﬁages" the
enzyge debetiabbet dognals rddechen dgdébrsanantiibedbaggeular marker
compakk OWl Dgveldl & LSHE S isgldethenf Oie theedsOk8RIcnONi Ofvasinet Bedy. A

solu%@ggplcgéta&fnlf’i)%]tthgo%r@ﬂ%iaggnsdb%b.ﬁgtl gs %tehb%%d ép)éhe complex of

unr eact e eri IS wasned awa esence
sor PR AR 4R TS Y er AP CR By DBSFVAT TN 1L Br qrgyee Dinked co
the pperhdcent ipdy heivisort emlibtdeal eisuTheigeall w@winway be further
quan@b tded, heugunt isbatinsehotiyheStigal By Ols edmat bonnafcdthen of the

amoumsaé%@o‘ﬁalrg@@'wmgﬁ wzeypg%egy%t Lﬂeatssgplty C&%@ﬁé&gy, Fluorescent
ntr ol | e contal njn nown _anount.s

C°‘“PBP’6‘?~Far ﬁ% a?/a‘?%“ﬁf? 4G R °dfa8?’\“z%r E}a‘ésb§a§h‘?“ﬁ8f‘ e°8uPled to
antipdislst BHEOUS Hgsuing theighbirdipet tresaipl e Wk Pabislated by
illuathdiedwiadkhel agdest si mﬂthaﬁmus;weueagﬁme thoumdorochrome-labelled

antlggé}ll gﬁgy bsTbﬁeSqEJi%l?l?Qgé%{PSlﬂ{lﬁl%l skék%"\'@ot&c%%%ty in the

m nor, varl atl ons as
Lo |1, BR R SHARIPRATE TP HOPy rcAl S PERHEAPe Lo cotor visually
deteshaiehsi u#thasshwhtamlfqrpsq;or&nt idFody HavERy spedliprgscepnt labelled
antibody tiBealic@B@IH6Eehind to the first antibody-molecular marker complex.

After washing off the unbound reagent, the remaining tertiary complex is then

exposed to the light of the appropriate wavelength, the fluorescence observed
indicates the presence of the molecular marker of interest. '
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is either covalently or passively bound to a solid
surface. The solid surface is typically glass or a
woabyroeris7t he nost commonly used pol yners bei ngCT/US2006/031785
cel l ul ose, polyacrylam de, nylon, polystyrene,
Immupef Wnpirpgdench | andi BE» seclpolaypy Gpgleaté. veryewel| fegtablished in the

-art.SUPPRKES, BaYedbeepdrdeBendlQEmRf, sudhess d@adSsordpsCcs of

chemm&ﬁlgggéén%sor %oﬁﬂl}&n%&% 1§c9!|. fcéfgs SHJ:\}; %Hgg kf Employed

conducting an | noas g I 0OCesses are

el § ot FRPAE af bt g PGPl PP CUREY stopianes may also e
empleyess $o| detlech pxpoeediont 95 ChiNagi-HYt or physically

adeanhbafngoer the pabyiEbnastidredy i6ARAELeYrétoaS Ntk chN examine the
presgfx@eoaa{‘rﬁ?bpne}tpq‘%sg&% t%StGaic:’I@arg) ?4 d‘ﬁﬁIAal qla{OttIlQ%Jet h}% cell sample.

#}est ed is hen a e _.So

et ot Yo PHCRDAT i PP BePFOU GFS 1S SHPH Ehontictuds, for
exampke ,q hyPrid@zatiiont essagr wv@gnreiplendntpoy M@onvedseisych as in situ
hybr8dithaUNsie rusS Hd t Bde@ed 0RMALE-AAS (BHBrofdsOMUELANIn blot and related

tech}n.ec!gggf aatnldr \?artlguél%ggl%l%cgcz%s agffl\é@gaﬂ:lglg a%sQQQ (%12101‘1 as RT PCR using

usive) to a unit present
comp{ FENERHTY HFHSTFotReEW g floﬁeGF‘Jrﬁf‘ﬁbﬁ]ﬁ or"imEEePFlaf‘dr ﬁ“"ﬁélflcamn type
detegpionh pgdyhwishumirith sod,i Fophasemls, wasdretiednbVAdr i @BANAIMA and the
like) Ncubated with a second anti body specificfor a portion

OfT:Ltslgﬁe béanp 1Iier m%\l%,.% %@&FP%m@lgié b&qué) c!aﬁ&i%%gnglgz %.ssayed for,

orter nol ecule
e 9. GrIRG BF PRESSBETRN P HOAot PlohPmErbaipaysis. For exanle,
RT-PRRArdespys Avchl terqvabtiteties IR68 asprgbvase wahbbinowzi ig the art. 1In

‘an 1t|.h1%ttrafzg\ﬁi chbsTReKerss the tlﬁeer&ﬂﬁﬁl & %Gh&&&ﬁr%@ﬁfﬂ@ a GalNac-

T1a LBEA | lmbhou%foegqa ﬁfs%%é 1o, %B?&l. g lﬁgﬁewk%}n MBY sample by

or cul
revef%epeﬁ%?”ﬁﬁrﬁjflf’ﬁeuﬁjrﬁﬁ ntt o}eatsﬁr gféLF Qﬁﬂmetxhe TPl EhgPA spe obNa so
produ¢rs rugped teeCapil et eodivgnallect Edsheandert=gr gad amgysese primers to
amplilet esl vl -a1bycrding eglerk @belah Ngetébt that BRe Ak BOAY of the amplified

GalN& tﬁl‘ n@iSI\}Avel .'M'z aadftqggndsucﬁbrggglhggs %Q}ll :LQQ:QMde %Bg Cérf lmgré %teps that

flrst antib expose Irs
allogn?rﬁeb , BTN ER 5 167 A L aPYRETT I PRih boayioloienl sample
(e. 9se@@’ncFl&H%ﬁa@ée‘Vilﬁferqﬁaavﬂ@'lr@orﬂéﬂleexlevm gorpiieacatgve control mRNA
sequédieCbed DYy “hbesSdeghalg”enyddeedsiyh t B8 rLPOBtEIn family member).

0pt18i'9<iﬁ9u' tthe gé[quegl@QQ:rft Ble %Lfﬁigg Gal§§c—l‘ﬁ.gdcﬂl\ﬁ I:Qﬁ bebdetermlned

present speci i S meant a ecul e

ItIVISasc Je"?’% (?QPOC{%EF%?S olgp};lb:qu 8égec§nogr%eyf.fnéeézlt|1?n 1nclu<¥e GalNac-T1l4
primpgreneid | Biiver sipghed. Vilch allownsthehesrgetkt | owpléfication of the
polyadliegetddsoundi@ntibodyon Hreohaly epsBIENE \padt8Othereof, and probes

that! 8Pk 8% logcgﬁgcsifllgaltll}l ﬁyﬂ%ﬁ@z@ft@%ﬁQYeﬁr %c?&tm cules of the

enzymes, f1 uor radi onucl |
inveRtioBl GFe5° (T pgradﬁé?“%% opedy S%d“aé’hg’ﬁ ?{‘}?ﬁal gs%‘&ﬁ & detectable
marked] ediCBs. 290 FRE cHSEPHE art eMzYirdsPrARtmoastresegnt  compound,

biolemiziereents coifjougat ed tdhehhBigecondtanionbods, genenaldiglator or

enzy*aé/ m@;ﬁ@l% ﬂ}fobgsl %é;ﬁh%@@é(%n%e théél Q@a&a‘%eé:te‘stﬁg LJ:esQﬁce of GalNac-

r1e [SAALLY. Lecooni ze ver, Yarielyolo o cen
Eo er ent - conj ugats’l"’lm et 8t Sque‘%‘,eaéli g% ool expressing

GalNagddt | Proveamns - ablz*eis 811 hee Steersdgodrky stélﬁ sCogdnkytisan, a great

many Usiétfeerzy Npsidens| vole pofteer ady She pﬁfépﬁh:ddiSBasdgﬂ WhoSPe sequences

prov%dd A8 Cherzid %n@cﬁ&%l g@ﬁe%t%yal:g aA m.@fyp h Q§cm%ag§r§/%ﬂ: determine the

a st, ot h ubstrates to e used with
pres%%cgc??&/oreﬁei’ﬁ age generalfy°chosen for the

pr@@wsﬂalometm&n oliycihel YSiehtbyn the16es r@&@@@@iwgthch examine or

of dete | e l o hange. | es of
deteg ¥l & esrlll%lrré—’lss, fGtﬁg ud—éﬁgl kgll\lifﬁe Eﬁ atase Andell sample by

micrﬁaefrr&%. daseelpgigss.  Fednd pysdpht ea‘tlé @ﬁﬁ?ﬁrrﬂmort@gén%d control
mRNASSHIS pat BN whitchngi®hdrel fthuoresemitespacduetersat hednscribed and
than the chronogeni c substrates noted above. In all
cases, the 40
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enzynme- | abelled antibody is added to the first
ant i body- nol ecul ar marker conplex, allowed to bind,
wand7oneis7t he excess reagent i s washed away. APEDIUSRI06/31785
contai ning the appropriate substrate is then added to
label ¢k toopplcgntofcDihtitobely- Thqtirgees aanttilsodyybridiged to an array of
nucl8udbSidiak € imhdpli 1L ARAConWat Bolilde sepgyHte Irhdlkedat;0is heonfigured such

thats‘éﬁé’”geq%gh b Lying g aughi tatiMe oYEI %Hé" axsﬂagnéé 'known. For
fo T phet

uant Itate usua
examgbeectar Bﬁi\;%cttéﬁ%t?ﬁ @S’P?Sy thah *@"Sep%\tﬁrﬁth%l]r cté?t POrepresipd in certain
disepppateted moivohardkeryshicohawssl igr esmert | ivbhédigahpire of a labeled
probA: whnat @lnts cllatoh 56 RénHe@ NDLIRESes SUSH ilﬂl;é sample from which the
ro e y a a exe on ana Sl
p bfao&’é’sf %%g%d;aeéagrersfgggama]@ ger@ Dgﬁfe&%gg}[ Galgey Q%B!%esq lysis

thout, a a&ﬁ eLr ndi n%I capacit

of {ifEAcactisPite 2By PFPTGRI HaLY wiTRCTRGHE™ 0

utilpeggs imgleatc wenidl énptivizetieonf taordche®nend I@b@htm technology to
evalaimdd hody mﬁlﬁ@&b@ieisﬂ.@n' bﬁcﬁ'ﬂll@nef Ohouks BGHEC IJE] gan&i ali€nhi® a single
expe?ﬁ\%n]ttabl(gég y é B thﬁo npi/%gyéé prQ}LLl’pe\QFq}cQX}r%ﬂ S.I.SI %on (See, for

characteristic
cxamif ol Sl & WEATD [T-Cht RIS oSeehb 22kt T (18- EFAEerENG. 207,522,
Lockfttyor B b nt iBody75i-86&d | 6\eed) t oChéund, t §-G. et al.
Natubtdasehbtsds antduppdy-180l€qubsey) BBF &EE:L&Q&B!L&X ofpiﬁnﬁﬁf fabrlcatlon)

DNA M@(,srlyaps.gaﬁf gré I?ngnmggn‘gcrg9g%%g£%lnggs %%gaflgﬁgﬁgntfs tﬁat are either

tertl ary lex 1s hen exgose
SY“%W&BH%F& vePeifyt R tHe ‘F?%o?’é%%eﬁ&%ssob%r\%&er substrates.
Thougerfisc atfegerhe presesce lpf represpptec uirara neirede e@fray. A typical
micrbét@keSéxpekDMBHIOf Lt es£enae ad1&hiAgt estupisquUes. apfeparation of

fluopgécl’én}_[ﬁ; y \&ngeﬁeskgpéétsr]ﬁgorh n R&\I e %Jl‘atg&)m@{%{n Q‘Iehe sample, 2.
no

re orter as radi ol sot
hybri F‘Eﬁnoﬁe%%njtab(??'e%lt&lrﬁ?ﬁ ﬁ@s&’éﬁtm%? &P’es ﬁﬁ‘ﬁh'ﬁ?gsos’:ammg'
and pearaipd o3fedhe |4rrpy, donteryisas exf thatsceheshboege and 5. generation
of geRs Gxbbethibachirgues Mayr:@hsly heoefginoyatkst 6f dMaeficroarrays are

beln§XRfs§§Sl 0%19§on§@i&!%‘iagl4(us&@190d§s of:ot b?% 'n‘f!e‘!:@?‘t Ia(}gays and gene

urther include protocaol \M&I ch exam ne the presenc
SPTEHHPEr ST PSRN 5t &I r\%fi:" TEF FRREPTST 70T SCEH-%S orIn forming an
arrage|dligennsiect ivee erdsbe orithere peobaracitond ofid wRNAeG po the surface
or dtaddtSyadvetnedilzel Mo atted bwcdadde(inf sttw@xanpl e,
hybridi zati on assays using conplenentary DNA probes
( Stheh AdEyniepr & tdenhgispiRdisyatdronsusi srpmeabwlléy available microarray
syst&Rl Nagrchl4d ddmpopdRbesar-Bpy t heduribhda ang, redated synthesis of

ollggr?&ﬁgl Qﬂ(l%i%é) Qng égéscéﬁrpa%%l ei %r Ce'é@e@Mxlrfal gat qu.lgonucleotldes,

such usi ng, conpl enent ar roner
usua LSe35 P-4 0Fr Gal KBS Y1 AYRHIA B PN BREarip i 19 HEF O PFypgonbinat don

of @e@e@tdugnowévah@tjsphoml;#msramm apRawplel diraacleeeniDp, synthesis
techDbiBhes TMAANGtHe ddde@)ns ub SU@ 00l oeldirsarples1i§Mand each

i s ent Y&d, 1go ide probes are
c1:o TR0, o, SRR YRR Sp L8] o Slugageise poobes

SYRtheHEgsi 52 RO e XA &S F?Tl PER A8y s %éﬁb‘éﬁd”amn patterns and
signgliamtebattiee RERbasseesragEdneh | tdmewnt igene hedetity |amd relative

exprafkildnl UsStd1at by ecrrmaegineenix @/iflcfé’@:rb.ﬁvﬁﬂﬁ:b OBoftHaP®l h@dch gene is
reprgé)é‘ntggt gl‘ft izlnag B lw se%ée Cill}fgr It0|09?|%?q1%.|c%eotlde probes.

onpri ses rod uc:|n fromthe sa

Each; Bﬁ?ﬁ?esé’aﬁFaﬁ%fiﬁ‘bel%ﬁw USFREH PEER{OUAEN T FREI e and 2 mismatch
oligampilebyideg tThe p®NAcSongicbduced hesi ﬂgseezu%el\lgsac'rtm complimentary

to el yAauGl-a0ht denas aﬁ@nﬁﬁlsaﬁgas’iﬁ%bseﬂéee}ﬁﬁ:bgﬁroﬁ @ the gene. The

mlsmg‘lg%se%%oé)%L&\%%gJJAf?M%é é%%@t Qr%q %nggl%é ngyt nge single base

subs btdittlf"br?t E][fcﬁ’eﬁ%"’t%Bﬂ%e E3RGIRBY Lﬂf@tbﬁn@rt%f"én@tr‘@p%f the target
genet atngalrdipw on&htn deiver bneetdranihevéhs bickGapWNal - a4 nonspecific

hybr DAt 6h &Rk Ob&Gire8Le3ANB! Bnd &ignaDYncsbitdd 3BEOUSd Yoerfect match
exam ning the levels a conparative control nmRNA
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sequence of a "housekeepi ng" gene such as an actin
famly nmenber) . Optionally, the sequence of the
wanpi7iokzisd Gal Nac- T14 cDNA can be determ ned. RaraIS2@b/031785
enbodi nents of this aspect of the invention include
oligGal Nee- Midrqeriae seitmadoprvarer sgdirersts whiechvhalifioagttipe intensities
of thpeagishhecrAPbids €add eRoff of mepﬁémuslﬁ%h 4esbed tbh@termine the

absollﬁtYeencgﬂ Q eg{fl%f :ngé/ns%.p Cér lu(é %\ %h?E&%f se@ndP z{%gegre chosen

sel ectivel y or Sspecl |ca dize to nu

baseq pr SHIFERUI TEORISHAR THCATTORE T10 C5hgy uapqtide repositories.
The tshqnacks Prolbedieamy be twbehbr whnidnea rdeiast abl ehe 3’ end of the

geneTBA K&necBUE NiyBSi difz0F 1 X ab@ € “ratfs%di:ﬂé”s%‘ir@@)e,is used to carry out
the f#ﬂ%ﬁszca‘%%n COpP ;gnga QJ;OL&':?Q er&] CQIpoUNg, . a Ofluidics station

um nescent ator or enz .
perfeyph HrbHEs aﬁﬁostﬁilﬁ“rﬁ?r §f ctﬁ’ﬁ BE\Okl?s BYFRYS - dEt &6t CPpdetely automated
and props@hee fofir GadpdNdes, Ti4hpekynundddti devling ansapqilbe array. Each

modu@Bd 1 8S céntPBaNsy fokeplretiNG ot |MiR¥PEOST RUite software using

prepgg+1|1%%%eag]ﬁujp& octsebposcoco s erﬁé sgg rkj%c@gﬁ %ggfol?:\éltﬂesea fluorescenée

rti san, grea erent rne
Scana%b%%l%y‘eséurpﬁseﬁéll%@ssa%%d JdlﬁEflﬁfféFYséa‘aE“rFéesbypr%ﬁ dafeled cRNA
boundn thetk¢ nperrd wgeaysef flbet pormdupet ovearrkplcrfion olibheMicroarray Suite
soft@REd Oforlebes MtNe FNRAPELSONELoRANAADN thLVeISnef. Microarray Suite

softggiﬁ%\lage-rlé MS QOEA OQ?%( negll?lqgi?cs()f st!&%o}ﬁ%'\&g{ﬂgon Jheprogrammed

I NC pr ot ocol S am ne
hybridizeii Rpc -YRER- nﬁl\%sStth PJOF?%%IﬁefBJF “6@ IPrgl%ﬁréaby The software
alsom cramabiresy ta@chnotageess Usyhrddhaptlienc dptehsity data into a
presBhed RBEERES calle$br aladh CRAL M@ ingRMA rsaiRlc8Sa fgo@ MRSt Finally, the

soft@gp? %%@ 5% ckéég%‘éeléad"éﬁle%%%%gsagﬁvﬁééﬁ L@{){:%EMQ& by comparison

enerate c
a1y i R OITBF oo FooRR G P OFnBLlEhC "BLfgen b used with other
softivpribirbireed &rr dusdierdidapporltysidhe array i s
confdoguseaitsuahsihiatnybbedisaquancer@rgd pesit iwy ofiseaeh used to

dete ”é%&:&eé’ilohhgf qhE "’B’lohlér]l%'}OMlqA EQIng%Q«S@eﬁ pidpSE! €GhEPNssays are
of AT

knowélejrligenes have- Otﬁﬁtla be expresse

T ik é%\%ee §t%t ek® 9“beé“1a?‘? ed Jz?r?za ‘égoPF‘bent 6,358,682) .
suPporrpraspbet difzatsedacteld hidmabkeedapraise e tthsgesed by examining
genepaeldtGvhabr afdndy anEnlietatindl Catas bbadtibheos anpherfda@idn may be

meas\ﬁ@écﬁ:hoyt hﬁl Pr QQeof\’aac‘ &iﬁfel \(;leé)&pro@sﬁg&écg@é ]g&:ﬁr% in the art, for

exal D[1 rent | gl tggne exgr S g:q anla ys t%ler o to antitate
Pres U SRRV OVIHe PAFIEBI &1PhY 6‘1%&?‘?‘6 IR/Il(%]r &5??%\ “

the ttapherFiogienUtOE] MB¥s (Fhemasi: c Pard d Naybr i kHedat Fohn USA, 77:5201-5205

