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WD 2007/ 022157 PCT/ U82006/ 031785 ASSAYS AND METHODS
USI NG Bl OVARKERS RELATED APPLI CATIONS 5 Thi s
~application clains priority to US provisional
| i on nunber 60/708,677 filed Augus 00 785
Wog@p(}%%a}pr ovi si onal application nunber 60/ ggiﬁjg??% )
filed May 24, 2006, the contents of which are

i ncor por at @8R8 i ueddbok fhehEBEGmrkikF! ELD OF THE
| NVENTI ON The Thventions described herein relate to

met hods and assays to detect biomarkers predictive

of sensitivity BEATEPIPRPRHEATENE| s t o Apo2l/ TRAIL

aid¢ orpplieatibe r deeps osriagoli b @ntdrbeibiesal h@b'ﬁxcata.on number
so/7oar | euwlad | Agubdhe k) nVQMS' ops her %::Qv:.éﬁ%h@f eaﬂuﬁlcatloa number

60/80%99%§e§%ya§43a¥§0¥1]}: o%ge E:—: gpw% (HZL ES as%g%o%gged herein

by re%Mren he 15 proteins
i%¢tive of senS|t|V|ty of nannallan cancer cells
to ApoZL/ TRAIL or death receptor agoni st antibodies,
such as DR4 or DRBrmgove St antenNradk es. BACKGROUND OF

THE |nWMhQ\he%Qr:M@E' Qé&%ﬂllzgﬁgges t@ngeehggse %N’%r gssays to detect

e ecr.osi s
Zm:a&@h?’?;? ?‘Iifir}L1g:ltFL Q e° nesénW:Lg"énc’cfl Fieg f"ﬁl FﬁJéLSaF? Z‘?PP%MTB%}%U and/or
eath XFoTy o8 u%??nl?t‘r ga&ﬁb%oda?% t AT RRECEIRYT adeorowpheps herein
relate tPNF“’-eﬁ-P?ﬂ?a Ppd tagaprs niédripsisefacholecubet associated with the
GalNac(-t TidmiDeteE" postihy phek X NpAldphA VY, od )éﬂﬁsh.&tl{r)i@yn oPelBmalian
cancer.( cé-l-ﬁ'sb&; @p&)ZL/@M 0L| &%@g’re Z)rl é&ﬁi‘% a%gfilé %gdh as DR4

-1BB | i gand,
oF DRSO&%O;}%SJF ea%errea to as Fas I|gand or CD95 Ilgand)
Apo 2 ligand (al so referred to as Apo2L or TRAI L),
Apo-3 ligand ( HWFAK), APRIL, " OPG
Vagans (Hasas r&&fderréﬁé:btbﬁs as:16ANKs | tgand, QR n@Eros:Ls factor

{TNF) TE’M}nllsa%vIAlbgen 1&E%e&egﬁr Eﬁeg atr% as F%%V%%ed among such

I ew,

NK See
visneBlerh 0 1900517 REHRRIT MRl N - ShBRCEcrosia factor-
ste JBF-pste. fgoéli(“f@ n PRk NP SR DISRF  (*TCobaa”), Co30
ligandOpfhp7 Ceyandpi 6940, 11‘:‘121@55026@ (260Q) ; 4+ dobstadangd, QUEET, Apo-1
ligandBi(@lso, »dEcFoa Ha3 26188 )1idd achcoytokidae, Refes € eLnd (also
referré@a.d:erﬂsCAE&;@_\S%r TII\ZJQLQ_. S’l aza‘]';l';l’soLQ%%‘ché/ t%t as TWEAK),

, Gr
T i r&%%rfeinigei ot i o Bl  ana mas
: (alapr IAE d:° S5 BlyS.gFArgey (Ti‘%@) (SeRalq-Py. etshipnazi, Nature

Reviewpf: JENG, 32 CRENCE I T ot M- e
ashkenBiigland Chemt, 2¥#d.1268<- 12890 8635996L AL e36 efaodd).;, dolstein,

Curr. hmmzlétvws@z%nu@%i) I(Ta’b.?gé) &é@!ﬂé nﬂef%&er‘ye, Agfdelmi% 2Presa,'
age “fE alr, Ngture. — 35
2000, %2% 3\;% ?‘g%%%ﬁr i3y 16 1987 )V\ljgm“"’S and

I g she
Dower,; 9% 428%'33 ?ﬂ}l‘&g%hé ng yScfirf.c’l q_tggr}.-., l\/&’f°§t eiﬂgtlet Aap.d Scd.,
B3:1880fRPES) B QﬂaltHBGSZ%L 5 2B1r(- 1D98ymunoThi eheager tisehe etcti et al.
J. Bical . (IBimol . 2CheRvs7-27810324045)32410=y( XR97) ; Fﬁﬂﬁlﬁltﬁl 3:673-682

(1995)ﬁ|Browﬂ1ng4QtE&p I\@l; 4"8-%&4--1&5 111%@ ( e et al. Nature,

357:50\098/:28426 publ ul 998: V9
ubli:ﬁ% |1§Eé§f O@#ogb}sﬁ%g @% Sh?/% g%‘}“i‘é'ﬁézi ?s’he%o NEWWS
P 1bore” et MaatISters & éce, C¥B5: ?6?)1 26@ 5379993 ; (1998)

Chlcheggﬁeé{heapt al),  Bisdkoehere: Bi76k 32406532880 (12909) Hahne ot al., J.
Exp. Mﬁchrﬂaladelr%eilsal (1993) ; Emps/zlv@ﬂs puﬂ:lﬁghéwéuﬁr 27/56Gos; woss/as751

publisHek 988 )cbeMikhopagny Ry, 9@§1@|21 el O g:hefﬁse u t al
Sc:.e_nce27%8 %%éazs% 2%# 219&11) V%JZOIQer/ngy%% Biol. Gsmzzz e(:LQZS)
PCTT US2006/ 03178 ' '
Schneider et al . Bxp., Med., 189:1747-1756 (1999); Mukhopadhyay et al., J.
Biol. Chem., 274:15978-15981 (1339)). ’
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I nduction of various cellular responses nedi ated by

such TNF famly ligands is typically initiated by
their binding to specific cell receptors. Sone, but
ot all, TNP famly ligands bind to, and induce
WO\?B‘WO&%}? bi ol ogi cal ~ activity through, cell P&Tf‘fs&ﬁﬂé’m”"s

" tembhidie Ge PhaFioust QeRGh AV aﬁe@;p@@sgg aﬁ%at@& .ﬂ.@{ n@'ﬁl" famiiy

1:1.ga11t:19 afs (E%:[c)élﬂutﬁntlpfat%e %:y dtgx%g_ h %%O?t 0! 21 cn (S"FJU% dgeeptors.

vesen_et _a
some, §‘§° %? e e RBeFamigF %’r%‘nﬁﬁ\u*—“f‘%cté’ ¥ %@ﬁér?ww biological
actl"’ﬁY:P’en"t “PrEd Fé”daﬂ?fa‘?% FRRRY, rE'ﬁNFiﬁZS” TAL | gct@ R, caspases, or
enzyn@Pxhat QérAP) cut COB0 cem%at}H\éEMlpcB&Ssz(sabaﬁ@leﬁf @hifbel Ot 1.
Cell,a%91ARe-das0r(1685085) , LR L{al ﬁgoﬂgeftﬁérﬁcgnbe{*% &8 the THF receptor

sSupexr 3_ | f
v I&\ht Blohes 358 £8 §%fr% grost 8b rNaFtsR%geP?‘ﬁ (% RANK O%-40,

cos0, BB B e et o gy e b Farernes
to aso T&AIL RShk éRazialsRarefearRe Vvicews, A0-420x 4ABRILE2002) DeRl, Derz,
osteopyiikearaz i (0a®d BRH tpd aB6ieNEBe 28&kriadD bs 1308r 139918?)AMP) {gee,

_e.g., Asklkenazi, aﬁ@iuﬂ XR&V;LEQ.S” Na. Q@L&O C@'Dbz}Bl ozlxs;ﬂ:%l d Dixit,

Sc:].enc"el 355 g@@ S el n %’Inrr

E@é%@zo}% E%’ ki R eﬁe? Tl ,E\Ca%—eg‘ﬁéesM
o pageds %%Sf F1 - CUEBeIBiPhy dF 7HI-752 (APPT) F8llach, Cytokine
Refersngq, 437ABNYC (DOTE) . 20PUssbeard DOWerLl; Brodeiley et al. cell,
104: 4855837808404 ctdB0%n Hoklwnneedod, aks:339s-38b0! (19@9}‘3mr§ohman at
al., 26@1&ﬂ9&e&49%%(ﬂ%9)1-&95£ 0%'39 .S E ]ﬁ-l s :Et!' (':]_ I\?roc Natl

© ncad. Agad, %‘?7' 31278313312@19%%)31 £1990) . EP 4 1%}%% Megflp 20, 1991;

Loet' Scter®

.. pubfis
. Loetséélu 3q5t1 199%1_ k3Pt Ghoen): Schall] etgal 361:_@19%)361 (1950) ;

Bmith f th ce, GAPEIfiE;10248(101D: 1683 EL990) ; phewi Sa@l Acad.
. e 2821:Dr—@!t;34 Nab#$1).; Acaddwi20 eSCki,, 8812830128340(.1991)3020-3026

(1991 CosxtimktkoRtc @k, a1 l\/thBcC%' | .8:Bh@d_ 141&%1%@%0(%9%%? et al., EMRO

o A 1981) 5655t aIEmBKOVI G 4ef. 2

thheén%@ . |i%t%k< ghedl 40 P00 Tt 1068 18%) ; «ass7);
Feon efal L Rithy <800 217?53%?93@1?9‘9791997): Pan et al.

Sciencey 27 driPc M98t 7 dian, et) al Bj AicnCheRT7:815-818 (1997); Sheridan

et . al 37 BeIounR] - 32'21-:B®3(E{|2997()199ﬂanDeﬁl-abSPOStSCéiengf' Exp. Med.,
186:1125611d k1343 ; (dB83€ 2= RAN L Blrr. SC lenc?eﬂ_ &g &Is_ﬁ% Tsuda

et oal. (191%.%) ’ 2§h§§'} q_QE ?QQQ %chnt%.%.l EI]:E>e< 277 818Na %1 Acad. S8ci.,

| - ESpost
ool B0 PR b b9t e Resba Tapa?” eeww%w
Moty &‘Eﬁ%m(Fl%?E)PtOTs‘@GalY mambext shaBRRE: 9®AcA3FEAbRure of
cell (49979 Noeptdnsi eincahdingPr extrMatiulafcad trﬁ&imembrane and’
intracQ4ubd] ek, (H29¢) oriQBBM-OWeha él:!aturally as soluble proteins

lacking®d@ %B&%mer%%n;?éldlﬁt:!algﬁhazr %gﬁg:{:nt of T%leh @ far,c&g%ﬁ.raé portion

o [ nber.s,share ical
¢ ool OB LY (LRE TR GP ACILBRgece peceern of matipie

-CYStemeexF’r%c@?‘T%P%r(c@?)ané??éﬁﬁ?%ﬁéo%ﬁba Nepteaciels ul ar

Tegltisisnd . refhfted o0 her spare bourrdrnatsr addnyi BiSaSOdMBLE vears

ago aspi otw@ibBs of aBKi TG &aﬁl@qwm&ﬁﬁe@nQSé@t f a§e| lﬂ:ﬂl et al.
Immni tyJOBBEA_sdbh €835 y.acal Lyl gr portic on of typi cal TNERS 712690
(1996) C% tﬁl/ §63§ rv%ogt itive am no aci uence pattg?’hl SF

o ? P 2542?1 éﬁ Eﬁ;:ﬁﬁ]:n'fg'Tf Bg)lssg?%r]'t.mﬁ@ 1988; US
atent f6r' B?ﬁ Fﬁ% JﬁFiEedt éﬁﬁ?ﬁ‘?ﬁ’gr 85279 -| | Fenduteflengted ntoivassequence
human %@fm pFRAEDt MRS 1§ denti fameth sevenahg )y eaps IIag&nsmembrane

proteinas. someBEEN: 0kn tﬂ]:%dﬂ-&\g: of ﬁgh!ﬂl oéolwié) l%long Sof - %olypeptlde

throughgle.zﬁyrnaty%cl QYeaQrE_g@lcf' O?J @éﬁ%ﬂep)éi%iqaf% 68%.}%%;@:0 dion (Mariani
=t 21196 ; V\glﬁ’nfofefs?s”“v@z%?}%&é’s UBYPet'gAgraphic studies of
solublergarns’ 8t | RRORb(FRIG cxeval 190BIoSeRat emubp@8Aia8hr to the
structujes WEd T8e peé nbierer4 e 2064 ) prothensf uhﬂfmoleﬂgtel& pat, I ¥B1ac. Call,

sequence 40 human Apo2L/ TRAI'L pol ypeptide is a
amno acid |long, Type Il transnmenbrane "protein. Sone

cells can produce a natural soluble form of the

pol ypepti de, through enzynmatic cl eavage of the

pol ypepti de's extracellular region (Mariani at al.,
J. Cell. Biol., 137:221-229 (1997)). Crystall ographic
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sol ubl e fornms of Apo2L/ TRAIL reveal a honotrineric
structure simlar to the 45 structures of TNF and

other related proteins (Hynrowitz et al., Mlec. Cell,
7/ 022157 PCT/ US2006/ 031785 4: 563- 57 ;
Woéﬂ‘}a/?\gé%ip , imunity, 11:253-261 (1999); q’C]f"gS%g"%’%;”S”
4: 563'\@1’1929!;9‘9?93&‘ %tt aﬁl T YE € ﬁaggcfzeie ?rglg%;m ¥gkolsapaya et
o B PR AP PRALD o mysoshemistay

39: 63 e | Sﬂﬂﬁéwbe FAPoRB(TEIEY ., tpkide PR IEW o IATL WERATE liRever, was
foundsta Betalralmifoeat snrecaurat hisattdy ee Whystdirae dresdidbesssidues (at

posit{@ 2B0POSIddcBN=d3Q:i Ofi£368 SPURIrkr] NedgbenRORBESdi i) o zinc
atom,tb%gét Qﬁgt C&%I‘ dél @t &8 :ﬁjl.gncls a.L Bl dzct.vpagr:&rgg éth&:Ll:Lty and

piol in S rtantt orﬁttsrlrre staéllll .
LOLOHS é‘éJr Yact RTe= W tFPEY BPIeT STipfh: . Bodirsr - Chem-
275: 243250637 3(20mp)g|- Chem 275: 20632- 20637 (2000)). It
s hise eren epostted im théieLikbtauat Uhet tApaiL /ARl AdRAlLEY a role
in imdE¥ Eir&)ém&ncfd@iﬁ:loﬂ-o 1B hdVAH NGB S Yk 8N ITBEUH-At 4,01, a5 rheumatoid
arthrit%l udLng 2yt oi guyne d#seaalses 2 UG m!%l%ﬁr hei'é@%?%sdzzoo (1998) ;

: hriti's See, 9"% 5 g_]@ 7
somis G, 4 s STHE P93 b9+ Sohnen t CEHE ol e 9 - ed.
182 : 134B- E64- 617929(19;993 Eth £ ¥t Fxat Maf.,, 192 : 1B lifed2000)].
1891134 Berh835F (RO99TRAISORG sablal been)refhxiped Medinguce apoptosis
in a 1934:109504103.d:200QQ) 15, Salubhegl QbiE: Ofluﬁgo%l—é[a%l Lprostate,

bladailavﬁmﬁa'e§° REEIL-T ERO 'ia%%% %9@#@ UCE 3P0 Q& Oﬁ?elﬁ.nongas 1dBnia, ana

Lpvariety of cancer ce |nc col an
mulEingce 8T °“"6r<5%?eat &:9-pg %3‘1”%'\/&*3?1 &h %ﬁw&lbra?‘i’?”a' ue
Pateny bt S4asismetd FRRIUREY a%?orraﬂoﬂlr e%@ﬁ?%lt Brvde  ¢AT Eqed June 8,
2004; Miebemmeet( ske, FERY.LetWétwy 4et:1ak-128sUprsa) ; Pldhkénet et al., J.
Ciin. atnvesﬁuprfbé USs-18at eRbe 6, 030:945 drssued ebrdanas.29s:157-163

{1999)2‘09{gan LP@ﬁent '__agcg %eggérdhssgg%Bgu'%g:Lg%BQ iggxé zutani et al,

er _at a S,

cuin. Re20ST L ALy o hER TR rmegfwmlis (g (1999

- Yu et(3h9ofandpgl R¥ak &9 28R4 23R At Eﬁoé’oMethm’@l.IW “£68L., Proc. Natl.

hcad. (4899) 7 Kegane7at aoop) Cancer ﬁ@seaﬁﬂhes 5% #84ing4 tumor models
furthdrl 99@ kst MhEQtPéBhL/Qi?Aﬂ_l alodel bR .inCARE L= RES with chemotherapy or

radla:jg;g 6 QQEE&%%.Z (:;19 9 %){ért%&!btsﬁ:andigy k g.g%a?é%) %é gg 5 e, e.g.

ﬁn%aﬁ“/ah Bieay) RaLSPROSE N | PRR R LGRS 210, Cantbr Tes. ,
59 61@7631578541%9759:1‘62%@'?’9‘ et] Alyi FEPEY URGEES &% (Rlayriigehen. Biophys.
Res. tomor meslaloss 25idogr t heer Samgpgesitith ats/ApOBEL TRARIT, rpplication

" Us/01/2B6418 . Or Th Necaerdd:-Nat | Wik -CBeNRIRer aRY1 DI most normal human

cell rt?—?é@t LI LNerapy, %le Z—SﬁEt t%Uba%%BfHSIQ ﬁﬁ&éu&k’"% Lortain

recombéLPargﬁCt 2 ré% ec?fa Apefii/ﬁl‘f{%% attagglfaé%zlaztaﬁc é&} ,Resgxgra, Walzcak et al.

supral5g: 955 @158115(51Q%rteéh*Ffr?ﬁaPyﬁ‘ﬁLYHfs*’&ldme“S%ﬁﬁeé s yphe form of
Apo2L/aRadl ipddSiedchreptoBisophywe tro ReSnofpalmispla68: 889, but not non-
human,( 11%%29.90 PLT Appldecatii on W80/ 45125 . é%@]'se‘%ppdzio@@ti e alsc,
Nagata, %4101/ glsggl)ﬁ SDE%OQOEEA{D%ﬁf to rE%nylst y}pee_l_leved Cgha.%ercertaln

noS types appear to
reconiigRTS] AL BUdhogO e TR UGEFbN "B ookt dFfPe of - biochemical
propeqtgepniphhadiol i asl ofcPERLYTRAR L dipsdisRénasrsumt apzmal cells,
dependS @y For\Vakapak, ain @&he , pre@dféd)ar dBsadte abt =N&8g molecule, =zinc

contenrtepgﬂl[_d; $dt£mt_» @orﬁ@%’yhlsﬁte{ di;ﬁ%eﬁc?eg@@?aﬁm ﬁbdu@efmdn Ofetter to
n popt.osis N vito.in
the Eﬁ@g %Ea &ldgf) 6? nonh35 'Elt:f?lrrﬁ:"nglI %epa?ocyt%os tFﬁ pattor,
7 385'§F6 ‘I2°°1)Nature Med., 6:564-567 (2000); see al so,
Reefay ERATNabeas éDEHEdIOUDG: 502b1503at 25068% )f.iVIet djfferent receptors.
At ledrel kevesk tHhat r&Rptatsn whi & aiibiEnagdzn AFe2L./ ddjAkln a functional,
preparati-ons may vary in ternms of biocheni cal
properties and biol ogical .activities on diseased
versus normal cells, depending, for exanple, on the
presence or absence of a tag nol ecule, zinc
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“april BEDTH@RY 28, 23194% \é‘g 9{3

40 content, and %triner content (See, Law ence at
al., Nature Med., Letter to the Editor, 7:383-385
(2001); Qn at al., Nature Med., Letter to the.

e Ltor 7:385-386 (2001)). ApoZL/TRAIL has, D06/031785
wo%@jﬂ%l% bind at |east five different receptcg&g 0693t

- cytoplagast dewth afomthe I @RepiehS rikpEhr iaRdbARO2LELRAE Leo as wpras

(and E€0Mdrabfivald unctdxanal., TR&LV‘QL)ZOPE%lO%gl Bcience, 276:1131-113
{1997)PC;ZEU§ZQOOﬁ éZzﬁs’% ?‘&%ﬂ.lgl?edaﬁ{l‘%f ase?.%%&gwo 9&&'6684 Dubllsl'];ed July

rece erred
s, 4Rt G/ Ry BB PSTRAPL - M)zee%rvSetw@/ooaslss published
Februsgy| émcéﬁowsfsmammv (398:A) pupee al SeoVDOBK32856,52: issued
OctobepUD) i28Hedadiilny 8@42&%9&%\4\@«9%@1@3&%%@“9%2 hed JU' y

&9@ %99& h@&%?@%@ R%:gb/'glﬂ\%g Pe %eerééﬁgé r@% to as DR: (it

200 /003 168 Fuary
2ECa8T™ tea R Wi i) SO0 EPOUS BTGP eP TRaFad, TRs,
Tang"“@it oEH“é’PBB T@G’@% cBnf LSRG, %2, 3830 i, Shediddanear y1.29,science,
277:81P06F2) . (1APOt hetans uesh 4lececaends0r 2Apols. FRAl Lrobas, be®R /51793

publish&f @bvRet AsaS1dIRD okl /21085 ﬁbﬁ&h@@e}g 1‘?41153@1[: %t '1‘é§la)/ Screaton
et al. re&g_rrr egh k0, aﬁs@?%ggck‘l}% L;?Rt FE B J ., 16:5386-5387

_—063—5
t1527) Sﬁ@?l Far® et dgFute Gepetiga: 31?012 982?[ (WPQQ}?)E%ﬁDathShEd
AuguSte?o'allgga"Squéﬁ%@z729‘:71)189.13535898*—‘{12?@9?‘) PPB/WB3TBE643 published
Octobep A3l | 8¥r8c Novdndzse 1O1148887200098/24]1 628 sputlsh sheds published’
Februaﬁﬁﬂtﬁﬂib@ﬁ 37499/11_9953.!, p&ﬁ%ﬁéc@@mr&{ 1@' 199&“&5 03%@36? published

May 227 z@%§ %6 %36%93393’ 1%%% Dgge ei”&‘i\la%@ é T&Oe {?3€§43 published

May 8,191.’ 2(0£§ }quséugg 6%.}8 shéd 2%3gu¥s 2@2/0098550
Publlsfﬁ?gsnecsﬁwo *&272®9}b| i Ghefl @8t difer idkhed 10@mber 6, 2001; US
2001/00A998¢ 4884 3=1pdblabgled 215 200t Obey 333/0b998540 VBAY10RE65 211y 3,
2003; WMUDSMOJ@%)&&%&@. a&%ger V:XQ9966&1655 %E'@dl@%s publighed

3/ 04236 TS 7%%\9{/5?' d Sgggo%@r Ch 112005/0129699

ooy 0,3 [ L S A
issued FefFiacfed?I0RmyISB 5 200842 158uSDERY V72000  pud| 4. shad47 issued
June 6APGOSHL UE3S 200235 WSRQ0RFQHO8550 2puh ishedeDecezeted June
1, 20043, 2004;prdS 163.533‘153,rgﬁ&ctlesSd&@o@%@zﬁ@@i}to@ia%ﬁg]dea% RRain ang

be capZ}QLQ]-/oQO:EQ %J.Qélbil QSQSAL&Qgét .%?.n Zg%éng U§>r upon binding a

01255540 |sh
molecul %; 6%544661 chl:gFl Sh gcfl %6%5 t&g activity of the
11gand)200 FFOBHS YRS SHHH TSR & t%leprpblgg forp@D betySen Apo-2L/TRATL and
DRS. is %WG&%ZEQW’BU@% shed. JMcye@Rar 2604, 4U§632@@5/(@iﬂ9699
opubl i sheth Jwneaikl, 2005, b 20R5%/ 03%9611@1 publi apoptos:,s
:Lndepenéé&'ﬂﬁyl rg%tlﬁésaﬁd %%gw?é(égn% t%%l’!a% 11.: gb%%g%%or %hguase g,

coronelBhEnE0, 282N S 2O el b o oo
[Klschk?bo@v @é 6, PWEREDE | 126 6kl 63ANd2000) ; 2684)ck Ltk exlDRA Zmmumity,
12:595-pp%s (Pgﬂor)epfe‘mtned etoaiconfatiune geed y t il as i g21dead hzaayai n :
zpent./ Theer.C apa been Of epsi-gidalkb NG RPORIO$hS:=U Qg&pltb:&.a@grerred to
as DcR:LbI 2n g.nc( QfPGUQQﬂcf?' lgéql:l.gxgada to r@ln%%%n 8BS ) 1%9.1% :L%o¥s rather than

e activi t hé

transdu?gl%n gt ant in m D5

gr ys‘? aI s‘tgr actyre ‘o=t ﬁ@efeEBgriiplt@xaEf GRARd LIT ox
TRAIL-Rp), t[\l\alé“(’—)rie Aﬁb 'ZEWEL ZAd11301DRS2°T)s Heagddahed 4ln. Science,
277: 818 kAT W) etMcThriankbéecul ars.CoLdl. dbd63-HE1241998)uz0 (1997) ;
schneiddpan ki gamdsdipdiag, bot. EzBB%4an£b99R5 el EELOGe ot a1., g,

EXp. Meépoﬁé@«sﬂﬁso S-:legéie(a%‘ﬂenéﬂé/ MQXgﬂo@gé'ép% tgﬁ@nd agtivati ”%60 (a-

h Initiator
5 (oonly SR IBLE" il tfibR &%‘51%0?%6%%?@ FEfdr r SdzEgBiol.,
7:1003- ’a‘é’SFAﬁﬁﬂi\/brEtaP e ﬁISCMr AR4ntlimR (199825 6%b162Grosti
(2000); Sprick et al., Immunity, '35 12:599-609 '
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1mmun¢ﬂ:l.st$ﬁ$mﬁ'€¢ﬂ?0d of claim 14 further conprising the

hi erﬂtﬁgd X aThith ng@:)ﬁﬁéﬁ%&inﬂisz_ﬁ& tBR4 PR, e dmithi-Rf expression
‘of DRQC%% r %ﬁ?tcﬁ"r Ecﬂz rec‘c%%ago:;sl ﬁ%@.m@rtlgﬁle or ]c%].l Tﬁﬁpi@t hod '

eco

e TE%\H&?E]?“ T% “tlﬂ‘,‘% Jew%erret‘:%lslaﬁd %iﬁsu&rﬁr Sqit RS qrp ?ﬁés cancer
tissug erppellei n sai d cancer cells or tissue conprises
12. Thanmetkst b, clhimphoneredr saoh caneel| cadék | adeuprpcceatder lymphoma,
or nof&lrh®1 Qk1l 1984&andld: dhe sRkheshof clai m 14 wherein

TQQ m%&goeﬂcgf V%amumerggn %998 l‘c/eirwlai'e e%&é’aﬁe‘p& Iag effective

con‘pr|3|2 am ng aci ds Figure 1 1s
a’“‘macﬁﬁ et Limplepeegt al%"ﬂ%ﬁﬁé?g a‘?’f" bl of Flowre -
14.  plugthed 4 virereing a RSt heY apBame ABEneesy dpmune related
disorf@dbatdagber,t hemapyingstiad scemdoini stered to said

obtalﬂﬁﬁnalblsgge og%lmaﬁgg elok lsak dnnddrarherein a
examlnéént o’:‘lllen%issugt é)n:t %)éif s& gpe_l.%t %e%&%&ress:.on of GalWac-T14, and
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inhibitory agent is also adm nistered to said mamal .

