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WD 2007/ 022214PCT/ TIS2006/ 031894 ASSAYS AND METHODS
USI NG Bl OVARKERS 5RELATED APPLI CATI ONS ' Thi s
- _application clains priority to US provi sional
WO P18 | on nunber 60/ 708,677 filed August RGL/US0H31894
and US provisional application nunber , 60/808, 076
filed May 24, 2006, the contents of which are
i ncorporated herein by reference. 10 FI ELD OF THE
| NVENTI ON assays anheTHOME vETeN8z@aserisbed herein
relate to nmethods and assays to detect bionmarkers
predi ctive of i%éi 't d mmalian cells to
Apo2L/ TRAI L an or agoni st anti bodi es.
Wise apalicreiraclying meioriFente offs HyerEHiand’s arelitesion nurber
60/708 p@Et’hotig e@nduassayss Whila detiedts rnploetailopsl asgacicat 6 number

GO/SDSV‘d'?tthiﬂ,% fza) Nac- 5-056am:$é/ Rhehhot & %dﬁ“a‘%ﬁ MPrporated herein

. by ref@:!’e%%p‘:t ive of sensitivity of manmalian cancer cells

02L/ TRAIL or death receptor aionist antibodies,
such as DR4 or DRS agoni st -anti bodi es. 20BACKGROUND

OF THE | NVENTI ON  FIELD ofapimyviNmemds and receptors -
hel eRgi-RgodD dEE&lﬁchﬁrQ{erQQQ rRshise frachamnold NEx assays to detect

bmmar@r@egre%@u%ehay Qseelvaa?%tf' fdgd 10, tchafe.r 2L Aﬁogﬁ}ﬁg and/or

death arrongo such lgands are t'unor necrosi s
2 raraﬁﬁ%*% aﬁh?ﬁf“?recr J=7% PRECIT Det atI(e ?Nﬁelﬁét’%“ herein

relate o‘r:o F‘?‘?ﬁ?ﬁ@t GR‘?‘ nagtayRa’ w}J.J.CI‘I. yqlﬁyﬁg’g owt¥pchbgsn associated with the

GalNac{T" [fdmiigt af ) proCbB0: 25idH gandpre@D2Avki ganGpsEM0ty of memmalian

cancerldeg@Qdao EX6AQThA AR, qeder] BB ':ét%@nggonkg%tlb%gges‘l- such as DR4

(al, %o referred to as Fas ligand or

I , Irgand (also referred to as Apo2L or

TRAI L), Apo 3 Irgand (al so referred to as TVWEAK),

APRI L, OPG |i gahgkdralnsm [SENEDOMS RANK | i gand,

@E@uwmlgﬁﬁﬂcﬁ}ld Q&@pgﬂé— 519161@&1&9 e&f et adnt o ®*¥rogis factor

(TNF) g%fyéfa%k:z[: hgrj:re TBMK) §E19f‘ eg 9n tﬁg’ hggtna2| :ﬁ%lacgel'g among such

liqand eei_yl ew, 420- %3 y Ashkenazi and

SERCSSEF BNCEST ﬁfri%“(‘fs i i”fﬁ‘@sj TNRsﬁrP‘é‘ﬁa?zr CHPRF BPSHopis Factor-
beta ((§HFrbet@i Ar CeFPh@icsin-alpha'd 551 a0t 2000etaGilkt-8kb"), CD30
ligand,Cyior7 Bigehd, GheB50:553, (29%0) 1Ydddach; 1@yuaga:me LIGHT, Apo-1
ligand Ref el eRGRyrAC a@eai—, Crd¥ q&eandZQ,QO co$Aa8 -

referrelﬂo%gSLl y t2 4 487- %Ol é,atlg 119311d {also
s %Peoa %5“%%%3 b‘b%? (%12 %feji L4580 AN g, |

newas, G g | (a19q, anerep o S940HB Ham. RohopT TR yan -
1 (alsireferredEihe, a8, BlyAUASFY . or TEABBO (5868879.9-Pi btlikepezi, Nature
Review,ak:4203438i @bo2)Ghasakenddil &261&1:1&2 ef k99631 - 1Wd~&‘$oret(199a) ;
Ashkena@L anci %ﬂiﬂ'tt yCué: 6-1§82Céll9%§)31 Brlqv\@éé’]gsgt (?dom ; Golstein,

-.090 $ age 6t a ture
Curr. 80 %f 57{59392( o8 '. gl Loking  Rergsrenc a far_il_%nlc Press,
2000, BRYSY: 37D 72%%—?‘81@[1 LV SR 41399501 M&P8%)er Fruss and

Bower, ddflogd. ,S55CARTE-23BIDI (1998) 525:&1512:3 ¢t19‘=918), prdf) Natl. Acad. Seci.,
83: 188100i%h$pofebr£ﬁeeata1a| EurBl@| IR , 12788932 ) 32410; ot a1.

io 1 n i 8:1 1
” . )3§ g%ézl)“ V0o s/ Z%ZEEE%?N 9o VP F@g 1%98 gER e pre-ses
11995) 1 &a% *SRed" Bt obe 22 ﬁ@éé‘e 3189%{*!1&&5?.%&1 Nature,
357:80-RRy (7992090800 \BOIGE6RT  AkbLisheE| epewEry 285, 2605263 WO  97/25428

publishfd 99@)y 1Shu 1eb7al Marsderd edtk oyt e cBiwl 51065, 68G25-528 (1998) ;
Chlchepég&%gé’etsqﬁnelﬂ%ﬁ e&heﬁll ; ’2'7“%. 3@5@; 3%@ 19%%9 ]H7aﬂe 1671-_5@.1 , J.

TExp. Meg%,g%%égl%gyk@%glgl(l’%ggg)ﬁlglmg}fSé%%pub?lShed Ju(i:h 2, loss; W098/46751

publishsd Pricppe PAPCIPE52 B0 0SEE0 4Pl shed Necti 8AS%f Moore et al.

scienceyaR§50@60-GER | (1%M9) F estponrsesl nedi. atedobytes ghi TNEs: 680 (1999)
schneiakanddl Y1, gangg i Bed yPhealiby7inbE | abesh byutBldnyay et a1., .
Biol. Cpﬁrdr %ng%pﬁgéﬁff Gy )5 receptors. Sorre but not

am

i gands” bi nd to, and induce various
bi ol ogi cal actrvrty through, cell surface Meath
receptors" to activate caspases, or 5 enzynmes that
carry out the ceII deat h or apoptosis pat hway
(Sal vesen et al.', Cell, 91:443-446 (1997). Included
anong the nmenbers of t he _TNT receptor superfamly




10

15

20

25

30

35

45

20 Sci., 88:2830-2834 (1991); Goodwi n et al., Ml.
Cell. Biol., 11:3020-3026 (1991),; Stanenkovic et al.,
EMBO J., 8:1403-1410 (1989); Mllett et al., EMBO -

WO Z07/0821063- 1068 (1990) ; Anderson et al. I\Ia‘qufi’"és20“'5"031894
390: 175-179 (1997); Chicheportiche e , Bi ol
BYERTIOD PS. YORPPS 35904 08P B efh%le‘i b§0|83%1%:eTNF family

ligand® 76 L¥0icklBy (H88¥ItedPhn heinl binddpy divc €PeSifEc gagilgrgeeptors.
some, HhIO%8}; aiSherirdaan?y 1efardb.hin8cienced #R%7e 8B8i821 biclogical

actlv::.\‘g}égt.%ll G%EPeQJelll E§@&§Eé e&ea@h rec]eptgﬁlsp’ ﬂgb‘ictlvate caspases, ov

1170 ters_et, al
enzymey R asroE 6T 587) St ST o SR BT %ﬂ’ﬁ%ﬂ et ol
cell, (91949@)44%&:1@% ni~Erclyfed Prpd. PRgISTORES P INF receptor
superf&di16216erfi2 Pled 99 Bhte vOreBUINGRL € tTNER2 , E@Een@@mz CDZ’7 OX~40,
cp30, 8]:74% 11%&!1\{14151&3( 1—31852)) Yerd¥sd wof 2t heses EFcieg el (also referred
to as | i_)&lgrer%h%rs a¥s ar]%prre a ¥Bi cal x5t EUSJ& Uh@uﬁfnﬁo 68%1, porz,

surtacétecép tors in

t
cotecptaaASTENHTG Tl TR PRCAI UFR T EETEhSS TnPFe B TID (oo

‘e.g., ambkdéregnd . HatupealHeyiews. sl 4BP et 38r o2&PRS IWF’P\E@“a ana bixit,

Sciencd | SNRSPEIBL R anebsd) Rt Amhhxﬁl_ atradonsicn. cdhe Opin. Cell Biol.,
11:255 eggor QE@JO'}W @l1 PO, %GnOf s yPi calsNFERs GeBYaiwas1an, gztokine

I

104:48N4p2 té?‘?ﬁthSGr%Tﬁédl ?‘i‘}’&ﬁd Plaogr r By 31328a%%\péwfﬁ)OrH‘DhmE”:‘ ot
al., JTRAL4L wasendentifiwed7savet allspenr Sragchaas atnehbefref. Natd.
acad. tde. TNg;fanylinsef aybeki nes. 41'5,@63 ep@bLishlid eyaxeh 20, 1991;

%.' : 'g“h“méex 0 6%?99&)19 a1Pidit ig1€l @ha, drizsr (1990);
Lostachgry| et ~—3271~—]§gg7 756 9 9
o 5 i g ST SRR A0 100, U0 STTTLOEE MO, e

Sci., PAtHO-BB32841286 / |§99@§.n8@'§t Q%GFM—@%’ -11:3020-3026

(1991) f Wilhndodgid nakl veEBBYWe NCcE 1403 NUABN LAPD 2L MTRAEL ot al., EMBO
J., gpméépfd%ta' de1ds) a 28keAsnNOeaCiA .| ONGirudy,pesbd:175-170 (1997),

Chlche%ortl m%r agepr‘pt %’1 1. rsg: Ceﬁ’}ZSBg&H. MQQUQEQQ] Pan et al.
Sol'ubl e-formof ptide 't hrou I‘g] cheridan

Science nfiiﬁdtlllcllcsl é%@e i ?T]é‘lpol%ég‘ﬁ d% S %%(tsllgc Pl afe™

ét alredcommqeMariarfiises2igl (1997 (eofi-Espesti ef3Alpp]1J228xp. Med.,

186:11€4.9979 ) (12 ENys atdtegs aphiat. Stoudi ewiof. ,sak ubBelfosr nE9sGf ; Tesuda

et al. Apggﬂt/ TB&! 1139—31\-/4%8"(1997@0”?&&3&1@[3_' GtSET UCUbE, $=01] &cad. seci.,

94: 621% 6&2& Hés o r S5 Em?sett 21 TNErgraﬁ%geOtzqge Jsg[ﬂv\ggssv) _
mmzzzamﬁ@ﬁmszew BT FHACEEZ BT FHRGEPicenhErgpeure of

cell abunfabemumeteptotd : 258<1264nd 1998)rackbivgRol saprgrgratbrane and
intracé 1ul aMNotddh EnsSt kuCidiradhe Bl 0z@g¥outl hO&4B-=(1P98) ;soluble proteins

1ack1nwn%ﬁ%fﬁ%r§le ’ang 1%%@ églghfayr d&%az.@lss @ﬁ'é]' e(xgp&Q)Liular portion

unleot

ot voohi FORAEE I 6 S Uel SPre Py S e e siote
cysteipdymdeh cipseinisnéCROSS i direst{nmt 5P 6HRS ﬂ“ﬁo‘ﬁemuéf each
shbURbind Refdieehordtasi ARF-RLt O ESRAEE veEOotEHmaf @dasgianel vears

‘age as‘atao%mﬁﬂ'd oEhete t-he %laﬂ@lybb@dbﬁg)khﬁeé meed and. of Orwitley et al.

Immm15¥l rr%er57§t6%gl l(ﬁg%sdan%m@{:o' QﬁGIa(ELaJ gct IE.#:]F éﬁch@ﬁym’é%t%zssv 12690

(1956) 578 208352 20687°170699) 051 T2 e PapbIrEn THe e 2020 ©°
Patent| fiBEalIfN estiwst SApTRbET RAI Bﬁma}y pFay faltoleastlp Hafjive sequence

human hﬁﬂiﬂmsﬁﬂ%ﬁpﬂldﬂeaié QN zel ndiddidegd angi MwBAeIr transmembrane

protelgkse&%gsc&%l%h 9)% ﬂ’ljgﬁyé'@t ngtlﬁratlhgéfdb§e[§§% of thhe, polypeptide,

through Y BH 6t Cja?a"agmﬂfo E’F% @Oiﬁﬁepgéﬂe é?ix"("ffj@ (“&a’é‘)“"F’%"‘% Maziand
et alat dal Cell. Hep..  MFd221-P89: 13%F) 1353°F1599 °9r%‘ﬁ“(j é"Fudles of
solubldl £ormd. oEX@oZﬁ/E[‘i?.AILlﬁébreiﬁ)95 Hot@8r (+2000)dtruSoirabkgnilar to the
structﬁ?%#"‘%fohﬁié%&é@_@%' L.have glse:heemyhopant ed 10, Molec. cell,
uce apoptosis 15 in a variety of cancer ceIIs
i ncl udi ng colon, lung,  br east , prostate, bl adder,
ki dney, ovarian and brain turmrs, as well as- .
- nmel anoma, 1eukem a, and nultiple nyel oma (see, e.g.,
Wley et al., supra; Pitti et al., supra; US Patent
6, 030, 945 |ssued Febr uary 29, 2000 us Pat ent
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Apo2L/ TRAIL has been found to bind at |east five
different receptors. At least two of the receptors
whi ch bi nd Apo2L/ TRAIL contain a functional,

WO 280702221222 14PCT/ US2006/ 031894 cyt opl asni c. d’&&t"FﬁZOOWiS%
domai n. One such receptor has been referred to as

4: 553‘5I3R4(1—°(9£hd g etnat i v sy TR ‘383 TRAI (ERP) - (Wagkelsapava ot
Bdture Sgtirenioeal 271 ddy,- 813461 0P8p) ; Swecdlte0eW\B398/ 3A886ristxy,

35: GBﬁléQh ;-@tgﬂgé’} yul %ﬁQ/Tﬁggs’myﬂ&gé@@ﬁﬁp @Q&il%hﬁgnbéﬁi Yowever, was .
u ILsne
found %(5’03%? GT%JEngp ubli 9 pelée I ugﬁ1 Dﬁf%ng%(?@ cy%%%)é rgédues (at

| positipn) 330 195 %%éué@%abugt thy Wflm%é soggrenpordingeg @ =inc

atom, Qepdbekaty, tiR)02incarid ey, B4 21 @88tarys U Januer ysig®ility and
blolo@.QQiZ)act:Lv:Lty Anabiedz stiGh .| eGeph Oeoktdr AP/ TRARKoL, Chem.,

275+ 2@5 po%gg (ﬁfogf)red to as DRS (it has al so been

altern |ve referr to  as TRAI L-
Fearts oot piabor ot He LB AR R gr Rplh gy prov a rore
in m%f@eesw@eg modsh@?qoaarﬂ-néf-ucwng ageleREe, disFasgsy Ssils-agziheumatmd
arthrit1997kes Paa.et, ahopasScetengle, 27.7:8kbrBl8 (LB9WAP5-2200 (1998);

Tohns D28/ §ﬂ-79%§QMQ_Ianhﬁd5E\D-\éQHbﬁ9939; &998:+nWA9841A16239 mxp. Med.

t 24 9 eat
gp 6%@ gr %@%Zgﬁed 1%9 %9&%183 %o'b)ﬁ
67838615787 f@@ BEveaplso Ra%ru Ferigie: ?Océnduce apoptosis

in a 1Varli4iv 148 EI8SE) ; ceWB@.8/ M@él%mqlshedlm@ushrezet: prostate,
bladdekd IRiarlElB 824 pUbld-shedufbinbas wdl dODB8lanoma, leukemia, and

multzp%gﬁéémnésjpé@l i SBEd W;l:é gé bzﬁr 2 xjagggltt\éﬂ%g/ Qg65?gupra, us
| shed 9

99/ Q pu I
pacenl 090 AU Rl 0 S TR MR 308 L e o
20045 Fgoger WO 63} 048 7HEUBFT S el Wly 122, (13003; Fppenasi et al., 3.
Clin. 02970331 qaulbsd-Shed (DeceNher Bak 2002:1 WONESHB38@43, 5:157-163
(1o0g)RuURkLshed My, 8¢candB03rssebia 20021 Q72001 1pub) ;i Sffieﬁitanl et al.

Clin. ;&gg%iofe;[is 69%?9 gég%QQB?J}OO@a%&éQ &%@éﬁ@eglﬁgm% (1959) ;

I ssued

e o< obi01/ GEATS2 B bubl P ErEA MIGuat o) SO0 P lggn o el Fros. Necd.
Acad. msﬁo&w%wvﬁebl(?wéu JuFy BivopEOBiicESin0nRYine60HnE models

" furthpubldgmbedkr@et gher./Bhin 2002he U5 20024H0048F35w pbtisabetkrapy or

rad:l,at.AQfll lthgisa OQ:%.'n L@eggoé%é&% pEHlQIJ.J-LSJ!ﬂ‘l%g ‘ls'f!fé/ctgz (see, e.9.,

05/ 01 99 Ilshed June_.16,. .2005;. US
Asm‘e%bs?tof;%l%lprﬁbl%%q E’é‘D Sng 1656057 11 éa]%i 43+ 3p§ncer Bes.,
59:6153561R%d fF:%?ﬂ"ua?Vmiﬂﬁ? eygle: 5‘6@"’64?"@%%3 1\/51)?1‘2"?1&‘“ Biophys.
Res. 2008, US856L0B72,(0497)i:s AT drRS idaiens US2Q00Q5513 PCT Application
us/o01/0366k3,.358xi S&iﬂ;easﬂ\b:\bem%r 4pe? I3 rakdBrbcdhi3, 6BE:t normal human

ce11 1t5RHEd g@a% 1t02%g4)resggé<a%t0% Q%%tbglg epREtR At 01 certain

contain asm c ? domai n nJh be ca abI ? £ al.,
recontgane | fhee il o e e L B o g iear et »
supralpi ndPngt el bet ieerr s ks aaﬁwb}@}@ﬁiﬂﬁmanit%%e@;ﬁcmble form of
Apo2L MRATH iFHERRS apdi@ oDt 1w titrof i herhdigasd)ated h'elm@i,y$)t1'a|not non-

human,Stﬂéf)%E g%egf (bhe.conp! exgfioroegd.bet veens ARe- 2bdRAl kee aiso,

Nagataceld‘lila uﬁesgl:?lcflg,?(;_%s%g%g?g (QOOWSTB\SAOJ:‘] Ie;aﬁgne n.é\/bldectlfnagr certain

recomy gaRt DR&O%{ERWS BEIPFRTgHEr "BFoptBTi st i ﬁﬂ“@ﬁen@gnPF?/Chemlcal

" propedyyes ecmdi thingosivdl actdtvatting tdne dpeptobi Seravst iEtropl cells,

depend3a§ Pags- Bxatdiough Eﬂée pQS@nﬂe derbiHi=eoNtE Al Bgy molecule, =zinc

conten%da%ggr% @h%&rulc%n{ ge, %g J.ﬁegl g(brtr!r t%é%‘&e' Letter to
6 Fi ck al

the Eqﬁjfﬁﬁm?t);&ﬁfz%@é 6(?9“1( ?E %ﬁ S etter to the Editor,
7:385-N8f U280l Biol ., 2:241- 243 (20007

ApoZil/RRAL LhaBaSeehﬁ‘EBu:ﬂcEﬂﬁr besh tax akser Hind diraseent receptors
At 1e£&cetl%%§ £Rf e.creE%ot:Q @51 chC Rlng %&Lﬁﬁglgﬁntm Gh functional,

believed to function as iInhibittors, rather than

transducers of signaling (see., e.g., DCRL (also

referred to as TRID, LIT or3TRAIL-R3) [Pan et al.,

Sci ence, 276:111-113 (1997); Sheridan et al., i

Sci ence, 40277:818-821 (1997); MFarlane et al., J.

Bi ol . chem, 272:25417-25420 (1997); Schnei der et

al ., FEES Letters, 416:329-334 (1997); Degli-Esposti
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5 DR4 receptor and having agoni stic or apopt o.'t_*i'c
activity in certain manmalian cells are described in,
- e.g., NO 99/37684 published July 29, 1999;
WO B07/22349 publ i shed July 12, 2000; WO 03/ 06%255@52906’031894
bl.i shed. August 14, 2003 See, al so e.
oytopimig) Saxch SygAianol Ol 7895 TEFTRLBORSE 1) rerezed L e rorar
(and aChembhiveamais eTRa| o7 TRAFNVL). (P§668E8931=r4@8_3€@0ﬁ)_6 tl1-113
(1997) V@eQ%lQSﬁ@ﬁ@/mBlsimds@acmﬂ@em 219200800 MEF 4l published July

29, 19 %é%%2§§773%a5’|%&'i§9hé¥a)ﬁ cleainal 09320 ¥ 2/ Q3804336168 published

2003; WO 03/037913 p S
rebruzbGS, R°2008/ OFFSEET peEBier s AsE=Apt1- %?95 08 Rjges issuea
octobe? @032 M2O8HEOUP BLHBLSIEE ibgned 172111182@0@ e2d¥ai n
ﬁﬁ‘i&i‘l&%cﬁ%&é@@%ﬁﬁfobaﬂﬁpzbymS&t&b&seﬁn deseridiedp as DR5 (it

has alﬁ q‘%efeg %It"erxg%l%éié ]:L%érﬂalab lt!: SQ'.:.e ENOQ/ enﬂaﬁfL'& 029881~ R2, TRE,

nol 259/7- 26 9 X
veso- i RaVE PG | CRGEUPRY 1%eas, 97 OG-0 (G001 Ssiesse
277:8144gRANdRRIBL Fen, 9 afl -AntSBEEEEt &DRE“(?F@M 114 %?eT&eptWB?a/ SL783
publisi SMpRbESIes 1dve; Growld1eef Ralixwt Beremked 24, 1998; Screaton

et al. Gaé;,_,gmﬂtogst iNabs- Téélgof{ﬁsgﬁi OWR1b£e1SGE Dai,CeliBo J., 16:5386-5387
C 1nternationa ress n B 1ighed
{1957); er begdl % d :Lc%, 'p%gg &3 (9%7'3/203%189 %86 publishe

. August APherPRE C%ﬁ’a’?jfa?‘”l\@’lﬁ}%ﬁb%‘%(?ﬁdﬁfbll shiipe kA 4%“6313““15119‘1

OctobeiND2031 BB7 MBOPoRASs ek iNbyd SamBgY32L . USIPV0 IPOYBYT6 peblished
Pebruaﬂubhl shesd. 0. Septenben: 2Mhed 2603k .11, nismdeind oR/042367 published
May zzgg bal quggg@qggfwﬂgh@g K -QSSer €aGHooY] td b@/d@@m published

ept o e descr e
May 8. U§°|83t ent® 620252 ‘%@69. sg Edngu‘ JO% dzo(o 2&2/009855;
publ i sPET hRe QdrBet 08ur é’%%ovpaess Fr%gt [63s 1&MePhs ‘?ﬁ?gﬂ’er 5. 2001; T
2001/ 0EX0A0E NHE] iekPY geguehn bf TIMe; OPS NBIE /P TivaL kepebliphed July 3.

 2003; @%2Vﬁboﬁh§%l@£h&eb&t&ﬁﬁpbe adoer eden Zohe/0048785 pubiished

april ezég(rj‘:?@(?i or{rs V\E/eol%!l gﬁmﬁmﬂ’s@ﬂdbbﬂ?ri&er Soo8; us 2005/0129699

the tis
pooniabit St Lt 2RISR A L SSHE B0 SRl PRI e 20z 200
issuedgfdtruBb ABOHT I afsPbtid é85UFnMyard’ous® b Bdi drlft P27 tssued
gune sl heodd) vetd)eds, sandiassaysverary Ae F0PF €85isoR4 D625 issued June

1, 2005}3' eﬁﬂlee§R4 nDk@%sG@éﬂ@Qecﬂ- thaddeyi:0k @f&bE&sﬁﬁﬁ did%ttb. domain and

i Scusse nor.na cell

molecuigy KEICRedPsRNPIPY-SHpFRta%E i K & |“5“ﬁ‘1%5§/ 1%‘ert C'EEW%Y of the

ligandf ecGhbiarastalf errmstofe Afote TRBLEX (ASHKERATTC8t A%"ZL/ TRAIL and

DRS 1sSdH¥e@ibodhl7 Gakowtizakt a1SUpbadculht deas, al:se3dseen(1oo9). |
&?c%e“i? tdhagn'?&'ﬂg 35bcﬁﬂpui3ﬂ i gRg Ofrgli sRASedriysBN apoptosis

lndepeagﬁqtgy' g’r Jéet‘?(élé(:h a3 3.vat1 OQHJE: aa?plooposz.gf 111 Qgtet}’r, caspase-8,

Tafit to apoptosi’ s In
througbe?nea@wt#emnmﬁaﬂfwﬁsad&ﬁ%82{6701*%&\|rff‘(- Kenag F2op Mozt
[KischRél akt , al., dimwninyestz:sil-999, (BeMa; Swaidvakt eel-al Immunity,
12: 59951%91”(,@0&@‘1 Bodgaglg%-t SUPr tu-Conaequient |y : 2by-2axaEondrig

€ ] | i f I So aferre o
£ %@2’?@& oha b%%H re% ~£& toSQfg% 81 1f1cp +nEEPIL8Sh1QRs Ofeterred ¢

mar Ker s SSa ne can
s DoR oA B9 ﬂ?Ganv&ugFf%%ﬁsﬁ%/%% R
transdusefeubf | FicasSewsilaee appropr Pate (BFsefpEetegeto as TRID, LIT or
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nmet hods for predicting the %en3|t|V|ty of a manmal i an

tissue or cell sanple (such as a cancer cell)-to

Apo2L/ TRAIL or a death receptor agonist antibody. In

one aspect, there is provided a nethod for predicting

the sensitivity of a manmalian tissue or cell sanple
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in a manmalian tissue or cell sanple, conprising
steps of obtaining a manmalian tissue or cell sanple,
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Cﬂlbp‘ﬁgggﬁ?aé%eﬁm* efeir sai'd cancer cel are pancreatic,
| ynphoma, or non- smal | cell | ung cancer cells or
tissue. 2. A nethod for .i rduci ng apoptosis in a
manmal i an tissue or cell sanple, conprising the steps
of : obtaining a mammalian tissue or cell sanple;
exam ning the tissue or cell sanple to detect
expressi on of Gal Nac-T14, and subsequent to detecting
expression of said Gal Nac-T14, exposing said tissue



13. The nmethod of paragraph 7 wherein said cells are

exposed to an effective anount of Apo2L/ TRAIL

pol ypepti de conprising am no acids 114-281 of Figure

14. -A nmethod of treating a disorder in a mammal, such

as an imune rel ated di sorder or cancer, conprising

the steps of: obtainin% a tissue or cell sanple. frao
deaghi gevhRithval 298%aH MTGPPREYi SS0ePBF THY Sanpf &% o‘*ﬁr10m a
aisdetect sexpresskon-of Gal MagmElder1and WMdease, such as an

20071022214PCT1US20061031894 subsequent to detecting
aUteXQWMﬁﬂﬂ gnsefdasai d Gal Nac- T14, adnministering to said

- M an ive 0 /T L. . ,
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Gl Nac-T14 nR 6. .The nmethod of paragraph .14 :
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In | spAINHestochani-st ny. pkévidhe setberodf fparageaphtitd the

further conprising the step of exam ning expression
sengftPRAY DRS, aDcREWBF LR+ &EDL BF s G5 safd™®i%she of°2th
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or cell sanple conprises cancer tissue or cells. 19. '
tisFhe oretdedd ofmplar &gr dphedig exheres iprs gif dCe e Lée| YRerein
exﬁ%gsgk§§u% %%1 rb%?ﬁaggﬁ%rﬁgtgﬁ di%ﬂﬂ%pqﬁatogaid tissue or

non-smald" cel I'ung cancer c [S"or tissue. 20. The
celnethod «ofi spasagridple 14 awrerceshsamdefcfiegt dvielvatpuaf ofe or

Apo2L/ TRAI L pol ypeptide conpri.sin m.no acid
morg) 49581 of *ERJGFe %%Ei?ogﬁﬁ?rﬂ §Fbré&éﬁ%%HSa?%F?é%$ﬁﬁF?’ che
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- chenot herapeutic agent(s) or radiation theragz i S
exagf Btp@diionit$EEFRAOF 0CSHl of HFafgFSssion of Gallac-Tle.

metheds may be conducted in & variety of assay formats, including

The

assays detecting mRNA and/or protein expression, enzymatic
activity assays and others discussed herein. Determination of
expression of GalNac-Tl4 in said tissues or cells will be
predictive that such tissues or cells will be sensitive to the
apoptosis—inducing activity of.Apo2L/TRAIL and/or death receptor
antibedy. In optional embodiments, the tissues or cells may also
be examined for expression of DR4, DR5, DcRl or DcRZ receptors. .
In a second aspect, there 1is provided the wuse of an
antibody or a polynucleotide to detect expression cf GalNac~T14
in a mammalian tissue or cell sample in the manufacture of a kit
or an article of manufacture for predicting the sensitivity of a
mammalian tissue or cells sample to death receptor agonist
antibody, - wherein expression of said GalNAc-Ti4 is predictive
that said <tissue or cell sample 3is sensitive to apoptosis-

inducing activity of a death receptor agonist antibody.



22. The nethod of paragraph 14 wherein a cytokine,

cytotoxic agent or growth inhibitory agent is also

adm ni stered to said manmal . 23. The net hod of

par agraph 7 wherein said Apo2L/ TRAIL pol ypeptide is

I'i nked to a pol yethylene glycol nolecule. 24. The

met hod of paragraph 14 wherein sajd AEOZL/ TRAIL .
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par agraph 25 wherein sajid expression of Gal Nac-T14 is
binggaon&alic datectPAgleRpr e¥8i B Corotat Nigt- TIAIARNGS that
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T14 ruabhisstsochesi sty of agmaHannethigd ePdpipdgrgphops for

further comprising Lhe stepsof examning o e38loRce o
U545 x, ;achh?%], “or Bc‘%g receptorsamlln%sal te}‘|§ssuece °
Galolaceeld isaapl eeast2dneThepareithodmofl ipar agtlaph 25

wherein tissue or cell sanple covni'pri Sﬁﬁ cancer. gi ssue .

or Cef gourdp aspREt et of PRPAGFaph 29 Whéfefn
met$@id c¢anRees: &elds et hpangrealiicn yephond; ©€lls will be

non-small cell lung cancer cells or tissue. 31. The
senpethoe bf pefRiGeash 129uqhkreitY sHitd Hedter &E8PF oFecePtor
ago%qg!tbgg{:ﬁ?oﬁreg ageaql %ﬁ'tcc ﬂﬁfis@% %!‘ c%m:hm@?é ~a label on

anti bodi es 32. A method for inducing apoptosis in a
saimmMmminicaingd,ssuendr xel fompmrpkeen corpriesibAg t Hetlirepssald
conotfa:iner; wherein the composition includes a polynucleotide that
hybridizes to a complement of GalNac-T1l4 polynucleotide under
stringent conditions, the label on said container indicates that
the composition can be used to evaluate the presence of GalNac-—
Tl4 in at least one type of mammalian cells, and instructions for

using the polynucleotide for evaluating the presence of GalNac-

T1l4 RNA or DNA in at least one type of mammalian cells.
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obtai ning a mammal i an-ti ssue or cell sanple; WO
2007/ 022114PCTM52006/ 031894 exam ning the tissue or
cell sanple to detect expression of Gal Nac-T14, and
subsequent to detecting expression of said
Gal Nac- T14, exposing said tissue or cell sanple to an
ef fective amount of death receptor antibody. 33. The
nmet hod of para aph 32 erei.n said . express of
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and/or protein expression. . enzymatic activity,
the mnethods alsoc compriss examining the tigste or

DoR1, or DoR2 recﬂptcrs Opt:.onally, B
Optiorally, the metheds

and ot}:zers discussed heresin. .

In optional smbodiments,
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detecting expression of Gal Nac-T14 nRNA. 42. The
nmet hod of paragrap’h 40 wherein said expression of
WO 2 hNac- T14 is exam ned by inmmunohi st ochem BeT/ys2048031894
he net hod of paragraph 40 further conprising the
s fueBerafimtN AN, 0@ adocpmesisivon oéth®RAnayDRS, Dora or
ccmprms@%%l&@ﬁ@ PLa:S ibh S@kak blr-S&d1€ s aforC eddoredh on Tdfe ctipirh edlNac-T

mlecules paragr aph..40..wherei n tlssue or cell sanple
nprises cancer, ti ssue or,_ce % The net hod of :
example in the

Sﬁd&i‘ aGVEpAT AATREFETTT SEPd ]afﬁé“e?teéie F's Y67 tD i s§te

followingGRRRpaES pancreatic, |ynphoma, or non-small cell
'ung cancer cells or tissue. 46. The nethod of

2 meu%& %&%&%aﬁ% \é\ﬂge&?é R.AN o5 fi8Cti e ammunt, eﬁss%et b DR

ant | % amnlsteredto sai d mammal . 47.

sample t’?h%‘g’or?rﬁfﬁg‘al"ofco BT HGPEpH=40"SAhet i n a chenot her apeut i c
obtainingge eyl ier- trl&éP'atqroﬁeltlhé?%? is also adm nistered to
examiningatitk fhsEal or 4811 Erephethotkteft: parageiph o40caitier €A, a

wherain Q¥;§&%bﬂ§p oﬁ)étagiio@ﬁl@la@gﬁm :Lé:)@fgch@the +hahizhid QEYs@gefteell

| so. adm ni stered t
sample 50%Pr 005 %éﬁ’?@%ﬁdﬁﬁ?’%ﬁi‘g@ E%WE@ SES%%% TON OF THE
2. The meathodyRBSagraph | wiergusad txprhein afkeNacT BbisicgemBedhence

detect ingf cApupmricoAps- B2l ayantt oBRA (SEQ ID N0 2) and its
3. The me o o\f‘gfr %r%ﬂ]i)v@l%fe% %@@%&@mﬁ%@@al}@cmﬂ% exdhiBed/bl t

mmmohl de position 7 1s used to indi cat e the

eot| base may be a mI" or "S". gur es
4. The mehad ahparagaBinb herHIve IR otk ﬁhaéteg@aee%mafexarem (SEQ
of DR4, PES,NOXE) $0ocRy|feceptryehihiian DREVAAE TS HEPiVed -

5. The mefiBl BEpRfdrebISEAHERERLRER del sEhB)compligesange ttduge
or ce1ighUCI eot| de and am no acid sequences for human DR4 are

repor In P et al Sci en
6. The meaBeencr i 3 Shob B pal et apnsert R e PR
or non- Ssﬁéuéﬁéelff%eaﬁﬁrl\ﬁ’El%S 6F MG DRS as publ i shed in
7. A meVDOBHS51798ion MNoveaber 11 mIQGEiaA tirrs e it grvable,
comprisiSPlheestps icant of human DRS is known in the art. This

obtainin Smceranal %@gégéqtore%@qdfgémﬁge 440 amhno acid
examining’%ngﬁglcs% oxr cell sample 90 cﬁalénat exg:res%ac?nvwc])f Ié‘alﬁag—l’irlg, and

subsequant to detecting expression of said GalNac-Tl4, exposing sa1d~tlseue or
cell sample to an effective amount of 2po2L/TRAIL.

8. The method of paragraph 7 wherein said expression of GalNac-T14 is examined by

testing for expression of GalKac-T14 mMRNA.

9. The method of paragraph 7 wherein said expression of GalNac-T14 is exammed by
immunchistochemistry.

10. The method of paragraph 7 further comprising the step of examining expression

of DR4, DR5, DcRl ox DoR2 receptors in saild tissue or cell sample.

11. The method of paragraph 7 wherein said tissue or cell sample comprises cancer

tissue or calls.

12. The method of paragraph 11 wherein said cancer cells are pancreatic, lymphoma,

or non-small cell lung cancer cells or tissue. :

13. The method of paragraph 7 wherein said cells are exposed to an effectlve

amount of ApozL/TRATL polypeptide comprising amino acids 114-281 of Figure 1.
14. A méethod of treating a disorder in a mammal, such as ap 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



15 as published in WO 98/ 35986 on August 20, 1998.
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mammal. pr ovi des an | CSO surmary chart of the data obtai ned
ance
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24. The methet dgragraphridevhareh Isalk:hAp@@Lﬂd*rAEGmiS)i'pﬁpwddiy lioked to a
~ polyethylest Sflgncle mbbe@pept otic activity of Apo2L (+ 0.5%

25. 2 ndi@b@lzROoViAe:SeI MBS 119k 0% Fﬁ%rrr&&l@?%l%s_ue or cell

s 0 or .

sample @angﬁlog%} %}I 3?’9%%&156 f%g?reltsg%&%glsl Aﬁ%ﬁger um nFBS"
obtaining a 1“&?@“@8‘@? HSEASUFEH iSRRIPY cytotoxicity assays
| exawini) geg &iFsysr ovicred Pl €30 defnvhr Frehrairroif Ehbiadatet

wherein @hpBisBesh iof &nal gaimg-nonibadghid'ise |ypaphoma capceror ce1l

sample s Mgk C8S ko'éﬂ&%%oéﬁr—léﬁf&%é Ik QT o @815t 2GR LD
apopt otic activity of Apo2L (+ 10%fetal. boviné serum-

AntibOdiGBS') or WD 20071022214PCUUS2000131894 DRS
26. The m@vdaf@wagraaheﬁ dgiein pREedtessionod SelNacnk ks e’;@zﬂln@df
by detectidty erpsskinked, 6412004 et@l. bovi ne serum "PBS") as
27. The mdHdad ¥F e %Qpr;r whitteftf 94 &5;%81@§ %%51Na€'ﬂqr1§e)§mmed

b POVl npari son of sensitivity ("sen'
¥ mmunr elssi gt ance ("RES") of select NSCLC, Pancr eatl c and

28. The mpjppd plpesagranhed) Turippreompsisprgheafien Hoaymsinnexpression
of DR4, gBF.r eFRlt.i oh Dc&2expreessioan ofaiGatiNges Pr4celassampasur ed

29. The m&tod=6f Puddpraphd TR BXRERSSIcOM sample compr: éegNgﬁrﬁ‘ce]Q

tissue cPrQ¥ides a bar di agram graph of various
l i ne%]Sr anked (i.n descendi ng

at [ .
30. The m BN g iRb vl S Fim R KRS S5 7R BB TP
or non-spgklt éiﬂﬁs 1 FRRETte “¢bl% Britisgstrates differenti al
31. The m@KQY &aia@raph25spaetih issid Geatl rvepoy hafbooias aRzymes in

agonzstlA%@LIDEB%1L'a§§BSﬂ)ﬁ5| ¥§t@>@glesr esi stant cancer cell
was asured after

32, A m!ethog guc.lF% =) or) cpslnllgsl Eofe%am n?%\pOETjSFﬁA?}L ce}ﬁ&mple,

ncubaotl ST
comr*smfl%rth%act?ﬁp%éiil i ne was computed as the concentration

Dbuamln@fa ApoRLLFRALEsthat giltesa®086 | oss of viability. Each
cell viability experinmentzl5 was repeated at |east
three tinmes in presence of low (0.5% and high (10%
~fetal bovine serum Black, grey, or open synbols
depi ct cell lines that are highly -sensitive,
‘noderately sensitive, or resistant, to Apo2L/TRAIL,
respect [ veI y. (B) ppGaI NACT- 14 nRNA expr eSS| on | eveI S



25 line sensitivity (|nclud|ng hi gh and noder ate) and
MRNA expressi on above cutoff. (D) Effect of
WwoAReZMATRAI L on growt h of established tunor pCT/US2006/031894
xenografts. Athymc nude ni ce carrying '
examiGAtNAGT « Bt o6 -<RDSI dampee (Hoefittgpanedpyeprion of GalNac-Tl4, and

SQbSE&;%Tgé@utlrﬁj negatdMen (J4 ggﬁd QQI}@C)Ti@%sﬁ@%hy&@msue ox

cell Et?mg gltﬁd‘% e%%%‘/“TlgFi_ﬁ}!c’%JL1 S noni orzgjcé}é [ St ﬁlﬁo 30
3. Themp svfégsaﬁzﬁﬁagmph 32w erﬁP@ﬁlﬂéXﬁl’fSﬁlW ?1&5%3 R n
by tefinpaicki eglarsi@ngby cesytatlilenmenzynes alters

34. TheSEARdd & aI‘aérdatpﬂ PROZELid B lexpre® ol ARR-F ¢4 lssexwared

s h the pan O gl ycosyl ati on enzyne
o3 m“P“ﬂﬁth%FC FFBanZyl - Gal NAC (bGal NAC), treated with

35. The msdmd/of Ragaeraph ﬁ2iurﬂwr camBrisag fhevieRil exanyinggexpression
of DR4debiy,nperadof DVBO=vetrptbes 185sgignt¥sohy .o ByllPSherte -

36. The GRARA ?;Eﬂagr ﬁ‘@ 'vﬁ%{&gﬂ %ag(gg%s’gg%géeglrsfag% @&:&m{ﬁ)Tseﬁ%hb&

tlssuewg%&ﬁs or 48 h [ ncubat ed wit h Apo2L/ TRAI Ll {
37. The mpibodof PR AP IHRIVBRFIN 59i degpear g %\%gpa@f@ﬁl i AP RNA
or nondepiiéxesllagaisnsengeheonliargetistyesequence. (Dhar macon) -

38. The MBES U$RFLADhBICAM LR kil NI are E4postdla-ah Gtwveect al
amountcgfca! 9{& ﬁfA LS. w@g%nu@ga%f ecte vvnth ppGal NACT- 3 or

iRl and ed as in ( HEK292
39. The gl breer 3318'\‘@?5%%&%1 g %rﬁe’ﬁ?"é%‘iﬁ%é‘ e%‘?%%‘éﬁ ng the .
amount] pfjagaret BEnetEP WOt Fabt it Wt 2P FCEPNAETE XA o Frovre
3a. vector control. Apoptosis was neasured at 24 h by
40. AAmmeshrszt%@ilﬁ'gng dikefderPanel hamikl]56QnnR) anaiffume related

o cel ls _were n d. th retgovirus directing
oo iba BT L BIEITEN SO e ot s,

ovsainfi i £l ot e F e B0 SORFHC PRUESA Wi th 45
examlnpm)g@ﬁmp@e foor <ol lFaapike Sel JeteralFPresyigpet Galiac-T14, and
subsegdede el edefihhgBipRantd) of\VbetderalibE-T14, aduinistering to said

mammalV\Q@QQZQ&%ZJ%Eﬁ{)LXU%?EOQ@éQS%g%tlakOéntmyysl S-usi ng

41. The il t}l{)%FtéAG an (E r%ﬁ%%;sfi %{}?edsmton 0¥%r @%Lﬁ pr eSSI SgyOf

de“ec‘:i@ﬂf %P*%Fé%n CA) ﬂ%‘&“l"y"&% "5¥*t he- caspase cascade
42. The nhanighsoefatayraph c@LAHdRA said RSPEesiamal G Bad-Td ¢ fid sxaméred
by imm{uﬁcﬂﬁg.f,&ﬁgteﬁﬂst%fth si RNAs agai nst 5 ppGal NAcT-14 or -

Fut-6,. respe ted
43. The nwﬂ{oﬁ E? Eﬁp fﬁlfﬂ)(er cal%g)rléigg Bhe s-[nﬁj dOfCe%lnjlnﬁﬁ a g ééésgl\%gr c
of DR, ARSy A PREOACHTBEOW th Sh .‘blsél es specific for
44. The lmmaﬁ@a@gra@hdo wesgin siesug, or@alé pragde gompyisea eICAl as a
tlssuelcﬁxadbngs control. (D) PSN-1 cells were transfected

45, The ogl &‘%%gﬁ%ﬁﬁdi% iéﬂﬁl\ﬁd 28nded cBis 1R dm 15&
1
cencrefBUtLIILLT oF 212 als’*-acs%filé% Eﬂﬁ] éﬁ;ﬁ
46. The mﬂmdyé ipgragfaph 4@ w&m@uﬁrrﬁﬁpfﬁ@l%@un@r@“‘il-%%ﬁ‘ pD
antibof@y dnsiddhédenkthtpp&ad NAeT214 si RNA as in A

47. The mgtlhe@'o 3%1/21518% whrdei B e oth@kap e @Berk@F o0@idtish N,
hmrapjr‘ & GEL g.dré{ﬁugté:ye%ego q Ma@Ct ed to an

mTunopr ecipitation with an anti-FLAG anti body.
48. The mephastoipasegsinhe KHVERDID 2 YAHRS SEIOIPBRUAEAN §iR

inhibigetreeted byaﬂﬁmmbpeﬁtere@)tQDSRM mewidls wer e
transfected, 15 treated, and subjected to DI SC
i mrunoprecipitation as in C, and DI SC- associ at ed
caspase-8 enzymatic activity was neasured as
previously described (Sharp et al., J. Biol. Chem,
280: 19401 (2005). Figure 13 illustrates (A
Monosacchari de anal ysis of reconbi nant human DR5
(Long splice variant) produged in CHO cells,
performed by HPAEC- PAD (hi gh- 20 performance
ani on- exchange chromat ography wi th pul sed
anperonetric detection). (B) Sequence conpari son of
human Apo2L/ TRAIL receptors (human DRS Iong 440 aa
form "hDR5L", human DRS short form 411 aa hDRSS and
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transfection of enpty plasmd (Enpty), wld-type
GalNAcT-14 (G1NAcT-14) or GalNAcT-14 contai ni ng
Si RNA silent nmutations (G1NAcT-14 si (1) Mt)

WO 20H823dent to si Gal NACT-14 (1) nedi ated knd&K/EBMe/G1894

280&?”/ g?%i‘ﬁ@r‘%’%@i%%‘%ﬁﬁ%l NACT-3 or Fut-6

by interfering RNAs inhibits Apo2L/ TRAIL i nduced cell
meatd 1 BhGis/ @hé cnlcte@tbal s@arRiey pECRIdas. afocperigimat adua (sED

1D wo:Bf %&eﬂttrte Ets.ri.v@dl%tgmot( 5@@&6 %eﬁg SUWHIBLY kAAhe Olpe wyv at
SL.RNA 0] ¢ ¥VII en
Lot Sl 4 N BT e et pchinaeros R o ke « v

or "G"r esul ted in protection 5 from ApoZL/TRAI L, are marked
Higdtesalhngpd @Bssiow) tior rgrbatréds tdeanens %1 -b.+):‘DNA (SEQ ID NO:4)

for full ObRRH Gfad bRa alndl aslicDRAS LMD, 20ld gonicleolckgerp wo:3) .

me rebRSLAL AMlodidl CAlLLN %ﬁe@g e%fceyr&tre%tm%é DRe are also

808l nst Apo2L ent to a
TPt B RADH Wi ths#‘tiﬁ%cfvn é't Jea(lg? NAs, cells were

Rlpew el WPrh thacrléazting afddescafnast 6PESIWI@00F) of human DRS as
publizhed atm 0BPORS Ae7¢STS) Hvenmdh 13nd 156 eCh ebrdm@cdipeeddal splice
vaxriantV b8 Bhkid )bRgrolsa%@&h it Fhe REtY OVintsal pp iLNéCJ;xlént encodes the

449 a.m:l.\%ér c%.)épr ESSI neg {FQ} celﬁ %% apq:n PL %%5 s%lowul d n%s. es 3B and 3C

Mere s Vi abi Il assays

as P“bll\ﬁt??ﬁnl’ I5E3 f"?gegét?i%ﬁtlgu%é‘tfellﬂs’%l ot anal yS| s u5| ng
Fagrprje- PR AGcant isodidsot di sedresceebf ouiNkaksmex pp ewsed for full
length Pfcal NAGT- 44 i 1ot Besseaebhfo RicgaIr @2hibndeA. (brd/\est @arons) The
respect%@%u@i@t¥§é Sangf ar&:.lﬂg ﬂl‘&z'sé%gé!ce's I guﬁ:&?ﬂ C&% afa% articular

|oncscae|n I.L senS}tlve

onains et B0 Bk SR5E S By Bocrrieet 2ol O1A S18¢2- RI CO and
stf&ﬁE Bers stk\ﬁ/et“éﬂtei?@ﬂ‘teeﬁE%etl‘FﬁSleém’@#nﬂSEApﬁ?I}TPTﬂAlfIQr full

length fhorar8 IgRe 241 irandediotd| angebl adiisat@enwer SEqubp aet:ed) .  The

respecti® WASIRENIDI08 ANAbYSIiS YSLRIcaNtsbbodigs lﬁﬁgcta.fn'dcpartlcular '

domains! Qer oa%§ 1840 @h grgz,%ag,l/{lgéi caspase-3 and actin

F3s, a contro nockdown of Fut-6 reduced

B FPelfui tthﬁn&u‘éjceto | BT £ pasee FFahde (s8Q ID
NO:11) #psb2t? TRAHEIDMSEC| #riBLBkeee (820 ERp¥ritent Blese sequences are
also deprrdbetiunevagcss di ngbyrd,03d2Bzs{(7@: @ebl) .surface

E-%gfesgs |SQ&MSOfcheiD:gﬁcft?eﬁ>g%m§eéf@§1chﬁs¥Mn§g MNEA% \[SE 10 w0:13)

a s . i.n cel.ls a a SI
S U e S
descr g QL APAPENER T | NVENTTIOR: - 278-1704 @ P Eciitlies

Fawreprioceguiess descitivedswomaref ehamiced hereidatar ebtained in
apalyzif@nebasdyi1vwedll uaserahead @uscreommanhy:anpl oypedeusitigity or

r351staﬁég]\é§n£§ogg§élcn§£&qq% Q&yApty2Lt QQS@ 5§k#éta§§;>olv§] é Ig,g 19{[ t“FBS” oL

1 ze ecu

sov ook N RheTirag; 5 HBRKy I BEU PR ‘SaBFOONAER: ot or nor

cross:LlWEﬂdecl‘Jl %1'(55369@109?%’@13 AeTHDOFBREOroF M uBe) Zttt?dffmsureci in MTT
cytotoxigitli @mwafd989) Col d Spring Harbor Laboratory Press,

rql-d %prﬁﬂ&ﬂ:.&ar b&f ) I&%ﬂ s\ﬁmmaﬁﬁ Rk Oy E\Ih%, data. ~obtained in
anaiyz:u?é 08%%9%5@ c:I ne/ag e/} nge %%S %or %g;lms}.rt%'r‘;}: c or . I 5:1.statnce to

S are genera arrie

ap"pt"tt‘h aﬁ&‘:‘@rt&aﬁ’&e?"%zt‘h“né’ng? attarePoHERi FREYpIBEOCHT si0¥ FBS) o

DRS> mongH@hef sphikadet BIRS ehfl.esweoset herwisEINotredot 35Befldnesd, + 0.5%
fetal biliReasRNtresRtidIOUs: a6 asSayEuBEE® iHa8Or thdoxidi tf Sissays.