(198beLhnicgUBSotAfy CAMAULLNG =i ©GhBRe| 0gysira Byalidata ibhe(e.g., FISH),

usmGR'\cl% %&%a@@l@@{ﬂe‘l@d ogr&!%ou\S/%Eg§7r%ftlgteg§%%/&i st rHr” mparative

e 75166 she
enph OBEF I EE 3001 SO B o GREREeS Urs SuropEats, v vy of
exanpls thgsemetBod Bap3e eapbyed S:o Faterit dgl@gipngg@ ampllfication of
calnkeckar enddat ure Bi ot echnol ogy , 14: 1675- 1680 (1996);
mﬁé&lglon\ééég‘) on%t CQ].IL examN?é u:rhg %{}S}lhgfb %QMplo)f the biomarker,

15-1 g for a discussion ar raé%) fabrication
suchpRi WHEPOaEr ay S sr énn‘? nfSEHT eorarcreé YsSEBAT ai ﬁﬁrad’éngemethylatlon
and/pr gywernethylepitionrad 6pd Hetaspnithesheed deégudetdny segiongrirequently
occugPotihed mastRl gkasS Sar@ ahefortbdStemlLS . anfhadsandsunf in altered
exprgggh%‘?l @E evéf!t%.%@.gl é[enregpr eﬁe{gﬁgt{f no@ E?QSQ% efﬁ'r l@%{mlr/\ng methylation

%/ Pl cal mcr oarra¥ exper| nent 1 nvol ves the foll ow ng

Statyf oifs 2 P BT AT at1BR Bt T uBiescER (Tiel @ o2 ucilize, in
Southalrrgehybﬁrn@mapm i @mra@@@sf r oatityRat sgnpénsitve restriction enzymes
whichybdrindt zatda08 ﬁqu&:!‘f&ﬁ ahad Q@nﬁaﬁll’ngﬁiétﬂyﬂla{ehf Pt C$iQAE I 8Y ,assess the
meth§lat1%séya@g o%eéfacpllgga él@nd I%CMI chn otv{sﬁ hﬁle@’rﬁyrl@.){ionf specific PCR)

anal ysis o scanne ener at’l on

can gfé‘ﬂ’edv é(xBF%fs%Fohhepr“‘SFlﬂlé‘ElO“Q?F?"eliﬁ |°§ f‘Hg TP8i [P PESS gresent in a

CpG DNPend ofoar gies aeve-beiThis usrededwki furmlveeomitdeal modification of
(usually 25 to 70 ners) arraws and gene
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expression arrays containing PCR products prepared
fromcDNAs . In formng an array, oligonucleotides can
woeowicchisr prefabricated and spotted to the supPCams26/031785
directly synthesized on to the surface (in situ) . The
DNA A yaedivi xPiGaA e p(Wh)chs ywitldmeesvertc gire npegthlyyated cytosines to
uracayaifodbbvedNb e rmdl { Biyta Syt &ﬂiﬂghbﬁ:tm&@rl@écﬁﬁﬁc dbr aysEhylated versus

unmef:eﬁ. ltg@tlgl\% by ﬂJoEgc%t %mch.@ 5 n%fthﬁa{tg;gﬂlufll.t%?gér(éﬁée Obn also be

ass surface. Probe/ Gene Arrays onucl eot i d
fomﬁs% il fx?‘ﬂplr’f“erqsn SrEegtr ePEPF?CC’&ﬁntIF?eS'i’I%&%?ﬁ 0}3%3101&3’%153Unlt 12,
Fredgmidy My Pasgoibigtatdlon 86 . seliSonBacterzdhatedl., Am. J. Pathol.
155 (phot ndsist haxgr apbys)andrsads @tphasecHien Galdefydit. N@Sbfarkers Prev.,

1998t e‘PJ%@Qlé)&')esandEﬁg&eaEEaa}i C%a' RS P40 7@%3 0993 008 1998)
di fferent ol I%@i each 0 IS present

o PSS S AR bt F OB B Bbos APRS ™y 2156 be sxamined
by wayrmthéwietédnd n ok s viwtarseshgsenyst heFar fagtantde one may conduct
assa_by hinioGh zial LB spat teuBsermifle IrgfdtedtNt@NSitdSe CoN the given
enzy{'ng\lél%r 9r;ét?g?él%ct:géaqﬁmgtrgﬁ%%xjaggr!a?c't&?\l)[t%ngn rt%lea{%\ége or cell

expression Tevel trix Mc¢roarra
Samp%%ft(\fvﬁ?e Eatr?ealé??:et Fs arleprJeséh?JedCB?f“t hé”arlr?ﬁ?ﬁwohz (1996)
Wangsel jads. GBRA fX08r e1R-761 | GOPRIC] Hond ¢& pY.obesprafazipippllyeMay 2005
at wpaldciefdslisés .@bma perfect match ol i gonucl eotide and a

' mﬁmhghne@hgcaso%@cérgoi,ws%ntTfhe,efz@{J ecl, mat sihte{n&[ba%eaaﬁqat the

a_sequence_exact I mentary to the partic
tissyafE SR e %%ﬁﬁ@% Hehaxaé%aﬁ%sffﬁoweoﬁ PIfESYThET ARpat/TRAIL
or rAfeRRre Wnp?%@amﬂef ehicl popd Phe2lERAEE torndgach prashbeohypntibody.
As das&iingh exbbas eansiubs tthe Wdtoniati st fisett e be DRSQA Apo2L/TRAIL binds

to aQ%aEh%vedéﬁéf‘éEQ&J‘Qeééb%oPén%@g l:%f tIQ%lt aifcﬁ’{%t agu%nsPG Using
nscri pt background and

a
e GREHT Prcoy BT 2R AT e CITEF PHTR BG4 (HE =pression of
Apo2k{ AL, hAR4s RSd Pt PrR2perd/est ORfarenhdle getecTh@ on the mRNA level
and bh cdh@aprayiSuiclrel Saft war ef sdidanpBet $hé hechyduhihinzat 8€dtribed

abovla ﬂl&a?gﬁé tén@§o{§d t:g' Qie%éﬂ“%h@ %&EQP&S off ron Lglc&%t?goguchhrﬁolecules in

tc S. t eter m t.he, ab
the £HL 1ef| cIrE?n ecr?g‘% %\?%ﬁwﬁe forite Wﬁ"oﬂf‘oﬁ]e gbcfh 2pr 45588 or sample is
bemar%{a@h%%deﬁ%a@éu %ﬂir 2l rPéﬁTenicﬁf?ﬁ Faifan T ¢ grEehbank also for
the anskeptdiere.gucipsef imks $2[POBL | @kb&sateTHE G qUANBE Drapered from the

sameb€l Jsayest tsgmgl%cog:m é@c#%‘l%’@ teggém%t}pf LO&edt sp%egfl@‘ for each
| Za 0 en

Specéglgcn%%néarﬁgr o rt 5e%e @Or outL t‘?rﬁleglveo?' i dt Zga%'cr’fonso?; a¥ ob © prepared
fromgiheatigsis a¥ Ghé %aimﬁée TRé Ftdbertics dirgcreh tse?arcé'lr hfomarker or
recepiashinag @ndsst ahndangeafiohheitpr ob@ilat raysr dttaihsng protocol to

alloﬁmhgiﬁﬂailéwtagmeQQC@f& oA %p@@ﬁve@%a@ﬁers%& hreceptors

h nmodu one rob arr
conbseﬁena m%epe‘gln% 'f”lna roug t%%c?losasP?aor i]t gample Sxpresses
GalNg i tlhar &GSt HgIpries o"gﬁsﬁﬁﬁed’rf | €f1di c¥pret d‘tléFs be Tipmsitive to
Apo2§ LERAMBI of Sleatlc ordfeeptad ahaBedyf | Liories cameepigadnehat an effective

amoulhi & HHBARKE LI TRAMOLESEENGE rE AL RBSI aﬂu%a%tr@a@ Ry s&iﬁmstered to
th | abel edttcRNA bound, to t he R, be arra%_é
(= mam a oxr S 'lf"

| O oW th MCFOarT &y Surt e S6TT wat emc‘:mélﬁ?r o?late‘i disorder
Whlc{“he’“sf | #ifdiesingt dtficormaanal t he RicgReers. W cramiday oSuithe various

pathsbidival e wadiciontr oddesupilied eheddinf | cardi ©8 Stelei OBE the skilled

pracHﬂl@gepr epb Qghasmed t@ymlqué;aifeoravalma anghestéytn which allow,

e. Pt 0%8| Sdlfaorostllgeo:prd% rOlr’lagf c-la:tlljlger %]::t yarg re ated disease in a
gac ui res and converts ﬁtbrldl zation i ntensity F

mammﬁht o Far presdite/ dBSERT é“abf are ifertidaeh t@éﬁ‘@%ﬁ“ﬁ”@l@esl including

but appr dpnitadde tal, gerilbdmien, Fohadd yanatiheissoft-way e wet etdS the like.

Immuﬁ@%@@@ed algeeaaleseegwgﬁs% 80 &%Fwad%%&e@ent s by
a S n ormat s
e R
w1thf (’fPO‘FIUr‘??FéIPdﬂat %lucénneﬁSysqrgravenous admlnlstratlon as a bolus oxr by
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Fl uorescent in-situ hybridization (FISH) assay may
al so be used to detect expression of the biomarker
woRN&/asisng | abel ed probes. Such assays are kne@am/usmo6/031785
the art (see, e.g., Kallioniem et al ., 1992; US
contpppast iBLES6n 68RY . a Teeriek mfesihon bof infrawisseley) intraperitoneal,
intrBt b KEIinaRYy sabsiRecds S estsadabiicexar AhthsgR & al, intrathecal,

oraldelt%b%@arl Ororge{h%as? |ohf'x%ﬁ£és°n @ﬁ@fon%if“&’&hﬁ&stratlon may be

n$ i_cation neasur ed by any one of
perigy ?det%}“8f‘91br‘83crb‘c8?‘§? KHOWEP*h ’t1 Iar BT %%?‘é‘ﬁf)‘flé‘”?éy available
devigemvent i onal Southern blotting, Northern blotting to

qUBiFebt Ble€ dbbyekl ans C4drplid @br NRINANL @RS , AJBBOLIRATL or death
receg?ty ‘anLAﬁ)% né&l be Ldé&r Z.Zec? %ngi é‘%gi}( 1%@@@%k1r%otsuch determinations

% ana YSI S or, 1 I zat’l on

8 W(léh’gj’ th | 1 ity an apﬁrlﬁ%]ﬁ é’Fe‘i“ FRbe e FTopRy Pe employed.

It 1eymr®gemié4y| belrrev%dti;abranc@fﬁ@atmq desagenomiagount of Apo2L/TRAIL used
alonBYRdy GbZad ireBm (LB :Usdgl?gga!b appEoahbahelky bahRlag@dweight or more
per BrnlgbeIn%\ﬁF%%egfsc%){t o% dosggic'se ngtbgoggr@Me@?F a manner known in

et ect [Mfrcation o
the C%HtNaé-S'—fM HFerftscLogrd] tlFloﬁ“QF‘li‘iFtloﬁé &an’ e theRes., 8:1351
(Loofet hyl ation status of the biomarker, such as

GapNaC - £ 141 gL R8mih ik tRaticnSde %oﬁ?&'ﬁﬁaﬁpl SmplA?@(ﬁ I akmal dosage
amoulgl srrg zgagglagrtf Qoma% /OI‘ 1'33’9%[ rg%gynirpra‘ge:aa:{ebn?{n 808}:' Srrlxa?‘nmgf body weight
or rﬁometraﬁwear%%daﬂsa B r%e&gééq/ﬂgy te?néloc‘%ﬁ’(kﬁé%%’l td?R‘Fndlng upon
the abtier edl s@pnogsholprof GedhoLs agerrepartibular idobygesf and methods of
dell@@ﬁ)ay:ﬁs fi¥ovesam f NGhemat bytALEON SdAt USrOkx@nfleNeva e pat. Nos.

4, 65\96 §(§ t%%s 44&p$o&a;%t Izgggafxanpi 1gnean :?‘cnlp% eél %Eat different

f“‘“ﬁﬁ‘WP%t"f%ﬁ }é?eﬁgfei‘it\}@e riést ‘F%’%FF%?F éﬁ%%ﬁ‘ﬂ%t TP nefst different
disoclieay etisegaénicesttdiabn combat imanetd pkadre dr GpiGss¢ 1 €9rtexample, may
nece855@%8 Lhei vy hyhati @Bnsdatdi$ s@fer€P@rbd! ads . tol Mnother organ or
riss@ddi tion, MSP (nethylation specific PCR) can rapidly

profile the methylation status of all the CpG sites .

pr¥séfit ST eBPIGFER | Sdandcorrddiyiveh Yenariephirgy be employed in the
methpdcedbe eorienvnlrm@s plietri therapihsf ment irghudsf DMA dnp not limited to,
admiB O dd 2l badiRe{nhitmBrag, | c?ﬂﬂ_\iﬁéts al bronaet it &d agent (s),
chemEVQSLART QAL 861 | Lo iQl, k? gé’ xfos%?et '@HT%S' glglbltors, ras

S spec vers

prime IC_for met sunms
famB‘Nﬂ CERUGEDTS PRI 0T g aﬁ%ﬁ%‘?fl%ﬁﬁs AP RGP Foer é‘ﬁ% YC4tp-dependent
kinag¢ s@nbibitormdvwihioh exznplrewin i@urthent af®r oargcoflefihgd further with
parth@ll%&ﬂiﬁfakﬁkr@] ogy+ i toddmpHederhek Mch Aubebelhe@bpies may be
emplé'% aiqgn a§5&€ %gﬁa ( cgnotﬁé (?%L)ZL/’TR&FE o% deaFt):?Lt P&Jeptor antibody.

199 ; Bro
o ST PG PRy & pPEg S eTGgy. S IBH B gfat afigrost cumor
antlH@tShéuelt agl Rituxppl'. oF Her@an‘cleﬂf‘“ ?6(‘69)11 SOINQOBNEIPH)j¢ antibodies
suchExprassiveer of Gal Nac-T14 in a tissue or cell sanple.
naﬂre?)'a?é)c l?)ﬁ a@%ﬁﬁb&%@ pé‘ne%Yeé)ffOL %%Bb%@‘gp&{tlc aggnts may be used

activity assa For 1 nstance, Qqne %
accoégjsr%/%"kﬁ%%ﬁaf’ﬁurteﬁé arELFTERRI T 8 B tBteRd ef“ﬁbrlcally by the
skllép@mg’glt(}pn@he gp:q@qqraenczfymm@os:mg schedules for such chemotherapy
are Ni@aet Ydegalaclaosam tdrbeansher asevact ind .ty M.0.t Berry, williams &

Wllkg.n%SU%lg %ll ;?Tﬂfée)ogs‘fg%l%e?{ib}ée%%ng%t %éer?é maly ‘gjrecede, or
f°1183F?ém1§W7§:83n72ﬁ t( 6@2‘1’ % %]f h rega%:rog antlboély, or may be
giveavsinudbdreohaly 208&wdthwww. sci encedirect.com I n the

metheds 1f abdieapreIRNL1dNYEMH 8 er aht ipae08t-@APAAL BEher
antlglélré‘g th&tEsas’n%lbgcgle%eévllc%aﬁrﬁdﬁ)&w%zgl S&lgg %an %g% ExrbB2,

e expression of L or'receptors i

, EGFRsa‘FﬁHBé ViFPeh BRAtSFogIotRAl 4alof 2 deat VEPE eﬁtro?ther TNFR family

antibody. A s described above and in the art, it is
presently believed Apo2L/ TRAl4ds bi nds
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to at least five different receptors: DR4, DR5, DcR,
DcR2, and OPG Using nethods known in the art,
woned7wd213g t hose descri bed herein, the expresspPomustoo6/031785
Apo2L/ TRAIL, DR4, DR5 , DcR, DcR2 and/or OPG can be
membedet ¢oickdaptherNrRNA Iver2l GATRI 6potheTREIot BEMR,| BRAI-.