20 23. The nethod of claim7 wherein said Apo2L/ TRAI L

pol ypeptide is |inked to a polyethyl ene gl ycol

24. The nethod of claim 14 wherei npcslﬁh 006/031785
%iogﬁ%ll L- pol ypeptide is linked to a polyet %ene

subgrayen tovlegettieg 2breshitebiotifi crripiedict laB@:.ntlB&rlng to said
nam@@ NSt LN deYv O hnguregFal j,ﬂr)Tﬁﬁsue or ceI | 25 sanple
15. tI‘.’.&e q‘r%@k&i o?%%%&& rléa{r]he]regnd Is%:? :ﬁ%re s:.on Gg.gl}%ﬁs:lsil‘&pz_s examined

or ce

tal ni ng

oy %§3 lﬁ?r?@‘pf?%lf’?§§u@1&“ et I™¥npl e to detect
16. grprmeshibnt oflatalMaeheTein saigh exmiens @xpeR S8l 6w - of4 $8iettamined
by i@aduadstblbdenistpyedi ctive that said tissue or ceI I
17. 988THELd S oS QASEL '1\4eflﬁehép9m;_>g§éi§n Iﬂ%ug{égago ¢ .|.=.u¥ thg expression
oSSR SREPLor, 30 antipodies /28, Th Pl bl G

aim erein said-expr esEfoh “oi éa?’?\lﬁ% 1714 is
18- Eg%rﬁeﬁléc’&i D%;Fla%ﬂ‘ é&t‘?hﬁgmékﬁséggu%ncwl ERIPRR ceoTR L sARNARCeT
tisspg orThrllfet hod of clalm 25 wherein said expression of

~ 19. @od MathkoBldr icSaBX AR wiRdeinbyaidaHIeNi &l O Rei Nlisshd Yomp32ses

meZ&tllhqyﬂﬁﬂd&Qd &'f n&ifg&hm125e1f1U£&rJf§e£an%8We%§é &% tlrslague
20. %ﬁ% od o Q:ijn € L&3SLON fec 1 &
Sra nt SArET T SEEE TR T“O%n‘bfl @PO%TRP‘IIﬁ‘e

rece
Pﬂ%@ttﬁ% GIeTERMBE WAEHS W4 PEs 98 Teutel| ixadpindstered to said

-mammgbnpri ses cancer tissue or cells. 30- The nethod of

21. cltei wei28d WreeBiin SAHeEARCLbhaRhSrapta 10 ea)i Sy radiation

therb}MRAQTBo aaﬁ%l%emt%ahé mgﬁLall | ung cancer cells or
| ai.m 25 wherein said death

S of
22, ’E‘I{e ﬁ&ﬁqod o]f cl%o dgE wtr]xereln CgFﬁ)}%Lfl? C cghtftloxtyRngﬁ,t oxr growth ;

- rec%otor antl les are
i ﬂé:r’ff’ BRE™anfi P ai winiered fatHéd "BHRY-nduci ng

- Hpsoptidsf <ofi AlalmnBntraldiansaiidsinme L GIRALR [dol granplds, is linked to a
polymmriesj;ng:othﬁals&ﬂ@s of : 45 obtaining a mammal i an
24. HeSSdMBo0d W 68l SAMRLE I, Si 9 2 ‘de is 14
o1y RST1HS2000/ 03,085, oxam i ng%e‘%?gﬁhégf SREId° o tinked to a

[ det 6C ressi on of Gal Nac-T14, and
25.

%ﬂ‘ﬁng%"&uﬁ?ﬁ Pf%ilaé’c%?‘il%@e’é%&ﬁwﬁu o 2gfangalign tissue or cell
samolEg FNLeatf] 4ecaprposintgeasidpel PPumdeingr thecetdpssafpl e t o
obtaignnefd sotiayrrapdene of cdEatingiecept or .antibody. 33.
examitigg MBE hadsaf o¢l &iim s?égnpy\@ Qg%ﬁeﬁlegpz@égiﬁ %k %lﬁic T14,

wherd aachd. b tes 3l f expressi o
h @ﬁ%gl\la%éﬂ %@b% ’j?'lh ¥ gg‘g\f g{i ﬁg tlssue or cell
SR Lo et EFTPEATY t8x?ﬁ°é’§§"’r1(§ﬁ”%ﬁ"ct’% F\Ié‘i:w’lﬁiﬂ of sdeéi'c%rﬁ@ﬁ%ﬁor by

antlbl°ﬁ+ﬁﬁ10h| stochem stry. 35. The method of claim 32
- Thardetgrd c6ngiais | 3gwidieis tsapd Ghpaxandh bh @ X -85 5 1i@Nexanined

by deeéc@Bé,expPégSngng esieR2rgegptors in said ti ssue or
27. 'I‘ﬁglnletﬁgf.:UBE 1a1rQ 2%6rrhere§n ngtcllqgad roessn.on opG%_ZLNac t’l?il.t%g.a examined

. mmun tlsiue or_cel [ 'sanpl’e conprises cancer
Y ANEPRCALF oS hemIFE e et hod of clai m 36 wherein said

z@%ﬁ@é]imdc ef | dagn eSpapdhenrcrepribimphongter of @onising| dxpression
of DReeIDIRSI UMGL C aRCBIR2CBIdept @ 1 SSUE LidBe JNRNPhAS 0f

29. TE: &deBhad2 oWNQL 6 BsSRlG£e)k $:: Rl & %é@%%ﬁpl‘éoc&grlses cancer
tlssugfgzegéll\ée '
30. The method of claim 29 wherein said cancer cells are pa:acreatlc, lymphoma,
cr non-small cell lung cancer cells or tissue.
31. The method of claim 25 wherein said death réc\eptor antibodies are
agonistic anti-DR4 or anti-DR5 antibodies.
32. A method for inducing apoptosig in a mammalian tissue or cell sample,
comprising the steps of:
obtaining a mammalian tissue. or cell Sample;
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15 anount of agoni st DR4or DR5 anti body. 39. The
nmet hod of claim 38 wherein said cells are exposed to
an effective anmount of agoni st DRS anti body whi ch
zlaﬁﬁﬂ Hgf DR5 receptor shown in Figure uD006/031785
&o treating a disorder in a rrarrmal such as an
exanifAd) ehd ekadedor %@lﬂlsSﬂﬁl(ie{o AEt @RNERres SGQAPEH ShNIQIRA, ang

sub%tazgéﬁ% QémﬁﬁT&m‘@é ryxgzlgeﬁeus g% %%1@[?39%4 ge«? ngosﬁfgor;gld tissue or
cell SV EeE exp réasfg‘la%ﬁv &'I‘tl\lgc éﬁ% TR °’§Lf’t51§ thitEnt to

33. 8&% %F?%O%%F@ﬁ?d@eawsaw EHRERLOT1T Callac-T14 is examined

by tgdiogi Streprmgstipnsad ¢alyvenmed =awe.ef f ective anount of
34, dﬂ@hﬁtﬁcﬂCeﬂtﬂézﬁﬁhimgéhn 25 Adxprihs et hagh @l - 618k Mexaminea

by 1%M§5£E&nag£g, expression of Gal Nac- T14 exam ned by
3 -T14 nRNA. 42. The .

. Getecting expresshon of Gl £

et foa of “tICArH 40 WRERS: ﬁong’ﬁfsdmgx?}?e%%‘??oﬁ §famining sxpression
of DEAI RBE- PIB! °F ReRAnFareHtorByin Amthokisve ovhentsergpled 3,
36. The maBtddoof oflagl ak mbébeimusdideriscoapiti gellgsiniee sdoerprmfas cancer
tiss@X &M @ding. expression 30 of DR4, DRS, Dch' or '

37. Eﬁ&%@iﬂdsof %1§J§[{ 96 tdhé?éﬁ% ledci?%:JCEr %% n‘g%ngroe%t'?é, lymphoma,

20 grelntlssu Lor_ce sanpeco
cancer °frsst §F T8 FE-°48. “7i&°met hod of cl ai m 44

. Fpromettvdseli GlaidneRrbeetinssor ¢41d8 pgecomoppdds an effective
amouﬂpiaMrmii@:, DRy nphoreaaniobo@on- smal | cel | 1 ung cancer -
39. €@ hétRE 41 SSAkeh 385hdbeinThE aBLING href c:6)o8LdNtA0an efrective

amouﬂp%%eégﬁn.@g: Sfig %.(L:J:.{%% ?ﬂggﬂltbi&ﬁs éIDRE)%%cg{)tflgR%own in Figure

sa, anti body is adm ni st g to sal
" method of claim40 wherein a chenot herapeutic
- Ay BAEHS) coErraidratd Shsordme iapy Rl sTcadnd MR steres] related
d150¥4§=r8‘a11 damemradorpdBiing hentchobfof cl ai m 40 wherein a
obtaliyihgki BEss1@Y$0eX] GaRPRNErAN s Hla0Mta1 40 i nhibitory

examﬂg.g tthiesti@sﬁg o@'dgé rii %atl ﬂgq: tt@et%@l: CLI}ECEP%QEE%L:L o% ac(:):_[‘:l.é, and

é 7_PCT/ US2006/ 031785 ?PPc” =
&i%?%é CERGUFFTEREIRBWE FRY SudPEotitde dé‘%ahsetﬁﬁ“e“got‘c’ said
mammm AR TApTRiye| E}Hea% of Dmtﬂe SECEPYCD WOYdvand its

41. Ter nweiddd arfi nriactd vberpienoed(SEQedsDoNGO1 ?almihet‘lfil\éxaatned by

U1

| detediing Ghpoddsden pEstdives-M4 fang. used to indicate the

42, ﬁﬂchﬁz@ﬁ)&% p@aﬁﬁn E@)&h&%ﬁ sa-Ed e:{%&’essgon FchgHéﬁéc 143{’@ examined
by 1% %m‘é’ Chhe r]iucl eoti de sequence of DNA (S
for Iength human DR4 and |ts derlved
3. T ‘Fﬁi}haéuoé Sjédﬁe‘ﬁb ETBED ITPNGIRY Fhe THEPr s pErtipiny expression
of DRfycPRSot Peke emn@cBirinecertore isespidnciesué g friran DR4 are

44. WleSEethdd drefarihed whRedan Wksdd or 0L aeRle 2éMrldds cancer
tissdel 99 Gz i gure 3A shovvs the 411 arri no acid sequence

E n,DR5 hed in WO - . |
5. GERbEL Mol MR 85 REP LLRBCPr ooy pororises
pancrggtic elmP&PfilaanPr d’r"“rﬁ]‘ﬁ% PRE 189 |GIBHFF CALther giesue.
46. THR|metPRE ofptliade 4farhamstin emcetfestideeamadd@ ko -a®k4 dr DRS
anti®eg UengddniaSEQrbd HN:H)R @dudduman DRS5 shown in Fi gures

47. g‘ge %{%gh%of J:.Eia%z %UJPAééﬂ? q Elﬂamg\%:e%g%e?légg 6asggﬂia éﬁ gée% g:adlatlon
theragtr)N'lﬁ %ﬁ E-Bgl&ﬁa}c) to s?.lq l'na.mmaT 9

48. The met od of claim 40 where1n a cytokine, cytotoxic agent or growth

inhibitory agent is also administered to said mammal.
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| ength human DcR and its derived am no acid sequence
(SEQ 1D NG 8). The respective nucleotide and am no
aci d sequences for human DcR1 (and particul ar
- wodgdmizngy t hereof ) are al so shown and descri herigdoddfasi7ss
98/ 58062. 20 Figure 3E shows the nucl eotide sequences
of cDNA ( SBRIEEDBSOREPTIONOH THE FIGURRgt h human DcR2 and
its derived arri no acid sequence (SEQ ID NG 10). The
' BRRCE ugo nuc?eeot% d am.no acl uﬁgggggcegﬁgﬂg] g (sm0

- NO ga a Fcul ar - “donai ns

Sh \Nﬁm} 50 @’@va548‘31“°93§?1‘? SHAEEROUEES e ﬁ“@c})eot iBe "N at
nucleg‘@dﬁemte@ KaTreis Cogd\de- T4 c4iSEChd PucRBtNG Ibhye ang be a v
or *¢fts derived am no acid sequence (SEQ ID I\IO 12). These

SEGUANRCES &€ 25 alSQ %Q&Eél@%glde sé@z@ﬂceatof N§B$Q ID NO:4)

or 744 (2003).. .Fi . AB ) nucl ot
or 12 aE B oien "E8) e 25 PEEOTD K THPRg (T 10:2).
¢ T§eR %‘z’f dF AL oange&ﬁé?&eaceéE@qu@%@ fa) humRpsBRe are also
reporigdgife fele st arle - afodencededisr i ed1d991) Bennett at al ., J.
Biigtre Ghedbys 284417 0nd 4042 6402969 . (30 10l GUEE o@ human DR5 as
PubllsfHe@Vl:LQeﬁo a@s/lsgﬁg saﬁmqafrymbgyaag ofsskhe daty ? ’\% al; nenal eplice
N - non sma cancer
var:.arlt o ‘%'QLI R ?g_LS Q_no UI‘QQSSI §§ aﬁ%’&é

or sen e aarlant encodes the

440 ar&ﬁ8p’i‘°‘&tiu THERFVIERR 6’? 1>Eiioé}zl|_°f( FugnsoRs ghayn BovAiferes 33 and 3C
as pubdaphed LFpES 986?59810% FESpt 10, DRSsnonocl onal  ant i body
FDRE-eabl , shon0SBe| it et 10X deqlindddlor ¢hRS Ikkd1kadyo ) for full

1engtho rofad Q:tcﬁ!l. QQ%’ 1iRE- §§1‘4’g@i gnﬁgo ch:‘..dlge/&d: §§Q mg]?
provi

coed - t.Qt oxicit S$ Fhe
Ze e tcg‘%f L 18%51&9}/ rgar ot %/cﬁg CFEC(%/‘ enceﬁt alrngﬁ“ﬁnnDCR&néﬁﬁl ﬁ@t“’ﬂa’"
i FER1 T BITCer Bl 19 e g s BR AP PRy or

: Fé%‘i%t #heeotD thapoptettide avhiericey of cpo2key 0% for full
lengthf tugde IPoxd nexdsetaMe+EBY' a0ind QU EFESudice R 0 mNo:10).  1he
respeclDROGhONAl i ANLLHAdYns RRDa aly: er%gs&rl b d L" icular
domz:!.ng Oghegé&gsi% nglesg showg0 50/91:1 f&%ﬂ.ﬁ% bovi n%e?ﬁ%} ar%épart -

) I N

I%r as _measur éd cytot oxicity assays.
iGire*r provi 4 E?FlF@S’Oiesﬁﬁ‘ﬁﬁPﬁe cHarfrgt ~ fHS=edLa (SEQ ID

W11 oBait Fe deFived aamahy Zickg snomerho dGRR FDSNY [y AphoTEese anceences are

also desquabgd ¢elwend ienesl .f, ossrRsembt 138144 OFooay €Si stance to
apaRt Odd ShA@l 484 hyc10bt AROMaubdee1006:.fel Ak hayi-ne ﬁ‘ér Hiyo.13)
and J.tch%gr}eé) mu;]ooam (?TQQJ B%%Z 5 PC%LJ%%OO %%él ?S%Eueng?s are also

descmgm oclonal antib cross-lin
Aot ~Croesld nEf(ea 1695 - FBTY Hovi PEs Pt (LEB8E! ) as
Fiestr &d HRVAPF @?t Ot6Ri chesprgsshsrs: ¢ gtiree &ta obtained in
analyzmg)vng{-s@aal ceipahirgonuekrsensrtd-vi ta11( 1 senr” }_oﬁrsensz.;.zv:r_ty or
resistiR®l 86 ap6Lrotlc RES1Yi8f o8 Q'lp@ﬁﬁ NSELE, fﬁ%ﬁ]c}gcﬁr@r’»é %ax&pd‘FBS or

106 rEMhll Ganger ohine odRSpat | ,pdr
crosslﬂcwréire rel at ?gf‘gf{gl o e%%tﬁgncgq \D%a L T14R® aﬂn Jels Ured o= =et
Gal N ST “BRpTEEE GRS e &Pe R?Sbr%‘i/lm&é%“&d in MrT
cytom’b’éﬁltﬂlaé@‘?%ﬁn graph of various NSCLC pancreatic, and
Neureek| orbrigesr ankeds( i-Buteseerbing F defk) cb.y,a_l ¥ediSea in
analyzOfc GahhaetId4caiRNA  Lxpr Q§z§ésonfagatste§§ﬁ§.v1q10 oA &%Egtance to
apoptofllQAaQ: Ivl::_lcy%fr aLes, di.ffenentl gl ogY)fpr es%y?nn“gas"sg{/ 10£L Foo) or

DRS monoc 911&)5_0089/ I Qn_en erES I N_F I sensi t
ST eETEFARt  CRANCRr CEPTS1RiRds "XI{ AJT @BF |crossifipFed y+ 0.5%
fetal *?ﬁé(én?rééw éHBSa”f PRrioE n’%ﬁ%aﬁ oeeaniredh ivaltSH nycdosestpfassays.
Byogoed /| TRAKvidk€5@nf arseastmeet | chidte smaScHeonadl €db@Snes in

' analyzi[nl@GncﬁQl&S@HlﬁGJ |l@ﬁp)ﬁina é@l@fg:l&/ TB&L"L} EQﬂt 19&&e\ée§015%291é1%§§1ty or

res:l.stangce Vﬂoagbéyﬁtg¥ic E@Q:h/l%?l gﬂx t% e%(epceﬁl bov1 nn serum “FBS”) or
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15 was repeét ed at |least three tines in presence of
low (0.5% and high (10% fetal bovine serum Bl ack,
grey, or open synbols depict cell lines that are

ensitive,, noderately sensitive, 5
wo?bug&pﬁi/ TRAIL, respectively. (B) pp&l Mc#ﬁ%b%%
DRS m&%&%ﬁ&ﬁﬁ' é&ﬂ:;k&i{;ﬁl"ﬁas( QEDb@ré‘s%tlﬁﬁcg@z‘;{ﬁi Jorl Hbt BANGE 8AlhC (+ 10%

arrange i Tslie"Type an Vi

A&iﬁ?’ﬂ? TERAHIIS’VlCElSa@k CD@?WS%r"rop%ﬁs’o"&i"étYde PEE") G| Fesistance
{*RES!)i néssedsct HSAC, (BnepRiNAce qrddfei oamckevels lokedp-IRS antibody
and tht OforRane)ion prOhepseisior 1dB 881 Kacat)s, and PplsakMNAGCT BalNac-T14
MRNA g)ggggﬁghpanel probe set 202397_s_at) in color ect al

IS b LS FEARGAE, s, e

NEL cglkhbines raRedofi it hdewsrHaparr &) b@vabé’ﬁlﬁeP? %NF?“r?éé TRNA
expresgR8idatvernng. (i ncl udi ng hi gh and noderate) and nmRNA
4PLAS S i om-pabOVRst €atte@f f di feDentiiieClaiies APO2L AT RAbEcitic o

glyco&ﬂag{&vwé?lz%ese%.Eamplo§ﬂ%£ﬁlggﬁsz.xwgz[rﬁlf t—%es:.g%taﬂé/ m:é;nce:r cell

lines:; (rz]igl elg léi{\% %fnﬁl\%aﬁr-é-a saztgz% I1\r/1<éul§(339§cln%1lw\n{gh (vl %nlg doses of
APOgL{Wﬁ*Eﬁ‘S Ircé%e?‘ifec?aﬁ?]éh?ﬂle Ldpe WZEPWF‘E T%d:henﬁ?ﬂ”@}“b%ﬁ?mn of
2po2L/TRPIL Cihatlagige9-f arsk todnprabyblyneEaghscsidniviagriétcy experiment
was réfRaBSEt Neddk tBOedMGelgrNlpresdnbguie 13d (d.bustanat BEgh (10%)

fetal 'M%@tée%m OfBch@It Iggé}} ar, O' nyg?r%h_gt ée%gc’@wﬂeﬁnes that ars

alters, sensitl A 205 c
bighly o8 prtéf’%cuba thpgotnﬁ:L Bah Sl %Solsy %tlg eAPOEL/TRML

respediy§ie ﬁfhbefatla%ﬂoéﬁmmc%iwmﬁleﬁéﬁmﬁc)@qbﬁesﬁteal%“ at) in
pancregtif appoRILAFRAEL mEbrmopd hellandneel |C=vi abidsst proagrranged by

fetal abovlne sag_ga% laasngge? u%gc!ll ll\-ll Selﬁ oL xlcl%%gggayasr €

 tissudl@lypE Nndeged-DMSQEVetd Cpe2idarennt eblck, By, RSNofen bars depict

call i:@l@QCJse%lilp ¢&r MQ%rMoﬁ%@élE Q%@@@%D c\pglléls probe set
21188 meSt rar{]Sf eé:tl%g ’ENIB él%o%ggaseﬁnel ?eI_REIﬁ f2%§'39'7 s_at) im

incub
coloregigt H@FC%CﬁHaﬁbﬂe@a Pl SR 357 Wﬁéﬂt 8% rifndd, To8 | TR ues 12
panelgiplex es aragesadt cm anFhsheyr getishges afe ecn:c:e‘elatlon betwaen cell
line (GEREREROHN)(INEREAIHSECEEAS MdCanidrate)( NIHS) Rk CpxprBidich above

cutoz§0|(9f e@f@ét %@r ?@Rﬁ%l J:1§ g}&%{r@l LE aéb%fatﬁﬁsﬁg%vﬂuhbr xenografts
C n
Athyml?c%nuﬁfEl&g?g car Gglls%}{:’r %) f an;?mg?ﬁ ge &é%]t.e agél r GalNAcT—

re co-

B/Fut-esﬁea?ﬁtﬁ‘ge f‘ﬁéhﬁ: nH?pc?&t) e " G&Te S SFHVEONBTHEL o mﬂﬁﬁmﬂ (60
mg/kafsie@ak NAC Pldayy Grédt opd BHRE r BILUmADGIt GoREtoRad (meansSE, N=10
mice/dm@asured at 24 h by Annexin v staining (left panel).

Elafd nel aneEe-Lek| SodBhe:d ansghic et t&mgwacrsgyatrlaﬁ enzymes

'altersd Isre%g}.tllgr pt:GaIAEI n-FTI;]AA'IL e)é_g)r %.SL:B% %&11%0%£e Iprez.ncg.batﬂd with

oviru i ne ol's were t

-ene g Prslst%x&aﬁFTmme Pitiaies Bl e Py ‘%F&FFW Tggred with

Rpo2LAREREY nFered2y rightndaneke}l | vighdin wagl %%BW O%B?‘fehiffle
contrdCT/ US2008/ 03béBorcpt 0t @malymbs sl Bgrant (ndbAfma) cells were

trans@&t:éé)mltﬁscélﬁg.sé@e@rt Qpéfﬁli\thgﬂy 1@XPI@8S| 8 Qb n, incubated with
ApoZL%E]%%% ta%ggl’leegf Q%)%alanl%g'i ﬂ' EJE 199}[’ %{ag'%ialtgi'rrgi%& ats%&m duplexes

SIS, of the cas%gse “tascade 1nduce %/ c
agam%&p@ft‘?“TF@&lgEtmlgs’r’\E‘?eﬁﬁ?j BT FEFWBIE £ 4ns ”é"c‘:’?Jeo‘NTC) )
DLD- lwoﬂ.ﬁ:egp:ﬂmgrcggammgell% mﬁp@@rmcw BYCEFpRGARNACT-3 or Fut-6é by
sinNAd @speciyelay, id ar 48 herEhec€ak| ereete -taegbethdwith plasmids

encodi%%oa:lh/e-r%icaft@& ﬂ'eﬁ?::rs 8, cABthLebd *ﬁatﬁgam&@—lzl or wvector
controa.L !A%; g%d bay éras measuzée a\éﬁ EAD %gt hnn%%k e% gz?r{lfnlgc(le%c panel) .

-9, cas
Hi569 Irﬂ?&ﬁ’f"?{ﬁ‘ CBht dere (E&P@Nﬁef ¥t §E§\ﬁvér‘fsr éﬁﬁ%f‘%dpp@alm‘ﬂ 14
expresgiph gpGaitNAL TeltdowivRNA @esulting Aelt ridae exbonf titpre treated with
Apo2L/APaRl fERAlA nf &fd. 4eln, vaask iGagpasedsttimi@nd Vb panel) . Western
activity in 10 cell lysates,was deternmined. (C) "
Anal ysis of the Apo2L/ TRAIL DI SC. PSN-i cells
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were transfected with ppGal NACT-14 siRNA as in A
FLAG Apo2L/ TRAIL (1 nmg/mM) was added for 0-60 m n,
the cells were |ysed, and subjected to an

WO pQRy ecipitation with an anti-FLAG anti begXs2006/031785
B‘f@é associ at ed FADD, caspase- 8, DR4, and were

biot g:&il%E@duJﬂ{gl MDMGOtant:(IQ)ilgsSMa& G.Qéd SGoWRELIfy expression of
ransf ct% 1reat ed, and subjected to DI SC
epltoﬁ’eﬁﬁ%ﬁ"?ogr Bl at| “n as in C, and DI SC- associ ated
Fdgpresd2gt WFC‘%’CtWHﬁ/‘B\Aﬁg FRSaSaFRAFeqEascade induced by
2po2L HIRAVE OURINy 1 desdr Pised ceShar pexet tapnsfegtedpiwifth ERBAs, against
ppGa1i0- 19401 r(2Q05 espEt Bty 1 Fokr| haiSH.r aheScdlAp were treated with

ApozL}\ﬁEE’ﬁ%QhQr&d% ﬂnaaln)ésb§110f1y£§&9”@érﬂaélﬁa19mfiay BRSnoblot with

t d
antlb%)%ref o?xar?ga%ce %L%@g QE (I'Z:]lg Cec as%j?o?%ﬁ%é 3, or actin as a

1°adl%|°8¥f‘*x€9<ch(§¥g%“chr%f dﬁl"ﬁpﬁ?nﬁel"ﬁe%ﬁ??éé’waml"ﬂ 14 siREA as
in A, anqeetaietil eoeksyBRATLOM: 4(B) a8équente - eOhParImedir grtivity in
cell NEBE: AROZbidMAhdd.r eephalysié uinar BRBL)TRJGL H16as PSN-1 cells

wera gm%e&%ﬁ?}nﬁ.}é @Rﬁlsgl%% n;ggﬁgﬁlilﬁzgsAi&Mﬁanﬂ mg /)
e SRR TORTIERT) MR cbe 1 D St gt G0 IR o

immunenree iy REoR o t8i e &Rt (-ERRG ﬁﬁiﬁﬁ&ﬁ’( DPI%Cn SF%F%?‘%# PRt afspases
8, DReeldnd ysed at@Sed boriesponrdt ng!® o PEN-1DRSILsSPegh (Fransfected,
creacdRSSnBT AbEEQAStHUAIIST CQRindichttgphrat-htreoas Nnen ©, and DISC-
assocIaQ:eal %lpgge %U%&%d QQ@;@@Q mslaea%ES& %@dp%&éysgescvlbed
cons r%cts &gnt ai i ng. § E%g oni ne-t o-al ani ne and
{Shar? ﬁ & e‘I%fne—ltﬂ—aﬁ—a SUDSt | i'ons, respectivel
i HoPesitduést v eRERTEr émpaqf”é?ﬁalcﬁlllar@%laﬁéi)ﬁﬂs ati ALY %nt framan
DRS ({dDp #EKR9Farirelt) sorwéredctn CHAPSLeot BErTRTds PHEPAEC-PAD (high-
perfoiid@bs ahesh- %ﬁ@@&h&ﬁﬁt&giﬁ@?tﬁeh ol édu Bpareedtotc Gistection) .
(B) SQ&@%M@I 4:5 %?r@xmﬂxa%/%ptoﬂﬁ/m%@féé&@&@%hﬁméﬁﬁﬁm long 440 aa
asur ed Xi.n st ai ni-n 8 X Si
form “ %ﬁ g f%r A%—E?I\ﬁr&rtlf %f%‘ %a @RS@RNA&K? 1951?%? zgﬂ"lne DR5S

{
(mDR5 )2,1 GorpEp gﬁj aﬁ r I% rl‘vmm %/ [I(EHEDFF!RE )a g%s .F.g%:lrﬁa.be pu}: ative O-

glycomdmterms @ﬁ-t@tshe $®in Im@@%igﬁuaﬂ%wléel P£ cdrErhorfg)l, lysates

_ correbpii@indDancr. emsnt Pana}  DrBE€AS bye ouatradts( @ftaining 5 threonine-

to- al%ﬁqg %Et%ﬁcﬁﬁdmd pRiadees LBlrass ECtE sbk aldakth@balcontaining

carCi noma a d HL FL= I h itutions,
‘5 t%téc(qi %Itfof use zilgr Q %IEQJlLé %U aﬁ :lLIyerrp gﬂ@st tut

di.an
respegiiF s FBFoB1 AR P?fr?a‘?ét 8%“’321/’%’“0;} sites. (D) EEX293
cellshuesie oot btanigiectedr wee HFhel d3dicaned CRFofFPRHFUSHD gRather with
vecto2(} Hpmhianana) roeemies pendisny 4nd tdvetoek| wis neaggaed by Annexin
v stJJ.&@ﬁQ nggumm @rolsscdbsplayed. sk giuenddrild uakfakesix chip,

probe s t B@‘gﬁuf C n é:lu nnrqg %ﬁ%e%ﬁh&{] SQJIPIQQ@OMC;:@S o%othe skin

(S SRR PGk AR BT g %ﬁfﬁ%ﬁ Loty bRhcrERe 0
endometeppes §indn) i PleddendBla utted- i Frapsiign ICF‘%‘1 [Rpreinoma) and NEL
(FL=£briansiact iomheha enprycpldasiisd ( Erpty) p-asitl d-lyyppeoma) . Median
expreg?il)w s;ﬂpl%ga:]m:_cltﬂéd% a2 GALNAGT: A 60 adi firNgach class. 2

’ cutof§ %O%I l e&‘t%o@t(%%l%ﬁﬂa) %lr\&%-gnéi%g '?_‘b(tll')eMéte).l iine data from

equen nmedi at ed knock- down
Flg‘lr%floﬁp’t%ldwyﬂdtt (C) Down- regul ation 12 WO