Flﬁlxge - %ﬁr;?&é%pdar; h?(%f)t I'Etﬁnm!aﬂyegﬂalr@.n dfs ‘Jﬂlgt altgl Egtgalned in

a1zt o %d%a% i.cul ar et hodol ogy Q,rotoco s, cell lines,
vesi et S5t &s 0P §&h SRS Rl or e ARIFe e%fgéﬁ’t%ltl‘”"ty or
reswta%tésé?ua@?eatefslcswvm Ofo*?ﬂp%uﬁtsé"fv%t?l hvifg sghwp "FBS") or
be understood that the term nol ogy used herein is for
t he purpose of describing particular 40 enbodi nents
only, and is not . intended Fo limt the scope of the
present invention which will bé limted only by the

appended cl ai ns. It nust be noted that as used
hereln and in the appended cl ains, the singular forms -
"a", "and", and "the" include pIuraI referents,

unl ess the context clearly dictates otherw se. Thus,
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5 to disclose and descri be the nethods and/ or

materials in connection wth which the publications

are cited. Publications cited herein are cited for
WOtﬂﬁé’D?ﬂZb‘l sclosure. prior to the filing date OCEBE2006/031894

e mole G RO ERA” | REPRVARLY iy BV ABE GRCTLRL, (¢ 108

fetal hoyimmeenst dF3He puBPREEEEOWS MBY. oVEPRoHEC Ty BFFEar | | er
HgioF | ¢ ypohat.@eora prdmprridabe of Osefsik iwigpt i(0men’Fupt hessistance

(*rEs~)t Re AGtUasBMD! boald-gh Jdales v kaRe didfiel ods & W antivoay

and tht hose W;Qd‘ég %d r:g%%; om 'ngcgﬁﬁ%%ﬂﬁ,v%r 'r{e'agﬁée'ao%x d!;amac ~T14

RN QXPFFWW are used herein to refer 15 to a pol ypeptide
Beguerncerafideh & hetr vdesranionerhacf drarésisd J8SLCl 1haZ84atic, and

NHL ceILDCiLiifelsVQanlﬁa'é 284, dé&ﬁénu&hg\/&qrdéﬁ)snﬂ,ue&v&?s 2§¥] ,GalNac-T14 mRNA

expresglgg#%g resi dues 91-281, incl u3| ve, residues

i ncl ysj esi du 15-2 i ncl usi ve, .
i sghlS UL e 5! dues 10:201 lnel uoty Loqrrigic o
glycosydRbIMT | THoFMiUr s 12poRs/ TRACE- 68 bGP 0 gPE al F§Figemty erancer  cell
lines: f(aAQUEENt 8iabdEltet Wenalepstrtsieatieonddqubeticaubsth vatviomaloses of
ApoZL/’I%QIJ\_(ariC@Gt §oz_0fea1ch_e c@ibpvﬁngeg}&@%@uteldn 2@8N@nhe concentration of

ApoZL/‘I?zg?]? &hn‘g Ly I]YES %’) P Q.]QX;’E_I gur e&f’%’eg‘ﬁ e %gce.h CCOEQP rYl%%§11ty experlment

ues d option

was repashed sits 1GpSY etéﬁrﬁﬁe*%”ﬁ4“?8?|?eﬁ?m’f§| @Ereo“i C%N GRAI #ipR (109

fetal IdvénpoieyppeptildekseaFaence comprivebsls dspiifess-1284s ghat are
highly -€Sheiase 91-mdldrafe1li Qe idiveThecApa=2istpaky Pept inges:./TratL,
respecﬂ%ybe @néggaqq&aby.ﬁhmag sQ:H:Ell BQlh 08 380L1RE 15271 at) in

e 1 he 80 onl 25 whi ch

pencr it otk FUSHITE APOTIT( FElby ATT - i o wgerery errenasd by
tissue "gpes and| ﬁe%ﬁlﬁ@flté’nﬁ%dﬁﬂ?éﬁ{%‘ml%h 1F‘F%rgﬁ*é‘?ﬁ's opropen bars depict
cell livaeiantis mrdchimgkagiaakbsyicactdvess arfdriave (iadp baasdt probe set
211885 DOt  8RYO @ﬁ@a[l@ma@i:ﬁ SBEHIBAC @ahdeNt bldhe NBHLE 203397_s_at) in

colorec@.r ?f(,%[..nggll %ef‘f .‘.Lg t Cgﬁo lig.?éc?so %’:é %gy%%ﬁ é.sd QQtE! t ¥he %ngalues in

ven nore prefera east 96%

 panels %@@@e‘ﬁtﬁéﬁcﬁaﬂeéeﬂ?l% y“\ﬁ}l?“h aﬁ?/stoﬁ’g bt CH“ér%Lﬁ%b%l beriden cell

line st eEYADGRETUPRAS | hBT serfucivdesstelprronElfy  exphession above

-cutoff ANDRLEFERAL lofpabyfigpritde ohSgemcoded ebyatd i slua] eotdrdgenogratts.

AthymicS QUEENEE s W GH: Yy kich fh#eS /R poat £4201M £CoAHY | OASsainacT-
3/Fut - na%atahe ?m%g' ggngfa' yueleotd de sequence. piLovided bl (60

d ni'ti on enconpasses
mg/kg/day i.p. on days 0-4} and tumor volume was monitored -(meaniSE, N=10

mlce/group) .

Figure 11 illustrates modulation of partlcular 0- glycosylatlon enzymes
alters sensitivity to Apo2ZL/TRAIL. (A) Colo205 cells were preincubated with
the pan O-glycosylation enzyme inhibitor benzyl-GalKac (kGalNAc), treated with
2po2L/TRAIL £or 24 h, and cell -wviability was determined (DMSC=vehicle-
control). (B} PSN-1 (pancreatic carcinoma) and Hs294T (melanoma) cells were
transfected with caspase-8 or ppGalNAcT-14 siRNAs for 48 h, incubated' with
2po2L/TRATL for another 24 h and cell viability; was determined. siRNA duplexes
against a non-tafgeting sequence (Dharmacon) were used as a control (WNTC). ()
DLD-1 colorec-tal carcinoma cells.were transfected with ppGalNAcT-3 or Fut-6 by
siFNAs and tested as in B. (D) HEK293 cells were co-transfected with plasmids
encoding the indicated genes Iin combination with ppGalNacT-14 or vector

control. Apoptosis was measured at 24 h by Annexin V staining (left panel).

" H1569 melanoma cells were transduced with retrovirus dlrectlng ppGalNAcT-14

.expression or control retrov:.ru.s, resulting cell line pools were treated with

Apo2L/TRAIL for 24 h and cell ¥iability was determined (right panel). Western
’ 11
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blot ampigig &Hn

substitutional variants of Apo2L/ TRAIL in which at
-l east one of its native am no acids are substituted -
by an al ani ne residue. Particular substitutional 35
WO Mardmds of the Apo2L/TRAIL include those iRCWﬁZQW‘mS%
ast one am no_ aci d |sbs§bstitut ed an. a .
SUBEE; FOTERET® VAP 8R% "1 ncl*t ﬁ%‘@’éeessmn ©
epitopeitggned PP%@,NAF%TMexaan e, as "D203Afi; "D218A" and
{2697 "TMhustepencl)atanekydis s ethd-@akgent icfaycade induced by
ApozL/ TIOROZ2LAIRAI Lan\earmnis Mn%r ewe&et &@M@Eé& CwfGl Gipmas “against

ppGalNAc'Ie§l dueSFu%t pOSI tl for f? are Su%%lqlgt (’JUSI q:%eg.g]e% wn.th

efi ng shown ure u
Apo2L/ T%}Iénﬁ% 4r €%i Biues. ané})‘fer]&n ?afestwe/-\m z%ﬁyaﬁp@zqqﬁ%pt with

antibodippnppecidiontrorammre-of Rile cdsprbn®. SobslEsetR, onsactin as a
loading Wth€Ffo1ar esy eeiidells Tabd @rbusfecPitb ki ohefbcPfhcr-14 sira as

in A, t:%gc!i g@.tth 0\5\9/"&15!1901;% 24 Iﬁugﬁé Ictag]gés%ngJ'T \éﬂg{n@ﬁgé activity in

1 1|ncu gne or rg §%ﬁe su t|tu 3908 b1 cerl
cell ly§akam(1ofi Srerm=fenl & YW‘J’ 61/ %’F‘% & cells
were trgdagief ztltkz@e@amﬁﬁ@—ldeﬁm& |a6nl%l%oF%éﬁ%§§%‘§La<1 mg/wl)

 was eddl | e WBQR00F 02224 4PETsUS2OR6/ D3E894 ssequengerted to an

:meunopné%(&@gi-tfaIM Le1 15 Qlhat.8d - F1:eMan AR 2bi IRAL L S QLEL 828, caspase-

t Th
7 8, DR4, pa.n Ev?e?:m?%te Egc? n;JOI :‘}.ﬁn\r)mmenot%?.caﬁ yPéDEeE%P? 1”%%@9%@1:9_ t‘?ransfected

treateafpo%ebﬁjﬁé?dr eF%r PERF tb“%‘:’%?&??’/t?ﬁm’rt of FRACG, and DISC-
associatgids chosed-94 ren?ﬁﬁatﬁgbmtea@noWahbseasmfgi?/a@l%ﬁflanﬂy described

 (Sharp SM9Y/,2542801Thdeher m8o:ARORLAETRAIL" or 5 "Apo2L" are

. ﬁ@g 10 1&% 2 08NeR3 Jaaaoggcéhgr:{@e %ai}tgqupp?xch&%gnt human

i ncl yde .non | fo
DRE (Lo Orsellglé: t*f'adféantAl I'pr%{]r%s%rlgn ETIEJ {ls,n%e Jgsl}%ues SD {hlgh-— )
performansp LEH- G BGES ﬁ]éroﬁkﬂ%f’/_&ra%@fq ﬂ'é‘h*b @u%&eéi F‘F@rﬁﬂ%éﬁ%ecmon)
(B} seqateceraimpgrison Foiluearl ApoRTl/ERETIS pecitkbral (hymst arRedong 440 aa
form “hORART WinGRan Ffs iRStaNEsdn 42032 ©KprR5A8P2R8" niirdf £r Sudi@e DRS

{mDRE) , t}ﬁﬁa@%ggr gl'%:% ?Ca!.n%. ‘%%Ind'yl%‘ﬁt (%‘h“ O@og&':‘l)’_ 111&1.4&.@? putatlve O-

guence royi d

stycosylagiunl FHRATL Xt r aCBPOrT: RS or % té”z'fi]/ THAML lvsstes
corresp@BERNY ftefer FR¥lg 58 f705% ﬁRFcﬁ*SAGGZLWPRAF‘LCt\WF%aF%mQ 5 threocnine-
to-alani@@Senisk ftutyobs @eedafrst.f EmsnerbrRIre saIwl acy tepbasnt€ containing
5 thrdOREDS, s dimpari bys ther&CD Welblndaya1bess t hatsk¥utions,

respectigrfelf,u %.rrl es:.&?% qp%]tag.ge %rn])ge )é%gpéﬁ %@{}‘%o%%rgé’ﬁ%&ln%tegnd(n) HEKZS3

rab ave l'ess t such
celle WhpharH R BE" uitfer SEOEH hal° aff I FaRSErErEtE with
vector qoRBEAINBYTldeptashiddof ots tthenpErypete diees pfasuhed by Annexin
V stainfideS ) |mamen&}tgmsaioa indests ficed ppaismantat dacHinkerixa chip,

probe sét‘plég..b'p?%l Xt)erml ¥§1§L nhl.{uﬁﬁ LaIrrl;Drf Qatmph.g@rgrbfnyééﬁge£é’]gk the skin
ycarcg bi c omai n. _The e ognday es of

(SCC“Sqlia%g?igsn%e r She donmi’ mai/ v ancrebut rm 1> Ovamana (v,
endomet iy e (FKGh. JGIESS %ﬁ%«ﬁno i agﬂa%lté?aaﬁeFEBn&aaF11FH@ Fgd NHL
(FL=folldon®dm dsmphmimki al PABCLeGffidd edarien r-ebET r ddmphoma) . Median

expressiORDOdiARAL S, 1t hﬁldE_@Qew bt CORSH Sbr BfonBaSGhUbiR, cach class. a
cutoff g\ﬁtg(}%cg.ln UL@J g%ﬂ%&a?e%%ggﬁ)n%ﬁﬂé hl.% g’_%ley QSQE Iﬂge data from

is free ransnenbrane and cytopl asm c or
Figure 0% 1% &&FP3YAT" domains (and is not menbrane bound).

%;é |ﬁU|1§£uset§~L_£§5Ce(| u‘ﬂléﬂmgﬂﬂahﬂ meEU %spcfn of ppGalNAcT-14
or ppGa

TRAI a ed bI | i.on :
1“6’3? 8%32}5 er m g%oﬂf%&? by Tagman
an=lyeqypn GHer S gRCT AﬁoZEE‘Pﬁ%ﬁFéﬁ%r o, é‘feé?%gttl‘éu%?dco\f’al Bt cells by

transfedthad noOferny epdasate| [Rrbay) .dofbdtyseqedneeT g ABO2ReT-14) or
GalNAcT-14 containing siRNA silent mutations (GalNAcT-14 si(l}Mut) subsequent

ko =iGalNAcT-14 (1) mediated knock-down of ppGalNAcT-14. (C} Down-regulation

iz
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The term "Apo2L/ TRAIL diner" or "Apo2L diner" refers

to two Apo-2L nononers joined in a coval ent |inkage

via a disulfide bond. The termas used herein

WOI&Q&WDZ}@IES free st andi ng Ap02L di mers and ApdZGT/¥iy031894
are with inmeric_forns of ApoZIﬁ_%fTi.e.,‘

of PPG%E§“§8T:| SaPBd Wi ‘frFYaﬁB’i%éF“’”’tghWZ‘oe APSPL S FORG AR Ty AL induced cell
death PheCY78r nrolapodeATRARIST r Padds" BrrdrApote!t Pfafgfure as in 11C.
(Table ref BY $umr§rhfﬂeeAmaghRmaﬁxﬁm;ﬁ5wﬁ BAéncfees. Cell linmes, in which

downregﬂﬁgﬁﬂglv @k eéthXa@%é OQi' 6H %QILDIAGT 3 andTﬁgc—%ei-z{Qulted ir protection

from Ag%q?%&ésom !%g: ecgﬁgézgdlcc)l ?lgn%fregfstcogf.%ref er 8%‘eoater than 50% (++)
protectigy 2v¥ePRAF L%eag’a ctreas o 2LIoFRAF Lo fqrgegTed WP o Hrghoates the
absencd opbfn plkovectirst anpenshetprmy/TRATAND @anGirerdubséprens ¢b a 48h
knockddRORL/nT B Lingleles ndikaks OR0fc the RLESRACH tNEncreasing doses

of eto;%éﬁg; Iotrys?aruré&%%# T%II' ) %Q r ancglsqﬁ ectgcg ttor Er@gll(@;{ablllty

ega usi n

assay. oS ape NGRR FROHHECAr 1T (CAACFHSPF P OREPC dY §oa Pirts ool

line pppdkl| alske mabisdtafis)te Sexld asiavalive. sisss eraftensi dpozl/TRALL

treatuddPl C =BG ) pislenahulydlg ShFiegexaltisime usitigosiedi uhdicates
retrov:gcggeé(\éke&gd%ﬂhﬁ&‘ (2 SRSemBEC do11kEVEr Se phase HPLC
and capillary el ectrophoresis. "Apo-2 |igand

migeeptior Al mebudes bidie anebeptors thef Bpa28dTRAGL| induhed caspase

acbivaibl @S ca@RAL apshl/PRST Whese POl JUSI LAkl OfsABehnt colorsctal

cancer PELYPERLIHE ﬁ&%ueaﬂz%esavﬁfa‘fﬂzcg%esls gvgéijegu{ %tgd and 3 1500ng/mL

respectivel
20021/ AT BT 91 A 1/ Bber b B Ted VT s We‘tﬁ?f”bﬁ‘fa‘fﬁd gfo vestern
blot sgklysiSciwmice, ap¥Erofiies 1E8=(iFY97)for 4BageasegbsoBid, caspase-9,.
caspasdM@I8h32858upubl kshesdihgl y:odi;011998); AMORIBT7G84 Fut-6 reduced

recmlﬁ@}i’é'&tk?dac%yga\ﬁlgg c§5ca%se -8 at the A 02L/TRAIL DISC in DILD-1
cells. %007/ 022 4PCT/ 82006/0 Y@

894 9237
i'S ed?l DECEIT U§ 33
of DR4 &a@@ffﬁ 4, “‘?%‘f@‘?ed Bg %A%aiﬂ%%w S8 et lectBberers, S9gezsed to &
siRNA kgpdkdd8n 6730 2188 8ndise el gdmgruar y29, 2002). Sheri dan et
al ., Science, 277:818-821 (1997) and Pan et al.,

Science, 244819 &%@nf&%@ﬂ)opd%&k@ﬁ@ ot her

receptor for /é:\.ﬁ%ZL/T s%e al,so Wl)98/ %1793 here

Biibl iSSHEE R Y o) “f@ 8! eWﬁg’?ilé’Eg TSOBTTER% g herein are
generalSypadfbendepakood 0T8) COIRSY e bRHedr U5 199 EFEpHdgntl mgghodology

by thoBRSskilhedr eceptorattgs alcBo abeefical &:etpad.i vigley widely utilized
moleculk8f Q:rlrn@ﬂlgt OneR 818z 2os TR 1 Ra TRD, sddRes: 63 BAPO8Bmolecular

Clon1ng7 R% gé%g of oKI LgﬂggRal %ﬁ{i i?gggio%t ?Ja ‘94 é%%r Spj:@;& lHarbor Laboratory

S A £ LN L A S g ———
of comigrciglly] 4Fa{1d9¢) kitl9 PBDE/BETI8E publ Ishedlgestrigd, out in
accoréaiQQS,W:LE'tE’SEQm&zZtﬂﬂﬂ | sdetd=CbobRiold, adDB; varameters unless
otherwi098(46643 published COctober 22, 1998, W99/ 02653

i shed Janu 1999: W99/ 09165 ubI .
RIS S8 a0 pes) 11 oAbl FeRA B R e to be
R NS aggiorony,
protoca2002£098558s publimghedpdddesnber geher2004qnstiSidis31 3p@ 6&agents
descride8SHEGLERRIDEIF Boux01va S 20014 Qﬁ%ggtgcﬂ'bEULQldle§§\ﬁﬂdlt‘51at the

cernia QU0 “l@%dzé%%mé’ﬁiig@%ﬁb ?%ﬁ%a%%%g'%f? Skl perrioules
embmm?@b‘?/ Pox8 7884 pf%l?%the’dlt 759 5 1?6‘62theu§°6’§'%69f 6937? present

inventijog sehadh Nyl 2F, 120084 WSYE Fhe (FPedsucthidane 6,
20005t WS 6642 358 issused Navesbeltds 4n 2003ppeFd claims, the

smgula@e%{wh@e'da"aba‘éﬁdn Otat}ﬁ;e"récﬁg‘gﬁirg{lﬁdé Olgltmégi@ géfe!x@ﬁflé"%less the
contextm?lfﬁvéfc F%tct%es cztg g 'S‘ax e értp3_31 Eefaerence to 'a

supra). The term 11Apo- 2L receptor when used her ei n
enconpasses native sequenC% receptor and receptor
variants. These terns. enconpass Apo-2L receptor
expressed in a variety of manmals, including humans.
Apo- 2L receptor may be endogenously expressed as
occurs naturally in a variety of human tissue

%Oil surdace EXPI.‘ESSJ.OB
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35 fragnents or deletion nutants of the native

sequence Apo-2L receptor. Figure 3A shows the 411

am no aci'd sequence of human DRSas published in WO
WO B87/®2733 on I\Iovenber 19, 1998 A -transcri ptl‘lcé"ﬂéﬂmﬂﬁfﬁ31394

I ce variant Wwn. i N he art. Ihis :
genetchﬁgt tf.%n ugﬁst; en'?ur |;L)R§ %%1 a}.tera 1ons arid rererence to

. "a Pro%eéqaéﬁkl@eéf r&rﬁmﬁcms §ﬁ%vﬁ’r’-’ |“Wr1=| @fﬂb@§ ?fseaﬁafaé@%?s thereot

known Houbhdssh€dliled WD &8/ 36986ndscAfurdt 20, 401998.
a11eptl i ESGRRE Ofer@NblA0dYreinS abs 66 cBRIRENd BeF&iehby reference
£o dlscqggee r alolré/escgnt}:%nyeb%gtyho%r g ;:::p Q%ltglslaqls ri%cggrgetcglo% with which

unor necrao actor rece
the Pu}%]dﬁé R B3R a?%&eeont%ibﬁf“fﬁgﬂaﬂﬂ eH R dRE T i%ifp&ﬁf‘%d dger theix
disclossirgreadibr i apofidsis datnfs tsh pasmaboriirddcdtiier uddoBRSy here
is to 88t bhRdyuandsDR4 akiicBody thaOhe inventors are not entitled to

S anti bo
of . m"ﬁ%téanl n Eulﬁl%%dtl% r?§gu?o LR lcatt1 %n adn Bolies’ Ka
those 5Pyl 3R Wi@aé@d@ﬁféd%rﬁ?%fflﬁam receptor, such as

the 1-411 sequence shown in Figures 3A or the 1-440
T, DEFfﬁq.H&&ce shown in Figures 3B-3C, or extracellular
omain t} fiqpal Ly, 5 the DRS antihbod
s‘é‘?f’“Sr ZTPO%JT % 'a et §¥o1 ogous sequen?:eusegl htein to refer
to a pplwmeptide ppeseped| Yotde HALEIYH offpivs swdferrcaidiesonkts 281,
inclusi®e, assizsts tihduaitd bospidwest geazdl, gherluwider wsiduss 91-281,
1nc1usl%| OQRBHIE £ORE exes1uGRt| araldyes {hesDESnandsibody:r residues
1~281, Ealnré '&Sltvg, D%Stﬁ'xgcgg.ln%r gg& %%ﬁérrcﬂ*otshgn;nnqnoﬁlgure 1, as well as

ross-reac t1on cept or

bLotosiBRITY CERTS of BN CPUIGARY CRESHIETody ™ co g busional
variantggofitde dfove0sPREneisgnalt iong driifepy, the Polypeptlde sequence
comprisept terialéy/ 118 b 1DRS miRtirdody aof dtecddflventdopnidiisnds residues

114-281t @ aFng& rlece%iﬂknéilya cNeenid-atifn sé@{égge AornphQUL residues

‘antedat%oggé %ﬂ%ﬁ?ggslﬁmg%&%%s% earl:_er %EODJRLS_\! Ee£ Q}'ﬁ_‘oﬁrlor date
it

Fferent f£rom

| 92-281 %3: Jaeis:.dues 9?02% {)Fg%ﬁ%ls ne?’ﬁg }%%Sﬁ EAEZLC{eg Y, Re encoded

as3ay dres o
by thej Wéﬁ? |IBW1%‘S’<tHIdB| FEEATT Sé@“’\l/ aué l%‘freaﬁouto%lenﬂm Fhe codon

which apodes 18aifibasrarasufRidurn B Biskcére “BiTidicong “Q%ssaf.ﬂ other
enbodimeREd, r@gepkiymeatd | ROAMT3 antBR4rabicheghtallpradtand i atiR&ave at

least aﬁ:%h’: bé:b%y amif& le1§§cg éegue&hcgr Q@éjlt§§ﬁ3%o£‘@fﬂr@£§rab§.§3 at least about

+ov se et dgp S L PaRar VS PABRA RS CBro i a1 7 22

or 99% FEIERMearitEROdy ivEtR ué}@d B7e | Phkeer t%boae h&Eet 6o gBed/ TRAIL
sequenc®e(|UEpC el Ly kbe tipe?L RRaf e rabinert ke 20 drgbdrdobpgopsclectide
sequenceCGHEREE Bl OWS 01 wass} Stsﬁ?lna@mﬁnﬁd'nhﬁﬂﬁoﬁso fihM the encoding
polynucglﬁ%cr]%e rb%§ %r ﬁgé\}lgg&m Hx CF:Png‘IE' gxes Thg)héﬂﬂ%i&ﬁ' e}xgﬁnpasses

h@R res:epvéil h does not Iléjs native
S“bSt“&tl‘i’:‘P&sé’a’Fé‘&Ef F tAPeatW ™ Addi 1 oRArT A o 158°% E8pPor -

amino Foddg, arBRSPEPERESAOPY BeRB)anigptisshd y ?%%ﬁﬁrb%ﬁ?t?‘s‘mmnﬂ
variant@cAQORI Afo20fTHIRE Signad |dbnge aet wvickyat 2569t iconaddiyo acid is
subst:l.ttutﬂ@d qaﬁ Q’ptilgggﬂe Olf'est:LE@e | nvﬁ[gsleo@upéﬂg'&tltoﬁaﬁ HMbnts include

thoga ggr?t{) tfir-d:l at a Co{lacr:ngig J at I on I%FA ge QEZ QUtanQ ]“DQMI-E Q This

%s feasured in a Ator e”bi ndi ng assa}{ )
nomenclgpForie [Wedt fe DRECLIT i8S 0t YRR GHETOR Che asparcic
acid reeBidd wtagpsicis® eed.uelef zabdent 209 6lusha thabwgbei@gnfiown in
Figure A% &@aﬁt&E#(Jt{ht{bdab}&aA@@I& binidipg. asEAYna3Q] Nghet B variants

may con&pgqgglgée IS H&E&j dehchbe, Qégeahsésea%@msa%émq HOES-iteq in

ecul I&a rtially or 9/2 88, . 1 ‘
Table Et?w‘%ﬁlb%hegr PEELT éll’*‘éastlBHeW%rmt{BP% bi ol %5?65? ional, variants
includeachf v imese off Apo2iATRE ErbayivpionpRBlent fipt fp Tapie T of WO
Ol/ 0083 bilpl i@hed I’Jraﬂtha\k(? 1 Exanpl esmef astiehr dohodiogi eadompasses a native

activities are 'binding of Apo2L/ TRAIL to DIMor DRS, -

i ncluding apoptosis as wel], as those further reported

in the 35 literature. An agonist may function in a

direct or indirect manner. For instance, the agoni st

may function to partially or fully enhance, stinulate

or '
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activate one.or nore biological activities of DI Mor

DRS, in vitro, in situ, or invivo as a result of its

direct binding to DR4 or DES, which causes rece%g

WO 20019222k4 on or signal transduction. The agorﬁ(éWU Rp/031894

al so function 40 indirectly to Il I i b
sequence ARATEETRASE | ﬁﬁ?laﬁtgg FEEt va%’% ﬁzﬁﬂ rr%?lgéebl &11 %’”Eparel 4 Y
recombirgot | o tsyatheyfic Dhahads DEghelzﬁ)O@Ff?RaIL i &Pt um"S?t“l fi Lnesuces
the pol¥b¥6:iass aretsukl ab, =@ Pro2StIRAEL abk nFRafot Atgclosed in ECT
Publlcatg.foge%gr ﬂ@éﬁ@yéﬁ V\gﬂdcr}zvdshﬁf‘s&.edgusesl‘h%‘keﬁﬁs DR$o2L/TRAIL" or

“Apo2L” taﬁﬁlt 1\1/%4%1' gn d’%ﬁfg’? I g%gleraltl%rapos %H:&RQ %E tl-le Aﬂ:&L?%I%le%Eegmlude

g an eg a%(e:er u%?? ing op amino

monomer f HEET O *qrﬁfeﬁrr é?S’FI“%/ tho WBRNBNEESRT P herd s 78
acid redMEy20074022 241 PCTYHISRO06/ O3189%F usr tHRIHRETIPAL FUHTIINT tO
Figure Qrt Qﬁie{s\é' Iy ec;.%@[:ail@ﬁtsitalgﬁi c:zjierﬁ@@nl StFoﬁEyn%ﬁahaﬂ,ce“Dl:s;: or
“ PELEY] Qxfeﬂ}gué Qa b Nar@ HBYEYRG - 20BNES €U ence
ASPZOB refe'rs )éo| I S%ggﬁ oF ec;:(anpee uby é}re Con‘pl o ng DR4
prov;.de%rln[ﬁgus? by stabilizin npl exes of the rZS ective .

The garm wm/trﬁ@mﬁzﬁtwe%i:@are%ﬁwr F s AT 246 FATY BOb¥ refers
to a £Stbdd | Zoag/mativenienpiseesterneils bepwedn tApprgpbrane and
cytopla%ﬂqt Egﬁ'ajs%s Drl??):cglnalrlllygt Plgf ?%??@ﬁ?ﬁ k?i:; j?.gjatsgd of such

1 1 th

EreEnsmeREEEt UTxgdr GY% agl%)c ‘g“‘“&éne K % 1 a}:lzboh)édlr at ze ;osr:am(:
0.5% Ofsﬂcﬁ}cﬁ?ﬂaénsor I@I \fc"gl P‘f)l"d"de‘fsr?ém%fg"‘?iés?i Y OR B WA Ch |
identifD#d Ofvra wemmelipepttiissuel obheepbieserh Ber<@bidctEF b’;ii@ntlfled

pursuamg'tt%n@@{@rﬂgt z!f&aﬁne(l@r effgtoed sirditB€ | :osedoh mdem’trn)fyaml thet type
of hydrg l’?%lCt Ly &'Qé‘ a@%ﬁ@ﬂ.e@ebf $ HanbhSSUS S domain may

t t t I e
vary bublrg-%lﬁr%:eég é)é’g{l% rgt gxgn Ia‘.bc% %C§ patm%o %@R&Q%@yeltﬁég rEnd of th

e present Inc

domain @wme iMOLiALLK tléﬁﬁt-élﬁfbl ecBh eBFTICT L CHPRREToS Fﬁlﬁ ECD will

consist 062 MeEbRNS «0f eitthectilingar domain sequence of the polypeptlde which
is free’\b%%teyflﬂé,l;@&:ﬁoeaﬁéﬂawl ¢apsdena’ &e ibtGakNagaf Jongamedand is

roteins h e €Qionfid, sdd@BgeR o o-
not metrgtirang $ 15 %%t@%@ ee§:9£ér.k%§gul(a§ Eicufil, sddRRgc £ BAp

| mu Li.n
2L/TRALY| V@o%%ﬁcéfl?er?n B fiE 5‘?’ %Vo?h%cspo ypz%t |3g g%%/f/fua
T aleant UReAL AR AMSPEFHS 65" "A8PD OFGART T &zeiféﬁ. £ i) covatent

.chain o@%ﬁﬁﬂa&ﬁei]ﬂﬂ&t | ke, e I&hyuéi@:@&%ﬁpo%

S e.g @5&/&@@&5 C@Mrand: I efepenaaserei tethdshemeitwp Apo-2L
monomeré -Tlc%ae% H& e = va ent %991@9;%8‘;18.4% &ngngideaBgmf ef LLREBS as used

and are t hou cti.on i o withi
herein daeIdRF nfiRg Fh@%ﬁb@?"%nﬂl‘b@%&u ?ﬁl‘gn@‘”;&‘ dillml Fleis uar TR
trimeri2Ofcrhal afs ApTRIPK biegi: nassoCpriednyt thy anqther ’e>¥5+’éjs§?‘i?ﬁ‘ B‘me&r}
TEHCHer@ BhQMRyieliL Srieter ot negotd themm'glrefet=hdn tiwee BDO2L
monomera)t%cl'lea'{:\/gﬁqel f.or. c@vgfgﬁttﬁflastsb?.hﬁ&@dor cell SalTE| e. b
e X S Y c e E.S [w] :1.a a
TBFoﬁ%rFrke“rlxg%II Igf_. % ate § 1Psre§1 %!:: Pef% Y ﬁ sociated

usi _ng ﬁ%ene express

richer miGpewEEay FoHanE] FREIVERPER P RGN CPORerTal Ty e
form, (1ddC) iassaye, Opbésemakicy, s@lpr esmimenicof el Nefk- 'PP%L/ TRALL.
Determ:.kﬂ!a’@ﬂﬁr Kerynes BQ&@&%E%M&J&%}?%ZE GabNyorAS;, mandderbedimer, or

trimer 2?? o%htgxd a)%gie\.)gfjégéelmag beal:nac!iae%§.{n / 20s1-RS ABASIH-06 WBY¥wn in the

m Croarr SIS or. 500-1 ol
art (sgf ﬁJrSéF%r SBT“Wrﬁi‘aJr]é’as?vaféﬁ%y foall Suf:% fhe x]fq;\gwa ;lzi
exclusibhsspecor ("6} , sadgleeutizgn &t eéﬁ%‘é?ﬁ%d EgPg g Sodiun  dodecy
sulphat@O ntdral Sﬁd"S suevers< ehhss appt endhepi detgotlieagropheresis.

é [f)%%(l-% of .d %Qgr’bllggﬁfdlégrtﬂésk%pﬂwkéie&&é& a@oPGRthe art as
acet

t t 8 are s00wWh ln
"DR4” et W@alw&‘??%spa%’g% ?gncgsg% n%ﬂ%%(:qgg bflfience b

Figures' #p- -aB4| Rbgespfgtlvelgm Ng%nm-al @‘ﬁ\lﬁﬁ““&?% El%e &'NF receptor |

family h@RBEN deberefieto ad YPRLT |(Prerdy ahe [Bcebtusen AFViptrils (1997);
cee a18NaRE1BkES L& 1f eatdirasy ofo,t hesGakidlags /B7é @iyl Dihed July 29,
nol ecul es conprising a N-termnal cytoplasmc donain,

transnmenbrane domai n, stemrregion and catal ytic
domain. 35 In an opt i, onal enbodi nent, the human
~@Gal Nac- T14 nol ecul e contai ns 1659 base pairs encodi ng
a 552 amino acid protein, as shown in Figure 4A. The
full length human cDNA has been deposited in GenBank
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| 40 exons, such as exoti'c 2, 3, and/or 4. The present
i nvention contenpl ates exam ni ng expressi on of any of
such various isofornms of Gal Nac-T14, and that
WO 2928261 on of any one such isoforns is predt (V206481894
1993; %&%gml%&qls%%i#%ce%egql 2§@Jm:(7g S SEALVLLY LQuee 13,

recept'or arit
2002; USUE)F“I“&P St $7u8- gacket Fsati%e: HH! %ép?%}éﬁﬁ iggued January 29,
2002) . a@bewdgaleactabsarmyrh_,am er;axse: T3597) ppd GalnNae -all3) , Science,
277:815-688 NaroT3 @ANNEIBea al:RtnhdO . receptor for Apo2L/TRAIL  (see also,

W098/51%99759:21%31419%%%9&?&:0@/ 03}%‘%, wHSEA, ;lu%h%eﬁefsgéte%ber 22,

rotéin dharacteris
1398) . feglﬁfr éfcﬁﬁtQFhéSGiFRﬁ%’e? F%\n‘?s’r Rt YrBP etifs@Eor has also been
alternaghypivi stFRyrad NG esndprak: CTR?GptTas AR€, dorBeT$3, hAPO8, TRICK2 or
XILLER;{ Bansitenstane . domain, sist em7:egi-@os andsept &aYédl et al., EMBO

J., 16999@LBsg7 N8 PPt onal Qi‘bo%rﬁﬁﬂé . cldg s bumap, 141 143 (1997),
W098/35§9L Nau(.:ol %JG%O!AXB_%Qt I'gge fssngEL% r%%'? p@llsgxegu?ci_tﬁg?r 14, 1998;

WOQB/“&%%@“PEE‘@ePnOGEEQHﬁ%t%z'e%99él WO39/0%g53| purdhEAds FRHaTy 21, 1999;
Wo99/09279 P00l 7021 1P I6S) . 1999; WOSBy17wubjieCiched March 11, 1999;
Us zooz/paipjoemtpubh.ssmaamg@rayw3si BE£ sybjo@ﬁyod‘gegsd/@usﬁshed December
7, 2oo£ he(gsapﬁy 3‘1]*? %@S'Jsgged 'ﬂé% Rdi.ng hugpns. 233%1/(5}}1%99 uclfllshed

ect are an su j'ects 1 ny
mogust 41 PN BT FUSORYEToET | R AR SR Ao AP cITPn Pl oisoses
published) S¢iphenf 38Hi stPe, USr 280[0a€17S5 publipbed | ppril 25, 2002; US
6,569, 6epi entdIMagi £al 28tudivess, 002, RubjieCks Itseds aR000, US 6,642,358
issued GROLERES4, 2003). The E@éé@mé@%lve a@th%ns.egeaa%ﬁgié’] for Apo-2L

includer'gg rSDtc:lQ2 ana!mdnawagse 2, er dan gs &g gjgg a;’l Marf%erg et al.

‘hunan
sUpTa; ﬁ“@f @F‘P‘?é‘&teﬁﬁo&?'n'erﬁﬁéﬁ} t heT’F%vféﬁ'[“l OPpo-RhetefghARH" Wgen used
herein gndegpesss IBBYvE tseggmee orecemtior sminpé@btors vaeamts a These terms:
encompa€dlabecdl 08cphosidipkadsegeld & vohtey neduddan a 1hj:§ﬂﬂ1@3 humans.

BApo-2L Péce%t§zu %f Cﬂe %d@%&&%ﬂ/ %@gss%guésc %CQII‘St Qgtutrlatf’.ﬁfu .Qn oa[ variety

rom afresh

cel be S0 I ssue
of humap “1%?1uean&fl o‘?'g‘%r eSer debor gegﬁr%srseg 33 u3éec§’3]ﬁ‘ﬁ13ﬁt of* sSynthetic

- methodsh ohs{RagtVeaSEATARCE; 2A-GHITEPE BPETdsfs PRtiReRtide having

the sampogithy #eldi ggusuehaasncapebn atecspiorafiedfilved oEroamaltqta C Thus,
a natitd Ubdbuep®S i Lﬁ:ﬂ-@@' ﬁet:éﬂt@r 2Qn Othab-dt Eﬁ@t bhdl fdiMi Qisequence of

' naturalﬁelolzéurfrmmggyzﬂ w@epl:& 9est afig, %mﬁul gfueéb%{@@& o uanoe apo-

subj ect,. The tiSsue sa rlnar

2 recopiitn SRR AFPE G EEM SFTABL GBI BRaTPYEcerhey (et or
synthetist wegPF- sarfpP e tPE" obtadi TRededamerdca Ao Har yecgptor”  specifically
encompafet ashatretlt-wroicridfethinssisd aNpbecABy £ORkEabf the receptor

(e.q. , caom%ﬂé whine he 2l g1 09k, n&wr ahldmel Nt oL moxed WMthar  gomain

the tiss in nature sucgh rvatives, 25
Sequencealnt i COAGT Ujlelg R TR 157 xg‘f’%?es =-Hut r PEhpgatively  spliced
forms) apst pﬁq%g]_]@rsoc@*rrg% ap.;l.q('[éc variants. Fdﬁecppf@rpmrpets@smay include
fragmenfierei delatiseottats of thet hSSe Sanmphte@ bSoMRaBécedtor. Figure
32 showSi 1| B11PAkEnDlacPl eé‘e@_mafceaoﬁ 'h%&é&? pRANY ubBiclea qnt 0 "ba /51793

on Noveﬁ% C§9 OfL‘.QBé SSLAte ?ns%rip%t%mralit S%:[ Q:ren \?'aztll Ssue_ Eargrpl 8R5 is known

under st ood g I1oONs O t S ue
in the §5*hp| SEHERR S &P e P BITIC sTR5PERT ddbet Ay asid sequence of
human DRfc gbevh Ay Rigutdre 3present BOpubiverd om,Woppaktisded obhatgust 20,

1g98. It is understood that the present inventi on conpri ses :
@eargﬁtm@ me%ﬁpybotdpe SAE. 5 8E éﬁntgfretfgé %%fig Teo St ibody
ot h norp gl,ca l ecu

or anciBRBel? §h%ﬁ6§§§dtm PR E 5 B GEROpBEEFf Sarfecor Feceptor
superfamjy| @i ceptednimy o émthefarrén cgpaicork eliardlighg japoptosis, and
such aninidaftesC dgIaKe MRS hik id6Yy \Way , Dshent3bo@er f or mance

and/or results of a first -analysis or protocol wth

t he performance and/ or results of a second analysis

or protocol. For exanple, one may use the results of

a first analysis or protocol in carrying.out a-second

protocol s and/ or one may use the results of a first

anal ysis or protocol to
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det erm ne whet her 'a second anal ysi e or protocol
shoul d be perfornmed. Wth 40 respect to various
enbodi ments herein, one may use the results of an

WO 9aP3eeldcal assay such as MRNA expressi on or PATUS2086/031894
det erm ne whet her eci fic therapeutic regi nen
%uF%Fe’@émbé\an‘?cr?é’dr §§ 5 A PRAYE s ot dRRE SR hgntibedy” is used

in a bApaRlsedfAlte oefadedt hentébeiker tiant bbodyo Dleast one form of a

DRS re%@&%é@z&gclﬂpgl%ZQ-Q@iO@ée&%ﬂcé i Soue SamberesTRR bErfAe 1-240
sequencen%got%} %.naf:‘:r anag SS%OgCPa%}s;eécﬁct%hég}.%[xiLﬁ dglggltgl %ﬂér%ggs Q)Etlonally

nucl ei ¢ aci d ecul i ncl ude
the ORGPPSO LIS i PRSGLFLE Breedes g molecule.
rrefergiglvetid ehetByolbgewe "segenreant Loy onURESéFes ddipdantibody to form
higher SEGEENSE QligPRité cvmphekeof witibneald, fubectrDRAtivoal ebinds to

DR5 relcQ LPcI}C %‘1‘:”9095 AJ-AR36E | Qf n&o@s@fe%@' D1l a[n?g lalli@iﬁtlleﬁal Apo-2L
recept?ﬁ,' fﬁJ'C| S?C gilr_ ess 85112 gcr:]ealgayt Co%nsc:t_% év lS alll agonist of

ds*r esp6h5| Y enco
DR5 signgatitconaltivpEdtein or only a port| on of the nucl ei c
Goiidsalies powesiis entidodercothandgnomtéxpiodsds g A DRS receptor. at
a conc@@beid ertg% BECIRLE MEi t SBOMRREE2ITAY LOMb@UTed in a BIAcore

bmdm%eas%} c a nar) 'txth&E' Ealt%gms wttggrﬁvemoh' ézhllm an To
nat I

or regi ons, pr onot er qyences er
50 valpeqof é’tbGFE/ S iBhd8s ]B‘?utuﬁiﬂqﬂ% %lsdj"?@@‘ﬁ % &Bi 8n§x‘7ltc<‘3"fe binding
assay.t he gene. The word "Il abel " when used herein

f18d ef SocbOol spOIpAYNd "ORs CONPBSIW| 0 WahictDRS antibody” is used

in a VbQQz{H légﬁéeeQ:oOEefelis@g Q:lt&ﬁ&:iie)! At Bgckf 86t Ly 10s@ one form of =

" DR4 rec%%geggl lse}liltfr cgflu a u& IIS!’LI(.‘? t%%:lc%j%e r lon?lqgog?%b%d%ﬁlbody is

ion 0 agen
fused jor Ilém?,eg‘njtlﬁ’geﬁ St GO HSE, “ePERTealel MR T es el FrpEerably the
heteroligbec ts@ghendee ajlqvsr adi wisgetoee | Fvebsdvotof fayor bbddbent oxrder or
oligoméABet&E)18%es.1 Nogiensase ofe an: enzywel, sida@bel proByeceptor but

 does nSALALYZE. chSOL %ae'acél &1%5agﬁprgd9£ti%n§y% 9:& ErLOPRRUNG o, DRS,

osition IS detectabl e
ek, “”én??%‘gdy" Oﬁéi'oé’iaﬁiﬁ’ sEhFs SR NS b oa?i%sf‘t ée%%eDRgncT ignalling
activitgpvers intact nonocl onal antibodies, polyclonal
artiobady esshedlHd bodivesy (of. the bnsepn@d;prfi irdn@mnttb bo @Resjeceptor at
a concérﬁ:rrggﬂmf rOmeatbs | 85t d Womanbi badikesy «fings aBkidedyin a BmIacore

bl.nd.ln% a%% nt élong%}g %ﬁe tp%%ya:%)ﬁ%cgleg éﬁ%hgeﬂvgﬁgon exhlblt an Ic

gi cal - act gment s .conpr i

=0 Valbar?ﬁ OBt i i dEt B By o Measured in

assay.