Alteﬁbéty\@éﬁ.y()f o:ﬂe)iﬁrm:icﬁtl&h € t§ Gt gehn b.ﬂtbh%dge%s oihdied akoOveme or two

ed to resen r
o ndiR) gPECTBl Qe SELGELL] IE-RLoREEe OL BN QLI o cne
patignt . netogknssn W“‘éh be PF%%fdél%lr tga?ﬁﬂoea‘il“émb% Sfgone %' more
cytoleaRi fredhaglat 0ety f BrllbhingpadsenseraoforGatiNeted lodlls in vitro can

be a@%e%’ mtre alh%gf fl‘%‘é IBJE% PIE %@cgct.%eat@negt; aD%atQB%aQﬁal can be

separate slides nma ep romthe s
monitqred (i@ B?rlgawags e @Q}éﬁ o Pre ?b@%d%%“gn?eage it
instagpecituner frot legeh hepewinfined Iprodrkiraldy Yoeaegsyofor necrosis or
seruflch@jeabhMobya far Sirbghe sghidtersmynbes.prepared fromthe

t IF%§u%ﬁ8r J.ﬁelt.'hesgg?ll%’atm ad’éghp%ldesbrdlguggéﬂdt %b@@&h kits or

bi onar ker “or receptor nm onnection wth
artighgst P c BRYHAEEWidTG Fro d%r(ﬂv”?%d JwevitBUAE 2%t i O uCh kits may
compeing. @detcectiam méartShebq!JefspemmP@étrﬁﬂnéPrhﬂéér stor receive in close
confIRGeRt Urs. odUhseguentainert hendetednraBat i, t baiest, hend the like,

eachtilqéﬁil c%kta?:%le!r e%lqgl &n@%?gl%ﬁs&'?e g@l &'@ngﬁa‘%a%‘c@l{é%ﬂﬂwto be used

{1 ssue or ce be sensitive
in t%&)d‘?Lylm| E'OBre}ﬁigla}% P Ee?)ft d:lhea?ﬁnitsbw meansg énay comprise a probe
that cont enptat & tdeaectaplef feltliede afpeintPisPet fay be an antibody or
polyﬂ&@.gb{lﬁ_&b\' dpeQl rleatdr r egPplorianptdiedy may dhecalNac-Ti4 gene or

messgé% Q!s e%‘:%sjeltyo tﬁﬁeﬁamlklttour:{l%a:tas an@l@@& de%rld ﬁ}iﬁhdlzatlon to

cancer or i'mmyne re at dj sor der
e R
nucleeride(® Far holdgitatienmfi tthensarges criBedc Rriéi rergRce and/or a
cont §BheB8EndRY s {ie aSkéddredr deatié | tsuoheds aDbagriashinding protein, such
as a%:é%.gntzglé%§eﬁa@1§1¥lal £§1§ldet$ r!a. Egﬁoﬁgg r?mle@@leal L‘.@éﬁ af -&h enzymatic,

nosi s or ‘%’& ction of cancer or inmune

flor?%qeﬁf:ed’rd?’%%%@oﬁ?e | . For instance, cancers may
beTtiedlsit iof | taP LRYRATGHP tedhnhoieslly] AREdPhgipuEonTaineT described
abové | Bid eshet @ pakpasdtiren, chbhtedemnatopstinyg - naysridivR dsdrable from

a co&rgagﬁ%%]it(ean& mine relag Ql S@.ﬁ@ﬁﬁilﬁ n b%.lf§@:sbe &0adhty) filters,

needlcg BRI St OFRA-Th SEETT U R RRORR BB L oy Lot ma
be presSentt cBV EMDUPRARIASAT $Pr ARFIGAtASIIRthEIYscPposition is used for a
spechDiRONtharapylS drnf bigi-0heapettia pepdlddatgfont i red byay also indicate

dlrel:tm:oﬁgrgéécgz{t@lgr :!nntf.{ﬁ:pgy }rpg.?@}:lo’ uéent E@&?EQMh@§Q'd&§J:rhbed above.
subcut aneous, Intra-art i cul a intr asyn9V| %bo :Lments

| ntFattibtar? kaemlnvfa%‘b:io&lal av%ra RRSI%4t i°6n POt 85" A typical
embo@snonds |13y kindempirseingt RofCHE Y PelRAInEE tHobgHFainer, and a
comp%fﬂloﬁUd?%th[h{dﬁs wOthihS isAf w@ht Qiter e ormeEeeti alhkycomposition includes

a pr?MQJ.l QQ{&OG Vﬁk&%sblndéf fcgcé |G\é@N9@§‘§@e§31§B&t§@Qe§g&u@§ce, the label
dmnpis nchgt% | L or d%ath recgt 4t luate th
oI S&h?l%)6189ll}%‘y lB 8 aﬁe e r(r',‘ﬁm OISClaIl T can g s‘? gf evaluate (=)

pressuesh ofefeifAcndi4 areteswiliehph Jteﬁ‘@tS‘RI?‘q |tyP?l ¢haegpglian cell, and
instPhdtgbes OforMibirigpkRe dasageTiMByniBo@NFooyethlubtingsthe presence of

protg¥1?§ qqt éty 1Reli eyed: tof anﬂam%g{%t ic¥fl d@ﬁégﬁtoéa@rﬂlymer comprise

TRAI L N
Tl el I oG gl o PR, R0t L M et A0 K copiyin

antippderande @ireke stal thvg ssfe desages eénabélifé%ef &aﬁﬁjdﬂ in e kit may
inc @A NRIEL KN @insry he @ddond#rygantitesy divvelkagedhe nsecondary antibody

is c%{%%@gé t%taal el P@a%naca,%uénz 5@3‘::'0 1abe11351 (1991)

i n V|voamn|s ration of 2L/ TRAIL |s
enfisYet, SHRSAREItd dSage Kho bRt Var§PrFPBtitabdut 21y °° said
contlagJ/qug ta@dug tcgmg_c@z@tmg:i kgomﬁlmthb@dyaqﬁew@ﬁgalner, wherein the
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or nore per day, preferably about 1 ng/kg/day to 10
ng/ kg/ day, dependi ng upon the route of adm nistration.
wauieanzes7as to particul ar dosages and net hodsPot/US2006/031785
. delivery is provided in the literature; see, for
compexiariph ejncllu&s RapolNosleotd d65That60yb5.d2665 3442 opmplement of the
GalNRec-222, %%Zyndctleb&d@mﬁrﬂepats@glﬂd&t: dchffliRAk, the label on said
conta:.neqﬂu'lr?‘ Icgp dwél# kile e{)&pg;%ﬂ:n\./og\ cglg b%l %eJ %gt exga{l%QLémcﬁllg presence

oS &hi feeh M ni Strat
of G[aéTiT?t:fe'tI'iLﬁglIbr?é drgEh B VRS RF nfaa?la]é)@anﬁ?:le‘t ﬁ.ﬁ? 1nstruct10ns for
usingeges shldiceTie lpolgryeleot idembrm evathidtfieg etite bremmmtbatf GalNac-T14

rNa bP oRROfhGE :EHaQ@nox{ér t@eswemammhilansc@pmt enpl ated t hat
yet addltlonal t hera q{ ed in the

rre(%tﬁsas t‘]’ﬁ om%onem:)sr elno er thercélbl 08 < one §>/r mor[e ]caiffers (e.qg.,
blockybuifies. ngesh |]?ﬁf€éﬁf t FbshuhioniEERT AFCOf PHMfiratteagents such as
substheapy.g. ¢ yéombgen) Syhicdr dsMdaenitaily taatyrap et ar{ $hzymatic label,
ep1t8 m?:%bﬂeazgﬁmécﬁ.ugg&pt (:gﬁtrog.yt Qén@))ﬂeg aﬁ) Qg.tl(\/%) » and/or negative

si ne Kki na itors, ras farnesyl transferase
OntF%]rﬁ?bu‘E%%? ?i%gsénﬁté‘i s inhibitors, and eyelin

- dependent ki nase inhibitors which are known in the

art and defined further widnmpard i cularity above. It

I %ﬁ%QQ&§'IQJ§QJt%dOE h:%te f’er%Ht?Jnh‘é‘{%rt:et&%E@eQ’ gésc!m}éecp%.nd 111ustrated

X ent separate omth Ag
by YEE R e CEP aAt Oy o1 TRAcRR FBICE PR rlé’ﬁF’é%edbﬁgeju‘mlt the

scoperei hbe dpeettiionant i bodi es that target tunor antigens
such as Rituxan(tm or Herceptin(tm as well as

METH mgq&.rggmsc anti bodi es such as anti - VEG-.
épéeparatl on and dosi ng schedul es for chenot herapeutic
agents nmay be used according to manufacturers '

Celli aslituti€ tandnseldr Lirs=sdet erm ned enpirically by the

The §J§11|olw ﬁagft ickh PNEhes PheRAsALL 018N H 308 NG S GRREY] ESnes:
H212 ;r%eﬂlie.é’ %py re %SSQO gz%%%r'rﬁ%gwﬁms HZéOS H650,

rvi ce
H156WIH€~|6ﬁ§, HB&T-Trl B+ I\,‘E?9@19@325)5° et ap&dt | LXFL 529,
H226a 03k, My spr enede, HOP 4l Hz;wsaadnanmi%t rFrpodNn Hob7% . hEL1651, calu-1,

HléB‘aA‘PQ-%lP/ TRALE> OF ndeat Robacent K, apidaROdEosPrurfBY RBicreatic cancer

llnegl VPeaII?lCS Srrldl t %%85"8'}% &h%eg% t8lg I‘&tp 9? Pgﬁl d%%. qgl §3t (RlllaPaCa 2
M NI 5t &r “ant T bodi 6% agai ns st her aht

PA~ Tgu%%sﬁs B2t Yodi esCarprch BY nid°Po EB26; L CHHT&T ?)'Df’:LSP""nc 02.03,

PancCD02, BriaB2, 2dpGFR, HEr B3 Ppaiker BB405, Pascul @apan-2, HPAF-II and NHL:
JEKoeﬂd%hﬁJIﬂ -al dactori VBEGF Far&e, 0bdis 2 TNRed vk y @b exskpas-422,
g a%elf r TL}"I?Rls’C TNF]SQZ ThcéI -are%l Angess’we;réo‘gbtaE'x%rom ATCC

terndtively
Depoah%qr@oeﬂaéﬂgsmﬁwdi‘fh@glﬁh@ S B o<f36ff9951 BFLSE Pt {fegRpranians =nd
cellantlitgess ,dUSRH dgephbnzee efelln@gsobecearoBanhli n KABLEd(Rugopean
cOllEBtequaéf et Cﬁ@ﬁ@ﬁéﬂe&nd ich1P@¥aben heneficab aledi® AlppOemented with

10% rg rl'ngételrva MLe: YL kdmr)e§ %h%tgf’ﬁ]:t.ﬂeegﬁd 10 mM HEPES.
adm n| s?ratlon reate ceI vitro can be

anal yzed Where there has been in vivo treat ment, a
cytotpeatied amgayml can be nonitored in various ways wel |l

kn’ﬂ%ﬁ Mir® &J&%yskbelzﬂngta&r @?thblt N&flﬁﬁdlcj:agf:lxl’en%@ﬂcﬁnolﬁﬂéwtlon Assay

n xam ne a 0gi £ ass
from 25 %eglg of §§r Uit T air e a%ai“g éa?’orasle%mnz%s? EPEljty of viable
cellpedporsdice Forolysee i YrlilRe 5@*&6@6%&%@1%5&@? befdP dorlue formazan
cryssapgestes azdvep #ettesmbtie athei eh@smtobf makbflacteirle afieer treatment
w:Lthahﬁ&Lp*i‘}@-\V.ﬂLdgg M &rt]ﬁbb@y en&hf&TT?{é%QyK/gésfpé%érﬁmw S addition
carrie ei ar ntalij.ze 0 ve

of %I%reé‘l%%nfl né%znd cﬂ’% rrﬁLrorelnEon ailtnére r“f%lfs Cgfluc ésnwell plate
cont@;uajrrg, vtagb@g;, @ﬁ‘ertqapétj.cpqge’(o to 1000 ng/ml) of ApoZL/TRAIL or DR5

antibody. During a 4-hour incubation, living cells convert the tetrazolium
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each of the container nmeans conprising one of the
separate elenents to be used in the nethod. For
wexenTphzis7one of the contai ner means nmay conpr PEE/US2006/031785
probe that is or can be detectably | abel ed. Such probe
compppanthef direadits botlytion pobydferemanderaiyeti fibe fqgubilization/stop
solueﬂirf\laﬁérs?r]tﬁneﬁr Qe & enladd¥atrd lde1geneoorsol®siSage, the formazan
prodl:qxgl’g,lp?gﬁlt\ﬁgl é{bso%% 5@%7'6#& dAE' iéc%@éec{“&gg.l% G %Iw%lh plate reader

ization to detect t et nucleic_ acid
(SpegfiaMiny attso HAVR ?:Iiﬁ?f*g?rf?ér §e% aitfii ﬂérerﬁ}&Ve8f?3ﬁ°§tt‘§3al ko the
numbgprofaapllisf heatlbn wedt ive prarideratige| sseyacird th@eiublpre @bsorbance
maxiMl/ Rk Bhel @BL RGN pAUPE | 1Sl BYor BAPYuk-elsdRBDSns SPSdbr blue, the
cologsata tpll Oé OQI Elgéu s%; %9' fbt %gclblu% Q&II% an?g o the quantlty of

S
trep taVI reporter er ECU SUC an
sormgfiy RrePEt fF%]raéé‘é%n’Eo S adPBPETEpe (R mo iy 2cidified
pheng} teleandhvergdugad WTT) iny phe atul jucompdiwe t he cont ai ner
desqni hegeabaoree %ﬂiﬂﬂ&doby BRE-EoiRgra Gent ajifeftSon to produce an

assagsgpézjlaﬁl %agattﬁgi ﬁk (9% tf%fef i QHL%I CP&[}H}Er %'faltlhgngssay Since

, sta I nt I NC U ers | uent.s
dlffﬁ?é%ﬂ'_l §§1 gqueﬁgégve a‘ﬁtffﬁ’éedﬁaéév‘?]ﬁséift glewiltollrlc activity, this was
donej figt r erethi ordl f bineuseparktiedbel Heuy wystpiresentcedhs t ¢wamined, 5,000
cellBORHraWEEr tb02d,08h Gl es that wdihews@npesdtion i s used for
a mRe J){llog]l{lé’]%r astg‘ég; W@tw%f Q&%‘é’thfﬁe %Epl;ﬂec%éa% erﬁ‘gﬁ%yed

t1ons or et r rn vivo or
%/erlésu‘ésé’ E%Fcﬁl‘é%ssﬁﬁo‘%eéfed’é%o& PO SBdVESS The Kits of ‘
2. tlﬁetlenlvmttmn dfavelh muhberandf teydsodphentwabilittypi ewf suspension
of tﬁ@rmdhm al Sindl kidnbeO g ESi0I0ta QDb @icBELs parlwhel on
3. A EOUAENBN of @eﬁo'EQQEén*sh% 1GO0tRLNed ‘MMLJ n

sal contalner erein osition_iLnclud a
4 pritEPTEiERt Phddy Phaa&esb?‘hég Fo SGHFREEE 79 5F &, Stmosphere over
nighpel| ypepti de sequence, the |abel on said container
5. | nliccai@s bhatsohbhe 0tpasi hédiinCadnbeinisagd da@iewal dad@ntrations

rang&gée fF}EQS@Q%elé)Jo %/M%ETAPA&ZB/’PEEA%bnér 'd&saénélgéé} tgngamples of the
I nst rglct I ONnsS

nmal i
96- Weifr@&@ter14Th5nf?rbt&8§ S o ga A RS Brican e gput Hpoot/ Ay
or DR cingiibadyi) nangt 1P @sds cubiret ypiunf (wrahetl cahl<del | . The
Everli bxfafimbit ther e@iRfiege ia aetrOflicasd Iumat idinSedld and at three

indePBidRht 35/, s ERART P fhe L IS EHE v%qrﬂplﬁasamoqupéw ng
antl bgd‘}/lﬁgl Epgobe t the san .00 of tis
[

hwa ude b t a prlhﬁa’fs 181:1 (T %umldlfled 5% CO,

atmog@?ﬁ#ﬁdary anti body, wherein the secondary antibody is
7. canjaigadeditsra balek, s@ugion an eranyweEtl.c | abel .
8. Anﬂicasatl%ﬂbeglwtpm@esa a1 87 COMBLI §) NG 3 GOMAIACE  mfhidified 5%
o on sai d container, and a conposition contained

2 ?}ﬁ“toﬁF]iﬁe Sai d container; wherein t heconposi ti on incl udes
°. a MbHyherclbEotitnd thahe FBRPHiiZasiadStor SAPIERENEC GRCh well.
10. t hencoabiNa®- 3 4hpopdanes | @et-himtuat e 8 taviergant: .

11. Comotfam abfigrhabel 08 GA gax%ﬁ@ﬁ?\!lﬂ%&lﬂlgﬂ@' catRS1t Palte reader.
sltloq1 can, %JOe used to resenc

0 e
A re ?reé‘ézlerllg Ve FEA9%h At 7% Bt "5 aS ? pe BT UTRNTR kgléonuncef?lftrlbuted by
cellafebriifst Fingerrnists erdusiheg mmpﬁ%ﬂfmacabﬁmbance

12, po+ nucl eotl %g for aI uatl n the pald e%i(lencn%ga?lve control was used
Bﬁﬁk A a5%% She ype

as Wﬁﬁﬁ?l‘ﬁ‘ﬁu%e%d S@?@Cté‘ﬁ)ﬁ%ﬁaﬁl%%%e‘fﬂ@lwﬁ t ABe kyerage of the
absorblagd@aDuee dbr meddh huhdéernsafieongof BpCKTRAILS ek, DR SRtibody was

lengfﬁ fkﬁ/r the Léb;%g.“&@é ef bﬂ{ef %Eso&taﬁae 'anltlekLe rofr ey %@Eﬁ:l%cgontrol (100%

S sybstr whi ch_jis _che
viabiF 1S elriga byngﬁeagﬁgglrir:é’t c%lcin?%tef thep| 03%% Feltiev
sol ution, control sanples (positive and/ or negative

contr ol s), control slide (s) etc.

a?elxis (in %) .
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EXAMPLES Various aspects of the invention are further
described and illustrated by way of the exanples that
woabd7mez1smone of which are intended to |imt tReTASPE031785
of the invention. METHODS AND MATERI ALS: Cell culture
13. amdreslt] vidmescellhe (¥ aklowivagsisuremrrepblitionned Apo2L/TRAIL or DR5

antlﬂ&g?mﬂlscelob Leng) CRNC B o N8 the NS0 tRIE2wafdR¥ermined by

e AT b ey Wi e

XKVX, H661, LXFL 529, H226, A549, H1781, H1299,
Af £yrd®liH XabePHIO prdideoD2, H1793 , H1975, H1651, calu-1,

H%s%zéﬁsé%aﬁﬁ%owaé_%ﬂcen I'%Q?’Qll @&é&ﬁas,%&%amﬁl@%Gwere run on

Pancr eat | nce e 05,04, BxPC3,
e IREUEE o6 P PRt R R b s
A. MFaPa*CaiizaHQDADWSSQBl@FlSPane 03. 27, Capan-1, SW 1990,
1. QERAEHybrEkZE&&QOZ Pane 02.03, Pane 04.03, PLA45,
AsRSe kinoHS 7667 F’ane mx% E’@E@Jlngca@@ﬂdlgas HPAF-1 |
and NE%L EKO 171 é fo Fara e,
ug |eVd8 V\SU—N Ecu ﬁp%ts 2
Pepitke el 4 Mt sEStocipgor Thagtel 1 i nes mroél%t &Pifegend put on
ice from ATCC Depository (Manassas, Virginia) , DSMZ
%r@ﬂz%gl%ggl agn,of M croorgani sms and Cel |
Cul t ures) CRF Eapanese Cel |l Resources Bank) or
ECR ?Europléaﬁ Col l ection of Cell Cultures) and
2. TEenpeuriede PIRPMISTEG640 nedi a suppl enmented with 10% heat
© 1 nexetsty ateshd ebwd bhefeme seruin 2 nM L- gl utam ne and

1G a3V, l_LIEtPE& U RLOXE GkY1 885 WS eadh@aMile assay
(Cell Tlt r 96 (r) Non-Radioactive Cell Proljferation

ASSAyM FSm Pr 8irega) . Wi oh OS5 R 8Bl or et e assay
ba@eﬁMdWTPHélxabl 15 8y of vi aI@Fébitél P& 426C ristud gnigutes.
soldibhe yel lowltetrazoliumsalt (MIT) to blue formazan

5. BiMxst alsha, S}yl\ggeyl%ed to determ ne the amount of viable
S aft ApoZL/ TRAIL or DR5
aeptdlldbo g%%lt Etﬁ/ﬁilo each samhl