2@1%?14:«9 22157,.R gééé§2 QJQ)6 1331483, 0fn RRfA eNﬁEe-E's oD losFPba0NACT-14

or oofybfibel (TR0 FAS Lt LT, AD0LI,IRAL ko NEMERS ob), racma

coI’or ect aI cancer erinenta

- analypthcefir éE‘aé§A‘fTr1 14 1 &PrETEH o19) ”%3"“%‘?@ Dofdgf celis oY

trans§éRSn keto cldonwrlpbeinot (Fpetsy) . Cetld-finse 21N T Wi (RalNACT-14) or
GalNAGOWAT 8¢tk 8l ingNs (iva GRINAE Treul4t Dins p plEaliNAe T2 FidnduElt suBsequent
to slﬁgg\%cg‘e@: I( prﬁe(&g.g‘rgetdl Qﬂoéc B&anoép & [LJZJE&Q‘LL‘% aflﬁ ﬂ%kl%@ulatlon
, atlng ess (+) or greater than 50% (++).

protection with at |east ong si RNA oligonucleotide

tested. (0) indicates the absence of protection

agai nst Apo2L/ TRAIL. (D), (E) Subsequent to a 48h
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knockdown with the indicated siRNAS, cells were
treated with increasing doses of etoposide or
staurosporine (STS) for 24h and subjected to a cell

wolh@Rbhist Yy 10 assay. (F) Retroviral ppGal NAGEghtkaosn31785
over expressi ng PA-TU- 8902 and PL-45 cell [|ine pools

of ppEIRoSUbEechRds t) ERldrraniabi dnzky 188 88YS ARIAPERATL induced cell
dea_thAEQ ZH";SR@HﬂorE glt g&'[ger) Vgeeitlgr nE:g Qnt.meﬁpg.l %%Eéedl[@é ngs in 11C.

ant.i - FLAG ant | es |n |cate$_{f retroviral 1gress

(nesnf s PARETIE. T? s B R0I FESARTG PUPTBes) Apbrapty i which
downrggigd et igga Py sfad NegT- ﬂheorAﬁe%WmefL apd e etl reasiFgdein Pyotection
from ADGIVARATDN e&’sS c@eRed NinApeRlisd RMdds Senséd igreatsal @RS s03  (++).

protem@nr@ﬁhsa@mteas@l&eegmh oLAREEN1c68lde Lidhes, BRO@AGates the

W41 10
absené §L [ %AI l::fsonwee!éq%uti% a?&_:%@l.y\faéﬂ‘?rat aﬁ)lg))nq]é{ﬂ ubse entweto a 48h
knock ‘é’cttheahet FEREEERT T 0t R arsrSi Erel%f*‘hd’l&?]ﬁnﬁﬁ‘?ﬁsé%g doses

of etgsp‘@eii# i€ $orrewspiise-8TSIBFe; 24hsprdsergectefaipaseeld viability
assay antF;acktrovasala ppealdin oy i@ 0 at¢ekprdsBindKackdewme ofnd rL-45 cell
iine FpHo1B rw%gMC%ij%Qtéc?CFcH' tamnt apgdiaes| \é@gaﬁn Qgter ApO2L/TRATL

treatrge%%pas'&ﬁem?e b}.cn:e A&Q %QTR@ Ié.“uDl %.gtl %L% ant(J(S ltgjeﬁsl indicates

rimental procedurd accor
IEtm‘%’Lﬂgi aeé'@r%%?ﬁ?ég’gf‘%ﬂo:’f‘l BRAUSRY © %I%E was rreasur ed by
FAGS- ANl Y51 FreddbrhiChlct LOAL VTR SMDI8636ERI0. 3Ruced caspase

actlv%égNA kno%\ldlav__\ﬂ%c\ﬁé/%‘ge I ndlzcat %d% Enal‘anéiu :r=~51 %ntl %o orectal
cancen GeEdul B de SEPi 584 @Flfjgfer%’ijr&éd YRET ef ﬁ@%ff’% with. 1000ng/ml
RpoZL(FEAEY aldry Swedd 2¢hdersttobdl aredl cbyavoes wesapiuwy eckeds Engrestern
blot c@AVENRLI aRahy neﬁttm;dai@gysnelayf:tmos& Skddphedl si, N HiRe caspase-g,

caspadd- t.% aS4ICh+as, af OF @8@@9& EeodthEL W @@ | ¥rdlidabdZ €% Fut-6 reduced

recru%%refgé;o %r Clch{]altggrhg%ecga‘dsglag%geséﬁ Cﬂpo%ﬁﬂl‘%gln ]?ISC' in DLD .
celie EREEAL IO BRI (1089)°08 bD%ﬁPl ) HifhoperEace Sxpression
of DRY gh@PRE oty nPeusyl bCGIAES Sl vrfsH Isotls Kbt wage subjected to a
siRNA Gppeicion: atiel tpeob@deites deavel ving the use of

commercial ly available kits and reagents are

general |y gar e?:?' p@ule by o AGE Yl ok

manuf act ur er protocol s and/or paraneters

(F e SEFHERET wWhae Hﬁ‘f"@&ura?S BEFCOHEY HE pFesepced herein are
generapy hsdd wddradssdysdarenddstc prijetsd upings conyepelonal methodology
by thoadesistioedl ihathd hHes, | BuU€Nt 40N 98 R@indlem ted t@=ifeutilized

molecl@kt Icm&l@lg nethodelagy, de'&ﬁtbggmlﬁt seﬁxLllogicl @%Saalt Molecular
r ns reage
Clon"r%n I S Bg'r%%g“ye ﬁag{]alggrpde e?ltlgn (EB:%JBC) Ed)lda E?I‘ln?a}%. Por L%boratory

our se,
Press p&oth FBF S¥beFrhat™ tY he #% é?’iﬁoﬁﬁTa&ﬁy Rﬁéﬁduﬁé? efeivdng the use
of copggreffdyp@rposelof kides eribiratpopas t foulapreddly carried out in
accorderBo diviEnt sammbyturand desimat grtended sha/dd Mdrabhders uwnless
otheriGORE:ed. the present invention which will be limted
ALY NG 2D %nqn%g%cdsa'an ' taayr;usatreb%eg%l%d ! h&t & o e
undexsEgpfghat t thl“* a’rﬂi"eut%ﬁd l“t‘ﬁ’é‘ 1?"?1‘6'1@6&%’ ﬁi““a r%rt’r‘élflé? é'i‘?F%"dOlOgY
protoq%‘ﬁes%eltlhém@@ntaexrﬁalclsgaﬂ%ﬁ dirc 9areR. orhetNisls, Fhdisteagents
described axampl exyr ef efcense tary.a r13-WA200d/H322dBFstocd that the

-temmBgéyUS%Qé@/ Q%7_L§5 zge@%i Cth@' trﬁfr@&é.eon fi %Is&ﬁg.%§n§§a particular

—_ dl% <’:1|Itl uch altergt |d0513 ang gf gﬁence to "
e E) %c es r &F6r &hce 1o 6ne OF nore Echc}(IJ)Bemfande present

m"’“ntéa{ﬁl“ﬂ?éf%ﬁ’f“%l Phet@oFed RRGMYt Tt ﬁ?%eé‘d%dmcﬁ-‘é‘ﬁ in the
akt musgnée seotkdr thrt Ab| upndbbereiti end refhe omedndrdr @lgims, the
singuldfk e fbreorpor atedrhepsd N dne r eher@aCcelulit @efhr86tOSEiess the

contex@n@lgﬁ.sigvr |dbL§tatt|a§ %’Eﬁé&%@éa andlI‘QIEs n@o@" |e§im§31lan refersnce to ‘a
connection with wh '

13
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the. publications are cited. Publications cited herein
are cited for their disclosure prior to the filing
date of the present application. Nothing here is to
wobs7eMist rued as an adm ssion that the inverlqisfk8317s5
not entitled to antedate the publications by virtue
genetiyf agpenshidn"etnpuien iat yplutaleyops pruchraldataidfs ahd reference to

"a prbbarelihblfiies Fdtohatcet he add Wal mptbli-gal @ha d@iﬁ@ﬁl@ﬁys theresof

| knowntt% ellaa‘sfeegmiecf agr@hetmsea@gmo require

Qe t. verification. 1. I'TI ONS The termns

Ep g%ﬁ.‘l.ﬁélzl ne me Joonﬁﬁ herghza “?Rﬂq?rp%ﬁaﬁe?:lst?ﬂeﬁélb@ feference
to difGorerat desi%bﬁotheamﬁ@loﬁ)@ﬁtil Qe maEgEisc & whhndrtion with which
the pilpldlcatess amenciasl.d rresliduesonk] 4:i 28] herdiACkHS i M@ed for their
dlsclc%ré&ﬂ:,lo:l‘ el tis ¥eringesdtduss +92- %;mn’c‘ AGlUSLVQ,, | Nothing here
is tor E@' %@@n%& gé Cfl édggéﬁg}xvgﬂ tr% L duv nﬁo]fszgng'e 0 uegntltle:d to

l.nclusive, resi es - i nclusrve, or Fesi
antedaps ‘ls‘f PYRIEPHERDR P f’“ﬁ’fs %ﬁnaﬁ aFlicr SEITARE SebhRNPTiPT date
of m’ﬁné&?% 1 F“éEh%ltlheaéctuéFLoP‘éﬁiléaﬁlloy deitsisy waf riagneAfessent from
those gapwt pohakquiraserkpordaht verisikbsidat uti onal 20

vari ants of the above sequences. In one enbodi nent,

. DEgﬁgTﬂﬁgypeptl de sequence conprises residues 114-281
ure 1, and optlonally, consi sts of residues

o ;

s 1:2%:15 “ﬁPﬁLé'Eﬁﬁéij_ "6BP1N an}tﬂ "JRREL” are used herein to refer
to. 2 paelypepitiftesequrenee Wworpr isdsdeeskroiies af2- 28%idies  114-281,
inclustesi duess91-i28luale Fi gisicude SENEsADAN2lu-R6l Y PRRELALS 01287,

:anlusggi/? Qﬁiﬁg@gg‘%elb)ﬁﬁcﬁ@sz%t ':}é%l&]&é;]lef%tglagﬁ 5%91 Qecieor rasidues
i 281 Alilglles r'egl du]néa Prof 1?‘3(‘% o] énch) Sﬂ%‘“ﬂ? BB E“(%af“i 1or as well as
soLosXesdly <Gy ﬁéﬁgm%ﬁﬁod#ﬁwﬂlgm% he=Fredaerit s ar substitutional
variangs Gtaits shee Beolengical by w@et ¢nbedamdt hae @iiypdreasd sequence
comprigdy0 Uts B arni4nDs 1A ol dr e eNC nd dgRt bty "Bsists of resmuas

C11a-zspraaf @_{@Qleyl at Oﬁ%&l@bogﬂn ‘Dggyée @%egg ehggeggljnggég/eg residues

92- zalealxe@emggs Bﬁ.egsqrgplﬂxgmni WI ?L' t Aﬁ,\o ongo%%e?%?=§mebﬂ encoded

by £neOf t 9% sequence |
Y the BatEd 'ﬁg@@dﬁ?ﬂ?‘{ueﬁﬁe §§‘E{Wérf€e§191€ﬁtFonélPH°naﬁﬁe the codon
which %WEFTWH@“?)O?%@W (BHours Bnowdede byeaa” nocl suti de 1n other

embodimmggende Whigdenhy bir diazescdndes 1sbidgigenty cendist |aﬁ<mshave at

least ¥Whdul Bd¥e a@NGOdEND se@@iﬂé@uﬁe%giiﬁem%qggéﬁgaﬁryogk ded.. | about:
90% sedpﬂangé gﬁ!l@&tll:y, Tar)].l% g\?ef mn!;e gp %Rﬁ Leasn 9 ﬁs"m 87%, 98%,

or goSUDSLIt UL ona‘f variants o
9 e e%cﬁe ISPy AR vew a?ﬁ%o‘:’fac‘?h&s akpye s’EF'SéF?C% UARSGL:/ TRALL

se@en‘[ff alfPaismthe FBS g0/ TR pelirgptisigbst pherdedrigl = 3Bicleotide
sequenaggr Vigiehs hybricieeApoRdd:- TR nfael udmdihieae WBtahised @hcoding

polynudi@aside0 Reqiib 8 O0paAhiided Sin Sﬂi‘%ﬁ&é ti'lt edpy c@@nﬁlt%{ compasses'
substlgu@%rg@evm? hese é«y%&ﬁwkﬁ&”aﬂ SR | a”£sﬁfgk&9§ o5 192 Sative

ntifie
awino 330 irn SSpFAeg b G chigions Seicen. ¢ GrdENERT pubsticusiona:
Varlmtﬂp%%ﬁh?moeﬁ&%ﬁFfaﬁ%lW%FM% thebagpart lest apiedamine acid is
substifupsd dete srratalposiet irensad203, ™2d8: amét Dfuc2821( wsiiRged heo1ude

those AUEMEEIdYY SREWLApHA) RgUi il ar%a&h&bstéﬂdut%ﬁepﬁ " This

. nomencl@.k:@i[y rl% r‘;lgéd %es.!.'de%.tfgoﬂ}?% IE. vai@ S:I/I (elr?a{] ts ﬁ:gie agparm_c

40

a QIE)H sSe one ani ne su
aci rawﬁ s a*‘ éDOF%%lIOPEOZ Zl-Pabf.réﬂ/fJ" O%sgplﬂﬁlflgﬁré'ﬂ Ipeqzerlng shown in
Figure ébm”e %’t’“iséht‘«\‘}‘fﬁ G/ @7%1326 rBabitert uttbbivaklisar Fl@nbse2l variants
may confpméiid@eone wirendf el al ke stkhiecslibsd ivhibl Q8 recited in

Table 1 dentlbiieded rbcﬁagbglﬂcag:tonv\go a1/ 9832 %Bééﬁtlﬂ@?onal variants

included y ef on. al so.enc as

N "% 80 F50T B TR oG AL THE TS ddlibhde o ™0
ApBIL} |‘Eaf'iu§’6>ra’i=t et Fr onTn SRFFSEICFRAMC SeisieesseF 2 native
prepared by reconbinant or synthetic nethods. The
Apo2L/ TRAIL of the inventnon includes the
pol ypeptides referred to as Apo2L/ TRAIL or TRAIL
di scl osed in PCT
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Publ i cati on Nos. W97/01633 and W97/ 25428. The terns
"Apo2L/ TRAIL" or 5 "Apo2L" are used to refer
generally to forns of the Apo2L/ TRAIL which i ncl ude
Woﬁﬁﬂ%h dimer or trimer forms of the pol yRefilisdfisnsirss
nunbering of amno acid residues referred to in
sequepdfe N9 TREHqUETRE atads ef1ohe anu HpeRl/MBATC condid god Oprepared by
recoulfingut eorl symbe&s mstx&ﬂsf | ciilel ypc&tLah@xtiL AN QLM S&en®iQk includes

the éﬂ%@?@@es J;Q_%Qgredor?o é:Sp ;%gég'giex%{geg gosed in PpCT
Publl%%ow ﬁ%:l E?}Ol@9§ an hWO Zﬁﬁz’sApofi_FTﬁﬁﬂs “Apo2L/TRATLY or

“Ap"z’éx?’f%d’éﬁ‘? R e EAFETRY PRAME FGEL/ FRIERehich ginclude
monomey, fé;tpﬂrof:rAp(}@Eﬁ TRARE whitth pelyessieidki alAly hiee-0fg of amino
acid fepafisRerETeAnel andn H aplaASi AL S e gi%éﬂﬁéla)écordlng to

Flgurethﬁ E:@E.)eé/g lébegﬁﬁ%aiﬁsssttab@ c;li:ﬁq=x f Suc'ﬁ‘andlnstance, "D203" or

. ; a opl asmi ¢ .donar hs
oz e Ol o Fls e 1 6ot Racin the sequence
Prov"d% Gn'e ﬁégurf"t w || be understood that any transmenbrane
Foerdicaf s)2po2 d@RRI egtraellitlhe Qokimpept | G2 0RANCECD” refexs
to a peeseat igtea iRAOn @Heshi qgnteiséérﬁ:@al?@urﬁgéngft&ansmembrane and

cytcpl@.&zhltcerdbﬁalngu“ B@é%agm OXEQ ii&) tvﬁ%%afzgv o?rglss th?H 1%, of sguch

N Lfyi t e y

e B AP oe b1 SorP e WM RGN by ieiparlgee than
% Put ot ikel Y& 0 thoPnbreEEhend AhBuens tapimeriamingsionain (a)

1dent1§{,ede, fdrerthendobirerheds20 cfonwien rassdoi tindddtyon are identified

pursuahtent ctitedia lmuptmierapdopbedi rRNL S, f%@eléggé%llé that type

of hy&@ﬂ%lb&& @:fma@nsm'fﬂ%l @xacetthE l‘fr!uyé Y dO ralmgmesm%g d%maln may

tid
vary bgtt, rJoQg lﬁg ?ép%? In d%or ﬁf‘ré ?%?Lé %sgﬁﬁf’raa%éfﬁ}l a+ther end of the

df’mamd&ﬁaulﬁé“@éﬁﬂ Jr%enth%ltedrrerrbﬁnaﬁé%%ﬁ@l) emifagindncal akhe ECD will
cons:.s‘éxctfr acadivglar cglorriehl i slequémces afquApe- o lthERA lypasiBde which
is fredestthd edahdmeRGEnRPuld GﬁﬂdpQE]anQSor MWJa@ﬂ-ﬁﬁér a:ﬁ»gmalns {and is

not méﬁ@gﬂezaéo%gd 25 'EQ&J;:QHF éﬂggnl:él-[rﬂ E:Ln se EI[ICES of Apo-
21/TRaTROZ e 13015 B L9 A,.C %e? %B%é?_lﬁgﬂfé‘dt r@qsﬁfzsua

xtrace mai N~ sequéence
RYil] TM% e Mo ASE 2 [ ARARFrEFoRoRef e Fefdry EwR covalent

chain of @b FXLrIAsA ORI sijueinedahenca eowabent | i nkage via a
Thies Ulebn derdoen rraThedtretm as tgedr. Bekeh NrbAGLUAES tywo apo-21,

monomedd gez_rﬁahaﬂﬂlangoﬁﬁ@@t!— lglhﬁ%svﬂqq é&%@hd@' S AS tﬂ%t tt:&r as used
here:.nV\ir!:clﬂ!u{EssQrée[ I qgt%dl%gf xgo LglmeAB anL% (A ZFh g 1?@2‘»:?90%&'13‘5 are within

wrimerit S8 TRAPTZA (1 rfor 5P KGB DL o 9Ehor.r B GPRFgE monmer).
"fkﬁ*r EWD@WL/WéW@F@EFha‘Pr drpodiorimval eéﬂ‘-’teh:y to three Apo2L

'monomewssml atedon-Hoealeee i '=ApadkidRAlI L aggregate” is used

‘ iidn ) l&@fner“Ab@Zﬁ@ﬁma%§§§é9§t:@d shlugggr cplxleggmd %eﬁpmawgoczb.ated
igher i T 1 o2 U ho 02 suc IalsT i LG
high octl é\gn%%l:é %lm!s § 1%_) 2% %A %oéﬂ?%?? Ctlflgfeﬁ%, which

form )f5 for | nst a exameti ¢

’ afﬁ@d L. eﬁié‘f‘%?lﬁl né’f“i1 orPa&Pmﬁt”ﬁé pFEFENCEL ankpo2l/TRAIL.
Detem&a%ﬁlu Py OF PpERRITRARLOPONOIROf 2OFRITRADE monbhd¥l dimer, or
trimer ((or cdbérergaggregat @8) babyadbeudTRg Gnetbddd0aALhOAs BRdn in the
art (aaasaa.)éﬁnd(ne&%eb:&allhﬁ a@&lla&a@@dmgt?éﬂgl&onnycgl lsl Ynative size

exclum@}{algl:g@l SRLer | al é ~such_as nat | V€ Size excl usi on
sulphat b% (' C§O denat ur i ngﬁélsjzze eXCTUE1Bn PRy "8odiruniedsey?
PRt HERYTECAL SETPHAIR e SB8 Sme Faril v %Jeecﬁr@é:ereﬁpec

"AFRS 2c AP diegerticst t ingphibvetlies retdypor rhfqand to in the art as
“DR4” angCEpRS0r Yhasac boldescldee i de crpt Qéﬁfpéﬁilaérgéj;ugﬁ)césn ai-tbeshcwn in
Fig'uresa@t a&i 3 'Ig%ectggﬁglgqm@g‘?v%s%mﬁeg%%é’]Lﬁ%%@%&)es q_’gF receptor
Iamll}; r es{gect%é\/e ?eds%% ?§4' (%ﬁave FoscSEhEESy RElSTRE -113 (1297)
see alsp 9;?1/8?856f BPﬁHlﬁh’?ﬁen’b‘éY tef &PPEd P 0 HS 7S PRPULY IR elily 29,

~al., Science, 276:111-113141997); 45 see al so
W98/ 32856 published July 30, 1998; WO 99/ 37684
publ i shed July 29, 15
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WD 2007/ 022157 PCT/ US2006/ 031785 -1999; WO 00/ 73349
publ i shed Decenber 7, 2000; US 6, 433,147 issued
August 13, 2002; US 6, 461, 823 i ssued October 8,

d US 6,342,383 issued January 005031785
wo 2@?2‘% at al .. Seience. 277: 818821 (199 %%i >

1899; O ap/733s@|mc&qhed217eze&aeﬁ~ 818002998) ¢ (e3Cii DM ued rugust 13,

, y
2002; aROL ek, 3'2@0%@& Jc%bé%p@Zleoa_BA%d GJ% @g@&a%ss:p]sif%c&g'{anuary 29,

2002 | h d g
)Vw%ﬁélglﬁzgs P I £ \/428335 812%.Tt(l:?'9297 ea(‘}lél F¥y e @l., Sciencs,

ubl |
217:585948 ‘%‘fcaﬁ?d( Pﬁ%thﬁécéﬁe@Foma?ra|Agezlué*a¢irL {see also,
wose/ 5&l7€%rﬂﬁﬂtlrt#@ldy Npedmber et t 0.9a8: AmMO8 2416TRAMUDIRsheliR8eptenber 24,
1998) TanTos6 JecdphAPEB] s THICKZ=0rto KELLER (+86r @@&%@o@thﬁl ailsc been

alterdadi¥elyBtorreal t893s 8)@ 41%'QZQD_R éﬁé c‘ﬁgi? a&% %e?i M%?CKZ or

e 501;'5% %i% (S92 Hion) AERCAE IR s (CHE

%92“) ‘pUll i¥hed - OcFapee. £aneti098; 17:141-143  (1997) ;
W098/3@m/meme®uzb19pshe@ QzpoheEr@R, 5409851 D09/ A265& 14, 1998;

WOBB/!J.EEE pabiEdhdamdasser23z, g/@% 30M9%£9%1§§1Q$@ beh&dy 21, 1099,
AR Y
woos/0be&Y WabyisBay reBO% . 5099 113%% iwt?gécjﬁll’?s?i ey %5 cgdéﬁéh 0 1999;

0 7
‘;TS 200%8&909?8 gg%l% ge%% gﬁed ng%er zzoogé%ﬁ?fsstbgubllshed Deacembear
. 20378, f6§13| 281 et 8 chEEFPT, 0RO UFS - 2POAJ00I09 24bl ished
Augustp@m pg%d UES 2A03(PS 855540 200 isSt 2008/ 01255540 Us 2002/0160446
publishetb| dshing: Jul, y 2802,2003; 200y 30020 LaOA4Ea Pbh SBed 5505, us

6,563, 0 9b&lea3la %902200931%0923790&%7%% Q% deé}éh“fjs @P '7g égﬁtlz 358

Y i ssued . May

issz : Qgﬁ%‘a June 299200 L% N% Fuge, |%t§‘ﬁ’édr?\‘i?‘%?ﬁ§erf°ﬂ Apo-2L
RELUAS Gy 'd%%dcrqpﬁeés%o%enéflheﬁt Péceupry fMorsters et al.
supra; Aﬂ’@d Z{Jmopqﬁ'{;m*j:d@lm_gg@d;m Thandtc@RG {3eel, Sheptdanwidn used
herein gincomBbeahatvhe Sde@fiSn@t ratbptor2Ond YRt oA RG-S PPNe AL torme
el syl e T G
e e e Y SR Sl G chiptos ez o vaniecy

FRCEPYOT eXfPEssedTi AR-Rarversrest Pﬁanafﬁﬁplsblnﬁ?}clqmlsmgthetl“
memo%unénénatlﬁboi%em@cém@ﬁa reErbee ndagensus| yolypeptide having
the sargex pm%@S@Cd.daSetmeﬂw asnat wpdlzlhyrdcBpbrVaddi 0ty eref nhan Thus,
a natitvkSSdGuenkd n@@@-@i KcefBRY b‘.%nem@t_gsts.féj Qf&.ﬂge% E@I gfgqnutenc= of

uaturalq native se

oh reod %of%)?{ollrl% A%OZ% ggéé%gg%cﬁff?/% éptige” ahawq%‘ﬁ I’caﬁ esﬁ?fﬁ‘eme Apo-
é) ac?% 1555%‘:&5{ BTy nﬁwrﬂpﬁr zzﬁ.nr}é%@ﬁt)%:ice@é?y vegbmbinant or

Swth@tf‘?oﬁ*?*ﬁ’&t ur ESTREST "zRthet | vensERURORIADBeitoreCaplofically

encompager® Haverdlhe-cantnonactimsegde e esdfreted forms of the receptor

{e.g., Nat weBlbhy- @sﬁw EbHO ARG 2ok €GERLAL. from é&%ﬁéﬁaﬂwﬁr fomain

ch guence Q- 2l-_recepfor can I SO
:memg‘” S P LBy FoEumbl HARES:or=i30 sotices
orms) %flﬁié%qaal}ﬁﬁa%rl% @l%@flpn v'aﬁaa[qr_ge Seeprsnt et lmay include
fragmenF%c:é'ptiﬂetlgp@gtiqt@abf yt:heemjxjn'@me&cn Apo-2L receptor. Figure
32 showaather all yam@RC BEEd NGqhddd8 Cat @UnO! pRLGLELad lgﬁ%"d”’én % 98/51793

on Novelbé&- &60%@59r a %r&ascr&t%’ﬁalibL&mQrvarEOnt a;_zq} D% RO
in the a%ta . AL extracellular domain °Se
at'ura -occuPrl g “TarTAntPorhd Tt & amm" acid sequence of

bumman D%T t%‘?‘i‘?hﬁflv%’igyr%gp??caé@ 3¢ @ﬁr@)blawdnm e aﬂBI/ysas@cca:r Rigygt 20,
1998. allelic variants. Receptor variants may include 35

“beapmBabste afielbionMEdaNhs L the-nat jk[:é/ réﬁﬂju%c.%tlbody
or mtlém'e%LdEJ%QQ& 01{0 Irgggxﬁ:ors S&%V@ggohen%%ﬁgm %%ﬁa receptor
Superfarﬁﬁlg,u%bdcgo%m PRS “as |ished In 751793 G

g Jf@g% e,&tf‘rdé’ﬁ‘ chhciﬂfﬁrbaﬁaﬂf SiPEEingaraoRResis, and
such. antgbofigsy inqiRge DR5|aRRRoL And B84 antcibofri s DRS spli ce
vari ant encodes the 440 anino acid sequence of human
DR5 shown in Figures 3B apgd 3C as published in WD
98/ 35986 on August 20, 40 1998. "Death receptor

anti body" is used herein to refer generally to
anti body or antibodies directed to a receptor in the

tunor necrosis factor receptor
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superfam |y and containing a death domai n capabl e of
signal ling apoptosis, and such anti bodi es include
-DRS anti body and DR4 anti body. 16 WD 2007/ 022157
06/ 031785 "DR5 receptor antibody", pclPRRS006/031785
Wog&yﬂ%ﬁé@ , or "anti-DR5 antibody” is used in a broad
SeRS ereteptoef gt ibaivant toredimesbédyal d4u mehtiopEd ah€@Shy” is used

“in a ©RRAl &4 of &ef&RgorﬁrgﬁQErﬁres %@hbﬂﬁl t:.geatllégsl: one form of a

DRS ré&%&:‘&pc%u% Vg’] tIhQ Eﬂg.%r géc, A orsh‘é)mrel ljll %‘é]:gu e%e Qr:he 1-440