IAcore binding

The term “agonist” is wused in the broadest sense, and includes any
molecule that'partially or fully enhances, stimulates or activates one or more
bioclogical activities of Apo2L/TRATL, DR4 or DRS, in vitro, in situ, or inm
vivo. Examples of such bilological activities are binding of Apo2L/TRAIL to
DR4 or DR5, including apoptosis as well as those further veported in the
literature. An agonist may. function in a direct or indirect manner. For

instance, the agonist may function to partially or fully enhance, stimulate or

‘activate one or more biological activities of DR4 or DRS, im vitro, im situ,

or im wvivo as a result of its direct binding to DR4 or DR5, which causes
receptor activation or sigmal transduction. The agonist may also function

indirectly to partially or fully enhance, stimulate or activate one or more

bioclogical activities of DR4 or DRS5, in vitre, in situ, or inm vivo as a result .

of, e.g., stimulating another effector molecule whick then causes DR4 or DRG
activation or signal transduction. It is contemplated that an agonist may act

as an enhancer molecule which Ffunctions indirectly to enhance or increase DR4

17



10

15

20

25

.30

35

40

45

25 preferably conprising the antigen-binding or
vari abl e region thereof. Exanples of antibody
, fragments include Fab, Fab', F(W2, and Fv fragnents;
- WO Hi0gesdides; I i near anti bodies; single-chain %ﬁﬁ@ﬁ?@%ﬁ{ﬂﬁ@“
nmo| ecul, es; rrultls eC|f|c ant| odlesforrred om
o DRS ﬁ%f‘ﬁ%&?ﬂ fof‘:a Y N Ve BRT bo%lla Sk B, aEntci? activity
of end¢pepeiofRr PANET PcTYINE opBiRicAG bPe aacﬁ‘ia‘PPlSGhidsOf% gxample, by

- pre-cotdkk0RSIRE: eoMEGsed kof stapdliddentdotmledeb gbt thd rechaithige ligand

with %:@aniazy\@of dent |ﬁ%lepft@:avbéuélﬂ) ahaidsiiFaghobight Bhaidt formed
ked Eg% S@y chai n by one coval ent disulfide
he

beweepbgs’ﬁd ﬁ nunber of disulfide |linkages varies
' %ﬁ"‘g‘“‘t P@Oﬁé’ﬁiﬁ cFaivAgd gt her PEFSERT %Pﬁﬁ{ﬁ?gg?%ﬁaﬁ% generally

to a iwdtyPes. Eattiirgavy amde] i ghetséhai masbabudimbs structure, or

glycolipegil el skpspaged dnthaahah ordbsw fida b dgesie &AGRIL can be
detactéa%}wstfatl@m Q@ém@ts %ér %@h@cﬁd d@sei@gé@meﬁe AT U AY kadmme

¢onst an
or = (RUPR- s 01| AB) G HOGT 2o AE Gnch VPR br death
receptaro Fet #IFEY dondipl abiqmeskensh eprev@iatee byo e ap¥esgBiaityention
includofbut herel hehtlicheadd thsnallecghad ini tHe tleikiT Stamtn SEaptoteins.

_ Memberéi%@atﬂg fimd-n&- Q&wgmat&ammt&mfhk&m 6HANRc-T") family of

geves r%ﬁcbc'eensd%g@é beed & cgﬂa% w &.@e e gp & dopgi.n. chemistry

eavy artic f esi
and bl%i‘r"éy o f“%‘?ﬂé‘dtﬁfﬁ? f’oi“rﬁkﬁﬁ %YF@%%C%%&W%@HE? & F]?eg I?PlYP‘aPt“}e
N-acetydhai readnetorealny lehaisdevaachabl idowaiihs. sThéedleingh Chemistry
(availabiar mabl=ets r &f ens:. EQidnbedifraet . bliat arte kb adrenped tdiBBS therein;

Wang e]‘?f Z.t heBBRgariO%bb:?a—%Ha fb%:%fjlafnder:ef%&'g&éﬁl \égtl,éé ltﬂexle@ni heand are
ficit each seggence ano

cronn D I S0 SES ey Bl SRR MRS B Pe opipaes v
chains nip t PEAHEARS - W@W#UQZZEI?&PGT‘PB?EG%/ B§18’9‘2¥1 ght pif@arker is
determidedever be t igghear ithimi | t1ay icbsmokdeven| y digtel butsede or cell
sample ! Nopugheuty,t Ber Vakinadhd e tH9 mihss-0bn adt ishelizesionlabrkéS will be

detem%gece&glﬁgt ed 1. Lhr eg, Segnent %lgfgargg%hy%martg@mee BCR  ox

rrentarg determnlg%ﬁ%ons ot K I.n % SalNaG_T
mmund}lrsb?ﬁhn‘gﬁﬁ gt h&sFdavy | PA-Var i BBFed6haiths > e T
biomarkpie WSk eashCgHiar-Evhsear Geidepot i bHs 8f Hrteatidapf ¢ level of at
least THONB&A Sncateredaby ek e fikameaer kidregioys atdRs)s, breso0-£old,
or pref’é&bﬂbla@ domri Asof B8k imenbeavy amd deb@hd:=ChaidIS ce1l sample
than t%% oﬁge@%élsﬁaé ogr f%i‘o&l at!lggh Q}goggilngsgn Rz SEES{ detecting

urafion, connec ree_h pervarla
exPresﬁ“@@l nkbe RbPRATE FBr‘}ﬁlF%&b@n%ﬁﬁ’ev@t Ffy, and in some (
‘@ﬁ%é‘saﬁmwaéawoseﬂmet hely®epiiglet structure. The N-
acetylddy pedodafingbt nkegipasTia, egphethabnrare felihd oget hesayria

are usécp }Qr@ﬁ? i %Ifgl't ¥ g}opebyIIt Q@m}ﬁ%%e a%tElﬂ\A ﬁehrlt’lgecharacterlstlc )

i a io rom, t he .ot C
featur‘ecfc'on? gu?e g f%armrlr‘g i S5 of°fha eéc’ntcomé’ﬁi%mﬁdl N-terminal

cytoplagpig ‘%W‘ah‘ht |b666?‘?§‘bf§?e Rapt éfer%uregl%qad?éne&a ie domain.
In an Bpidbernsmbdinentnotieghoadn |Gt e SL4 sflhcE@. cPulsling 165% base
pairs &RAkLLy Servd C&nlnuatai:_@d'leﬂrol:&ﬁ{ I byt esovf ileaddube 2a.  The full

length %g&i]:ie glgﬂl 8&@ be(eﬂlg e-ghfn %@H%{nﬂngs %gg&£§n qqroe 2!&98144 As

I rect |n|n an_an

disclosght itge N pHutt e?jm 'bll?BR‘far iP8ls™? éf?ﬁctglpo?ync?ﬁléﬁ%d HpERE™S oF

‘GalNac-F34 pave| bdgpatiflentidhied hightivsdelr i(ar do not include) particular

exons, adflichbadyetlependent eaelloxrmadi atred eydehoXitvdryidARCTremplates
examlnlgs p%e% JQ)%S Ef Tyot)f a@l}dhb QQJ!‘ %8s pfs%ggﬁﬁs ok V\@alllvg@—&tll& ¢ aAmi that

tigen-b nts, called
expressg.g%h Wlall.l o esfsn gger %s bore 1ve k% ’tL n%mmartlllah tzssue or

e

cell sympde @ua?nsi%v1tﬁr%©ﬁ€ﬂ%L \Vvﬁ%‘sérrﬂﬁgh r’@FFIéfé’trsal?‘ft%odY

“abbiN-byetyd-Bropd batdsemen2@o@adidde. , Pepsin treat ment N-
acetylgﬁéﬁ.@ét%arﬁ&yfﬁ%@f@rasfetﬁg’”e%p—%ﬁﬁtachﬁﬁf { We1Nac-T37, “GALNT3” are

antigen-binding sites and |s stl [ capabl e of

cross-1inking antigen. "Fv" is the m ni num

anti body fragment which contains a conplete .-

antigen-recognition and antigen-binding site. This

~region consists of a dinmer of one heavy chain and one
l'ight chain variable domain in tight, non-coval ent 25
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35 of the heavy chain CHL donmin including one or
nore cysteines fromthe antibody hinge region.
Fab,-SH is the designation herein for Feb' in which
WOIﬂﬂ’éﬂl’@%ls‘tel ne re5| due(s) of the const ant dor%%szﬂ%ﬂ“”“
used h?re:ull eca8£e£%Q ?ﬁg Ilghgngr*brgné) %Qatel(l?? galrapc%d¥1.:st6_p features

ment s or uce

of the GadMetits ﬁev@fﬂ%ﬁ%%s CHIPELTiag ﬁet%eﬁmeﬁémcv‘wplasmw

domain Ot Wsmml degmdpl | Agst 40=gibn aptd bethpliragnémriagnar e In an
optionl 8@bJERAMRE, the humanlRQINdd-@htpthaigtsde bm@nlkkbodicsnine acia
sequends EH&HP%&OQM&S)L?f r %Ql%&é! @éerée%achgr S&%Qk&%acéﬁ I%)guc:rett et

_ aSSI di stinct types,
al. Iy § b?)]a &R | 5%&50 %Wﬁaéﬁ on the am no- aci d

Bye(Riiee of Hesienttonsteaset domasivyle Dopendi for olithdberapy -
is des@ambnoiratidingeguense ofisbhinteofst antbdomaivdeof ad Rektbiect are

any sufRchgaMyceha rl%, clmtda@ogé@are@rmel@@tgaeglﬂhg any clinical
sign o f i ent Cl ] 1nvo£ve :Ln e l\c[ie 1010 ica i or Su:b ects
g gfﬁ maj or o) Assds oF i M set AntlBod ] :
used ag ﬁ%‘trP?ﬁ), IgE IgG and I gM and several of these rmy
e tumt HeamwdiVidedspdt lersibcledsseso esptngpes) clesgified as a-
mammal,| GEcludi@é? huh@E3, Joges, nbhesandodHAdhd Thesheawn- chapdrferred
embodmm%gp%tfame Qﬁ?%ltﬁl&at bat n%%éleﬁgoé‘%uﬁa% the di fferent

a ses of ant odi e ar e cal

5 ELEer ol TRERIAhuAT ¢ Pt uch & diedigl oF"Siddhar cents
obtainedhf¥as. di WSt oifal eehierrrarrbirstof Bief ferent ok ltissidgsue or
cell saebld mmart@gh@kidl tnsuare vedd zkfush, frozen and/or preserved organ

or tissmud %hﬁl&r@l rblgﬁsy 0:51: éap\fateambh.@&ﬂyoxf A9 MeNd S constituents;
ln

malns are |na

bodily %%ﬁ%r I ; Qg c¥ Qé %Inn:.cIt:.!: kquyd %%g:%!ugal fluld
or integfigitial priafdr 461 fFﬁ% aev Uy BE R bE: i Thepve opment of the

. subjectgonBhé sessae pTimppe prdxelep nkerprifabetone enl tured \A¢ldador cell

lines. Vipto@mgins cwbi clzseaaky) es1t henprd\ist evfaned them a primary or
metastag§§| {tﬁgrSt r "i‘ﬁ& uE.u%sfu@r s@x%l'eg%ﬁ blcEHJdaQQ cgn%rouﬁdsr %zgﬂv are not

Pl,ackt hun. i n. The soFy see ar neco
natural%g ?onaf{ C}N’]F’I%Odlé \él ue 131 dlrﬁ/b%)réeg &\s " preservatives,

 anticoapElghbuPEESIPY et VI agE B YOI IR SR 6 9 i 11ke.

704 984 ) purPhees beynihde abbedies* rsekerissto ssppld iam€abbdy single
vart off RHAGFEHES aWk{dkubWoarh et igen- bhdisngeSiote8isa0Bi 60 cells cut
from af'{:v.asgggng ggrrpr IIis.eﬁtg C c?e\éXt&J&al ?%ﬁ&g@ﬁ& CL%@?S. O%g tissue

connect ed 0 a a| nh varial mai n. (V. :
sampless Ifg B%I VHEpt i96E YHe gt YB§7 UBTHGIHS Fri’ketrhe present
inventiphapregidegdo-hghott ie dﬂ‘a’IeF%WOéa¢1?a|tn§1€bE¥%eeh imyentigp comprises
a methelOMeiemshbio Ntich ezagamezehiainn,off he sgeiradanglar &s f ef0@6ed Oat both
morphow@icralvwah@ hbe.ccomp! eqriatar ¥ depaibng 9ta apotiheresghal Neo  botn
rOtemaandd reate athQ anti gen- bi ndi ng sites. 20 D abodies
? are described hore fully in, for exanple, BP 404, 097;

oy %Fﬂaﬂ?i B nd Ml R GET if Hant PPERET LRgt |10 R@&dwayr the
perfornguge Y8 ok O@=6U - 684G (;9%.) analysis dhe pkeranol with the
performaddNead QB atesaltd REAY "scasndiSa61REE QINpFREesS. t SoRxample, one

may useABhd RQGY; QPLAI anefgréd{ O.smaﬁi‘y&%pUl» a;%]foggcoqf i %%L?ﬂg‘ Bld ¥ secona

rotocog Elngzneous anti divid 1 " 1t
P htTHodT €8 cBipricsi F\lée t’i’?&ub“cfpﬁ’Fa%u %ﬁsér%% H%’rﬁ [CCafroteces o
determipg c@thenra 25opws sitglesiFaryr arttpeet ctherihgeanpeatdong. Witk
respectt Mat wmAjole presendndsn MERon, amdinhsy Mnochonadsults of an

analytiddit | Qé?sgﬁle%u@ﬁ ezhi gﬁtllzy é%%lséid;ﬂ heirg dbr eet&bhing whether a
spec:.flcg@l%xerag? attl%:l qgl e ant Isg_em %%os% Igu%h%r%ozi‘fceptor antlbody

5 conventi'ona onal
should B3 @FEFUTFONs which typically i ncI ude different
Bantausdeiescdit ettt edtaagatasincdidd emgnbNAdletre RFRnanfs: example,

chromos&f, t APEshon@AGH, NBPNGA| GRA)oxatalcbady1 | SudQidi LGt §desent "in

agai nst a single determnant on the antigen. In

addition to their specificity, the nonoclonal

anti bodi es are advantageous in that they are

synt hesi zed by the hybridoma cul ture, uncont am nat ed

by ot her i mmunogl obulins. The nodifier "nonoclonal”

i ndi cates the character of the antibody as being
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anti body by any particul ar accordance w th descri bed
in Cackson et a/., Nature, 352:624-628 (1991) Mol.

WO BPY22214222: 581- 597 (1991), for exanple. PCT/USPAR0/031894
tigsue %ﬁ‘?ﬁe?n% %thfT!'l B‘%gclz esichaecgl I”n S e%%?{s: Ic,:]gel) ltlx%l nC: udc% strands of
a doubj}:ﬁ)rsf:FWEGfm’(qji@l%ééeﬁ F%]re |ap©h:|tncl\1,q§s any fragment or portion
of an 200FY GRIVXE4RCRAUB2REEID31894 chain is-identical with

= ~§erm| ogousnt Whﬁﬁ%@@%iﬁgséﬁﬁﬂﬁ‘é‘]%%spéﬁlon thereof with a
functlcglgD%qglnﬁis egceordﬁ{%%rf £9%H§?r%%£%| Cgkggeln.ﬁpo%:c 9$u1g£1ng other gene

hel ongi
expressiie] qBE ST CHRFPENT il BF THd-LhAHES)reegonsisle for
encodingdent Fewdtionalh wrothorobogousyt 8 corFesporfdi fp nucleic ‘acids
responsd BRI e e8ndolidN torbethess el aveehbtkiOm anot RN« 5PCCEE Ssequence

nay cogeagblelgngbﬁ&leoa@ﬂeimgtﬁng%@ﬂgy &Lﬁ@s ﬁ{trgysbglnﬂa%mm or
SuU
Ot.

termma%ﬁon re%orbsl’tpﬁ%n?%ref rred br ol odf caleg‘élatio q‘(‘eﬁ 85 or unique

adjacenﬁa’feéﬁf’n?\l&" Yheg9e567; Morrison et at, .Pr oc Nat | . :
TAE athrdSE i abel)SAyhaB] 885 heG85D I(Eiﬁﬂiﬂ-)t)o aChompennd or composition

which ﬁntcbﬂﬁ@ae& ofr ignE@y %_Eechﬁﬁrebﬁ irﬂﬁké@ﬁy @&'rﬁ%hé&ﬂ such as a

nucle1cagéiéjggéa§es ogoﬂ)%ﬁ§ib§8¥vﬂé @Qélﬁlg%lg @et%gyo%e f q:' ndl a%ent to

sequences derived_ from a_non-hunman prinma gb
VEICE 3§ ¢° WPPHINBAKEY, TEGCh S haBRSon " HESEE G ceteciibie (e.q.,
radicisgiorsnBhrbrls menReyoreagriithdpesls¢onst aimt thegiame of an enzymatic
label, B&fWRBLRS e (diSnPadl BbterStﬁﬂBp?&O)substxate con@ﬂhhﬂ&rﬁzzeanposn.tlon
which ibOfd¥BOofp1BON-human (e g , murine) antibodies are

hiteric antibadjes that contal n njni equence
erived fro%n n% hanman r?o Ild:buln?‘?l %EB? he ®ense. and

sSpecliifpldyy pHPErs hdRedfitz eraona’ﬁ%?rtfédu @ 1BpuShumRALyclonsl satibodies,
multisppeyAin @git@breﬂueas{e(v peciipbemtfiamdrthbotiths) iforwdd €hon at least two
intact bBESiHAEES T £Wa§tfbé@§rﬁﬁ@n&m& o6 e g nasOfthzlﬁh %}cﬁ%‘tp’!:]fer”ciesz.red
bmlogngde aggﬂh@ ed by residues froma hypervariable region

. non-human speci es (donor antibedy) such as

%tl}g%dy r §Fag“i"955% BPPHSRhuTrarPopr9%at 8° h&% niPteRe  entibody,
preferafflysi cempripeed f |téPt yertagfi-hiipginganer capatirly. fegispnehereot.
Example@(0ofi Ret fheies frdomanmnankl vgiran, (FeR), regsb dyesSamaf #t heragments;
diabodiddtman iaEunogl ol £ .ar esmn%@é%ggn byaﬂﬁaB%ﬁ porﬁ‘:ﬁleggles and

mul?lspg&%lg%%gbtgﬁés déi‘:zr ed Fflil*{:rﬁ hatntlb rd?r anti bodi es

corrprl Seé T esl noﬁagfnound in the
"?‘aetd ﬁlaé’rﬁl %qﬂe?bﬁy‘? B?uailﬁyt ]FF‘é:eafh‘??GFama%’FtlF bodyorrPRese of about
150, 000 ngrditPreatcromsedre maelelideptfanit hamtr 6f)i nbaiast adDdye identical
heavy (PelcheidBanCech| Nggengizah, id hendranediazedvgnddaBady, Whd lcovalent

dlsulflgé)'mﬁés%hgﬂ SEHQS&M&I: %fl )ﬁlgllflgé lQLkalg%Q arQFl% amggg the heavy

r domai ns, _In vihicC
cbeine & BuFEiels) Fat lob s SRRT | Arah = Pogpe 2 (ohe chain a1so
has mg&%"ﬁlﬁsﬁ?ﬁﬁdt riEResE R0l Bul oA HpfdRed mBACY fobur | hadmchas at
one endad lvapiatdubdtmant | @) Youldwedf byt hemkRer arfecédraser Gbmatins. Each

light chMiRBRad AMNAEhObUWhIdLE S 8EUSRCEa THE mn&&@@a?@hgmqyat its
other egcpt It%.QaLJ)I'}ét% %O}ML:LI‘! o%oggrlﬁ h@tcha St al?é)nr Eil onth tlhe firat

g Al | muno Ul n -const ant gkl‘o ypi cal

constent {HGRAT OF faReT MnEOG oBEF :ﬂﬂﬁh*f lf&lf‘ﬁbr"aaé"t%el gotain is
aligned ggidh) Bhresragiakife, dolgnupe B2 1629 526if.1986¥ticular amino acid
residuvedRieehv@EBvel 3/ forad\NabUifre332ca323ewidd (988Kt @Afin and heavy

chain viiEBlAaoflinG, Op. Struct. Bi ol . 2:593-596 (1992): The
term"hy en used herein refers

i abl
™o THE a‘parﬁgbafe"l &ef% g:L?esthS A aNET ST A Whi AR of the
variably SoPRS Bl e or<taRE A H- It ROMFTCe THRong Aty brestigar smbhee used
in the bxggnng1andn$pucsﬁﬁnlan1wﬂ)eaemcbamefnuiaESniixnﬂyafor its particular
. "conplenentarity determning region" or "CDR' (e.g. -
resi dues 24-34 (L1), 50- 58, (L2) and 89-97 (L3) in the
light chain variable domaih and 31-35 (H1), 50-65
(H2) and 95-102 (H3) in the heavy chain variable
domai n; ! Cabat et al., Sequences of Proteins of
I mmunol ogi cal Interest, 5th Ed. Public Health
SerV|ce hbtional Institutes 40 of Heal th, Bethesda,
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| oop" (e.g. residues 26-32 (L1), 50-52 (L2) and 91-96

(13) in the light chain variable domain and 26-32

(H1), 53-55 (H2) and 96-101 (H3) in the heavy chain

WO 2047/924bl4e dommi n; Chot hia and Lesk J. Mbol. BI/US2006/6318%4

antig ,:.L 26%031;)&0?&71:21«&198% :.lltvp 5ggl/agéer%%.]ﬁggzggrl‘gzto864:%%%1§§0ut the
variable|giegr iy &§i ?Méé’o@teﬁer %tha’rﬁ EFRCeRyEET att &BFes Fegnghs called
hypervarie®ildues caplheseiany deferveéding regionsApptanin bbeyithichhin and
the heé%n@ganamaamamqeemo@émsnt er@st mbfe ONBLLAPAHE-@f portions of

variable Id@)g&:’t’}% gpea ?%(ft g?{l £ e@oﬁyfzfegg&%m(ﬁ'ﬁf)f g nlilhgyva@g%l%r domains

such anti bq 'S us
of natiyq @?%‘ﬁ’e Gee i8Rt dihﬁbtﬁo??‘?bc C%%ﬁ? ffé’Pr el e]ﬁrﬁ@lya adgtyne 2 P
sheet piwwsting. t Feneavtegehy three hypeyvarbrblpurposws, which form
loops cB@feRking,” BABUROIHARE a@pses Widdnin@f @irtt 6F a thet potedf structure.

The hyp%‘%\%g%%ﬂg @e&ﬁﬂgﬁln (ag[:ﬁfc@lra@zbl éﬂ:eahmgg@@atek e:[H )cl&‘éé Iﬂ:rox:l.mlty
|

re| t he_an an
by Ehey fEOnhgat %%t E@C?Wamtagg%dr Srlorl¥t %e A ntThodV T yCham'
contribyfe FQ égﬁm ’{@alﬁ@dmoroff Hae PR 990 REPERg| BljouSE antibodies (see .
Kabat etrplieculsefsancer @genitesds csubhmuasig@reaDnnmreet, Sth Ed. Public

Health @é@ﬁt:@)('l@at@gﬁﬂt (I%)Sugutasge@a/ eNe, aldeRGesaR, M. (1991}) The

on at e" la b ?,y S,
T o
m“""nt e\ “g Jﬁ Feen Tdent iTT dt é’ng SEPE%?% eéan% pooy Fo an

antlgenr é’é%v%’il‘éﬁl? r"&ﬁ%‘?il ﬁ%ﬁ%ﬁtf“ﬁft%% f&Chry) participation of the .
antiboderiv pgriedit-degudearicrdhtmedbapdneriosopiciry saRediur al ‘
PEALI alYRALorAlrE Mt Sddats waidabewaib dicatteediercidnhbinding

fragmenéé %994&03%5&' gﬂrg%xl}%&gpeégahc wUSES, f&ﬁgimn@{ganbggmmg site,

)
and a r T‘Jod(ug? y?ceoﬁ?%‘? "o ?oei & ]ﬁ%cré%ggétfollg? atbl%rtﬁf to crystallize
readﬂypre?e@ﬁredt@ﬁbwtrréﬁ%@s BRE” Bt | DEAFIWRE | LS BET | Ficegrtigen-
binding (shyes teodgieat £fl thpapl959% bycossei gitingfarghderbody as
nElet e rAnB agh I&ﬁti—&%)/fﬁi@&&iﬁdwhﬂﬂld cmSing @eé@;@ab&é/ antigen-
recogni{ﬁ%he%waﬂm%%é’ D %Qj}tce (?r)u; Qe &%5&%&@ gl &kr of one

taln 5resid

heey R AT G nbi] (EUEHES %o&%ﬂ& 5 SpPRm na‘m[: Gpratent

~assoclaleguerfat b1 1nophiE3yortdTHGTbTe TERE FIBy ISBS- PREEAFAtRe regions

of eachl @duibng Ofmalenpecirerngte ofedtiihe oS uging-CoohmsSeere on the
surface b:lfu @h@ v O] @In%ﬁ:at&diﬂ.e&:l.lv¥§§ shai f1x heRk-alAdpantbbody¥ confer

-antigen- b:L %e%ﬁéﬁ% ?ﬂ{yjeggdt}ﬁel Qnﬁsi EHYWI E-IQJ»: FEGCEQIQHI Qaslﬂl%le variable

ce a one conponent o the antib

dotain H&t "f‘]aﬁ %&n¥t rEnARRE-H39 oot tBEeepFE%eéﬂ’f"“a@Fﬁl’Frgﬁ? specific”
for an Fovigver hapbtlsobatidd antiebeayizni ki bénpraspigsed hlythatigh at a

lower at@asty @Aeh pueiddiead iAndBigePite. The expression
. ThﬁfEfaﬁcfﬂ'a\éﬁl MQE ccgz@fa%§ tthQ @&é@@rﬁomgin 3 @Q@nltlght chain
and the vﬁ% rgth Gép‘ % e‘gﬁ?la\l/ﬁé r pr eveg D‘S’chmn: sz?%t ?%nr& gg&?nts differ

erom Tak REAETHRGSLBE FSEREEIDT AONTYY BR=1 =GRS EPOITTpe terminus
of the tigyawp 'thabat (Hig"domdix emtaivAily arg "drhewapytyeissediron the
antiboaNeHiQhd FRAEEK. t Fad0-Hurt tve de@ﬁgh&ﬁyon Peephy et k' in which
the cysigé}.%r aPQSldQQ%}p .%V%t @I}ﬁs\{:g.né ?EXS bggpsa%cggééfeone free thiol

drministrati on refers to treatment on at .
group - |%%f’§t Zaazia%]frcgﬁ‘vbaﬁgg’e%ﬁ RO PALErFUBL ST £F eRtiEntt 2P
fragmentyy woheh Gevaotiagdagistelrice PAtTaeenthan caPheAt clgmical couplings
of antilRdin Nishéisd R a0ko theat.nent or admi nistration in an :

@ o tcﬁginsfnagal mmg&fegr mngmggmhﬂﬁm &M zh$ NQtebrate

species céE\%:LSbeCUt I Veeﬁ t,o one I%e{ev.herXEear gl (5.]3. P:%tlc r %:zf);fes, ca:lJ-.IE]Led kappa (k)

and lamhdg| é@seéaﬁﬂ aﬁé:heewmaowﬁa%%ﬁnm eh té"&%’-“ &ﬁn%tﬁe{: Hsmains -
bapehfiirgs danntke catingl aridredradroes of BXanplestaof dushin of their

heavy cie¥hOKi-ReSodf 8 | MAPAOKESRSa DN Ak MQsn: aNsdebadizthbanake five

pol ypepti de .hornones. |nclLuded among the cytokines

are growt h hornone such as- human growt h hor none, -

N- et hi onyl human growt h hornone, and bovine growth

hor mone; 40 parat hyroid hornone;. thyroxine; insulin;

proi nsulin; relaxin; prorelaxin; glycoprotein

hor nones such as foI I icle stl mul at i ng hor none (FSH),
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associ ated peptide; inhibin; activin; vascul ar
endot helial growh factor; integrin; thronbopoietin
(TPO); nerve growth factors pl atel et-growt h factor;

WO 2PHEWR2r ning growth factors (TGFs) such as PGTERS2A0641p04

-major . c]eafs)%;??]r‘jfl Qx%é’” I n l g V\&&fégﬁo&gh aﬂ;@ - &g, IgM and several

ore “ostedi nductiye if:acts)rs O 1g01, 1962
of thesg ﬁﬁérlfeelféﬁ@%uéwléﬁ i RERrTRFTESES USOtuReS bk

1963, 1g@l onga,skhdulgati ngrifeabsorysciiCG8Fsyntaeh c‘@glalns thaa. correspond
ro  the TREAFRPRATEGSE{ MLSh)sivgaanul aeyteimacr ophages CSF, and 1y,

CSE 1hd F Fkens ions o
respect:%vﬁ/%) S’I%Ja%hanun?{%%%&@éég L2 tﬂr@e%ﬁa lif@lﬁ?ﬂ%c%ﬁ?ﬂﬁt £

aizsereny sTleepe , (FESSIIYRITE S 2! FEMS | IL17. and .

" ity e - Gpeizypié’[ﬁt pde$gat o P*%t:Hbﬁa u‘fa:iaﬁ)@eqizpl:caw.lﬁ?tthe Vg and Vi
domaing | dfJad vbEL) vhASiiSetdshalbhins the pt@s4rgr i gy soldlaepolypeptide
chain. Iﬁ%'f%ﬂa%si Prt%%e#@%eﬁ%%pt@@ Ul heSOHERRSs4Y af p&lFpeptide linker

|nant Ce and biol gqi cakly §C£6x\ﬁeth a a
between o ifi \Vg| &Rt sVo otmﬁms Ve s%aage%cg&c%? oki h e desire

structuffn efor e pREEYt DESHPE- ag%ﬁt @ FEViRIedhEre FerePHIERE 47 e
PharmacSast aNCRodBBIndINRhbiHegi @, prévehtis Rhesrfoyng t #ren Mgpre eds..

Sprlngezg@ekl?‘c?anlq‘éupg{oﬁ@uﬁﬁs z‘é@iﬂsu@f;dg@ of cells. (The t eLm is
adl oget | s admen wi WO
'I‘ EfI.Z ermY c%ﬁ,a c%? E | ; @ xﬁell sglttQZQ&ﬁf & gm t th ©

chenot herapeut i1 c "agent's

antigentiiniing SUEtF agichy JRUTEER] UREEFVE TOH HESb! verBllle domain

(vi) colmeter ital p Lingabhaipl metisbie alivpdt Gk gion thorsane polypeptide

chain (*Trf agRRNt Syt Q@&@O& linker thét "iehesmisheraapeudlilovageénidy between

the twc %omaz.%gem cal. gg&@%@ﬁn u%%teu!imﬁaﬁng hg-o keaddent &fir with the
e

ancer . anp ‘mot her peutic e sites.
: complerr%t}q@ﬁy a@qﬁﬁ@nsadénﬁgo@ﬁghe}éalnt ﬁnc? eate tﬁg &Ht%.gél{]%lz.ﬂgl%g t .

ote

Diabodiey Gires pHReS priTgEs (FCVTORANTRY® %P*R%}H@f B 10hatds BUY/ 11
and Hol8gdP dwisul f @boc.i mprosetdansandUpl.pesdskarg+4s {1983) .

Tﬂgl Eér%l gﬁalo%h!%lasanlgwoaﬁ, ubel bﬁ&@ﬁﬂ&aefgﬁé Ut dap apt ibody
ur edo

| | | es, i.e., e
'obta:s.neiin%rload? %}ﬂﬁtﬁ.@{lyofeg s g Hl:f‘ntog +e%(I§ %Q&ﬁ ; th

am ne, |_eneme

individpg} e@}ﬁlé%ﬁﬁoﬁ?ﬁ@?léﬁ‘?—@ e th? r P%R“Fr?Fje‘i"?et Hi%o plﬁiggbjﬁz&l aficgEs tor
possiblantkthea et hydwk-dne lwirkniens ag@togeniits PEewspe cHlipor amounts.

MonocloR#H la@k@ﬁéﬂe@ngr@tﬂlﬂgﬁiﬁCéﬂ&lﬂ)c, deCEAPii@bhec pyainst a single
ant:.genéc Fdl ng Etut}g MLQEt LG analogye 25 LORQLEecAR) ; (polyclonal)

atl n St atl 48 ( are n 1 les iracte
antlboaﬁd@ﬁe@aéé?’r?nscﬁli‘ TP ARY Bncqu?es(?ln%sy%lth% Hibaies airectes

agalnstan@lfdjgg@:g:) dm;wﬁ§c| Qﬁal'%%,sh Cl?laﬁl?l VOE?WP%]ph)?ET’WOdY is

‘directed aRnst YPtaphyeidet8inindot ast abé mutdaorar Apcpdiition to thelr

speci flgltll:y‘:l uﬁ’a‘ n%oh@cﬁoﬁ%?é%@ﬂb@dﬂi&ﬁ'&guﬁﬂvar&%g&% @ndthat they axe

smthes&aef% BHI %%e %brlgoma cuitu’repq_gl%r)ﬂalm§£a§;eldnby %ther jgmunoglebuline.

Istatin; nitro S c
The WoRfLeT aW@aeﬂona%g H%llﬁ???épﬁ&%. 'ﬁléarag‘hedfl g%h%@%h%““ Sl 33 peing
obtainedsticamustbremti s Dsf Aricieneqnscritol et ivanPhen ibodies, and is mot
to be BBSHL-0sethanieae: axhderdymeoghlor ittle, amelphalan,any particular

method Proié %{Qf%l%e iﬁ'{ée Qngﬁgcgﬁﬁﬁe an@fl:ﬁ)@ﬂéﬂ%t bd@sed in accordance with

¢l ta " escribe
the prﬁ?ﬁ?hfﬂvﬁﬂ%loncm%ﬁ%lz o?c{m % { e thgfn;::.dgfig rr%% o® lﬁ@s@% bed by

OCI o”gs : nemba.nant DNA
Rohler Pétmest i ndaturani AEEEPRe (19050 | bPBL T ReUCRIGSPY HE®

methodseN8EE Y REgantd. bi ofdtest (.94, Tdl, beheaniied fmoespestlaldnyibodies”
may alsg ! &aghigﬁa‘;&%ﬁ] %éongglﬂ‘g@y aﬁE‘ﬁo@?l heheantei G=fsaithe techniques ’

em | nt gl 3 6 .
descrlb@%%)ﬂaﬁfﬁfﬁ@n?%laﬁ |1$?5Fﬁ%|ﬁ Eféﬁé%lm(%}g%&? abratOer a1, v
Mol. Bdiisphogpiranatediosiuchias EX@I@éér onate; an
GAI ORI 0d:8i1n &Eﬁibﬁ&f@éﬁ:i Rer<i@ CcapatifideAldin, inciude "chimerie®
antlboc{::lt.et of rpnlm‘i‘ﬂlg obu PERST am Ghibn as ﬁ@kio@%‘f the heavy and/or light
neocarzinostatin chromophore and rel ated
mor phol i no- doxor ubi ci n, cyanonor phol i no- doxor Ubi ci n,
2-pyrro|ino¢dOXOrubicin and deoxydoxor ubi ci n),
epi rubi cin, -esorubicin, idarubicin, marcellonycin,

m tonyci ns such as mtonycin C, nycophenollc aci d,
nogal anmyci n, olivonycins,
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15

WO 2007/ 022214PCT/ US2006/ 031894 pepl onycin,
potfironycin, puronycin, quelamycin, rodorubicin,
streptonigrin, streptozocin, tubercidin, ubenine
WO DHESI4t i n, zorubicin; anti-netabolites Sl}’&ﬁ%(’%mw“
chain l@eu&t.ﬁz@aa&@maag }femaiaé%g%agééregémﬁ&&g sesz&én%ag%damlbmes

derlvedtalgrom %uegrtqe opter Ic B g ior e):Eat < t s l tibod 1

rf et 8Xatr &% a%u??‘?}e" and 8575 Y &8a B hes cular dntinody class
or  subglensy c aAPEEpUFleTNRiRdaN prd nese t HRGB (NI fre; identical with or
homologpys | AP deteressettiings saqiGnted | ne, antibodies derived from another

speclesazﬁmﬂélgﬁél%g @7 %Btlggﬂqeantggédy)fcﬁ%sgygﬁr abiAGss; as well as

fragmen?l g)e(ﬁi‘(?é Irlngl nb SSXIealslf;:fglhgethe np}dutbag Qne deaired biological

activityq (Pt eF%tr?é‘tdli‘%rTés ¥n6F OndiBEBIAcBnat etlepi Tio6statdl  4asg- Soi-
USA, sitidoosticane, {1oxt bl ackireic anitiibadlii=enals istfasASherelin inciude

' prn.mat@ﬁrécf"o ghtiRbhidn e 1H: Lot ARG apid | cioﬁ§:ina Qzﬁt iged- ]f‘;ﬁldlz.ﬁg _seguences

| repl eni sher such as froI| cegl at one
derived %a S Ih r;.@ =) d%e ans %{ol ev%? fﬁo egt ﬁm% as baboon,

rhesus @fi ‘FEG’PE aus %ﬁ?é{a@fh%é h‘H‘ZﬁP@t FERRiert ;repiempemesrees (US Pat No.
5,693,7edlat r axat e; def of am ne; denecol ci ne; di azi quone;
“ﬁﬁxiﬁa@&ﬂéci“hifeﬁms &J¢l |n.QI11IﬂtlmH1m ?é:%t at @irial) eRRthidiRCire chimeric
antibod?éé)gl g}gl d. goaﬂlt!':t!l.rlflm nl t r aﬁe ﬁ'gr oxyur a ldenté r(‘:%n non-human
dam ne; mayt ansi ol ds such as rra anS| ne an
tmmunoghektl iRt oci AS* niftogliaFon&aT4s ﬁF??ﬂ%éﬁ‘?ré\%lbOdles are human
lmmwogh@pqldmﬂmcmnepacwméodxpentlosrbmh rresphenafietn a hypervariable
region PE I @feUbéCipient QSOXAdIERE byPoaRAYd | 5B Ca l@ﬁéﬂ,arlable region

of a nog ﬁm|£¥g£2 I(&ﬁmrpér&qg{:ngﬁk% ag %Iogse r §£9X§Q§b1t ord nonhumar

um t enuazoni c. aci

T OX| si.zof i ran; Lo
prinatel feE05, Moo neoimes” ShocBULLN] oPaL Gl hy M Hgnes 7. 7a some

20

25

- 30

35

instancey,i ﬂ‘%‘@t“ﬁﬁénéggj(cé‘sp‘@& aFfsidreR efoxihe, h\‘ﬁ@?-‘? aEwmpeplabulin are
replaced orhivdi novxeapchddnguimbnAiegmanur eddidmes .vi ndesithetmore, * humanized
ant;bodﬁ@ﬁ&&@%hﬁﬁse%@ﬁb@&h@@ ax%omm troltonht Qle rec:.p:.ent antibody

or in t[.H %l f’i‘% osln’t:.lpc! Obl‘ gﬂ@%a I&gg%,lcg§&.£]n% a@ga@acﬂ:o%la %urther refine

a; taxol g.
eatibost BETHCRREICe( TAXCE, SBIFeL ol SH) oP b ORIy LL  compise
substanpPlig e?lgn ©ENG¥ wtdss@t | TETHAXONERT, Rivorieb Pouloeains, in
which aRoreer sutAnbonipliFraance) chehhareaniebls 1geCicbakisf@d to those
of a ndriCERFAl q)nmﬁ,gmﬂ%aaweanmcémsQQH&a@@y all of the FRs are

those oge:-ta rh%‘n%r? Xll ﬁﬁlogﬁi Sc%[én!:g gs 'I%u Cﬂ] aa.?nzetd erllta:‘t.tbagy ch:Lonally

car Vi npl a platin

also wif —\L/Pccfir@fls‘? faﬁsflﬁ?ﬁtd@ HFteRartr shet ““‘W?R,IPP% inpgonstant reglon

(Fc),  typyesdeY biwe @Iﬁlavehbmmr@rmummamlr—ane Feenfypobemdealetails, see
Jones e€GAL[ axAles ABUNGAREE N1odN;NAPI @k €hDJaNature 332:323-329

(asee) ; 'a&gngre%@?,} ggnCPE L OPOLSONT el ghibigor RE'S

romne h ornit . Fetl noi ds such
s PER| HEPETHE 0L %&ﬁ@&?‘t”aﬂfﬁlﬁ% USitd PFRPEEERAS ¢l By amino
acid regichieptabloe autlibsdy abidy soe desdoveibleeSor3@nofgeanyingfing. The
hypervatihelaboyg ol Sanpragddidedns Nadid SedefieBi tian Al@omplementarity

determr%.‘ﬁ@' speaonal «agent s §h@§es%}est Dy r3§?|‘(‘ﬂ_.12;$?6; 56l 'ﬂﬂ)bélud 89-97

actl,on as
031 1n S ISRy oo Bt BISA SRR Bt TG &1 oD ( SERA (321 ona 95-102
(H3) in el Wriivrgshefiar vesiahpt domtigmokefagnet iaic) udiengences of Proteins
of ImmubNaObyadaMyprdrakoXxistang;. - @I'ﬁ}ﬂ]lexﬂéeﬁ.lﬁﬁ Service, National Institutes

of Healé‘h h)ég&%)ﬁg arﬂ%kl f(fé‘bl}s r Ee kr.ee%!iltl %§ngthll‘Z arxa.ble

~onapristone, and torem ene Far est on aro

1oop” (§ghi HLEPE LAz i il bitP~Thd™ iiregjalgénﬁ'?és’é“ t%ﬁljdﬁ’ht chain
variably dgmdiat and @6t 3 gER) prddefct Eah qnld thdoadimnaln ghandsyy chain
variabléSUabmAS; f@bteXxaAMphe, 1460) .1 MAAZ0kRS,  1s6:901-917 (1987)).

am nogl ut et hi m de, negestrol acetate (Megacen, ,

exenest ane, fornestane, fadrozole, vorozole

(Rivisorm, letrozole (Feppran), and anastrozole

(Arimdexm; and anti-androgens such as flutam de,

ni | utam de, 40 bical utam de, |euprolide, and

goserelin; and pharmaceutically acceptable salts,

acids or derivatives of any of the above. A "growth

i nhi bitory agent"” when used herein refers to a
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WC) 2007M22214PCT11JS2006/ 031894 per cent age of cells
~overexpressing such genes in S phase. Exanples of
growt h inhibitory agents include agents that bl ock
WO %@Wﬂﬂélﬁcl e pr ogr essi on (at a place ot her tt‘%ﬁ?’@mﬂﬁ/‘m”“
reene Pk T A0 S LSS O RSl B s e
hYPeW%Iﬁéblﬁl AeES™( YAFiErES BF eraiR d@?ﬁﬁdastl ne), 5 taxol
: za;nchntomyl *whirhi BHitess suchtased@corigdbemisn, is one capable of

b:l.nd:mge RiyL Y bh&dl@en dAUROLUBE Gk Bnr L@ @9&5}51 %nd,&ﬂ'd ablﬁQW Ghdh that the