‘performed by the_ addition
ofS%Ip?%m xeld ¥dpt | m z xdy]%Y SEERET TRt o uPRUr MR | §R-  vortex
lighofy.a 96-wel |l plate containing various concentrations
(Qggleklg%gg ng/ M) of Apo2L/ TRAIL or DR5 anti body.
s SR pour '{bcgl?at' Oggnghxé&gﬁs%o% ganyest,.t he

raonl unmconmponen ye solution into a
B. fo‘?rei?ﬁﬁ‘érﬁtﬁﬁ%ngfu’* SYRERRSIFubi | i zati on/ st op sol uti on was
then added to the culture wells to solubilize the
1. faonpezan R oﬂi«i@&d Adcihe absosdhancenatiraddypiwdsy to bring down
condk eé:a%r ded usin %f%l wuel | plate reader (Spectrahax)
The nm absor ance reading is directly pr oportional
2. t%aktehéh‘?ufﬁ%‘?w”ﬁﬁ 8PP %6??1‘&“‘1""?“?)%86"1 n proliferation
aszERystredtefgizgh 2thelabsor bance maxi num for the
fogmgargtggg@lu@gcifonw@”fm:ajwupure sol uti ons appear

bl he, %\ﬁ, Lhe end of the assay may not be
bl ue “an 5e ends oﬁltheﬁguantlty of formazan present

r et/ vk 8 To‘tgﬁ‘é? conpbient s (i ncl udi ng serum
acidivfiedNpherigherasg and un¢ educed MIT) in the culture
rregiu;m ekt munbens were optim zed by performng a
ce ifration to; duce an assay signal near the
h|+gttl dpof“ethe Ilﬁcragr range of the assay. Since
different cell types have different |evels of
3. netdbolioc vacSkeendy strimd naasedtone fortlwadd cel Il?lrf’rtne?trand CcDNA.
(FinS EPANahely 156n nost tunor cells exam ned, 5,000

4. Mix by pipetting up and down -OR- by vortexing lightly. Quick spin.

5. Incubate at 16°C for 2 hours in a cooling waterbath.
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cells per well to 20,000 cells per well were used. The
followwng is a step by step description of the assays
wenpl7aged7 1 . Cells used for bioassay were frearasomko3178s
cultures. 2 . Determnation of cell nunber and trypan
6. bhdre 2vivabilid tul, Tanoss repewesReP. ofMikhby cwidestiny apf #athldown -OR-
vortdUibal10f 2u080 sben 20, 000 cells per well. 3 .
. Qig ensed 5 rrrini of ;ha% g%scjé suspensi on into 96-wel |
' pf‘ & o4 Pncubation o the plates at 37Cin a
8. g T ML et 5% BB - atiwBEPhere over HitGhtSPi®5 . Addition
9. ChrobOnl toulleane pediadnre diotra¢INANgOR-asE@Les at -20°C for later use.
concentrations ranging fromO to 1000 ng/m of
Apo2L/ TRAIL or DR5 antibody to sanples of the 96-well
plate. The controls were 50m of culture nmedi um
Cleanup phPPHPIGISOTFIRAI P8 (995Gl BUR/F e Pedindule)
1. cadda yoe wiecbym {indidpBuits Ite) the E¢eryl éiper idrehte-whsanded cDNA
syntiRBEE QI Berdtiod. triplicate set of wells and at three
[ dept?ngergexdagsfor@esetggdasl vol une of the wells was
I WePT 6™ PRcubAat on of the plates at 37C for 72
2. Rbefks HPAT atHufPdPy | ¥d tB% TEPUEE nfs piferey | (Similaky bt P Binding
Buffef wl&mheotDNdy eyrsdksid erntlo each well. 8 . I ncubation
ofret e BLASLSf AlheSffxth@t Pt BOUWS1IEd) aadumi @i fdredl M sodium
acetg:%)c% zatgodsglgere . 9. Addition of 10OM of the
SOl ubili Zat on}f'st.o solution to each well. 10.
| Feabalrsrriofht MExpies 85 oFa8FhitghYedC"37C over ni ght .
3. AdblyReoomnd ¢thehabsopbancethd BROnthepave|Sehyttrlush rgthing in a 2
ml cdfeveldn Pl ear@adetishgé ef erence wavel ength of 750 nm
V\@Sér.uie%'ltl&er eaqucég p(?()(:k)gr Ugﬂo%’w rJ!‘ L)jt e_d D@X a&%.l.lflow—through as
debri s, ?lngerprlnfs and ot her nonspeci fic absorbance.
*hazarglous pREtayver age of the absorbance val ues for the
4. pegativie spit rooluwayits edeasergibizmkivielnge (2§fd 1) and centrifuge
as asddtracted fromall other readings . The average of
t he _absorbance v es.f c t [ ;
AT RA Do B8 | Dy s ar o e by TTHe ray Srg ggortection
Tubeof the absorbance val ues of the positive control (100%-
5. Trabifercedins columt detd edrero2 cull 9l ipheTubsopitepdted) . Pipet
750 ¥ abhe weehlsusfeh Med . 13. Percent viable cells (Y
axhs) r onc [ TRAI L S (> rom) .
oK il St Lot A K L NG
val ue was determnmi ned byl ocating the X-axis val ue
( ghmdd corr-abpeorsdi-ng to 50 % viable cells. Affynmetrix
6. bpbeldnagciy ajroent MnOERHNL2805 readi ifggeasod ak aindtes at maximum

Il sampl es.qyand,;sanpl es were run on the Bi oAnal yzer.
Spee@ : ﬁ”l gﬁ_ uga%I ity Total RNA was used. irst Strand
t“ﬁlg

- 8j §he TentBugR Uy hy F?ﬂ‘?”i’atsieg\%ﬁdDE:’—'} k$p0 X CRtTion caps
overMhe byioioirgiupket €aitdletspin. RNA (5 ug) y m Incubate
atenéQCafOrorlOnddanubheshe Spbkeitel ddreidionf tstdek rboatibn, i.e., if
rota\t_::g:kx }s r@lo%i@é,sﬁignér@pgm on ice T7-(dT)24 prinmer 1
in a counter-clockwise direction. This avoids damage to caps.
Discard flow-through and Collection Tube.
7. Transfer spin column into a 1.5 ml Collection Tube. Pipet 10 ul of cDNA
Elution Buffer directly onto the spin
column membrane. Ensure that the cDNA Elution buffer is dispensed
directly onto the membrane.
Incubate for 1 minute at RT and centrifuge 1 minute at max. speed (<
25,000xg) to elute.

Setting Up and Rurning the IVT Reaction
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volume 12 ml 2 . Tenperature adjustnment 5X-|st strand
cDNA buffer 4 M Add 7 mM (of the mx to the left) to
weactr/ezispl e. 0.1 MDIT 2 m M x by vortexi ng. PQUiUSk006/031785
spin. 10 MM dNTP mx 1 m Incubate at 42C for 2
Enzopi rRicesraw §lahvde¥d mNAZtranFeyipt BrhedAns Siint hPers Naddodo182)
m SSII RT to each sanple. SSII RT 1 mM Mx by:

p I 0O WP _ el 4 Qui ck spin.
R B e e L e or ™ hour B

2. ShEtngh %tff’éﬁ?i“@@l\WTS%Ttﬁés?"sx 1 . Place First Strand
r eicttiibhsl on Dedenizgdnizd f ugk? ki efly to bring down
congers aldaapidnpeimes Hfuitube. 2 . Make the fol |l owi ng

Se a t 1 X%, -t ted H2O 91 nl 5X-
2n%8pg%§a%1[é‘ %%Daegtg?oﬁ%%ﬁ%iee?%gmi%g MM dNTP mix 3 ni

10'% AFTDNA ti"dase 1 nl 10 W nl DNA Pol ynerase | 4 ni
2 10%rRNFAdaehiditoniMiFot all volune 13 0 m 3 . Add 130
m 2 SeeondiasbsBndramst ex 141i X to the 20 M First strand

c ( vol u —150m ) 4. Mx by pipetting up
%51 @1%%%2 by {/Bgrtem ng lightly. Quick spin. 5.

Incubate at 16C for 2 hours in a cooling waterbath.6 .
3. AGdAZB0rinl[aD the] IV ooy ey a8enl Moxblyy spraaieti ¢iyia. (Total
voluwp -and giown - ORvortex lightly. Quick spin. 7 .

o LRI bR 4Py S0l 5 s s

cl eanup procedure for cDNA - (R store at -20 OC for
5. | aredigedy Clasgntly ¢tbOcabh 73 eatdedoatDNA (nGebGhEpr 5 hours.
Sanpl e Cl eanup Module) 1 . Add 600 m c¢DNA Bi ndi ng

6. Bgégx%r att_ Q Bh@ ]f61gotmpuL:|.ﬂ/qlqg %ﬂbklﬁnedﬂ{quded c DNA

synt hesi s preparation.” Mx by vortexing for 3 seconds
2 . Check that the color of the mxture is yellow
Clea@sp rAfl BFotin-TbRAsBicRNR Ny CBrddhdp Somple He ceDRAMSYwitehesi s
rxn.) If the color of the m xture is orange or violet,

1. agcﬁjd %9 £’i HQI) t% Mmé%'l‘uf@a@g?&@taﬁd ng.'ilsbﬁr Qro@@éicl%xfor-rg' seconds.

r. of the mxtur [1 turn to
dg 350 ul IVT cRNA Bf%&QBg Buffer to the samp e, mix by vortexing for 3

seconds.
3. Add 250 pl ethanol (96-100%) to the lysate, and mix well by pipetting.
Do not centrifuge.
4. Apply sample (700 pl) to the IVT ¢RNA Cleanup Spin Column sitting in a 2
ml collection tube.

Centrifuge for 15 seconds at 28,000xg (210,000 rpm).
5. Pass the eluate through the column once more.

Centrifuge for 15 seconds at 28,000xg (210,000 rpm).

Discard the flow-through as **hazardous waste and discard the collection

tube.
6. Transfer the spin column into a new 2-ml collection tube (supplied).
7. Add 500 pl IVT cRNA Wash Buffer and centrifuge for 15 seconds at 28,000xg

(210,000 rpm) to wash.

Digcard the flow-through.
8. Pipet 500 upl 80% (v/v) ethanol onto the spin column, and centrifuge for
15 seconds at

28,000xg (210,000 rpm). Discard flow-though.

9. Open the cap of the spin column and centrifuge for 5 minutes at max. speed
(£25,000 x g).

Discard flow-through and Collection Tube.
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3 . Apply 500 M of the sanple to the cDNA C eanup
Spin Colum sitting in a 2 m Collection Tube, and
woeniroeiisge for 1 minute at >8,000 x g (--10, 080TNS2H06/031785
D scard- flowthrough as *hazardous waste . 4 . Rel oad
10. t Heanspen tdel s opiuRnt dndor @ eivnt iy Mhi saldeeticaeuhe. )
and centrifuge as above . Discard fl owthrough as
A gelllc) m@efmdwgéaﬁaxgcw; o(PfEU@rfétF Y06 mdnbrane. ret
sfersm colum into a new 2 m| ection Tube
Stang P |r%’d’j“‘ S"Pipet 750 ml cDNA Wash Buffer onto the
sp‘F%tEB’f%ﬁnfOICénWﬂqueg@ faximunnsrasde (T”5, 80QE0IK t elute.
(>10,000 rpm. Discard flow through. 6 . Open the cap
2. Ob1ddiCs SR NRERLURDL wgtecfeamcfcygemfcgrué B LB nonbrane. Lt
I mum s d ( 25,000 | ace colums into t
Stanga% T g ‘EIS| ng every second bucket. Position caps
ov%qntrh@gadfcm Al Ipuise cke maxignumhspeedh €525aP @0 or ferfcedlite .
the opposite direction to the rotation, i.e., if
rotati on is clockw se, orient caps in a
nter-cl ockwi se direction. This avoi ds damage to
QuanEé §n9ﬁl?cﬁ$%fF%WPr?ﬂ‘fcdugh and Col | ection Tube. 7 .
Transfer spin colum into a 1.5 m Coll ection Tube.
Use Pieetrddhobbnedt-i€ DAaFlsiti @b Butbefindi redet IRgaontierdhe apply the
convéﬂél%nc%atémﬂ dBRabr anen, Enguie that the cDNA El ution
20 z er 1s dispensed directly onto the nenbrane .
PEARUBRe for 1 minute at RT and centrifuge 1 ninute at
meS&ecs pided O 25 2600%y Pt 0288 pr eto Seteumige erakrl concentration and
puriBWNNni ng the | VT Reacti onEnzo: Bioarray HighYield RNA
trr@aﬂ%@éirptthlea@fﬁlol/ﬂgsOKlrIat(derltast\bco %09 DNR re éﬁe(gsgcz.os between

| e -stranded c

e
1.9 taﬁ% fdlﬁ‘réavma?lcepl ‘?}% Brast er-mix: Distilled or Deioni zed
For W@lﬂglﬁﬁtlququQ@éCt"h@h Uihg efoleln RN SBjshRTing material, an
adjubbdrlcenk Ribohutkeoid descwdatdd TOX DIT 4 nl 10X RNase

reflggthl @h{'ﬁ/rovMXoﬂ‘ Mnlggie-'d? 15%1 PQJNXWEI‘ a§§.n% T'Qn TQéta...lmate of 100%

carr verrreu esg e fo mula% of the IVT rrast er-m x
10" douste-Stiamndé Vbﬁﬁ (Total volune = 40 nl ) 4
determMeanS[SF‘E)étRFPnigleﬂtS and down -OR- by VOrt exi ng
lightly. Quick spin. 5. Imediately placethetubein

a AhGsVad eknb3tiBig Ingibat e rf&alﬁumsz Store at
-20 OCRI\IIAfm Doatm ngl ffy ﬁ\% measurngeagfter \%’ (ng)
total RNAiI = starting amount of total RNA (ug)

y = fraction of c¢DNA reaction used in IVT

Fragmenting the c¢RNA for Target Preparation
For fragmentation, use the adjusted cRNA concentration.

1. Add 2 pl of 5x Fragmentation Buffer for every 8 pl of RNA plus H20.

20 ng ¢RNA 1 to 32 ul
5X Fragmentation Buffer 8 ul
RNase-free water to 40 ul

Total volume: 40 pl
2. Incubate at 94°C for 30 minutes. Immediately, put on ice following the
incubation.

Preparing the Hybridization Target
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G eanup of Biotin-Label ed cRNA (GeneChip Sanple
Cl eanup Module) 1 . Add 60 m H2O to the | VT reaction
wand7mxisby vortexing for 3 seconds. 2 . Add 3BOTMS2009/031785
CRNA Binding Buffer to the sanple, mx by vortexing
1. f ofedt steoAds EukBrYOMdedﬁ*atéPha?ﬂﬂtr?% -2pg0%he tdigo B2 for 5
ninut&e dtyszdce, and mix well by pipetting. Do not
Ceerrf Lhd98x éfeneCﬁ‘P;P'E)Gﬁﬂ}H%@ r(y%QQd:{QatloJ Q:oh@:?ol' HtCFﬂél‘%t #900362
c anul%) Spin Colum sitting in a 2 l'ection tub
( Ordﬁﬂ Fi'ftge for 15 seconds at 8, OOOxg (>10, 000 rpn) . 5
2. | FHabsly Weredruasein dewigh t he col utm once nore .
3. Camdstef uge {subbns esomisgadnta8, GOAXEcedr200n ripn .s ng/ul) :
Di scard the flow through as **hazardous waste and
di scard the collection tube . 6 . Transfer the spin
colum into a new 2-m col |l ection tube (supplied) . 7
. Add 53@nf¢rd YrasRNALMAsh Buf f éfinghdcasent ri f uge for
15rseaentds atna8;19Q0xg {dl0, 000 r pijostgmash. Di scard
they Gl ovy gr}mugh 8 . Piped, ?QO m 80% (v/v) ethanol

onto"the spin colum, and cen r|fuge for 15 seconds at

8, THoX Y E %ﬁerjﬁﬂ Di scard’ffowrt idlgR! 9 . Open
t he cafBiof Bthié Bpidre¢ol uim and centrifuge for 5
M mit-esy dbermnaspeed ( 25,0Q0mx/ng ) . Discard

fl owalrQuohsand Lol | ection, gug 40. Transfer the spin
colurm|ntoaneé1]15m col | |on%)1“§ 11. PRipet 11
“tH

RREEE- PFR e WAFEH ) di tect | y ont pi n col um

meRbMahelyb Bt fsrakid for 1 m*ute . Centrifuge for 1

mumet € @ maxi mum speed (25,000 x g ) to elute. 12.

Pi pet ; 1,101, RNases;free water directly onto the spin

colum nenbrane. Let stand for 1 mnute . Centrifuge

for 1 mnute at maxi mum speed ( 25,000 x g ) to elute.
4. Q}élﬁgp@ypﬁg thefra@tFQMAmPF Wt@rtél@g%ta)ndw@ 30 pl of fragmented cRNA to
eachsSpemtit ophahembridizanady sis. t 0 deternm ne the RNA

. yi u‘i- ihﬁ&@.leyﬂe rGRNY of, tAhah L AL 6QmbaA LUUAS
° ﬁi 7 C Cﬁeck tﬁfelqty(sjj at 260 rrn%}anerS mnm owl fore use.

det erm ne sarrpl e concentration and purity. M ntain
6.t he FARBOFI28Trobat prora ddéht & 2MBS fHP° RWFeeRNANC dPFgpte in the
rotibgdnieesveh. 9oand Rinhtas eatacsept ablmp. For

7. quﬁ’&a{t' fhe ﬁ&bﬁ%&i\t&ﬁ%mg%{ ngb@gnatteweltlh% @Sminutes.
rel ustea_c |.e
8. ran, ?qregﬁ? %-{ylbe%cf.lza ion JM teﬁg?ﬂy§?0% |m1nutes

ca CU Carryover 0] e
RNA. Using an estimate of 100% carryover, use the
9. f oremitk-bfdgel ove tHEbridization Mix for 5 minutes at maximum speed.

10. Remove the 1x MES Hyb Buffer from the probe arrays.
11. Fill the probe array with the top 200 pl of the Hybridization Mix.

12. Seal the septa with Tough-Spots.
13. Hybridize the probe array at 45°C, 60 RPM for 19 hours.
14. Wash, stain and scan the probe array according to the Affymetrix

protocols.

Affymetrix Materials

Item Vendor Catalog #

T7-(dT) 24 primer Biosearch Technolgies custom

Control spikes in-house -

Superscript II/5X First Strand Buffer/0.1 M DTT Invitrogen 18064-014
5X Second Strand Buffer Invitrogen 10812-014
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determ ne adjusted cRNA yield: adjusted cRNA yield =
RNAM - (total RNAi) (y) RNAm = anount of cRNA neasured

wafhowro2ti¥T (ngy ) total RNAi = starting anount ®8ETSL@E/031785

10 mﬁwﬁnggvlyrgg{]gct% ,9fssCDNA reaction used in IVT
rrentl n for Target Preparation For

10 U{?Q%ne?ﬁ 4t PBh M9RSS t he™WdFtrIeRd 8RR Wdncent ration. 1

10 U/uln@d ool Diff PBkyreragrrant atinotitBufherishos-every 8 ni

2 u/of rRRB¥e g us ﬁﬂg@cro%gnmggge%7l to 32 m 5X

10 i@ a Nase-free water to 40 ni
e T > “ B @ RPWHE for 30
ififeS 9P mfsdfet el y, put on ice following the

ENZOlfﬁsthé?tellénRNAPﬁ’eapmcm@t ttheeHyibritidi zat ingbydah-getol myddeat

(enzdhe 20X Eukaryotic Hybridization Controels and the

Gene&;l g f lgs at Aff netrix GeneChip

N t%r: f@“@??c& g algga i on Cog‘%if%ﬁtrk‘i‘t SOBtY 4900362

CEENPSP Ul?%(r%funz Blbygignt | y Igwtikegen s pERSHORM. 3 .