I n, Fi ur es ex race omal n
Seque“tcﬁ ? GF . “’Op aﬁEy?’% toﬁee’ﬁﬁsce&ﬁtﬂraﬁoa?}“ﬁlg Fhezeef - oroPtlonallY
the DRS gretbody & Kot oF ogbirsd sequeheeroiogupd egughence or molecule.
PreferPblf emhabhstekbibohed er-alageUS1 BRgUENGRsAdd=08B: Qntibody to Zorm

hlghean&két Srt Jl@g&ﬁ‘grh@ Qi Qb Or My L.mrgﬂg% » QLAEL:50 Entlbody binds to

RS = e']:pmdtc no%x%lnd CE“ or%g‘.lslzyeac gnanaédltlcynal Apo- 2L

recept or
s P R RN S ——
DRS siggalginpRgtivdéRl, or DcR2). Optionally the antibody is
ewri@gatiiyst tief Drsl GnDRSaB iognale ENgnatdn Middy. to a DRS raceptor at
a concEa@0&@ k¥aged BE BB antihpdy ofut % M\ég%éagﬂ ggsa BIAcore

b:l.ndln% as%aﬁRs OEI?JB)%Q}_]%; @ﬁn?f\/lDﬁs tJC_be%t L at I OQ%Ir g t%él xhllilnlt an Ig¢

sured T'n
>0 va]‘b’]enﬁ n@bc’éﬂ:‘,saf P offlFy 1E‘t‘l‘i”é BRESHEPDHOH &5 Béfmctqﬁeblndmg

assay.j nventi on exhibit an'lc 50 value of about 0.6 nMto

apeutedBroMMaasivoaasuress ian: soddlAC ok e dicDdiragantiBody” iz used
in a b35&A)ensdRb E@ﬁ@pt:@ran@mddgggychat J:QBé T?J“altb?&bét’ or9.=ar form of =
DR4 recg_;ﬁgk QRéx%c%ﬁgxl es %ger o] onalify tge %Rér?ﬁté?pody ie

fused r ef to antli i east’ one

g FedEpto rI‘eB?roéL??‘?Lﬁc eﬁeﬁﬂ?né’fs 66 niPYectrer eofreferably the
hEteroﬁﬁPP%rFﬁqP?ynThéllDRﬂ ehteishitdy e ahisdedy oo Eprkédoiisr avder or
oligomdygirer@ipdgows SBfUendey OrthADbrC dhiti boll ef dabb ypitheea2Btor but

does nBethal 6904SsS8QGHANGR A er@fV\@.d@J.rtlQﬁl %Lé-zhhﬁeéi@%éapqug DRE,
DcR1, Bp B&iz')n hi gjgf@lheglii)%j thgr n‘EI‘I C Co%&fgxei? D 4 51gnallang

activ tionally, ant b | nds t 6 recep
Ut does not bind or cross react W th any additi onaI

%6o%lyeé:éﬁt1?@ﬁ frctl@odyDRg the GrRentigp PoEP)to a DR4 receptor at
a conc@ytpioimal Fapoehef abtitbody mMscanvagonb siv af naR4ured in a Bracore
blnd:.n@ia@fﬁ li ﬁﬂ:loﬁﬁl&\/bﬁ}%&D% M?ﬁ%ﬂ&l by, treh e R4 Anti:-hedy an Ic¢
50 val@ & ' 0 r§&& indi
assay. CONCENt lrag%/led;tr? ?lgngéé of%mtab%)aﬁt %Li R S%g%blguta gE)Acnﬁa%mdmg

measured in a Bl Acore binding assay. Optionally, the

R4 t5F1 | FIATEE" ofist Hesd nverfieolr@XdRihi tengn, | ©nd FBcludes any
moleculgqlhps pirtabblut o0, ﬁlwabbaradeeutstiﬁ"mﬁésaw rm:aswr,@.d 43 @& more

biclogiBhAcCat@vhiRdi BY aRSSAMLTB0 DEBeoi‘ Qﬁ'@q ﬁgo:ﬁ|5§$ s_ltléﬁd or im
nse and i_ncl udes

t
vivo. Iﬂcahgfesb ? % b?o oaﬁtal en 1Vl :lées a::?I %fla’?ge 0 po.‘ZL/TRAIL To

par i a anc
DRa Oragﬁ valtn§§“%ﬁ§ 6?"%?“@ %‘1 IPbYi Tal ChAER | PirEhEs teported in the

literatage?| / FRAELICDRAapr PRSI oG Aavit Adrect nositndirert mmomer.  For

instance| Vicie kxanpt @sy oafunstich be ebogi-ca) oaC:fdl'Sli/ ténﬁ§nc%r €stimulate or
actzl.v&l'l:kéI &gé %Q} Qe;reAQQc%. TBQAI Ecé:&lt%‘lo.@rDRQRér ]Z’RQC L.{zdIVQ%c]), .g.% gitu,

Ocpt OSIS as _wel as thOSG yrt her e orte

, r
or in IlYer St Gr B55UAK %ojrﬁ HRES POREPofC i R4 odi PRot “Bich causes

receptor 4figariqranfie FioTRer t*@ﬁv@ﬁ@e tFRe agowisst mmRyelso function

indirectimctd @artiglpards @hlily ehhintel ysteﬁ:hmaegr Sddemtat endrlor more
b:_ologlaﬁi I2¢8i-8 t Q8e o8 rDF!IDB"e Dﬁb o'lgzg{rﬁ:éjo a.yﬁ;lt é.?yf_lut i &S0 fvilt %.fsog resuit
i.n Vi Vo resu 0

£, e. ADRSS":angla\./tlltn%?aﬁl tﬂe ezr_ﬁ.}i&?ror 15%6 W ﬁ%h eénugg eg DR4 or DRS

I'ts rect
actmtﬁ%%é’ﬁt SRAL (FORFORBr it RAICCEFAILHRE VoM, ST Rgondst may act

a8 an ea.@@tmegtmqmyu}a yblcfhuﬁ@,t_qtgms indirectly to enhance or increase DR4
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40 indirectly to partially or fully enhance,
stinmul ate or activate one or nore biological
activities of DR4 or DR5, in vitro, in situ, or in

' aresult of, e.g., stinmulating angthRk2006/031785
.“"’é‘%"? ??r nol ecul e \Nhl ch then causes DR4 or DRS

or DR@AGrLationcoracsignal tFeanset@idepthel dgonSsiC alf ARt ivity
of endd@@?}a@nAMQﬂ|1$1t arﬁ&éﬁm@Ct TR &hl& rﬂ%ag&%nmh@fgg& elﬁaﬁ?le ; by
- o in 0 _enhance or_inc

Prth"*@h 0871 6537 ek PO b ST IReee bh R cerpanip, iseo2

v 9 Vit PROEGPOTRTST affRER Pfie Sﬁﬂ?}ﬁﬁé‘tngnﬁ”?tjéﬁha’ﬁ@@ex formeq

betweeé’cf‘?‘irlzPyaﬂdolPRé‘eﬁHG@éhous Apo-2L in a manmal . This
Goaldrberacconpti shaded (i tBX@BPdR: dPplication refers generaliy

to apPhR1&RNP| e&h@ﬂzd% Qr Jdde, OF rgyelﬁt amakﬁﬂy@%aR or@rﬁéﬁ&e, o

h Lve and . w t
Zlycoﬁél& pt%lcl)% s%% “as CJst"g% i Z|?1g na e ié?ﬁ)lté%ufao??rﬁall can be
etect§ \/358?1 me}@o%dowta?d%fclo?ﬁ% }leé?:\‘ﬁ and is predictive
for an B‘faﬁﬁ%irlﬁiér el suged Higeydie peesenviappld cabkLITRAES €S death
receptgenentibbyy. t oswwhmbleoutkess |datagiogda HerRte PFRES! Ninvention
1nclud%aELQ0|&¥grzﬂ:tte1§1tlﬁ:H§ttlér ﬁolegtzleﬁl 1Y cold eeliﬂ)act{]%amll cf proteins.

[Shaey X I f coco u

MenberS Q%?t%gn N- acetcyt ce;%ﬂ:lbg s mln é:rr mf?isgdé gFiarT‘Tg' ho’r&lgu.ly of
senes G SEEEH G PyeeafPF Lo CERot Py 1 o a& ‘The chemistry
and bigaeyn P ditcéeltlvps GRitedsulcsssiensitt iiviitiptéd by the polypeptide
N-acetppo0?2 LbdRALbsapt nclieabdeFera@ePL OlBJ.&FHgbBﬂﬂY& Suhcinal Chemistry,
(availBbQITREKES §osC Qpt ﬁtﬂplsél&ge@lx.“et:@%oﬂf eéﬁngefe[}\éﬁggsl %gted therein;
Wang eltngi UngIQ'.ut %%BQo}iél I&%HOEFG tdoﬁr%:gnc%s ?ltteﬁetlf’ﬁfﬁ’ﬁﬁ , and are
ehosonE e SR L e GIPAYVEr HIT FEPSG ot GRRRGHEDTo) o hutieg. suaer
chainsofin gpepeingnd Proterhly hake Beeresdéscrobeshchsee biongrier is
determiHgg tet bal highieFhehehetrast royséz&eanﬂozblamcﬂﬂ}ér&f tissue or cell

sampleﬁudiﬂléﬂéﬁiy flo!r ngfaqrpgi yg%)@x@ié&rﬂoﬂ e t Lated pyomgjﬂgr will be

etermPay P et al actmgg,fao@r | transf erases”,
fm; %fgdorgp%# c %m )réllgf &% T J('a}’val Fatite Mays = o=
e it sathcé‘ﬁ?aP’ect e%ﬁi‘fnﬁm r SFEFSHETs ef t d Gall¥ac-T

blomar]fq{er@f.cﬁ as \fgAtp et lalor, CBBERC, T3300L 17138 Asneq:2008) aalrel of at
least PEf.erencesunid éd lﬂf@ﬁﬁirﬁli vand wiceocardtrRPUGAt v4i@, or 500-fold,
or pref&RGly Gt i1Badgetiebdm @bﬂ:g ﬂlQﬁeanEEe{heaBQsth%édaOBr ocfnll sample
than t@'aU %E@cg:v%&fgagr 29 %'3 :Hﬁ Iﬂs?t[ ngell c?r%ll.e v%ie etectlng

cxprestide SXPIE SDSI onkof bi ormar ker 18
® %on ghef T REH Fﬁé’tSl’b%gé?VéBa‘Fé’F HReontrol ti ssue or ,
‘E@F’FN a§%??fﬁl E-galeprdsemaerselypertidranpl e, the N-

acetylg@pﬂgggmmylt#ansamsa-mom‘@belﬂalmd:—lmlb'e, ~ghatvee maed searNTiar
are usHSI BGredn 00N Gre@XPT £SShan i ﬁén@:@ﬁﬁ@)@reg%nthalrﬁ‘lgl \éﬁa:P Reristic
featurdd oﬂ* m%HQO*&!a%aQ:C Qer@aﬁif}y %é H@olé&ﬁgé( c% rlﬁz.zéqs X N-terminal

cytopl mFredq Lon ot bi ormar ker

°*GAr Nac> 11 orraﬂerﬁa’&an?sd"%lm BT BB e B At 52 B donals.
In an gpeigpal |sRetivpSp, the MEWSUFEWABYTIAf hglrstts xcoWlS3P 1659 base
pairs eRcofOwEr raysanaliysi 8¢idopr&S@0Onf obd,shoat jr efeuabliy. atcthe full
length heast «hR08as fiokd Abghebs mnedRent st Actde§§1l6§ R, &8 ds1qq. As
dlsclos%amhe Wa}l aQ&: tg.@t %ﬁ@rv% f79é‘ 7§409930r39| 1Sc:léI gsoro‘r'ms of.

I tectlng expreSS|on of ©

GalNac ?E'?% n%alyﬁer Sll e t eﬁlt ; Ilué'lhl {}%C ogodo not :anlude) particular

SXOnE, --BLpr_ Rﬁae}g{nﬂ ZD_ §a| 2 0% afri neTkEﬂNBrﬁé?ﬂ"l d.gvm*'lon contemplates
examining e¢nprgedizct of any nyl tereanskelaseiddsbins of GalNac-T14, and that

express:LB:ﬁ) &:Eaﬁﬁ«!ﬂ(bnzléuah l%ow 1£1ﬂrad1ci%lﬂl\g1 4:he. @Jmﬁa%ﬁdtissue or
col1 salBIOLNLQ;EETE) 3 Lybe bl feIPLane pLoleln hay s '

%D$ract9%r|s i C ures o % 8t
echfes? coﬁﬁ+a}c§Pﬁag"lﬁe1*ﬁ’-°fL§’i‘?ﬁ“h‘é? cyt opl asnic N-

| acetylogeRfPReriey Hirsheirsresds tortab rial e P t ePoWaarky”, “GALNT3” are

catal ytic domain. 35 In angoptional enbodi nent, the
human Gal Nac- T14 nol ecul e contai ns 1659 base pai rs
encoding a 552 amno acid protein, as shown in Figure

4A. The full
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| engt h human cDNA has been deposited in GenBank as
Accession No. AB078144. As disclosed in Wang et al.
BBRC, 300:738-744 (2003), spliced isoforms of
Wo%lﬁb\ﬁg T14 have been identified which incl @@@mégﬁ)ﬁ/ﬁﬁma
not |nclude) particul ar 40 exons, such as exons 2, 3,
used lameizOko deefdhen ﬁf}_&SEI]hn@tn]bﬁbﬁﬁtprﬁﬁe:ﬁDHiﬁﬂmcﬁ:tatﬁéicterlstlc features

of tHEX@EL Y eamlgs&;fonnoezc@ny eémpigglhgvasm@%rmg&% plasmic

doma:.n.o,f lsl}ll%%bran d% that Er e%SI Q O ta Ong Sé.lilr(z: In an
orns IS pre Ti've o el iCan trssus or

optiongl’ TOSaHTE! e e %ﬁli“@%”fa Iﬂqiagiﬁrbftm@mmweéa% smino acid
sequence cEpvor 1Janlfqggg@y413 GalWac-T3 is further described in Bemnett et
al., J°UBRiN @eeigdryD-ak amto@s:ani:nawm)ypepti de N 45

961%9@;]12&0&9& Q@;_{&ﬁ‘;x s %nﬁéa%lf:aégf I% 7/ 02 g@é @Q{.ﬁ w-£§9h tharapy

is desﬁ’ﬁﬁ Uéﬁﬁd%ll %H@%ﬂ uselaﬂr?eﬁ%tfer?d t0 re o5 %d%d ™ p subject are
=Y SHERBrFare " preteih Havi g 6ﬁ%ﬁage%le?#ﬂ§%% chfte ‘Eﬂ”ég agyf clinical
sign of hélsGabNaeor Teubaatlsy igfolmet deutsslenaripgicilngrudies, or subjects
used abhdceEmdiral cytoplasmic domain, transnmenbrane domain, '

5:&@ mdefﬁ g*n@ﬂm@lnd a@ aLday Eﬂe:ﬁi.go%%egs ole.cn ng:%: %ﬁg%s:ﬁ ied as a
hunman C | Ses
mammalt’ he s ﬁgﬁ%g alé‘lmﬁ i sgovbsénc g éggu?aet 4p, % @ FPreferred

e“‘b‘ad"ﬂ’%rftl\la% -°P8 FERLHPh ed‘é%ft‘f‘l"ﬂr b‘“@d“’l ¥ ennett et al., J.

By ol'tis€hendst ¢34l ZAMrHT0GE- 1RO, { 1996ctiBy bSub}ne@at‘ cells
cbtained frpatd eAbiud 8fNEahb] @Ry osidRgiatSubfRChol:ee MWit6h tissue or
cell sgﬁﬁgaﬁa\ﬂr bé %o@%'t&@gxe !a@%lr&g' ngré&%zeﬁaﬁ@/drnﬁ%@gﬁ%d organ

or tlstsglebe | I deg a subé ect are. any sub
. i0p8 lood or

nvolved in c r?§a| BESATEH (718l soho
bOdﬂYcﬂ“ﬁF%ﬁ“ﬂﬁ@ss?@‘i%bs?l aPEBact oty aglﬂb?téét@uﬁﬁvé’FVé&nﬁ% fluid,

or inteyitderilofbeicc atedeuiicasamprinubjegtssatipsedr g@gvelopment of the

subjectONt TR ishhe shesia wERANIRL" baSprisedy her eub-uref €68 15 Oor - cell

lines. an&pﬂl@ﬁ@iﬁ&k/ C{@Shéé&d o@scea.l Qﬁr@ﬂ@l is oggillﬁgh nAg:c)l'augﬁ;ﬂ:ﬁ.mary or
metasugﬁo\éﬁ i é)l' Ses e dqg.%sue 5 fﬂP 0?1 ma{yﬂ cgntpa_lnf lcor[ap%gmd% wh.:l.ch are not

I nent o %t he T nven
naturally” giatermisede iR R SHApte” l?sn?ﬁ‘éﬁﬁt %weo@l%careaﬁvatwe&
anticogfulapt. | Bfffeet | Sixghves nedtficorn aattiibiedcof cg Bsbi ot
Brr pad ipentased tersDukC escet iddTeot iaS8U@ubrsant®d lis S@Ept & single

part . obBY; e sold ngbﬁ%%mﬁﬁa,f QM @ fcﬁ\ehs@il.z.éer %egléﬁg/&r cells cut
from ap §§§ Vedmgi{egan Iorzl.st Iu% ue S t%. ZPe g cnt.l = of tissue
consf ?uenf’ Bodi

aspl rate; ood.or "any
sampled | e e *Rs br %&rﬂﬁ?ﬁegputﬁalanﬂylﬁla ASARTERG cEof | P d present
inventiyey | praweddd fhal dr 20uederbradr shatt fled pheagnd; ingetdign comprises
a metHoHORhedypyvt it bangesic@tdonoreideve| eppeat 1@f akl@zed at both
momhoﬁé@bﬁCtandT%lE&ﬁ%He 1%%!1%' eoga)isalaﬁﬁyggd p&i{ﬂir%s éct to beth

proteu?‘én red.cells, or cell lines. Optionally, the tissue
or cell is obtained froma primry or

et ‘ng’é&tlﬁ”ég{)mﬁr“c"ﬁ%aﬂ@s"uéssﬁﬁiﬂt cﬁﬁ%ﬁr&% ditn any way, the
rerforpagapowdsommhiretrlar e ofote  Aatshr aktalveir epmi wedtagel h with  the
perforisdnes tanSgute reflRal o @ Sdtchd asiaprasesy aidtves]. BR example, one

may us@NinkCAAGUEAN:S piifsf:e&%:lyglg(@y %@ccﬁugﬁlc%.g:ﬁng out a2 second

N q_l’gtlbcl{ tics orthet!h ?gr t-he 0S a
proreteSed |/c2))ﬁ “of “a tlssueesaer?f)1 g i°s rreantsg iﬁ JIS Or|01'31rr°t%'MO:L o

detem’dlre phedE oF SPPPE s P D8, P‘é‘-”“g’c’o%\ TJ‘H’i“in stl’ei F&TFmed.  With
respect | §guaapioue elshbodientS r bgnednt | gveiemzanpée. the fFepulis of an
analytithlle k8&00 tkudhatesmurlih pkgo:2eeidronsg ofiuct it8S WRte%aAP| RSether a
spec:.::smiychggaﬂeﬁkf@ %Qmézy bh&%gegp$ﬂ/ @}ELQ;ILY%L_»S d@gﬁp VIQJCQ;Q;OEO antlbody
Shouldtbn present 30 invention, provided that it is
q% sf00d that the present invention conprises a

EP(et ﬁ‘é‘ale\me?@ts’y fRe™¥Rie *Q et BAE Yt PEA LR SHfp| eFqrs example,
chromosppal y zZe¢octondotdl . wBrphcindgiT Macamdaiobedigliar adigy @ksgent in

or is analyzed with respects to both

S%Eood con?] ituents;
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protein and nucleic acid. By "correlate" or
"“correlating"” is neant conparing, in any way, the 35
performance and/or results of a first analysis or
wo Rlooh s with the performance and/or resubkgnRinoaosi7ss
second anal ysis or protocol. For exanple, one nay
tissudisemjiee r@sutds Ofudeid msidaBAtyBhS:Qr e HhOt AGObotN strands of
a douls:ﬁr E¥£aglge@%c%§;‘eg9m mofgcQ‘iQCaQ:stlrﬁ,riQélg aﬂpefxq&xenlﬂsgr portion
of an ngacte%#c!lt P o] g mollecu anal ysi s or protocol
d atr’ﬁer a~Second anal ysis or prot ocol :
SHolFFebel s BrFYr FBY. TN YT 201G E8FEPS (5 DaFhieysthereof with a
funct igpiyb dich®e rbsedred i or Crensraybirges tvetsigsol trsgwWfat iy other gene
expres@iad .yt imgal g@&sa;ﬁys&&ialas JERAAL extr 888ie0n Miak ngbansa_ble for

encodi: St & nhﬂ%iéﬂ‘;ﬁ%& h%rogﬁlnzggtfkgélgcgh%c%ggﬁ : %Or @Qﬁlz n}:f&-:lleac acids
reSQOI‘E‘:l.JD{]Eg fAP encac]t—:.ng o e:%r:essa.n%c a).rg eé_nnea'%‘:te Q%Eh%lad:a% sequence .
may cﬁﬁ’iﬁlBl\lA? OF SRR %Wor@ija‘lﬁil @ithips %ﬁﬁ%mglﬁﬁpsf initiation ox

termingi{@c egidne alprowereg| seavehors, badkeerighisieel siccuacied or umque
adjaceddt @580énd Bo th8 R=2007/ 022157 PCT/ US20061031755
trhé%dsmgf" v;géﬁ &gdm_aeltgiﬁl géi%r?(:ﬂ'od %Q’r%gpés&e%pmposn.tlon

ther, or_hoth st a doubl e nucl ei ¢
winich R (SLBPRH & Rt CT AL y FEGRBN Br© TPty SCon o2 @

n“cmlﬁf a%‘ﬁ PFRPECE™ MGicPeiiecdt rad rFBF’e“c‘LGP%‘—‘S ?tecﬁé% ofjge reagent to
wvhich fgaht @nyuguied e fasedl SEgruaRbeEl ohay pOrdel Drbd deteobble (e.g.,

' radloa%id@eala&lguﬁﬁt F0Raksdett €14081 SNGRAI 1Y 9k LEANSBT kBRI &G vmatic

label amag/r 951%[1929 rchgrﬁﬂéé"l aél't@:gatqgg%f gesﬂgstx%%g dC%%?&%g ar ugrflpésition

Wmchg d%t onsi st of all the nuclelc aci esponsi
ng a functional protein or only a portion
’o"’l‘et ﬁéﬂﬁuéF”é’frl@Oﬁﬁéi deergigspbnsitgre for "eAcOWcAEEsGr sense and
specifgxprigssiongr=a pricteei nonddienmlcketibodizisd sequeineel ARYyibodies,
mult:l.sﬁ&ﬁtf@b Nn@11gRNeL | G. §blﬂ>@£;§mkfic}/ aﬂ“:ﬁ)htli:fbsexﬁiﬁe& |fQI)rE QRS1east two

:Lntactl QIIL'JlI:Dg(Elegn agrfdh égtlbggimﬂgénlleggs s%g !Ie.cg%eas Q:r %gg It 1b1t the desired

piolecsEOUENCES egulatory sequ s of
B To 8%‘?13?’1?%@ ons to the gene. The word Iabel vvhen ,

U EAPPET eEFRImeReT's oAl NpPourRFtoPn cOAPO t itBFRct  antibody,
prefergbiiyC h compréohjougated aoridensisichdtihg eot | ywaatalirdi @dbhy thersof.
Examplh® & LEAGRAT SUGHedS BnciNHE|RILG A6 ( PrBbe, OEn@Ryv fragments;

d:l.abod@ég i boﬂ)ﬁeglnd gz@c%_lbuile%t es s:l.g&teegﬁa!lgn %&t:lt. g r e@lgfe%t;lés, and

n
multls??m'\yfj? af)ltlbé’éiﬁ% 5+ ?ﬁ‘”“@aﬂtlbf’%a%ﬁ?%flf)%e Iabel s or
f’?"t}éi’%sa@éhlfo‘ill% el3&} wiealiih oot asereficafl wivpygrat e of sbout
150, 00p gb@konarayorgated Yretwheéfegakalallt gratiorchefu and two identical
heavy $WbShimalke GaBpPouBH: %aﬁﬁﬁﬁoﬁhké@ﬁo AMAE&R, kBain by one covalent

disulf gcfg %gltu:@ b lwﬁ:.l Qﬁe n%ﬁlgér @Et &:gggﬁ/lde h rnﬁ‘la.&sl %aﬁ%g dadoﬂg t 1!1’3% heavy

St sense an spe covers I.n
chaine i AT EERC ARPPOBAPRE, oot §ET Bnal At 1500 B¢ sk onais a1so
has regylamly pErEceyt CEAEF %@u@@d@ bpidgpeci f@aéhah%ﬁvﬁoﬁﬂaé@ has at
cne enflor gedisbiomcatil d¥9t foMowed il o thusiityi b dicestanantbmaing. Each
light aidibbedyafFfagamd So&Qnl ONgnaSntihgy) exli Dicbnddaer domain at its
other gﬁé' e «RbeLagiscaliagki vt xightAQLAIQOQM Bt ggg?%&l the first
const n¥>|se a Qgrtﬁon of Lan I nt an ]?v?
onstag? Gme IV EOTpPTIETng the 3t iGen Jr:ﬁhﬁd? g° of > aPisasEein is
aligne e@tBntlfehé’ﬁéﬁfble B5T%5Ap| &5 B W berdynf r atpfeptdar amino acid
residugnciradesiEalrd EabiqroFfabinreyfagndodivedn agaeniodt chain' and heavy
chain €Hr-abexd @sszaihknear anti bodi es; single-chain anti body

ﬁ@t ftcéglln ea,aramenggleﬂr%p%s' fic antibodies farmed iLom ¢ 1pe

variab]?e doma:.n% g.lf%gr extensively in sequence among antibodies and are us=d.

in the binding and specificity of each particular antibody for its particular

20
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"Native antibodi es" are usually heterotetraneric
gl ycoprotei ns of about 30 150,000 daltons, conposed
of two identical light (L) chains and two identical
chains. Each light chain is |inkeghR.@e031785
WOE@@% %:’)I;Dal n by one covalent disulfide bond, while
antigéhe muwder, Ofhedirsitabli eyl bakage svemari &&wm&gdtmoughout the

variabi@aWYna 160 alM %n@xfbogi;g er %tlsl GHE&%R&J&Q&" ti’lﬁa%t \éQ&:%nts called

eay
wreec FRSISAV L AN LN, D20 52, htR LERULALLY o B R e
the g, hagh (vAFLgE AT maﬂ%m( Ve f%sbmnwvad portions of
variakpignferief aconstisnt tdorfarmsiorEaehionksi (fRs) chaha vhatsrae domains
of natiakiimhle £6NhigAt adha ONe c8R bl s@RduA FeONShad1 yOBEThg 2 p-
sheet anﬂfﬁ.&uraQE.&?r &%ct&ﬁebgoﬂﬂe@n%ﬂ%ﬁbﬁ LQ_’EOL& gh%hlch form

Loops C O@ﬂn i.s. ali gn Hg const ant dorml

R chai n, 4nad THe®| mrﬁim%ﬁ)é‘frﬁ Far FaDIE a?ﬁjfalsﬁmcmre
The hY%EW%Hlﬁ‘ oG EH %Il’ﬂéaaﬁ%r‘?"ﬁb? rdohelicn tefethpe inealape proximity
by thehgiRy. #Rdrt wéth athanbmeeraerigbld resicduesrar etlpel deed chain,
contrib@td OfdNtal Eddm@tiacesbetyesnifdienldghy shai Br Mdpodies (see

Rapat BN Céé@héhc\égréﬁ?lr%e&ji?g%'f”ﬁnmuﬂh%?%%ﬁﬁ}n XBLLE ab_l,t%' Ed. Public

refe th at certain
Health, ésre |mé G aaotﬁﬁ??‘Ts HEFHEr e xtedsiidr BF?PE§@?1'U é’f?ce (Hifony  The
constaght |dB‘EFc’rF1§s 2EhoPr elnysetd  dineqthe blll neiufgnands antibody to an
antigeppelpitl peiibyt ofartach epéactbe Lduastiang i Backy akopadtiSipation of the
antibd@@l i Gi iBbdy-20pMB2O0 QL) 022504 R Qﬂt&ﬁ%@@ﬁ!yo ’\321:1:7(_‘@5

%Qﬁé:ﬁegl JE'Q%VGJT’ ahpfbo\égﬁé Wo!ﬂﬁéeﬁé It\%o Odtenglcaﬁ! ¥nt1gen binding

trlg rou vari ab

-fragmenkf’ 58UTEs. fﬂf i %Wght?aﬁf‘e?iﬂihn tﬁ?negées%‘@tr?ﬁﬁ’i‘ dinding site,

and a repid@l MfeftAsrEabl eheve GofplTeRtartar iFadeberify iongrystallize

-readilyeqi Bargibotieatmedtheidlidghtn ch@bn .anthgrbdte theaviyaschad Nntigen-

bindingagitabl 2adonBtNs. «dhe1pnehighl yreonseried. portions
Qf?'v"s 1Y %le arplngmlgtp EH.L :{iﬁ%d?r a&l e‘gllttzﬂ ecoLF%ﬂEEV\Q rclém%lnte yantigen-

omal n native

ons vari a

wecosm A O P RAT L gkt 2Ot FE PBUPRFRE= T oI Sinee of one
heavy aﬁ‘@ﬁf‘l ﬁ@d a°13- LigFsetchednf Fyiiehls ofemagmniectéghthy non-covalent
associphiqme Wppes Var bl eonfégirmnsen whatc hhd ghme h@epsSariable regions
of eadiDAAELAHIA0domAl k50 €ASRSIEOrA ARG PREILBkind RBte on the
surfach- §f_h%§$ V§I\}r u&lthEe ColIQz‘?tlbé!ﬂﬁr Ml@er Is%plh?péﬁg.lr% I:%g?%g$ canfer
antxgeﬁ%:_ngln Specifi t gﬁt n:.%e I‘OXI m t% ﬁ%‘x 1

a E\Aciff} The pervarl a% e re YPOHs FY ot figole variable
domaing (¢ p ajc‘h&?nan FEOFA"PEBTHE P9t F@*o@%ﬁ%ﬁaﬁf‘e Feions specific
for amgpptigen- Feadihegabitiayofo antiéddd: esd(isied adbat, elithough at =