Thoseaetsth st 01 Iso ver .|
antibody lﬁaseeg a?r est ecﬁf‘=l p%e‘%a S%Ff(yafgegl nggorager?’te’:Lng a cell

emres%ﬁ‘@hth&sa‘i‘%ﬁ‘ﬁ% fen pr ednl,sone, dacar bazi ne,
Hoec lrher emwmehemlspl atmmnoretrhmt’r edl erepr to 2 method of

' treatidd HORQWAAC (drerandiara ]:ﬁmazll:tﬂah:h]&[t)l Rpi€Q At LONDERN) BRerein the

ant ibody? %Qf i alhﬁné\é%z‘?g%& ar onl 0‘n§ﬁz§d"3 afif; b@é@cgﬁ’exi e n&%hé&ﬁ}” may be

sr.ael
conjusiigy Al RET YEHb SRETEIoAT BRIHAD R oSt .a@%*‘r&:"'g gy as ome or
more cyyRFakgniceet (@), tMELSHAMEESRI PRI [ HEeRptta veatgos) |
P&Spé@@l&ké@/" potiiddy is one ThecH ¢apsbéddnapopiasist aaﬁdseparated
and/or J%Qgﬁéﬁtiil @r&gtd Vedoly oneé‘:eoflsﬁds |nﬁt@rab.r Qadk :SansSe . an@ontamlnant

componen%s of 119 ?1];] dgnv:.% eng oa[‘]rter e.%ga s%ﬁ'}.c%f WOCl.Elel 1:1% Q%eslgre with

pi cal y acconpanle
dlagno%? e°3f: h%ﬂ%&?%itllgt ree% e‘flqr changdidPodhclandi Ry’ foclude Enzymes'
hormonege naerh sah¢n profeigntepisasm ndrgsstdbagrioas neplnbadr ade preferred
embodin@h€s 0\tht | dntiB&ENMBNI AlHeOpupftithe(nued epsardegnadate Oy weight

of ant:gafody hJso @%&%@% gﬂe I{gg?ym(?r%tmc{ ogﬂtpne%%tragyereff%tl& Ofbre than
2%% by, wﬁ%& ﬁCL 2) E a %ia?re\?l a%ﬁlefllc ent_to O%Qa g gt A‘LIS F&fldues of N-

assays
ternin)| go RSSHAS wmvrrﬁﬂa?sga%}we ERCS % 74 § SRS P €2gFmator,
or (3) att i mabgoritPNY fIrsgperm ahion ({eeinsf or sxarphang conditions
using dNbﬁiHs@EMlu@%zﬂ' preféraﬂlwmlver Vet Hodss015384 242811569 includes
the ant(:t.%g :Lh .g.ﬂz% Q&I‘X&A;D%omﬁzg:ggﬁ é)eqllg rrsq.rngg gt gﬂgpoxae component of

age assays
the =anfigpdi’s. ni“iﬁ’éa’t e“f‘?ﬁm?ﬂ@ﬁ‘f detd Wf B‘ér%ﬁa?“ﬁ’ef%‘f%n?%lé{nf“’we"er'
isolatedopmtiibpdin vi Hatevengrdrre ef4a 1exdnrre earHdaetisnt #phe

TBO NSk EdI0AS  dEBET ivReEndIRE @] #bEe?b tonsd Wb aByan agent (e.g. '
Apozmﬁhﬁaaﬁt@mgI&owﬁ@nél}@by%@ beul ERaked: Ay 8ff et ¥§vent1ng

ts .of | ant DR4 janti bod and
mﬂlmra mfnf)r %ﬁ% JE%) gAsedfﬁl 3 |cﬁc h%n?c‘yand acut e
' T&Ps‘iﬁx&ér‘étmé‘é‘l%r I"%%a‘ff‘f?&% P&t h?ff%@?%”alas cHRdi per6nAR refer to
curatiwhilelrapy edrspivdectitetimarnml 2hdé drkesdiasbradéhedapy. Consecutive
t'raatmeau esti ahinNodiztidh tdeigreXaplrescwdht dbs OfElersSist 0abaily basis
without E@&E@Q;)él%ﬁe}[r{‘ cLoghude pegion. apd. r@a'ylsgn%%ex?e&ttent treatment

ancers; 1 nflammutory, eni c, and i nmmuno
or acnGERGRRIN Cn CORTTG U, ST LT S 1 S (RRCTRAF o
refers rthei’tmat:féﬁné} Hrtthif (908 ) ConFRPHaipr e PEE | RAEBST §Y<=Ja1r?dln nature. .
THE WeADS:viokine" id he gbednie teancer brotciancerieussd bprone cell

populatiBRlyrdBRMcr &?fa%u&é% eéud%gcm@%cémlmmapat@gé CaIExampies of
such ngqg]:;} ! ona ! nl :[;famnga%enlef mon trgégxcal l t%:h [ a%l:n ggypeptlde

unre €es O Cancer
h""”‘-“‘]“"neisn cl Jaet APEhdthe | ‘Pl‘é‘&ef 03T a‘ﬁ?“”ﬁ% NP hpfitste 28 tuman
growth |heukww. alf -wsichbiroiahureand gsartbohermolbr engabevicy| growth hormone;
parathy@&;aﬂ'ph@&loﬁé SHER-cR NGl Snshill € UdErSGHATBYS ré8ddin; prorelaxin;
glycopr%@%:ﬁ:! n.r%onegy eéugﬂa af S @gillcggl l;t:’.ni&@gtl @n %@ﬁon@o r}Féﬁal | thyroid

cer, I o,

S
i1 s o HGRPR o FYMOH GHSH A NE oLbPHAE ((Lhhbt fopetic srowsn
factor;c afiderblastn aﬁr%féhce’ract@var Parla40ianetreentily efactogen;  tumor
necros:LQafE'c%Er & YRRhabl astis s heukamd dint YHRBOGYEL Cndugt kb dotzopin-

col orectal cancer, endonetrial cancer, kidney cancer,
prostate cancer, thyr0|d cqpcer nelanona

chondr osar conm, neuroblastona pancreati c cancer,

gl i obl astoma nultiforme, cervical cancer, brain
cancer, stomach cancer, bl adder cancer, hepatona,
breast cancer, colon carcinoma, and head and neck
cancer. WD 2007/ 022214PClI TUS2006/ 031894 The
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35 fungal infections, protozoal infections and
parasitic infections. v' Aut oi mmune di sease" i.s
_used herein in a broad, general sense to refer to .
WO 0383288 s or cond| tions in mammal s in whi chPCT/US2006/031894

associa %ﬁ:ﬁ' Fté on nor rraa.lctlvznhe%Jagg}iat:l %ﬁ%’tfth@]{’]ia%.esgrta&%n factor; ‘

or ce J| Ar S muné responses
:Lntegra_:q. n&pwn&:@aq):t%m}’oi 0 rﬁrge (ﬁrOﬁl'é} faw'rf)rtsr S%'lﬁxéelet growth factor;

transfoﬁ@.ﬁc_?ft gt oiemt %acfé(tﬁn'pd'lﬁss)l nelcides 4AQrbut axgy ecagoll; insulin-like
growth ! I%’] ctglgd' t art E:HS %H’&QSS&%QH;%’ (Eﬁyr Oi gétte'ozg.mductlve factors;

eunat oi ritis, psori asl s, mul'ti pl e scl erosj s,
interfezppsoFwIUNe Bitebterss tand | G affEGr 90%9(5?%?* Leigg factors

(csFs) 6h8BD)as Therdmkge-dsaggrd’srnhegrausbekvhergicnopteberGsFt G- OSF) ;
and graxg\hlog?t!é-%sﬂo(lGQGé&)e Mﬁéxﬁdlﬂg ﬁ@nsﬂrgdcﬁoéjé’ 19L1, It-z, IL-3, ID~-
eptl de fused t? a9 tﬁg PO| IF%B“ ggll -EEGJ_'F agan%s ather
< %ol%‘-’gpt e thas” Shoug'h r esi u‘es 0 pr OVI 3e
polypept@met @ﬁ@mﬁg a+q¢§t1dwg &R gﬁ.x m ligand . BRs us:ad herein, the
term cy200%4 02224eHCHE 45206 6708 18Q4xansPivoy @rarﬁrble neadebigpnt cell
cultureté?ldpﬁﬁibgﬁasy@ﬁ%cel@ BghRCEARNoE SUE MmaASvE Regdddicki dytokines .

T}%o Qb QQ'ZTY'% Lé&c( % &tua%s%géar S tnh r@geg.ts' d8S 2ha\iRbnce chat
eucl ne |

ininied SoLe ZLPREL LS ns), ek, LS IOLL et héje%g%’w%l?n o5 cetie:
The terthis am:qextﬁ@dytqarlnpbilldfpéﬁiﬂwé@tw?hescttageﬁodleyfbeptll de I ' ana

‘rei®) ,  Heabel-abbascad S&@;ehﬁa f ahd |ty>x:uﬁd guéh a5 swyhildically active toxins

of bactér@gl S Qﬁ&éafll Cpl%ﬂwt: iRogdy;does: pot, s Qs%&@r@htaalth%:eof

I -react epito Sui t%mlcat men

A éﬁ‘&‘?ﬁhﬁﬁaﬁﬁ $ S?Qnretzas ascl;‘( e gg{mgg)%éé/nS‘gusuafe"e['ﬁ fhe treat ;

of canciot WEESHEABDSE SPTEHGGRTISD IR HEFHS B?Yé?"elr“gb?%fnts sue
as thl@&bﬁe%dab@éﬁ.ogﬂmkﬂiaﬁbwt (2OrOXAES ; dugisyl Ehetdmeres such as

busulfan dl:.V azzl'o%tq{ffge Ip!L o%ul%?lf II.:LQJ.I.\%S r@atcﬂl aé QQHJ&@ %Qgciﬁmc_(uone,

n\E es of I Va gnlt ITP ne J_nclud:!.ng
‘“Etumd‘i’ﬁ%l u@es bu‘freﬁ?%a not s Fr Pt Edf o- ?n Mhe, "Cobar T hi ckel

altretawiadm um magnesiaHylantstritanese. Par t‘iréﬁﬁ‘léten?%oﬁ%horamme'
triethy BheShiGBhamhats: id aindnryideehgmboyedidenc boad@gsme (especially
bullataélqlr Ba (bglﬁrtacﬂﬁﬁé}lm%.eéatﬂpgaiﬂeﬁnac{gﬁﬂtuamga £ B LB )analogue

qride 1 r at ' i tey ndaozeesz,
topotecantil fa?gofg?‘tﬁ%" c‘:at]_ﬁ%s %111, @ :R)%Q ? ?1'.1& E‘LQ Ry A 1 n

sbove mentiqned di va Lent met artlcularl
carzem?’élnsaﬂdOp‘?Hzﬁh%ﬁlF‘y Syﬁtki%l‘al VAT et et SFYPSHR ?%lf‘sus(é’ Y
cryptoplshén preseat ciyprepticon Bb: zfqlestaia: plefcerafiiy, ff‘l‘f@u‘img the
synthet SA| tnd106uBs, ZikRc2136l faatie cBr-TMINC elHuohdrdlin; pancratistating a
sarcod:wi!y&gl at ngn 1¥\€E@ﬁnuseglgr‘aggﬁscﬁﬁﬁﬁr&$e Mafhl OUS  chlorambucil,

or protel ng disclosed.herej S amine . -
Chlom%’a ?%t e?kﬁ’a‘t"ﬁaé’tgplﬁaénsg%eeﬁsﬁr ent (% fi ed&&sag%gghr glgeo]f Blyobln ’

mecfllor%ﬁﬁiﬂme r etig¢ergdreFgaTiec o rﬁ%ﬁ]%arﬁanof nf”t"“é“bh%ltllﬁr g|Phenesterine,
prednimeytihe OMwmelbs fa@d<Contrasilnambtpdnpoientsreet Frd §at Grgustine,

chloroz&méhﬁ OBt , MBduekt 8leS ﬁlhﬁbtiﬁﬁl,ﬂﬂn&tytmtﬁ:ﬁi il yntlb:.otn.cs such
as th :ogt?e %%ge a‘ﬁ@{ﬂogi&gnpesg c cgilcthlagtﬁ:@:ﬁﬁm lagpelé§§§1_ Qfal&&%amlc:.n

rotern include enzy £a. Engl.,
9amallh61“%ﬁ%33whﬁ??ﬁcb‘i‘ hBFH Iy 0158‘? na%@ous 8t"honpr ot & Aaceous '
33:183-5% ULess) ;| dvyemefiorr eEcTodeslierisin e bpepiicpEergres, such as

clodronfiedt £ Nespbdanifen; pus vkl Bths( d9ochozimosegieebsufidphore pRd related

cMomopL&eQQ tai @n@ﬁyﬁ@ ast a_t;téoﬁﬁllg ues cﬁ?i.fom%cpfgérés@ r M nakiRfinomysins,
e el oo b Bl e 5T cp e g ioii-
carminoRgRAT ed FEFFFOBEHaduci HEOTBHER T ons® 051 g €omas 3“@°rubw a
detorubbting @Fdiagpef-erabl-yporisutirer Speimbidn ((BYripgycin™) (including
morpholmgﬁ!ﬁbi MnbY BRESNSHABEH 110S EQR-GhbiRNn P e pi-HpferdTappidagorubicin

" and deo oxo:gul_Joeéln)l so| %r%% Jﬁt eréélfulgl%%x Ud@ﬁaﬂﬁﬁgiﬂje Qa[rcellomyc1n

erninsitu In feconbi nant gel | s SI nce at. . cins
mltomyci”é%s‘%“%n%s %tEWﬁ}&nEntm%ﬂ"PP‘F’@ hattivar EE ﬁﬁ%nt MY CIRS,
will not .be present. Odiparily, however, isolated
pepti de or protein vvi Il be prepared by at |east one
purification step. ,"Percent (t) amno acid sequence
- identity" with respect to the sequences
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identified herein is defined as the percentage of
amno acid residues in a 35 candi date sequence that
are identical with the am no acid residues in the:
WO pe1e2¥ice sequence, after aligning the seqdﬁﬁ@@?méﬂ@“w4
Peplomycﬁgz(lr %%:CLIIO c%'? pS%uIJoI“ Jlgce «?lra}éyczho §8£Br%ﬂfclgnhe streptonigrin,

m pPer.c encé rdent I;.]O:En anti-metabolites
streptozegiyi d‘éﬁbﬁﬁfﬁ-dé]ﬁy B%?%@Wat FRESiBet i F‘Eﬁulboﬁs AT AT
such as tiRenSGUENC enil dBNtupyUrAFI1grTAET | fmllsuﬁ%@@a‘gﬁues such as

_denopte:‘iﬁt eﬁéﬂh@’cﬂ&a@@,r Cfat-opd¥- 0, aﬁllﬂet&eﬂ&t@mC@urﬂ:@ntamtybgsaﬁuch as

fludarablﬁe,l | 6%@%%&@%&1§{evarch%dgrm%2 tgﬂ%rgggg%gwetpgkﬂngﬁebf analogs
such  apq; 2REHEGH g eﬁzlaa’i’ﬁ?gh‘fe' mchFz%“gg assi gn DI%E yiafabine,

' dideoxyual @:gqelr t HesificagE®et o emt%em;}wrl%qegn@f}fo%{}%r guch as

catusterohe, fuldrohenighblisequencesichetang Fepipuweposds he mesp iy iostane,
testolac}agﬁé: e %thQQnaqgl Gukwlend | I nvakuesieaR, bai tsiang, thalostane;
folic ac ulheeg \A%%lsg n%) ﬁsrtl%ce 8 naig %WE’E& Q&l%% ra @ceﬁlatollg\l' aa.dophosphamld=

nent ec
gly0051c'§®mr@§omélz§fz W’ﬁdc he gradzéén afnle»s’xc:é:an% ibﬁs'%: a_'bucﬁ bigantrene;

edatraxa\ﬂ@) 2 GRTHEER22L: A PCH<ctS2086/ @3d8aMonss ereldetifbinst | Dt iptinium _
acetate; naﬁ r@po@@:.l@:ﬁgyr egbdLuXd;i GR11M&sS hi:.ﬂ@t@ﬂ G ox20659, lentinan;

1 onldamli:;% %%%gsgln%%g& r sx_tccﬁe als's m%&irgahtanae Qhsdniabdi0R; NRitoguazone;

e ALLGN gr.a ai |l icin;
mi EoXAnYIRPE o FORARERY ‘e c 1L ST HE Fih02 'SoGt %goég%ﬁﬁf anrgrll%%rgélt .BPJ&%UJJ ’
Losoxantgentren cededpaitison Ftanst 6FE LErF=5te /by BFRETAETERE 2 P’
razoxand)l OEzaRlBNeifdi DamnotpMapsrmaniun; ~ tenud BiiE ngpede yrripfiquone; 2,
2v,207 —ﬁ)ﬁ@ﬁlo@bﬁaﬂetmaﬁ%t Eﬂ'&:ﬁo’ikﬁec&%&d i(dgpedeiier m'-l’mabcbﬂnbyverracurln

A, rcrlgnpl ?f a(t:na Ingllla’(r:uflg]kl l e L h%lﬂeginean%aQ%EﬁH y mbﬁn.cﬂﬁstx.ne,

ation en dent On pro (n .
mitobronigehi ngLETFET 4t urpépohiﬁ al E2RGRE @ﬁt’ r a?r£1n051ﬁ9 hra-Ct) ;
cyclophagyehesids; Foimgers probeddseqiisr e PRFiTeTet elfﬁi*éP%t' uPggstol -Myers
Squibb Cﬁr%lmpﬁflrﬁﬁﬂﬁﬂ| nmg , andhéidsetd1s Iﬁmmﬁpr gihéseqforlknc Rorer,
Entony, | %Ecé}enp%%féﬁﬁécllwbﬁé@l@%ﬂn@n gehRersil;y - dependsuanine;
mercaptoc? the abi l 0 t ¥ oafteden;?f lérguqﬂ Dlgﬁ‘afo%sr es@cﬁlne%.l WoeN1atin  and

W”eneﬁ‘? rahds” are present “in_an envi onme:rgltzdsfamdb=
carboplifdiow t‘ﬁéﬂasﬁé’l“tfl ng PLBRHPEPat ure PereS hi ghér®
mitoxaniege eeviokbrieshe edvimenttiny erwiieireihe ﬁ?véﬁ*ér%lﬁd teniposide;
edatrexiﬁébrcﬂﬁh&@klhﬁ seguenee;n;t heidak gheand-eatree| afT-1&; topoisomerase
1nh.:|.b:l.tc% er{rpg ré’:btf)b‘[ Qil%ﬁ%mg’@rﬂrlbﬁugﬁﬁg {ﬁ&o& resuhdidsi fuch as retinoic

at I Ve Lur erlva ives
acid; cqag&;fatalban%@ t;:h:\gnpég:ac 1 a? tgﬁﬂpggﬂ §cidﬂoéﬂ g ti

iGr cOndirt 1 oNs mor & Strl n%m 41 acents
of any ghithe dbevier , Alenpetiaded 68 ?%sd%mrﬁéif‘ HEdrtiiohEmonat 29
that actlebardsmiatd oex:pihanai hormopt =i gerteyporf such as anti- estrogens
and sel'%}f@{xﬂedleé%dg@ﬂ £ 8Lk bO NBaauSRRrAUSeHREE) et in@PudinGUr fentexample,

tamox:.fipu b(ltmc udlné r&z ¥8| g e Hrﬁo%'l@&bé Wc!l%ﬁé:.ée%ger@(ﬂygﬂg@tamox:ﬁen,

h stringency .canditi.ons",
brioxienst| EEEHEPE! n LA P enPPFISE Dy (Tose 20" 1A ‘f%sest‘m )
aromatagnphoyibhowsi ofia¢ stéRif htlémdeﬁifl‘@ﬁ taé”ﬁ‘p%aé?ur ghigy Fegulates
estrcgeﬂ\la§9d>da@t1& O0&b bhsoditsmt hlgdwidde/ Gu@d18sM Sodi exarple, 4(5)-

J.mldazofé r a%%ir%giﬂf@e%ﬁghﬂé@ doﬂ%@)ﬁ:ro‘im baiwcat 90Gacd™), exemestame,
uri hybr i di atl n.a Jgenat ent e . an
formesttr\a}a/,v) fF.g %ﬂ% de VOI‘OﬁO aY g P u.{étg g ( n%.géﬁ’) 4

oVl ne ‘'ser Um U .
smast roRlen LB R0 Bt y¥iohy A5y 1 FEF PR 0 BOM St AT <= 51 tusemide,
bicalutiidspliater-dufé eandt gqprr€.i6; vAnt e RS 0AqeNE sted iy rRcceptable salts,
acids of I'Hegﬁ*a!ra@gves?éf M Soficuan Bbi4 at e 95 at 42C, or (3) '
Sgg h 0%1fbo£ r@ymgz\%gnt o wh §S&eﬁo hZélM N@gns Qo OZ 5c$\4pound or

FUm'citrat m\/lso I ym pho ate
cononiiau et | SCE), 20 S 00LUM Protbhal S, (0 ) crucer <o

overexpsesiicgtad shltirenusper HeBNEiE8 (heggiwil pither195 S’E)Sro aﬁdlﬂ vivo.
Thus, SROASHEH ahrsuldate atnd2( et hnas helmatida€ly neddiv@es the
X SSC (sodi um chloride/sodjumcitrate) and 50%
formam de at 55C, followed by a high- 30 stringency
wash consisting of 0.1 x SSC.containing EDTA at 55C.
"Moderately stringent conditions" may be identified
as described by Sanbrook et al., Mlecular Coning: A
Laboratory Manual, New York: Cold Spring Harbor
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hybridize to a conplenentary RNA or DNA target

pol ynucl eoti de and serve as the starting points for

the stepwi.se synthesis of a pol ynucl eotide from
WO%ﬂQW@'ﬁ@HI eotides by the action of a PCT/US2006/031894

got '1‘i¥| t ransfer ase, .as occurs fsouhaxan'pgxampg_]es of growth -

yiefasé CRarm reacti on, . “w° **
inihii R0 HPGEEDFPETT GSPUTG DS BBk cell CYaiRePTERRFICEn{ToR Pace
other tBeq¥ences’, rakkrs tageﬁﬁAtseqqemwsGh@@ewayd fMophadpearrest.
ClassicEX M- %ﬁgeoﬁl&fke%@ Q&@ﬁ@@lﬁhe| bitked COGcRg:+S86UHIC @ihHladtine) ,
taxol, Qr% tf! :Llﬂﬂféltg{—@ 'cﬁ”&s T&%%o?%”&l;?' n%f&%?@&es %&%trublcm,

[ ta ot es incl.u
EtOPOS%?'oﬁB‘? é’rleo‘@’ﬁtlilongg‘l’ifa af ‘ifﬁe?%?tto?rrféﬁﬁnﬁjeso SR Lgover into S-
phase pFfFESONMESS. bimdbhy sPie. Blkakyrord c agetts are kRrewFapexifen,
prednistiid,| | ZRcpNBADILr S mepRlitedeayhal | of sl gnial, S, matthtrexate,  5-

fluorou;e %ncg{ds aryq'_d eIFGrLarE‘elrd 1ﬁ&m9&%a@£ﬁ’ ﬂel @g&gi _ﬁﬁ’h%ﬂe |IJolecular ,
unctional rel ationshi anot her nucl ej

Basis °§ e‘fft‘i‘éﬁ‘é’e MR85 =B e%sé&g]e'n&gs or “BEFEL br f'nF’etgL&gr Gedl cvele
Tegulatpper aicygdrsnk edidt obitedpdpsticpolypebt breMpfakatd et jod. (WB
Saunder@X PhESHRUPIAS , APELPrbednithal. participates in the

BEeL £hd Qg?az;ftome R y\ggcpgtoéﬁc e R RPDLEL ﬂedeﬂhangforad sense

per a |nkedt o uenc jt aff
s0d xefoh S PR CEPIV] B, BTOERE Selilohio 0r S FPbgbEA e that s
typically rRfiCATPaSied 45 oBpefalblarel FREESTESE T d?&r’lﬁgclsaé'a%ndéwludmg
condensiifiohtof $yp@Skés.onetk $6 plsste eabtdnkt @icgotilans|abingrration of
the nucfﬁﬁer@ég'r&iat:@@foaglll%mb‘s&mdlammﬁrl%s&rkf«‘ft nidRnENA 21 Function.

This ac[s,n.vq. encesbgec{etg ]i%eclil nl&egeﬁu?ego%g£ gt.lﬁg\l:l%i 5. n%( cef_]l t\Hgb:Ll:Lty

of a secre ory Ieader conti guous an [eading
essaye (Hade SRS PLBRNATERFS HO RO HER -t 55FL <52 7813, "daspase
activatimnt Pu Guasmentakipn glses . af@@oﬁvﬁﬁmpéﬁheﬁlweﬁlg &tion af. Tmmmol .
Methods CQnemients r@st1)i, ctamﬂ)rposytm rifoss ugllySétaes, dPAADL, cleavags

assays ﬁ;gwgtm the a§ynt hetl Cc oI i gonucl eoti de adaptors or
are i.n qgcordance with conventiqn

diti
sbr%sc I Ceer l]éO t rm &P endentﬂ geerielra ezf-s o any candition

percent ﬁ

- that  wqagdl oPRPETET t Fomarf(}e"“ﬁﬁ@é' “’FE'lT etbq dzoﬁp?,séFFDI’r?ed%eé?Jé’d’Ed herein,
: includineacy| dizchse whi dlronders poet fien by ttoeeiich eff Feetimgtamounts of
Rpo2L/TEXHN €S8 k@i -eme Ptk SbddyC RS) addof. ablatatt BlorKi lshetbodY) This

1nc1uc1e§ %hlnénl Cnglllg Q‘Q@ Id§sox@lggs rrgg rv&ﬁkﬂ a&se%)log ee%é?g'p_)’l Z&LCQQ U&Qldltlons

a tar et cell a bse uen cause

wich FUSIGE Che PAPESC 6ol I ThEoB et voe- Liniting

- examplegrpdf afit HgIARC, “*NEPT erﬂrasaw@sh@s@dﬁeggczn@mbﬁv%hl gpd malignant

cancersWh@pERSmADRYC Y teegiakpiess akdy RpufedyRid  ambrfessRl | dutoimmune

: dlsordeE§ Ra 8P LSS I (ORc108 1 e AL RALES 1:6t16akES) | RUSUBIRIJcZEEbsis, and

HIV/AID%E_\).S Tabl e 3 on page 464 of Ravetch and Kinet, Annu.
| mrunol 9:457- 92 (1991 To, assess ADCC act i vi Ly
Tt “3HO| GEHFE of CPIEPREL, SR PhIGRET o TADEC Adtaysorive the
physiolegichl agonfiticdesier | bedala U@aPatlé*nttmcagﬁoﬁlﬁezt@rlzed by
unrequld;ed2 e B3 Gramyn . erpedhi od nEd caldsef ihc130e efdeetomoteldmgted to,

carclnortlep,r f‘}‘?g oSS ai/<§1k|eﬁ% u dgilLaQ%Hln? he Eﬁﬁ Q;Jz.xQ‘.%Qa non OIEB:I:%' 6Hrticular
ura |

. cells BI\/E‘% an (
sxampleg| ciger Rat iVersy .’ (lJIF‘(Hg& i1 onally soi ff%f ac ?wmi’r A - R

lung  caREPC T Rl nﬁéiﬂes%%faﬁéerasﬁé%d F’f?‘ii??‘f%s éyrgfhoma: BoR-
hodgkinif kymohmiaralgapodehtsirdhals (tihwat)! deisckosedenalh Ehygras ovarian

cancer, etsval-. caBE&S ﬂ%})bﬂefbt@éereﬁtﬁém:(alg%hoﬁlﬁmemla, colorectal
cancer, eia%%é% iaécer, ﬁlan%gkgglyéegs yus@lgteepcraﬁé ONgyPlia cancer,

formeftector tions

me lanomyy ef:é?féﬂfl"?a“f’ﬂ% cEFPERERPT®Es A FEHYL C FCYRATT: affyiobiastora
multifoye r yeoutcaADES skt ebroin fagnetd -orrtomcanmsreserof b1 addean cancer,
hepatomb £ WkELH esndal] cdv16E diagt ncABRCGridNEdaddendeedipleeialr.

bl.ood mononucl ear cells  (PBMC), natural killer am

cell's, nmonocyte s, cytotoxic T cells and neutrophils;

with PBMCs and NE 40 cell s being preferred.

The ternms "Fc receptor” or "FcR' are used to describe-

a receptor that binds to the Pc region of an

anti body. The preferred Felt is a native sequence

human FcR. Moreover, a preferred FCR is one which
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subcl asses, including allelic variants and
-alternatively spliced forms of these receptors.

RI | recept ors include FcyRI I.A (an "activatin
WO?&@ @31¢r ") and FcyRIIB (an "inhibiting recdftidysie/031894

The Itg:pm hay&.-3' 0L ALy a&‘ﬂs'égs@c 'mga1§se QUEIKRSe t hatmdid fe F:omponent

[ t
of the %ngaﬂlty?%ﬂrlt EEC%S’F% alF(??*%selmAccocﬁ ngc!asﬂznr oh:%erxglse conkributes to
morbiditymHundreseptedr t Jicos irelugad creattispats 5 Herr SETEARY? ©F
intervedtoh T €N4 GphasdrresElorai s bnhirdel témgivee @bfrasr on progression
of the E %glgétB ng&ﬁitd@fa @{E%MQ@%@;DE% duy¥bDGuhe-dasets, immune-
IT1on Not| In_LLS S {I{ﬁ:)&{{[@&, ,
medlatec% Saglﬁaréa}. gﬁy Rhsea(seﬁe Ii mununel %&%1%9%%3%%2 }9922 dlsi;i::-
infectiqigRetiapesarey FBe AP HoRATAS ERC AN REFRST
related | ERANOLERdEHH2 dL390%E; BOwe Capelhith aﬁze :meune or T cell

' mem.atecl mmamaﬂo‘il»@ 42234249945 w@hdhneleiddeasiaat iatlyde] systemic

Tupus eWL[helaatos:L? orhé"x%t@;\'t%ﬁ:p 4&1:%:&1?1%9@) 3ngIﬁr1eFoa§aon1c arthritis,

se to dentified in,t ary hi
SPOnle@FFEB’fﬁPﬁE%“é& by f¥r°etef“é?m FeR heér ei rﬁscq'f' 2 tr%eﬂ%fﬁ al l%lozat e
inflammd ey UtEDatiesn d SermeaPmass Bit o POLPHRAL Cifh chiqegen's syndrome,
systemid esp@Bsifhe, f ofartbsicstansfatofwpat eraralvdigGs 2panihe (fmmmne

pancyto;%g%g.g (Gjlya%xﬁma@) .+ ndetuk-AEINOI heﬂa%_&oﬁﬁrﬁu:(lé976) il oimmune
thromboq:?'é:f)gfrﬁ.al n C a%g %mogy{oéé% ( 99%4}1).ra o%ﬁmme mediated

| SP 2 he Qr‘ogetl Cth oiditis
thrombog taBeiY smtﬁﬁrﬂ#%tb%né ¥av5¢( S eﬁ&%%""é& FEGR ¥E '
juvenils ERuphbag ik NtRoheitia. phevaEbal abireidt)sbr &pafimaetlitue:
J.mmune-l(xe\é)La@éd antaiaci gigeesd t i qaLdkkdyidegatiedsi n thsloegiontitial

hde &G Qly t&@t&a@sndéf thel 0GherahiheomRzygRus: nervous
nephritlsgl emrﬁ %F%:i B h
systems h%\?& 3 AP ;Le eﬁ EtlS, flad:, %\Q:Lc c? %&%%Q.t %%omﬁguropathy or

unman
cuillaihrReredsedsyRoOens n vﬁnfio r 6PET e t dnﬁ(ﬁ?ﬁim T* Qe inat ing
polyneufdianyyd ahapdiepi Hey R dilsaafdc yRIY la- IB8F)Loys hepatltls ({hepatitis
A, EB, Chetrﬁr Qzé[rgpg‘@he(xl: QMRH@};@C&%MHW@DI Gf:8oimmune chronic active

n oyt O ouPlhe J eher«diQrosin
hepatlt%%,e abmarx?yt llfag'g &%P{l &.)é %%h%rﬁa‘é Oy p% Nl g

ecu

se.a target in.th A to
cholemsiy s eree BRI Biterto TS CND) SR act Va] ogr 2t

bowel [gatépamy i(Bldemhtivat eGOb’;Flﬁhe BEE fig PSR fi ?E‘lte’l'sen“t”e
enteropSOHHONRIH whidpher 25 dconpkenent-osymbemogCl gyupe ngdiated skin.
dlseasegollggllgd@n €1 o8 @J&tn' bﬁ@)ﬁs&q m&ﬁ%&da%ﬁih:laoﬂ&g naie contact

9 355882, 60 t 'a aa ic rhinitis,
dermatliéjsss, %’SO]éla .:LS ger%rl b@ gﬁg s@% \éata'sgkﬂna g.tg;fg hiniti

zzano Sant or.o et i seases
atopic Fermabififol fO%t%a‘s‘S%zt%‘éY(i 6 iy~ be Perto
of the 3hd xucﬁamwmrmWM?mpAnguWwY flb‘—”osw and
hypersehébé&b‘ﬂ@\bneumomm&' hetrmishnds aant assayistdd séiwseds including

graft re?e&n%nag.ned %QF%EQQSJSQhSéL&dQMHat irﬁ@c@fouﬁxs@{&ss&sﬂn include
one or, nore

i omarkers jn ian
AIDS (I |3nS8rirR) - WHBPETHt e deét er' m ng{;;? Cl'(lanélo gacﬁéﬁ%l infections,
fungal éxfRcssgisonpof-oBrRs éFfEi’ﬁ‘}F%n% GER BEBTET R ereFs-o38-
ptedntine €1 6sasiendi < atsed ehagkinhiat hebrddde 997538k sgpse to refer
to dieSflehsSarPLEndkk bnde; S aiginki v eid OwiAgRNESsiSueticAS of normal or

Ap02 /TRAI L an r P ti %glll@sr H &S of the
healthy e BRs G oh i% antllgé')%‘ll LRt LBl % ses ©

es. or anti
individnt | TEERRL T FetGdS and-°5E8 o} &SF%? B t xa“éples include,
but arev\hw:hmm e émsesmmeﬁoqﬁenﬁé@%ldé@% 'hé'h%%laﬁﬁjc‘i prehritis,
psorlas iam hy1:0b140sQCHbESs, iaRebingiung GalbNaes. Thtdandflammatory bowel
Gq& c-T3. 40As di scussed above, there are sone
disease opul'ati ons of di seased | human.cel | types (Sugh @sic wmolecule
Ber (47 pbBIPR! | BRT® of"Kanter CelTS) -whi ch are. . .
comprimieg @t antitagyt ¢ie RodYPeRGeat HUPREUE Ay 'Eier BR@epfide” - The tag
polybepARaL| ha_RAEﬂldugﬁr rdetddesr ecepioridrit bodhigspe | podigst which an
t herefore believed that thggdisclosed netheds and
assays can provide for convenient, efficient, and
potentially cost-effective neans to obtain data and
WO 2007/ 022214PCT/ US2006/ 031894 i nformati on useful in
assessing apioropriate or effective therapies for
treating patients. For exanple, a patient having been
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25 based assays (as for exanple Serum ELISA) (to
exani ne, for exanple, |evels of protein expression),
. biochem cal enzymatic activity assays, in situ
WO WBMZéﬁfizati on, Northern analysis and/or PCRGEH&IH)431894

d
antlbod§f SFm éa)?a%d[e Qr &egroogeﬁe t %%Jug h:%gngr af&?!:%’ I hS .41.1*:9 a@(gﬁg ngz.llty to

I on or., a
oligonerige affy doms SFOFfe MYy é’e%rdie%t%ﬂvdf‘g &§§§%I gh%r"iera‘g%m%m) ; et
is shoripenbammeectibyhgene RBewaidlofostsi sguentarEaye dngl pSFiyity of the
antibodyl BRI SAkpstakocokse fag @ugbsatitagreberabiatalso ofs  geinds unigue
so that nq.age peagfl%d%g\-tg% Q%J ofeg LHJ:Q suﬂta%‘%m e:z:bgs-é@§é’4p@:|1th other

rrent Protocal S .
epitopes; O|Sag'§,ablgnf:?% pflrmﬁlﬁeesr GERRT a%L?j}f ng ’ I\% ? hs:.x amino acid
residue| otd | pgPalles bekwrrgn oot t iSng)o amePuts S(OP(?“Rﬁala{]%‘? sfesidues
(preferdd@, Fl:l’e@tw%ﬂlaﬁod]fh_@vuor ebeatei 2y reoidtetect i on of

%altg?n? “-L[i:l'é'al'egt %e%@irplcﬁ” af T30 H¥ aviided fel ewihertwo positive

ustrati ve khkkkkkhkhkkhkhhhhkhhhhkhhkhx*
charges F‘T{W&Fsr‘fg ﬁ:g al dlong include but are not 1.1m1ted to zinc,
O t invention include ot o

cobalt, iHickhL e eaREn o‘i“agws%%t =R eBPERERCe BF O RECTT Fgj of eued
metals itha® MBAYMRE] ampléssiueingiude| aldanfires Asvarni ethprgfoeutically
acceptalgﬁpet hQds %%s@iet gedd NG GahdhictTl4ceane pecemphaysed cdckte and
=100 Zfatel QC| Udeo tgr %&gplm%ntio%&lngmﬁgﬁﬁghﬁ‘épaﬁalloﬂ]al y®t§®nally, a

nmunoprecipitatio West ern_ bl ot anal¥5|s L
d”alen‘blW?&thw&sgﬁ'i/élse&”r SRS BEPEN ¥ vﬁlrcl)t-'rlé’xslcesnczehact i vaéu 3 ablyy

the salgdbkms@ind rﬁgll‘;MC@ Z-‘Laﬁdﬁhilﬂﬁﬁ?opr ecipitation foll owed
hgbm&a rmmas:accls\ear ige dScaltad ytdies vaFbrusexanpldes an proteins
dlsclosgcptlll lﬁgtgﬁt eqt ifgethe expressi 08enf iacified and
071 22214PCT/ e QOQA 0 1§§r§po§@£ St T;:é's I ﬂ‘at%.rgti Séﬁkﬁrcnment

rlses con actin e sanple with_a

Contam%ﬂapttu eawwcntmo%rftt%aa‘g}ﬁ&ﬁde’? R oeeT n‘&atteﬁlals that would
typically nidicagfest when atiebodyct o CaisKaRePEAS | FPephéCSais @spride oF
prote:.nl Nk CilcAtae NdheghdEE Nhermhet hearidnveindy oaptdih@ceous or non-
prOtElngg%%[lgsﬂ%lBQe&f %lﬂﬁ‘fe&é énﬂo@z.@e&@nmh% b&pt@ARBNBELtein will

be purth;?ﬂJ%&},]né\c/iuggﬁl sl OChe 1%%.&1}4: %ndfvbc'gagl né{]g]_egg{—)t %Cglessidues of N-

B Calf” a ni n fissue sections ha
cerminabegn SHORAL (9168 HF1RCIHBBFE AELHESRr ASCELEP ncg*PoFequenator'

separateé

cor {2) det ea:ﬁdgage:myes)gnales @ﬁGI@)r{:@ﬁeqr [gosre i ne@cgm::e reducing conditions

using Cb%@é@@@ I sitechbem slekyrfoil HEG L veecdmnatgues usl | 4wz @oadgensity by

. mass spec roQQ%x e e%@ﬁd@%%ﬁ’m%%’édhﬁ%@e%' | Rkt h98R%al Nncludes

PePtldenﬁrhélagterl%r a_iln S.‘LE I' G gﬁ_gogeglrugbpg: af !cgegLEgSC%I SSlgt least one

componegel bE SaRpI BatFsh ETHRRFSY { Yoricdty 2 HIRET pat | SHEPATLY

howeverMBY =bEatd8 e GepEx@NPire speftesanpllds banchuserebuty aple RSt one
purlflcghrgntgggto cancer cells such as.col on, breast,

N OSt ovary A )
g%xa:eF %& rﬁrﬁgnga%%lgr %je eﬁée Il&;lgﬁa%gﬁ %’s%éé{:npg' Q‘E@l seeguences

A R K paa’"‘ﬁ%r gatre . o °
candidac@neeneses | ghabr anenidrodiftein've th y Hish TR0 affeer Tesiqugs in the
referentf€sSARALE Catebe aDhmahd ethdyseauumadesetyd olniprdeddar ggps, it
necessa%ﬂO\M%OI nacthSvé‘r tthé n%ﬂgﬁﬁg p@&étenﬂ Otselphéﬂcg ed_LdEQt:aty, and not

i cal excl siaon, asp on or Th
cons:.dew BGEY f ?cg?ﬁr‘fﬁ, l‘fV? ozl%)nlc ﬁutclons as par TT% t engﬁ%h&sﬁeldentlty
AlignmegRrigkerpopes OF %?H@%ngﬁféc%%rﬁF@%ﬁV%?‘ﬁ’ﬁaﬁ agyarity can

be achibBeR if.rriodd/haualthat are within the skill in the art can determine
appropriate parameters for measuring alignment, including assigning algorithms
nzeded to achieve maximal alignment over the fuil-leangth sequences being
compared. For purposes herein, percent amino acid identity‘ values can be
obtained us:.ng the seguence comparlson computer program, ALIGN-2, which was
authored by Gedentech, Inc. and the source code of which has been filed with’
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and enbedded in paraffin or the |like. Forces

Institute of Pathology," 3rd edition (1960) Lee G

Luna, HT (ASCP) Editor, The Bl akston Di vision

WO NBE24H | | Book. Corrpany, New York The Ar iEG/FgpRe@31894

uger chgg’r{xel g".t.leOHOf Pa% gldg\dvan %9%03:, :t IjﬁqgldSDCI n20559,
re@flsteeaiit%frderAF%&‘edeFcﬁOeé@gPhs ﬁlat:@téﬁn@é& h&lxgwommr?‘l@a@hm 2
programRegi ptihichf Rathdllegyhrddgshéaghossh, DItk ), sOngh ¢kn Francisco,
ca. a8k bé&ueh@e td&ﬂpﬁﬂsoﬂ“ﬂa'ratﬁ’d%@ﬁ@%r@t £ Batedhgn fdnolb C;ﬁroﬁi‘ana and do
foI xative is determ ned by the purpose for which t
k le is to be histologically stained or otherwise
3 WY Bhe™BF 1SKIALOT (FoPREORFt 13 opdhivs geterminable by one
of Ordatmﬂ’e@i{a]tle irhaithet retl engl hoofertlbvatisorrodepeindisaB0caiculation
dependeip Qibchherobe zBempkh| heshirssuensasphe, and b bbxahtvVeion. 1In

not va

‘ generalusﬁ.ﬁllgeﬁﬁr@@é/s Qg?ﬁ)&@mg@er %Hﬁéﬁltu%éf ff&[ gagogeqr Igﬁiea@ing, while

Boui.n' s or. pa

shorter ﬁ%lfes need owezéetemlpe:faS:u¥e? h emigé cﬁgat:rsonf g?zgetra%.(il.g( edcfpends on

the abdnay; sty AR ey dP et ¢ trﬁrmﬁl abiers ceel ImpRse edretds are

presentgligofip| sywirgrueht rladled 8imdrenbeddedtaurehapaeaf f T cmgher the
degree QEh@E:12304q SARLEOA} NGLARAI ans Grlobat add %yi)i’:ﬁﬁ.b‘@:l%agpc!n%nce , the

higher rt‘[:ﬁé{ ge.cat?ﬁ%t ?:grgﬁgfat{%et %E&ﬂﬁ’} Ic\ég | Lé{é u%ng n'%y gés'u?@ follows

sect]ons obtaine
et bighZES Eéat‘t‘fﬁet‘?f??§§ﬁ%ﬂ§arfmué e 050 e dtie aRFLon conditions
more stﬁmﬁ?é%se@#% Ioypafferpetpfueenvent isonal ForeehiBddbredydetails and
explanaf S@E oF. Grrindvhbudabr Ofybidisi-ek g CalacStaisni age Maiduosh ofr 1.

current! %téﬁc{'ﬂ%dlﬂz%ggﬁﬂlagsélog.égye Qilegaiﬁl:%lrgrgﬁénce %M.P{ er%, t{1995)

., of in tha ed 40

T Rt P Al S0 by a1 HEL =R oY, G aenitled By cnose
tnat: (3] segﬁé%;}owa?@écméewféﬂsa@ﬂ $aAp| ETparashte FaB dvashbrg; 0.015 M
sodium shipiide ffRyolie 15 ectiiwnedtinreho mic rotiomedodecthesdlifkies at 50°C;
(2) emplSEQWLig: hybMuidaliaf al‘lheiiaeﬁﬂgligc endl abd¥ NG/ Netehoghi@bs with
0.1% bc;vl?_ge AEJPEQ EPEL&S.?L/ (! rZ].St lE‘E.(l.‘gl%/ Qfl P%% 191gy1|3y‘rr§i'li%ogg/5m%¥ sodium

his procedure,

sospha ¥ Lot SEUPY (- GoeifPorgha™ 6 HBBUF IS i o Bhiof e cierace

| at 42°CypD0eY 19%A1 4BCT/AISFOE6F 0 F 80 ASE i elRedsNatnce. 075 M sodium

citratesecid amedpdidre Secttianns (rmys 3¢, ab tachedidn whoglespinte, 5 x
Denhard§%vﬁ5ﬂt1§1tl andarel et hods, Jpxanimhas (&f pghdide adResiyes s 1os
dextran nEIQJ:LHchﬁ Q'yt Agr’ce n% tkl %éh%g te‘&' éﬁ‘l ane ge% atl nﬁsec' {zodium

ysine and t Sf exanpl e, t

'Chlomdg/oaaroéf‘f“i n“ &bt e?flds efi:"t’l ofr?§m?'f‘ﬁ§1€bé¥at5l5éizhefd’lf?i”e‘i by a high-

stringepsys besty epnsichiryed &l desCarmitoiniBaskiMest ¢6%t.ed with
"peleyadeily SkAgent condikforpar abfi Be haseheenaised Rscribea by .