Goat I\?§§terRenB@<nt( Aszieni ng tshend magrmnt ed cRNA concentration

Antuﬁré}ptﬁwm@iﬂﬂanalbod& @gﬁ@y d %E%lgﬁ%d )Vegl{ A}ab ibs %g (ﬁo 0

R-Phydog o r es

pox f g{%qqugc%gg%ﬁ ? Ke Pel%ﬂi 51’”%% §58 500 p|v| (Bio B
SSE 510 3%rr|n§1"§;fermDNA301rTg/m

EukarA(@éWICatl@wle 3206 Enengix sbhsezot -1 DNA (1 ng/m) 30

Wated). SoTaglindr %XoM:g§ EydueBUf f endBQ | X HQQ 64 Final Vol une

Humar;sggtzll DN}_QI i gyat. 2 % nhr\&aster mx into tubes and add

fragmente to each. This is the
%)r aﬁ‘iaftrle‘én Nege-fee Equiriisrat e t R&SProbe arrays to
AntlfPé‘ﬁrﬁ‘PénperétqyraeAfmedl ately before use. 6 . Fill the
10% Tpeabeoar r aypidded dnenVES Hybsé%‘fbffer and incubate in

MES FrDE r%lﬁgﬂl en f utes at 45C, 60 rpm 7 .
e e I—beral%g?gatl o%lgf\rﬂ XM%Br?ga 99C waterbath for 5

MBS SHglumc 8&t g Si9MPA8Er the Hybridization Mx to a 45C
EDTA R/a%félrlbfatﬁ'ﬁtlﬁoro 5 Wisedben 9sign@emtasisf uge t he
ToughHgdartisdli makl aotM dsAf 8EidntAE Wt €Seqf, maxi mum speed. 10.
G Cgm gridie Hg l\/gg Buf fer. fromthe robe arrays.
- %—r he pi Do {fﬁmﬁ]e to 0 200 m of the

Genec g t he pr e array Wi
C%“%ﬁﬁt?%ﬁ? @Prkstatlon Affymetrix 00-0074

Fluidics Statlon Affymetrix 00-0081
Autoloader w/External Barcode Reader Affymetrix 00-0129

Quantitative PCR
cDNA Synthesis :

Component Volume (ulL)
10X RT Buffer 10
25X dANTP mixture 4
10X Random Primers 10
MultiScribe RT 5
(50U/ul)
RNase-free H20 21
RNA (100ng) 50
Final Volume 100

Incubation Conditions :

25° for 10 minutes

37° for 2 hours
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12. Seal the septa with Tough-Spots. 13. Hybridize the
probe array at 45C, 60 RPM for 19 hours. 14 . Wash,
webkei7m2ai3d scan the probe array according to tReT/US2006/031785
Affynetrix protocols. Affynmetrix Materials |Item Vendor
Catal og, # T7- (dT) 24 priner Biosearch Technol gies
TaqM%ﬁs}?teSﬁ?J(f’élanﬁg 5Pt 18s ’gﬁ-sﬁoU% SRAyersingi peteckpBX Fir st

St rCampeBatf er / 0. 1 M DTVolumei {dzogen 064- 014 5X Second

TaghSk TRIVe R fog t Ny Etrogen—1684+2-61440-\nM dNTP

Mast{ap\ﬂ'itrgzg n 18427;088 10 Wul E . colil DNA IF_>i Igase .
hvitrogen 18052{019 10 Wul E . col il DNA Po ymer as

TaQMph PEPPRYE@AX180101 825 2 /ul RNase H Ilnvitrogen
(Assd 8020 -14End® U/ u| T4 DNA Pol ynerase Iinvitrogen

Il
r/" oy

pscript labellng kit Affypetrix on ENZO 900182
H20 (ENZO) GeneChip S%l‘ﬁﬁ’l e O eanup Modul ¢ Affynetrix 9003

yaV¥ ol Vo ¥ m [l — 1 nn D4 i 1
oA 180055 025 05— M-EBFA-S E-7889 ENZO Hi gh Yield RNA

Finay Pohewd y| at ed Boykhe Serum Al bum n THvitrogen 15561-02

0 Goat 1 gG - Reagent—Gade Sign*a)l 5;)_56 ol at ed

thostibeptavidin antibody (goat) , biotinylate

Ther@&c?%?llﬁgbéongﬁ& 560" R- Phycoerythrin Streptavidin
95° figp| B oiartePr obes S-866 20X SSPE Bi oWhittaker 51214

ryeks G Cont . it Affymetrix 900362 Water,
0 c%g:égcﬁ%gr ol ogs%‘%‘iggde Anbi on 9934 Human Cot-1 DNA

" Roche P2 581- D7n8td] NaC RNase-fr ee, DNase-free Ambion
. Lf aa - 30_Si - 8082 10% Tween-20 Pierce
et T e i e P ar bt o Fa g ebeted)
¢ AMpEEfissdiemnoSarte SPérREnNBBSEREDTA BARDEdnwbSatdncefk Bt Mn 1000y,
forohrd imnew&rgamrﬁﬁssgzoﬂieé@ia'amﬁszodr@bel wa@o£§r6flj6$ged to
6 bertikE 1 992 nEene Chi Hybt i dibgAt i en Lon
StAffyrrétfrai X 800139 Ge%@iep %(:a(nnez% 300% W VB Rs TR
Affynmetrix 00-0074 Fluidics Station Affymetrix 00-0081
RelatAle o ARt W oRx t'&en dler Bermed d s Rendire Aftaprdetd | ®urve method. For
quant@@aib29 QQrantiedt i we RCR-aBNANSYNt hest 1, | feubatd OBurves were

prepa®ef didol-0NSoth ZéhézoEagégtnigﬂg:e§he endogenous reference. For each

experimental sample, the amount of target and endogenous reference was

determined from the appropriate standard curve. Then, the target amount was
divided by the endogenous reference amount to obtain a normalized target
value. One of the experimental samples served as the calibrator, or 1x
sample. Each of the normalized target wvalues was then divided by the

calibrator normalized target value to generate the relative expression levels.

Experimental Results:

Experiments were conducted using the methods and materials described
above. Results of these experiments are illustrated in Figures 5-9, as
discussed below.

Figure 5 provides an IC50 summary chart of the data obtained in
analyzing non-small cell lung cancer (*NSCLC”) cell lines for sensitivity or
resistance to apoptotic activity of Apo2L (+ 0.5% fetal bovine serum “FBRS” or
10% FBS) or DR5 monoclonal antibody “mab”, cross-linked “XL” or not
crosslinked, + 0.5% fetal bovine serum “FRS” or 10% FBS) as measured in MTT
cytotoxicity assays. k

Figure 6 provides an IC50 summary chart of the data obtained in
analyzing pancreatic cancer cell 1lines for sensitivity or resistance to

apoptotic activity of Apo2l (+ 0.5% fetal bovine serum “FBS” or 10% FBS) or
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37 for 2 hoursTagMan Reaction using the ABI Prism
7700 Sequencing Detector: Thermal Cycling Conditions :
wO30d7002150 m nut es 40 cycl es : 95 for 15 secondeTmmoefmnss

DR5 %oﬂ&&%hgl %ﬁqm p‘[;ngp ’\%%@ég }E":"m?xnd crosslinked, + 0.5%

I"ab

fetagn‘pﬂq’l?l ¢4 }“Bn“FBE" t%elgﬁgaﬁ)er?ﬁugeac?&ﬁﬁldin MEAPDFPYpi ePY assays.
cOTiGER? r dt iRsAVIBENMD f BFSAarshm@arevehse pid NMele data obtained in
analgginge nbx-abieis: ' 20 addhoma WascHer| f“ﬁﬁﬂmdcéﬂ &Eﬁé@%"o@ £&hsitivity or

res1§%c@@%¥£€ot§@@ét§v%o§fc ? alad"'% a?[né%lv:ﬁxg ﬁ%rum “FBS”) or

atjve u Itat
DRS [ 1%% “m%%t h(?aoss‘f:&ﬁn]&tjia tXF-'f a‘t’lf gtneresslizksl, + 0.5%
feta} d’oahn%ﬁéé’g*en‘@a%" cgnt T0FBS)s taanmasasdrad ivesrWeSotoxicity assays.
predgareds f provhaéd & heodkeedn asnd 4&@1&%993'@%@1") or %:esa.stance

(“RES" Qf 513 efﬁaci@ct E\]@‘.EL@ac\Pgngf%%%?é n%?l& q\lHL (fef: cel ﬁ%:glrg%lrjg?nDRs antibody

¢ Larget and endogenous re erencelvvas
and e APPropricat &° sEERESP P Ry &2 Nﬁ?eﬁ14rtr?§ tgpgeted by GalNac-T14
mRNAa‘-ﬁ‘@Hﬁ%SJ\ms di vi ded by the endogenous reference anount

t Fightaionpfoviaesed ibaedatakgetgrigh Us. v%u@f Né&%, pancreatlc, and

t cal ibrator,
NHL %épﬁriﬂﬁgt Q-Lcml«?eadm 1215[%?%& 30 ée? VARTELE vﬁs Gtap.l]&,i: -T14 mRNA

exPr%ssng%léﬁ‘ ?/rr’tshe cal i brat or nor mal i zed target val ue to
generate the relative expression |evels. Experinental
ResuH*s**EwpeF%mmsw\mwemeenwene@msmg&h&ﬁﬂhOdS
a&ge nB&tP%EDJCéJl% dgéﬂrl gggthabg}:/g a esu.'La% Oirg;}ogggr?t roles in the
XD ts are illustrated in Figur
deva(ﬁ’ erlljtssaélg %e“fe(g\ﬁ/tasiﬂ]sgﬁf' 4 L e AU RS %’t’ﬁaﬁﬂﬁ dDemigiyet al., cell,
116:208af100481 ) t Hatracdlebtrashiedil i ncaanat yogien (apopBes isMahtough the cell-
intripeht ﬁam:ga:,c,anm%h (£d¥%ek Gy n{é%éré iggesnd Qi'clS@n%érIe' \é'u%é/rfamlly to

act:.v@.ﬁ:e res %%Q@lg %a@}_péé%t qu.(! cin@l%} X‘Eééegfa DRéa mn8%1 gﬁgﬂ‘:er, 2:647

10%
(2002) ?t age%%\{’l“ B rl%%n? OB iR 5 th@r EHBPT CResEeFimkiRgtor  (TNF)
Superia@lls%cra@t At bAfienerspkess” EBSSugbr th@%cEBS)ex@sinsic pathway, by
intergeasyr edth NsdviE TreyHpAbOX | ﬁHaEch&S:%@-ﬂSa FlEl gL 6 apoptos:.s inducing

‘deatfll Q¥hLH@S atb)! %Qhk%ﬂggpre\{: %.Ij.]ar tﬁcqg?c,t zggt]%ogb?] ?Fg tFle ligand
(Fast;tngLym%llQ ancr eoastl c._cancer ce( ror s:(Le sl L AN
or " resi St anc& PP ABopist e Eac‘stH’?‘P?’;/CBP WpIBile Arp-Bo4ig
relatF%tééﬂOPb%iﬁSnéﬂ%ﬁﬁ?nlngw (@po2LYPRFRY) tordOREs mprpedsdrathrough DR4
(TRAIZMRI)b@dy/Suralet (TRATOSE2) i nLIéEI:lancXIet or. neticrosshi pkedy ., 10.66

(2003%) 0. T.@)%lf Eirﬂilngoﬁfﬂerig §§r_:}'nlé.gé fl%gndorthégé fe%é%tozrs blnd athe adaptor

T e e e Ll e
initigpon f??ﬁ’?gsenént%éeﬁfkltﬁlesdF%ﬁ?ph’@ﬂve?learﬁ;enaxiWberbpleel [DISC) (see,
eg, Hijsphleelf oyt sEnsi EMRO ty. ,0ria:6s57s5t arves) § oKﬂ@Qpéptéél al., Immunity,
12:618CT200005 Y. ﬁlsép%gfﬁitl%gw%{%ggt%}o\éss h,liﬁ 112 turn cleaves
(0] n anti bo

=d ar?g?" a‘g‘?‘gs‘% n E d,7 6"""5%/7 Fg%asbsef'??@esénﬁn pAST fy execute the
APOPtY i, Eph 8§°$@ﬁ’su¥‘éd‘apﬁ MET ExHest oxicsist Yalds sayishe cell-intrinsic
pathwiy qapef @ theovang@sta thenparli-soirinki SRSt iMighyt (( Sggf]fl)il et al.

J. Bi6I. r@ShS! a¥ae1441RESs94)9f %2%9%Mﬁ%ucegng%§%%é§s :Lnna variety

of tuhu)_!!" gﬁqqc%r Cel l tLI 5.]ei:sclt Oﬁ 01?0 anti bo 4’101:15%1 I”ité'§§ﬁ?%d suggesting

corre atl 0 expressto
that w @VNQE gt uiR) re)@ap@fgrsité]ﬁ:_rapy (see, eg, Ashkenazi, Nat. Rev.
Cancer, 2:420 (2002); Kelley et al., Curr. Opin. Pharmacol., 4:333 (2004)).

Alterations in wvarious components of the apoptosis pathways can reduce
Apo2L/TRAIL sensitivity in specific cancer cell lines (Igney et al., Nat. Rev.
Cancer, 2:277 (2002)).
Various experiments were performed according to the methods and
protocols set forth below, and the data is provided in Figureg 10-15.
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Figure 9 provides a bar diagram graph- of various
NSCLC, pancreatic, and NHL cell lines ranked (in
wdeswanzisng order) by |evels of Gal Nac- T14 nRNACT/US2006/031785

o SRl Bt DRy 10 QROPOLEELER b (Eah] RO A as tested

as Eﬁ(fﬁaﬁés ] n‘portant
B51%s°8 WO%MF%%ICPW%%‘F@&n%nﬁ i @f bimaal cancer cell
lines, igslyding]s3 @@501(83@@4)8)dend>mb&miabu|ﬂrmSI:lgﬁ]iHhtt n%@-&‘nomas, and 36

coloz\ﬁt@.geradaﬁ&Q&QSﬁ&naEhr(@'HShf tlff ngc!l: bt i ﬂloscl CSIRDQVEP Jl‘us analysis
c 4 e er Se lnee aC ene Ssu
las iG 5@/]7'7 %3 J? gP O{: lq. 1 S }rn%:r 910% ﬁlyétsensz.tlve to

Apo2 fTRA%t I Vat e I'C caspas
po Iél MZL %rcorgseeglpt(lggoggqglred Céot aaghieving 50% cell

deatby;ro[{:ihg@e\; T%haelbdliong tamgbflefdoN®r tNBOD 0fd Gl aGit a mean of 250

ng/mf TNF) superfarrily can activate apoptosis through the
wi th sone

cehl- ext{i nsi interactin

reéleﬁlcors ti] at cgl%?al n abpf/unc PHE é’g'oﬁfaﬁ%"?pressmn profiling,
using i 3id Olrﬁ@rraa’egtfh 54 ctEi ﬁen?-m))be{ AstrieenaFbeist wath  some exceptions,
pancxRitépcecanzgt: 18G5 (4DO8N). Feas | igard (:EﬁSL)dlsplayed strong or
intesidditt Ot LG sAPOPLEPSES Aﬁz@%%zﬁaéxﬁéggéé%% Ficamh.y higher mRNA

eve c éng d
1 ﬂogggtf% I_I_%i%hq/ Ié\lfl %L.g ;& aﬁr@p?g@ﬁéﬁf‘ﬁ:,lgluucInD%arrespondlng resistant

cell (%FL 1ﬁ| d/ 6>|y eerTqugnggesc:Legllt@ﬁé ®tsighed ,iteratively at
750  Ei |paggzaqa¢19| férerinoms] (@6 30 2003) melandda®n (PiNdilBg) . Most of the
Apo2li/Tehrn-GegfiadiQe | dganshial NESR L €CE Pt Zplrn%s békﬂ)gjre& f}ﬁ drﬁﬁ]%oéxpressa.on

o lr c ehz te d
£ R @@yc!e% EAQ.Q' gg}?lsatﬁéﬁ?om 2 etpgg @\}ggga%,e aét %lgPOF?ﬁetrﬁé resistant

Cellrecrwts th pt osi si ni r
deZER- a%ﬁﬁ’dﬁé? S§iig’hl%ﬂs| ﬁ@n%foﬁﬁﬁéweml §0)a (weker eget significant
diffekegehk@=0e26al cutofENVBE ibned 16k 5570) ((#I95)10Ki sehial) . etxceptions

in tla entideMpHIML Werd 2: (@11512?90QQ)<) c@h§Q1§§§o§1{aﬁt LVQ sensitive, yet
expre%%éMﬁia@§A&a§9a§§ I?Ga%AgP 3I %e.rl. uv; ncu gveévgfi‘g éb) 16/48 (33%)

res1s%a i tlgs f ector of eases sSuC

At 750 &3Cuthat H’é’nﬁbkt?ﬁﬁﬁflft?ddéﬁ‘?ﬁ%?%glﬁaﬁr PrEaiEhgr-3 levels
abovecéWOftfyp@s exgiigdng (R ¢wreheionedt othér ioRglecop@ldvA@dY enzymes in
the coawrdatbl hen1anmplkkf hibher qe{fér@stwdﬁsk%e%a&& 8&‘%51 10/12 (83%)

senm@@s;@f;sidé brd to &) ). Chem . 274 541 1999
Om% i nduces §4ogt odi S B arte g URD 013 cutoff

as“‘-“’ég | Ltt-gpes Wien 1%t Feelor The wimpéred @ﬁpa?ﬁﬂspfam Ctﬁ POETHACT-14 in
pancrga@g?esqapﬁgrtm neflap@p hethsefiuds fior coanmsetat hea[r&ﬁy cell lines
correlseg) egy %hkﬁl&ZhMlth\latApoﬂQV'RA@%%ﬂ.t%l@ ﬁaZP 7, N=77).
This @hé-es\étet:oﬁ_lectly %erdlctgg %engznﬁ(rn?y ort ﬁrees:.spa {;%2 04) 3/32 (72%)

marke£) eratl ons, il Var{gogs components, of
a‘f%wa s can réduce” dr?E}‘EFP&FEa"s‘éfﬁsﬁ]#vH%PSvnresPectlvelY
sWIL'(T%AIé'aHE@FSlG@Vitﬂ | mes (dlgneyeetmiabd .  imNatvivdReVasing tumor
xenogCafteer A 2-3x7 Ap2R02)Rak1. tVadth@HS SXREEL ”ﬁéﬂb%r‘.{\é?& etumors derived

from Eé'fFQLEn@-qu@Q&Q;edEQ% gtglh%lalq;:eetrr g\e}f‘ldgl.nd gr OEO%C%OEJ éng’ DLD-1 caused

bel o
cumor 15=55% 6" \gg}rfcﬁ’@ds%sﬁ tFEGRENY éel%i@éeﬁvmr aé@s-‘meatswm (Fig. 10D).
In copgrystgurtiingzs dsasvedesired aBe aFftihetdganiaf a%pezekdt'EEQAlcancer cell

lines cuioBnd lafli IO 814 acPaR@bod tBUPRR cancRLycel | |ines,
m@l Hg.;gglg A eghd. r s, 18 nmalignant
l : C%a%lg Sédogg%‘%g@?& e(r%o aﬁﬁ%%rﬁa&of?fi o1} ghine with

S, nd
che Pand s §ﬁ8’\3\i‘ﬁerasel'hF%hlé’ﬁ’é?lysP%nzé’lla%asmﬁF edDQ]gmay et al.
Glycogondoy B¥:7iRe (k9906)) | iarisdlas deilgiddy sensimeetattel Yporr/TRATL (Flg

118), sengjebtirey t0 ARO2LJnERALknk Tﬁ@cﬁé@x@%—[ g O/éylatlond ndh ApO2L/TRATL
signa OBty allfnl equLL edyl ol achioul 2 2
g gc e éiﬁqﬁ % ol 00 3 ? oo glﬁlerﬁﬁlﬁ‘ga (s1)RNA

oligon16S tl% |nes ranged fro
Irean of - 250°Ty/ S, S taHdet PREa 1 Jafkil 4nasredidecT-3, or Fut-6

MRNA . e%%n?#?éﬂd%W@feﬁerg@xmféssta omuptafiel i agy- otsrsrrhgapang SiRNAs were
synthadieedakEbAy e@fh 54efd 328€NGPIQRE SEL S éiopﬂtty W h,.SeNE target

exprese.s)igﬁplg}} Qﬂéntltatlve RT-PCR (fig. 14A). We confirmed siRNA specificity
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pancreati c cancer and nel anoma cell lines that
di spl ayed strong or internediate sensitivity to
wopoZlo2TiRAI L expressed significantly higher nmRRATIUS®ES31785

furthg:ff &'1}1:% % lyan%séggglltl\]%c elrlizﬁqgfrPl%G%o%{Aé: Tl%é %hasgl nt’ nucleotide

orresp &n
changEs SHEPLS @G‘a@ﬂwpe‘%rgﬁfio??gl%&%ar%atler Yot vyt aBiol., 5:4ss
(2003YB(Eibor 14mMncreatsifectciancohone awkh1B0Or-florpamek &vOPEN-1 pancreatic

carc :Lﬁgrhag and QBhosr Masinkh tha fApe2ll TtBAbbGal&]ﬁB’ﬁ-‘ 1l ¥ERNA substantially -

orectal ,cancer ce s shaowed h|
reducgg SR SN fc’ Re PR e%La{t !‘é%ﬂo g“i%ygos it oenlgg{nszlRNA as  expected,
prowsm;aqsmeqlaéwa‘eft%ee% ROV ET PR CBHht ARY) | eqllf“li/a}rﬁés transtection

of DE}-80 @XprEgsselbticgayjenencerestdlibngitin galidakey , oyeFut-6 siRNA
51gn1§5.%|tﬁ. C&%nﬂéﬁe“d%@ﬂ%&%ﬂz&;ﬂ tgzﬁpoﬁyi‘ﬁﬁfb assd gﬁ@é &la fig. 140).