Jdower affipiiSedbeNers «ofi Y oieiing ffiel Mmunol ogi cal | nterest,

gﬂe_h FEQ fIP 'él%ﬂtc altg aéc]n'@a%r \éhg econg%ltoamazh ngg Itgmgt 3‘?%11 chain

f alth esda, ._const ant
and thg SN ("m%i'%tea“nnoc{1 "R O ved %I rec%%afl’y Wbt ndfg arpoments differ
from Fﬁﬂtﬁrﬁth PPt At gent DUV CHATBI Paritguestbory terminus
of thef ey orhdign diHil oisnaigucincasdipar bhei patiker @fstdigees from the
antiboa@ntiibgd yrelghomnt iFap dysndepende Bésigehd ioheriat €0for Fan' in which
the cygyélgg%sg!i&é/(s(m E%@éuﬂ: QB%‘?LEI%IOL: %.Qgétp%qje e&ee thiol
group. pr$F%¢FS V\%ol de :l:tI Carltsagzg':! na IQerleng ol ur acgment Sﬂ* !
ﬁ%}b fl¥ mgrﬁ %’h ﬁ Se as pairs of Fab

Eragmenft MgET: BF‘YF‘dlhﬁﬁg%lctYét”m&ﬁdbe&WF%% iGefal OFeer FRejgehioouplings
of antiiingyefmranmceeflecel= kbgmability to crystallize 20 '

- Tieadiight PEfaskEN &4 eatiRidiey| @hliSncgdNodnl &k:)) 2rdd RGP rcabrate

specn.es‘j h:@}l ﬂ@§s§1@9e@%¥:l (Q:%no mwgdélagr.ﬁl E.@éclﬁg’g t!ygeﬁieclzillﬁd kaﬁ$a (=)

r os i nkin
wna 1o G SHer R ie VLR SEONCRIRESS EUrBer CoamTgetmios
??EBWt P%nt%&mam i 3féA- BrREPPRy i e TRFTMtegpmin of their
heavy gfgisd sestidbbdiesdiaebeodssdpe=d heallyieat nlangsonetkighte five
chain variable domain in tight, non-coval ent 25
association. it is in this configuration that the
t hree hypervari abl e regi ons
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of each variable domain interact to define an
antigen-binding site on the surface of the Vg-Vi
dimer. Collectively, the six hypervariable regions
anti gen-bi nding specificity to the anhishRe¥s17ss
WO%@%\%? even a single variable domain (orp%h}qS? %‘317
majO"aq—'}laIEvesc@ﬁpintspn@mMlebhf gerhyer Vi alee £RYENS and several

of thefeakf ive &&tﬁ@f A0 aat Laen)ahas.dhe %*BU et.sy Lo wg Igel, Igez,

e d t| en | £t hou
:_gGBt %le tgé1 t%‘an ?#; enti re Vs am ¢ I?st Fgnt 'ﬁ?@a“rf'ﬁbthat correspond
° hfer SGTETC h| §HRR6RL &Fn§‘n'f’r?€dt%’iws§r§nt°aé|b?¢alm oF: the v, and g,

respeqhlgety - c hion subimdt t fleuftyres oonst@atdidensional Gohjicabations of
diffetche dieasys ehdmfundgadtbulfifagrentss1 dinhbizer from Fab
fu@agﬁen&zelbyg&h%radgéﬂwOan&fboé'yf&‘é’ &3k d'%%aé‘ée LHE . ana v,

al n

oma, i a L0 rmW e eln ()ese %aheav
o kPes o og LPatio X0 POMThRO™ artPBtmyolipeptids

I nNc

- chalng FRRe %@1 rEhep gy POé}éP%l%éua*‘é@Fmrmsh@mmerpmde Linker

betwespgfhe | Vu il CH: domeimy ybérinecenmabsésdUdEs kelf Hoh@orm the desired
struct@@asian oty Bsndheq) aforl astaRe b egrlhbQl £190080, in The

Phamacg%b}f) %f aﬁc!ﬂo@ alf %M%%Qie%, or I 9' nﬂ%' yR Wer eulp r Odu Mo%re eds.,

Spr:.nger-ﬁ%%!l.a g ment s I Ch ave
St &i es’ De f{ nFE héht 3B her®theni cal coupl ings 40
8 ahtibothtabedigrtntrsisrce tl soakhowntibdie frioghits with two
antigeghigindéls eftant vitoti eSgbimu ekl lal RSk E £:omn &Fa\élable domain
(Vu) cueidceds abea SREELES:Ea-Dey@sshened (:FLS) &D%th n%calgpegatlde

chain %eaf\lry d|B§t1!l§1Y1%e§ YLQI%%r gl-?' | ?9 ka a f ]31;?3 Qalrlng betwean

the t P)ib algseo ro%g e am no acl d sequences o

HorBE nad Dé}baelﬁdl ﬁl@s cslﬁminﬁaé 3% f8rRS @go palr with the
°°mple§%‘tf&€ﬁﬁdﬂém6%n5t RE ¥whBtarhatomaincrshte habr antdbehi@anding sites.
Diabodidraiame , degntitsodies eanyben assignedel) di ffoer @ wo sa/i1161;
and Ho!:i:a@s:es‘e.t ANer Rl Eyafeh Ve cadl MO %99”99%?4%5 6448 (1993).

Bg/t\éﬁoqgngﬁolﬁ aﬁljb?%y"d assge& f rengegﬁzas Sté)vé:ilnalantlbody

ti bodies: |
ovtaingy gFﬁf&s""el" gjémf Gfﬁf‘é’?c%ﬁt@?g]éfdh‘?ﬁf?ﬁeﬂ%’%ﬂﬂésls@eesr i.e., the
:Lnda.vy%qaéota}&*ﬁ@g))ile% emerigi@s, thgGRepuleyg(d®, drgGAdedigAal aBthept for
possibley A2tuBley heavyriehataC0nst ade doPBieNgrdRat in minor amounts.
Monocl&QILl @5P0RE: est QL hﬁlcﬁﬂfff %5&%1&' %%%%S &LE&QF Q dlﬁgts a single

antigefilc€ £al.l ed BurtRerGreY .respective
ubunit str uct ures and lflh cog’tr E'rr\e(re1t3| offgfemtional  (polyclonal)

antlbogv I}ﬁ,r gfcrngnghiﬁh tapfcfaé.ﬂ.gnfncg.rlg%sc@grﬁcfent ant:Lbod:Les directed

agalnst'r ntHGEEBouRr Ry aRatael tepkraan) . " Sheigl serphadmulFvént@bosy is

directdd ggfirittantdibotly deragnRahs ROBRE imeiddhe VH &Iadlt\foﬁ to their
specif{dQARI n&zﬁfmoﬁ&ﬂoggﬂym%g&fés atrgeggvaggg@oﬂ§ ?:E lbalt they are
era

sﬂthesﬂ%gé %E}t tﬂenlﬂ?bri!i&%e U ny:%p%gt ndcamlna aé % pcg) rl{%ﬁ elafnina:@'lobullns

) er compri
The moial lﬁr ’%5‘3%&% noghertys Bl ”\‘i‘iar%ﬁﬁl Pfs i ehcieRdb| ass being
Obtamﬁdhér%‘cF\FUP%tafﬂéF?ﬁlnfh@H@esmoeel popblagdbume frofbaribs g@Rd is not

‘to be lghmtirngl dEOrre@uiBuly eprcahic SRRV o8 eendlant Cldkih Uﬂy | dhy ThErticuiar

method Phas Beek0gy @b &&ﬁe%&@a&éegmgdéoeee afs%Li i 3L§'~ Feqce with

the régg L Vel

e B éf‘@ Pea- 120 ofs SoRoey sdl i S B o @prrines by
ORIET SHaldt an?"'it%’ﬂ'y FFagmrent’S7Hi-t IP7t WeY 4S5 wehei Genrdsomdinagt DNA

methodssﬂﬁ@g, evhti-ch. §.r Zghe1¥t Foconpré se7a. h&’&&iy"-ttﬁ;ha’iﬁlﬁnal antibodies™

may al¥ar beﬁbis&)ldﬂﬁﬁl #rom( \3453,9(—_{3 Oﬁﬁggcgc@gd ltlgrag'-lleé gnéln%h QEQ tecimn.cmes

describ¥ald a@i@ckg&:{T%It a.{ VLAI é 4 th%er ()_/95{1 ddhg??cs 8t al., J.

Mol Bl%%/ ')s using a I'in
10%%5 }lsﬁ blegtgﬁ\)eel’?ortq‘%m?]\ﬁo dOﬂHI ns on the same
Téﬁalnl?m‘fll?eahor#&w@daee freresd tSQEC{jaMfal\Mft hrchéle "chimerier

-antibodtenpliementasyuaeaei s wicanotfer: &haisn tandnGheate: W01 gnr

antigen-binding sites. 20 D abodi es are descri bed
nore fully in, for exanple; EP 404,097; WD 93/11161;
and Hollinger at al., Proc. Natl. Acad. Sci. USA,

90: 6444- 6448 (1993).
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The term "nonocl onal, antibody" as used herein refers
to an anti body obtained froma popul ati on of :
substantial |l y honogeneous anti bodies, i.e., the
wobag)%yi ;gpal antibodi es conprising the popul gcipAR@ES31785
ntical except for 25 possible naturally occurring
chain mgt fdenbicslt hidh ompolyd opees bateok respbniing a@UAic®s in antibodies

derivdd sl anpdrtaaliabogieaseAbe ﬁngﬂi;J)ﬁgSi&e%' ﬁéx@acﬁ%& Nehtibody class
or sﬂbf@s‘ét e@h@@' ﬂncét ﬁm§lxﬂgl_~e of alﬁllagggélq‘l(gj t ?z flentllcal vg_w.th or

omo1dadr § her mo corres in.contrast to conventional

anti bod SPAPATTONTRRIEH ypi TAHIPPhe
SPecisgj f9e RS, T’ngéﬁ?l B®dEed-hdf r eetidddy agkisHser disfbdpent as well as
fragmegips egimisnentest{regi¢opes)lopgeac thapneolvitakhamkhedybi@ ogical

activid® O keciLdnagal, ntS,tala ﬁvn%&&%zﬁ%@ﬂ &ant PRA. tm.l Acad. Sci.
Ll t [ to.t e| C t
usa, Q:[] ng%‘as% ﬁqu OCQumer:.c a aﬁét h?:ﬁee‘v include

. -l onal ant i bodi es are a van ageous R
Pflm%%%ed sFRTRELILe OMRFLEHE HehFddnePrett ttégen-binding ~sequences
derivegnEpen aii mat Bdieby poieee  i(ATIINOFE obedlingonkeFhesuch as baboon,
rhesusnBdi dynBficl5A® NRekeNakhd HuRGh CaLeSHE hﬁeg@.tl@rs%%h&[cegf ddhar wo.
5,693,884 body as being obtained froma substantially

h nogeneous popul ati opn of antibodies, and is_not 35
8 TIbaglzcec;%ns "Q" d A" e i ﬁﬁ -Gy oBUTCEPO N f0PHES are chimeric

antlbc'am% botRrtby G&ﬁyalﬁarth@awa"zr ekt Rvriesdnpiem t heoe-human
immmogbrigtional ot | bbdi e®st 0 Betus athnbitzagcrdaneRre tde bhuman
immunob @ upies qptci-AventdethJagy be Jmde J@él&m By | d@i%ervarlabie

regn.onng; hﬁg ;écrlglenqe§ Ix@ﬁigach rﬁ%@ ec{ueg t from & hgfhﬁ%g\%%able region

reconbl
ot = og e Siﬂ%&s (gopex S "R B FBT 567721 <TPre monkuman
primate nBAREE /AT SAFEFEDATRESIEIABtYmY> ST vhe ahé ofareetkyl.r oMin  some
instanpdmg&ramwobodyediblr &rH) eseusdurg bhette chnbfU8Sunoglobulin are
replac€l®S Gkl b&ﬂ‘riaébo@iwsﬁéh—&hmﬂ redat L €, 35@rt@gén0§28 humanized

antlboeﬁgeg_:ggtg @Q&J::]Y@g I&%s@cﬁue@' hat are C'%Ql:nal :Incg) l:.n 2e2% crsls@péer?tggnv.:lbody

for, ex e npno antl odi es n
ox in t %%l caIaPtl% At ud@e"EE cﬂ?%??act“ms FE] B%‘iﬁ ¢§ further refine
antlbm%}f mam%m i ndF iSRG e h the parTaRépechf atthbodvhegy comprise
substagiiiglr dlighf 222V 2087/ 82D k5PiRCTYy USRQ064A03878%onains, in
which g£haA élﬁ)sfﬁﬁlijl@'athoTEhtk&r oL OGOUS 168ps correspond to those

of & Iﬁﬁtﬁﬁﬁgom&uﬂggl%%gﬂﬁp%gﬁ Eﬂt acﬂt IsQQQJaSt?:.alQ? r 51 edof thm Eq?.s are

rtlcularsec el on to.a
those QP raa LEQ i%ul:m se nnc “wh h[ee Yr??éu?e&r&flw&iv d:fotlonally

bo y ciass? subc
also “’t‘-He ?ﬁ%?ﬁ(*si‘t|Jsea158eﬁtﬁ>%§qufh 28 LHEADIoBPbids cpestant region
(Fe) . goricabhboidinge’s ex|emee sinmnagitcbbhidi. s Fder fwreded rapmnils, see
Jones &ilﬁ(hﬁh,em’aBuz%p@ﬂi @SZ-QTZSbeJlSl@FgJ %e&lﬁaﬁ@@thgff aﬂ'&éﬁ'ﬁdﬁz:323—329
C S t suc
(1988) ! aﬂ&%rgét upgl.a %’n 858 15,83, hl% g%ﬂ {?ds%gl

nt| es, so | g as they ex red

ol 8’@‘? c N (0 M AVA C o e “@&Peﬁfﬂ\l&“%%fﬁf%? to the amino.
acid rHARSSER aa[::.bodpr@elcb Nete] refpomeibl8ciEor abSfgen-binding. The
hyperva81a685 re8E5 CtdB4ps . ailhbmeric artakediresn of idhgTRshtarity

detemlﬁl@ﬁ@':ﬂ&gh&l@l W evenzpridTet 'bﬁgcalu&nﬁh badigs CQ%@' ?ﬂ,zﬂg 3 89-97
in crrvarllrlragpal eoalnalngs nes =0y v

o) sof 3oL LR, AR B g 0% B i Seeresoe
=) “‘a§hb&r§6'6‘ﬁ e e B Wﬁbwml{@leﬁst fbrikey) Eéﬁdeﬁl‘mﬁm Proteins

of Immpopstigni Inegroen, SERUBAC @sblldSHRPEthNDervibs 683;1688) .Institutes
of HealdhlNBdnged for @9%})”%&/ﬂynﬂbs(aer&1dué@rfk&@)a “hypervariable
loop” (%n_grl t]:g?icﬁl%s a£693£h II?I‘ IB% ?h&l POdI e% tSQa LBEE{E %i’xe light chain

m ni mal sequence deff v
veriable, foiRol BEutd > For - tfr?ésﬁo%}ftz) p%rfdt 9514l9ﬁaiﬂ3ievd1 the heavy chain
variablgntddyeties Cartdihuman imeknoyl obel.i n&idir eqiopi wnteir  (1987)) .
anti body) in which residues froma hypervari abl e
regi on of the recipient are replaced by residues from
a hypervariable region ofza non-human speci es (donor
anti body) such as nouse, rat, rabbit or nonhuman

EffdléEd from another
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pri mate having the desired specificity, affinity, and
capacity. in sonme 20 instances, framework regi on (FR)
resi dues of the human inmmunogl obulin are replaced by
Wo‘ﬁﬁ}r?fofﬁgpnd' ng non- human resi dues. Further npequs2006/031785
umani zed anti bodi es may conprise residues that are
"Framaygrkf gundRl eebh@iesenteptiont wrtibbedyonor deRidfte SHBOIthan the

- hyperaniitiedyegidhessiapdids Eé&teil@rtfef%e%.ﬁﬂde to further

rAgflag - Tal Or oan ig neral . the
oo ant PG ELLP] BECEE Stibstantf affsy gppote of

inaiAURRNI e | b ,
bindirg, th rrgnc Iea enonegh aﬁﬁlafﬁ}ﬁf”ég%)qf)’/mt% a"”‘%ﬂzl &bt e oftigiinghat the
antibady 1W’E’f’ﬁ1 af |2 GPexApBSEeneF aliegnedtic ofosthefor targeting a cell
expresyypretharrbides. | oops correspond to those of a

meR - FHuTaRbsEEY NagkaRlul I“Ehmﬁﬂgtrﬁalrla r vﬁ%PSL@ﬁ%L' al |
treatlggf.; éhr@.rm!l:ﬁs e%erz!lﬁ Sg kgjman l_:L pr I obu 1'; !) : %‘Léh‘:’d >
I]Jab fa'ny Op%l 0 lw:. Oéilys wherein the

antlboaeq]n en%e an unco u IZeo ant
onpri $& aﬁJ 258t °R POFET oRbbodty iRm0 GRBReRY may be
conjugegﬁﬁispzérﬁusﬁ%gql% FoeyReyoust yplasals ip) t rakgeft (a) hunen as one or
more cyraranbykedul(En. thorebf UWenhedtidet-ai b BnmuSROnjub@Bes, et
mb . vishadrdge éﬁglbﬁgzi@zém( 19848) hakl féég t?%:ua@l and separated

a.nd/ or I\Igéc'tbrvgré%?’ %rg'rgsa 3(.%8%0%%1 E‘Ri% gzgan d ra? eﬁv:.ro:gment @ Contaminant

St.ruc Bi o

SRRV D %varl a Tlré“ r 8y O Rhette %aet&r%se‘f’ﬁciaéfoé?ﬂ% ipgenfiyee with
adagnogiien Gy CREPECIES| HeRes ToF She apntilbutly whd cimyariecinde  enzymes,
hormongsgyg 'ggqhsqt_bh:e gfngt:enalat!dafgﬁneblﬂtdbf\@g:elﬂ_ahﬁoué%@olutes In preferred
emboditpper wki &di Bodve ghon bféoﬁ@ﬁrﬂf§§t§ @amno g@ga{tgrrt%%hd%@é%&( welght
of ant{}foglgn & d%@émhﬁé‘@%&ra{ﬂet X. g%élerp%oré}ll ? & st pggega}bly Elgl)"@ than

r I gues
79% by “’% P D g? cﬁ%ﬁ'ﬁ’?e R S ar AT éiassslf( msldues of N-
temlnasjoOBSl“fFE)ala?f%}nQSQCIGZS@O{uFB?e bh dsecheavyirohed @up sequenator,
or (3)yvapi mdvcesrddnmiby, SKabRHoretnddr. reSeGUENEGE hofedRb HLIRSditions
using @hmddETH MO GG abrearBt&19Sts:158:-0 sEhn Pulkéloll.gce'ab&lt&goq inciudes

the mﬁ%&&:} %8’9‘3%1: *TJ-QZ@&% réegﬁlgﬂslélg%te zézle4%segs];_ lr_ba 1eastBeoE1e compcnent of

the ant ﬁ%"er va}%la%]I STVISERER &MY “Pésti’ed%%se% 39r¢imayily, however,
lsolategoarstzbﬂyz)vﬂénae Fregeredl ) abnlashe dueghtrithakipn step.

Tear ¢xpbbssidon@tfeande 20082: #( lrlbﬁe;rs58c: %b &nltl%.)lt &iﬁdalgétgé@cl (e.g.
ApoZL/’I@{l!:ﬁ‘)ﬂl bﬁ]:.l; Sﬂ&ﬁ ohaﬁ&)éaglﬁb&y evani @Qz’ic% 991987 %%p \R%eventlng,
amelior@Phl 65k rdari e e ifion A quediio

1 £ thePh af%%%7§ogﬂi ]?:,9 { b alie %{c.); -

71022157 P us2006
I??“ggtl ueé‘]eare Be ﬁ!)’segﬁ%aﬁ“%‘b’i ea‘&%nﬁP?FalpﬁsF&u%%e‘ioFﬁ"@lm refer to

CUrative CHTENe PIRPPEYAFAET dBPEARYe RSNPTEShEhTdTe dbetvere [Monsecutive
treatmegpf 1 edinigiztastichodyterahiccht bizndat ar antigen of dally basig
without| MterRgtkibs iONe--coRabl ®, @he i Men@aytsh atzn@grﬂlgg&tmiegtment

or ad g;gtfrbgicglnt Aftioity. andl iy, such that the 5
T ntibody i < SseflTI as at l@r@%é%uglnc Brditae r%“étit“t?t fashion,

refers Qcéétﬁtea oF - t% Bt geti M Wy Smbs&clltlvgxﬂ?"ésgﬁtﬁ‘ﬁr tHE it gepure.

- TEOISFhe BBt e s sharesmaTic Eavhfor rapis wiikksgdebprons cell
populatiee ghiygt hod oof andtheatdeny & mararebllupeefeaabbys.a BdIRAes of
such cpatdiasd ) avd t hyﬁfho&iﬁdsbo%nomgsel rhntihetraﬁﬁlogwy pIBbeptide

hormone@e aﬁnc!iﬂ@&:ﬂ] éﬁgﬂé egh Q@ﬁ%@ arg IbO % hormﬁne such as human

. conj ugat 6d “or Yuss
growth ﬁ%er o1 0g6US lﬁrﬁl g‘ﬁ g%trh JGEIPE s ) s i e soeH R grormone ;

parathyrgife k’eﬂ‘ﬁ’ﬁoxﬁéy%‘éﬁf( s}nwtlh@r ebyoigeridnat ralpxan; prorelaxin;
glycoprc'qemh@@gn?sugatce asAfoliizak atediul ating Gd¥ndns QRS , thyroid
stimulamibChobamebe@snj degdd fi%lﬁfﬂn§e@1@£@n§d (Lﬁpd/ Plpatic growtn
factor; I %Qéfcﬁﬁgg: f E:;Qcmtﬂ CP&{EEQ entprc?lactln a{a fanifat :}ﬁﬁta?eﬁl’ tumor

envi ronment . Cont am nant ~conponént
necrosisg, LA ab e THRISHERAL igh{pité R \irlEtRocat erher @omiddtropin-
15 di aghostic or therapeutic uses for the antibody,
and may include enzynes, zsrornones, and ot her,
pr ot ei naceous or nonprotei naceous solutes. In
preferred
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enbodi nents, the antibody wll be purified (1) to
greater than 95% by wei ght of antibody as determ ned
by the Lowy nethod, and nost preferably nore than
wo I PRmsyei ght, (2) to a degree sufficient temRbdichsirss
at |east 15 residues of N 20 term nal or internal
assoc ATLAOp&tide SEQUIRPRGE Mt USE:; OfvadcBRE NBhMAHELIAL growth factor;

:Lntegr:L%q u\‘gﬂ%&bc{ ’o:.etqlil Q )i ! %eggg%w@d %XCQM:S S%ataé@EgMg@ lfactor;

r nonreduci ng condi tions _using Coomassj e
transfiﬂrm@gorgromlef%cabw (TgFpl ePucdt £i°n TOF ¥b| He FRMHY| Doy n-1ike
growti NEhadesr the ant} bedytirapsidrim W (ERd)In revenbidaanive fLactors:
inter)_geg?xl:l.ss SI Hce a%ltér%é:‘%n Q”e ﬁcogpcp n%%naof col%%@lEEEQQMg Seactors

ral envi ronment. w1 ot pr esent .
(CBPSIGRESHePS MIBOPRGR At Ed ‘%‘f%%od?’f% Lrevhe BrEFRFET B Vygrcom
and gte@ascyoReespufd-LELat forPrdtepns THEsxpres Spri, Ih-2, Ib-3, Ik
z, tu-ef f ectd, ve:Lam)um s, r al.er,s ttoran amaunt Iofizan zagent and other

polypép%:.@e fa@%% Jﬁ%ﬁhg anti arQRﬂlerﬂQ%d amtj body 4L herein, the
term (Eytglg%n.. in %EgsCtplrgte.e N orfxgr ev ét %OUI‘C%QEJJJ.J 92&& Irggchn@ﬁnant cell

e=uPs8ase” or condition in question

cul bugeg Pt DT YGATYE 2P TT GHETENER"at “°F Y Afy PR fR Gytokines-
Iee ekerr eferotboic 30=mur aki vesd herelpy refamsphy| aceibgtance that

inhibitBesARYev-ans theexeptan Ve dehey apy/orConses ulebingiction of cells.