Sambroo]tr& Sﬁbeﬁ&'egglﬂﬂfc%:{l% : tlﬂ.@béﬂa% §§t£‘:1tl Qi %r@c qu_lﬁ Spring

era to ter.
rasbor BECR 0 PO T Do UERNT A (AT FRIo Dy SV aff = Solucion

- comprisngny et Femidtarfdar Pt Hoall ¥gilesls FYrtrizadpmecitrate), 50

mM sodipy | @oeshaand (g gr.@duat |y rdesoerds nglaetdes10f @keohoksifate,
and 20 r@{/mbedé&&%drélé)(ss%grﬁi %a:lmoﬂvaﬂ!»@'h o, H' £h10Lag GL@J washing the
Filters naI n%(g&c\l\/%% hgfg u%]; 3’; '}?ecf‘r n?g Ei(?crlgleesd é:EslaExu‘hell ]::ecognlze how
to adjugg aﬁﬁeaﬁf*@’ea@b%f P, PREFR. ofiganPe TRGERESS b paggmuodace
factors bpeh -PePrheVBinddbustdonhe Tékas) nay be used.

T b BN &bl Ve r8 UBS egiefdrst Ordshes S&"‘Bh;&_‘;oﬁﬁ@]&@l’:ﬂé @BgucRces “hat

. hybrldlgé %@Llé?cgtﬁﬁte&n&&a{@y SQP%NﬁnLaél lj;éﬁ g%{d&ﬂ%ﬁ% An'écsé'@g as the

startin pezg orge : natl on VM L

?eé’ﬁ'ﬁ Gue ’%u&ﬁeasStr?BV’pgr?olﬁ’@rfggflsst &8F nithgPghdrgtectide  from
mononuckqofgfess denddei mesieu Hybr | iZaptisirltrRneTegmser aks occurs for
examplentmhqnbs}nma‘rabéﬁlﬁﬁﬂ meatiloabl e; direct and indirect

assays. According to the first assay, binding of

anti body to the target ang gen (e.g., Gal Nac-T14) is

determned directly. This d| rect assay uses a 20

| abel ed reagent, such as a fluorescent tag or an

enzyme- | abel ed prinmary anti body, which can be

vi sual i zed wi thout further antibody interaction. In a

typi cal indirect assay, unconjugated primary anti body
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escribed in Current Protocols in.l n
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pinding \ Clichl UOT €SCENL | abel s i ncl idi ng,, hut a5 e ot Ji Myt&theers

9t 0, f’\are. dansyy, chel afles (europium chel ates), Texas '
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it affef tBxatfhecriflier escenceegaedse quantiibeadeubindgng site is
operablﬂé gﬁ%ﬁéﬁgeé -codm %Q@Zé&gzgﬁ-%lechal%@gﬁa‘hgalﬁgés to facilitate

(,d) Var ] ous .enzyjre- t aj .
cressol L AR RIS g8 Mhehe 08 AN o
linked gfe PRI Phe™Hl chRTEr* S PErAPETE AT i'gas™" conviguous and
in readt:ecbhigpuestioveuer exahplasrst dre nohz¥ATe hayPec apHligyensy DLinking
is accolah e BANGGat dndath cErhsH Al epstiiiccinc aftde Mgaseriedites do
not exi%Feclt:ﬁé) pm%ﬁ&ﬂgr Ioﬁ%cln)ﬁclé%!ttigé né&aip\f@%é/ , of NBNRBZY NB-=M¥ed in

alter the uor e?cence. or chem | um nescence of the .

accordaRqrn Bt Fa e S Tetin Eg%reagtqf_cfr‘ quantifyinga change in

“@t&b@c@rgé@ﬂr’@e@q & é%ﬁw é’@f&@‘é’_xl?ﬁ:g'" and cer vefer to a
cell-wedibesd | tmichEsc ent wsids bretrechbicomesoiaikéet FoAF cBlty express Fo
receptoﬁs?(m{tf‘@ﬁls)by @.shenizeatair eagiian ang) magiihen senttophile, and

| 1 ght_which j
macrophacgﬁagz‘i erd;ﬁ:gzh%zﬁg ?cgﬁnfae?x@gg% %g QuéaerQt q:ei@ and subsequently cause

-Tor e I
eein oF | oy SO S bop B, SRR S Y e ARG LB,
express| AoIRIde baiol f wherpsesugrocytes fexpEessy JYRT £ dicy8E 4ivd FOvRILL:
FoR expBaRtef il néntbjerease celll S inPatentiNgl 14 T2P3¥,466)page 464 of
Ravetchldgﬁ&gﬁﬂx&’,‘ e, debydr gphthal azishesh ones:) el ateassess .apce
Aot iviTh e dISECCARED CITRATT e pioo et ans 0Pk CRal Sl enac
describ@l gal 8t %%Fiéd’asléé- f55(§4'@é%)d?ﬁ/|5a§@'3pglsrﬁ‘2fyﬁ§,perfomea‘ Useful
effectoB ag&inar irde’ exitlasesyd eirglpdig| predskegli dasw wpabrfeze cells
(PBMC) ﬁé‘% g\fa%gr%lﬁﬁtglgéﬂigﬂﬁﬁ'&‘l@mﬁ Plaleengdebyty,0genNasa) jonally, ADCC
- xi dases - (suc S.uri ' X
soivie Dot 1 0 e Sl P TR 2 M OB AL N B
animal ppded. sPek ddes frclews dgaftmicefizyfes & As (Usa] ' 95:652-656
(1998) .anti bodi es are described in O Sullivan et al., '
“Waﬂogﬁ:‘et:%r Lbe r gpafhabiRpced wEDay BRpARL I Rdyr more FoRs and

perform%g%eg:gcgé Ie%un‘églz{xllrosnr ?ﬁelgﬁflegaﬁﬁg%g%% Lé%y%oéég%ysv Jen leagt FeyRIIT
and caxy - AD! gc Lo Oy . £ ¥§ L{chle%htlacs)):és which
a8 BT EEESHRBWIRERO" 73 TRFRIgE 1 SET
mediate ADCC include peripheral blood mononuclear cells (PBMC), natural killer
(NK) cells, momnocytes, cytotoxie T cells and neutrophils; with PBEMCs and WK
cells bheing preferred. .
The terms "Fc receptor" or “FcR’ are used to describe a receptor that
binds to the Fc region of an antibody. The preferred FcR is a native segusnce
human FcR. Moreover, & ;gre,ferred FeR ig one which binds an IgG antibody {(a

gamma receptor} aud includes receptors of the FeyRI, FoyRIL, and Fcy RIII
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Exanpl es of enzyme-substrate combinations include,
' f&rﬁ\ exarrplﬁ ~ (1) Horseradish peroxidase
PO) w th hydrogen peroxidase as a substrate
WO\S\W@%‘ZZH the hydrogen peroxi dase oxi di zes a BfyEUS2006/031894

subclasgése C l’ﬂzﬁﬂ[dl(l& g1 1e1%§ Qg.:l;lgggg € Qﬂd e‘{!@egﬂl&rﬂr @ @ec‘p lforms of

-tetranet I,pr d
these =2ishFoR AT RE Bioet e R
and. FepH@8phate “aslhb‘?wteﬁ%géﬁ?@tgaﬁst rgigh e Simildr amino acid
sequencés | ithaD- Rigakactmsiaade (B DtBal ) cwwbblrsaic hrdomaipeni thersof.
Acblvat%ébs%@é 0(76 124 RI@?.—L 3Quntains an immunoreceptor tyrosine-based

actlvat%on mc%hgn%%’ﬁlgl) N J[q:Ct 9 y?@%‘%_%f F&Qaﬁggenl ﬁﬁ%ﬁﬁ@t Qéceptor

i'f e act osi dase)
FovRITBComjcala G WPERCARRET: OFoviRee Vr s A b BT i T7Ee e
its cytsplaseld Wekyin.o (ave disdremd 2phus Revhelrmghel. éarpope234 (1997)).
FoRs argg%ﬁgﬁécﬁCith\ﬁRE%ttcHtea@tzdﬁE@ﬂy Anful NeS. | DaliubeTts :aBHIer (1991) ;
rnativ | iyr ugati en
Capel e{:hae F mrqunomettﬁ %(%e 95—%%b&]%\ég)the § tﬁbgsglyt gfl g I_Q:lfb clin.

ant ti
Med. 12goH0utfat €85t hoah%rnﬁpiiisrhaﬁ@é#l%othsﬁ% ' b pigentified in the
future, Oidfef eniembatapdesy ohel abel sFarenhéwied abevesrmsalso includes the

neonatagofgc}éggtsxed Pkt N BRcRNid Mﬁ&@ibwtﬁ&odﬁe dhSfer of maternal

e o108 [ RO 50 9 ARl ebel i tle e o,

Trmno1 ASPUS 41 GRPYHG - SarfiFe. BPEPHT iAo BUGRTRRLTe ouch e the
geneticdibeussiath dbovies dJanet hiert teneadeseAEYRMII¢ heeuibinge in either a

pheny1a§§ﬁ§1éoﬂ7')p5iroc{ da@:nd Ukl NG Qiddld-omigagitHe mey, hecated in the
regiorn ogsj}:]l'{ee x‘ecgpQ:rOﬁeégggJ lb%nd? péot QB&L r et'fﬂeeﬁaljnoz%&&o %111:%[" %‘GyRIIIa

(ForsE i POy 0 P08 8 G0, Lol Y| ARy Lo muh 25a1 aaa
wediateSimmmaansid 8PEL hemr.zb.‘,:(::g:g_el’g@j_ve( I_ggmn-)azygous pheny%qapbw ﬁ‘ﬁyRIIIa
(FoyRIZE- 150Dt benddcebboekingreimp=tisertv)ssa@rsect.ion is

8%&@9;&?&& e a‘%h% Yoy BB :R 00, f oF @n&ufééf@kem tRerifdity of a

bl dit h h
moleculEr F?TB a ﬁt Itf)%%e r bl?lﬁl E:\at Beefs}%gg%l o% e(fo §gn9elﬂtt atI‘hé @omplemalt

rotein anti
activat tPH@“taleéileméﬁhﬁeé bmp‘fﬁﬁeob’rl}d&tl% “Corit 1T'6AS FopoIe of the
complemaehi®dtay thigs cana beoldetlr nimed by EQiboiti gemplexed with a

cognatee)éﬂgfglegelnt 3i_to| %{Je;-shec ﬁ.ﬁrﬁgntOfacbiﬁ@H&g of antidbedy tog. as
ermne u n
descrlbagtl&:?g%ago a%xef:» Yy i So 2N e‘gger ab?£ H%B (1996) , may

difs@ussed above:

- be perfpegdl is an enzyrratl c | abel (e. g. HRPO whi ch

catal yzes a chem cal alteration of the chr om)geni c
1. eRahshrab@rsiiehaas mdrakiatk ap nebenvidioe chronogen.
Pr ef gr abl &ht hﬁ enz;k/)rmgi c label is conjugated to
anti bo ich 15 binds specificall 0 the prij
TEACTOOEP (88 ooE e PPTERY IRTEFDARY PE P RBDp L slenination
of exprpedipe| ohake art mbeeei;bmn@ks@ol@d&rgﬁﬂ@ﬁﬁﬂ@oéwﬁug Yogell sample,
whereinaitld gtadRidatast idF0EDgt expressionOpt i @@abt ymord @ck biomarkers is

predlctﬂnzt Ioggj.gx:dgﬁatgu oq:yﬁlgstlhgr tt'ﬂ@ ﬂl@&f%@l é/étlssatn'@léj%@ﬁﬁae sensitive
nti

to agenaﬁt ?rﬁ:&dF%&pﬂr’Z% e%g{lél Véﬁ%or Jiecsg:ar an‘%l-g%é:.? such as anti-
DRS ago@hftaetipodins gér@t&m%ha%\}ét cﬁ“&é%oalﬁéactmfl?u“le;frh‘?&s fpd assays
includeGahdac FhicHrayabiee ppbippeton Qft mor@Erkyof tihe Gallac-T family of

nolecu1d@l inGAlNAC -cLid- ant k hedycdisma-1mnocl onal anti body.
As discussed above, there are some populations of diseased human cell

types (such as certain populations of cancer cells) which are resistant to the

_ cell death inducing effeqts oproZL/TRAIL or death receptor antibodies. It

is therefore believed that the disclosed methods and assays can provide for

convenient, efficient, and potentially cost-effective means to obtain data and
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Speci nens thus prepared may be nounted and
coverslipped.Slide - evaluation is then determ ned,
e.g. using a mcroscope, and staining intensity 25

WO W07/4222i4a, routinely used in the art, may b&@ElH2e8p8d1894

tntormasit MR TE0%, L2 0 SLLRLIRL DO, £VBLUBLER, SBrccapion o

treating patFioNg- | Foshserpdel ih Pé’@rﬁn% havinpapeTe) BHERPyed with cancer

or an RELEEpidibtes stoabniitg icsuldettarted hbymeyt heyforged dio theain a

tissue &'elcleitt hgaaﬁpﬂé'_ %&?K}hggsi@ag@r@u@d%@'eﬂhﬁh@leﬂS.by)kilﬁ?rd:fe@atﬂbus in
%

vitro 2EFEHF nq%aet]:esrmbzb% é?’\?‘l:e]rtf ﬁhe ngatn.t—*-tnhan Cfggfgtv%ui%e%tg tive to a

therapeﬁk&c agent such as ApozL/TRAIL or death receptor antibody.

The invention provides methods for predicting the sensitivity of .a
mammalian tissue or cell sample (suﬁh as a cancer cell) to ApoZL/TﬁAiL or a
death receptér agonist antibody. Optionally, a mammalian tissue or cell
sample is obtained and examined for expression of GalNac-Tl4. The methods way
be conducted in a variety of assay formats, including assays detecting MRIA
expression, 'protein expression (such as immunchistochemistry assays) and
biochemical assays- detecting enzymatic UbP-N-acetyl-D-
galactosamine: polypeptide N- acetylgalactosaminyltfansferase activity.
Determlnatlon of expression of such Gallac- -T1l4 blomarkers in {(or on) said
tissues or eells will be predictive that such tissues or cells will be
sensitive to the biological effects of Apo2L/TRAIL and/or death receptor
antibody. Applicants surprisingly found that the expre551on of GalNac-Tl4
correlates with the sensitivity of such tissues and cells to Apo2L/TRAIL and
death receptor agonist antibodies.

As discussed below, expression of wvariocus biomarkers such as GalNac-T14
in a sample can be analyzed by a number of n@thodologles, many of which are
known 4im the &rt and understood Dby the skilled artisam, including but not
limited %o, immunohistochemical and/or Western analysis, gquantitative blood
baged assays (as for example Sefum BLISA) {to examine, for example, levels of
protein expression), Dbiochemical enzymatic activity assays, in situ
hybridization, WNorthern analysis and/or PCR analysis of m=mRNA=, and genomic-

Southern analysis (to examine, for example, gene deletion or ampiificatien),

as well as any one of the wide variety of assays that can be performed by gene

and/or tissue array analysis. Typical protocols for evaluating the status of
genes and gene pfoducts are found, for example in Ausubel et al. eds., 1995,
current DProtocols In Molecular Bilology, Units 2 (orthern Blotting), 4
(southern Blotting), 15 (Immunocblotting) and 18 (Pcﬁ Analysisg) .

The protocols below relating to detsction of GalNac-Ti4 in a sample are

provided below for illustrative purposes.
'i:****-{c‘k‘k'}.’***‘k**‘k****’k****************

-Optiomal methods of the invention include protocols which examine or
test for presence of GalNac-T14 in a mammalian tissue or cell sample. A
variety of methods for detecting GalNac—Tléﬂcan be employed and include, for
example, immunchistochemical analysis, immunoprecipitation, Western blot

analysis, molecular binding assays, ELISA, ELIFA, flucrescence activated cell

. sorting FACS), and immunoprecipitation followed by ‘M8, monosaccharide

analysis. For example, aun optiomal method of detecting the expression of
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Typically, a staining pattern score of about 2+ or
hi gher in such an IHC assay is believed to be '
predictive or indicative of sensitivity of a

wO WaTHmi4an 35 cell (such as a manmal i an cancdT/Ee)6)031894

tac 2 deat h
v 35 ORI Ol DSBS OPL L A0S BB REL o wes

~ Gal¥ac- tTﬁ% asngﬁiﬁcfdéz ﬁﬁcll/ 1:51@:1 C[%fﬁﬁf‘afc'lflgdtkw P{bpd&ﬁg &£tk |t5%(ﬂpt1body to GalNac-

. Ti4 in dpeciafrpbef or said bi omarker under conditions

1sUbfdee bent é@fod&ﬁbr&@%@@ﬂé’ﬁh@éﬁﬁkﬁr GO N8 Xsi0n f¥l BA1Nac-T14
in a saﬁﬁ,e %n eg%%‘é NG 52l %&%ﬁ?%%ém&@?ﬁb&%%gm Lgtlt‘reotocols
In . a n

| omar ma
T ARE 45 EELRPH &) UEEFhOS T OR of*3 PHBu(EROm: to be s
reliabienpeihegr e%|iﬁSFaﬂr@nPra@ﬁ}eEHnSAPm%e@m@@rbmms in a sample.
Tmmunohd SSaeRp tay W (dBHVAr itebiniahed | 8S11€5e anfl 98fqHo8F, to probe and

v:.suall'zQCJséiq{zQQ: %Q%SOEH Ss%rtﬂmgeﬁeﬂl(;ﬁ ﬂf%@o&cfgenlc or Elucrescent
|mTunoassay t echni gques usi ng such an assay ornmat are

methodSsvail abl e, see, e.g., U S. Pat. Nos. 4,016, 043,

FQT [EPIDbe QT pRF 2410 82 GHSuT REses 1 nedrpde fyon e manmal (typically
a huma:$| Peglientgi trayame toaed Si t Bxadpldss arfdWaghl'ecasiaaysieQf btiheare not
lz.mltedn% coipedd t iye s1Qukypes, c@foeldreas: | npfcl%@ate, ovary, lung,

: stomach gnéxle%nal 3;?18%&' t%l\éiedl.bluﬂgﬁll ?\g c%islczeg% | ?elgh tel af? d)n}:{?]af the

0 |ncFude rect

samples, l?%?‘f"ﬁ%tmﬁ SH EFLL L cancam R th RSTEFILEE éaaﬁ%mgells or
non-hodghig’ FoSimpbeed whoemd ceimmonthe ssedeassaps. ovhanusibey 0fvariety
of proVafurad | @RGmOfid henss adWM Gl21 3&S8Y ©eehRbLOUC 188t toalrgical -
exc:.s:.oal las%&?aél Legf{g%j.OLQY beTgé]Qgg'B@ES%? Q% gxlggh e%%cgzen In one
embodlmeqi Eltg' on. Bri, e %%? da%gl cal > forvvar tassla an -

A1 bt S0P St F by 78 799 FRFBR-HOSH e Tike

Té%bﬁ-?%aee,swaﬂ ey sdepl €66 WE- ¢ esbeebebredighty | atwyentional
methodoC@ft acks W t_gh t enbeundg Iﬁﬁ)kmtll_:;ﬁzalAfsfﬂnlﬁg StHthad | & the Armead
Forces %Ef%t@f of n%&&gﬁﬁf gﬁr eathL%Ezl 9996%6 LIeQEGSU \.I:J CI ﬁ‘?t {ASCP)
Editor ’Jghe': E }g or mat son O T oW t.l. falo) - ant Igglen T~ Th A d

’secon& PP BHY 58 ‘i‘cﬁﬁ tHd“ %h% nf:?rﬁp ‘ Il\éad”el P@"d e Arme
Forces \fngH thte epbriadiofive dédiarced padiceaoiryp tetimisngrafistology and
rathologiet(@stabber2@ i gnaty,i saithen mddedopists itAstiBAtL s Pathology;
Amer:t.caﬂl IIL%% tolfneatcﬁéflgé}m %QghianEorI h% éqr mibh@”ofo k@ﬁ.o'-lgeghe art

: L ex . pf ant | a d ant
will apﬁrergeatef er |q“all¥| sr%vvlas lx%ltlve ! %gﬁ%“?h‘:éd gh%b@n%‘émse fow -

which tgg Staﬁ‘él%\rf‘tsl §%nb‘5i Sigerloptiatéy Ppivtkeryvaticonisi spelyzed. One
of skilgignahe produtEd Dyo tdrereeipor t @ntntiecuhech Thefixesid Sepends

upon th&BY zel dheke hﬁsﬁﬂ@'daﬁﬁid ¥8d Iy Siaple QQS:@r V@if'm@@ of example,
neutraltﬁ?ffglfe% tf gnai!'-dulgr @ypgglfg?maqg g} t,a1%ayk bhe used to fix a

conpari ng vv| a control sanpl e contai ni ng
sample- amounts of bi onar ker . Vari ations on the forvvard
Cepsxaylt nchacdemalsiirulfizate Sirsedagndyis ithemidebivdabed through an
ascendisppkiecand dlabrblediafitibady are -acdadd Skitdl paneouskby other

sectlonir% %Q@lab %Hn%a%n tth@ qg.\ésue-r%ﬁﬁlel %QP ry)eq We S &g W lA!lternat ively,

kno t%those Skl||§ ipt 0|n($IU|n
one m o1 ot £
Y mnor varrations Wl | %eserc’e:éo S P Rppatent? “%ﬁ %1%/ example,

| the TiSPYR)iSCEPIY JPWaPd %fﬁ)ﬁa@ﬁdcﬁn%s%w%%?df ,lxasyar&ﬁﬂrbé&ryconventmnal

nethododrayi riges pagi f i Ciebyalf of HherdbEal kerainSn@iMnbod of the Armed

Forces ﬁ%\f@i@;@t by P@.Eh%" V%luﬁrahourﬁgcaﬁf@leé §@|ﬂaga§ﬂi5f aLe- mango used -

1nc1udes%| d Sugzlf Iéee%)égz)%aaﬁ%glagggl%ﬁ r a gﬁlc%)gl‘éssdemay Once the

tissue %H%‘lcﬁ/le&ﬁ?%’édf n%eoﬁampéﬁl W%eﬁ%tlﬁ%ﬁ%‘?ﬁf@lmcmtmﬁ or the
like (Sehlogi de™pwmudb oy prapylene stdineng aldtios U @kt SaBY Forces
Institutg-:e dfn ﬁalﬂﬁofc%&m oguﬁﬂbes @eq\g§ ogl %Eé‘gﬁg @39r QIQi&t;ﬁ‘%cedure,

her surf table, for c i ng

,Sectwnslorml nyroItl Ty frf‘ne HB. %‘ ronélecsréjIl a%/@ﬁ ﬁﬁ‘f)‘?vmmrcﬁons in’

t he art and generally congj st of cross l'i nki ng

coval ently binding or phySically adsorbing, the

pol ynmer - anti body conplex is washed in preparation for
the test’ sanple. An aliquot of the 40 sanple to be
tested is then added to the solid phase conpl ex and

i ncubated for a period of tinme sufficient (e.g. 2-40
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WO 2007/ 022214PCT/ US2006/ 031894 for a portion of the
bi omar ker. The second antibody is linked to a
reporter nolecule which is used to indicate the
WO WOTR2AY of the second antibody to the nol ectffE¥S2006/031894

‘ marker . An.glt n l:l. severa
thzc)mestsh e ?récre %Efctﬁone L] V% {[:E)EEO\\%%) By Qa\lt\égéneldmtgl !igs! @9 1

|omir ors Lh 1

Standarcé)@ﬁ‘é%‘i’cﬁ’g { FETBRRDLT (FRATF (AP ot ?%8@%. PSR B8Ry mite

~to, silw Clyelmyinor poy-Indysive babetteed ittt h %Yr‘éﬁpforctferexampler the

paraffmrﬁ@lnﬁ&iéle@ se@@ﬁﬁ-ﬁdlﬂ@ be %ﬂtﬁ&h%ﬁedﬂ l@iastf:w’éaT gmhrgﬁddsigﬂﬁes and/or
rter nol ecul e si gna a boun
e %Oa%e Dh%o%% %%%abl b! geCt eLabe 1 | 08 VM;%Q@ DSt ions
I%ﬁ’??%‘??&? Hag }Pﬁnnéﬁer%éf’yt e RECORY 41581 Ted "ant 1 body,
are genepALY fdepatediitiaefl anst r%i’mﬂFﬁ??éyt‘? ?aé%gpos%‘“cf fhequpesections may
be depatzarfgﬁilzeao birl reskresdit | badynconpl extawiafdr meghodologies. For
example, %{ﬁ@ﬁeé 'arnﬁt a@éérﬂ@% &ﬁggﬁﬁl%téeﬁ@@ deerdicadls may be used
(See e é’mn{)t ggmw toﬁcq{rrpto rqgecal %teag.;[aed q%etthhg %EgQﬁ\ls Armed Forces

ecu reporter. . -
Institui| e uPatholagy” seﬁuﬂrﬁ) t he Presetitivebeci T"i’“t?“a"i’?% v gvailable

deparafﬂ&alingan&moegaﬂle wneh, sday dst yewrhoa? cdbMpatignsson, Texas) may
be useaProvides an analytically identifiable signal which

||o%§%pes etection, ?i‘repo ggrgﬁmqléé anuslgqusectm may

&é Use o) %C\glil &2 n w1jt.h additional
be aﬂalt’%ﬁﬁ“eué%nga§§§y atts 8PY s P@ﬁ%‘iﬁ?ﬁ% ¥ FOg SRR

techniqisadi entic| iede mophaiqsingl nekemibes fd/es flnorescence in-gitu
hybr:\.dlfﬁqbﬁ" sal,opas)kranc-cheR bilnizoeseeataimabbgukesect and indirect

assays. In Aggegtg_zse% Of‘%b%n f@.@éty sla. §§§1ny a&[ﬁt@ﬂ&:%”&.a' ®he target

conju e, secon r.al 1

wotisen ofe it Ut S PR HE 0P DErT B S ot | T 307 B ehgel s ©
labeledr eeaupmi- zeducthowever flla’r\ﬁfwtv drPely Sfl GRS dfftsted Primazy
antibod£0RhugAthAbd echnilgues wxhst, fwiheh aktébawadptayaction. In a
typical 31‘5%&1:@&' Qséa@' t@ﬁoﬁ!ﬁg’alt@@ ;ﬁ’iﬁ\dr@a&ita.@m.h&s BSethe antigen and

then a g‘??%la Sesclaconda yac Ego?gagﬁr?ﬂ Qgr?%ﬁl gg%ﬁgéﬂﬁ%ggy Where the -

oSi dase and al
secondaBAMYEPOt 6 SOPTREREDETr At o€ 1B=BS f‘ha’%s%d‘“"gemc o

fluorogepeci fubstartzy ies wded génepaPiifec I’Yé%‘&%lﬁ%ﬁ'mﬁh @f the antigen..
signal BhEOUGELOR. Wpasr=2BehyuHeOlsysirslbyethigacyr aesgpodigengay react
with dl?ﬂ—:ﬁ%gg ’epgt'.o;%sdgx{ 1N aﬁbtlzﬁaﬁzo Let:xehange, Exanpl es of

T]f?’% r 8%“85% Z 21'21%}’[?‘3 slelgc éﬁlad e gl g %{Od{; € QQ@ SPJ]:at %%néﬂgtochemlstry

0SssSI

eto oy fluorogen
S A RN G R R A TR ST

" availabldanitheasropogenlty substedateds bt éélla’b’é% caf pEOKF-pS

(Q)aseﬁadltoligo%éyn”esdcabegl ed, ant,i body Es actlétiit 0 riwe antibody
can be Eab %.Fed 3ﬂn %dyﬁa@oﬁﬁ&logg Jﬁﬁgefhe?’%&g{@.g@xde&!rk}%&e@l Current

xcess_ reagent 1S washed apay. ...
protocops séFutIf“@ﬁméW ‘ai WRHHEE he ADpr dpr FratE*Rubst fate s
Intersciher, aldedotio, tNeg tomnp| 8xbof (1991) for example and radiocactivity

can be ﬁ@éaluQ@@ersaﬂ} Isgelmtlamht:t&dyoun{heg Substrate will react

( ozﬁgfég? aglgggetso t he second anti body, g¢iving
Itative vi's

(&UanthL’tl%’ieéaemu%%T l§E)%‘gtm%pho ofet Il cgﬁmgé& g give ear:h
chelatean (epdbmian e‘hE%ﬁtth e 3ottt oFCBFYREr k éﬁuﬁ*ﬁsﬁ?ﬁn\l\as‘hﬂsy
LissamiRé£S edﬁrﬁveilmﬁebenesa Mehecodtiermat el ghyebtwroresceyrt commercially
avai 1ab§% noslche.as fdodoranceddneid shodspacrery mayeye and/or

' couledto i b S ol els can be
derlvattlﬁ%ﬁ ro bl TT%I ng Ea Pr%ﬁ?e%g%%t i VWI‘AI%%%E 1% t:@:gﬂ NAvel b

conjugatpf (hti Rert EBRLARRY huEIlP@ Iﬁheo’fecé’nb‘ﬁi'eﬁ S\ gdv\é?i BRI Protocols
in ImmbdR ol Ucheehy ofe- |abebled Fantidsoeireadsar bs ‘E‘Ff@tﬁl@ﬁt using a
inducing a state to excitability in the 40

fluorlm%g%ecul e; followed by enission of the Iight at a

characteristic color visualdy detectable with a |ight

m croscope. As in the EIA the fluorescent |abelled

antibody is allowed to bind to the first : ’

anti body- nol ecul ar marker conpl ex. After washi ng of f

t he unbound reagent, the remamining tertiary conpl ex

is then exposed to the light of the appropriate
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chem | um nescent or bi ol um nescent nol ecul es, may

al so be enpl oyed. It is contenplated that

t he above descri bed techni ques may al so be 5 enpl oyed
WO 07/62eEct expression of Gal Nac- T14. Met hodsP@OHUI2Hes/031894

- invention further include protoco ethf: wo.
(r ooBiiCe T BRREEST GAior Car IRE T BpTEe bl
2,275,149 gsedder Teakbyisvanplwmne A KBRS f of ™% ﬁ%ZWaPWFEﬁ’ gptalyzes

a chemi®PNAStdratL@ bs wmiee cmehbgkriownsndtienthardean figr measured using
various %@: gp:{cfdes hydL g;l:aé@ié 0“:11@35;%5: Uil ga&ﬁ.m emebiar vhidda in a

(such_as in situ h u ma ively, o
_ SUbStrat'reabé"Fé‘&l GEPNBE - Y4 FT cE)os o r%;%ok%deé eéra %{‘% e

enzyme may gpaEpLt é@ﬁmfaa%ge)sc% VT Ic&ﬁglwale&cgnq(fm acrine substrate,

TechniqEEpESF | @aﬂmﬂl%%ymsugh £35oRFCPCR #e ﬁgscrlbed above. The

chemllur&(ﬁgpé%e m@%yr&@ NBYcsmSPeeiddteotianl Gal Naci+Ed4 byand chemical

ot Nt 2 ti00, t ypesdet aoth on. et BOdseasiicls 2% a
oot Hadh B R STl
chent Tumisppeistie s?r ceé“IaT“”]sE&nﬁF ROt B, S

Exampled@Lcomyentiienlibelaswyeds flopifeasess, ‘% Na"c”‘fijtly e Hfggase and
bacterisSi MicNe&ther n, oot batnor RCR anabysiss). Fotuciferin,  2,3-

dlhydroeh)%%gpiz%neﬁgngg t@él%@éfsdé%o@élagganﬁ&éaaéj VBeReRiase such as
Ié\saysare known in the art. In an illus

ors=ra@rﬁbodupﬁ°é?ﬁldéfe t h&%=Rvent ?Jd‘r?ll’?f et RO A BT det e@?iac\éc’“dase'
gluccam@leba cilAdzpRNAcddvharieobolacad @agpl eleompr poigigse, galactose :
ox1dasefr%u %h%s%%hggﬂ{ytg h@eﬁ@ﬂ@ﬂ;&ab&) 2QetNRYSB.c oxidases (such

ranscrl I Qn usl { PP b 5 ar e
as urlclaﬁ% w SO pr O%Ceag) s 1%%%%@%&%'@%&”% %@] kic\é 89 4 th

like. TrokyHCP odFF (EORDIEBHED VS [SoHRE B e e Gorenied i

o' sullioawpleitl y1.GaMblaedF 1o DNAS PYadrer &iien %eﬁna@teeéﬂ?%dl’ heeniugates
for usepﬁrg%%gﬁﬁe hmtR Pl khi g nGaé NaCedzb4. CMNA. 7] Mmangone & ®. Van

suc ) l.ud e or nore steps
Vmakls?hq‘tcaé"i“l’“bv%’ress' %&3‘29‘% ﬁéqug gl\?gf)s of . Gal Nac- T14

ey r?faerEﬁYBF oc'@ﬁbété’fatga%[]bén%‘)nf cibe, foT examples
(s) mubtamealishy wxanidueng EREON eyl %ﬂ?@ﬁ?far Refradase a8 2
substrabONtyRke IRNAeS egatener péroxiddreuseksiept ng" dgenessucier (e.g..

_ orthoph%?yl%ﬁea&talmpng 3(619!:)3/ OI}EQJO_QF %, 5 QRLionatM, bidi8 a8e0ueatanloride

fied Gal Nac- T14 cDNA can be det er ni ned.
(TMB}) 5 vt er i al enbodl rrents of this aspect of, the mvengﬁ n_.
(iic| atleldnt NRBoSPRAC Y médR) adFtpriarer W FaPPE Y in i FER"P =  2¢
chromogaﬂliwwdteasqoeencﬂl c anplification of the 30

11) EUJS;- g?;ét@@%da%f t{{h% bﬁ\éeggﬂpg &{roﬁége@.ﬂ&{ éﬁgﬂi’aftleC(e g., p-
er eof nd pr-obes that sel ectivel

n:LtrOPhng'lcﬁﬂP-@&MSﬁOHy%ﬁeéh 7o o FIAPEERSR d WV ERIFes BT 4
methylufmﬁ%l'l@&%ﬂtMﬁgQiacIth@dé)éepaft t hereof. Probes nmay be

eled wth a detecta h N wble to ose
Négz%ﬁ?mseotlée %ﬁzg[n% OS(UL Pra% r%k?:.n’ati%ﬂ% a@;@ va{l bl t th

| uor éscent conpound Cent Nos.
skilledpiig| Fht né%’fcerﬁorc@nﬁéﬂ?ﬁfl ée?fh%"?nclf HAds et Cofpolid’
4,275, 10Btak chebatar. or 3Bcwniyed. Sechabrlobes WAErPILe e ugated
with tt&a@ngﬁao'd}?*ed 4R deiach bhe sphemancpe ofwatal Mackiidous techniques

for ac d_ev u%hem: IE%gsleJch %e?a%l %n@i&y\%scﬁ I%Eagé:ljtlggted with biotin -

expr essi '5114 n%n%gen'eﬁs gbo¥e can be

n

and  angj [of 5&%68%? sPE6d 57 e gF(I PFed™3FTi <an., g
conjugatedywidhfedent opr irhesr yeafrd ProBashirdy “‘tféeﬁ‘fléfﬁ ?r'et'dJ avidin and
thus, @ﬁsﬁgoe@;n cith)eS eEhieReeSs piol i dedardibbdyr dibntlaikd iudedct manner.

Alterna% ve gft I 1}/ eQre f%lirgyﬁ eh candiorcpndet Slem e nt H dékibody,
nce an c T1

the ant@B?‘iiﬁbr’rﬁl c‘??éfl%ttfg Bt %t ﬁesma venEtll on r%ic??a@% ptr}be Seoegent types

of Labaihi tiGRa E0DE e FERIUIRTRNATI S (o S ERP R STLRO%Y - TS,

indiredtRMASughdica ¢d SREEL=DEL oelth Senplebbyy wie hgarsEpved.
t echnol ogi es. Using nucleic acid mcroarrays, test
and control nRNA sanpl es fgé)mtest and control tissue
sanpl es are reverse transciibed and WO '
20071022214PCT/ US2006/ 031894
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| abel ed to generate cDNA probes.” The probes are then
hybridized to an array of nucleic acids imobilized

-~ on a solid support. The array is configured such that

WO 0RE0%¥duence and position of each menber ofPGIHES28(6(03(s%4
As§de( n% t]Eﬂo rsg%é%x%pa&&% Slll eﬂocg&r@; gzgélgésgdh %.S)oyeav efurther

crearnl0t €O aI to be"expresse

reatmenty ©be SNt rdyE off al%l}’?rd%uﬁf)'or‘i““%b‘i”ﬁ (ﬁ"%a‘?"fl&ﬁ SFC may be
desireq, aser exkepph e eni tdpearparieielu et haier aguaeabeheating the tissue
sample |iRdicCats bhdtert ke, I2Mpherif-aomMseh, tdie, proRegwes ai. appz.

- romanciJSEIAEH. BT %;eaggeﬂt gene Differential gene

ression. anal ysi s of - di sease tissue can provi de

Feé ‘Cf’érB? o7 (PO T BICNPEr TP alP ECFTHS| 667 1GRI 1 Z8Fosed to
primarynpedidpey feF o hy%ﬁlrcelerzfapemdt et ing red wrddr corpalliengenditions
such th@ChRel pghatp Hiibydl tdhes the dRNARXPr 85&1-an Piwdbih €in the

tissue nggtllgo u S!@Eg&ax@gtg %g%% t%ﬂ!‘ Ley aac“ﬁk @Vg.kl O\‘%?é? &l a!nrrﬁ@ td'gtermlned by

coutine §ferifiglugsdic, Bl S0E oS0 G Rhat i S samre 1o
detemBe%B}’ 9z§&lﬂ9anaﬂyu e paf efbe 5 IBEFFIERE  1abekar fistgeet eabove.
preferaBliot etlnokiogy,is14nl6d%ynb680 (b896)s.cCherry, Wik ®@italyzes a
chemicadl aLte%@I:Mﬁ%@@ﬂ@@hQ&nc%@ﬂ@ RRbItrkbs ]s%clg %%99)3 L 8farBrobenzidine

'chromogglll SC u)?c’xsefgrab(iE % [ ayn btr ngﬁ&n)zs con %e‘g C%:os a.fr%%gy which

mniature arrays YCont ai nr gene fragment
binds él%ﬁaﬁef "s‘i/n’f}r?esfiri‘%"-’ydlal"éé??‘g' Jhit & orh%@éwea’ grtébody is
rabbit gbaysigralot weribséibsbrdt esconfhous andsbcdl genescaar eanti-rabbit
antiboayipual Iy represented in a single array A typi cal

SO, aythexear;rxreqags' @Mgio\geﬁ &Pabe (&jear agaltygeysto detect

paration o uor escent targe

 cmpressig PEOPALE T Hord The N AN ec ST 40 FH M AT 2at AOHEGRELvely.

antibodi¢fe P fAFERE P BFYEt 2ntGIpR Wi e Gars ayoss3reawidhingyith GalNac-
T14 mayShaisaphgyedantbtseainy ngetef attdie caraayri44 angimady SisSa Ofonoclonal
antiboafNe scanned i mage and 5 generation of gene

| rofd. nt | na .

# é(cg&l%%fr gguso Epgg?% u%e r%ll gonucf'neotl rfl?a’ai?m siice
evaluatien {g t'iﬂﬁnn%?r%fmaﬁeiiay"sgarftﬁ‘”@%r?e MR REERS oﬁ“daFF%V’éng intensity
criterigomagtinely RER prodiet srpr epar ¢ EmpmyeDNASStalining intensity
criterif Gaf g cadLQBedlsa¥s110kk gonucl eot i des can be either

prefabricated and spotted to the surface or directly

synthesi zed on to the surface (in situ). The

Affymetrix GeneChira syst efErEa comerical |y

avai l abl e m croarray system which conprises arrays
abricated by direct synthesis of oligonucleotjides on
Sﬁl&é%g §ﬁFY%€e Probe/ Gene Arrays: Qi gonuéFett i fes,

+ 1 nt ho d to
on bcgl}! \4\1!. I ‘yl S‘yllll. IIU\JI Z\ f\h a

e R S smrteRnduster—baspd
hc&teotmatlhmgaf a»mlltyneaﬂéiussol i d p%ase chem cal synthes|s
| brn bt ogdthEamhnamg ay dertediso Upreo 4002000
dFlfaFle?“ehf’fo‘}}}egé%llénd each oI igois pr esent in

nr ohac ar e

rﬂfldcie %1 tH SRR %‘Eal “’fs féb’sé’_t‘{zré&"’i t "'" Ky~ =>"
Sy Nesd z,ediﬂenc cat I'ons on trhe arr a) , the

hybri di zati on patter ns and 35 signal intensities fan
e.interpreted in terns of gene identity and relalive
expression |levels by the Affynetrix Mcroarray Suite
software. Each gene is represented on the array by a

. TaRbLes, of dAiifel tt%lrﬁ 95%‘8&'&'0%05%‘31@ ar QPe:ﬁghgraciH such an THC
assay J.Qli)el[r)levpglto ons eg ciive % % % tiv of ammaiian
gonacl Soff F&Sahd 5 rﬁ FRE R 019 Gormreredrite 2t The

- cell (Sb‘"é’r faécta ﬁ‘&wlﬁrio%@qﬁfascal%ec‘f@eﬁé‘ehé%%l pr @ death receptor

agonist eohflddgentary 40 tO the particul ar gene and thus
neasures the expression of the gene. The msnatch
probe differs fromthe perfect match probe by a
singl e base substitution at the center base position,
di sturbi ng the binding of the target gene-transcript.
This hel ps to determ ne the background and
nonspeci fic hybridization that contributes to the
signal neasured for the perfect match WO
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40 status of a gene are well known in the art. For
exanpl e, one can utilize, in Southern hybridization
approaches, nethylation-sensitive restriction enzymes
WOM/@MI@annot cl eave sequences that contai nmp%tﬂé@%
SI t Svteome 2\3 e ﬁéEP né?.}ﬁ on%tag:telés 8:1;11 %10 G ibody -

|on

- SPEleﬂeaFPrr éb%‘%jlbﬁo‘??rréiﬁ?lué‘d?%éoﬁ%‘t PO SEH 7 GF ﬁIFqlbt"Fﬁe'

bionarkEpG bl @s tpr &sentaddntiend8etEpGias kahll cofiplaxgi wea geneice of
the biockBkSerPhOE BLULR oPMEhYESni Nidliedr BBAIk gca}hb@ras%y 4stern

ClL. 0
blOttlr%D(‘%]Q? it e?%ﬁgh @Rﬁ%&%@%@%ﬁ@ ?;%}D[a\%n ?r%%% ? ures for
assal1"'-‘X~I’@y°’t‘ RS PSc‘HSf“?SoFJP%\ﬁéHPW Wp?llP?ﬁ“@a?Jiaﬁﬁaﬁ Agrum. A
wide rapp¢ pér Svmpeed ey ctdabnignet hydiab ethcbers assamfAvtrhy | steedvailable,

see, o.DNAU.Br atzacals . | Awakyviazg arbbydat b:on 4] filsgefLr efgReCaltlude

both sif @@s@ee fagungvof-gft @mgﬁd‘mh% %FE oPrtagl éonltﬂetltﬂre
vpes eﬁgl ar B| 8 og%ied Uni t l12 s k N. Ausub e et
YE r af Wi 3 GILA CC{[I‘IP ‘fil.'.’l. l'V' lngpg%ﬁ%gﬁ h@-SE agsgays

r Z0
also 1nf15‘55€’65311’ef98]5mf99?2 of 1998peLIBARREbEl AP > Eatfssr biovarker.
. SeEpivdeh TlsayBisorpadoay sthRr east, 08, and: %ﬁwﬂi&fﬁ)lﬁecaladsays A
number bethAeiglioak.or LR saﬂdw:.Gﬁrb?e%&y?t@Q:ﬁ&l@ch@ﬂg@s e0d998) are '

lnteﬂdegxt%r %ésén%gn&ssg%llﬁagh Tl‘bé@ée%ta:fﬁfeﬁf?%% Ol FS%IIy SJ%.‘.L”E.' gyplcai

exam unctiona

sorvard ey 137 BELHAL Kb &Y PR P ML= e = 6 GlEiese, ons

the sampie a*ees]e%/é?ewmﬂ/\hr@%ht: Hestartontectd et 8 hadoond delentlet h@fter a
suitablpr@sent &foindubetr Giny efore AZEMabd @f time sufficient to allow
format1Dh 38 ¥h Gak S BYh tce%hse&er@ssec@ﬁ ae{alwd;u rgtpgmm to the

ant:lgent Ifa?vuf]d%’ w1§1 Eﬂep%?hﬁm%%fﬁe ecfg géuctlngla détectable

signal B%Ft;éen 3@6‘9%98’*‘17%&3%’%‘@3) allﬂgﬁgg éf.meapuffngaﬁ.}% for the formation
of anothsmichutlies Vh UGSy sdntiern -4 ebeliieé dintdietdyc orimy 1Eimatted

materialletsh Qaksh-af aﬁé?e LSRN hrésrRBt d0Ahe iaktidenCONtiesPted vy

_obsemzmlt ol he ctiSsug. QS8 e?enp%p%r@@y Bhafibe %@%@@P‘ﬁ may

either Le FP&VE\’]']XCr e%SI Qnﬁﬁ)f elxﬁ&l:to%g;p%d%rgt {r]:.%rge eé%%.%?e{lq or may be
quantltat‘rﬁdu B}éoﬁ?mp%@nae@dahu HE@ BV ESERE FIRTRHE g rmov tarpyats of
biomarkgresent|y believed Apo2L/ TRAIL -binds to at |east five

velt fok ehentnrecepdQkss R4y iBRRaDE R.::Iz_mumﬁg@ueﬁagsagaﬁn which

both sal I ngngq tllggdgntlﬁg Ma&:g al&iggd %[:ll.&lu ta &Ju %[IL%A O%%ﬁf

bod C£ er.el n, e expr essi on o
antibo bRS ﬁﬂ?i ﬁezesaﬁame TOPESRA Fon gt Botee ot Pife™
includipgRAY |Terel HERHABIRE e it BF Feeidsl apByenny 6 & typical
Forwardescatpl & abdwe, | HCG itrec hnt ey Geses i hedimbowme caR\cnBEbiomarker
is ememla@é/&qtip He ae&.rstwéﬁebmse@cae seildoaﬁrfgée WD&-ﬁe SUENN surface