In sum(,il aleV\%'fr gél c@%fﬁ%m(e??%ﬁns e:l-\flI%F, %p{:%bj‘ljﬁglfnfnl r?s pancreatic
cancegonad t A7 me}éltml@xﬁﬁééséwweab%mfalepbcﬁ NIRRT 3 S1RNA  each
reducbé| eangittiofity | evel /3 (dJloiedAd (S3%rr esist ditegel| By contrast,

transkbf@Snt Bat Pﬁ\ﬂﬂemel}ﬁ§§4ﬂ1@lpyeﬁi%‘églﬂé€@ﬁ4 ppalaNAgd- 3ot alter

sens:Lg%‘ﬁl%ly 8 k?:?x € C%I';'Lg?merasé/ I% 11@11%19% nBOpOﬁ%éQr&Slél olr]LD?f Similarly,

Ion enzynes iIn rect
transfpeden 41 gﬁ%-rl PEVES B7LIFUYA S REPBCHEt bErcPINACTE) 15A did not
affec{83%pnsansity vetas clonparecdt epeft2dn ( 259 eiesi ¥tmase  inhibitor
staurg Arlhén%g(. pIQE)O1%ec&iéteofogtlﬂ%f‘tbgéﬁ@ea&nczQQ)auchEip@rlne stimulate

apopt051é thrgzl%h t;lilhe c%‘ffbll @gd?se;&(:pr e§h| on @ P Galll\lAC-gcg'eAhce, 292:727
pancr ea cancer an

(2°°1éol Shesa aftudant ePuagerted | e @Oﬁ}ﬂoéﬁ’%‘ﬂ:lﬁﬁr ?%X’“ﬁﬁnd]a‘yf modulate
apoptwei sApo2lihg RAlrbugie e taaliltgxtpmbic BRKW@Y 7 , N=77) .
T‘ﬁi:a%sg@(ﬂﬁo§.e$f Q@E{E%UeYlsprvﬁq.hCﬁ;mlﬁﬁiﬁhEinyejvteﬁl&i' cell death when

cotra §x§% %t Q BIELL 20%/ §1gs (Z nolt ElgeerreQQCSedt kgc?e\})%?gs %%./ 4§nd TNFR1 or

er negatlve ce reSpeC |
the s%ézwt?male SeHTY \?awswaga}m @agexjaﬂm neauﬁtﬂ?emf& ppGalNACT-14
transfis¢tnignt immeaxeh ofe dpbsl/TRASL deps Mpo2ty PRAMhe treebttaphtcell lines
H15680f-nemn%ﬁa h@?ﬁ.@orilﬁg EWAST@-%@byeﬂldf PMSt b@ncreatic carcinoma (Fig.
14F) F% t[ﬂ_ ﬁéla}ﬁ%e % rs?Q:lt.\ﬁ.l C@Q g%.l e (éa[k%s g‘pls%%%) In total,
nd aused Tunmdr regressi oﬁ g] BC}/ 3

Ga LR et PYeRIPAYRR P TR L b 6 55F B (1%5 RO 2R/ T

CcOm Easest PANDRIAderickéainf pHmMPEhEIEETt 145 Orn@gfatﬁl y&s examined on
Apo2IG ORI ChBlce8 aNGEREs€ Qirbedd=nas. Gal 8320 andpBKQ detiN@kansfected

with CS%%%RldA JI.FCR%/ EAL}D%- %/‘ﬁé&tIHEIHdUCE& %ISQ&HHQE.iﬁp%ogﬂlétge%rocc?s:.ng of

-positive Co cell_li'ne w

CaSPaﬁSn O §r3CEs R PaiRePerh i BT TGP %fé%fﬁfpaésrm%mg 122) .
TransPet imnneithetaglase; 8 glyﬁ@wgyented1t31e'$gz_7ev(e11996)l<}10ckdown of
ppGaliBékadl yn reguced: sensi t'ﬂlt?/-lst yn oD AP@2LI T RALL rarkgalyHA} tenuated

, (0] et e oS
ApozL/T}gé‘l%g?%{d]cQ%gmcggg%g IE‘@ calsii_ﬂ% be é’iﬁ nca(%'pgg% 39”5(1]1@';:5955% 3
(Fig.g heli-f PR §ﬁﬁT‘Tla|th?rgr e??ﬁ%’&s‘(}s’i y ﬁ\rl;&v&ﬂ’ gShBCIéBt | d%lg
Apo2Iy(BRAL Iy s el stthat RKQr get SPET| felcFeddnl ppGeErNaRil- 3ingsy, which
expraedl v NENAs d® @&gime ofdha- hargetsehée et simindktbhilcr, at the

reve TP R o e S B R e 330 e may
e Rk PG TRIBORY (PG <o CURF I 1O S PRI

activgpeenficityfurther with a nutant ppGal NacT-14 pl asm d
CQQSEI.&JSQL@&c@rﬁdﬂleﬂtreqﬁUﬁ&ﬁtﬁscdasE&ﬂﬂge@;éM{Eﬁﬂﬂ theil., science,

281: 1%'05'\@ iﬁn fsgggc!fog %%BE]Q[‘IIR?&L ]ﬁ@& I@LlllkelB!aplal Immunity,
2;1“1 I?B((J‘s

Transfectiqn
12:639n &4 PREG \PAD ﬂeﬂlbﬁéf%‘a&ﬁﬁ&f@ér %‘??F&ﬁﬁw%r?é ppGalNACT-
14 orHEROAT redicadorhe ceffuilinerss ofii BARD pr@a FARREF2 18l tof RMADISC, the

proce%lelbﬁé aat bacl-Yourd H&@ﬁs&eﬁﬂs bhd WhkYstiauApadh/ JRAkEg-associated

- caspadl é%nﬁ%ﬁ%’%@@nﬁt 2p A GXPeGt eéjlolpr&'}’émdedzso 19401 (2005))

essenti y conptete protecti'on (Fig. 11B)
Simlarly, transfection of DRD-1 or C170 col orect al
cancer cells wth Gal NACT-3 or Fut-6 siRNA
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significantly dimnished sensitivity to Apo2L/ TRAIL
(Fig. HC and fig. 14C) . In sum GalNAcT- 14 siRNA
Woeahmlezil5$en5| tivity to Apo2L/ TRAI Lin 4/ 5 panBC’E/:]JISlZ(ID6/031785

(Fig. 0?9 ut'L2 F%&I\é Jc%nreaeu%gar §§ |V:A114 “Ph &p/@

SUbStéBHﬁléﬁtaé{teé%éé? amerpt |GEngsd aB?/ RESnin éélﬁ DISC, or the dose-
depenﬁéﬁm&ﬁﬁ@ingoaf oo PONRRIDrtoHBR284 Tor elbs1 \Mellhs GahNAC Exgdess both

DR4 aﬁh %h%)% ggﬁceflﬁgr 188NSnkl ¥deaYnd© skgkﬁn t Oﬂﬂissoﬂﬁiaﬁﬁﬁcm' 14 and
i bi

I
Fuc-6| fo TPCRIEEGh 51 PPARSTS PRSI S OBl IAEER 1S o NARTESESS Greceptor
1evelea¢4\|Ae¢218’T§ARm1@I¢Jdlgno@onﬁﬁﬁ‘é%?tt YHs thisi PHoRlg TRE: sensitivity
in thlr vadelspaat rpseprdidende khaasaghitiichht @orsdlalit as pﬂth nell-

surfaéél&pr; 4E)n- oﬁ%s@uc%%ngpé ¥ ﬁ&mggll%%egms%;@@@g& R BE gecoy

| ate apo o sthrou the_cell-intrinsic
recentig Ve ape G, [keet e 0097 [SIDETOLer HESS TR ceinst
PPGalypefddt etoehERCTER gICVCB’SMGaﬁ%F?OérPZWﬁ”ESth?a%WGu‘PfaPé‘l and DR5 on
PSN-1apeptoQse:s pebgnakl g (Ehgough) t Ireo calrivaextifi d8iseé a detectable

decregéé I'l\ﬂaMRtl- Eké‘fbﬁzfse% IC%QtQJf 'E'gi@ggnéﬁl(lff?g W':LEB) However, other
cT-14 reveal ed ce

=l Dels BF TS, BRI R e R P b DRSS P EoRt
withopNFRIEepkinghee e@lPT i Jevel hsi ¢ pat hway agoni st Bax (Fig.
HB)e exErHdehetinmr eomyipGatdiACdE hdmin @aRsfeet bgires8ed dasatnese

hamsttebeméaa%dﬂ&ldhessé&etwIpt.rxt&f gmf&@@ %hafgctggldo acid

hydroﬁ’KSJZfS % %gseﬁssgc eg rP]o ngaf@arlgef‘”a_zire ta).a??yc?eg E}dzlg 13a).
Consigfensy ws@hﬁn?mhswcet @fem@ﬁeg??ﬁeN(@aFaSﬂ@Flg%cﬁ%?S An| fphe DR5 ECD,
we diliohad de€ssltNACIEnkdd aletaddr Bogiven, senssdnpzed 4on Tahlependent
experllﬁl&gzs.s EPS‘IEAQQQA—/BT%QS ogr&lﬁié %ﬁh ﬁﬁno@éﬁ% (J§an.o gg%@ﬂeogf DR5 ECD

p 14 or ned .o 0
ris PR oA A oF et T e i R o e
core EFW %%Jtl\@ﬁ %Jt ‘h control siRNA, Ap02L/ TRAI L i nduced
ssenti et e processing ase-
t O C eelé.lva yc?srygatalon 808%168 § ln SC Og aé:go lliFEI et.%lf%%

previouglvy f&FELFlE W?Wf(?‘é‘é%é %’Oél ?&M%‘?‘E‘\‘F@h?réd’ft%%eé‘tlal o=
glycoeym:sn HKnesk thoenn : Hfwwp pdBeel- RIAC. Bk dervihcfiGNeto@lglc) s(dmienius et
E!k'&cc%/lbrf%g‘,?—&ﬂ l%@lclﬁ)ogi)sowga:[&r%%g%%ﬁe?t EWH@&I@Q"eglons in the
I S
commocr:l ggbaseqifn ant aselas gj%?'l:é) gizs,&’)org Qﬁgest Fﬁg’r‘:é Vaptants of
humanofDR%ag.ﬁ%ﬁ tg}r]d gévfef \y\rlt:@/ln( p:}'l@ alj':E:B)atlvqiﬁfe spliced reglon (Flg
13B) .Apie? LEA TRAland ne sic$d arebm&KO (and 7SWaht 2 ino 30pecinak ; cdrcescond

(130-684) nhk n@&hrmlgas emﬁﬁé Sk OMik-8\Vi8sS 4 Ofn RPLAHNACTY 3 cerines.

. a mIa block { he evel f
Murlne gRase g‘eguences s1m ?Jf” .to (:li st %hse ments, tlg 2 serines and 4

threo@-“iﬁ%/c B3SASEE I B Ve n‘fy‘ﬁr@sh‘i‘i‘ﬁ? %da%%& B2 e SEPOSE TRMPRCSS
contapatipraysenist reains ofhreventes . t Tratebeatietierc Alsp@sei@s might be

1mpor@§£i£ Vf@t:'ﬁ:@;t Q?&Sn@@-%lo%aﬁ%dYﬁida@ﬂoﬁ FUbELSa APCofr DRSL and DRSS

senbl Ashkenaz C
o) HiaTYeoe % nBoasn B bt (R aehkel et
130-I4¢ (DRS rr’rﬁmP% -5%h: Ceflihet%ee‘)‘% 5 HrysQRinesa g WStb-3s the 3 serines
of segmdaxlns 780l datﬁdsmh%,t DREDCRAOWN DB o Gadd¥AcTmundél@r of lysates
from EHkzd EeOWCeshddectLC LML BREL of D@%Dpe@&de@azfﬂaaﬁ.eés%n&@ of the

expectttﬁ]g AR{ I)?Er:u %FES %r Oge [S!:‘I ng 19]:: DI {ae&%uggd Ca§g§%§tedte% lgRS bands

aSSOC| a ase-
of highey \ﬂoﬂ'?cu(lgﬁa‘fed'ggf‘ @), whjch hscgpe HEH%rﬁbundaZgOuﬁ.%GT'
transf2E0ih) ¢FingsL 1ch@Rﬂ82l;tlam@Gé1rgch1&B)as cdiphtdtelto control (Fig.
13c, RBERINRGT- Ffe NOYn it 6 o§|t|1_’§g@e subsdanii nlky¥ Bld ered bfignentation

4 and. he DI t
vy et O (RO A0 BRL 0 Rt R Bron o oy ano
nearlyephad ishpd (‘:’ht%ﬂi%s'ﬁmﬁo‘f”n DBP@ Sé"ﬁﬁ BR5CTPiRged fzcthef wgld type
15B, and data not shown) . Thus, ppGal NAcT-14 and
58
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Fut-6 do not appear to nodul ate apoptosis by affecting
cell -surface receptor |evels or Apo2L/ TRAI L bi ndi ng.
WOIM[HV(BIEM with thi s, Apo2L/ TRAIL sensitivityPCH/uSkme6/031785
cel i ne did .n show .si n|f
CC’nSt?f"o“ftrsel Jgfelsgnresp’ﬁg B ? g%te tgl?pl?l S oMrVC %?‘ Fh& R S5Rat &
glycosyatap ?fgrmﬁeefeﬁﬁér §P9F@4m§ﬁdl4DR5°rEﬂteaeféwrr%trélaﬁm and
progrBe&lveaatirde i cpdat ahaopreshove) O-glyupsfiethor eitapdly alanine
subst%l:ﬂ\i%ﬁ SRRy, QQ@S%%El;%ffggngNgﬁsTfG%tloIpE)f%@63 cells with

did not alter_the eIs
murlnél%js ojérhuﬂEb-IiR4Ce?Af (?r Dggigéyeﬁe% QI?.E}, % %ﬁ 13D)é each
DR5 myteft désripied deef exnsédvity BRer 4R CIBR‘Se?R?née’?St él’thfé@Fl construct,
with DRE®STES | (GhidtbChcks HoWestere Lither mivRNAsShagaaRsit theivity.
cotraS@FR+EBZYWTRE dahhidreds %Q%Ldﬂ}Rélﬂancé@Qléﬁﬁdde%EQMyoﬁw the DR4
and D&gﬁnﬁ%f%)eg%%egg 1%%%6%3 rv\%lg%exsﬁ}oggggd.%éggacel:% less activity.
hanster ovary cells, the secreted protein purified,
Smbﬁa%ekeﬁ; be Iaﬁinalh;\m@ci )éﬁiisbumagdsaﬁnbﬁeeaii@c@icﬁh&&s of the sk:Ln,
nosacc S [ n
s (ERREERE LS VS BT by, Sl B s
LymphieH PREIBES, pszfelmf b TRet B SR FrR O Vg FYefovaless
(deteowendert FOBOEITanptesahram 2nd pdepEndentskéx pemcaent §ig. 13E).
Howevdk SR @y&@.fgcm @ﬁbsﬂaft caldNActaRed Sapolbes r@ﬁgﬁ@l £l 10% in

lobulrargljberfel Ct %Qgcgrctgo( (5*9 1n;§.é% Can%g%%'l%.t h{]%ugﬁ r}égdﬂ cell lymphoma,

ation of threée S on
showeg] SHESAAPERRARS (51 PPBBATE A OIS CHE PEITBRL 3o 4P 757 expression
levelsendupeshar 100T-cohd mbove Whiengrrxreppaying sioyngk ttabdisshehe dynamic
expre}éis%rﬂfsermhﬁz&'ﬂ—@@' i fndf-edigeeboN taht PO NYdnal, and possibly

(e} er =) y 1 V. e us u loma rs [o} identi in umors
th %?]}/ch? %/\A%&}“Q% %é%ff%&k}%erv?%és yc)f f i etﬁlfﬁ,s 2t ¢
with &Featercf?}t?dﬁf‘b’ité’g? A§?8211§§Af12005)) we identi f| ed two

such regions in the cormon ECD sequence of the |ong
( BRbBimlkcpd aflgcaho kil sfiR5eBens ptd cervaurantssvefsitymemd they

modulQE{é’anqu@ aEBéJt@ §f tp@a%et p\lerﬂblialﬂ@ ﬂloﬁ:gfrp%tlbi@gyy JQ:’IRJJ.IUQ%

acl d segmen
contETRL Py NPAT SRS aF HELPS| A Eashd TLI O F4)° Raatbemion
and %gﬁﬂ@emqﬁgltWﬁﬁ@ ther-hi PPrds Medt h¥hedni nes 5 &hd (3005)
Hanis®Bl igies. deni nessPRhizhasomeguentesr el d ftém axhébft Asdmatic

alteét§mﬂt§91¥é§mp&ﬁngneﬁeéﬁﬁgg‘luﬁl @%ﬂﬁ@sassoc:mted
carbo%gg{%(:t [%I}l/teil V\@roc%{gha sen QRé]'chlmdoEg aﬁyfz iclztl:gt ?47'3 67 (1999);