The t%J @E ”Eﬁ%n&’erd adm N 34 @5&%&:@%%&&:&& reat.nemt: ot v* ang
east ally basis ané i nt rruptl

Re') r‘%%ﬁoﬁ%‘?ﬁap% LB & B T ehc avs, “Fht ér merfz%ahlt Q?lrl aTTant toine
of bagseripdmi PR aPJraé‘ﬁ,OroF‘mt“}aéé’trﬁ’éi‘ﬁ & CXRHFFRTSEREPEN | 0

an "¢ndnetimicepeantic faastivobs & rlefeesl tomereavpeiit Fhake jtyeatment

of cakt@l. C(E%St%llébi M€ childb hdRbOR c Coht € inblutat 2ikelatlbg THyents such

S YO AR AR BE Sls o o

busul%ér | ingosuater dot EEPeRL @%ﬂ&ﬁ%mea%’mﬁﬁ@s YOG e hraTPoTuene,

meturggippoki e aresdoyap hokhriesininen ok pre s, meghid-are g adson gpeluding
altretfd@byepti de  horpBesSenshicimiged anong t heieywtekdphegohoramide,
trlet}%l_& &&QQ%QSJLQH@&Q SHC Qr%tgmeme lgfnﬂ-l@t h.heLIBNGs (especially

r OXI ne:
topotqspp) ns@FY‘P‘F'ta?@ axFHIYBESHR aﬁcni°659| YCoPID Pyj e | sdorelesin,
carzelesimpaes bimshesis: fomkhgie spplnghes)i ngrierRbring FSpgrticularly

saieb R N0, 7 QT b o AU BRLAC HEAUD o

cryprddayERl d Sl ml@icorgihosmpneci(zESH)p; amtbchttyeimi zingguding the

syutheQ:QE ”QH@.Lo(_:;L:@ #epabl Cangr Qﬁ%hl‘MIf ACEQAuinddPIOblAStratistatin; a

el S0 TSGR ool SRl SR Vo

ceomggatiane e h RSSO Aol FEPFRES I WO 2007 U2 ap Hlozeshanine,
mechlRETHAIS2O 064 0B 7EBrockdgotdcat etrlpeperde novsiRi Bt phenssterine,
prednffibt Me; cMESELHnARe endatilelviuatargr ontdrof@etor such as carmustine,
chloréz%t:gtgﬁll %ot&ﬂfs@ﬁgp POLRELN TRQust 28! Vienghwidl f activi&ics such

t el et h fact t cin
as ]%r??lgefe\énuc;]og% ac OIEé 8 raﬁ]%ghggrmcggl E%}M’:&ll@?ogiiﬁbheam

I nsu

gamma XIa A6y ﬂﬁlaaﬁipaamncpn gRiiinr 6poi o i (éﬁéﬁ)‘“" - Eagl.,
33:18pgBeoi ydtict idveerfigit .0 iss B i tAPEEICEHN SIS @ewha@hmat%r such as
clodrdddt€f her @pedamich;; afdieigat@mhccceotionyasth Mitk@tophgre and related
chromcfﬁggegﬁqs (EQ§E§)1E su CQQ@%b:[ﬁQE op h @ﬂ:%?ﬂ%h&xMECSF) aclacinomysins,

ranul ocyte- macr ophage- GSE ( ok d, abicin,
aCtmg" Fanul oc%‘t e- CSF (G 5%7‘—&) St (eérMo %nr?é ﬁtfomycﬁ'ascar tein

carmiqquygin, | [ GTHAERIIipy . FRpIRECIR | g SpLIpRip, g dtmorubicin,
detoriHic®n, |d-aidro-§loxg T, -npiletigine, | doForubidnotdgianycin™ (including
morphfi@hyRRRéBe: fract epysncnaednddidegdd-outartn Ki t2-bigantho-Kjorubicin
and de d%%lugﬁ)el n=p£ﬁglé19. teéMltc@Jfl n@.dé%!l.éﬁ.@es marcellomycin,

el ns fromnaturalsource romre 4
mltom}gc)cdflf u‘f"%: afdl BISFegrcar V¥ ﬁ?n\?gl%qauﬁlealrg% ng?ﬂ-i h%ﬂ omyeins,

native sequence cytoklnes -zIhe term "cytotoxic
agent" as used herein refers to a substance that
inhibits or prevents the function of cells and/or
causes destruction of cells.
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The termis intended to include radi oactive isotopes
(e.g., 1131 1125, Y9 and 15 Rel 86) chenot herapeutic
agents, and toxins such as enzymatically active

WOE(W';/Pﬁ‘?’i of bacterial, fungal pl ant or ani @@lrn]gﬁdogb:ﬁ?sn
or ragrrents thereof. A’ chermt herapeutic agent” is a

peplonyhém galtfoonponnd pusedsuln, i _rquemwineawedsﬁumﬂh CabftEenigrin,
streptoXadipl, e&uﬂrc@&ﬁmt@@ﬁﬁ@ﬁm EfnROS8NES |29£Jb's!g§1 anti-metabolites

g t hi_of epa
e & WA RO S TRt oo 0 2, e sy wuen o
empt%”?o "g’ﬁ F’é‘ﬁ’fe'l GRUTFan ‘é\‘ﬁ&e?ﬁeﬁﬁ%eul Pyfine analogs such as
fludargbins, di nEsrsaetrrasinse n 2otparirear fbipmaeine ; neyomédopa, analoge
such aAd umedopane et hydsentifines andzaridpeanekbafiopes cytarabine,
dzdeo;dy&@:.dli!gé ngdox@ki&@&ﬁ@ n%nocglrthﬂrﬁyl %@&}[@L&m@ne’aﬂdrogens such as

calustte%+n§t %; egﬁ%{ %?%B crma(amhgfﬁr rﬁ):. nate epitiostancl, mepitiostane,

restolaPtapsi hetor sieram r‘?‘é“’}l a%%t??&%?ﬁlﬁ?t@é%’p?ém Biyqpane, trilostane;
folic mpif arsdenizdat bedt ssadFrioned ; acidcanprediaeoin aldophosphamide
glycosfaanc buthoneyut bvei S yaitdi edriQuairal 0 Ghea25nd ;0pOSHRERRY ] ; bisantrene;

 edatraREN0 St @f bfbmﬁ@-l | Méﬁe@gi dine mdl&@éuc(r}en cl eligéngﬂtlln&é elliptinium

acetatgdo t?ilongar Zgo %%.clz:pd andpglru%llel e I nte;yﬂg-&%%ea, lentinan;

yeiis g
lmldam’cﬁeyp?“ ARSI LS A R S AN —
mitoxagigsEar mpertabhc| pdErrFritee  sywichettiv: armakbogees, pirarubicin;
Losoxakiko24 89 midchHeBLinEM ) rcBl;eutzheftohirap@acr abthilazle;a Psx”;
razoxaS&y ¢RIV Bizc3RANGI %1%{:{&@&1151[ %ﬁ%ﬂgﬂ§$ aLes, %&’f&@l@ﬁne 2,
2! 2.,leg£f'0@g% ]ahylgrgl chl *er nggchaZI re]:g & ecz_aEI[] %‘pg %oxn.n verracurin
estramust] ne,” | osl?”a dLe ?ﬁ %et ﬁ eY

B, roridim Br Bh ARTHE B élrﬁ’i}ﬁ‘?ocml’(ﬁl??“&é ﬂ%‘laﬁﬁ%ﬁlﬁﬁ maxmomustine;
mitobromifehhi FhErLacpienesizibiceesn; pyasghéainst | peebinoside  ("Ara-cn);
eyclophosphasifiam deiotepacidaxalst aredy. NbddiaSdieRaS TSN a§istol-Myers
SqulbbC@{diﬂlJ&éyl nﬁr;nc@rh:lnorﬁﬂotaﬁ@H&er&EﬁnHﬁkdﬂ%ﬁE l Qﬁgﬁétécﬂgenc Rorer,
Antony, ni %Ehge cﬂgclr%&cllme geny' 95' CS Gsrlﬁlzcb* as t tlh anine;

ne ant | OtICiIT&1 g IC eamCIn es eCIaf'

mercepCRiEL SanP RSB G F dHA CHIY EFarfEh n i [(FePlatio  ana
carbop})aéén e. gflnb],@@ﬁm Chekatimus; | gtopEﬁ:gip , (B31483- 18@osfamide ;
mitoxaftk@8e}) ; vidymieniei :n, vinmclluthen g(ndysiem«n Apvantrone;. teniposide;
edatreddtspSpheaat; e&mlrﬁ)@@&1ﬁ$ xe8bQAr ONAkLEIHAL: %@@erar@o%bfbomerase

mlnbléﬁ ‘ﬁﬁﬁl.: |209§ %@%9&&9ﬁo%i&;g$‘r&HPcHhOL&lQQﬂlsr guc%t es retinolc

tiobiotic ¢hronmonophores

rotein e
coid G o, PR T kS o R TP AP, o Phrgtives

o of aancrfeBm/éPﬁ? e tinowAdi 1 tEHT BFieipiondgre anti-hormonal agents

that agarai etk dainidiinOphinddsnactChn GRDMYCKASUch as antl-estrogens
and sela@livBOBYGbikn drUERIcMb h@dﬂa’tor@et(gﬁlﬁgb Ci theluding, for exampie,
tamox:.%ng 'C(l.%%&uémgx 9[0 ivaﬁgglt‘“ )ﬁ (l;I) g%om ;.r': grgax 0 (LL.‘IQL 09:5. .t%ng Ad4£ Ih@@oxyggmo}u fen,
tnmﬂ hormr pl%%ﬁl i noEchf& Grubi °6ﬁaﬁms’2°‘beyr (B SEEEEEFUbi RS toR™)

aromataaﬁ‘fd WEORYABX oF B ci®)iPikpithebiceryre eyoraisieei nyhich regulates

- estroggnd apugdndtiing  dar ¢ek| enyeian, glands=0MmeEokns asuclﬂmaSexample, 4(5)-

imidazdlek D W&ﬂlﬂoﬁuﬁetﬂ&ﬁﬁ%‘) enakdGraci d,ac8Qgal a Wé@b@am exemastane,
fomest%&z.é Vo 'TyaQilrQ%le ; 2 5vcy¥tgz 7/ &%@&ZWFCT' fé%; OTO q_/ 03 J(‘;ema ay and

peplonycin, potfir C|n uronyci n,” quel anyc
anastrazs S TR gt r &9 “? Gt rC’ge'é“f;r SBto 7T fllutamde' nilutamide,

bicalutiapils. cF%HPﬁcl%ﬁBerﬁnﬁeS@%ﬁ}ﬁéstaaﬁ Phargaseubicei by acceptable salts,
acids camtievmm:absa)qutaasr oButh @asveaet hotrexate and

B- i O UR B i kofP-Jahsr fi@kh CuaGi gﬂﬂlﬁl ogies such Rpound ox
compos&%ggptmﬁg.!:]{] J..HEJ{:}J].QL r e&&%&gu %tfer Optcg{ ! eépecqgj{ [ exga;[n%ér call

urine anal o such ‘as Iudarabln
ovexr Eﬁ%%n@awoﬁﬁgﬁhﬁegenfﬁu WRPbYILRE, "eF Ao ghibliEAeln vitzo or in vive.
Thus, phe | modbheinhiblioyy agemth &5 @wcivba®i rdgniazaentlydizadgces the
6- azauri di ne, carnofur, cysarabine, dideoxyuridine,
doxi fl uri di ne, enocitabine, fl oxuri di ne; androgens
such as cal usterone, dronostanol one propionate,
epitiostanol, nepitiostane, testol actone;
anti-adrenal s such as am nogl utethi m de, mtotane,
trilostane; 10 folic acid replenisher such as



10

15

20

25

30

35

40

gl ycosi de; am nolevulinic acid; eniluracil;
amsacri ne; bestrabucil; bisantrene; edatraxate;
def of am ne; denecol ci ne; di azi quone; el fornithine;
wo%(} 09& Ni um acetate; an epothilone; etogl %1%}32006,031785
{I umnitrate; hydroxyurea; |entinan; |onidam ne;
percen*aagtaams|cnmads’vmhrea&1@ymamsgieﬁ& ants RS tm‘a!m%es of growth

mhlbmazgga@zleaa_ncllﬁerrage%@%a@rbqocmpiudayge pfagfréésfif hn&t a place
soxant

pant,.o namet
z:her%iﬁg %Iﬁ%%%l CQ%I?LI a: m? fq IVl aﬁF%%aF“b i"l ’ﬁ 8 arvest.
ass ERgEeTn i, g zblmﬁsahmgm%a%ranmamm) :
taxolt edazent éI atibdbittorE agicuen edoxBrubi@in, 2 epirubicin, daunorubicin,
etoposidet rdamghb Boadinet h}hbéﬁﬁa@&tst thhodhaecnes Lespagi Gruekylnto 8-

phase [- azzr%]@c?(' NgoV 3%&%@5' N oy arl%ie@lﬂg Aa%&ﬂ:sangl&ghdl g% ‘tamoxifen,
prednfgogg andacar a2 ?Lrsula ne, ?f?re Zi‘fl!;],rl']lglr o%%go%%%;lt ggtlel'ﬁ?éatrexate, 5-

m t obroni t t ol ‘ac
fluorcg;lréﬁzr]nogpﬁ eare»% a- Fea:):her 15 6W§Smmed§®ungih lot BlgaMolecular
Basis t@x Gruteyr, dlegdelpath idndxBirafTAXEE I, chdBrtiestigl eMaIsd vcell cyele

reguladquh pb Q@@ﬁ@gyandPrmgﬁéagﬂas&ll) R0 AOXP AXBkams or a1, (wm
aunddr a %uLéen Rore Antony, France
: dﬂ”‘mﬁéﬁﬁﬂ oo RS Rl

| oranbu enci , 6-thioguani ne;

tfﬁ?%p‘&?‘?ﬁ?é’ 1?ref‘ﬁ%t“ﬁ€?@§t’é“ ﬁF%t"ilhﬁ’rrﬁ%aIP%smsmbﬁoad sense
and refercis phat pudenh o2 Scwaridptatdm; of icrbl aekingr mammals that is
typicgliat anonpagtopasice (NRnk8) chdrbesfradiiderell changes, including
conded¥et pABE rc@@@pla&h n@5é§tok Neasid RRKSILDL Qﬁ.c&N@Yﬁ b Q&ne}ltation of

the nﬁgg&nt 5@9[}gciatlo§mfp QéromBéom ?dlﬁi&{ ex?gﬁir gim%réoggondrlal function.

m nopterin; rona
This atcgb\n]t oV ag et[eﬁ?ﬁnﬁiitalﬁd %umofor 1nsta:nce, by cell wviability

assaysq Ergh rasrét AYaTo ikt higrey DMEQITT; apstyPhoi MS'Ssuedlyass, caspase
activatddn, NOVE fragicdtaitapetiet alfonesxaapi, phiab®ceudd cal | ¥, Tmmumol.
Method@C Cﬂ@t apl-e7salib 81), aghdl $o@- 268riivatd mgag a%PQI cleavage

assayst RE.AD %y@heAﬂjr,go included in this definition are
ntl-go agents that act to.regulate or inhibit

S HRe St P orf "Bt TR EOSEeR i HRET2eStGgefs angnepndition
that wafdcPrRdLlesEFBgdrereept Bithodal atwrsi(iSERVB)scribed hersin,
including lapdi digeadobr ekianpde, thitamaxitkenrdat&C bydédt@ctive amounts of
apozn/Nedrvadext T'E)itl-rDQhO)éhtﬁ:ﬁb@y dr Qln@xdf €RE, anci-Drs  antibod This

J.ncludés Méﬁ@&:ﬁﬁgéﬁ Bisor&é SC,)XQ.J: ?1 aget%XI fengl%oloplcag. iondltlons

whicn QRARLIStoONe rem ene Far 85t onh
rh bitors %a{“a i 5t Pfie %ATYRE é?oﬁﬁ?%@n V\thE’ﬁ‘lmhlng

exampl?%gﬂ* at e rdgs ri‘cﬁ’géir‘lE mréatﬁﬁt iferreih rvéudadriesmadn ghahdslignant
cancerguchng@M@ryexan@ic@enﬂc( 5)and Mimgazclcgse disorders, autoimmune
disordadd, Naeuath efhi tddeai e gestk &l i sagehal 8 «f M?ng.@@i%lte)sclerc;51s, and
HIV/Azﬁg(errest ane, fornestane, fadrozole, vorozole

Rivi sor)é I eLr ozole (Fenmara), and anastrozole

AT dex” """ aft &Rt a r&éﬁ%“?ﬁch‘feé‘ér fFPutafpERE-Pe the
physio @llaflamca%iltaw bulea|wﬁ5deth4teum okiriealindcharacterized by
unregupgser edlilngrand. plraenpiceutt oahbyr aﬁematsaﬂaiteab‘ﬁlﬂos limited to,
carcin@@, dS1y@bnael | iatikaes, ofpialerdf he aboMge. A g(gxng}l,grtlcular

e.:»campléé1 QE bé&c@_r Xarﬁzgggtlncmn S&é \?&%ug ecrei!t Ela%l fﬂ%ﬁ'ﬁg trrg\ffﬁoma sma'! i-cell

Yung C:anrreTpourgldnoslrm ,£OMmosI tion Ichin
especrat | § ar}ﬁf"'é? (o= e O%P@%pri?é’gglf’ﬁ’gsaﬁwpé‘fam non-
hodgkit fe lgMpREa; dé?ﬁterPE?GSFPGTaél rtrasty hepnden. viewed orndear, ovarian
cancer yilyper 4BncHyySiymphablgeomt heukahidi LPihoageBt1duefiAe colorectal
cancerngérn:ahmézir@m f&aﬁgééﬁs | ve:keduCEsdhe Frgs@latl\_/p &80/ O%%}:%a_d cancer,
o age of_cells overexpre
melan %Q.Q@ajaggém &%E%%E rga[ I' 2 Wt hcanlceﬁﬁ b? J_oggastoma

mult:.formeh eerrl'?.s ' n asg
ageht s |n871uo°€nﬁg%n af%a‘faﬁﬁﬁ’ﬁfckgt@éﬁh &fefeE. bladder cancer,
hepatongy oBie88% i GRoFat cal Pl eansinghemd head S:phageysnsuch as
agents that induce GL arrest and M phase arrest.
Cl assi cal M phase bl ocker 7 ncl ude the vincas
(vincristine and vinblastine), 5 taxol, and topo I
i nhi bitors such as doxorubicin, epirubicin,
daunorubi cin, etoposide, and bl eonycin. Those agents
that arrest G also spill over into S
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phase arrest, for exanple, DNA al kylating agents such
as tanoxifen, prednisone, dacarbazine,
nmechl oret ham . ne, * cisplatin, methotrexate, 5-
acil, and ara-C. Further informti
\NOF%ﬁﬁ%ﬂ%& The Ml ecul ar 10 Basis of Cancer, %%gﬁggpgﬁﬁﬂﬁ
arig tsmtaeimmuﬁélSre,laﬂtaﬁEQd’as&“ weah td &ﬂsea@@' in G¥ELE 2 component
of thé G i5PFhenOBE QUG ARG ANt 'mQ&%EL@% QEHJQ;% ributes to

morb:LM": alfz?r%hraa}lamma]l (\A% Sau{]u %Esare i.seg,sgs. 1gn‘6hlch st:.mulatlon or

eci a Ters
mtemi‘gb?ﬂ 8?.%6:;1&:?%%?&@%&5@ H%Eednl weélcmaew §éfpsé ommpgogression
of the gfigpaqep t hincdrdisy Wytidn Coist told ede faorminofng elibedeal hnmune-
mediatad NBAD@AImS-ddyatdissaseld 1&\@&&e¥m&ﬁ.@@§@amﬂgﬂm€o§ﬁ €diseases,

J.nfectQLrouE:m [i?se%gé‘ar acatnﬁr '1%‘!11&)dgfidleﬁaan&%§a dencl eg of immme-
asnma ne rane

on | asm | o0ss
rmatem cr OVI n%i 90 a TOR’ off o™ h&t nﬂlg’lcgus'f‘redéﬁ‘?‘%ﬁfat? ont cell
mediatgel, PG SHhae rsmet&fi PEEEIHIT rPt Sehoirdpitdionf isrdufioneystenic
lupus THirgthegptasity chaulbacd@t ewhimisds anduredssr ethrof@r arthritis,
spondilnsttaneathdyks, cel bysieabt | | topieassayS (SUeba@snA, afm&dlopatmc

J.nflarrgllaje&'ya%?@é%hgs ng%%gﬁ)é%ltls, 9@%1%%5)3 gslp ase syndrome,
systerrﬁlgt astcl PQ::L sarc %Legé ati.o t S
%1 ts a Is BSrun oalu ol ano &gmolf)ggc ffe?:t?@ { immmune
Pancyte&wf), n%arBESY%F‘aADP r PAGEE 0l yTBPRESECDANPARD, | sutoimmune
thromhergwpagie aSdagmtkbowntinenbdratepenic As pugeds her Eimmz;xe -mediated
thrombbhg:chetim) | ditaprd@itid N(geareral aiLEel S Eondio s thyro:.dltls
juveniﬁgngﬂfrrtphg&tlg h@lﬁyﬁé@&gtq.sbegﬁzfob{ncf rt%gléldg?lﬁengla\{mbetces me%.l:l.tus,
mmunec%'ét{"?eé' ons glesc | d n,_ . L ncl udi n%ﬁl?n%il
di sease or disor t &ga B PPRAF B Sy RHpperstitial
PRl unt ST ARG 2E/ ﬁmaf%aﬁfaﬁfl? BRF¥aht Fibdyerinkridr nervous
systengrsughtds DRSiake ishbehpsiThiidicnetclcudesthr=oms palbdueurcrpathy or
GuillagCtHagrdli SOvEl@F@ne, as WRE| asbhose pakholaedsal demyelinating
polyneﬁ.ﬂﬁﬂh%}g oﬂépat%]ilggrjprdggééggss%ch% M@:’.outsohelpgg%tls {hepatitis

i sqr i.n uest don exa

‘:‘ Bt g| sor derasndt% r ea?naﬁo é“f nnlnﬁc *hde HT“‘@'H dfigonic active
SPatihi i GRaEREY 35 E:%’ﬁfc@i‘%rhoﬁh‘fl SRR BP3F CuagPogiEAr ¢ andneplerosing
cholangifitgnolegicenadiosyr det sTitgatioi riwaedigiser d8rcd, as inflammatory
bowel aptdweiti S(leacltudé ngdaiheisat obshnas t h{:Jsze)) v MgldteplRnsitive
entero;ﬁeﬁ:lh@[ 0Sing, @Ag1EV/ ALDS e, Tha befiB. " GaN Cﬁl(mu:ne mechated skin

diseane] aﬂf‘*gf‘%%?ﬂcgrl%zﬁ”%kﬁ%ﬂg?stﬁaﬁ%%ér (g PRR) R AT comeact

dematc"r%gr aBIBr17ed By ="35° uMregiA“areth cel |af=‘*glr“6wt plicrsic Fhinitis,
atOPlcEﬁ%‘ﬁﬁ?%%ff@énémerﬁ%lua@tbuﬁn@@trmldx| rimreehlbgic diseases
of thecClamgigvwohtss kywiphonaic dreukenka, iblastOiMpudRdary Fibrosis and

hypers&RHEEONRy MM BoPaiki CH}:Q{SDIQ&QE‘I&I@%SQ&C:«%U&{] &%@Qgss J.lncludlng
graft L%(‘elcyg:% gggagq;gg v%gs ﬁ %gsrﬁ IdQ.T,oer:I:t%é nernfeggaiouTs r@lﬁsases include

cancer,  non-sna cancer

aws 0 gRIA"S 1ﬂnpﬂ%¥*ﬁaltﬁor% RodGki f sy Mpharterial infections,
fungal g‘é’§?‘i‘f&P’Fﬂ e8titraPe) tipbettjoranetraraghid iotmtdrys.

Uwarirancel Gicaaeer Le luse@rheancer, al ypbo)easfd1Csense to refer

to disbedkemsa, cbﬂd-mh&%ytinc heQkem @, EOLOr ek aloriEANGET normal or

healthyﬁng%ﬁé“aﬂsegarkc kidney cancer . prostate cancer,
rord cancer —-oRs Ihanoma EhSRErBehr &liHpe  response & of the

lndlm%‘l"é%r%ﬂmﬁjs,tt&nﬁ”s p‘&h&’teéa?‘t”i: t&ﬁf’i‘teerconsdﬂliz%’l“ast ohguples include,
but arqppt LEBHIRE, toelWusabritanewous bithypidaneershestorae erthritis,

psoriagianceuitibladaeerceanc eautoiivpat AapetRELaASHd CAACMHnatory bowel
diseas<LQk®N .carci noma, and head and neck cancer. 27 WO

%20¢L022157 PgT/ ‘%{182006/ 93%;85 1_iThreeLt erm’ i mmgg??ﬁbﬁeﬁ?lecum

related dij dase’ PSEase T i whith®a
comprisdPs (e A HiTARE %ngJémea’fld& AeffTaFe calises Polgiphiqed - or The tag
polypergifrer Wiss eenousit r Fbuitdess t bo  porwiddi By iepitdpe nBAIRE. which an
Al so i ncluded are di seasesgin which stinulation or
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intervention of the i mMmune response has an
aneliorative effect on progression 5 of the.disease.
Included within this term are autoi nmmune di seases,
WO 259:%5‘295 nmedi ated i nfl ammat ory di seases, POT/USZO06/031785
non-i mrune- nedi ated i nfl ammat ory di seases,
antibbd¥f €&t beUsadi cs;easqa&ovmdswﬂmmeeédnetfdﬂcys&m&agﬁé ability to

ollgor@&qul @S Ofasl ?S me%ﬁ'&&:@%de%nga‘}lggllaew orz¥pper domains) , yet

di_ sease
is ShfhEIPATER. *\Ghi TRC CHin B 1 Sa0RTF ACCOROTTIGRT 0" Fhactivisy of che
ant ibgdyy, g (HogTPaPREdeu d Thsy sise R kyPept ida prrs ferapl h et gsi Eairly unique

so thatheuhad-epebigitt micibaly faseendd eubdteotiaQiArdebEs tresgt with other
epltoﬁondﬁﬁﬁaﬁié1rtggaﬁﬂyg%t1§¥§tg%%&1§9lﬂv@shig least s:t.x amino acid
resid e%d ﬂdoq%qigﬂ l!:eqlwgg?t Qbo%t Ianf am@ gr ySOrTyo o Iag:'fc’d res:.dues

( féﬁ"g rmtor%osnl %g-¥03|tls ren' s syndrone
pre tenPE {rEE PRt |1§ i a%§e§ldu§ﬁ 0i nune

HeRoSHR bdiafﬁéﬁﬁtamﬁamﬂnmé r¢fene Yicoperital - var sxwisaeivo positive
chargeso C t Bangl eshehwgl-alent ek a) icautiob M NBitlbre not limited to zine,
cobalil hh@fmg:y&éaﬁ@zﬂi améér@s@tﬁ@-t hhg Iﬂ%&[g@@cytﬁggﬁugar forms of such

metalsoug}pgy glnayj ung- quldadl slu& hr onnoc,

yt.openi a
a harmaceuticall
roiditis gase, shi ot o Y, o akreally

scceny 7 oFtitt 18707y LFERT | ¥ |SBHSEyt RPRr oippise, cltrate and
sulfatg (foppi cof rﬁheoua-éwel Fenticgedbdétived enel detesions.  Optionally, =a
divaldnmoeted mbei @bediseenalthdi sease: (ighaneball @nephy,i khs preferably,
the sag.ubﬂ:lrﬂi er.@.FSgu'lEé@ or %Q@rdh&bﬁ)ﬂﬁ dﬁn}/e: i nati ng

x0 e t e e 4 nerv .1 es or roteins

dinald é%gnﬂs 'such as er 51 s
TRy ST THAL | R Bol TREPoRat FF-0r HFF| . ety ddentificd and
separag R PBHEr FSECEAPONEET I | arfrabrerty dferfel insauiaig enviromment.
Contanfiohiymn eumppetby., ohepat obivrear ynudiree@sesasuait&Sals that would
typicalDf eGlteofs-chapat |<§1'a§n<£s'ﬂ§<pa$ﬂ tﬂh@rap@ut:ﬁs des DﬁorEtQdeept:Lde or

prote:LQLt hgd ma&@té’ng%e% Vi’x& Q i agcliltcg‘,l ggu§ otg:lnx{a.%gcln?s Or nNon-

prote:gLacelove at His, AL ed o I aer CI rl & t 11
BFSIRIF OTFOTS. hEpATEFTEo" (IIoLFR s g PFBHide or protein wi
be.Pultﬁé?dad@ t§% 2 ldﬁﬂe&nﬁ'aﬁfé%enénﬁof‘?kﬁﬁm |9¢= Fearg @F segsduss of N-
terminglichr ast4mbl anmia cryd sequwslcedbs easet( bl enaticveur sequenator,
or (2)CQkl hbfogekE NS HsSLASE hndd WbEN-=S8MS! b:‘! €reducing conditioms
using %Eﬂsggétﬁ)(m gzpdd p\é@fe&gl}?y,s SQii?‘ee’a%@al UEQ I E}T)mgg IQOEHO%EIlelty by

nmune- nedi a di'sease |nc udi_n | ous
mase SRR, PRB R =N P G Hl- Font Bpore meterial Lhelutes
peptidge PRRPFETD ﬁ%oﬁ%‘a‘sl‘@thhfll | E1GrRiArs e63idS sEEIFea@t least one
compong®t had, 1ed | eetgirel r hinyicbamsnt 30ridt opec der pedsebt s, Podicharily,
howeveBy peESEASHT b¥bdivie akd whbteGar WAl i mg@&;ﬁgb@ gi-S@as8sast one
punflggkltoge?ga yng SIUCh as e?5|bnoph| lic pneum)nl as, t t

Ldi « I, ul monary fibrosj ersensitivity

oEoRan o BT B et e Rot aE L) AR P eengpatne’ soquences
16@111:1“‘]%51 &GFW@‘ 1§rgq;ft1nﬁ J%ttlh@np%ntage of amino acid residues 1n a
candidgreafdeavensushhosirediidagdseal | mftacthousnidp sedigiegesidues in the

referch®€| std@endd, Dos{ddl \a1igheet 1t08) seiRPAdd tan8 AncBaufngDgaps, if
necesséﬂd Eto b%.%ﬂﬂvjeal tﬂenfﬁéﬁa{n&ps eréitf %g'géncl an‘%%Il'!::Q:[}S and not

pY. rotozoal inf ec£| ons and_par as Itic 1nf ectl ons

SO A P o M e~ ¢ se%\véee'suj?sé: e Rt e PRTY PTathY GRguence identity.
Mlgnm@%tnéf’ﬁlpué%??ﬁé Yo P EFEININGOPRAICEBT 3B BFiT REHRFOHgeR ity can
be achpgwadalss vhRniamhi elysdestr act wbrpiof theosiall Or thdieat tday determine
approptifSUSarahbsRs fdromdPurticahl Qfmeed,| WAL AMMB gning algoritims

neededr %%pg_gﬁ%%eoﬁnaltﬂgl aagj%x\ﬁeg[y al)vaﬁa | 3{191 Héé%%r Jgg\gen%@@ being

com éssug constituenpts les inc ut are no
PETPT i ted €0 P apulTEr Yt iEHEEusT™ iy ?‘iﬁddu ity values can be
cbtaineh difdat ot SPEHOFE | CRABSOR| a%m*temrpmﬁﬂme I dsivgich was
authoradithgi Ammmeedt, albed .esnd amd bafdcamreiosy wWhovke has deeeasfled with
., (IBD). The term "tagged" when used herein refers to a
chinmeric nolecule conprising an anti body or
pol ypeptide fused to a "tag pol ypeptide". The tag 45
pol ypepti de has enough residues to provi de an epitope
agai nst which an 28
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WD 2007/ 022157 PCT/ US2006/ 031785 anti body can be
made or to provide sone other function, such as the
ability to oligomerize (e.g. as occurs with peptides
wo DRV ;Rﬁg 5] euci ne zi pper domai-ns), yet is shq,ttmgm%ﬁmg
“3uch that it generally does not interfere with
user %t:hﬁ{énﬁ:h{tibﬁz the cant t@oaypﬁagml yiapt) d@a=nkbe-dnag nc, =z2o0ss9,

reg:tst? Q;Jeéf ptgrﬁ'f[egdgh@ rt%f %%maé%l I§e%1’s afc%rf |N¥: u@itﬂ;'i!@()&% SoThe ALTIGN-2

ag- speci f 0es got subst ant1 g ¥

Prosc e FERIETY B BT 0P "Bl 15058 *ohoi Tl o 14 Son Frencisco,

ca. pol yeepRPd evemgeeﬁewamayaft?avie‘s at-"e | SAshY $h% Wﬁ‘t@ BEqgam and do

not v&5®@si dues and usual ly between about 8 to about 50
a@tpﬁg@ﬁéﬁ LeShAes: zat Phefetahb)s Retvaany abadtnildolo by one

e:f or%%];?al“lr::ys 1eS;!.nd utqre) athea_&? rg@negal\ﬂ?‘l %Qt aﬂegﬁﬂmhgﬂ calculation

h
 dependil S P“@?ﬁnb‘fn%hl g e e

genergl. elonger bt deny r2i Hoher coprietuyeschkyl Propgumrgailing, while
shor ¢ @RESdsU Mzed MbwEBNGaBeseurdar t impbtat z4gpnsygkersiigh depends on

the =BB1ALS JkhabndBY-dem@MY0%edarne] UgerS dblpf-abifari € srands are '
prese har ma‘zg gelajrgvll(r:gzl%nlt ge-c.l. p%&qlre g‘fglkg f Qé’ng‘é} u§éJC h ﬂ% h:.gher the

I0r i e, carbonate citrate
aegreq GGt =Fhiteabbth N0 R RHF0a) B B %ﬁl&tzaﬁ fis Suence, the
nighexptieovrilabjve denBerdivas @htchreral b oR=d or At feRuithe it follows
that PIeRSENfelbbMt@ntéefirhisrzt neguldntkodr ef emnabl the rédreisaldonditions
more &Q‘&H&enz:' ng:sul fRke t%np@fa@ﬁrég"h@éd de. 'Fosalatethnal WR€Rils and
explancft% tO dq:ﬁ:grrlle%%ytlg V rl Slz%tgerptfeggélogg pg t%{ug%ael et al.