. is typ:l.cm:il%c%sgg ém %% ﬁc’ngnp tge most cSom(r:nOﬂére:gS) dgtgc%,armers thlIlg

in i ssue or
celluiog8a RPIHEF R 67 }?Yf?i”r P‘I’Pé’sﬁif’@é’mc%pléi? ingd | RO gy or
polypropiicker |, Thetscdié ubprrtshesypbesences fermy.of DR4s, DRSI®r discs
of mlcr@]ﬁiesﬁ%ﬂair@t Btisdr HeF=ARYsuReaiepal ancfuf:'@:[ﬁgt he :$aibassay.
The bln&anasy&oegsé@qpé %ﬁn&o@@% Sid qgt a@ﬁt SHM B Bnsiet of

] Eg{g eC|1 spe %ﬁ c. bi omar ker or "
Cross- L IReERtOr A ifekilﬁgf?@{/@ffyp VS S AGI e gE: nay By ymer-antibody
compleXplrSeﬁeﬁfeé #% GreRtetios SoR BE st sayphpl eAn gdauot of the
sample @nbebodites idi reot edidioteanh bilanmtkes @ipBE ERTeptktHated for

" a periodR¥ @ﬁnauge@hwe&or@@%t bOfb Widdted me\tfémgg&toafsso%m ng

convenlgntqt éo al I %\_I\Dlrl(.&\a/ Icsou :lLt'!:L%at | g t 8[‘ rJL_(:jrorg ertogr% ttle%g%r()fture %{) 40°C

pec |ve
such as tlifti”ﬁ%l det &r 7%5?. Snlrtcﬁéfl‘ftehet‘t |a%§%bbffdlee|qf §’é’!ﬁ'ﬁF€uﬂlt
present gipres sesilEgly Nerel Tdudingnidiec at¢urgtidrepétisguecher amggbbdy subunit
solid piadple wakhda bes SeRnsd %M%ﬂc@bﬂ&@zﬁf’c—ﬂ%@ec%d deatdiay specific
receptor antibody, it is ggntenplated that an
effective 35 anount of thé Apo2L/ TRAIL or death
receptor antibody nmay be adm nistered to the manmmal
"to treat a disorder, such as cancer or inmune related
di sorder which is affllctlng the mammal . Di agnosi s in
mammal s of the various pathol ogi cal conditions
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WD 20071022214PCT/ US2006/ 031894 conti nuous i nfusion
over a period of tinme, by intranuscul ar,

i ntraperitoneal, intracerobrospinal, subcutaneous,
WO mﬁf/ﬁkwdrtl cul ar, intrasynovial, intrathecal ECHPE096/031894

pi cal L nhal atiop, route I
for a P?ﬁ‘r‘ri’?n@t Fkéﬁ Fb?]maﬁ’ky be@her or frae?:inqo%c’&) f_{h %/ﬁnﬁ?d tor% zeportex
moleculs yhigh 6R NRSnEP VAR S ToTHERLTaITy N AT TR Bl o to the
molecul&lewheies. Effective dosages and schedul es for

Aﬁ@ﬂk%‘:%é &gtbﬁ@ogﬁ&/o—f_% Lmedpideatdy fiecepint BRinkbody in the

sample %Pc'zty tl?en eg?o%g.%n% rl:%% I h{il%@hl t%rgg{] qO n@@c 08 S Qﬁtl_'lbody which may -

erm in the art. . Sinagle
or may gt ﬁenHaﬁvﬁwddwggasreaa?a_\f/teaem%lﬁﬁ}%ifedneHEPQmé Bt SeErtTy o
rarget el ke etxdduah o tbé frepefhes TISAEE 61980 M EPoHH target may be

_aetectamgidcﬂ%ﬂ- 1H5€d 148 dkpndenmtibange Lltemelioely,la second

label leag %[n%gootd? L %g.tézl :Létg Qg E%.{e Ik%IQE Q%gyodﬁe LS ré&cpégedn% Qh@ Q{arget -
S
first aﬁn‘ﬁ. gdﬁf'rﬁﬁ Wﬁvrm $ ﬁr a % Q a&%ﬁoééra I < ?Idpa%rtagcgdye

tertiarfiironeii. é!theapomplpﬁalrsng%t@af.eé ﬁ@st%e sigpad 18%1 ose Y e
reporteMhi@hedulaVi \By Bchriontst matdcghe'bf aApE2E/FRARE Prfssent

specif 1%@&9}’ ed, nd20k "Bl pcflesagewri2n AMRUNES cRBY cH Ak chfg Nprovides an
analyticath5 :1th1 ntmalgge sg?}il% 'iﬂglc:]noglﬁg/sk& t‘leifgém{ o?oﬂﬁélgen bound

or nore

ref baut ko/
antibody o Tpe ﬁﬁfif(g:f’%?lnlydlé?)eéiny‘d?%ét er a??%ear giﬂﬁt %h ngyp g gaabésay are

- either a@hmms,stﬁmmoehore@mvdmaéema@l% Bﬁ?tla%’tﬂgaﬁ‘m]@&%]aﬁeél and

radioisbRicBodsnef crdelimanysdeat picawided.i n the |iterature;
12 9%e QL sxappl U :|§mu.1E><§1tssa , $n ¢hz0ne ,1£685njugated to the

t
second W#g?yén?é%a%%% o a?a.ns ofl 1+ﬁsar%{]c§eh?’?eg%%:le€eert19§a¥te As will
be readiflyf FRPIAE=TT eBETRIAE éowb%ﬁaﬁleéﬁo"fdflffffeeﬁ?ft coRugation
technigqOhss ertter, Syhitchatradaidilst aatigiet v ot i gl e 26 §an- or
commonll 118SHGaniads eXalfRleenor¥ay-dies essbilzee defiveseyotidage, -
galacto?ﬂ’]msg rangl £Ik%ﬁ.@ﬂé p&x&%ﬂaﬁ:gg E@orﬁg@@tﬁgéré)r g8t @libstrates to be

“used w:.f:l'h é:Pg p‘?Péglﬁlﬁ-‘; e%%%g%p %%Farabﬁrh cﬁ{%nag oqcl H(:jé) rg:@!;i,cli']uct:Lon, upon

hydrolygts Wﬁr‘@%?%ﬁ@%&%@%%y‘”? r?cldﬁ"tF‘é:tB}Eﬂte P nGEoe
Examplebidd b@dtabDe eadphes $telatie orikelincadherrharrse hndapsroxidase. It
ig alseC J&kbikee@)empgéﬁvﬂlhoi‘d@ﬁhm tsQbytragent ¢Sch vield a fluorescent
product raecll"rxo h:%r pc%lét !:ﬁro%%&%'gl(:sgubs‘ﬂ‘&t%ts%t%da&%%(Skn all cases, the

oslI ne I nase I n

enryme- }?ﬁﬁlﬂﬁeq &Pglbogﬁg?%gaélﬂae i g lisbﬁlhft' to%tqgsél mo{ecuialg gi?]?er

complexg yallpved] epdridént Tl h%eﬂ‘%l@?‘ﬁﬁso’r"%aﬁﬁﬁf‘dﬁ WFeR R i R

solutiohh@®ndiiniagkrdebimedrfatst herstwiieh i3Chparadded | tar 15111%/ complex of
antlbonba%é@gex; aht?lk%th enpl adedrthat vsuchREhercnt ey api@s linked to
the sec %?Eelllﬁ%Log}_{Lvna%Zét %{Q rl%ggtltvesxeﬁugi aglgngf OEJMJ?lemay be further

eceptor anti Lt10
quanmteﬁ@r aBTES b RS G RIFSP AR Do R o PBgee
amount bfirppnarker gevishswreh pesseRF tirx sk %Wlel—lerztlésﬁ%aﬁﬁmra§ norescent
compoun\i@l |sua§ @NEiucaagiagemid rBttanhodl asy Seckhaas calllyi carBGRI to

ant:.bod% ke ta‘l:ﬂg%trﬁﬂg t%gﬂt: @)g;néﬁgegéﬂa%%: .Ol'sihen act:.vated by
lllumlnﬁ,a:i.ﬂljlf g:btthu F—g?% Io% naggen S Emy wavelengt a%ﬁg g cLQome- labelled

IOﬂS or as

ant ibodgngrispilealthy Byht Rpesky | FESRPPact |SFT“im§’f’ eKPi“éad’éiLh*iY oh the
moleculaNkcdDSiddgh§ chedil@sof ahe Slight cdtepnttherapyistic color visually

detectable with a light microscope. As in the EIa, the fluorescent labelled
antibody iz allowed to bind to the first antibody-molecular marker complex.
After washing off the unbound reagent, the remaining tertiary complex is then
exposed to the 1ight of the appropriate wavelength, the fluorescence cbserved
indicates the presence of the molecular marker of interest. )
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e.g., cdpwcrTPeurRGs suUggeltiienbovet bRPE ST

are al so described in Chenotherapy Service Ed., MC.

Perry, Wllians & WIlkins, Baltinmore, MD. (1992). The

chenot herapeuti c agent may precede, or 40 follow
Woaldﬁimizstrati on of the Apo2L/TRAIL or death HIZEPHU 031894

lmmncf]?%gg:l?ﬁ?ocj%% SI £ ?c%n?%ny'a%nazg’é gg%ﬁ @Qg}? %i.’y egbﬁﬁg\ﬂhééw in the .

al so m ni er al’;:tl bodi es
art. Hwaﬁﬁsp’cl@ﬁrhéwgﬁﬂ FORESWIERCFUER 25 aF Y BHHI 88 whi ch
chemi lutlinggcdnd GDRO1EDAdmenCDLBeculEpd 0y BrlisB2be EWERYSEr hB3,

- pErbBsonvanidtad endotdrel kBdvef aekeriteWECEhniquetirgr also be
emploYE% toRcli]eft%g\]: %@:@ﬁéﬁ%@ ggl%%gzéllpg/ US2006/ 031894 nenber s

Mg}i@)is N‘ tté’len é{l‘Y%ll?n %q.rt?%r a:rd‘.t IIRde ;%[%:oit:odolsAquchBMQ‘amlne the
presencandndfodi ®@rbiTIdRNgTt RELBANE S0 thoibra NgFESi 17 éfdht samete:
Methods afHH geNSvaisclased hemei anneyllbeacovatiniknpet enddigedude, for

examplet 31 bﬁ?fg%%lto% n%%%?g'ﬁég &nﬁ%wgﬁg{‘f&gh@a gf@chtﬁﬂas Oin gitu
hybrldlz'g&fi_?rbvﬁsr:@g a}cﬁ?le}ﬁ% tGrgg I Onltf r:.%o %és, qTo erpl 9&1 gnd related

trea S Invlitro_ca

techniqivs) sovdl yadduaRErEsichatid FRLiIBEER1T 205478 t964%tFFefit" PC% using

complemdrtent ek imeraTedpec i chEonDmiNer €41 navdritdes WSf:\H@F*on type
detect il ML, t Beskid,| 6drpeagiit] ORGRhchdOIDNBNSEEMEL, TMA and the
tunor cells can be exam ned pat hol og| cal I y to assay
for necrosis or serumcan be analy
ripSe ot ESgonsEs o LOREY HEE-IT THePRgHIT R org el for
oFORaFr P L. oFer Sxerele,
rT-por OBIMEAGIAUr €s afentl 120 i P R dethaby dreewdlivemtvnoRn @gchrt. In

an 111\15%:!:&%1@3@@%&}11?‘%fatﬁ@rﬁﬂv&{tlgﬁar&smbﬁ“lcﬁgfoz detectalfg a GalNac-
ed o receive i p. ol i 2
Ti4 mRNGy * %éb18 ‘?‘r’t‘g?nesram ans SuC Vi g%% %Bﬂ BT g, ﬁple Y

reverse| itRenscadeiionf “eHeE ctnt WiATEr °ﬁ@aﬁ§"“@6n'praf“}§]l %ﬁl%?h S S o0

producel hesisgparalsaefresertlsntd cheides ed 9Bk natth anHECRER. P‘-’lmers to

ampllfyF@JlNgzﬁal'ml Snaenenb it hangonftabner; oBapSesmye conphe Seplified

GalNac- %140 BRTF tﬂgtad!ifﬂ:l%!n C%hhﬁetﬂ@&@%&@@n}élﬁrﬁbgﬁe?@r r@iﬁhsteps that
ma

e an antib ol cleatide, spe ca
allow “’Pﬁrt%aﬂe TVFE 45 Bt &egflrf (Sgr'f ga K@.‘i Ilu%%‘ l%ne gfo% bl :i;:
(e.g. mESSHYSateespact FRABEFLnaNndre Jteh'él% ¢ ﬁf’tf‘qalr?té%ven [OPETY
sequencaCidf hybrirdhzatsepimd o deteectuttheat arqget asfiel efaniae dismber) .
Optlonag.ﬂe kid sgayer@las@f t&ﬁ&%ﬂ@@fﬁl&ﬁr@lﬂa@&ﬂﬁ adANGEn20e determined.
Mgil:éelcrl &Pt ngoe&srr)ent:gdofa@lé sfi@étl Qr of E%zﬂ:%rgghcmé%' €d16rac-T14

sequence an cqQnt ai er cO isin
primers, @9, PEFIGFe AT s ulHC gs E‘ETW ol ih-Hi° nggl “go?flcatmn of ;he
polynucdectidas vl AnBentSPR et &Fi #ivh EPHOdAT HaSt%l trhéﬁ%ﬁft’ gfnd probes
that sdRLEGAIL, 1S UpBeBE canengynatize, td |roresicentid grolecules of the
lnventloﬂldé)xo'éoggpepelz@b%iamre-gﬁe Kbtonek tﬁaﬁﬁ benNyeidib@mwmhl bk detectable

I cal conpri se e cont aj rib o V €z oimoun
marker, angucgh e % ¢ {Q) I1 %aﬁ:%lsgg&ﬁs %Zg.log'g &Q@ 19] a,

nore 6 “tontainers co ma
biolumigesierabl @ P B a acoﬁli‘r‘é‘il&}“&“lneﬁﬁ‘?f us%‘?rg‘%g?“éilndg% {L hElRor or
enzyme .| ns&a}dpngaebuérfdelpsmq#ﬁl cenbs, u*ﬁl#@eﬁ%%ﬁe‘éﬁl @’?Sem@ of GalNac-
14 pol%&dl@gﬁﬁies and apagipagesdanserd semist Hot metearsts enseflo expressing
GalNac- tf‘if prote:@lgel K@ywﬁ% RE E3EREQRal be ’@H%ntsﬂiﬁ%ﬁ tQigan, a great

te t hat 05|t|on|s used e [

many dffrfér*%rb“y RS - at erpgg%tﬁl BYappl FEa TFon Base ﬁ% Ctlh% gequences
providednih dateisdendliveed t4iGASEFEEY éPt HEL ﬁ??f’tﬁ‘f 87Y°h ‘?‘ﬁtlEF‘Bme the
presenddSgha/6+0Bvals bhasendests imBegk.above. The Kits

of the invention have a nunber, of enbo .

Efmeal “EREBdPTet® | TVERKIP CBRPIT PR qx’go cson Parhepramne oF
detect amiitisel sorh saF dGsbircal Her mR@Ad ancawﬁégﬂq off cell sample by
microar@@pt aé&&dwgl%m n saimd cAbldicnerid whiereanyafhe test and control

10 p VePidhady delatsdhipbsctbed and
A sampgg?ﬁac T14 B%é;%g%%%éeﬁs%gﬁenagﬂg the label 35 on

said container indicates that the conposition can be

used to evaluate the presence of Gal Nac-T14 proteins

in at | east one type of mammalian cell, and

instructions for using the Gal Nac-T14 anti body for

eval uating the presence of proteins in at |east one

type of manmmalian cell. The kit can further conprise
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Anot her .enbodinment is a kit conprising a container, a
| abel on said container, and a conposition contained
wi thin said container; wherein the WO
woO 20002203221 4PCT/ US2006/ 031894 conposition i FROTUAGR26064031594

ol ynucl eotide that hybridizes to a conpl enent of the
LabeleQuip GEETAEE HOPY RETE0t PCPIRABr <8t iR EEd 19 GRerray of

mucleiq [peifigpamobil igad dore gntsai b rsuppdiicaftbes dfvay idheconfigured such
that tEONRQS&ideOBnE apoheidised bacierhbiad et R DiSeNCe Wlown. rFor

. exampleGalal\?&leIg-f‘b @f a&enlega&{atoﬂ%et Sﬁ)g@er& Z[TBJQTBL I %rgged’ in certain

t t - (e]
atseasd BEatdLe o e BT P TR ISP iy SP?]%’rﬁre‘%’ﬁé%lzé‘an of a labeled

probe veéh Na@2TUFURNA 362 DNISTPer dpdicedst tdak thppesmpfle from which the
probe wmhmetivadl ©girksses that JGhberpidpétcantll genPOReHRESibil analysis
of dlsE% Kilgsﬁé]ccl:éﬁd%ﬁaﬁi@rvamgﬁeblﬁfnﬁf%tg.@n g. Mlcpcl.)é}‘;cgy technology

utlllzek.)s ﬁ'.l. %eia.g\/\%uc %frg% zZa UbSt ra bggf%gd ceotrré%tiln%:ge%hmlogy to

e
evaluatgy s CEIPy “HTEPE Woaﬁ%ﬁ yﬁ‘ﬁ?‘isé‘“‘%ﬁ’él 99T ¥pFiigpe single
experimepty i pal sdl.ut i"n 01LBNAEE obuldarpie DoEpiosi tiilve2alnd/ dses, for
exampleNegat i v& 76030l 8)s. caBbki0ls, 3kt 386 S) aet a1, sEXAMRLESS, 807, 522,

Lockartvarl‘l'a@ﬁ'z% aﬁl%@gélﬁmgg he}.t&' E‘.E%’]tlkg’(p @f@sg urt:!lt'&rélxa V. G et al.
reture (EREL L LA RO &i "QPen Sar o ANElined 6 TrA Eoppietion.
DN, i gAY {aZp HELTH RSN FOTFY = METHEDE "BMDMSFERPALLS: C120 are oither

synthes€edd diddcule andocelxl 4poaresd Theof gléan ag hunen eeddtrates.
Thousanlib nes: gNoR- sl hisGelily |dpgeLan&er id NSChGhili BESy. 2 typical

et MEE ik e i {11, S, T

fluoresgefdys 1appsed’ tpYIe50 EX95 0% EiRARatad gdFon 1198 tarple. 2.
hybridigggon 19D xge MAded 15:P8Y tHEROOMiCHOR ™62, 3112068 ngHG@Raining,

- and sca8@Ringldd A3, akk197h, addhE53, off @htl-skan2bHld3R, alOR . 1&neration

of genelgéggssﬂa%4ﬁgofllggosgurgﬁ1&l ﬁzwolr;lrél%sgype'ésgﬁ'DNbeﬁQ:roarrays are
being r}lgreaéllc cancer. .Lin anc 05 04,7 ExPC3, HPAC, s

S ESS apoERndIRt 5 1S, hy AP, Sreve sad gene
expressiRn FOFESs S’Tntaﬁ‘&h’ég ﬁRZWO%b%@rfPa@W 221 l)) CD]@SPA@ jforming an
array, PRSP GLORid=Parrn O2. mheﬁmefwl@&ed%%ﬁpwpé -th, the surface

or diretlSf66/nthBaNGdloh @B, tiRaBGlsacCapans2u) HPAF- 11 and NHL:
JEKO 1, SU-DHL-4, OCl-LY-19, SR, Farage, DOHH 2,
TR | 2ddpme tB- MEECEIOSRPAS &P 25 8 0cBRANTALEA Rvaifagil b f microarray
system HEni&C leonRische £ebls| i pas-1werss ohbyal nadedy Orﬁyﬁlﬁz;is of

oligonu I & er gl Sy
Bt Ui SO SR P o
usually 2 §5Hes 8 Bt e R0 d g’fsﬁ%ﬁﬁ]k PRt 2EEREE (Efo egncombination
of SemJGeP wEerorsed ettel Bllorniy) aaiﬁd seldd wpheee | ghemical synthesis
technolRPANk: 1840 nedia suppiemest e wiobhoobO% BBatent oligos and each
cligo 1sn§ﬁ5éé&%£)%% fn%%@iortgotﬂfn%oﬁf‘éév' mSlgc@Mlliggﬁ&gl@mlﬁg %@gbes are
Ot OXI ‘ass
eymeneabd T L LR R I B TR U TP Pavan, pipemms ond
signal ﬁ&%eé‘?l‘ﬁeén?ﬁ &ﬁe@%‘)erpﬁﬂ"ﬁe@hl? e&“‘%oﬂ’%ﬁr"—ﬁ%tﬁdﬁe’c%@sé@d relative
expresshgsddvol bhettmbirEfimptoix Wiabdarrer| dugte ceafevize aEach gene is
represes@dubh ecye| 40wy t B I AzedHi i sal disEMER): bOiht® eotide probes.
Each prggeg %@ncg’r%lgjéé/s&@lé)per%@csc %@&1 tﬁlggﬁ&ﬁ.%ﬂ%‘et Qfﬁi a mismatch

vi abl e cel| r .treatnent
ollgonugleolfmée The perfect match pro% has a gequence exactly complimentary

to the particular gene and thus measures the expression of the gene. The
mismatch probe differs from the perfect match 'pr_obe by a single- base
gsubstitution at the center base position, disturbing the binding of the target
gene tfansc’ript. Thisg helps to determine the background and nonspecific
hybridization that, contributes to the signal measured for the perfect match
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with Apo2L/TRAIL or DRS antibody The MIT assay was

~performed by the addition of a premnixed optim zed dye

solution to culture wells of a 96-well plate '
WO W0Tie2L”i ng vari ous concentrations (0 to 100’(§?Tvﬁ@€2ﬂ06)031894

02L/ TRAIL 0 n
ctiso. Mg BEERBRo Pyl CRITes ORI oL e LEL7AYOT Ly oy sies
of the W@?V@ZEMPW@SMG/%IB@@BEMOW BebeR &odyRFermine the
absoluts Gdrutspedifint Dnternkbfyazane pfaadweth pkobe set. Probes are chosen

based o§o+di}§!a7llﬂ %ﬁk&l@rﬁ‘:}?’&p%r&glcl@%% wasg ihep addeg tae thRsitories.
ol.upt 11

Z or r t,
e seajiiged S ButferS, 0758 HiEs) RARER o8 ORE gff O ene
gene. AnFepeghin Sueridf syder Ak ) OfES ST oN YEBL P EAEL £0 carzy out
the hyhrédthdantord sofdiugectd yséfropert i enabng otiree Shaufbddief station
perfornd WakbBind0hslskyilisgtod Ruprdobé efratioN IﬁS:EsakéSmplAl:.éi'}O dgtomated
and conL a@%x?i bn%?i%feﬁﬂ:.wnk;cq{ rrIoQ@lef Q{OW oRb 09%% a§ray Each

coacie H ORI BUE, SOLUEL G0 AEPSRT PSS 80 o e o
preprogudiaeq fantdicy Rﬁotf:@cﬂmz% prAsentier 8| WAFYELt P hnorescence
scanner COMRBN@AESiréh Neludiengerser untemadiwi diieted phiendle riebdeled cRNA
bound t@nghé" %&@HCQQMT) thd) tRBuedd t%&ﬁsﬂﬁ%@érﬂ mltﬂko@cl:ﬂoarray Suite

softwar con%ral V\Etrhe oiag.),ln.g@.c%edstg¥ celeraf:a(ar % ﬁfliéfrr Q‘%}a?)n Suite
? uce an assay signal near t e E _
softwazq | fighy SPEAGL OF (Fe 2eeay LS8 &Ff“flé’f‘ant%é%ﬁ | PtSppREgrarmed
hybridifegven.divkier emtl Feadel srofocgs afyel itbe avrbyi aFayt hiBenggitware

also 4HR0€rds0r Rach eebirdsi neyseparatsly. fm@Endm@st tEODr inte a
presenc&/%hg&chmln% e§¢1rpggné:%.lsk§g F&? rd@s.’éuttet ng?oggggtg Cﬂn!a§ly the

SOftwar%éifET’cftﬁ't F%Eﬁlg8$ ]ﬂ‘lgeasgé?§5331o %etv&ge %xpeé{n% 8 %’}éd:omgarzson
=nalysig gpd B3 fPaerePry gt dek %EFur"@éch cgn be used with other
softwardDet-ertamn atorofurghkec elaka rpaierisand trypan bl ue

FMio@bideht Y in-3R0 SUSRRNASLORNOT(Fide Rk ke, aalfdondle used to

dete.ct ea:%gggglog 561993 Q):Lgr?ax%gr Q&Q[ACL@:LL@ 1%%&1&&%4:010%3 Such assays are

ense suspens| on nto wel |
kmown ”blta ET26 %! |i€ubdtd 6h°%‘f3m% & Bfat eg’% att”%ﬂ}"c‘,t‘;rnﬁC g7 3°8,682) .
- ThrupdelieRpee 8f Bl sEertaf fgsphere Bueplan htassessed "oy examintng
gene defddbhti &@n gehe SOKA1T Ctakton.e Fede ubaledhiraioni wgplvaidagien may be

measured OHC &R ratd oS 4 andk nga:fﬂe@@ O 1 9-ot0QA NG Gk the art, for
example, AI%OZL R'%Itli'on(.)arl 1’%%' Q?%%l%% EIPIL &3 8£0t¥t|':i S 9t.60 Véﬁ_lal'xtitate

econr S were ur e, medli um
the tra’f%rtl%“tj’&l ApoTEPTRER™25 B RN tiAB yJ“and“Poof1£201 5205
(1880) ) ot UbTotirbati UBNE \sirizhpeds) cebt sin SEVEWb@@péMWEnKE \Was FISH),
using aﬁerafp@hs@daulﬁ JIaleDéd CotcBeSelyodgametilcs anbodt dhre@parative

enomlc u tQt f way o

0
example 75%%%?“??‘?‘?5 m?ﬁjr?ned??l’i Sae“gf° ?I'fcat rmspher & aﬁﬁh&camon of
GalNac-TA4AgRiiest on of 15ul of dye solution to each well. 8.
adaieiatinn caé ¢dre ephatres tht BECylotonpstousd dfoths higmarker,

.such asdcdW@lohli 8£4,.5% 0@ ALERSPREES:] sample. 2berrant demethylation

and/or hypermethylation of CpG islands in gene 5' regulatory regioms frequently
cceurs in immortalized and transformed cells, and can result in altered
expresgion ©of various genes. 2 wvarlety of assays for examining methylation
statug of a gene are _well k¥nown in the art. For example, one can utilize, in
Southern hybridization approaches, methylation-sensitive restriction enzymes .
which cammot cleave gequences that contain methylated CpG sites to assess the
methylation status of CpG islands. In additiom, MSP ‘(methylation specific PCR)
can repidly profile the merhylation status of all the Cp@ sites present in a
cpG island of a given gens, This procedutrs involves initial modification of
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9. Addition of 100111 of the solubilization/stop
solution to each well. 10. Incubation of the plates
overni ght at 37C overnight. 35 11. Record the

WO AbBerbdance at 570nm wavel engt h using a. 96-RAEVUS2{fI6A8ES94

reader.. A ference.wave] engt h of 750 n s used. t
DNA by 5 gi’]‘ﬂfré %53&%?: éu ghl(':cclalnt"‘?L i bu % “By %lél Imgé%l\&?%ﬁelé Syeosloes o

wracil) fHopgreiefr it PR RR risiBRSTERrT EPUBSLT BARCRP IRy fERd versus
unmethy12087 /18822 1 #PEFCUS2 086508189 4=t 22t iPhe iatefagacef cathalso be
found RPSQURANCE MAl HESAOr ptRBAYALL VR CHLES| BIRDIYSEtnit 12,
Fredericqcs NP g\.lug‘xﬂsk V%ltu%l.angdss.uml%%;t e[ge fl\'{a%% aélj, t.ljeEl.\m J. Pathol.

reachg%s. he average of e absorbapce’ val ues for ‘
155(6) - LR~ HORC RO | BFPOBF RpoPu/ PRATE OF - TREHn CL DY TR
1398, 7diBUrTREd; Apdt brrhaver aje Ghtt We Gdbwer &tk vaiwe8 o8] -

i Res 061 41 ¥eeRNt1Okn (1Q0%% &= vi abie eebls mey also be examined
by way HELEALED, L Lak -%?%&ehh&ﬁwunkopfinyﬁﬁégﬁ &l daS conduct
lé%n % .. . 13. F;:ergen vi abl e %eclﬂ_[ %%Yrg%s versus

assays hugR et Pt PBh 6 CAGESTTSTRAI T 6T ntibody fg(e axi o,
enzymat jcof-astal €Y adERs APl B LB AR ECHTSEY V&l The heRsve o cell
sample . deter ri.nedBbyndrocat ehg WheBddiaxiteaval2ae: (TREE1HTPI2 (1996) ;

wang et Gl I §ERONAHY;als07 50 (Yoo4) bkl a5, , BOpALf ¥rm 168 May 2005
2t ww . deaReling, Br rigup_col An 0D260/ 280 readi ng was

“Faken for. a sanpl es, and sanpl es were run_qn t%%

TREBATEF YA er OF S1Fi X RPYh ‘GUET Y Tot W PRK R Ssed” ==
tissue o& Fe¥lstaBileamy eDNALSyaEnbedds for thprqxpppssion of Apo2l/TRAIL
or receﬂ't)bb.«ﬁ izt sar1E5RERE- H2AXAbM/ xaTy aorbebt AgepQuE Gltibody.
As deScﬁSB!éE'abE[%k‘A A]aL:_(ﬁgilﬁg)‘.lflé/ a_téq:,l rkl‘%;"b@tpgegérl)tzgcifﬁ@éveﬁloz&ﬂﬂ:zﬂy‘fr@%L-binds

P A4.dil of stock . ) : nd,,_.

to at 1%‘5# %ﬁr ic(i:le ferent.recepgors.l_f?l%é d_l_})%%,ﬁié?éﬁeré?%,p%pd BP@ Uflng
methods }PoHt dhed® &Ft 2 loTdriheg 4Fofe G USEHERTeEX- PR S|TeERt™ ©F
apo2L/TRDNA Dpaf foRs4 ohR1IAJRRT gid/¢0foPEhernndx debedtied drefhy mRBR level
and on @ﬂ?ﬁk&@iﬁp'l@veﬂ- By Ma@_Ta—f 2x4ddlex e viRr textimiguedQdbsdeived
above ma%rpiagiemgg’c]}gdn@é %wgz’:m:ﬁ(el p@géé}f‘cgb@g §n§t0f41gc§ef Qt.[chzmolecule.s in
the samgyepu f%sis contemplated that in methods in which a tissue or sgample is
being examirned not cnly for the presence of GalNac-Tl4 warker, but also for

the presence, e.g., DR4, DR5 or DcRl, separate slides may be prepared from the

" game tissue or sample, and each slide tested with a reagent specific for each

specific biomarker or receptor. . Altermatively, a single slide wmay be prepared
from the tissue or cell sample, and antibodieé directed to each biomarker or
receptor may be used in connection with a multi-coler staining protocol to
allow visualization and detection of the respective biomarkers or receptors.
Subsequent to the determination that the tissue or cell sample expresses
GalNac-Ti4 indicating the tissue or cell sample will be semsitive to
Apo2L/TRAIL or death receptor antibody, it is contemplated that an effective
amount of the Apo2L/TRAIL or death recepton antibody may be administered to
the mammal to treat a disorder, such as cancer or immune related disorder

which is afflicting the mammal. Diagnosis in mammals of the various

pathological conditions degcribed herein can be made by the skilled

practitioner. Diagnostic technigques are available in the art which allow,
e.g., for the diagnosis or detection of cancer or immune related disease in a
mammal. For instance, cancers may be identified through technigues, incinding

but net limited to, palpation, bleod analysis, x-ray, ¥NMR and the like.

Immune related diseases can also be readily identified.

The Apo2L/TRAIL or death receptor antibody can be administered in accord
with known methods, such as intravenous administration as a bolus or by
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vol une7 41 3. First Strand Synthesis Add 1 ul SSII RT

to each sanple. SSII RT1 ulM x by pipetting up and

down -OR- vortex 30 lightly. Quick spin. Total

Wozé)ovlmgﬂo ul I ncubate at 42C for 1 hour. B. SSROMdS2006/0318%4

t
contlnuq%;é%]ﬁxlé?]%ﬁg Qge 228&[‘:?% ?? f ﬁmgl, aolgree?ilzga%uscﬁ%%\?ﬂ(%.ntraperltoneal
intracersbRokNivali GRODIFABEYES Hftrﬁrf&éw%arww&rﬁ’ém?’%\lr otirRgRecats
oral, tS@@&ald St aualdalmsber rpies . DEP®tipesifled :ipoigyragign may be
perfome?( rr@:ﬁxq Ctir@0s Bl f@hndOvidliod10omidrd NPy available
devwes 3311 10 Up Li gasel 10 u/pl DNA Pol ynerase |4

41 2 U 4.1 RNase H1 pl Total val unel3Q u

EROVF G2 SoTHRETFRG %?%@Fési%‘@fdm?mﬂ%%“isﬁpygf ooy =

receptoS brantdnasyere dhkermbnthemZiptllFi r29e fsétlﬁaawuelbrﬁiﬁtemmamns
1s wirn{FivRal smak upe tﬁeléﬂ:fll) S&_lglM %r byalp;ppet tdsagesipragnice ewployed.
It is prde%\t,e\gtl-y%lig¥eé/ 9.5&@4&1”&:2'535’&%' yosa@'ogkauﬁﬂhﬂ -of Bpol2L/TRAIL used

alone may range from about 1 pg/kg to about 100 mg/kg of body weight or more

-per day. Interspecies scaling of dosages can be performed in a manner known in

the art, e.g., as disclosed in Mordenti et al.. Pharmaceut. Res., B:1351
(1831} .

~ When in wvivo admlnlstratlon of Apo2L/TRAIL is employed, ncormal dosage
amounts may vary from about 10 ng/kg te up to 100 mg/kg of mammal body welght
or more per day, preferably about 1 ng/kg/day to 10 mg/kg/day, depending upon

‘the route of administration. Guidance as to particular dosages and methods of

delivery -is p:ovidéd in the litéerature; see, for example, U.S. Pat. HNos.
4,657,760; 5,206,344; or 5,225,212, It is anticipated that different
formlations will be effective for different treatment compounds and different
disorders, that adminigtration targeting ome organ oOr tissue, for example, may
necessitate delivery in a manner different from that to another organ or
tissue. )

Tt is contemplated that yet additicnal therapiés may be employed in the
methods. The one or more other therapies way include but are mot limited to,
administration of radiation therapy, cytckine(s), growth inhibitory agent (s},
chemothérapeutic agent {g), cytotoxic agent (s) , ryrosine kinase izhibitors, ras
farnesyl‘transfefase inhibitors; angiogenesis inhibitors, and cyclin-dependent
kinase inhibitors which are koown in the art and defined further with

particularity above. It is contemplated that such other therapies may be

‘employed as an agent separate from the Apo2L/TRAIL or death reaceptor antibody.

Tn addition, therapies Dbased on therapeutic antibodies that target tumor
antigens such as Rituxan™ or Herceptin™ as well as anti-angiogenic antibodies
such as anti-VEGF. . A

Preparation and dosing schedules Ffor chemotherapeutlc agents may be used
according to manufacturers' instructions or as determined empirically by the

skilled practitioner. Preparation and dosing schedules foxr such chemotherapy

.are also described in Chemotherapy Service BEd., ' M.C. Perry, Williams &

wilkins, Baltimore, MD {1592}. The chemotherapeutic agent may precede, or
Follow administration of the ApoZL/TRAIL or death receptor antibody, or way be
given simultanecusly therewith.

It may be desirable to also administer antibodies against other
antigens, such as antibodies which bind to ¢D20, Cblia, CD18, 'CD40, ErbB2,
EGFR, FErbB3, ErbB4, vascular endothelial factor (VEGF) , or othsr TINFR fau;.ily
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5 5. Incubate at 16C for 2 hours in a cooling
wat erbath. 6. Add 2 ul [10 112 T4 DNA Pol yner ase.
M x by pipetting-up and down -OR- vortex lightly
WO 0T/ER214pin. 7. Incubate for 5 nminutes at ]!EEIUS]?UW“?’ISW

. 8.Add 10 pl 0.5 M EDTA. V. | i gh K
S S PR S

AlternatPIO@f, opr liatadinkes, Sreanupprefadobrslies Stlpémﬁeah% BRpe or two
or mord GeRRChip aSeigehe Glsensusp Modik ejay 1B toAdthi60Rcpbd cDNAe

pat:.eniﬁ" n&ﬁn{%gln@éf f:.etr mE}Q ]:Jehﬁerfle@gcﬁl f:é %@Eo C&@Hﬁh%téz!i roﬂgd&dmore

pre rati vorte

cyeoKkirgg At Pacien Rhrs ot el o B e A s cen
be analiygedse| WWP(@PH‘P Ih&r5 hegn CIINAL Bi AeRateBuf § dresiied manmal can be
monitoreDNA Synbhieskss MeXl kndd totde @ahned etadcheidtisx! Ureri S

instancl! aQEr Q:Fali/é Q«Lu?tbe églgllﬂé& Ballthgj.og;?chl%Ogé lég?sc%c ebAL8erosis ox
oor he m xture wl turn to

P
Serum can%e anaq?);zerg )t(of m"é‘fﬂ? il o?‘ Jieﬁ S8l e to the cDNA
elreé‘ﬁﬁpl’SpF]ﬁe COPUARRSIRE | AGSTHE 207 STBFFER | Gve: Kits or
articlefubé, mamdacentr iktegelR5pgpvikedi hut eheatin?ed;i000 Kuay kits may
comprls(aloa OQ@rf:@m r@a@;ﬁarlﬁlﬁb o%hﬂﬂﬂ&ttaaﬁzé‘&agﬁr @QHSive in close
conflne‘é@é’g ecme ZL R%lrgago&tg é:p Im@a& lslﬁgﬂ zy)zd, tv'%aifbet[rﬁégal lahﬁlgtl'le: like,
a

m Xt ure “P and centrifuge as above.
each cf the container meafis comprising one“of the separate elements tc be used

in the method. For example, one of the container means may comprise a probe
that is or cam be detec-tably labeled. Such probe may be an antibody or
po'lynucieotide specgific for GalNac-Tl4 protein or a GalNac-Ti4 gene or
message, respectivély. Where the kit utilizes nucleic acid hybridization to
detect the target mucleic acid, the kit may also have containers containing
nucleotide(s) for amplification of the target nucleic acid seguence and/or a
container compriging a reporter-means, szuch as a biotin-binding protein, such
ag avidin or streptavidian, bound to a reporter molecule, such as an enzymatic,
florescent, or radiclsotope label. '

The kit of the invention will typically comprise the container described

above and one or more other contalners comprising materials desirable from

" a commercial and user standpoint, including buffers, diluents, filters,.

needles, syringes, and package inserts with instructions for use. A label may
ba pre-sent on the container to indicate that the composition is used for a
specific therapy or non-therapeutic application, and may also indicats
directions for either in viveo or in vitro use, such as those described above.

"The kits of the invention have a numbér of enmbodiments. A typical

embodiment i a kit comprising a container, a label on said ceontainer, and a

composition contained within saild container; wherein the composition includes
a primary antibody that binds to a GalNac-T14 polypeptide seguence, the label
on said container indicates that the composition can be used to evaluate the
presence of GalNac-T14 proteins in at leagt one type of mammalian cell, and’
instructions for using the GalNac-T14 antibody for evaluating the presence of
proteins in at least one type of mammalian cell. The kit can further comprise
a set of instructions and materials for preparing a tissue sample and applying
antibody and probe to the same section of a tissue sample. The kit may
include both a primary and secondary antibody, wherein the secondéry antibody
is conjugated te a label, e.g., an enzymatic label.

Another embodiment is a kit comprising a container, a label on =said

container, and a composition c¢ontaimed within said container; wherein  the
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Di scard flow -through as *hazardous waste and di scard

the Collection 30 Tube. 5. Transfer spin colum into-

a new 2 m Collection Tube (supplied). Pipet 750 ul

w0 pbNAzMash Buffer onto the spi n coI um. Centmﬁm&}e%foéﬁ%

1 mnute at >, -8,000 x
composi i ppnchiisg . P@lﬂeﬁjeﬁf?’ci*%ee 8?55 IB’Pr% e%p’f% cof’ri‘r":*"‘a“““aﬁt of the
GalNac-Tentolfugeediores ument esrizgetax FIRATspeed2H2006°%L gfs 244
containd A68 GO MAS: itk 0cdrbes DABhIdhupe s ng everwts edenpresence

of Gaj_y%(ﬁ.q‘-?ft P%S '1%?%{] gr%,lggg V%%nﬁ%}ﬁneaggirp'c%h.?,g %ﬁc KRir180tions for
0ppo
s e e Ssleo L e S AL g A e
RNA or WP kh eagbameeryrsl 6E KRMSE 18R reeéti on.  This avoi ds
oldRRBGR 1 bk 1C apponbhisc andetd Bt tihrbughomn drOoddecbrifons (e.9-.

block bt%%)esecy?sohn bu%geg— r aé%%@@fatépkoﬁfice@l upke)i, Nt@ne: lrgdits such as

substrataﬂ(f.&. d?XFQETEfe?) ‘?Fr;‘tltl%g: jﬁé ghgmlcaI%% é léyEg.tlrlteanQmatic iabel,
epitope 2G0T+ BARD | 4CTT IS 006FB3TBOFAEBHrm (R Hhe 2B e7o9a5 v

_controld)NatortBel DN Eh utdcon buffer is dispensed directly

onto the nenbrane. Incubate for 1 mnute at RT
and centrifuge 1 m nut Bl RX speed 25,000xg) to
~elute. Setting Up and the | VI React.ion

vaiiow rayeHisg Yt dLIRREE 1P alee FHPESE A5ECTHE I Eggus‘lmtea

by way MNO:rhO@84GAes that follow, none of which are intended to llmlt the

scope of the invention.
METHODS AND MATERIALS:

Cell culture r_md cell lines.

" The following human cell lines: Nom-small cell lung cancer (MSCLC) lines:

H2122, R4z7, H647, SK-MES-1, H838, H358, H2126, H460, H1703, H2405, HE50,
Hisea, H1666, H322T, SWi573, H293, EL650, Hs522, BKVY, H661, H23, LXFL 529,
H226, AB49, Ei781, H1295, HOP 62, H200§, HOP 92, H17%3, H1975, H1651, calu-i,
H1435, HOP 18, H520, H441, H2030, H1135, H1838, H596, HLFa; Pancreatic cancer
lines: Panc 05.04, BxPC3, HPAC, SU.86.86, HuP-T3, PSHL, Panc 98;13, MiaPaCa-2,
PA-TU-8988T, Panc 03.27, Capan-1, SW 19%0, CFPAC-1, PA-TU-8902, Panc 02.03,

" Panc 04.03, PL45, Aspc-1l, Hs766T, Panc 10.05, Pancl, Capan-2, HPAF-II and NHL:

JEKO-~1, SU-DHL-4, OCI-LY-1%, SR, Farage, DOHE-Z, Toledo, WSU-NHL, KARPAS-422,
GRAN’I’A—SIQ, pfeiffer, HT, SC-1, ‘DB. The wvell lines were obtained from ATCC
Depository (Manassas, Virginia), DSMZ (German Colliection of Microorganisms and
cell Cultures), JCRB (Japanese Cell Resources Bank) or ECACC (Buropean
Collection of Cell Cultures) and cultured in RPMI-1640 media gupplemented with
10% heat inactivated fetal bovine serum, 2 mM L-glutamine and 10 mM HEPES.

Cytotoxicity assays.

The MTT assay (CellTiter 96 © Non-Radiocactive Cell Proliferation Assay
from Promega), which ig a colorimetric assay based on the ability of wviable
cells to reduce a soluble yellow tetrazolium salt (MTT) to blue formazan
erystals), was used to determine the amount 6f viable cells after treabment
with Apo2L/TRAIL or DR5 antibedy. The MIT assay was performed by the addition
of a premixed opltimized dye solution to cultuxe wells of a 396-well plate
containing various concentratioms (0 to 1000 ng/ml) of Apo2L/TRAIL or DR5
antibody. During a 4-hour inpubation, living cells convert the tetraz_olium
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1. Use 10 pl- of the C eaned-up Doubl e-stranded cDNA
10 2. Make the following IVT master-mx: Distilled or
, Dei oni zed 112012 ul 10X HY Reaction buffer 4 ul 10x
WO Bomzen4l abel ed Ri bonucl eotides 4 pl 10X DT RLTHS245033894
- RNase Inhjbitor Mx 4 Cpl 20X T7 R PoI yrer as
componerist 5 5| URGEAGELS 1550 8 Eage ST O RE PR Lontion/stop

‘solutiopageer thix edlefO tpl tHoubbiuse  artled (ODNALWRGia¢ P formazan

producty OhtTRh&E Alotahece at 570hm WX réyprpepesiing wpwanl pdewh reader
(Spectra%c b)f[‘hgoglﬁﬁ%nl %s&fbg.m:é Yrea%ﬂgc kILSS Qi'lgectly grozgrtlonal to the

i at el | a he tu 7C wa
number Pgnecf?&&f en ?. H% ém Q:Bf%flto:rog a?saYEO%It Ouﬁlplt the absorbance

maximp GpF fipenEOURAeT PRR@ICHL &1 \P7 O SAA U6 SBH6LIAT- BRRFEF dlef ve, the
color RMe (fSenefhing Sanypl exyCheariepbMpdahe)dependsAdd 86 ghantity of
formazaﬂz%rggeﬁtherehWJ.Jee%t I@Re@NhriFbter®Y VOALIQXINY JBtm3 acidified .

phenol %% Oarll1 S1JJ1D:e daﬂ'gr 350 t@% Mﬂu? Elmndl ng Buffer to

vortexin seconds

1) IﬂTb%’f%Hﬁ’Eﬁ OP%ME%%Y RS Pﬁ%"nﬁy%éf@?el %ﬁﬁatﬁf’& ‘wePPduce =
assay Pignpi peedd nghe Ddohoendenf rtfugenear rangg of\pphg assay. Since
AiffersRAMPBEAL (700 Wavet @ithecld/Teotinwie kbe&anup Spiikity, this was

done f&méé@ﬂ §éflt llq.gel Qe;ﬁxgte?l§ m FQP' rll&@t 'tQt'ﬁbIt L&@ls examined, 5,000

fu forts second OOxg R 10, 000

cells elEL 2 0oo 1 & wer
Plgﬁrﬁ Pass e?lfa hrou *fhe col um once
'I%rfé)llcw:.ng ig a step by step descr:L ion of the assays emploved:

1. Cells used for bicassay were from stock cultures.

2. Determination of cell number and trypan blue viability, and suspension

of the cells to a final number of 5,000 to 2,000 cells per well.