BT aFRPA Serihe an eoni nes
Dube tegstl whittheReY h@%eg iceyamivght: 4Be 123pdkt HECFOPT 1., Nat. Rev.
Cance¥Q St -skearloal | omaplyodiidtdatidmsooflaPRoan damgettapt #RELin the
homln%ngf Qﬁﬁ(t%: rgétl@fptt% W&fi@@f@.te£ el @ft%@g@ylszl(ﬁﬂﬂt@gset al., Cancer
e hyeoni nes_p n

Res. ,Dﬁége?rg.? P200§ hesgama % t hl?l‘g%ﬂ?nes%agsﬂs 4?.5385 aﬁcaga et al.
Canc%e??ﬁweﬁbﬂ%e@’r?@ﬁi) 74 9 BRARLS TS St RS 8 5T tum%REampleS
from antabedy dfrhunobketcat slysat eevhtainekfié&@3ogelf] ghe O-

glchs @ﬁfoﬁcerezq;mw 2Rz 9k, @Béﬁtd‘lﬁzeéﬂl%g ddeecpreeense «ef
ec
Sam‘plent|“be)ipn°m 1 §6 def—"e%o{ ﬁgggﬁ nds ocfog“ﬁ %g S?'nﬂ-gecul ar

wei ght (M/\) , Which becarre nor e abundant upon
METHODSt r ansfecti on of DRS5L or DR5S with ppGal NACT-14 as

conpared to control (Fig. 13C, asterisks) . The
lwm__emayndance of these higher MNbands and their

augrrent ation by ppGal NACT-14 were significantly
Cell diuttuies hedgamtish wBRS lpurFharedDRES: FEband(Imgdrtogen/Gibeco, Carlsbad,

ca), %lezig%lagdswuﬁﬂe QB@E-E/@B& Qo QR pdB R AScEHPRALLE k0 (Lawrence

o kR VPSS TP IR o nen

DR5 : ppGaI NACT- 14 pronotes ghel r for matl on, and
9



10

15

20

25

30

- 35

40

progressive elimnation of the predicted
O- gl ycosyl ation sites by al anine substitution
wanrewarisy reverses this effect. Transfection BCTﬁHEm9/831785

cells with rin n DR4, DR5L, or . ,
o-ca 1, P oo EF P LA Bl | DRERI R oee (ineTuding
stopogidpray etFareaponstd)viese tham Siigma @éfricdp OFidi Aguis, MO).

wi | dtype construct, with DRSS-5T3S (which |acks all

Cell g@it%ges;;gdeggllhgyhgg the weakest activity. Cotransf
ection wth gGaI NACT- 14 mar kedl y enhanced cel |l death

AL HP aPymaph RS 19R5 CORST r EYS BREptBREB gL, numbers  see
suppleinthl strdae drssiegpb failned tiirym 12666 @T DEVS t(pravhsgayoioi t Germany) and
cultu@d nREr e =hdé SRUECARE rtmmw;osaﬁ@laaeﬁtre@nwgﬂmesg S$e@f inactivated

fetalt g&r:%l%' Qearelmung mMpﬁn ru%gﬁi%égisf ! leV}%l’Pﬁs &Qﬂg&@t EFMO&:LCS like

non
penic b:’c%‘l/ Rﬁ’ce?ti‘ﬁyﬁ”?ﬁl\bﬂ@é’xﬁ’f%F‘E}?FYBE’r%\ﬁlé%ﬁYof’F“\Fal ﬁ%@lc’g Yoamper cri-
1573) ( dererairnecbtatingd Of fopr ATRSS tand apgiemnsednid: 002 (0Milbgrco’'s modified
EagleSKinkdCanGRbSlenfehged 3EL 10sHOMEVBhe @ SLEHAEEARM mutant CHO cell
line, ﬂEL%eEHCS)f w(t:lgelltcgﬂg)é‘d ?i?tmpng MoE@QQ&rQQgJJ om'llq%%éln:n MA) .
ul ar 'breast cancer to 30% l'ung” cancer and
d| ffuse |l arge B-cell | ynphoma shovved over expr essi on
Cell pialplat MAedysland dponeodaneerysanpl es had nRNA

To de@¥ANiQS St E@N@p@ZWRﬁILh%@lﬂQ%ré %l@t@@qyleti‘ﬂ;ﬁ.lcate in 96 well
plate(sfor rl?ééﬁcﬂ&!:_ragifggg I"g_%| 54 %%Hlegg angh:%egyﬂr%mt% & é@ﬁesescog%lﬁ nt human

I n cancer suggests
APOZL;S’E)%AST bl OFREFRSEP atCeUCBHETMESS iy ﬁPO\}PBI% B%/é‘flul After a 72h
incubbt omar Keryswéor thelemubisdtad tcurpyisbil ity geeat erMTT assay (Pierce)
or c&BAStdd-vid yL&rﬁnép@&Ltj H%A!LLvl&lllhayeﬂs&yycmsméyas|O| alas per the

manufg&uchlsjé/ r§£<g (it u g!ai’lerv% Lit ggx r Q%}{en@gyé %Iegflated at least

varl ous aspect (0] asma rre ra tern
three; Fl“d‘feﬁdﬁﬁgloé’or‘l?&r ﬁa?‘?doﬁlg%g(droeg%% OFETIRY 374 jiRkFTRpaLate sensitive
cell hiines| jafre, dagingdl |byasvadkbbikidhie fieomeandtls gicHOEngf independent
exper@@drit¥i &y beHang ebw ahq. h:l.gBi oang. WederfEham ce113i902ds sensitive

based( 8190@0ng91@ §.ﬁgluct§59| of gile%astg%%/]ﬁ’l? t(h%OQé'ZD 5_ agagr? ez[po.'ZL/TRAIL

ten ex dramatic alterations |in
conceﬁil:zi?ftllfnéso &r tn] n@n%rﬁsqb%t¥ﬁﬁ%nratﬁé%os(ﬁnattélare based on varlablllty
of theaptyyhydehtawoantdigeasdyBLotk HadsesndeBt oxiveninaBitepry sin, presence
of 1€t a) 51#73&5&15( 119.89) (18ubestimal apoptdals WReV. qldUOried by flow
cytom 0%3&%/51% t %ngg)e%)a ﬁ‘%é‘gsrtcglt.lta‘%te QJE harvlé@éééil @Si’ls (adherent +

ncer cosylation al so ays an
f1°atﬁﬂ%di‘1t‘é*}ﬁ ““F‘?ﬂ i T‘F"’tlﬁéd n6¥ I} YD CBRTETEER) -
specific sites of netastasis (Fuster et al ., Cancer
MicroRBSay, Hf¥id{faxi68 03) dak uaaBset. al ., EMBO J. 18: 1516
Total( %g ﬁ%larTﬁhgd%%§t%&&gréd %%e u{xu eatéd5 fl54 §319935)0)57 using the

I cant su roma
veasyar Fidt y GFLHRTAN CHEAFS < By SEE s 688] oRRBfaLeed  to
oligopiyel eOr ideg|nyicosarrat s 0NUEAIZy Wengih@al NACThmédrin glcudkargted, Santa
Clara?oi‘}gnaar&sﬁgiwﬁﬁt_’&hoﬁgh} SBfl@Ser Bl angym 68} ] cenetics, 5:229
(2004%% SI§ QnQ&ehQ‘qu Oscg.l;lggmegel l gg@é q§ g\/l):' '_E%}’B‘]ped image files

Fals cul ture r urchase

vere RS S GPLLRULLTE 1 ediehis vere D Spofifaggaerattem  and
Clustgo/Tybeeleip 02t /IPRAL LEywake progpad Edcasntdedly idhpdeeall| gores between

sensifl:aWheACe Bttt ce1NatineMpdie st?&&e(izég)ﬂe)-)sxpﬂegglon values to a
varlagicln E!L(ftde ¥1¥acco§%a? dlegn elnggl b £0F; nB nﬁXrarl 1%' a rosgac%le samples
arfui ot C

ase rom I ochem an em cal s

bemg( |aﬁ€]r§(F(Tidnd°Yett€ﬁB§Pgdef%da st 68 @ \ierelytepferiation over
sampl&s grremphdmngchat(iSt of Lo spd MBn, (Get/migll dndr €1 ffedtened [between max

and mhh N@Sx-d) *1& RUEBLFi68H GIaNQER £8] xd1uBBS GEALs RBEBSeying both

condl@noqllscat al og nunbers see
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suppl enental data) were obtained from ATCC or DSMZ
(Braunschwei g, Germany) and cultured at 37C and 5% CO2
wOonoRRE1E640 suppl emented with 10% heat i nacti varas2006/031785
fetal bovine serum 2 mM L-glutam ne and 10 nmM HEPES
Wi t hout antibiotics |like penicillin/streptonycin. 293
Exprefginm ceridryord enixhteyvigel | trapeducdioy. nunber CRL-
a DNASEZhgMRke &Hc5@iapt ghdaedadr-am AREC ABdeL Ukt €EpNA pooled from

ApoZL}QSgsh@L% }f%‘é:%ge chp {Jln%g gﬁ?(ﬁ?ns?‘erqggl yg@os% %Qﬁr:gs%qon -plasmid

cosyl ation nut
CDNAR) o (1A FS9EHO, “yids i HeSRHCFT GHABr SRy SKFertaret ves chen
subjeptdd ( Bost oRatd/A) direCedd \igbpénesys assiscamdeapyptashngsis  kit,
Strata§§rﬁys tngeﬂ&taQé Mgl GEQehiOrmARaZd / diBAl lhagcalé Swdfﬁﬂ@ basepaix
alterQJ:Jzotn *’10;:}1549 ﬁ&g flcgnogﬁ%cyﬁl Itopltg e iw ll%\l\@lg ut chfanglng the

urs an treated Wth'recond
protefy n’%’f"ﬁ“ﬂiﬁfﬁz LFARARE>H4P7F ntheeast iy rﬁ%ﬁfﬂf’eﬁf rdCPoiR thﬁpcefrﬁ"er of the
19bp $ORD hifding. sfusere a TE2 DM eabaEnicen, forheRslwey eartdh@R5Short, DR4,
wuring UﬂiAQQtLQerQoxa vRADIELE t fradsSaY1y, MiFrRASSAYs Pl I%t%egfaﬁrant) were

I t V] I
clone P %r lm e§D_ ag!ré‘!t@ ng &e%ﬁ%a lrﬁ%l thxe.y Aﬁﬁ expéesi]lon vector

er t e cturer's rotocol
GeneE‘é‘F‘ih)vu%ﬁlP’F?inéRﬁ%’r PHEA-Swals FRapettiedRat "PEastenpHties Py site-
specifiqramtaiononf (PusWhr@adidd gh {109%PBSEidersunmiaridT (T130, T131,
T132,i BiEnned atwe Sﬁﬂﬁinﬁhéleccﬁ%tténjlrﬂene&lﬂbes defisped @Y3o0, T131, T132,

T135, Va'fiél%l?l ! IItrgan. eipratnlgf (!t%gs to r}%‘%B@Pd %7% wfith dexpression

erinents or et ween OW an | gh serum
COHStﬁu(gt@I | °F | RECREPEIAST tTVE“HESed" R &50Ht 0 <° | Wﬁfﬂct P?J"ﬁtes at a
concepfragtiop eaft 050%pfwel heoEelkhs mtosmPPPo2LMPRAYUle and 2.0 ug of
ppGallAncCent satd %cﬁﬁr :Eoﬂgl‘cm aath AselantighAHALE! Ysing Lipofectamine

2000 %%Qé'félhéje Qa u¥§5€ ggiﬂlét ogctc { heFéﬂPo% OL 48h incubation,

1 tosis | nguc Inin g ent experlrrents or In
cel Sp‘f’ eﬁlélgeSFeq&\ﬂ/ RPPEO5LS 8 %]l}’§1ﬁ| gh (109 serum
Ppsresits wasreiiant | ¢éred rigisf [roGrBPcEmet rand anbdntsi yere cloned
into Okhé hepcaxer agetpevLant agetok hwwas&&d cehigh (adbef enfetroviral
super%tangg' t Vll\ré‘]r%) Iggn%ﬁha gslllil'l;? Hél::b on egg%re XI é 1$ne Packaging
cellsgyrpley sFansEqees) ugiet gwa»rlummwa%atsr éwéaoq%m Supernatants were
isolatid r ealh edfeet | Sr{rFixcd{tn) 48 ngaddae RNeasygdfi tcells along with

10m1c§@/‘m§.‘gggﬁybre£§beéoqgom Was 1R EDaAL ggug%ﬁ@orbygelpdlaéeg7oo rpm to

onuc roa
ernackf, SLEIOMUCT et e, Merostiars, (ULSD LonoC B o gpgencction
with %‘F%‘\FP@U@J yul(%’f?#%n et al ., Nat. Rev. Genetics, 5:229
(2004); Yauch et al ., din. Cancer Res., 11:8686

s;RNA(é’rQsQ );)andSGPJH%@QcMEﬁ thb@fs ver e anal yzed Wi th

h G%\H\Tf I&F% Spotfire, GenePattern and

The SERiE BFFFFL ORI TD oF AT (OSPAh ff ShbaFp ity desisned
by Dhagpraess éepfganess, béPi/\emnsehfsqltrl vecradtamysisstenttiope¢titeria. The
selectédi@squates ulirect ed gene-expression values to a

s:LGalia’ﬁr!"I' aLign.fil bﬁecmé&c&%@wﬂ%dd&ﬁngs Mh%ﬂ@t&% NO: 15)

i ati n across zed testl n
sicariffin 34 0 0 RER ARG BTG Ra B0, PUEREZE e 155K,
s1Gal¥agiyPebl) : cHIMFERTAE IEEEAA6 2P TITaRITAd fﬁ3n2(n<§)€9nim}“0ahﬁ
sicalmlAdif-er ences bettnesn raRraT@NAcHN-ATdMBX - (M33Y) Wisgkh 1D No:18)
smutp& qq?fgvn%g.a.a@@ﬂ@@cc,%eecﬁfgchw g &%”?)3 (B8R4 ﬁbﬁé!hlr_l)g bot h

tions ression constru Lelrovira
stree i AL RSO A BRAT R BRI Snc@ding SREHINIETRLA vas
siCaspisgnée F'r 6%WW%FWWrWTA§)bZ§EQRM Nosdnsitive
S1iRNAE ebdrel piieSasddl asndeudiedstfihaed FaeXIRE6¢1Bt 1 HsA8HH Ctransfected

into Qﬁg)l\!eésp;lecéi&wcteﬁ.?gfmes at:h a@lIMlt %Qmé}ﬁlratﬁa) ogfags nM for each

construct was en subjected to site direct

51RNAmﬁ1§BZériﬂé1§ gxe(sq?\gwﬁan%ém%ttaggghnég §e<ﬁepce Dharmacon) was used as
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Stratagene) to generate siRNA silent nutants that had
4-6 wobbl e basepair alterations in the sequence
Wbamrylmgxsws to the si RVA, w thout changing thePpT/cm!saion/osnss
in

equence The nugat S s%anned a . region of

2 o s e N B e a0 T erggeen) by
re"er%qtt’”e?ﬁléé%CEFQF B corgl bhrBR3SAeT tin BR4penmipi neo THAI Ipre-plated
lipidr eept abmplekds . Ramcémadak adits ko) Llﬁga:anﬁﬁdz(ﬁﬂx w(ab@tﬁs per the
manqu@tfdr@Ptg ﬁ&%E@ccﬁl Oﬂ?@ezf Lem %ﬁ%ﬁl S éf’!iﬂg l,,QgS rhtag'geét%&ofor mMRNA

RK expression vector (Genentech .
a1y 5| BEOFRITEN HiEhn C B ORAE SHOCDRSBSUFEATL,  ctoposide or
Staur@%ﬁ?é’li’a? d@rb3r sheEsiserl fA4c7Ruttar ivabdtithoassavhra@odpnet, 8 or 24h
for weetaahawlidteatasistduwes, Mt 4xTA (T13 0 , T131, T132,

T135) or five threonine to al ani ne residues Mit 5xTA

§T130 T131, T132, T135 T143i . Transi ent
Inhiby tion e GPLYPOSKLTE iORKYSE BeRavd - iR ™aSepr essi on
Colo2edrstli el ctegreobrpmodp opteo iresempk ecll | Beszyeaecaione {7mM6 or 4mM) for
72 hotet] 4 ahes §dind Eﬁ’éﬁp%ﬁ:éaiéﬂ@t&f :Qrté vg/ yah! p9£tetsheallowed to

adhergrf)o%pggtlgotdtr% an'{ Cu' & Z\i aﬁs?sen C?thlAglnhlbltgr aThey were

vect or con I ftl vver ® usin
then gtimyf afqaii e l?@’tﬂ?sé%%Wa?ﬂ&rﬁblctnﬁ@%ﬁa?ldgﬁﬁﬂeraf"slndlcated and
subjeptest bedl vidEgllliowiasgar. 48h i ncubation, cells were

subj ected to apoptosis analysis. To generate

1L9Yigal constructs ppGl NAcT-14 and mutants were

Quant£ oﬁ% lJ|rc%to the pQCXIP retroviral vector (C ontech) .
GalNa‘F—T gh 3 %rCHERFBA r BFanSGpERthat3ees s iRy elgteder atseg assessed by
quant itsitige t #ie PERNXasAmpheotdiebperrgebh tdcheiqidackaginegrael hevels were
norma4=@ tt[)arlﬁlge(ﬁo@geﬁé%b% Cadfel, UrgnBhos phat e b pYi gﬁgggﬂ)ressed as

normallnz Hp t%nE)l? Va rlJte ICEF% g?oﬁr%megzér% mseatnSf$Ct It?le GalNacT-14

(cat#; o|*&?BP%%w6é8°4"&|_FB d bﬁaléfar:'ﬁ %eﬁefﬂf# @g&@%B&ﬁS‘éﬁr@pG%% and GAPDH
(cat# 27!@@8$S}3rrwenoe enhetreed | froeciprdhed Pobbpteng (Foabsdadcty,0qa) .
cells were subjected to sel ection with 2m crog/m

n transf ect.i.on pr ot ocol s.
Imun%regggzgﬁxson, E:e\lﬁfsetrg;% :i 73 nd Eﬁd

AehkPRSE: 813’ Dﬁ%cq/vé*ﬁée%@rlgﬁ@d *Eﬁrl%%ﬁma@eﬁl -DR4 (3G1 and 467,
ATCC Maayet (N, CO)-298i agd tdrei rDRS APH3 etzacy seleesidOMo. 12534, and

5C7) rﬁ'&rﬂot::%ﬂa@ andt@o8LlLGt £ ;SRONEREES VB St Si, CE@L.J:\IAQI-IS-:L% receptor-Fc
4