If‘ose mean pep i de or protein

e Fat Ehleé{nﬁt%FS‘il@E‘b%/eP%ldsP‘?%m (1955).
a'Heﬂn’fnpenvemﬁnuf oPEE thGRATr ade GARINEBIRFERR, BTP identified by those

that: Gant amdibaNtowC DRieNett=tgti0bnd IS ghat=upadat ety iEpOnEBRing; 0.015 M

sodlu@rc%.lmtd%/é alo8s thaloaau lde 40k pb Gal byaiRt &de8fe sthitdte at so°c;

(2} Il%?ng St l'grrbrg.clﬂlzagpczfenﬂ'élegena%gézngog%etn@e Q)e,pt{{_ﬂﬁ Qgrrrﬁtmlde with

e nones, of her
0.1% BPHPS; ﬁa’é‘@bﬁéb’ﬁ‘tmﬁﬁuﬁ’ ﬁﬁatlel/ﬁalc é’ﬁ%%&t’tﬁyggdﬁdﬁne/%m sodium
vhosplrtef rfifed anbBdf femish 7EhapepiivdecBiorpiot F Mivepdivn citrate
at 4zbe pdr )i edpldy) sbo rdegree suf fdsci entzst v Wllai f.oab ¥ sodium
c:tratlegasgo 15y r & Qe RbndNe29pk €€ ) Nab . & Bl RBko@BERRLe, 5 x
Denha:?c'g: %j gtL_J egceso%cgée% 8%111%&3%&!&']&& ?ébo g&ﬂﬁ%‘en@ﬁ@rsm and 10%

onogeneli &%‘(l der non-red ducing o as
dexw?ﬂ' § E?nj‘tco Ftl &7 JEFIRS o nﬁ%m &bl d¢° of sacHEr
chlorisiedpatisb| Fituichyerngt B, SOPAFE 136 (RSifDgdieltRpippy = bigh-
strmgfmss v&pR CichesC¢apgy GIoP . ipepsssteortmppmggErt'IechmlSq‘ttes
'@@h&ta%gl}naét@_ﬁh@nﬂ nRehadesns"PeRl| G Glef3rolM Msl Mescribed by
Samb1 %olé{:_rgto alt hIMrc]:'lecu ntglogar}}% CZ§ | laﬁrbra%l %ﬁ glal@LEEHl et\?e%:t e &Qd Spring

Hazbor, TS 6Pl H4T (FgLoe RESEVER TEBTHLEY Pogliudop Solucior
comprtﬁﬂeﬁelzﬁﬁvﬁqumafb?eiepr%pfaﬁ% B0 gt FeHst 1oMY trisodium citrate}, 50
M sofitf bheéahkon Sep.s),Por eemnhéPgdt ansslatied. d 162 quence. sulfate,
and 2|{Jd§1gynltlt ydenﬂdxladr esngel Ladhe sﬁ%%ﬁﬁesfoﬂlm |]'fy| &dshing the
flltepserlgl I SELS eatI ré%g 53'7t Qﬁcper'l%gnglé;lQL?ecpf @:[gagown.a.ﬁl gecognlze how

dues I'n candi dat e sequence

to a%eé‘nttfl%a*te‘%’ﬁﬂ’f“tfﬁe ’a’ﬁt‘host&&t“%thr e%?c’dué’@ T‘eri’efﬁaery to accommodate
factoreberiene eorsbe lenad: 2af ttée Hikegni ng t he sequences and

| el OGIC FRagaPSr Frinsesstrny, t4 olaghuek@tlifie sequences that
hybrltﬁ@z)él éﬂé@ &ﬁ(fp@@tﬁgnt§ﬁqlﬂﬁﬁc€§t blﬂxeﬂ&i"ée}é ctﬁE}ﬁ’ucﬂ@Eta.de and serve as the

consi dering. any_conservativ iopns a
srart e Omﬁgngfe S dentif § i Sﬁnnenets’l% b u%] sg?&%?ém%e From
m"n‘m‘b‘@ﬁ%‘ﬁﬁeﬁl Ry HB? cé‘fﬁmﬂmoﬁo a@i“ﬂleé’éq‘i}’éﬁﬁ%nﬁﬁ?ﬁﬁt?Scﬁﬁcurs for
exampm ibe achimeveds: chalvareolsomays that are within the

skill in the art can determine "appropriate

paraneters for measuring aljdggnnment, including

assigning algorithns needed to achi eve maxi nal

al i gnnment over the full-Ilength sequences bei ng
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conpared. For purposes herein, percent am no acid
identity values can be obtained using the sequence
conpari son conmputer program ALIG\-2, which was 45
gd by Genentech, Inc. and the source gQHfR k31785
WO Y con 111 60 wi th 20 VID D007 0231851

: REd/ %00@n9%7%§q&&%5ﬂ QEEMRNtAlINANsdfhehd® WScessary for the
COpYyr i vin 89! ar hos
expreifﬁg%r ?h ngf:to F'k%g é?::rc]}.in&CSEngzggge :Ln gg 6)%.1:1% %52' host

stration
organipfie Alﬂh@\kczntrﬁﬁogqteﬁﬁ‘ﬁﬁ"?,s ot R RPPID| % PO ghyorss: for
exampiEe némtleddh,a IpmmtESomphl@alﬁ\lFraaneP%éor sepuenap| and a ribosome
bindimEqUEPEe CONMpRLEERAC pataret eﬁﬁe an@oget &a:y tuleliXe| Ge@noters,

polyac%g 3%%§Qm£@ DadNQnaVads, "Stri ngency of

atj on [ eact ons ~eadi |y, de Ja unetiona
6‘%‘8 e:L(‘ilf a;“?)lrloh "Rar §F° ﬁllﬂll nk‘atdr 5 eln ?"{t AT Qﬁjygyf eional

and “gener a
relatipRsigirpiFe af Eare FATIETS a"dépéﬁ%}’@ﬁ?e upofP prgpEpte, PN for a
presetuengy hy ssashiony leedperiat enesablandinkafl ttocPife £pt PapplgRspride if
it isl Bxpr@geser als, al epgRotPiORBst reaquidipabdsgier the secretion of the

pclypép% Al Qtﬂﬁ:\ﬁg‘te&oér I%Ré}%r a:.%ngﬁsi.ﬂaﬂ lm'ietietcﬂ-g <§'J'&Q£§ Qeguence if

need | o at ures. bri
i af%ecﬁ@r SRR bres Th SRFITY Of DoAarirad ey gt -
operalply. hﬁﬁéélt%eﬁ"%ﬁp*e&ﬁ‘é?ﬁeaﬁ & rlﬁnwl‘é’r"@e p?°e§§nt‘t° fFICllltate
transianienyi cormelity  betwwetve il inkeal tieags tténap dibat Pife sedigaces being
linked) |a9£1&:ront::h_:&zouge@heﬁ iof cfeshéedsi daptidiprpaienten tdreiguous and
in I’eEEH..l }QQQ hm{ré@rzagkﬁn%quga%t the cdi@hesntib®us. oinking
isg ac?ofnpfig}h\[a/ te e%at urg Wh{reca:nlen reggrlc%?oq'x s:%esa rl%séﬂﬁ’ sztes do

er relative tenperatures woul

mot . epgfd (e nﬁ%é:hﬁhvec rSHEPREH T PO n%rrell%?ﬁsngaefﬁt Besa in
accordainb¢ eviklowenveérgiperlaprcgsed.ess so. For additional

. deh@ito8y-aRkgdenexpl afiat-hedl268d SdyitbrgeAlyy” Obnd "ADCC” refer to a
cell- TEMQ%AEQI l{“@gc!tggn rlﬁg%}l.gips:lon 1 AUS l@@&tc@;ﬁc abells ERASRN 8fdress Fc

ocols in ecul ar rsgi,

recepiSER| | SITEPS, Eelg%) Natpﬂal ? ?él/fn enc E%Ee ti %ng%ghlls' and
macrogfept tedoteFEFh PORRG arlaﬂa?ti?f?nea %ﬁél PG pHspIejy couee
lysis eqpltby tawet orHlG - St Fehgirhmasayd chllgh fpemrdiating erfigy YK cells,

' expreé/@sl"&i(ﬂgll Bull5 Werspdindidghbor i gesd: 0Qibr Mrsgrliumnd FoyRIII.
' FcR e:&ir% QJ!: 9/81 Lé&éa%@b&'é‘@;d%’é@w i 'el{nfm@&.@zeﬁt 15%3319 (32)':11 page 464 of

RaVEt?}V/%d fl%flﬁl%!ﬂnmgzaur%br ItR%I Zafr' on geggtéﬁrl &gs ent T? OQ{'%?SS ADCC

oy OVI ne serum al bum
activitiyc oF| AOmAbRcpdt oA rw:rtewrtm PRoHE/BOTH AGdi aRfay, such as that

descrjpleasphatse rhidftero ats,pbb 655 v t5h 87503 rivhesolé rRrformed.  Useful
sffectdd Q:Eig;e £ofo M SQQQa’{)'m €hd1f:at CpedBpRdrad 26l odl wddnucicar cells

(PBMCer%.do 9{2 flgll geﬁsssgdtngasczh%iyaqor Q’idqz&nuhly ADCC
um citrate m’nsodlum%ﬁgﬁhate

activiFy| Of s 5BF UPRL§H S IfGs pRETESE 598¢ %G s o‘flv? jof g =@
animak ORideRt ©xths ab RS PeFTRODMA 5L FGENEY 310, PHHSIGIA RS : 652-656
(1998).0% dextran sulfate at 42C, with washes at 42Cin -

Q“H%mgfn e%@t&g Qi !’dlén aQQ |1QUE HBASHILIA Chledl e 2R S Fers and

h 3 t RIIT
el ST B b S 0, Sl el oo

and cap et 8PSF ATFPHGENTRIHERt | oS HEY De il‘&aé’nﬁefﬂfoecéftes which
mediaiges Abes cnéivdd deriniSanbrigokd atnatuciedbetisl AFBMC) ompRgEal killer
(NK) lb.@borﬁcﬂioef—%sb/aﬂjﬁt&ltpxﬂew ¥orie a@ﬁ)lzdauspcsghmgs HarlbomeMcs and NK
censFﬂe%& r;gquedand i ncl ude overni ght incubation at 37C

naso utlon 0 O°/for md

(P50 * A Na s refgpt:%l“t?zfso Grurmci trat ey gég IJB%% %\/%ceptor Fhat
binds SEUFUMPPHESHIACE TPRRTLISSY - 5735 BERHAT L "6% s artohye seduerce
human 109%. deMd¢reanesulef ateferrahdcROignghel videhabinde e He@randivody (a
gamma S 8 dBBosPeid BNAuGES| Faupdody otashé ngrvkhe #dvirkt ersmdi moy RITI

1 x SSC at about 37-50C. The skilled artisan wll

recogni ze how to adjust thg tenperature, ionic

strength, etc. as necessary to accommodate



10

15

20

30

35

40

factors such as probe length and the |like. 40 The
term"prinmer" or "priners" refers to oligonucleotide
sequences that hybridize to a conplenentary RNA or
wo Wouhfd-9et pol ynucl eotide and serve as thepcsigaiohéMdrss
points for the stepw se synthesis of a polynucl eotide
subclagéé%m 15192[19@%' £0lch deSvhV abhe At la0fer@btBrely spliced forms of

these ra]:lél.cel %g}:-sl d% %ﬂn%g %éfs 1@1@11%09 I&Qr(wexﬂm#&lhg :.aeceptor“
pof Ferase thajn re 07 0221

and  Fg stﬁee/"eﬁﬁ#gél%er?‘“eei?ﬁ?r go nt""rh Gie nf'(‘:;‘é“s,l’*a‘r eflpg actd
sequenpes DNPas e iEfroe s PREvsad dar yirf oFhg hé)’t@kﬁ?‘@é’& HrasEs afyhereot
ActivaQPey abbyeﬂtbﬂkai:y&ﬂi ng:oﬁiesc[unencaw~ i rimmmeeteipcgt artylmosine -based

cta.va@ﬁ&?%c%rﬁ Thenontr ol:sSegquanass.d hahaar.e Suoil:abt Rl Geceptor
FcyRIIgpct:clm%ry or eS :.:m-nunorecegg@zJ % résqgla l‘i:g.ge@ 1%%:{%&% ’mct:Lﬁ (ITIM) in

SRETT ¥ an Operat or sequence

its SR SPTRLS - ERe JOETE. CBFTS A7 BT oSG P Y (1597
FoRs fIEOop®iiers] inpRégyeadenyddatiiert, signal 8¢v-addmenhahder92 (1991);
Capel @HCA:@" Crnﬂﬁhcﬂneltﬁodsoﬁeiﬁbh y(bbnkednd Whemkakt ed @1p) acethb. ciin.

Med, :Lzlgt 0= 41 Sggéona!)therrel?ggs: o%%hi \efl Eﬁbs@n% I%%r l&gﬁ%!l.&e‘a in the

preseqguence

futureseﬁéetaww@&ae?y itge ofﬁéwak}“lcﬁ" kaaﬁﬁjé’d CEDRECT 6% tnotudes tae
neonatpd| yqpeptdmde Fitfn, 1 Ohich |5 exproossle 48 atfsr Eprastef et maternal
TIgGs tbhﬂie pafki clupat @ kNt he meetet ian:of7 {(1ves) and Kim et al., J.
Immu.no? é??%' %994@) promnLer thelﬁnrlﬂgﬁﬁE f§1ﬁB§£xﬁQlﬂA/ such as the

toacom%ﬁseq enceld F a
96“‘*“&&11‘%"6?%“6{% &R ot t 8es§@5eﬁ%c° By
phenylsiamdng s(F) operaalipyias ikedtt Bmanocéﬂlldnﬁo%‘“éq%ﬁé% jlpefied in the
region Sf PEis Mecmdrst)haas ptiodd aoi fe¢lat e The ripastymchprvaline FoyRIila
(chazﬁem&a‘hl Yias " 0REN aimﬁ lb kA" a NRAASE td¥@infchesdNAuman Tge1 and

medlat C%Q%;E% Q{%Cn gn lél tr n:.keg.gt;?vreetg %Inézgj%% ph@:ﬂ)q_alalrﬁné rb%yRIIIa

a secretor ea contig ac
(FCVRIFE%\&F?@ Fhas&ES= s '%Fer(Fc\@ﬁﬁ%ah&aSFs/ gl o hot oﬁave to be
C O gerRg s deHeR At n Y Ete=AEEB T SARY BSEaT §atFenagility of a
moleculONYENI@AL ar estddtCtinonhs| pesendd Suchmsites .do Thaotomplement
actn.va%léxf’%atﬂuﬁ? sy nk-heldteaobyd gapusineold de ndaplefSc@ponent of the
complelmerg: esrystar eﬁgsedté na d;@o%.ggiglqagge Wlagxh aﬁ@?@égﬂt I&Rﬁiexnd with a

practice. %Antq bo ependent cel | - medi at ed
cognatey Egtigerei t y° é’ﬁﬁessAEﬁ@@ ei“@"f”éraf%"%\tmeel P- R &ty =-9- =
describedCin 0azdanc visnthrancusplci Fi clmgyedht- olfidode| 408 - 143al1996) , may
be per@¥P@SS Fc receptors (FCRS) (e.g. Natural Killer

(NK) cells, neutrophils, and macrophages) recognize

bound bod I
= aaees 8 el AR B ahaE of g ARSI TN o

for nmediating ADCC, NK cells, 25 express FcyRIII
ant Vnether eas eacT Wi esloexp ressinFeyRIdirdtyRl o iy examination

I%a resultﬁn%dl.n either a

. of exgEe¥fbhl or oREREXPFESSbRITKEM: Rematapeiiebd Gield 6ridll sample,

where l%u'gg.ga é'[.zé%qlriaé lJ;? %l et]"?b.to erﬂ@.g&cﬁ 604.E gILEE OBalyﬁrE Cglcﬁ.ngl omarkers is

predicatok JEEILTE 6F A RBTGHT & 181" Fi &7 Safrodn Tt vy giestive
to agAPECHSsaY MPetolTRAE: tHdl o dedicy FBﬁ’éﬁ’tPﬁ SR (R, = 2mL-
DRS adbnBO0 AB620sKes508 2by 33 RATEyonbet pet frofired. Tscfarhod( and assays
includdf £8640kn el |e§arﬁ1@1% SR =-355a%s hdbbtlrpeld phetal v family of

molecuigﬁ)oqngﬁlag Ea?l@a[c %EL |a§1d éap§ycc-)r?=and Nat ur al K' I'Ier

ter natlvelg or addlt onal ly,

t FATSSSF 2PRE m5PEUIRES of TP & e % € assesse
types | (ush 9o, csatain PERILAt LR R PEOFe SAL YIRS ERR(resistant to the
cell dHasE|asedirgneSiarnesoktrpatn/TRMAS of UBArL 95c652v688 ibodies. It
i théA398) pe3hevehiupmd %tlg gl ol héthodf Eande HKREYL €f provide for

convenlei'z’g,h eg:%(l%&gns g.tl?c? p%{:eﬂ}g%.% 3}: lcgi% @Ef!act:_ve means to obtain data and

32

1ons Ob d:l.seased human cell
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performeffector functions. Preferably, the cells
express at. least FcyRIIl and carry out ADCC effector
function. Exanples of human | eukocytes which nediate
48cl ude peripheral bl ood nononucl ear eefrhS2006/031785
(PBI\/C) natural killer (NK) cells, nonocytes,
1nfornﬁl¥§.&‘1 oﬁéﬁuﬂ- gsl |a%s@£Hin§elibfzﬂ@hiLi’& wt t brdeBMss anerifiies for

st e B e e e
g R e
tissunati v lsegwenc and hiea AR, C%ﬁfle?ﬁléfcam%e?)rbéff BF% @6 ’F?FR"“S in

vitro | SsQRE t¥icg BriinB dfeaner gk antidady dedls ganivabe sensitive to a
theraﬂ"gz%&.eé) 28&)1: apd Logl Uﬁg’%ﬁﬁp EPtRES: @bcdpher aﬁyﬂody

’ and ;ﬁgg as m éroggsefg:g()?é %]22%.%’] senSJ_tlv:Lty of a

pammaig %Fr??&e w70 o8}t GRPRI VEFS: S| F CBESTOP Joft® PRI o 2

death I egept@r SagoEmtRlantiwdept oLstigmel e aFEPRIAIAY gftssue or cell

sample @Qtdb\ﬁalﬂeagaﬂdegﬂiﬁﬁéé Yor agrdey Bl loB daNad-Tnhi bihd mgthods way

be ccug.(ﬁ.l%ggc{ q%f VMEE_@ J}a\é.gsaﬁ) %L{ﬂtsarﬂﬂ%@u&ﬁbdassﬁ§ﬂuﬂ‘ﬁﬁ&&ng MRNA,
er

primarily in the cyto S aspavs) an
exprestngI},eO?rotglrm:?x;{/rg?I o¥1 Hsu Y4 g%%ﬁ%t%c&%@?ﬁx@ assays) d

ng recept Ol' contal ns an

- piochémifiginor eceptBSt yr osidtESHASRd act F@%‘i""l oh not PPE-NracetyloDe

galacidsTAiMe : palybersidyt opl HswretyHudasirsatimil arFirgasecept BFELIVIEY-
peterdia}fldnB 0§ 0BERieBS1 AN off NBUMIDI@CRRI-TL4 t Yicasiires basetbr on) said
rissu hérblctell?g] mtll fbe( IpI!eMctH?e tﬂagt GuLiopt asiEL Sdon@ins will be
sensn.tﬁ.gr%g tgr ELT e{)/:roé.v\gscf:a,l e ect o@oa oz%?'r%&% %ﬁé/o(rl%gzgl-) receptor

I net ression of GalWac-T14
ant ibqdyryn GPPYicaBE 93211(’&19‘911%11’ feméapté‘ﬁ atien|sxP

correlavauncnb! todserki2bv34 61994} timdesd @ tHorgdLattoghpo2u TRAIL and
death @BeptEll dhonident ib3Bi330- 41 (1995). Ot her FoRs,
IA’;C ldyguggedt !Bgftﬁi t &c&@sém@ﬁnéﬂ fﬁa@ﬁodsnbidﬂﬁrkeﬁ:éltéﬂ:ﬁ agfdl@1Nac-Tl4

encQnpass t he erm e |.$Oyhich are
in a Sﬁ:mqﬁ d%%n ?:»ﬁear}/al zed tb nurr%er orkel;ng%@doig\%ﬁest ';rlg_rzl.tya $Owhich

onat

kmown ¢ @%p‘é’ﬁs i“BF e=F0 ﬁm{iwt??daﬁgff é:? e of %?de raﬁ:gil.san t%c%.%ldlnlgh but =not
limitédetugs (@mpenisgpclgmical] anfifer ﬁ@ste@lpn@g’flsﬁ,lg}peﬁlt%ﬁalve blood
based Kidéh}'ig @k . forJexahpld a0 |ELI2: 249 «£41894) )forFoRgpls, levels of

protelc}'? ;ﬁégﬁg&Hde %@&m{@iksgﬁzﬁﬁg% a%.cth\ﬁty?eﬂﬁalyg in situ
hybrl?zggm:% :,]Stgp,it 0 t & ?sr}t.es t Q}oreggg gﬂc’al ai)é;; olf ?{ , and genomic
Tt

8 th enyl al ani ne i@gcatwn)
Southgxy) aaflym nbc’aﬁ%ﬂf&ﬁ%mfPFo?ﬁaf@ée 962t ol

as wellegkoamyofne hé wbeceigiovattingt offi aieve ¢heyGRn Dphgerformed by gene

and/cP QUTBZYY QUSsyY abdRei FCY Ripilal frieeydRiik| sorl 58 pathiags Beemtatus of

genes Q‘%,Wenrleo Paxg:a Hk gﬂﬁﬁldaffdrn Eidpio rlnhME%Bei el aankad0, 1995,
aLe I ficr£a 1&? eé.. ar LLro éne_LIt: Epchern Blottlng) , £

CurreRh BRGNS plenyt Al ani ne coﬁf I'l | a Fcysl or
(SouthrspeP if/g’tﬂjs ](SFém“FP%lof%‘?—ai VinG éﬁe F%rz‘élalyséﬁﬁ‘pl ement
dependenrtoly betaxirelatyjts g UapCtigmeperéaltnt-fet dpi itpie are
provi@fa BeicDiRcUlIQstR-bys pudckas get in the presence of
conpl enent. The conpl enment activation pathway is
initiated bysthex b&*ﬁd%ﬂg*@f**t*he**f*i*#@t**wn'ponent of
the 25 conpl enent system (Cl q) .to a nol ecule %ﬂg,.c%. an . o or
PR ERAdy PPl ek ebben Wﬁe“a’;mﬁog’i‘iﬂf‘@e HCFYET® h
test @osesseseonp|@meniraetivatd on neardhaEr asisay: & gelhssample. B
varieSL S hbadak NedsaagaRe HarhDIe-al4 alan, be) empivgedicind include, for

exam th ; i 6)n s be nR&lh o8- 3&1' | western bilot
T e .

. S T 11
analyfth h BRE RhF R5%AVE %Fsagfoseg er}manZlL :’:_IIE eJo%Q/ rect eogcgn%md ced
sortiphe (@& naqqdonlmWGFGWﬁF%’sts“Fb‘?F of °0RE%r *HrorE: mohSsaccharide
analybiOnBfckersaipnea ABNMElicasl thgboe of dRftisanpbe, expression of

wherein the deternination of that expression of one
or nore such biomarkers is s3
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35 predictive or indicative of whether the tissue or
cell sanple will be sensitive- to agents such as
Apo2L/ TRAIL and/or death receptor antibodies such as
wo bk HRS agonist anti bodi es or anti-DR4 agemniustoosn31785
ant|7b0d| es. The nethods and assays include those
calNaig NineX aiTkfie 6X =065 eamffistrrbersstdfy tire sGallNacith an anti-
GalNact %l%t%ody@degﬂéx?%etéﬁgéé‘d:*h@gs:@@h{ga%f Tekd ﬂ:ﬁ;dbody to GalNac-

di scussed above, there are sone
Ti4 15068155 Biis of di seased human cell types (such as
cla P@qtﬁcw@ﬁwr@wm%twfc%éweeéf%)tleﬁhF-’éFﬁ gfgn of GaiNac-Ti
in a r@8phBt ant ekoninhe ugel| l@%@hﬂthFWeﬁﬁ@cﬁt@l@#ng protocols.
Tmmm AR 2bLIRAIE hadeabh okecepir aRtidedim@s. beén E®wn to be a

rellalgl@e(ngith%r e P eiésgé[&ggt Q@tde'i:g&JQQSQegéﬁr,@ g@t M@l@n@n a sample.

assa can LS onveni ent efficle
Imm%ﬁé%ﬁhleﬁ’rslt§$ gﬁm"]}fgs rreaihtsl[ﬂ % obtain l%gdfya S and
visuaBize WO1R0H7/F0PREHT PCFFBSZ@GB?’(TQ&W%’ CRFBFHE| G ELuorescent

methodkS.€f Ul i n assessing appropriate or effective
LA aR8S phOfarat{8at L NGpal beMeS) faplLRafPbenanfal (typically

|ent aving.he i a 1 W D SGANCET 3 n8KadN but -
= h““gﬁnﬁﬁt gl)I ar%agg coﬁl |C?| ogﬂ%g‘%u Sd a\fe&ﬁ oD uh awe me

limitethr ¥y nEG°t0 OHLEI FUg™ f‘?s§ﬁ]e°x10rq’ T“Tt s "°€L¥aan8"ﬁ‘{é Lung,
stomagmnyHeactsel d Lyechekan andd UsyEsmiy GROSRET (6L n WPHHPEFGY. the
sampl%&ayﬁxdfeOn&EEﬁiﬂﬂ rerWhebdefantdhre cpatd, eptticgegtalcl sangey| ¢ells or
non-hpc%k%?‘%sh. phSmd Qafosd heraneutdC « 2gR At c8UBH ASained by a variety

02L/ TRAIL or, de h receptorsanti hady o The j;¥@ntd 0Burgical
of prpé.r%:(%‘\:?/{1‘|1r§es RSPhods For pz?ce &QI[I%%Q SeII’%SItIn\./Ilt gica

of a
excistEMATR ARSI s ST 6P el |Th§a‘?fﬁﬁg "’?‘d B oo Gppapens T ome
embodpeink) the oY AFRAEIES Andgenbgédach 3«? SCEPTGP %@B]i‘ﬁ dfke-

aflel badyue OphdpoBalday, @ neixedl i @net i pseerordicel d@wventional
metho@l% (éeﬁi ar al nl@ﬁuu@ﬂdoie)fﬁg{&%gléeﬁr S@Jj&&ﬁ@sﬂe@ﬂ:@fof the Armed

t hods .omy ted i o
FDICE?/aF’?SGﬁI“t&f °§s§3 r$8?¥fats Edlgo& QQQ&;@S%% %e?L ect Ié? (asee)
EditopRNAe awgmé@ns.Deﬁlswotd@%rﬁw%ﬁegg%ﬁowfwh Ngy York; The Armed
Forcek NTRHIGRESt @chesiist oy, asisays)y anbbrabiocentalal iasEayglogy and
Pathog&fjﬁ?1§9ﬁg tﬁgg}yan@t |I\f1klepp Eh'itﬁﬁ@tyﬂme@?orces Institute of Pathology.,

acto RE gh t o.C. 8; £ gkill in the art
reer S G000 00 OGR! lSpicneen o oo

ranser ase act
will Elé%réf’i‘ﬁtﬁa’fhra&nﬂ'tff RSP s Port B Euth dléaﬁ%“ne%%ﬁ the purpose for
whickbblonepkmes 1§ ko br HisFokasi-gelly] §%1i8sd o7 pEiTYish ppalygsd. Ome
of skPLEdinCtie/art hatilsach tpmsubs-eorhaelhs langth g fixation depends
upon sensitd V:@ 4 the i gdeul Gal: efd ectai0d uQB@ZL:hﬂ_RALfLof example,

a CEPLOL; . an YrorbPRI=bEANt 32y b 4 to £i
neutr%ﬁ%ﬁ‘r% %%ﬁeﬁg%omﬁ guﬁdt&t3 it Qt%egggpfroés& gn\“;o &l NacoTi4 o T ®

samplgorrel ates with the sensitivity ofsuch tissues and

| cedresally. AgB2EATMRA| ks dfigst Z0xgea Feddpt oqeh&%ﬁre‘%tth-‘mgh an
ascendid besieesSct Ascdlicseusiseh drekaivane xgpbedsidom thf paraff bugr other
sectm@ﬁ%aﬁzgf %SS§L{§1Q1: ashCal Mae- I&@leiﬁﬁbgmk&rﬁan beternatively,

one ms}r ese%é:.on Q]Xe %l? r!abgl:ld Qﬁlxr@nt.e ggcocl,n.ggé %%ta:ﬂ@@y %&/ M@J Qf' example,

nown 1 n under st ood )é t%g skilled

the télgf“iles éﬁm{)lienglﬁ'jod:?%ﬁrr%?ﬂdeﬁ O?nd |p|rﬁ,?x=tsg 1n ararfin by ccuventional
methoipingmo ket echeni¥atusdndf ofi=pebidrat agf?aifylélﬁs“eth‘?d of the Armed
Forcel UBAEEEALT 2 pliR0E20 based. aﬁ&&g{ﬂeéaﬁ parafeivapptemay be used