3. Digpengsed 50ul of the cell suspension into 96-well plate. -

4. Incubation of the plates at 37°C in a humidified 5% €O, atmosphere over
night. ’
5. Addition of 50pl culture medium containing variocus concentrations

ranging from 0 to 1000 ng/ml of ApoZL/TRAIL or DR5 antibody tc samples of the
96-well plate. The controls were 50ul of culture medium (without Rpo2L/TRAIL
cr DRSS antibody) and- 100l culture medium {(without cells).

Every experiment was performed in a triplicate set of wells and at three
independent days. The total volume of the wells was 100pl/well.

6. Incubation of the plates at 37°C for 72 hours in a humidified 5% CO
atmosphere.

7. addition of 15ul of dye solution to each well.

8. Incubation of the plates at 37°C for up to 4 hours in a humidified 5%
CO; atmosphere.

9. Addition of 100pul of the solubilization/stop solution to each well,

10, Incubation of the plates overnight at 37°C overnight, '

1i. Record the absorbance at 570nm wavelength using a 96-well pléte reader.

A reference wavelength of 750 mm was used to reduce background contributed by

cell debris, fingerprints and other nonspecific absorbance.
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Centrifuge for 15 seconds at ?_'8,000x9 (10, 000 rpmn).
Di scard the flowthrough as **hazardous waste and
discard the collection 40 tube. 6. Transfer the spin
WO wol/aari4i nto a new 2-nm col I ection tube (su@siTiEdy06/031894
7. Add 500 pl I'VT cRNA Wash Buffer. and ce ntrbgﬁ@_g%f&ars ased

12, TEGRECERARE AB°>SEGETORGEICE - FE0 DTN L

as a blflscaltek tehé $¢hﬂnag¢ﬁdo§§¢m alizrpther readlngs The average of the
absorban@0¢d0222 #APGRHIS2AQ6A031 884 of8 ApEii @RA1B00r 40RB Y ibody was
dividnd(g/ ¥1%Le5%w:?a@@|do£’r§hg %ﬁ%%r%c@ £OhMETE aml et ikl @R rol (100%
viable crellbﬁv_—-t H%%%%neca %t - 8 Ogoxg'hegmgduglg leD!:eS.Lcigr Fln %},

ca e spin colum
13. peac'?:gn*c%lﬂ&}g:d o uge f Q{' a@;ﬂ? Retas a&w&aa(ratsaeeﬁ B{a25/B0QLXor DRS

aptmbod#r anal::»)l’iE Z? c% flsa &) ‘Qéﬁo gg&éﬁdm@'&x@%‘s@ma{ué’%ﬁ det%lened by

m into.a new 1 ¢ol Lection

locating (R X-axis Va:i‘ie W et LIITPRRYEF e ® Wajtab S drrectly
onto the spin colum nenbrane. Let 10 stand for 1

Affymatﬂh:nm&nﬁ;emk&&d‘dabge for 1 mnute at maxi mrum speed

5560%90 X4 :|_1§go WQL Lgaﬁen A2 o f @%pl%g AoaRNase=f R8s run on
I'rect onto P nbrane Let
the BioX@lygf™f or® fgn‘%/lr%}j“t gal i%%é"ﬁ?? %“%8 *of 1 minute at
A. Firmk i Thyand pEuY Jvpshe06:x g) to elute. Quantifying the
1. prlrﬁé'BNer(rthaEﬁ&duct) 20 Use spectrophotonetric anal ysis
Dés‘?: defern 3@ t he RNAxYhehdrARBhy. t Beigospent i on t hat
RNA ugg nm equaﬂn%uﬁa&epg’é @10“8%:: 10 minutes.
Spike (1:4 dll of stock for 5 ug) 1 pl - Oguick spin and put on
ice
Tv;(dT)zé primer 1 ul
volume 1% pl
2, Tempsrature adjustment
5X-1st strand cDNA buffer 4 ui
Add 7 ul {of the mix to the left) to each sample.

6.1 M DTT 2 ul : Mix by vortexing. Quick spin.
10 mM GNTP mix 1 pl Tncubate at 42°C for 2 minutes.
volume 7 pl - )

3. First Strand Synthesis
Add 1 ul SSII RT to each sample.

SS8II RT 1 ul ' Mix by p:l.pettlng up and down -OR- wvortex
lightly. '

Quick spin. o )

Total volume 20 nl Incubate at 42°C for 1 hour.
B. Second Strand ¢DNA Synthesis
1. - Place First Strand reactiong om ice. Centrifuge briefly to bring down

condensation on sides of tube.
2. Make the following Second stﬁand master-mix.
DEPC-treated H20 91 ul
5%-2nd Strand Reaction Buffer 30 ul
10 =M ANTP mix 3 ul
10 U/ul DN2 Ligase 1 pl
10 U/unl DNA Polywmerase I 4 pl
2 U/pl RNase H 1 i
Total volume 130 pl
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Check the OD at 260 nmand 280 nmto deternine sanple
concentration and purity. 25Maintain the A260/ A280
ratio close to 2.0 for pure RNA (ratios between 1.9
WO 0H02221% are acceptable). For quantificati orP(GYUBMRAS18M
when using total RNA as starting material, an
adj usted cRNA yield nust be calculated to reflect
3. Aghrpyovkr Sokndntwsel el etGE A ERMA. B 1Y &h EéﬁtrrﬁPéangf CDNA.
(Final Q0% 30:xanyyover, use the fornula below to determ ne
4. Ml)?%%.tpggtl%g% %@I&madmua;yedo@u%meng/ue@my RARE spin.
RNAI") ( = anount of cRNA neasured after
I VT (ug) 35total RNAl = startin nt. of total RNA
5. Inqusghe pELECaERY 3rEBES N TRAET &ﬁt‘a%%&hu n vl
6.  addragmentbngl tire DSRNAlorraFar getixPrepaPatliiss mprand down -OR-
vortex fl%gg{}pnt@;ﬁcgrgplase t he adjusted RNA concentration. 40

Inc a%\%og EPLM%&: X, Fragaentation Buffer for every 8 pl
0. 20 BN 2 41
o ragRora i Boon Bt PR e SRR oo arer 1

9. Prd@ep|to (42007 /o8 PCIVEITEE 051 §5FCTOE AR0UITGRe-HE7 u=e-

pl 2. Incubate at 94C for 30 minutes. |mmediately,
put on ice follow ng the incubation. 5 Preparing the

1
?a “ER i go 5
1. Add 600 ul cDNA Binding Buffer to the é& fln oub e-stranded cDNA

| Cleanup ::%b Iza On Jar n?l\%? %Geﬁggﬁlé]ggmcﬁg&l%é m&aﬁ)

synthesis preparation.

Mix by vortexing for 3. seconds.
2.  Check that the color of the mixture is yellow (similar to cDNA Binding
Buffer w/o the cDNA gynthesis rxm.)

Tf the color of the mixture is orange or vielet, add 10 nl of 3 M sodium
acetate, pH5.0 and mix.

The color of the mixture will turn to yellow.
3. Apply 500 pl of the sample to the c¢DNA Cleanup Spin Columm sitting in a 2
ml Collectioﬁ Tube, and centrifuge

for;l minute at =8,000 :t-g (310,000 rpm). Discérd flow-through as
*hazardous waste. ,"
4. Reload the spin colum with the remaining mixture (262 ul} and centrifuge
as above,

Discard flow-through as +*hazardous waste and discard the Collection
Tube. '
5. Transfer sgpin column into a new 2 ml Collection Tube (supplied). Pipet

750 pl cDNZ Wash Buffer onto

the spin column. - Centrifuge for 1 mimute at =8,000 x g (210,000 rpm}.

Discard flow-through.
6. Open the cap of the spin COlumn and centrifuge for 5 minutes at maximum
speed (£ 25,000 x g). Place

columns inte the centrifuge using every second bucket. Pozition caps
over the adjcining bucket so that

they are oriented im the opposite direction to the rotation, i.e., if
rotation is clockwise, orient caps

in a counter-clockwise direc;ion. This avoids damage to caps.

Discard Flow-through and Collection Tube.
7. Transfer spin column into a 1.5 ml Collection Tube, Pipet 10 1l of cDNA
‘Elution Buffer directly onto the spin ’ ’
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m nutes at 65C. Affymetrix GeneChip
Eukaryotic Hybridization Control Kit, Part #900362
(for 150 rxns) 10 2.Lightly vortex, spin down. 3.
w0 MagoRee14m X (Assum' ng the fragnented cRNA PCT/U82006/031894

concentration is 5 pg/pl): Standard Arr
IR PrFEFaSonc. EnfBF‘i’a t&g RN %@tb%ﬂ %{fifeﬂs bRy GifFpensed

directiQl pgo B2e m8myd850 pM 20x Control Spi ke 151.5, 5, 25, '
IlﬁQbap:M B 0 BiinGre B @redndlatehtAgusper miBNA 30. hax. speed (<

25, 0004 .Eﬁi ‘g%cetyl ated BSA30.5 ng/m Hu cot-1 DNA (1

0.1 ng/mL 2X MES Hyb Buffer 1501X H20 64
Fi nal Vol unme300 25 4. Aliquot 270 ul master mx into
Setting Fhespcamdinanl t3e WE Bfackisgnment ed cRNA to each. This
Enzo: imSciheyHybrridizatizonrdserif pEoliihe briat e(rehe Npr odpe182)
arrays to roomtenperature irmedi ately before use. 30

1. Use E& tP%hgrtﬁeanead{ :rlayDc\{\l'}a}.e stra I\é‘g ’E%l B.Uf fer, and

|ncu6ht ImtheTo serie oven m nut es at
2. MagscthecEpligingg IVHEREteh& Fy bri di zation Mx in a 99C
- Matdriedtdr PetonSzed HaPes. 12 pl

10X EY Reaction buffer 4 pnl

10x Biotin labeled Ribonuclectides 4 ul

10X DTT am _

10X RNage Inhibitor Mix 4 pl

2¢X T7 RNA Polymerase 2 pl

Total volume: 30 pl
3. Add 30 pl of the IVT master-mix to 10 Pl double-stranded cDNA. (Total
volume = 40 pl) ,
4. Mix by pipetting up and down -OR- by vortexing lightly. Quick spin.
5. Immediately place the tube in a 37°C water bath. Incubate for 5 hours .
. 6. Store at -20°C if not purifying RNKA immediately.

Cleanup of Bictin-Labeled cRNZ (GeneChip Sample Cleanup Module}

1. Add 60 pl H20 to the IVT reaction and mix by vortexing for 3 seconds.

2. Add 350 ul IVT cRNA Binding Buffer to the sample, mix by vortexing for 3
saconds. . ' .
3. Add 250 pl ethanol {(96-100%) to the lysate, and mix well by pipetting.

Do not centrifuge.
L. Apply sample (700 pl) tc the IVT cRNA Cleanup Spin Columm sitting im a 2
ml collection tube. 7
Centrifuge for 15 seconds a£ >8,000xg {210,000 rpm).
5. Péss the eluate through the columm once more.
Centrifuge for 15 seconds at 28,000xg (210,000 rpm).

Discard the flow-through as **hazardous waste and digcard the collection

tube.
6. Transfer the spin column into a new 2-ml collection tube (supplied).
7. Add 500 ul IVT cRNA Wash Buffer and centrifuge for 15 seconds at =8, 000%g

{210,000 rpm} to wash.
Discard the flow-through.
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8. Transfer the Hybridization Mx to a 45C waterbath
for 5 mnutes. 35 9.Centrifuge the Hybridization M x
for 5 mnutes at nmaxi num speed. 10. Renove the | x MES
WO tdytoBuifsf er fromthe probe arrays. 11. Fill|l ROTAU§IPGSIH81894
array with the top 200 ul of the Hybridization M Xx.
8.  Piggpt]500 FAap0% HE/ Yo SRR Ao GER- BBt @lwny 3 and centrifuge for
15 secddgbrdtdi ze the probe array at 45C, 60 RPM for 19
h@uascﬁ)acg Mo, mabpr%?}: abl@tcaﬁﬁ £36@nbkk . probe array
opdC Ln e ri
SoSTh D RS b LEIbOE (A s AR 5 her o T el
(<25, °°I°t #rfi’Vendor Cat al og # T7-(dT)24 prinmer Biosearch
DEecinio Egpeshowgbomdscddntrioin Sgiskesi n- house .
10. TrAUPESEhd Rhid lobdXflifsd aShdvands Buf éankt:ibnMJIDET
Invitrogen 18064- 014 5X Second Strand Buffer
I nvitrogen 10812-014 10 . nM nV|tr 2
11, pipgt i, AP ENaRE R SIACET GUEETY it tsg*é*ﬁa S50 TetEe bet
stand figky} vgoulspl i DNA Pol ymerase |1 nvitrogen 18010 025 2
ddhtitisRiaserH mihttcogemak802l 09l 1eslbwt xT4) DNleiute.
PonneraseInV|trogen 18005- 025 0.5 M EDTA Si gna

12, Pll?e%%f%g FI}%?F,?( f% ﬁgg &%E%S%E%rz%% s!aﬁpg!:itpng membrane. Let
stand for 1 mlnute : .
Centrifuge for 1 minute at maximum speed (225,000 x g) to elute.

Quantifying the cRNA (IVT Product)

Use spectrophotometric analysis to determine the RNA yield. Bpply the
convention that 1 OD at 250 nm eguals
40 pg/ml RMA.

Check the OD at 260 nm and 280 nm to determine sawple concentration and
purity. A . ) .
. Maintain the AZ60/R280 ratioc close to 2.0 for pure RNA (ratiog between
1.5 and 2.1 are acceptable).

For quantification of cRNA when using total RNA as starting material, an

- adjusted -cRNA yield must be calculated to

refleat carrvover of unlabeled total RNA, Using an estimate of 100%
carryover, use the formula below to

determine adjusted cRNA yield:

adjusted cRNA yield = RNAm - {(total RNAi) {y)
RMAmM = amount of cRNA measured after IVT (ug}
total RNA1 = starting amount of total RNA (ug)

v = fraction of cDNWA reaction used in IVT

Fragmenting the cRNA for Target Preparation
For fragmentation, use the adjusted cRNA concentration.

1. 24d 2 pl of 5x Fragmentation Buffer Ffor every 8 nl of RNA plus H20.

20 pg cRNA 1 to 32 ul
5¥X Fragmentation Buffer 8 nul
'RNage-free water to 40 ul
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GeneChi p Sanpl e C eanup Modul eAffynmetri x 900371
Acet yl ated Bovi ne Serum Al bum nl nvitrogen 15561-020
Goat 1gG - Reagent G adeSignma 1-5256
WO mw}zgﬂr eptavi din anti body (goat), bioti nyll%ﬁ’lé@SZOUfif%ls%
cior.lLabs BA- 95 0 20 R-Phycoerythrin Streptavidin
Tl\/b?ecu}ar Probés '5-866 20X SSPEBi oWi tt aker 51214
Eukaryotic Control Kit Affynmetrix 900362 Water,
2. IMplrecel| & 9Bt ©lfogy 3 Greigereabland@8delMinsut Gat ide BAAlowing the
incubatReghe 1-581-074 25 5 M NaCl RNase-free,
Lo ti foam 0- 30Si gna A- 8082 10%
preparigl B ARSI O e 090 Nes Fr oo AcLd
t Ko ﬁr%e%ﬁ‘@?ﬁom@?bw@é BIgr urRrgarts SF@H‘E‘ENQB%’ 89 for 5

- winutesERTASPFsodi um Salt, 0.5 M sol ution Signa E7889 Tough

: Spf#n&trbﬁh@he@@bﬂdigﬁrﬁﬁheﬁﬁﬂr&ﬁfzgg% Genehi Rit, rart #900362
(For l5l5|yggnlsgjl zation Oven 640Affynetrix 800139 GeneChip
5 L 1@Eriner %OOO vv/V\b kst ation Affynetrix 00-0074
' FPUTdi CE S afPoh metrix 00-0081 35 Autol oader
3 MWFtB& @Pﬁéﬁs%%@dé‘@%@@@?%ﬁﬁmr?%ceﬁl@ﬁfw is 0.5 nug/pl): -

Quantitative PCR cDNA Synt hesis : Conponent

Vol unmeCut s) _
Standard array {(ul) Final Conc.

Fragmented cRNA 15 ug 30 0.05 pg/ul-

Oligo B2 (3 nM) 5 50 pM

20x Control Spike 15 1.5, 5, 25, 100 pM

(Bio B, C, D, Cre)

Herring Spexrm DNA 3 0.1 mg/ml

Acetylated BSA 3 0.5 mg/ml

Hu cot-1 DNA (1 mg/ml) 30 , 0.1 mg/ml

2X MES Hyb Buffer 150 1X

H20 64

Final Volume 300
a, Aliquot 270 ul master mix into tubes and add 30 pul of fragmented cRNA to
each. This is the Hybridization Mix.
‘5. Bquilibrate the probe arrays to room temperature immediately before use.
6. #il1l the prdbe array with 1x MES Hyb Buffer, and incubate in the
rotisserie oven for 10 minutes at 45°C, 60 zpm.
7. Heat the Hybridization Mix in a.99°C waterbath for 5 minutes.
8. Transfer the Hybridization Mix to a 45°C waterbath for 5 minutes.
9. Ceptrifuge the Hybridization Mix for 5 minutes at maximum speed.

.10. Remove the 1x MES Hyb Buffer from the probe arrays.

1i1. 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.
1z. Wash, stain and scan the prcbe array according to the 2aAffymetrix

protocols.
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10X RT Buffer 10 25X dNTP nmi xture 10X Random Pri ners
10 Multi Scribe RT (500 uL) 5 RNase-free H20 21 WO

2007/ 022214PCT/ US2006/ 031894 RNA (100ng) 50 Fina

WO 207/0p3214100 | ncubati on Conditions : 25 for BPKY/US2006/0318%4

m nutes 37 for 2 hours 5 TagMan Reaction using the

ABl Prism 7700 Sequencin .
Affymetrix Matexrials 9 g Detector: Conponent

Item Vendor Catalog #

T?—(dT)Zé-primer Biosearch Technolgies custom

Control spikes in-house -

Superscript II/5X First Strand Buffer/0.1 M DTT Invitrogen 18064-014

'B5% Second Styand Buffer Invitrogen 10812-014

10 mM dNTP Invitrogen 18427-088

10 U/ul E. coli DNA Ligase Invitrogen 18052-019

10 ¥/ul E. coli DNA Polymerase I | invitrogen 18010-025

2 U/ul RNase H Invitrogen 18021-071 :

10 U/ul T4 DNA Polymerase Invitrogen 18005-025

0.5 M EDTA Sigma E-7889

ENZO High Yield RNA Tramscript labeling kit Affymetrix or ENZQ 200182
{ENZO) ‘ , '

Génechip Sample Cléanup Module =~ Affymetrix 900371

Acatylated Bovine Serum Albumin Invitrogen 15561-020

Goat IgGE - Reagent Grade Sigma I-5256

Anti-streptavidin antibody {goat), biotinylated Vector Labs BA-0500

- R-Phycoerythrin Streptavidinm Molecular Probes S5-866

20X SSPE BioWhittaker 51214

Eukaryotic Control Kit Affymetrix 200362

Water, Molecular Biology Grade  Awbion 9934

Human Cot-1 DNA Roche 1-581-074

5 M NaCl RNaseQEree, DNase-~free Ambion 9760

Antifoam 0-30 sigrﬁa A-8082 -
10% Tween-20 Pierce Chemical 28320

MES Free Acid Monohydrate Sigma M5287

MES Sodium Salt Sigma M3885

EDTA Disodium Salt, 0.5 M solution Sigma E7889

Tough Spots, Label Dots USA Scientific 9902

GeneChip Hybridization Cven 640 Affymetrix 800139
GeneChip Scanner 3000 w/Workstation Affymetrix 00-0074
Fluidics Station Affymetrix 00-0081

autoloader w/External Barcode Reader Affymstrix 00-0129

Quantitative PCR

- ¢DNA 8ynthesis

Component ' Volume (ul)
10X RT Buffer 116
25X ANTP mixture - K
10X Random Primers 10
MultiScribe RT 5
{50U/uL)
RNase-free H20 31
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Vol unme (ula) TagMan Universal PCR Master M x (2X) 25
TagMan probe (20X) (Assays-on-DeMandn') 2.5 cDNA
(100ng) 2 H20 20.5- Final Volume 50 Thermal Cycling

wo Honaiztidons @ 95 for 10 mi nutes 10 40 cycl ePCTGR0F6E51894
15 . seconds 50:-for 1 minute TagMan probes :

RNA (10983)'s- on- Demandf® ( TagMan MGB probds, FAN''

Final dptuteabel ed) Ampl TTication of the endogenous

controt,—GAPBH-{probe—concentrat+ord 100t M fo;mardd&
. reverse priner concentrations 200nM, was perforne
Incw?téoﬁé?%%&g?—sdi‘zethe amount of sanpl e RNA (cDNA)
25° fogddedimgeeach reaction. Relative quantitation was
37° £oR€f fared using the standard curve nethod. For
- quantitation normalized to an endogenous control,
standard curves were prepared for both the target and
TagMary Reackaco gehouShe SE3r Brice. 77001 Semeliri2g Bapetdment al

SedploBentd NG AMOUNT Ofoldedeln)yand dogenous reference
from-theappropriate standard curve.

faal

wna Ant Ay nad
T e PP r g2 oambunt  was di vi ded by the endogenous
Master Byer‘@flce anpunt.to obtain a norimlli zed target val ue.

TagMarCpechef (3¢ exper.fent al sanpl es served as the

(AssayGadd-bedm@ary or || x sanple. Each of the normalized
t+—val-tes—was—t-hen—di-vi-ded—by—t he 25 calibrator

cDNA (E%@l ‘V’al UcCT o V(é\.) CTTCeTd

normalized target value to generate the relative
H20  expression | evélrd:5 -
Final volume 50

Thermal Cycling Conditions

95° for 10 minutes
40 cycles : 95° for 15 geconds
60° for 1 minute
* TagMan probes : Assays-on-Demand™ (TagMan® MGB.probes, FAM™ dye-labeled)
s 2Amplification of the endogenous control, GAPDH (probe concentration 100nM,

forward & reverse primer concentrations 200nM), was performed to
standardize the amount of sample RNA (cDNA) added to each reaction.

Relative gquantitation was performed using the standard curve method. For
gquantitation mnormalized to an endogenous control, standard curves were
prepared for both the target and the 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 gensitivity or
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Experi mental Results: ' Experiments were
conducted using the nethods and naterial s described
30 above. Results of these experinents are
WO JpTAgeidated in Figures 5-9, as di scussed b&l{gWys2006/031894
Figure 5 provides_an | CED chart of the data , ___,
resistage o h SHCR T Hh Ay FY Ty ﬂ%ﬁpg%fm‘r* %eﬁ% fﬁ‘t&ﬁgb"c"éﬁ%e‘srer“m FBSY ox
10%  FE)NSGLCO)s cebhodlionels RoFibodnsi ‘MRt yoxnss-fDked XL or not
cross1 2007/ 022244RCTI1S2006d 031604 ees| @t ancerdsd apohetied in MIT .

Y f Apo2L (+ 0.5%fetal bovi ne serum- " PBS" or
cytom)%%% %{}%r DR5 monaocl onal _ant i b%ﬁ

FERes- £ BRSH XL ™ or “Rdt “EFHSE 9
analyzipgy insaceaitirn SPRST o1ell 03¢ FEE7) foxs Sr%@ﬁ%ﬁ}f"é@’ | fiF Meeistance  to
apoptoiyt ettt ey tof assay s+ bFRsgUeenls bpriwi desmanrFHdP50r 10% FBS) or
DRS moé&ﬂgﬁiﬂ aQE%deOﬁ‘méﬂ?e g@éa@ ohiabh ned. i Br anal VpZbdtlinked, + 0.5%
fetal o%gzge[ %gt L s Cer J?Oet 7B aC%%‘leg%eae%SMH \{:kr%é( OQEClty assays .

FestSance 0 apo 5 t bt 4 in
| Higeen Bo\?m‘@dgér &Fh RS ST EES) fta” Gotained
analyzimgnool-bpéddkiang idyooyeranadgicer c i @Es= ) |an3edm9@_ FoprseFsitivity or
resistdlc0Ssd apkadsid Lx5%detalapboyviRelserutal’ BEShe0ser@%FBS”) or
DRE mogo%lmﬁs a%%légzedmé}ﬁ NEJOS%YEH‘IJ{Q&' %tﬂ"yoﬁsﬁﬁ‘y %roé*.—@.:.nked + 0.5%

feves TP Sl LS P L SRR O AL e
FIionke " § pedvidesy mescrprSenis iof | ﬁﬁlﬁ}tb*fltlye él 8 c 8Tt 6es:.stance
“RES”}a[a@pfidlEbiC Machd,vickycrehtApoaid (L k@9 dretall Bowesn o S8 ERtibody
and the L FEZ)1 815 PR n&%‘@lﬁ&ﬂﬁl c@NntdBadyrismabs | mk@ssy luynkeThac-T14
ENA e L" or not crosslinked, + 0.5% fetal bovine Ser um
Xpﬁ@?‘ of 10% FEZ) as_neasured in_MIT c tot 8XI ci ary y 3
HILEY S, PIF O GurPe” g 5PVt de8h SLoffgarts oAb Peroreatics &n
NHL ced®ndiddsyireykqd’ sén” Yeprendéng stk ¥ RESe)s o‘?f SE1Hpg-T14 wWRNA

Qg 61'1950 ?ta cibtalned in

expresNSBL&GtcBancreatic, and NHL cancer cell lines to ORE

anti body and the Correlation to expressi on of

****M**I}*ﬁ**g***q‘gg**qr gg**QY**%l mck* 7\15\'4: UBN&***-):*

expr essi on. igure 9 provides a bar diagram

Brapfrdi-ovisr | 68kt Ngﬁi@ BEMEFBatIEYS andPotFaREL TREF R the
developniene sarfda bkeebs( 2 9isd @f ceridiingl ot ge ror oy sy flagigf et al., Cell,
1156:206aLNaG T4 -pRNA 16X €550 @al te1dasr apoptosis through the cell-

R I S S S S S S S S I I S S S S S I S S S S e S S S S I S S S SR e b b i . S S I b S S S i % .
:Lntrlngc:l*c pathway, which rellies on members of the Bgl-2 gene superramily to

actlvaii,eolta% a'pﬁpt‘[c{%ég tz:gqtsla%%cﬁnlgclzhlngat h(C %rcar.fl] pl 1\?%3 %«{U’ O&B;%Q} 2: 64'7

“homeost asl s

~ (2002) yy| derbwin mya@k:@regaﬁbgﬁmbe@a%w% e FPmor @rposiflfasky (TNF

superf{d@04 dn datirace! dptoarsist i vmbighc ket cRgertaipept o Eway, by
1ntera&tl'lﬁg UG nt BEnd elebeaddd-Ei ASIC cpathnay, £udht Thal eilpc@Soﬂl% inducing
deathap&t B t eb@%‘azi% %grgel S%@L@é’p |2¥1 Il% O§CH9¥>§$)€ E‘Q@ ligand

ot| e cas ase nac nerg 2l REVys ana /mieE-
(FasL) Cairigatates: W’%’?’o%f}“fw%ef Y WP8;)C4C6’12Frfes tta Ppbe| ofg
related gobhest eriouriowr bidandf Herdk/ TRENF) tswggaw@%?ﬁ% @ifosh DRe

" (TraILaCh | ¥Ad Srapept Rk snLirRf OUGHRIbRe tekl - extelll NBdeth Differ., 10:66

(2003) )Oat y,'\@)ﬁ:ung%/ngl Qh@{@gobﬂ&e\’v{ltt&rﬁon?ﬁaé‘sgcﬁﬁegﬁ&st Batd the adaptor
arn & un Shaimh N w 3,c gre apoptosis-
molecu]oeo H (lﬁj:) E%S:'hal%ed an%g % Ta } ul‘? ) %%?E% popt

enazi
initia{cpoggyRrseFasol foahdne lﬁféﬁﬁl “é‘fi‘r‘?ﬁﬂgaf”e%l“%\ﬁ’@pf‘@@l?x (BISC)  (see,
eg, KishuicightPas . (Apald Q095)4:%#TP| 619450 2Kischkel et al., Immunity,
12:611 | LORBHY T@EB@Ja%ESQla&@@@t&&in&l—dtﬁﬂUé‘ais@@sé-isgaﬁ}ﬁch in turn cleaves

and ac{:l‘%%%ZL/T J:‘n)r}: 9%%3 %{)Egséa%pgﬁgrggc%g? gSto execute the

apoptols) FepidaPROTRTY oo i op Céé (%6%) ¥ °‘fip8 |tﬁdF1?1e Sphgprrinsic
pathway ogmafethpyamdl ifthébe rdéepitotssisi thh@gééhp%%ﬁffldl et al.
7. BiolP| @eHl £ F7ADB4(PassBs $OGimbedrrdent inddommianypronhs cin a var:uety
of tum §C£ Ilt %#Qse APAPt Ashsi Bl tl ARk GASRASE B 1t 01 JREM tNGgesting
cing signaling conplex (DI SC) (see, eg,

K| schkel et al., EMBO J., 22:5579 (1995); Kischkel et

al., Immunity, 40 12: 611 (2000)). DI SC-associ ation

stimul ates caspase-8, which in turn cl eaves and

activates effector proteases such as caspase-3, 6,

and 7 to execute the apoptotic death program In many
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Vari ous experinments were performed according to the
nmet hods and protocols set forth below, and the data
is provided in Figures 10-15. To exam ne '
nsi ity to receptor activati on,  cell supv@oodBeess
W(f@g‘?bzgi \é{ls a function of Apo2L/TRAIL concentration in
vhat GrPaRg! pofudgEmnseaneatecalnbradly |(eaes,ed, nkbidinagi 23at. Rev.

._Cancega&(:rg(?t i-5oAdengcarcinomms, ok, ﬁ@éllngnmmaahanoma (2004)) .

col orect aI adenocar ci hpmas daéaé‘{ &
Alterﬁ’b"t‘m%héfim)"a“ﬂﬁl?s %?nestl(-’:s c’% aglél fléa &ﬂg%%g . treR:e
ApO2L{ TRATE glepsHinby A8 sme@ﬁﬁly W%&a}]atléﬁ? é%‘ﬁ? 2
canceAp@2b77TRAdd2) ) The Apo2L/ TRAIL concentration requir ed
f@l; 8GN B¥lRInSR% cakk Ci:%af&irmiatm tthes@i?® cel |thei meghods and
protocg)]]s m's_q: pa%?rgealtolgc 8%%n%%{‘ géla"ba }M %?g\?d@%?glggfég :ffi/ﬁwtag
A [=) ted
CETEPE BPSHHS B gioy ETEV At |a8?1l enzyire ] Q?Wl ; teie;_
e a thasticor PR TPORRITRYTH cSFeRlAtCicRl I 1 rPé‘élEf o PRy e
Lineshyinklshiag' s @acmeaitzesadenemmiﬁma%|1Qﬁ@él%@ta‘t‘#1\?é?’sﬁsr and 36
color@&taZSngzgcaQ@%ﬁlﬁﬁt kEigCanchnanm &nd 308 fbrwnel ahosppnalysis

class Jreg 291‘};'7:') (BBNPSJE (l).{'xe tcﬂ?% l:_nes as ﬁ@ﬁggymder§ﬂl§l fdrd@tive to

] sh ce
ApoZLé';P&IES STIFH A@Oﬂf ﬁ%%%; Céafnclzeélﬁratlon recg.l c?hfc@:'R%levz_ng 50% 11

deathalit ibagh Wevetalliresiraredt £28 18 Bf’ﬂu@lgén pith & mean of 250
ng/mf.esul ting in a weaker; yet significant 2000) (Fig.

1% 4201 t 91, p@i@ﬁp&dsor&ss& adxabl 2 (b} 7 Peneekbrdssh@es profiling,
u81ng| aail:'nf.él\r%gx(e%a§1 %g % V6913 BJR:@@' E@Q}T a1hslowi @UtREE exceptions,

t 6/ or
pancreaiey FRRSPSt AE c%‘fij{ f’l neen :o Bv?e)efg.s AP 6 S%éong

; _cutoff, ass Lor WRNA
interapdip00) sPigivitpCro tARFPL/ EFRBTIEY ’é%?ﬁ?é’s‘?%ﬁgqﬁg e
1evelBPSia kNACTy T ob L b 40T RaitieCPRSA HIERST - B hare CARATROWI LR Tesistant
cell E‘ﬂiesﬁ (blb Rl OF 85t al=Rancekagelkst i Res35acoonel drethtively at

¥ rgc% %%l Xawlhgmﬁ%ﬁLéJMlolf ﬁ&.@ﬁbrﬁé)w{bygl; 10B) . Most of the
X | 2. 9E1N 0 expréssion
APOZ%E%PC?(?@&J.VS]éfﬁS??lIO‘?A% a-.'].- canc& gllsgg.ne% gﬂ&%ﬁ 1¥12q mRNA xp

or-resi stance for 23/§l év Y resmtant
of tlrmrkﬂewtewsawq?éﬂaaﬁ%@ﬂ&sme( 87ty e Rer T8 EtT Vo' e

cell |iines alb@SsP@eédaed| yhis gene, AB@QEFWFL%@WF{ \pfettymgmflcant

_ d1fféé@§cea|(§£b Qranmicheskd Rsvigwed Usd Yot UMBig.Xxenogratten) - ARxceptions

in tl%f g:%yl Ig%le’iTMeL H)E@H@Qhé}f chlC@.:.ng kasd N\zl@r& WHER-ive, yet
axpr erived o} Lr qém ! tN BO%EIAWV%uQ forl%(;é}% Qﬁ)ncﬂ/48 {33%)
r:zlfcgrlz j;j;g%%jl f@};zgg{:;gfg?i%i% elutic a%%%g % O 7 ess'%gga?i?rbgp 3 levels
above’l_ﬁﬁ)l)offl reycersmi abty, mR{MTe¥E edwioned oplpq;nptﬁé(cosylatlon enzymes in
the doilbrLrRegali Venenl pigetalevennoerruces lveke reseCeioBPE0/12 (83%)
sens Qge F;:lscgo aq:eg.o?cor EMW@S%)M@Q&&&EEGQ&HE%neS (p=0.013; cutoff
rel ncu tron o NAC AY; in
a551g€6f1 0%752 % el(fﬁ'lglgl 10& e%cﬁpe?h g Exb%ﬁé:dﬁe s%gilﬂ} eppGalNAcT 14

pancephifsf@ResRe N FELTE? Weﬁ’?sztéallﬁAé It T
corrdllated WABy 26074222 ¥APC FRoUSXBHEY 0%911891211"@"1}06%611]83"10 N=77) -
this landlebt( 3986 1 Rirketditgd r edutedrisensi trevidopnte for 23/32 (72%)
markebe?%/é:%-@%gd G5 95 (é%’f}%ﬁazgﬁggxﬁgggﬂg aeIE.iJ_ﬂisi{dsggﬁj:gdﬂitEgY
e%a?ﬁ%ﬂe‘mltlﬁl Sgefrﬁl;%h WAS o -I;[Fé 19 usi tumor

Specl | C Sha | nt erf e[l gC mors derived
xenogr3EyRNA G ﬁ@brﬂl@?éﬁ%%st%?ée“ﬁs%fd TRt PEEPgEtY
from pgcari¥ac pokds ivpp Gall dNactRl3canser Rgf L glines Colo205 and DLD-1 caused

tumor regression Ffollowed by a greatly delayed tumor progression (Fig. 10D} .
In contrast, tumorsg derived from the-Fut~6-negative colorectal cancer cell
lines Colo320 and REKO did noﬁ respond to this treatment.

Preincubation of the ppGalNAcT-3/Fut-é-positive Colo205 cell line with

‘the pan O-glycosyl transferase imhibitor benzyl-GalNAc (Delannoy et al.,
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5 MRNA. To exclude off-target effects, multiple,
non- over |l appi ng si RNAs were synthesized for each gene
and verified their ability to reduce target
WO?@%Q?éyél on by quant itative RT-PCR (fig. 14A3CT/W°06"031394
firmed si RNA specificity further- with a

co mut a
 olveofal{ NAG T 4008 o ReT b SR S5oe Ly '£0 Apoi/TRATL (Rig.

112) , ngrdoestingde ac Hanguoned t Hick bRbwesh RNAsvapgeieetion egidoAro2L/TRAIL
signalibdi t ol adxamiNed . tB | fwBhet, , 55489 102003 derfdtigg (si)mNa

| ollgorgu%§éotlggén§én%cusgg Qlflatt Qg.ré)egz Blgﬁ\'x-gc%z‘lépoib&all cfs;'N' J::r Fut-6

ncre rci nona anoma’ - ce
sprcieatle sy ettom pnd, D sgdll el notm Ceoll L s e
Synth%Séﬁ%#t FOF t gatl BEE2LPRATIZ LGS | *eheeas FRSELY siRNpedugs targst
expressd pe cifye drapriovt ted rRessent £4d.| y4monpk et¢@fpraideeiion specificity
furthE(rF w@th uBautanQ& rﬂﬂG@iﬂTsﬁéﬁ‘ i4 %ﬁgt@ﬁ |c@fﬂtéﬂnr@—[} Ls@fen@]-?Quc}.eotlde

changa% LMQEI%.%F Csag.ﬁlgr gg'ﬁ‘%te% \é\@e%llg G?h:-]' 1tor1 :E 0% tFuEeZEI. SEB @A‘, 5:48%

Sensi

(2003)A|C§612q_/ -Hg@zl LT(:ﬁﬁj‘.ecfile a:FIOthFI @p@aiﬂ%s’l‘ 1f= r?o§bt|;ﬁve PSN-1 pancreatlc

. carcinGmd NAGTEL2P4E | iRAneued oeldd 1 seaes vt iy PpGa liic TAR 6 4 iRTRAubstant tally

reducddn dbnbiPAAE €abi peARueATIANwAi2 RREANQNE Gekila,| | A€Sexpected,
prov:.d‘@b.' E@séﬁﬂ%lwggzé_eeé oﬁFﬂ&:e@cm‘%hRMgeaQﬂ's}r egyf&e.Iery, éransfectlon

ensi tivi or ect al ancer cel.l Ilnes
or oRel P et o O PORE L o TEIHPERT STwith e SR
Slgnlf@ﬁ&w!mdwnéﬁwSéP%Ftﬁﬁ%tYalwe%Poze/%ﬁé| {igi t 1 gREhRig. 14C) .
In sui,0palBCMEVASERNA ripalvieli torietwdppsSicdernd¢dn/grATIAD) .4/5 pancreatic
cancerSl#¥k| AVl YrnelbhaRsiROL 0l BSN:1 pgéal%zgﬂcezlrl $uMd Niirna each

reduce@alé%gl—tﬂétgr Jg'a%c 8%&:5'\'% dlagcnOt c:eail.f fe Jt.nes By contrast,

|t|V|t§ br 0a ectrum roteln I nase

crens ARG o TBY durGo ot o CLY, "EHEF L BECaifs GiRe Gid ot alter
sensithpity éPdﬁ?@sF@I@lawrgﬁ%ﬂﬁommw s*eqmai@t éfEpoptsi $imilarly,
transfehtiouwghs ti3e-1 eel triontslilasyiahpadlmey- 16\t ceinmir-3 sirNa did not
affectsms%ﬁg.@alvgg}z 724 Zgl(ezoogﬁgoadléi)‘éé%t U%r%m%“@@ﬁﬁ&@ inhibiter

ati_on_enz teaotos ‘
stauros]poglnlel %£ §¥hb hBFﬁausee {%exga osnge an% 1P onrlne stimulate

nsic
aPOPtO’FF%n"s’Fé’Z:‘?lF oWeofceFEF%Z’%”@éFl BativeR b‘ﬁ@aleNAéar q48cience, 292:727
(2001); evriatedstvel ke deatchswivertbebt Pagisfcentlediow tdnzPRe oray modulate
apoptolRS,siBid1iAgt tirbag ehatedl feeepinespdasaand TNFRL or

trpgnsce@&l—ohngf 'r&%ﬁ&a @@1%&@%@5%&% (:E+&1e&1cfg>nddeath when

rther -14 tion increa

cowanfﬁer"t g nDCﬁ"I‘E&fL senS| TP c?fe F‘F} t?‘g SIS PRES 6T S50 TNFRL oF .
the cqli n?efstrmﬂs*@s PREEH 0 ABCTFF gBaxliE}S adPPAFFELBIBr N gpCalNACT- 14
transfPbE4B paneresat tbe GaPLIATONEL CELgLLidl) of bhk wHsdstrok cell lines
m1568 abkifonseNSit | Mis) Yad pRLAPESIHen dal as NhcSHeWR) carbihona (Fig.
1w, bALAL Alsg 9@4%% T%g{@f@ r%sgg%asﬁgg‘8<d§k§\%gt4é{ogg€' lin total,
catingr i Breig %s%zno%enﬁb%we 2 St Ed O Aget/ AL,

Ao ZELTRAPE - 91588 cagcednsp azfe PRPddiesBilager FatBSNed egmgfined on
2po2L/BkA¥l iaRlcks dasansS eebe@dsmd. i€ EENFOlangidRNA] cells transfected.

. with cém%&/ JRALL Ap@yﬁx@gﬁ&%@médagé%nepambeé&lp%&c9§§eeggmg of

caspase- eadi n eavage of caspa
casp asg gag%éi et E?"’“’ag@g“f[Ag Transt ect iFon cﬁsPT’]S casEFlge g2 -
Tranng?"F%Nﬂ ‘f)’rt@v%‘?ﬁpéaet%é%@“eﬁwteq(ﬁéﬁédéwt@f Knockdown of
ppGalNBpraﬂl\bkc'PSNﬂ icRL BSkk IFugeb | ig DEB-Rutel8si alsBlLidrked) bStenuated -
ApoZL/@ﬁJSLQ ﬂﬂf&@@@i|gﬁ'oa&siﬁﬁ@aifedaﬁﬁs@mzbiér%égﬁsgfbicdi caspase-3

ce a

ris. HOSCEE! DORNACORER St by SRERASE relieme s
APOBL@%# L SRR BR SAL ARSSTIRAIEEF B PaL artn9fy vhich
expresgnigpwSYHWEF wfolPpfadPal-3c amt Entcel Fhdvedes simbisghblock at the
level eXpiaefsSsd-8VpdoeradingoftippCGalaNACTEuS, andlfdky fati6H GG may

simlar block at the | evel of caspase-8 processing

(fig. 15A). Thus, O-gl ycos%l ation enzynmes may WO

2007/ 022214PCDUS2006/ 031894 nodul at e t he Apo2L/ TRAI L

pat hway upstream of events .that |ead to caspase-8 .

act-i vati on. Caspase-8 activation requires DI SC

assembly (Ashkenazi at al., Science, 251:1205

(1998)). Anal yS| S of t he Ap02L/ TRAIL DI SC (K| schkel
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PSN-1, C170, or DLD-1 cells (fi g. 15C). Two si RNAs
did cause a detectabhle 20 decrease in DR4 and DRS in

certain cell lines (fig. 15C). However, other siRNAs ‘
WO 29z9Ne4 t he sanme enzynes i nhibited PCT/CS2006/031894

Apo2L/ TRAI L-i nduced apoptosis w thout affecting
modulate tbptrep2i/ERaT s pathway upstheateRf ryEBtY (P2l it rcaspase-s

activafieeD) of human DRS was expressed in chinese hanster
8as%£¥e~§egéﬁvaﬁﬁ SERLBLEL S8 QLeidp1p U(Plsfak@ﬁm. sdtbkect eghence,

281: 13%66%&&3 &ﬁ%r“%%%lsv\éi?é%%n gL}’l%g %‘%%Q& @(%?&k&nesﬁ al. Immu.n:f.ty,.

12: Gllvd&oﬁol}hena‘?ﬁ@eh@@do‘?mpf‘-e?ﬁl ?e@dr\ﬁagaeg}c%eﬂ OB ?é@PGalNA"T'
12 or Fut-bhedDRS EOD, reweuidiidninotf HoPewtd Nedrspked tgl §heaPksc, the

\ procesggl‘efeé!@ rDES&%uﬁ@'HaEﬁsef-é Oréha dnadepeantenbn ex@ersaresigiated

caspase 51 Qn%%legﬁ% {0 eq %ndsgblmcl_‘h%ﬁ of,s68d94R€r (2005))

t 0- | nke
(Fig. Had| H%af“il%r‘?l%f ﬁ}'ege%ﬁ}t %\ﬁpg’ﬁ’ t 509 core
substagtipd En a@émﬂct@lam@tot)%@ﬁd Oa-ﬂél DRE0AY | RE] ‘Eﬁ’?cmﬁﬁ Eprgose-
dependS& bR nOMof Bpennimmes. tdsing. arprevi oudly. estdbkimstved both

DR4 anglﬁll-?nf K n?:{dccsf:tgooisﬁc OLnd e ebt ko) .POL@NT ptdaiflacT-14 and
yCOS all o

FuEme %‘ﬁt“t’b PPmﬁvtSbf%"dté‘g SR LSV T8 e n%gz Jafentus o
levelseqx apozn/@véobfrrma@y CopslobsR" (BEHTS %‘d&ﬁ%ﬁ% G
in thet 10 celichineghosls dia dohesi8% ebmibiraBEDweeirtAeR oFh t97el-
surfacL %rés@?ﬁ@n Lc)f @Héj c%@ﬁtte é:@?ﬁlﬁbg SQielpe@rSI ard ant ref or decoy

receptorslean an& lﬁe‘ ?::E‘i:glr[oq &!Lotwﬁ Wﬁ?%%r&x@@e a4n<§§r Bﬂﬂl&\éealg\élnst

rst no_.aci
PPGalNé%r’réntpP@?%&ﬁ)a"cé’%t%’ﬁtng d§ds ec‘| ietses Flhe E"*ec;’tgnc(’llg| DR4 and DRS on
PSN-1, (B0, 1k} PLids 8L ¥shi Bshi 18, W FEPReTchPRtpehaglefectable
decreabdliQotrNQsd amd ﬁ&fﬂdieSceld-OliﬂQEeﬁﬁlEne'@C) However, other
sirnas! %%HEQE iryel %mev\éﬂzlyﬁeg] R, 1 DRE P@l‘)ﬁ@iﬁﬁﬁ.—?.n&ﬁﬁﬂ%zﬁpﬂguk

thu? A-ne._an receF es. To test whether |rrportant
withouf 3f ESQLI0G: TR alflona ‘nodi fj cation of DR5

oy cemnre - oa) dhong BT e HEReLh, B BRRiesTHl 20 Srsnene
hanststhreoni wads ofchs egprenited] BERCRAd NPREDIS TSPDRESAST 26t
nhydrollBAS CasaNBe 2 sbbE £ABE MRS oA Bt ldeasverhearB1serd B, WD) .