T e NN (i

antlb%dLeS(Jf& 6)° (BEFPHNOIAE) t8¢ GRPRINTRASL (DLSC, grere conjugated to
agaro@CATAGAT CRGANGAGCHTxad TREBE8id ¢ =33@) P](L@E@rhéhﬂ\@loﬂ7k1t (catalog
numbeJ_Siﬁ@bMCf-E'oa @garceS Thm%EATEM)A%%&T—@ES 3H3) monoclonal

antibc%& g 7 §E D; %ﬂ&@ﬁg:‘p f6 g’%)’ ) n(géécl Bnnmopniﬁlpltatlons,
were %‘J]O'EE]I[!.XIGHZ?% ussng %&CE@G& tigyiptign: le GcaZ:)alog number
21217)( SE@W@@.N@ EQAG—gpmag@zﬂTR&L was prepared and cross-linked with
antl-@éo%w%@rg@mg@rﬂggijas?’t deé%&%%[) (k@sc@ﬁc)ﬂs' F&Lﬁ?ﬁl&:y, 12:611
r r ranae onu 1L.de
(ZOOOVye %h@%nggé%qgag?sng%y hcgangesg r:tav::.oul\lﬁélc%es? :ﬂoe% §?r ApogL/TRAIL—
FLAG f| na?ntc‘oﬁ]'cpegnt HEF on2%Alvess nMHiSFhEe h §P1FN¢\ siTRNA DR4/5 DISC
immunghypt Exdst bgaiersdr iaenion <l ap geirengersequaenee {Ehathalorkcept that
anti-DMAS UER0 as@ Canrti-Bks Celchs %ﬁ@c]tcfn@ﬂSfaﬁngﬁtgilggl Nbre directly

fect 0 (Lpvitrogen yerse ransfectlon .
conjug%m_QQ € %QJ&S@ leaderp lﬁnmglgo I)eeﬁl l&ﬁ 13 t th 357 el Hreq?- Biol

Chem. |ZBPd19§PF{l\£&°85HpI exes. Concent rations for L| p

WB: Sxfctettisn@200@Memerasseeedt he dranlfiaplatedr’ Bor RNAL knock-down
experide@t HCAe11 Al 1&Fe 4@*&51{:&@ upati @RrrGRLE SsaRE RaLVest efhiiowea by
ApoZL{&%E\%fE%?nad )ééfl §4 AIfQCUQ:%teegn :Lcapec{ ep%gg? nagttlrt]n%r,racells were

etop05|de
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staurosporine for an additional 24-72h for viability
assays or for 4 , 8 or 24h for Wstern bl ot anal ysis.
wOonh7m22ison of o gI ycosyl ati oxi with Benzyl -aPGaiuNE®6/031785
eoanefPLO308 O3\ RIRLE SR Iy LG, BY SSENCE Olotming pyorontc 1yass
butfegof %Pt mt’lh%%PEﬁ/ePPé Tr8pl ' 8Y ¥t 01 96 mHeyClpl dt e, ERfA| gwkd mM DTT) . -
For ehohagimele f00hg2drdieth SyasMabbLrattd | dndef :EehﬁcprligﬁS:aH@ﬁ;l@Bs on 10%

or 10LB§, 'gﬂlgkijbérttorSDS Tglﬁ¥a¥\ﬁf1§m1&¥e%e§£ ' rﬂHtQL egr c]:o n:.tra:cellulose

ncreasi.ng concenptrati RAI L aS|n
menrgiies 33%?1 PR COSaTED T % ‘Q@@é@mswam IPEETAFEI PR 1h in 10%
non- fe | Neld T Peudatn FoGhddc Py 3at Hanbraubpticex pi bis silen fhelmtigy primary
antibweled : ag6as sadi hasguenti bativsay RT: RGR uskany siwidakski-caspase-8

ant 1bd@F MR, 1to€§hnbﬂé{%éngég)an%ﬁé@t aL&V%égpan%fg QQ{:&% kb 288s  (1:1000,

he housek pi e resu
MBL) ’eﬁagfb £ s8 laglcﬁ ﬁbn}?cfdg’ 31 2] ES’gﬁaGlebg&Fbe§aﬂ°h2t B@F} -DR5 antibody
(1:50py |qu4rﬁr 8beIosEt AR lieaTGAPRAL T1120q.cGeka Cruz Biotechnology) .
Membrkisd}0 2264 8Gadiled GIibd) timéal MNAGTTBs (Lad #5% Tween and then incubated

with tk@QQQ&@%&@eﬂ %al;e %QJ%QE' iﬁqgﬁt ? gﬁ%%)i Q/gecr ary antibody

rchased fro I ed Br osyst ens
(esoph g 8p?d§c.fsrg% “gﬁ‘ VWS EPRE 5t ’FFaI“%P%d gt flve times and
develgpry HHdres enhwlmes&nphem&@@;ne(sza$ (RTCC Aveedsinbnaib. exposed to
KodakHB-oh22 56 ms. anti - DR4 (3d and 4G/, ATCC Accessi on No.
PTA- 99) and anti-DR5 (3H3, ATCC Accession No. 12534,
F1 and fé) ngnocl onal antibodi es were generated at
oW SERBREREURACY RB21XfEPAg receptor-Fc fusion proteins as
Surfaggtexgeersioaned tDRATYR GAyikndeamttiorDRBRY 567 ) DRFOMEE | Bnakmined by
floredddnicboglit@Sat ddS el T QokPTALNQPLEN| Qbirﬁg g A& AQQ&H/I‘T%WL cytometer

(Bectal %Qckmgg mw%ggﬁgt Og %OS neg Eg 95’%5% 1 cells,

. ﬁ? or i ti on cét g

ransigeds W“r‘aho BearES SHTHE® ot JPRe “(e’ge; jeadn a?ﬁttnhlfbw/ml primary
antlb‘é%ls}@?rdﬁ@t:i@ﬁé] andihddhesPREsed & orousaTigfodetteol i o ibody for
1 h at BR4/ 5cdinsDhete i Hmiﬂotﬁfs@léﬂ Pivt &t | BHXS , ande@ien 1ncubated with a
fluor@éc%&hnwf‘f‘f@d éb%'}[@at%é HLI l}w L’eco%d%él ng t‘rﬁaagy (Jackson

Lab %p cat al 0g nuiber rom I erce
Abor eI TRAFL %ar%lnplaépﬁrcéd AU CF8st T‘?’hl@é‘ﬂlﬁoﬁetihby “Flou cytometry
using gh FRCECAGH I EbotlpyMretesi gma) as descri bed (Ki schkel ,
[ munity, 12:611 (2000) ) . These experinents were
Caspagé)lggs _previously described for Ap02L/ TRAI LFLAG +
LAG, DI SC anal ysi s (Ki schkel, &r a) The DR4/5

‘ CaSpaﬁ §é  MATAGPTEE BiHe Ffﬁweéxﬁ*ér?7n€nf% ndoofufagpase buffer (50mM

HEPES gt f7of neld 0asM desér | Yed, sexcept IaEDEMt i0- DRAHAAGHAndane mM DTT)
contaffihy- DIRD (1BC7Y£ HMOGhMQeﬂﬂlﬁé}Qh@@ \N@[@V@L.ﬂlﬁﬁt'ﬂctuflty was

measuz%y]hy&qggguglg M 9ﬁ§ 1E?£cag%g élmgu%pc%g 4%)(4? %%%Iéagn FC from DEVD-

wee ugnd o e e lgr | B2 Beﬁéresméﬂorﬁﬁ?tee é@d&%euwnstwemode end with the
405-54] Hildger Rerir RNGT Kirec Rsehnsnerx peET icaepas®, aceltigywep eng of total
cell breatiad (Widendixfier esdcrstfVASaEOKisdBhidf old O,We(i)fb)éaspase buffer

(cont Q2L BRA: pkGb-24cy 8 or 24h. After the indicated
periods of time, cells werewashed in ice cold PBS and

lysed in 1% Triton X-100 containing hypotonic lysis
Carboliydirhes ap2lysil ¢HERES- qHdived DREO MM KCL, 1 .5 nM Mgd 2,

MOHOSE]CCKMl@TAC&&Q)SltiM D-lo-g-) CHOFgélle-@.QPJ.v%@npbl@S 4Q7agg obtalned after
hydroX SQ%EI i % SIE‘Rar tzd und?rtlgeedgfl Conﬁ%%gé%afé es wasocarrled

I én yacry TR e ge
out oy aans]PJé?nef‘o BFIPTL"CF of#&q uﬁo%témrrélﬁh?%\néb@h( Senfcaere® aHg¢n-exchange
chrom:Bobuaity) coypd efenbr andsedameiraaitbat edtéarorlh in 10%

non-fat mlk powder followed by a Ih incubation wth
the followi ng primary
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anti bodi es: goat anti-caspase-3 antibody (1:1000, R&D)
rabbit anti-caspase-8 antibody (1:1000, Pharm ngen) |,
WOoRuE@2A5Y7 | - caspase 9 anti body 5B4 (1:1000, NBRET/US2006/031785
Anim !'Lsabbl t anti-Bi nt i b (1: 1000, Pharm ngen), rabbit
- R Ao aﬁ??“r%ﬂé (gf“ Cayrran) or goat anti-actin
Femalanﬁ?b’@ely uge) hce Sahe alGrhgen Bhadtowebmol, 0893 .Halvbohr aBeSUSA) were
acclimefed Waslefledtevr 4 | dfialv kdusTBS ta&l@é% foreen nﬁﬂgu%nh% 1 week
e [ ugat e
beforla i‘él%@& gn‘@x&? tﬂ%gggeﬁ%ﬁg&# Y&%lpg ?i&eggggﬂt Broc dures were

Lnit ri ant |
seproptst Byooitedha et SR GCIE L)
Mice gene devetisped usi ngl@nﬁaﬂcé@f cher/hgnienegcericag0f EQLp-1 and RKO
or zoAﬂﬁﬂSﬁaﬁ)llﬁ,ﬂndeé(D&Z’Seiﬂnlt)@zdﬁ@ﬁakunahoﬁalbrf |c1aﬂ§1noﬁ%g0¥‘élls (American

Type Cdﬁtl%ﬁ_‘fet r(yélFAgéo%pal ﬁ&l\oﬁf r%ég&?e(fn%n %(pgzgzg’eSI 90 10;1: tdh% TI\:!LF digital

recept ors DR4 and eterm

Callp?’f oF"é cEWEE- attiUeT e Q2 LRI A 15 i7E (tli"‘,&CSf)orE}%}rangDaF Fies length)
(B=wi@g)i’ biinct | pwory txsacket a( BalbtwenoDi-GkP ns@N0 mn®, mice were randomly

groupédMRHID Citeatminty aﬁyﬁiléﬂkre%arhnieﬁrlgﬁeall&:l?p BANehi BSNvdhicle or

GRS, (dof gtsd N.ipdigated si RNAs for 48h, were
ApOZIxst allnegl Ovmﬁélﬁ{g% }% CEp |rr§ry%ant| body, 4Gr (anti -DR4)

or 3H3 (antl-DRS) or a nouse 1gG control antibody for
1 hat 4C. Cells were then washed with PBS and then.

i ncubated with a fluorescein (FITC conjugated goat
anti -nouse secondary anti body (Jackson Laboratories)
for 30 min at 4 0C. Cells were then anal yzed by fl ow
cytonmetry using a FACS Calibur flow cytoneter. Caspase
assays. Caspase-3/-7 activities were assayed at 37C in
40m of caspase buffer (50vM HEPES pH 7.4, 100 mM
NaCl, 10 % sucrose, |mM EDTA, 0.1% CHAPS and 10 nM
DTT) containing 100 nM of the fluorogenic peptide

Ac- DEVD- AFC. Activity was neasured continuously over
the indicated time by the rel ease of AFC from DEVDAFC
using a Mol ecul ar Devices fluoronmeter in the kinetic
node and with the 405-510 filter pair. For the
assessnent of caspase activity 20 ng of total cel
protein (Triton X-100 extracts) was used in 40 m of
caspase buffer (containing 100 niM DEVD- AFC)

Car bohydrate anal ysis of CHO derived DR5.
Monosacchari de conposition of CHO cel |l -derived DR5 was
obtai ned after hydrolysis with 4 N TFA. Anal ysis of

t he rel eased nonosacchari des was carried out on a

Di onex Bi oLC HPLC system usi ng hi gh-performance

ani on- exchange chronmat ography coupled to a pul sed
anperonetric detector. Animals and s.c. xenograft

studi es. Fermal e athym c nude mce (The Jackson
Laboratory, Bar Harbor, Mg, USA) were acclimated to
Cenentech's animal housing facility for a m ninmumof 1
week before placed on experinental study. Al of the
experinmental procedures were approved by Cenentech's
Institutional Animal Care and Use Commttee (1 ACAUC).
Mce were inoculated s.c. with 5 x 106 cell s/ nouse of
Col 0205, DLD- I and RKO or 20 x 106 cell s/ nouse of

Col 0320HSR human col on carci noma cells (American Type
Culture Collection) . Tunor nmeasurenents were
collected by a digital caliper and tunor vol unes

cal cul ated using the formula G-G (A= | ength)
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(B=wi dth) 2. Once tunors reached a volune of -150 -
200 mmB, m ce were randomy grouped and treat nent
wadni7resitser ed i ntraperitoneally (i.p) wth vehPCrasSeme/031785
%%N&% 60 ng/ kg/ day) on days 0 - 4 .WHAT IS
SA met hod for predicting the
sensitivity of a manmal i an tissue or cell sanple to
1. A ApoRl/ ARAbredieoy ikhé ngntheiviteRE ofnardbl Binnt 0@ or cell

5&, FA 185 USonRlh: £8] xam ni ng the tissue
S AP egjt tgigpé%%uogn of Gal Nac- T14,

ObtalWr %lrﬁamgli B EHOMeof SEMY @BPNBic- T14 is predictive
examipingt thaitdssysssnecdl wwpfe tosdapics pxorsentint PfCalyac-T14,
where &0 @RbOSIsS oh RAUEH 1T caltadcviriy 1@prQEHV-ER&I1&Lt. sdid t1B&ie or cell .
samplgﬂa.\.tshgg'lsqftlge %'on&p‘]op\e@gse Hd&éhg aet?f:pl{fgéﬁ 09 rh. %EL/TRA L.
-T14 1 s exam ned detecti ng Xpression o
Gal Nac T14 nRNA. 3 . The nmet hod of claim 1 wherein
2. Thggleghek ofesisiiont obeinNgeid t4ressagamiin@dlNay-T14 is examined by
detect ifguatddest DEhem Gliyc-T14 mryEhe net hod of claim'l
further corrpri Si ng the step of exam ning expression of
3. Th e’th[df DcR2 receptors in said tissue or
+ The JEFEE 86| ‘é al% PR ITeE T SOPTCRAPIOE GHAFE: T4 8 cgmined by
tomunefi sgettiend afmy- e conpri ses cancer tissue or cells. 6 .
The nmethod of claim5 wherein said cancer cells are

4. Th@%@ﬁc%ifolfCclalw'rprfggghernggmﬁ:qgulg (t‘:ﬁelst NGk %lergl%lhg expression
er, colorectal cancer, Ian na,

n or

of DR4’h8§%I‘r PERF o GireD Tl FEoBPoF SBUgA L% ELesRe gt gL apple

i nduci ng apoptosis in a mamalian tissue or cell
5. ThSa@ph®| of TIPSl RYetditr SieRe Of (ceODtRBINPLHGoRpIRBBBEdnaBr tissue
or cefligSssue or cell sanple; exam ning the tissue or cell

sanpl e to detect expression of Gal Nac-T14, and

subsequent to detecting expression of sai d Gal Nac- T14,
6. Themsbarhgtsdisdmt §8aesior seidl FanearpPel soatm behérsetive lymphoma,
non- seeTBUe1 101 urAp e2hdekRAtd1lon8cancihe drbhadabf caikat Mmélanoma, or
chonaMet&l s&iid exprigssd on of Gal Nac-T14 is exam ned by

testing for expression of Gal Nac-T14 nRNA. 9 . The

nmet hod of claim7 wherein said expression of
7. B OEFRER FPL4AECBeaAPIRE@ShY Ionfruttonk stac histAust ey celll rample,
comprifieg netehetkref ofd ai m 7 further conprising the step of

obtair@haNd Maﬂgaﬁ)éﬁr@:fs%hgrbxofceﬁl?@amﬁ% DCR' or DCRZ
r.ece

examlnln? &ooisslﬁreagﬁlc.?lil Sa%g?%oc;alg%tetcltsgx re%s10élePf Gg.g q 514, and
Subse%ﬁﬁrﬁ%eet%ﬁeerexereﬁenO?f eeid gaipyar-fr14, FH@O%F@Eh%ﬁ&doFlSSUG or

cell spimpilentblamiegrredtivsadntbuoangerpeal/IrBATr.e pancreati c,

Iynphona non-smal | ceII | ung cancer, colon cancer
8. Th 911%%9' 16aNCer gla or chondr\(la\igI co
e r OSSUG c f'ém :fzﬁerelnt ﬁ%l 01'{ rass:Lon £ g.ﬁ\lel r@alélal % examlned by

teStlrt?efEP% SFPECBRPOFdCE B3N TS FB®R § ve anpunt of
Apo2L/ TRAI L pol ypeptide conprising am no acids 114-281

9. ThOheFh@UERE c]lalm 1A ynérdiBt bogy chpltersgﬁtgrl RE @h1gthsofdets idlaRined by
1mmunéi[ﬁg¥@éhem as an i mune rel ated di sorder or cancer,

conprising tyhe steps of:

10. The method of claim 7 further comprising the step of examining expression

of DR4, DR5, DcR1l or DcR2 receptors in said tissue or cell sample.

11. The method of claim 7 wherein said tissue or cell sample comprises cancer

tissue or cells.
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obtaining a tissue or cell sanpl eI from Zait d tmarrrral ;
exam ning the tissue or cell sanple to detec .
wexzpmﬂmmisgn of Gal Nac-T14, and subsequent to deCeais2ovg/031785
12, BXPr %§§icpn of. sai d | Nac- T14, administering to sai d
e ranmal an cof Feel Ve VARSIt SOF $RTSE/ TRAFLarel BancRatic, lymphoma,
on- it HoBebf ePaicarasr whelsi pasaid @ipressilotiebr, melanoma, or
chon@xdegcerkl 4ells exanisees. by detecting expression of
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18. The method of claim 14 wherein tissue or cell sample comprises cancer

tissue or cells.

18. The method of claim 18 wherein said cancer cells or tissue comprises
pancreatic, lymphoma, non-small cell lung cancer, colon cancer, colorectal

cancer, melanoma, or chondrosarcoma cells or tissue.

20. The method of claim 14 wherein an effective amount of Apo2l/TRATIL
polypeptide comprising amino acids 114-281 of Figure 1 is administered to said

mammal .

21. The method of claim 14 wherein a chemotherapeutic agent(s) or radiation

therapy is also administered to said mammal .

22. The method of claim 14 wherein a cytokine[ cytotoxic agent or growth

inhibitory agent is also administered to said mammal.

23. The method of claim 7 wherein said Apo2L/TRAIL polypeptide is linked to a
polyethylene glycol molecule.

24. The method of claim 14 wherein said Apo2L/TRAIL polypeptide is linked to a
polyethylene glycol molecule. ’
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