Consis &74,;9121‘?%913%9'5@@?309@ 4894 40i- o Q&@@&tﬂ)ﬁ difes in the DR5 ECD,

5 A en
we didy ?%%F%%eé %rﬁ%@g & I:‘)B?' r g%%f ect e mn%oﬁ 1%8pe dent

experipRES Abspdared 3t ‘ﬁ%leﬁr%’%é*ﬁ%l‘é“cofmac ﬁem‘@fﬁec\f/:g't &at [3%1“_’[0 5 (OF DRS ECD
(Fig. DRSS bangst{E g-1ik86€) moThiicahiithollyrars giliet eatEd ‘DF@ the

care RAREScofnzBLgher nol ecul ar wei ght (MA, which becane
nor e abundant upon co- 5 transfection of DRS5L or DR5S

Ricote Lp pGal KA1 2 oasneddfiped €67 16 contPooni sy, V438, @

| previcasie ek 548 ) sh<bh @i ahifaganc es abol heseptrdgheion A/ batrrsial O-

glycos Egc;togeé tegumﬂt%@ NpRYadid R} MAGleekdndBE8yc) (Tulenius et

LT Can v 0L Sed o B Ls S 0f BB, ke

commoncé%apwqce *héRai oS  (B6-CoAEt (TETS, DTl o pgients of

nunan SHYQESE 4 hatrd Betdhivghisin MV Bahesar bmleseridcel region (Fig.

13B) . %¥%§¥£ ated. fa@ﬁﬂ%n@fne%&bﬁ@ﬁ&ioﬂﬁﬁﬁrslé fafrOfed; e8he second

(130- 14 g r rlrlagcl>01 és Q»r[q}lé) Rgrt%ﬁ?.‘&\&i%secl Itﬂé@lh@@ aggl 3t Q@rlnes
predicEt eat 0-giye

ati1on sites )
Murln% Bﬁ%thlats Lﬁqqaﬁnc@saa% F§/ tf:eeléer gélésft% séegcen?n?tesd thth 2 serines and 4 :
threorifnamns fregdcoiivedly , HRECS IBmee | I8¢ fhtchhamr| RigipRS sgruences
conta AR BRAnDRE 5 arebRES s exeabed wbelher deabh {iEkg might be

:'meortagp ):Eore%& %s%:%gl dioaptaved.d 8ssomdCtd ekt Vort BB, and DRSS
S cortespondin

d nstru 1

o3RS T3 AF-CHOT QAR R R Eooa 1% &) hvhibes, g, seqment
130-14fe ARRSSH SBC DRYT15F) Tothefss Pett .%Fiﬂr\ﬁpm%p%%r*fiﬂe%c?ﬂ%e 3 serines

mar kedl y enhanced cell death by all the DR4 and DR5 :

constructs except DR5S-5T3S8 which showed

significantly less activity. A majority.of -

normal -ti ssue and tunor sanples fromcancers of the

skin, lung, pancreas, breast, ovary, endonetrium and

bl adder, or from non-Hodgkin's 20 | ynphoma di spl ayed



4 10

15

20

30

35

40

O-linked gl ycans display extensive structural
di versity, and they 30 nodul ate vari ous aspects of
pl asma nenbrane protein biology, including -
tion, aggregation, trafficking, halgernd:eu608394
WO\%@W&%@%I | adhesi-on and signaling activity (Hang et
of sedilenty 7BI-ODr(grRSIVBL:S, Chkas-5T3E3: B3B3 1ant208%) imdpplilet lpt lysates
from BiE9bs CRBM rand82:tbd3witR08KE:) or CREIC REveathd Shofdresence of the

expacte)é JEPFSIL ong 5@5@&) ﬁd@lfg’% a“@nsﬂle a&ng:éﬂzcﬁfsdJﬁchéc‘:&ﬁ DR5 bands
I.ng unl‘%ee t unor- a%?glc%ec ed om carb b@h¥dr ate.

of hl%?fflrﬁ’éﬁ%ul(aBr RRR U8, v T BIOpHY S CACt &,

rransfedT3me 3L (lmggg:)r D%Eﬁé{ p@}alNAqqa%ég aRec{pmpﬁqﬁlgto ‘control (Fig.

13¢, dISEBMEY Y Thd ¥7dr2608) thdsastigheeMidiands Nal, thRgy augmentation

by pp&éﬁﬁ&f iz 5¢e§2@1§39ﬁ5¥ﬂt1y0dﬁhﬁmylvath QR5A) MO0 baysS-58rend

t ol®e wi e
nearl% nggflfslg%& SI %é .%RIS#? sr&rgtg ;E?ﬂaés:ggSﬁ%u gég?gmpg?éd £ t%a v 1ld typ

a

constREs | Thses 7oBiG0aFoS ik R T
glycofy18Dg) forfiskallPREt rRPalNAgD lEaRiOBPRebhoirsipragyion, and |
progrdsk998 ) imiMaBicgnbf itpaniresidiseto-glyqei Friyn tsdher by alanine
subst%%nteéric{ugmﬁr¥@éﬂs@§ Whof JresmN GRRERICSiIGNOWIEK293 celle with

ate EX SS i 13D); each
“‘“mezé’g%/‘%zg %%%d?%‘ ‘;o%&g’% eay%géll %te Ton ‘féc{;f cinstmct
DRS wyise | NERred, 1%Sﬁc€r‘1§a1’ RO aﬁ re%}%/%lr act ar ¥¥?
with BREAPIES, (wibrhdems @éllt%aﬁnﬁ%%s’ Fﬂi’lﬁ%&ﬁar%@ﬁ?%ﬁﬁtmty
cot rafsFkbt iSanplteSppcyEAdTDE: Matlerilalsghatre@adell cdgatiyfog all the DR

and Dﬁ@@g@éﬁ.ﬁciﬂe&@:eeg rsdzasedsf remGshea( $iavt t1agery Gdcacrivity.
Carl sbad, CA), nontagged sol ubl e Apo2L/ TRAI L was

prepared as described earlier (Lawence et al., Nat.
Medaior2tBas Ymel)yissthand Rk SATRIPY 38y | RPFT OFf the skin.
lung, igdhtbiskororBenzy besr@al ddlionsvas upupeh ddadfletr gin from non- Hodgkin’s
Tymphle Qiéb@ﬁﬁéﬁ aheh18hdT-0k hesn chepteabs veidckudisngralues
(deteSl; t?ch? d?ooaggr ‘?h%@éj Qrci&‘%rs' Q) aMeLe Eofsoéﬁaﬁl &E@eﬂ dfighiag) .

cul ture .
Howeveryga tﬁ}ﬁﬁhfléﬁ‘i‘tc |5H?ﬁ‘?% ceI °|54hes ¢ ?‘alr %n i Edl%ina%%l g_%?m .
Lobuls Abesss eSS (isph BindRt WPs FEPaT™ WRF &16%15& Jnﬂefae i GRfL 1ymphoma.
showed\ BOEr - OSNER (Br pefsBhvielty, SGey FarRFy Zaveletbed B groression
1evels GordNehad Woekldin RBM k64 Qesupplopaent woiuui ths&G% Bt dynamic
expre)s ﬁté) %&eanﬂ:éf f @tﬂll cm\éﬁrr@lg %tgniha% Eﬂwsl—g@ﬂeutaﬁﬁl sibly
& W trrc]:-g:}.'l e u ? ngﬁce%% r identifying tumors
FEﬂ FFRTSEr &BY diry 3 iunan e ryoni ¢ Ki gney
with grsafer Gé’a"tjéllb’gtYnE‘?rﬁé’Pz 24573) were al so obt ai ned :
from ATCC and cultured in 100% Dul becco's nodified -
Eagletes sBadbbnds wpplveasrtedonwstducth(¥e FBSersilig, and they
modulgteglvm%ylaégg&@ B tARLnClHGxgahd P&bmn Bt B CHO 1 Wt

confo&a{‘ﬁllon aﬁ?lﬁg?tlon tMg@JL_:Yckgﬁge I ggff 1M g@%ip%s M@ll a?c'@lesa_on

2454\ t 0S| say 10, 2005
and Sﬁaéiﬂ?ﬁ ﬁ§t1|v€§0 ‘Egpe Rﬁo‘_‘ZIL/'T%&P g- ¥t § vvel‘e B e dS
manisthi pioloatiest. n TG : el I(2HI1A) eS¢ BHidd ‘ff(‘}e%(ﬁ’\‘é?‘%’“tf %matw
alter2édicRpUmSoaflgcim erotineal edeatiinh wnéqonmbimranssdoabehed
carbol%nﬁalcé TRAldenk n(gregmagém UBLRNERNBISIyONSctalp 1E :500Qs09) ;

t rva ZSZh 1 CIJ C b t teb% a ev.
Dube g sub ecthﬁg to aDV|%b| lﬁfzt‘g g % L‘%n (ZH%W %E& N £ R

SS% la S%na%(rt nksroge in the
Cancepy Seé?rel 'ﬁ??@ﬁ}aoogﬂﬁﬁsﬁ]ea&&%ta A S(ﬁ abi 1P
homing Rrfohwepa) cellastpepeqifiec maheff aét‘%ﬁté?t%’"i)r(é?ﬁ@él st ghohcancer
Res.,C&d:b7vd aboda)t yorexperdenEnt, me® ¥ epeatlsls dtlovBasTakedr @s a1.
Cancepl{ggs i J’sﬂW(L(QB%)/Q Aagggnhkg!énelﬁl%eﬁBS} SRhA et samples

nedi ate sensitive cell ~daf -
From f}ar‘aL %tyl |$ “Bet ween PP (flv in gp%%dg%dtmo

other
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30 experinents -or between | ow and high serum W
defined a cell line as sensitive based on apoptosis
i nduction of at |east SO%of the cells at an

WO BHHER2HFRAI L concentration of 1 ug/nl and a?CT’USZOE"W?‘ls“

i_nt er medi at el ensi sed on.variabilit
- srveontyib SRR AR b Sy Se Tl P BhAT ok L0

samplespx PRYANRBNIEL b SR 951 BB FEPBPEIER (Yeis%sav%“refus hi gh
(1099 serum Apoptosis was quantified by flow 35

smeTHOpg Cytonetric anal ysis of the average percentage of
harvested cells (adherent + floating in the nmedi um
stained with Annexin V (BD Pharm ngen). M croarray

MaterighGhr i di zati on and data analysis. Total cellular RNA

cell cWASrOrepaced hiommtiaatedr&tllscAQrRNeassenlEibeo, carlabad,

ca), nc(n%@egleaamkia%bﬁd TQBMW&A@SQI@%?@;@ dgéexqggal GLeOid @ awrence

ot <1 .¥Ety PR Vi SUL) (RGPS Breos R0t 3oy b Bemav-

a-GalNagsivag PReshaAe hiAsm dﬁ@d‘-*ctﬁ%mm%rﬁéér SERAT, %ﬁm%lﬁeémcludmg
etoposi@engtd eszurbs@RRIne W20 G700 22214 PCI# 1982 06/ D389 40} -
(2004); Yauch et al., din. Cancer Res., 11:8686

05) ned image files were anal yzed Wi th
Cell C“(];‘EKECIEI%% S?ri(l AFfymetrix), Spotf ire, GenePattern and B
AlL 118y JEpaR | TREEGVPEW, C°Fd | WEREI fIFOT hBaMSst20qi FREFERL iTmpses  see
supplerexprlessed gerresbbeingéeirosehfsiCt by @S dBraskeiweAy. Celhany) and
culturdd H@%’?"M&m@luﬁ eel a6 It coX RLASSINOMR Makit®S1430 hdath inactivated

fetal b‘é@gﬁea eglgl'nf 'zl tt\h?r %ﬂ?c!am%laﬂgepo glﬁni%%EWvIltahmtnbﬂ@lblotlcs like

rlatlon acyr oss beln anal
penioi G TGP BT 1 ST ERAN T S SUSOT T = Ya | SAPRLRP BT -
1573) waephbse obbmyafi Fepw AfFe M FRKUARd Jﬁ’i RO e ReaeP” %rfP.Pdlfled
Ragle'dinkdBime ag@1bednrvee nwihX 1 @NGBA TheNBE Ararylaiich mutant CHO cell
line, WRESUGH| NGE YAlMESe 3o eXCldi-po-genas mat (ohayhng, .
both conditions. 10 Expressi on constructs and
retroviral transduction. A DNA fragnent encoding

| Cell visBEKARSESYR SHFS"RPEHTE PPURFCDNA pool ed from

To GetoApd@i /ITRAl for kel TRIGL eddllpoBNARIELEd i brivdérdtenit [Ps well
plates,151154&b) @ctagkor& be Dhkratageteh toagenet al ecbidi@snt human

ApoZL/ﬁﬂng E‘ée!ilﬁ&%aéiﬁgo :,Iot&gelﬁ?&\g[:féél OI’,}LPp|t§S%§i3 aﬁh/ml After a 72h

lncubatﬁl-u%}g d:glﬁggﬁ.%egel: t%%nks(}%a Thldﬁ,ﬁctc:: %n“srg_a(bligt Y\Iivlag er}fITT assay {Pierce)

or CelhfhtgBt&lo Hﬁ{nz.zha&&eqc 6°siebhied g;lﬁi??ay {Promega) - as per the

manufacturer’s protocol. Each cell wvizbility experiment was repeated at least
three times in low (0.5%) and high {(10% FBS) serum and intermediate sensitiwve
cell lines are defined by wvariability betwesn the ICS0s of independent
experiments or between low and high serum. We defined a cell lire as sensitive

based on apoptosis induction of at least 50% of the cells at an Apo2L/TRAIL

' concentration of 1 ug/ml and as intermediately sensitive based on wvariability

of the amount of apoptosig induced in independent experiments or in presence

of low (0.5%) vezsus high (10%)} serum. 2Apoptosis was guaantified by flow

-oytometric analyesis of the average pesrcentage of harvested cells (adherent +

floating in the medium} stained with Annexin V (BD Pharmingen).

Microarray Hybridization and data analysis. ‘

Total cellular RNA was prepared £from untreated cells (3 x 106)‘11‘sing. the
RNeasy Kit (Quiagen). Labeled <C<RRA was prepared and hybridized to
oligonucleotide microarrays (Ul33P GeneChip; Affymetrix Incorporated, Santa

_ Clara, CA) as described previcusly {(Hoffman et al., Nat. Rev. Genetics, 5:229
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_supernAl

alterations in the sequence honol ogous to the si RNA
W t hout changi ng the protein sequence. The nutations
spanned a region of 10bp in the center of the 19bp
WO 200RBRR2BE ndi ng sequence Thé DNA sequences f RCTIRZPeYG18%4
and DR5Short, DR4, 20 murine TRAIL receptor, DR4, Fas
(2004] y dEehantet 131 . | TRIFRL arfereSakes(- be%lagé%rl(aﬁqs)))me‘icé‘n%‘#doﬁ@%ﬂe Eiles
were famanyeONAripholcaNerHiPi rser t @dfimtoit)he pRKEieXpr €éasémfitern and

cmaé’@,@&:@éw@@e rt%ng.@é:rl&fy Q=g M@&SMiﬁek&&layiﬁ@cﬁré%fse@%éhes between
sens:L?Jnv% D re\é\?srteamgeneir at.LﬁdesbyweS sug éc%eg{ flnc mut at 1,0 values to a
our FEohT e t o al ani ne resiaues, - Mi Exﬁ\O fﬁjﬁﬁ
variaghop) filpenxhatjegmjudyd peRRe T’%ﬁheﬁ%ﬂlﬁél (GTEIAAR REToss the samples
beingr esaldued Mt BxstAnETISH, aTEZ1]-cRARR, 428 'El’SfSLut&’ldrBirlatlon over
sampldd ARGk _i&né rapsd eat e 4dat RidEKDGZiee! dnst W iddrence between max
and mg?f '}n§§§diﬂf‘ &QFS% eﬁgk&egf +ANLQ2RORE Of d1¢. D) ng&*éseﬁoé"’%iagying both
gidone 'n 6 ates at a concentration 0.5 ‘
condipfioRfel | of the proapoptotic nol ecul e and 2.0 ug of
ppGal NACT-14 or a vector control. Cells were
Expreidiah Sdoret At Sindgr4i:-p01{:20t afdnBeuatA0%, according to the
A DNWEQJQIQ,]SL&” Sﬂcoﬁlﬁéo&@&éﬁ'&m%% ! %sn%lénéfc?hffd&" UGk Yloled from

S \\er to . apoptos| s, a

3po21 RS0 asat S o) £ M1 e ORGL FORTESpptSiNART. HPgpion plasmi
pebNARjt dATEltiesss) crobledd At-6e¥HeapCEREPtRret b E r eprsfuedtowas then
subjedt@dontechyiteH ghrddteer wetapendstal shipeeinabant Butagesesis  kit,

'Stratzgﬁmﬂgf a@&%eﬂéi“apc& télﬁNMléﬁphﬁldﬁﬁl::pe{haQelhEdl J;IHE wobble basepair

al terﬁ%ong % Iangc C Ie %%%&fé’ﬁ%re e ht rﬁ mgs? :i]tg)d al..:ﬁ? IS n%\lgzl %g&ouﬂ: clflanglng the
proteifpRerEY - { Parfgfté&?n&n S%ar’fﬂleﬁosd E691T PArigeP Telthy center of the

19bp sdRYACIMALtY Bewiegrcog/THe PO shaeress figlk| PRe@dod\pngd PRIShort, DR4,
murin€ @RLTT FHERELON DRE LFaatl (ALY pM trerenhanRxi HeeEtWa@Pant) were

clonezi: o'fLrQrW QQNA r?ﬁ§ﬁ§0tah§n 111%@:!:"(].8%. V\ﬁgtl% S’!:‘i%oes%%ﬁﬁ&gré?ls:mn vector
(Genentﬁah)t r anglfygg%%' gﬁlcu} &ug I’%ﬁ QEﬁ%gL’S r%NRS 5 were gfaneratgg by site-
specliSCGHINALT: P4, fwesbwam% tocakrane.- BRSO e (1130, TI31,

T132, desbyrred fbye Bhatmgentc( e radet tresid@G8) Mush¥mp t{hedq, Ti31l, Ti32,
135, Prapsi et @fa)ﬁsS&liﬁCt:k&ﬂsf%Ettho@.r [ ihtoTh-&KSQi ecbelt with expression

constﬁl%gye% o§ic % 4 n GD v&%ll lates at a
Cmert}iba%’é‘ 2i4ﬁ€$7%é2@66/%§1%§‘2?9§}’ Zt‘lfz 52-0 ug of

PG&I%'FAG&GQTM CFPESGTRGRIETHT L1y weze G)ra{"gEQt?cD yedrg Q):L';:oofectamlne
2000 s¢dSabNACTEo3 thd) marﬁlfa@@#k@A@TﬁﬁGﬁd&@AC@-ﬂ}od’TﬂhT 8'48h incubation,

cells (wege %)bee%%giltg E@ﬂt&)s1§|a§ai3mg-r 3 (2) S

"R L GRAERRUR (BT e s
into (%EQ P 193’:::5@?_:{-_5&‘: B'etttzjr 5{Clontech) ngh titér retroviral
udlehl t3e ¢m6-28phd Se(pd:D MO 20he. Packaging

cells %)e@%g%?s%egteds usg%A Tﬂ—lé T%&I@Jog%n) ( %E’%Jn@tants were

21 oubl e_strande
15013%% gc??ﬁ‘uc"’f &5t | &5?,115 n&tf? n%‘f’ ecf"é i nto tHe® espgﬁ NA%OHQ with
1omicroginl |Hopgereas. affilpued doncetr sfl?f@ﬁf‘éﬁ‘atﬂ"sﬂ fVEP oft eOR *Pm to
erhanc® RifectsoRNActupliexesragaiansbna a30hs tdrgetidjgeted to selection
with SEAHRNEE p@m@rcgggon) was used as 10 a control. Cells
vvere transfected using Lipofectam ne2000 (I nvitrogen)
reverse transfection where cells are added in
SiRNA %%&%ﬂﬁ%ﬁrﬁffﬁﬁ?‘ﬁ’r BIMIPSPEY | i pi d- si RNA conpl exes.
The =iBBASeEhiEt DPGRINGCTi4qpobeelWNTie2088rwer-@ asl PBs wehe designed
by Dhd¥BAACLEFBktse, Prc@b ?rﬁRngiAng Aﬂeltﬁr oA 1 LOGYD g&i&gmpe_lﬁhgma The
r S or anal ysi s or |ncu ated wit
seleceg@ Ee ?I?]cae%t& una C;AﬁOZ TRAI L, etoposi
SlGalNéf”édr‘*oé Gr P hé2F R TR T BnaraD A 7‘Zﬁ4f4dr ‘%’”F%BPWO( A

assays or for 4, 8 or 24h for Western bl ot analysis.
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Inhibition O O glycosylation with Benzyl -a-Gal NAc.
Col 0205 cells were grown in the presence of
Benzyl -a- Gal NAc (2mM or 4mM) for 20 72 hours.. At
WO 2067/8228H nt t hey were replated into 96 wel | RTd¥e806/031894
allowed to adhere for 24 hours, while still in the
siGalifyEsehd@) ofs 't HRCRHATRBFTHFSTOMETATe T el Lhe $FENTP dete!
siGalNidrhs | 11¢F eas taTaconrematToasdn i  Apa2kY TRAD Lipaso: 17)

smam;{e;@waftzﬁ;d ANgcaadbl 26 1ethdhca avhR i | {13y 7ASEAY - 10280: 18)

: s1mt%‘6}n | a&ﬁ‘é&&%ﬁmc@%%ﬁpgﬂésanp Ry '\@ﬁ? ?1%6 ggscript

SI on asSSess

SlFutF@T (@bﬁ UAT TR R A A a ghdn 3t eiﬁ?ﬁ?’qdé@Q I?r%ge} i pt
siCaspaeed S SWeFRCHACTETACCOMRTCE ATdTe 3 holFge Kbe i 172g) gene,

 sirvASARPE AREn{RAULd SolFR SXPURISS tiadSl RhIAkbZAGs and transfected

into gfl( rree% &QHVX a%é’ﬁ.s lg.ngs Vgt) @E.z'lﬂ.e rc/ogéé}ﬂgaﬁ%}lsog O£5 tnlille for each

30(cat #:. Hs00 236180 Gﬁ

SiRNA ééf% s 7GERSE. i “BTE AR EAPBE TP am&ﬁ%a@?s used as
a COIWE‘PJe piplehasen f%@mﬂﬁﬁﬁﬁ‘i et iBRodyRIfEARAIFERR0Er (EhTifrogen) by
reverdsA)trahdfEinop e@bepd t@lllonaraNegied nioh|sotparadby SicS taAdpre-plated

11p1d%@.§1kpocmm§§exelsp C&%hﬁ&@gﬁs (%Elixpﬁlgﬁ%%@' P-NQs per the

manufelﬁ?urz‘?’s ag:‘]% ggi:ll _%% and 4G7 CC§ %ggvgesrécgae.zﬁ%lsged for mRNA
analysizs 3or awglst?fa ﬂﬁ%cﬁfﬁwwu Bl s 20RALE TR e r AtgpPside or
staurggpoGarre At eh, addhtionadi 3y 7Bl dept Orb PGt usisens profed As 8 or 24k
for w@&eamwlgem&almgi, -DR4 (4Gr) and anti-DRS (5C7)

nmonocl onal anti bodi es, used to i munoprecipitate the

Apo2L/ TRAI.L DI SC, . were conj ugat ed_to agarose using
Iabibitign |9fnRHOPEP R L RF e FhE G PR P (e RS ent at i on ki t

Colo2(5c geBlogedd arawbemn Ah@@@?}%ﬁmmﬂ@pe@ aTPra Nant {20PRgr 4mM) for
72 hof3Gl )t atih sapbintDiEBef 3H3): FBSIRELONAIcoant idali pRtedsed lowed to

acf[hertaI %rl MBQ&H @ﬁ_‘l.lleo@thfl %4&; b@e@lngg of the :thlb:l.tor They ware

then - lfmfl at recl I tat %a?sﬁspa%,o@%gn Ta Jt.clzngzl?g #&8021.?%%%1%" ai ﬁf:fjated and
SUble%eén#OPPeYléélllFEA@%aﬁgged Ap02L/ TRAI L was prepared and

cross-linked with anti-FLAG anti body M2 (Sigma) as
ouantdQsoFd bed (Kischkel, Immunity, 12:611 WO

GalZ\Ta\:ZIDQZ/ %32%4EWTU§2QQ‘Q£QC§E} 1.94e}éi?3%?9c)r.) le-augﬁggave]g:e assessed by

eri nent one revi ous descril

q“antl,&ﬁgﬂe/ ?Fmﬁ’ci_RFEﬁ?% S&ﬁ?draréL RTBF SEERRATPE i sTr(aRF‘é’éiﬁ’iEeiLe"elS vere
normaldgpd afe The BRELEADIST oarUNCHEBE pid ardsypts are expressed as
normaldxper tXmeiSical salwer e(pefh or petheago®s C Eef3e EorexBeptalNacT-14

(cat#d Nabo@RtiadDOR} ddeyY) AWAALE - DRAck 26460227000Gh 0B ana  carpw

“{cati: QB&&%?IwereV\ng%hgsl,erde%rorry}!;pplled Biogystems {(Foster City, CA).

Imﬁuncprecipitation, Western biot an'aiy"sis and antibodies.-

iP:; Anti-Apo2L (2E1l; ATCC Accession No. HB-122586), anti-DR4 (3G1 and 4G7,
ATCC Accession No., PTA-%9) and anti-DR5 (3H3, ATCC Accessgion No. 12534, and
5C7) monoclomal antibodies were generated at Genentech, Tnc. using receptor-Fco
fusion proteins as antigens. Anti-DR4 ({4G7) and anti-DRS {(5¢7}) wonoclonal
antibodies, used to immunoprecipitate the Apo2L/TRATIL DISC, were conjugated to
agarose using the ImmunoPure Protein G IgG Plus orientation kit (catalog
nuzber 44990) from Pierce. The anti-DR4 (3G1) and anti-DR5 (3H3) monoclonal
antibodieg, used for imnunddetection of DR4/5 in DISC immunoérecipitations,
were biotinylated using EZ-link Sulfo-NHS-LC blotinulation kit {catalog number
21217) from Plerce. FLAG-tagged 2ApolL/TRAIL was prepared and cross-lioked with
anti-FLAG antibody M2 (Sigma) as described (Kischkel, Immunity, 12:613%

62



10

- 15

20

25

30

35

40

5. conjugated to agarose for the i nmunQprecipitation
(Sharp et al., J. Biol. Chem, 280:19401 (2005)). \WE
5x105 cells per well were seeded in 6 well plates.
WO JBH02NAi  knock- down experi nments, cells vvere&c (%939@6)31894
2000)}’;"0: dslef LJ%;@%SI’E?]H%I wal\%AS}eer dc?rlg]e 4a§h feg%l gg?rderl 63?%2 Aﬁeﬁ/TRAIL—
FLAG ol I%nt\ioe}?lewlo%%%hédﬁh‘ﬁﬁsce (KH1dEPBS a?ﬁarfpysea'h$n DRg{5 DISC
immundprie t gt b0 0expent mantE Nngl oy petco pecidrygd sisbaéfoetbd@ Oexrdot. that

amzudrlEPE&qu_bl-_l Tang, 0 :0KClscd. 5mmwch@rgi21g:§eiﬁé}dilém&e§8d directly
C a .
conjug"lc‘atggﬂ Pc‘t: e%?arg%é ri%% Eh.g QR’LU%O %ﬁrﬂg @atgg %&\%%retl 03:12 O%J . Biol.

Uci ng con ons - on
Chem. 'grzg%hléﬁf’l $B¥Hdryacryl ani de gels. After transfer to

WB: Spiofr exidls| _BP@Q@lﬁEN@%WQSdE(dSGN €i edldr ramtksSc Rore| ANpL t kreock-down
experif@Aty anesiyerael neshatietifiordddieidncl@¥mlh ron- E@& rfollowed by

Apozbﬂ"FRlAfL &%Wdﬁ r 8f Q:I: l ﬁ\ﬂedA@ératﬂlJ] 1&1@9&&@&'&%1%4 Igf t ﬁ%e, cells were

t -
vashed B, 8O PBHY 800y oot - s e b R sy 1veis
buffex( i-’*‘iO@’OHEWaPIFn"n@en?)O Hotide arft MMCEPase- I FRTA Fody ™ DTT) .

For edsB4sédp12000,nsMBtdteinaldy bepmtricedBicidantzicbodng( derB@O0ne on 10%

or lO-BhJ@r ghﬁg@ﬂﬁ ,Snéaﬂl&ﬁc@ﬂﬁi‘ﬂ@?@ewt izBegy &lmé@@a t£RTBRIe1 Lulose
membrades 9 qﬁ. QS:L(L.r acx%'éil cdz%w%i)bq.ﬂg n(e%bg‘%l x§ gn %og%ed% for lh in 10%

I Ot ec nbranes were V\ﬁ Ive

non- fa\ﬁl it B§Wfie‘b @D%é’ﬁ anahtﬁﬁb?frfé’ﬂbﬁf’%’d t\?FtﬁOltlH%mg primary
antibqddsye ACRY exférepcirdase eohjnedut €6 1aPd i WPy (rpbif jsmli-caspase-8
antibagigC andaroy, amhihadysr)]: 5000; Bugradipakbers 3thtAbssy e (1:1000,
MEL) , 'I%H@fta%ﬁ& e ean\ﬁ@ﬁtnﬁd (2008, fﬂ'h‘é@mnt.d RES, %aﬁb @ex@@eﬁ@ antibody
{1: SODUS&dlgn g anceg h:émact%rzrll nesl encg( g%l_ Sant ru E %xology)
88’ 16 K5dak B ofax Fii 5° éwctao tZtJ7°7A

Membraé‘ﬁ%tl YRes wasligflf At &RpPRSEitonTRY /th°e°fr*’f\lFT““f93ﬁ1 3 then incubated
with %mpg@gv@%raqqxjia@ﬁ@:qmagg@@ﬁ@ﬁfpnw bgmlf:z.ed secondary antibody
(1:500bl OBBRSGANCRrAEE | Ml €the Qlchb 8tk Mo RAGR)Y USARY f@ve times and
develogég:su%gl Q%arréegwcﬁgrﬁlqmﬂr?erscé&e&t (%ELD mﬂgﬁ% and exposed to

 Kodak giom nog%ﬁd]orretry System San Jose, CA). C170 and PSN-

“transfected with indicated si RNAs for 48h,
were stained withl0 pg/m primary antibody, 4G7
Flow ofasidtrRrs oma3idid:(anti-DR) or a nouse 1gG control

Surfac@ngscmgmnoef 1 akr Zkgmlﬁ?lrleée%\%gtg fmegnmeegawag&mmed by

n,in ar es

_ PBS
florescence ac%:wag ed c 9_1'_,1 storgnﬁ[?uéégc usndugry ECA n%a(ld. ur flow cytometer

secon an

(BectoeJ%ﬂa%%‘anL%%ﬁnafww%%sy Foreegp SFnoee: 4G -C8Y s 2o PEY-1 oelis,
transfehert anell vizédcdyypd f $i0WAe yiomeshy W85e usianged wEACS ng/ml primary
antiboGq] 14ar (duk OWRQY t UTBLEN (anCASRAS @ras SRYiSe @m&%ﬁéngmody for

i1 h aacCtéfo\é' ti Sﬁswegeaéééye%s%d%&ﬂ %Bﬁso%lmo h&@sﬁ?c%sated with a -
50rrM H 7.4, 100 % sucrose

FreoseHRETATC D, TOERASE itA° LOHVIDIT) 5 BOHai T Rl 0omkeon
Laboragitigs) t fer P UBFD FENREC p el i 8l ereke- DRYDAAFCzeACRY iley cytometry
uging wassaFeaslibed feontdyaooitsky over the indicated tine by
- the rel ease of AFC from DEVD- AFC using a Ml ecul ar
Devi ces fluorometer in the kinetic node and with the

e Ps 05 B10 filter pair. For the assessnment of caspase
Caspasgc%/—\'jl F?tlzet:’fi?@ Herg gEgpyed at 37°C in 40pl of caspase buffer (SOmM

HEPES pH 7.4, 100 mM NaCl, 10 % sucrose, 1lmM EDTA, 0.1% CHAPS and 10 mM DTT)
containing 100 uM of the fluorogealc peptide Ac-DEVD-AFC. Activity was
measured continuously over the indicated time by the release of AFC from DEVD-
AFC using a Molecular Devices fluorometer inm the kinetic mode and with the

405-510 £ilter pair. For the assessment of caspase activity 20 pg-of total
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15

20

WD 2007/ 022214PCT1US20061031894 cell protein (Triton
X-100 extracts) was used in 40 pl of caspase buffer
(contai ning 100 gM DEVD- AFC). Car bohydrate anal ysi s
WO Wp7EED4der i ved DR5 5 Monosacchari de conpo G 513005(031894
cell pwﬁ %ﬁgel Jﬁf:g[;erl D@:S?Q'?x\é\é%o?)o?%zl P:Fegi}égé{o }}/ o%l glsﬁc’ase buffer
Con“ﬂﬁﬁﬂﬁééédH%PFﬁ%éFWas carried out on a Dionex BiolLC
HPLC syst em using hi gh-performance ani on-exchange

carbohﬁbamhgﬂfsap% eﬁmagﬁgmtaom% pul sed anperonetric
mal s_ a t_studie

e, tOI‘ eno a ,
onosa EELEEC corbp tHisa 57, 2o Rl SSIPRL Shbs Dl Gpaingg, sreer
hydrolygaf b*ﬁfth 4 METFMSAPH%@#@ ‘afcélh? mfteas o reRtenteg fdes was carried
out onard NBdonkeUSLAIG fERC |styytefrrorusanm i ghHpeoforhavee kanion-exchange

| chromatReihe fhRced t8N: eXPedd BRidraheGliddyereMdyr. Of the

experi nmental procedures were approved by Genentech's

Institutional Animal Care and Use Commttee (I ACAUC).
Animals) 8od 158+ \FEPEITADATET¥d s.c. with 5 x 106 cel | s/ nouse

FohalGo k208 ¢ DEB-Mican (rHRKG: anso Q.akod:36 e Bhs /Hapkme W, USA)
were adcDL320HIReumBaq0el Mmaa%haﬁ@fg@mﬁy (FARRS mCRIImbYe 1 week

before ch'ééelér En gg}%éﬁ%gil%) stu 1@@%%@ e%@kﬁne‘ﬁ@igf procedures were

ecte per and tfunor vol dnes
spprovedor, GEATRATTE, H@S&%ﬁgt’foaﬁ%n&mﬂ G2 i F tree (12CAUC)
Mice werB=igiogriRted e evithndrs 1P egeHedmeropop i Fele05« P3P-1 and RKO
or 20 X0 nglds/miwce ok cels@nBeRTive0 cglaupactianth b3t nBRtrican

Type Cr@SidNbsiRbethn) ntf&e@rx{egeﬁl@e@ﬂlaws berd)eoV dRey &l £1850Fa1
caliperégﬁﬂz l’E/ TCIJ:%A Ig'c‘;lu&m gyl%Sl%g tq'xay%omula%i }QHAleng

redr ¢ ting

(B= Wldt&éns?‘f‘fevF?‘Vrﬁfreécﬁﬁ%?aV?]é‘ﬁetqﬁsﬁ%o orz‘lf’el"“i‘T sréirﬁ? | gegegFandomly
greupeddernd hreavept earimist body nvonpritoherg Ivhel .ot eptbfvehicle ox
ApoZL/'I'E.XHm(BG ngy/kdyEappramasdanot4 asue or cell sanple to

det ect expression of Gl Nac-T14, wherein expression

. of said GalNac-T14 is predictive that said tissue or

cell sample is sensitive to apoptosis-inducing

activity of one or nore death receptor anti bodies.

2. The nethod of claim1l wherein said expression of

Gal Nac-T14 i s exam ned by detecting expression of

Gl Nac-T14 nRNA. 3. The nethod of claim 1l wherein

sai d expression of Gal Nac-T14 is exam ned by -

i mrunohi st ocheni stry. 4. The nethod of claim1

further conprising the step of exam ning expression

of DR4, DR5, DcRl, or DcR2 receptors in said tissue

or cell sanple. 5. The nethod of claim1l wherein

tissue or cell sanple conprises cancer tissue or

cells. 6. The nethod of claim5 wherein said cancer

cells are pancreatic, |ynphoma, non-small cell |ung
cancer, colon cancer, colorectal cancer, nelanoma, or
chondrosarcoma cells or tissue. 7. The use of an

ef fective amount of death receptor agoni st anti body
in a nethod of manufacturing a nedicanent for use in
a nethod of treating a disorder in a mammal such as
an i mmune rel ated di sorder or cancer, wherein said
nmedi canment is to be admnistered to said mammal after
expression of Gal Nac-T14 is detected upon exam nation
of said manmalian tissue or cell sanple. 8. The use
of claim7 wherein said expression of Gal Nac-T14 is
exam ned by detecting expression of Gal Nac-T14 nRNA.
9. The use of claim7 wherein said expression of

Gal Nac-T14 is exam ned by i munohi stochem stry. 10.
The use of claim7 wherein said exam nation of said
tissue or cell sanple further conprises examn nation
for expression of DR4, DR5, DcRl or DcR2 receptors.



11. The use of claim7 wherein said tissue or cel
sanpl e conprises cancer tissue or cells. 12. The use
of claim 11 wherein said cancer cells or tissue
conpri ses pancreatic, |ynphoma, non-small | ung
WHARCEY CI&3MBR €ancer, col orectal cancer, mel anomm, or
chondrosarcoma cells or tissue. 13. The use of claim
. B mecntersk np]%lil@:ftfl(?t@jt tNe sumuntivoty DRS aagannsliantdikedy or

cell s%@vl%d%naégﬁ{ Q%cte?)t&@' S BIIR| - codfrisiRg HEE Oferflai M
mgerelrléh enot hera euti.q Sggntée) oL+ rggu%égo 1on of
examinirg Chs, MPIME ISR FARFRT st ered Tt
GalNactld oFher el n kP SRRELET P h S@)}tdoﬁ?i%ac ah*lotlax%edqﬂgféaﬁve that
said tigsugr owt helhhddyiptler §s ageniti iiyeaks capahtioniist ér@ering
activiSaicE BBEN®E .morkd dedbr tise@forchatbadimzer ei n an
effective anount of DR4 agonist anti body is

. Thevg}~| hmdsggr efgaltggatsalhgr 1d egzﬁ Tgll%ntj%% ghﬂ@'ﬂﬂls

I'n"Sal rec tor
examln%%ﬁ%?ﬁ§é§c%%¥ﬂ¥?xﬁﬁﬁ86t &ﬁgPBS 4 mpga The use of
an anti body or a polynucleotlde to detect expr essi on
3. The qfet@adNac-dlztin 1 aheasiml e exkssessiom odl GasknpllE di as
examind&yTRAMEACE W@ Pkn@ski§. or an article of manufacture
for predicting the sensitivity of a manmalian tissue
or cells_s |l e tq death receptor ni st i bod
4. Theﬁﬁ%ﬁ@ﬁnOE%%gggélo uhFREh; ﬁé%g$%ﬁf sge rgélgﬁthlng
expresgitat o§aPB4t i Ffue DsRlceft %ﬁé’r%mrece@t%remmt Fé‘ed fplssue or
cell sagdpt.osi s-inducing activity of a death receptor
agoni st anti body. 19. The use of claim 18 wherein
XpEe 0 Lol Srexan edobY comprises
> Thegeétgigtgl gf é%lqﬂslsltdgg%y@%all%ég '?’14 MRNA. p 20. Thpe use
cancer (L SoUg; {f 18° Wer ei n sai d expression of Gal Nac-T14 is
exam ned by i nmunohi stochem stry. 21. The use of
6. The glegihed18f oleimeiSn whhee tetwrdtd eanter t¢rdrl scoiprpaeyreatic,
1ympho¢ﬁnambmke@a11nrea&pues§|cmndﬁr,DRéloﬁf§ﬁndarR1pobmrékﬁil
cancer) GRARLEOKS, | M SBFhatrbssteo &ahk samilfue. 22. The
use of claim18 wherein said tissue or cell sanpl e
conpri ses cancer tissue or cells. 23. The use of
claim 22 wherein said cancer cells are pancreatic,
| ynphorma, non-small |ung cancer, colon cancer,
Col orectal cancer, nelanoma, or chondrosarcoma cells
or tissue. 24. The use of a kit or an article of
manufacture in a nmethod of predicting whether
mammal i an tissue or cells will be sensitive to
apopt osi s induction by death receptor agoni st
anti body, the kit O article of manufacture
conprising a container and a | abel on said container,
wherein a conposition is contained within said
container, and the conposition includes a primary
anti body that binds to Gal NacT14, the | abel on said
cont ai ner indicates that the conposition can be used
to evaluate the presence of GalNac-T14 in at |east
one type of mammalian cells, and instructions for
usi ng the Gal Nac-T14 anti body for evaluating the
presence of Gal Nac-T14 in at |east one type of
mammal i an cells. 25. The use of a kit or article of
manuf acture of claim 24 wherein said antibody is a
Gal Nac- T14 nonocl onal anti body. 26. The use of a kit
in a nmethod of predicting whether manmmalian tissue or
cells will be sensitive to apoptosis induction by one
or nore death receptor agonist antibodies, the kit
conprising a container, a |label on said container,
and a conposition contained within said container;
wherei n the conposition includes a pol ynucl eoti de
that hybridizes to a conpl®&hent of Gal Nac-T14
pol ynucl eoti de under stringent conditions, the |abe
on said container indicates that the conposition can
be used to evaluate the presence of Gal Nac-T14 in at



7. The use of an effective amount of death receptcr agonist antibody
in a method. of manufacturing a medicament for use in a methed of
treating a disorder in a mammal such as an immune related discrder or
cancer, wherein said medicament is to be administered to sald mammal
after expression of GalNac-Tl4 is detected upon examination of said

mammalian tissue or cell sample.

8. The use of claim 7 wherein said expressicn of GalNac-7T14 is

examined by detecting expression of GalNac-T14 mRNA.

9, The use of c¢laim 7 wherein said expression of GalNac-T14 is

examined by immunohistochemistry.

10. The use of claim 7 wherein sald examination of said tissue or
cell sample further comprises examination for expression of DR4, DRb,

DcR1 cr DcRZ receptors.
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11. The use of claim 7 wherein said tissue or cell sample

comprises cancer tTissue or cells.

12. The use of claim 11 wherein said cancer cells or tissue
comprises pancreatic, lymphoma, non-small lung cancer, colon cancer,

colorectal cancer, melanoma, or chondrosarcoma cells or tissue.

13. The use of claim 7 wherein an effective amount of

DR5 agonist antibody is administered to said mammal.

14. The use of claim 13 wherein a chemotherapeutic agent(s) or

radiation therapy is also administered to said mammal.

15, The use of claim 13 wherein a cytokine, cytotoxic agent or growth

inhibitory agent is alsc administered to sald mammal.

16. The use of claim 7 wherein an effective amount of DR4 agonist

antibody is administered to said mammal.

17. The use of claim 7 wherein said death receptor agonist antibody

comprises a DR5 monoclonal antibody.

18. The use of an antibody or a pclynucleotide to detect

expression of GalNac-T1l4 in a mammalian tissue or cell sample in the
manufacture of a kit or an article of manufacture for predicting the
sensitivity of a mammalian tissue or cells sample to death receptor
agonist antibody, wherein expression of said GalNac-Tl4 is predictive
that said tissue or cell sample is sensitive to apoptesis-inducing

activity of a death receptor ageonist antibody.

19. The use of claim 18 wherein said expression of GalNac-Tid is

examined by detecting expression of GalNac-Tl4 mRNA.

20. The use of c¢laim 18 wherein said expression of GalNac-Tl4 1is

examined by immunohistochemistry.

21. The use of claim 18, wherein the detection further comprises
examining the expression of DR4, DR5, DcRl, or DcR2 receptors in said

tissue or cell sample.
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22. The use of claim 18 wherein said tissue or cell sample

comprises cancer tissue or cells.

23. The use of claim 22 wherein said cancer cells are pancreatic,
lymphoma, non-small lung cancer, colon cancer,
Colorectal cancer, melanoma, or chondrosarcoma cells or

tissue,

24. The use of a kit or an article of manufacture in a method of
‘predicting whether mammalian tissue or cells will be sensitive to
apoptosis induction by death receptor agonist antibedy, the kit or
article of manufacture comprising a container and a 1label on said
container, wherein a composition i1s contained within said container,
and the composition includes a primary antibody that binds to GalNac-—
Tl14, the label on said container indicates that the composition can
be used to evaluate the presence of GalNWNac-Tl4 in at least one type
of mammalian c¢ells, and instructions for wusing the GalNac-T14
antibody for evaluating the presence of GalNac-Tl4Z in at least one

type of mammalian cells.

25. The use ¢©of a kit or article of manufacture of claim 24 wherein

said antibody is & GalNac-T14 monoclonal antibody.

26, The use of a kit in a method of predicting whether mammalian
tissue or cells will be =sensitive to apoptosis inducticn by one or
mcre death receptor agonist antibodies, the kit comprising a
container, a label on said container, and a composition contained
within said container; wherein the compositioh includes a
polynuclectide that hybridizes to a complement of GalNac-T14
polynucleotide under stringent conditions, the label on said
container indicates that the composition can be used to evaluate the
presence of GailNac-Tl4 in at least one type of mammalian cells, and
instructions for using the polynucleotide for evaluating the presence

of GalNac-Tl4 RNA or DNA in at least one type of mammalian cells.

68