1nclu§er yn Eal'i’cl Sf?gt ﬁﬁ&:.t%’éaEB n%ararpgﬁste X@Q@J.ogd |8 ei'l%s&fmay Once the

tlssuasgwlég J]esxeél?eﬁsdalegﬂﬁ?l%fgﬂgg?elrn Ca SE‘.C :{TO%t&h ﬁrgg;tlgzl}/clé‘gtyome or the
like dAel oF- IPCRYapwrly SiESHEToRmNAS ! %ﬁ«?&n@%@ﬁ#@d SoutHeffred Foress
instidRad Y& SPa(:thLo@jﬁﬁ,m Beyraf Or exampy eof genevte| &tri ghior procedure,
sect:L@HPl lng ggn)ﬁromasab\é@é | cRScanYs 2688 Ofc t BSoudl d8ve microns in
var |ety 0 assays that can be perforned by gene 30 :
and/or tissue array analysiss ' Typical protocols for
eval uating the status of genes and gene products are
found, for exanple in Ausubel at al. eds., 1995,
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. CQurrent Protocols In Ml ecular Biology, Units 2
" (Northern Blotting), 4 (Southern Blotting), 15
(i munobl otting) and 18 (PCR Anal ysis). The protocols

wo BB ijel ating to detection of GalNac-T14 ipRrRisSiiRtiOss

~oare 3} provi ded below for illustrative purposes.
thickigsti ofabe mettiodsd ofthe reckinrentdohe i nchade Pr ellomel By several
standarli BECHRNAT NRaffles 40 tASke facahe@fvegemu&@‘ Gal I\J@Q Iélél limited
to, sﬁ.ﬂan@ "Béﬂl@kﬁ ari:o&it%?"ﬂ!?sﬂlr %gétl tl'§ear£mc§ be e %]y exam&le, the

can

f t ect
paxesdll ?“%agdedoée g%%ef'cﬁ'ff 3’ e COReT bar %’?&Fy%lllées =nd/ox

Slldeﬁ ﬁﬁiﬁ?&p‘f%&l&ﬂlt’a%lﬁ?#mv\ést ern blot analysis,

F6 | mgf@m ]Imsndqaqxgum ay Sshe Bbnib8Ad i nE L haBSAri 1], U= 81206 Gsect ions
are ge&lﬁfdl\l@tc%%aﬁfkm.z%@ratﬂdngelﬁlm, tcaﬂgter The tissue sections may
be de'pmm %ﬁl I%lyt agelv Pa[lf o!:<£nQr\Q§ng.oQ¥l Ft n Sact%%ogoiogles“r 5 For

nal ysi s. i exa pt.iona
S 18ét’é’y ¥ Ay e e?’bagg‘ Jsllyo%eﬁ?en dang \f@r‘ﬁoﬁoﬁf@?ls may be used
(See  pr/ USE‘@’G@FOS’E?S*&“@@BF\B@— Tjtaduing dMethah e orhesypke Forces
InstitgoAPbf sestigongact | fiprbhe sapbenasitdlvan Bftdrcially avaz.labi.e

ara®ad Na s T 14y antdhody. . <d ¢ g 21979 ma
zzpuseghe antgl body %o &%hlggg SEFI?%Q] nl%t"%ejsés?gr‘q{ac}Mté }QLQQ(J, ! aS) o

parti cul ar enbodi nents of the invention, the

T 888N BPSTAFNacoTHR 5ple RrPARTHEn ¢ Skeavenagbtion may
be anajgisvg UPHMIABRI StTHEhevr $er yerdiognst dhneamyipreotoodhks. additional
technitiEBINSnSt @€ helkali o§iainni SghiQind | Sﬁ%rseﬁhbgéb%eﬁ'@é in-situ

hybr1db:§‘zﬁ@o§ h oWy, tg‘amg.%l ametrhglié %l gHéT%I:Q oadra?fab?? S %?L%ecr%g anc{ indirect

detecti resence_o roteins
L Tt et ST L S —
antlge%miei Bo'dfaﬁ%i‘:p?béﬁe 1an=aeteww5| firectlel-| uFels dinscgerssainuses a
labelegi repocgenerwkl ypsbhy clivorsgent ctayr ,oxf lawore@seeniliabel@d primary
antibofet hBOS. cdObe SAPLE RAEECPAMLALE FzctRr LIV OEnGREh tion. 1 a
typlcaﬁamiz%cf: r%ﬁ gﬁmlugétte\ﬁp}:)ﬁﬁg arx@lé‘ﬂ%@n&)saﬁ:leet%e) a_tg:agjen and

Exanpl es
then a ?abe%.g(g s{econc{n% e% inds % arbtﬁaryb%%f:dy Where the

Rcar e &ithca

Sec"nd?ﬁyosaflaf@@oeﬁr §orirgnieS C GFtaCRZVTgAREr bS]/ | ynpivomegenic ox
fluorogmyde| ewkemite cencetdedeltos proptdeonakhiglizttienl besanpl estigen.
Signal | aglludeanom: Seahts aelkbuddNgveanCekcafal s, aRaREdi88t Sy react

with dCR2AGEI: g@ﬂtbﬁesoen ﬂﬁ@npmgg;ﬂaﬂtﬁddynphorra cancer cell's.

e e e _obt ned t
'J;'ﬂg u%%g%ygs al%ﬁéor seco??é:a I n%]yu &F%dg , ycB: 1u1ﬁ%1fom.stochemlstry
eypicafln L pe JfﬁFng?dcd‘Ftheicid%‘fed’ﬁab%s e on MyRetsiugpdgbels are
availabfffewitichstie Pragetrrafteshoarsd igrerhe Falloming categories:
enbodienBrikotdphe, sanpl esi 3sf i %ed *‘and *epbaddeds j N The antibody
can be Q.@Eé"lfeﬁi' ﬁtﬁrtﬂehgadloggotogg Tglﬁgtﬂhéséé%hé:%qgé %egﬁé’ ?g in Current
dol ogy

J?r.\wt:oc:c;c 1n (fmmu X % copventiona

(l§ gma ﬁuao mf‘ % &t 8FOgf caf 8P nfnga et i of #iley-
Inters‘tlﬁ’éc% Heitl YoRlr de Yorkt i Fhce é¥99F’at¥ﬂ§1 exfrrte Jrg radioactivity
can be gditired (s1866ridgelG ichumanmt k. (ASCP) Editor, The

®Bh aksbor:BhVissi OpaMiGiaws Hi | | Book Conpany, New Yor K;

(gpe '%‘E.E@:d'sczgﬁr Qgﬁélgn%gélfugg Ogi O]Luil_j agr Ié%géa?:lhv? to ed rare earth

rat ar ogy and
Chelate %Efo%l I eka Vtem ’kerfexaﬁdlpteggy rﬁ?ﬁ?@ﬂ“ﬁior%ﬁgrescemf dansyl,
mss‘ﬁmllnﬁst | P ELISETPRE hoPBERPCTY RTEHT CaPhReghstiny - obr  commercially
availabPat Hohoyyhodas ungt sRECIBuM CorancENenafl sekitrbui BrEdE  and/or

derivatatds oWl Eﬁy 2pPrechvte &ﬂ']%hetﬁ%v@hm'ﬁl@ @lfuo@egdeﬁ@tla%glé San be
conjugaggé %%%l@egntkl}éocﬁyh%s% Bﬁe ecgn OqF s dn.sclosed 1 nBJera"entOgﬁof:OCOIS

hi st ol ogi ca stai ne eri se-anal
in IWBF’ S5 | IS”P-FF‘ t ﬁéraF’Ea%lFI %4‘@63%5?%0?% &=t H'aftﬂtﬂﬁiead using a
fluorimpegrgt h of fixation depends 30 upon the size of the
ti ssue sanple and the fixative used. ,By way of
exanpl e, s
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neutral buffered formalin, Bouin's or
par af or mal dehyde, nay be used to fix a sanple.
CGenerally, the sanple is first fixed and is then
ed through an ascending series of RhaRBALSI1785
Wogﬁ%'%é?{?;at ed and enbedded with paraffin or other 35 >
s@pt i Gj&k{k&sﬁ&ﬂﬂyﬁe%ﬁmﬁzeti'&eié SsHexsamyie SRy ube patent No.

4, 2753ﬁ t J%gg% AI £§f1@§tc! g rye’ 09 ﬂ;%e@y %ﬁeCteln tg&etrgf’.ﬁfugatalyzes

e sectlons obtalne
. chewglt?%saaetlgarﬁﬁ Sty BB AW BT B b GBS red using
variopyafiiquesy Eonveamisnaiie AREMEdB0GytY 86 % oglor change in a
substidvenuakicdf il Heolreghcal Spaicnomgtidetboelof. tAlecArmmbely, the

enzym&EORHLSa1kBst it ﬁu@@es‘%@hg@l QY YchenSlh AdscendX 3| @S Qf.lbstrate

raffin d.4 ..
Tecmﬁq’eg ifoé ?&abl@l&%gg%l ast, %r o?% BQ‘C‘J'aSH%%ﬁ g%g%&lg%w 2ove
"hem”c‘ﬁ“énesc‘ﬁe%‘%ué‘l%%ﬁﬁ %® F%C"&‘Fr%e&a“é‘btmﬁf@ %%nﬁ’l“”e‘tﬁéy Be @ chemical
reactigact phedaby eRi cREtonBiME (WEChH| @ (See weagured (using a
chemilivinuiglcenf thi-Stxdmpldicalr Btwaithk Nngnelvbt hiod aofltdresdunedeceptor.
ExampTel 6€Snzastd tl%&l_soinﬁﬁhg Q.Iu@g%rasé,u RED)., B¥e¥BY1@iferase and

bacter:@?npllﬁﬁfr%{:‘aéebl SUp oceg ent ?eCt I/_PE}§ né%¥> ranﬂg: E%ﬁ%rrp, ©2,3-

Fee mcronstoa Ive microns in
dibydenphthed 52305 i9eT USHHE/ @S]iyﬁgsgertaﬁ‘?t KYTESE8s: fggridass such as
horse@tih Onethpxidies SeqtrmNs MalkaPenat trohgththee S| ifdesldoyosidase,

glucoérg’\igé’eal J.y&gwa gcd’fl%&mdéxlcg?éégpd e§ quléclolsg x1dase, galactose

Ox"dasgeérgfsl v SBI n Lp%osghal%é gnl'grd?%%enﬁ%}] 6. %gter V\E‘S‘/cla_f: ox.t%éses {such
a5 urisesApRE FRENTEaPHIFER oEEHEICSEEPT offé CHRpBE.dase, 2d the
like. aﬂ’ecamhexcbst Gopogichiugak yna harzgeet sta degibmtiker ard described in
o'sulShbfles: coat edreibdsh fwlﬁ'ﬁELP:l'aXﬁ}:Qﬂ.on|$f @aﬁﬁfef—ﬁﬁtlb&% Conjugates

for ug)e e.Lg S’g %m&boeasggpqu Dar a?’%I )?#Zz'rgt h@ t I-§SE.§nC?one H. Van

section are generall d and re ated
Vunalee) . v%agfmlcﬁféesgr SEe’ %%Ct?oﬁ%"’ HEy (*B%-depar af f| ni zed

Brameieerfl sTRmeeTEbrRile iR anhreriode | JGr e AR

eitanp Hersexydiane Soangidesgr adued)| ywies derdosrg Sefrbellagé as a
subst:%!t@()hﬁ'le%e{m)ﬁ:hgeh MEé%éxgﬁgda%egoxldly@EnL@ldy@f precurscr (e.g..,
ortho hexsl%l%!fna { el%%l%negt hﬂo]): g:%yg/f%t thS Ty'ettr%ﬁeth na?elngg i&% hydrochloride

) lomer ci al | y avail abl e depar affinizing non-organic

agénht slksidhe agbprppt o7 (FENVG, vHHbuFrow ViTeopasyyimapospeate  as

chromageeth: sOpitiretal kyg subsequent to the sanple
a ugs hO

S o R T R AT S

mtrol-‘é’ééﬁ’]t |ﬁo?rar|alaqteé1=ﬁﬂsqi1es @uch thecuesepiiol offisaratst ai At1dy:  4-

methyﬁﬂgéﬁ&féﬂyuomsgﬂa%@oélr&agéyt u hybri dl zation. Two

eneral t hods o 18 ava i.l.abl e di rect
%ﬁ’al Tett nE%egsaeffymAcSE%r Fhy £ the Frist a avnganm to those

skillqsi qgi rge ?r%ntFPﬁoaygF‘EF"laher?‘ﬁfeﬁef’f HBfFgefcy &G, Patent Nos.
4,275 ,@4P Nag- 4.B4%. 989 - det er tameedredi r 8kt | yabeThiis @Iﬂl&l@éttlassaydugated
with tHE€Snaibd@y| alieked:ineagent is&lUah1Red afdd0BE SERAbud @Gchniques

for a&[:_e@{hge@ﬂy;re?h@b&aﬁrglspr Itﬁgrélntlg&w leqybe %ﬁ%a@é{l w@@h biotin
and & ! Su? I Eed W1 I’}%)rl'lotad ca eh%grl ant IP f% int r%ern%gctxll %n ab ve acan fal)
F§p|cal T ec assay, nconjuga prinary anti body
Conﬂuﬁﬁutﬁ%léﬂ% at"ﬁ%lnanPF geireamysat HERtH PArA splesbttdarsy avidin and
thus, amki body dirnds tapitdreepr vithr yharkhtbedy . inheie ibhgrect manner.
Alteri@ERNYArss aHiebod¥idl SocOfYrgadtRen 12 &k @RZMNMRALUNCthe antibody,

the aAt Q@A lé C%Q;@gmgsmhog it lhuf;{&lggg%%né URSLEAL®dSent types

f ovi de visual i zation_of

of mﬁ ﬁn%?nté?ﬁﬁgu PPUAL BB b6 pEERUTL Bl e‘:kﬂBFg?s gRLhadyy Thus.
indireght fBOBHESOTRY FreadRPSinwiti ERY PEFEIREY PP tizpeshion=q: he
©oprimary antl body.
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The primary and/or secondary antibody used for
i mmunohi st ochem stry typically wll be . labeled with
a detectable noiety. Nunerous |abels are 30

e which can be generally grouped i RQqlsBRsnsi7ss
wo Oﬁ}loéz\?\nmng categories: (a) Radioi sotopes, such as 35S 3

Aé:giel%glgm t%gl s@nﬂﬁt %argﬂ%na%dﬁ@%s gatubed abelsd surtner
radi oi Sot one_using i i
“reat“teﬂt c?f‘: g‘ﬁt %l%ru ot 8§Eo1's™ ﬁml mTunoI S&%QQ &]}‘%19&?19 gﬁg may be

0 Uunmes

desire@p| Fesaalal . SPifepe WP Byvat ftgre ! ofeE aﬁlett\?a%?% ehe’ tissue
sampleNew Yoirkie Pulbfer (9949 daermelxan’pl tseande vadi ey | ¢ taf - Appl.

TumunonPe e €4 MR ASMI QQQE}J;SI) ng scintillation counting. (b)
ol 0L al . 0BLd R Lhek ey Cdp FLUOTASERNG-LARE! S exposea vo
FAciUding: but-a ted ¢

R f%ﬁﬁ%hﬁ?l@ﬁ&%égﬁ s R AR econdions
such fHagokes ceimerydantidody binsSafP neke (FRBEt W%‘i‘%ﬁeantlgen in the
tissud) BYGAB! Y hf@icbfiatphy@@e yaims nforoacideniner thial ban ¥6 determined by
routm@V%%e@m&ttmgr OPRRAr BsrsuCh: SRECTRUM QRANGEY @Ndne sample is

GREEN7 and/or_. dgLiV, f N&y; 0L D € apove.
dEteml?e gyaﬁovg “The %euorescentaaelgatva&?lg IMQ % PustRE Cab

S can

execesgl 0gHT oD £ hovarEibtl CUSFH (et JBRT qden secaivees
chewicgil sGlesedoi wt Cirer emorPratigcoibstrity $urtuFfoP oYy di%tippienzidine
chromdgBf. €X@aEplni{| tRr escpRtec Chbebeiguantidated wsiangilgdy which

bhinds \%gléggélrégiﬁr to3ih¥‘op29%z—{z0%§ééld CTJJ QSZQQ@/ &L&.JHZJ%B a(rﬂ).body ig

rious enzy su str e | ab Is ar vai | abl e _and
Tabbit) ROlYBhTEnt 3351 03' 2 Provi degc g E:‘r?ew ew™ o?at Shgarnie
antibogf) t hese. The enzyne gener ally catalyzes a chenical
abtienaliwon tof theilghienogedpred ubst Fet dHChapatghs bgo detect
expred¥B&S UL £ dcAlSiaBOr: 4V alreOUSict @R GRS . afifibo@dcanp| ealtbhertively,
antlbo\%géél g IR %&ﬁi&% ﬁﬁ&l@&hﬂﬂaﬂ&% éﬂpsg :Eéaé%sit:‘f 3lien GalNac-

can ecrr9 | cal monoclona
T1l4 ma| F%reﬁxg%c?y\? r tf.?]na ?%,nst@.ﬂ ant}.pga. #\I?CI:T%I.L arlt_ lizc}cligr is a 3 L

zyhe nmay a escence

antibagy - chemi Ium nescence of t he substrate. Techni ques
fopeciguant Efud norepactrangey | hef mowrtedcevmde cpverslipped. slide

evaluddesSC ik bed, ahoyewinlhe «.6h Qﬁilhc_ﬂ R ARS6EHpeS RSt @l @ing intensity

‘crlteﬁgco%:t.lgél?ctlggcplﬁ‘ﬁléhye QR;({:' tn%g Q¥ @m;ﬁgﬁar& Calsta:_n:_ng intensity

eaction and emt |light which can be
critexig Y By T UePhg” &° %’ ¢R&Wi | um noneter, for exanpl e)
or donates energy to a fluorescent acceptor.
Exanpl es of enzymatic | abelmsing ude | uciferases
(e.g., firefly luciferase and bacterial |uciferase;
U S. Patent No. 4,737,456), luciferin, 2, 3-
di[RysimGpfhtdaata=al nedr ones, nal ate dehydr ogenpé&®sre

unease, peroxi dase such as horseradiqh per bxi dasg
(Hﬁp talnwgk?ﬁ |Oﬁ§ew$ﬂ:ﬁh nnl nr~ oci H3cp 15

ol| Getind e.g..

JREReE, PSR IS, . Sé%lé%ﬁ%r. de 5Xi'dasss| te. g. |
gl %mmgé TS ESh 0% SIS modd1d 2%

gl| uneseeb-qzhusphatie.dehydr ogenase) , heterogyclic
oxidases (such —as uricase_and xanthine oxi-tlase) |
adroperp ﬁodgjh%@ngﬁtéﬁ’b R O%iBEFE S ™t e | Fke.
Techni ques for conjugating enzynes to anti bodies agre
described iU Sullivan at _al., Meihods fof the
Preparation of Enzyme- Anti body Conj ugates 20 for use
in Enzyme | mmunoassay, in Methods in Enzym (ed. J.

g f[ﬁ}i'gé‘H tf\g./g:?_ g pﬁgtaegmsgdoréc%d %ggu% P—t—r g$ %119%1\/\/13 Osru%h an IHC

| 'es enzy ubstrate

assay earﬂber%%aterdoﬁe He@t%etl%?" SRS P> POresl sapb mmmetien
cell perbxrdasendrHRPGn whtdrrhydibgery PerdxFthide onsagisath receptor

=t

agoniftUbsdibage, wherein the hydr ogen per oxi dase oxi di zes a

dye precursor (e.g.,
37
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25 orthophenyl ene di am ne (OPD) or
3,3 ,55 -tetrinmethyl benzidine hydrochloride
(TME)); (ii) alkaline phosphatase (AP) with

wo PRz ﬁlg.;rophenyl phosphate as chronogeni cP@@ﬁgMﬁgﬁ,ﬁm
and %I 11) (3-D-gal actosidase (P-D-Gal) with a

%lﬂr DRGSR %Heﬁctd%attﬁae( Sn@le vy m30contacted with an antibody
spec:l.g}.c £<ixp heiréy %u[mar]p-xgu.n et Qd?hldg@&%)s ﬂffiél@gg qggmncantlbody—

bionsEt (B (PERy P SPER SRFEEBYIRE ST I e BRETo0
the bigmhdterempyhe - ssapelishtad EbADIHREF Risvaife Sa\'iaua}SaBY &epprn
blott 1308 thdd frltedut nmivhpasdipi Forica) geheras?: peeiegwrssf for
assaya!-nge§ Q@:Ldé %r:u:é oiP 2t efles NOS: sau@;{gg 51&&3&&@}9%9&1&&98&:&:11 A

wide Jiawﬁge & r:‘]f t 1r:bmiz_aoas S;?_:F] E}:ggﬁm]qﬁeé ng k.:{ge g&é@/ axg %’sé&g %Eﬁx%tsére%wyﬁlable R

art’l san a%/var %he

see, s:4ri qus- t”éEhﬁﬁoﬁués“‘? 83 aéhfEvihy afl?n 5? exaRplre netude
both ginglamtibhedy trarsise woifargaied Wﬁtﬂﬁs tﬂfo’tllf%nowam%&me
types OfstihalfRuUin hheadaahtiegar icespafit l@belglinprtsomed These assays
alao :Q'QQ\Y@e @%cp%lngﬂ@ Hoal eghath bd) -aVivdiaf, tc0k thirEe: YedmBaker.

|B'S§6 vrlclégaﬁss%jés %gle ea(r:n'é)%‘ Y Q—%g l&ogﬁ %\élegﬁln aﬂ‘%og&cﬁ&@ 'usgg] eassays B

sombes R ST IR T ShU DAL R AP GRS SEicy i Bt ae
intendeddfa Getencomjasged bunthsf Prefent dBEtmtiPth BHE AR i G yyeteal
forwatdesant | Hodyldbsizanptgabdd ini drwoi g ped bnraptEdt swgtrate, and
the s%@e af, the.didsf srRBhe LR Sontict! k8l SheMBilionAdcalkov entter a

COF] # %%t ergcuWatmlgnanf ?né Ipep?c%t SP t%Hé Is@@@é&eg@ lﬂ§’a3_10w

su:.table P
nd rec conj uga ioh o

ant |
ormatSaR, Ho S R LSS S T 0 20 TP B B S ST e
antigdisi tepsfirahwitie aseavpreerprelrartn |ce?ﬁf15?o<€ea{ﬁd€§m9 a detectable
signadiisciipaedicabowme, ifaubdthar dlleatnyenineofufifhelsni skgethe formation
of ané_@xgycgﬂpﬁxl of ahglbogyréﬂ%ggéﬂ-lﬁﬁlh&wlaﬁglﬂo&p nBYyy Rereacted
matem‘i i %géh Fog%ag,xaf% Cue %91;.4 SE de ert_ﬁa Qﬂ@geﬂn%hé’&%mﬁﬂérby

ob.«;erﬁ\éle%”o?I %&l%%ﬂl ?Iﬂécgiégee% ‘gr trﬂj :éegﬁarter mo E‘tcgkgpf 'I’heer ges&its may
eithey prumehisttothe Ry “(B)e geaer(vze%l) ¥E thamlswlﬁg et or way be
quant Dpkk@ONE| cdrbatitsng: 13t @ponthe téwseerogeTinion pgwerpowed of
biomatiQyr. pr| mary anti body for a sufficient period of tine

%n :. & o§zu’!: a?lngvaég ndi E& Qgglud%ui Fﬁ&%ﬁﬁ%:l:lé%ﬁ efgsla?arﬁ which
both Tapr@%% é\né dﬁﬁfﬂeledA?)rbt‘; Bc?y gi:g add J I f.multa.nefoorﬂfacﬁlge%ls ll;]o%nd

e ‘conditions

antibedy.s BgAe FeceRimBrhicned™ By oY GGt Fivee epetionehtt 5‘?|

includiig @xt entorofadibnttinggaoivitintk bodgiivoartressanple 2 @’Plcal

Forwa S L8 Wi PE A By USi G sanatOREyOfaiihe et Fataly eod abelgomarker

is e:L&erCcl;‘IoSv%Egl %g éée s£ %@If%@&l@y to tahgoilﬁbgdrflaée ANgne zolid surface
mmat I C tl ; g. t? ﬁh catal a b

s tvptehit Al f’%raa? BBt PREERr DGR ¢ f’%%ﬁse Sich

cellulpsed WlyeHrahiHes e ML eR n &L Y B5y eﬁ‘?lmné’% e‘?h&BHfiet fe

polypengyamt.i crieabelidi sipporjsugat @d. it ghadbibodytukhs c fpedds, discs

of mibiREScaPeG bhedehdt borife Aliiablyfantbhndyidgeay ink®assay.

The bpndln’c% d:)éoég‘]stsep q‘lé v.llé.l ]E:ﬁ)qgl In @Qé )é.gl: Oa@x@cl ge@l@iélagdélonaﬂgz of

secondary anti déi)ymer -ant ibody

oat ant|
czosE O Giar Py T He “SdiBedr e drer ety
complem dbywished dndeEpatatian EPés‘él?egEE%f Si‘%‘llﬁlac m‘rl%lﬁ‘f‘c’é of the
samplantol bGakdae- T4 4hantddiedlitestheAbtlddnztaisy elopplex2@nd incubated for

a perddd b@@.&n@%u@@;&%ﬂ@ﬁe%' Nage hiatddsgensvara gt havere
conve?jﬁn%? anlceia%dle\r”&tﬂ t h :??J ms-{44ana%ﬁrgpero%ﬂ.pJe%%ture to 40°C
such %I}PSETeOﬁa:%/S’ c &H?IB&OCEI :s.nclus:.ve q_&ow %11¥d:1.ng o% any subunit
present in the antibody. Following the incubation period, the antibody subunit
20lid phase is washed and dried and incubated with a second antibody specific
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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 SfohehkA, routinely used in the art, may beceiRkmyesss
staining intensity criteria may be eval uated as
for afﬂéH:iBﬂSaf TABLE oddaricd0. Strad RedghdPaitibedy S€drieked\@o a reporter
molecf?l a&:ﬂcﬂg:be% ﬁsé}P%S rl\ﬁggcaltg iﬁ%l Lﬁzd:.‘g oEaéﬂét é&%ﬁ@la\ﬁtlbody to the
rceptl e staining is detected in 1+ nore than 10%
moleCy@r Jig* %% | s. Weak to noderate staining i s observed
27 WoeEnative teARCd GUBTI et HEmPEf FEins VEe FHISE™ tR) O8I T By 2 the
sampls taadl rihag dxpogbgerhse thmohihiged B+oelt harsptOlbiof anthbody which may
or ma;G%BL Sbe TaRh €2 W¥sh @ SdpdkfigoRatiLr Eeti@igoin 2he nount of

target an% the Qct}gﬁ%’ébno§ LQ’EQ J%Boi‘t'_e'g mcﬁ%m !_:,%HQ@' i eﬂ@lgldt an*é@t may be

cocechipionss, fecsaabar it il Je SR PikeThifuoiv g ppeens
labelled AHAREITRAIECIBEC 4O d@at Wrﬁé@ﬁﬁmdy h‘-‘g&ﬁ??ﬁda‘?ﬂ Fiodgraet-
first 3AWOR0SHED22 15 ERCH USRBO6708E 785 ibddy-wdcred mat i rdy
tem;@t Sex | NeneS abR)18x MY ah@cCoNbacineds ink 1 etz ifuat bbady

LG d.or & nd t resen
report f?olecule 6? %%o@k%gﬁlg 578 u%gélqln ﬁ}g@ t

cl ent

r e '
-SPECI?JGF‘HonanJCF f“ﬁ%ﬁ a eulo Efqlﬁ: %g}ld ll;emlz]:%i; na%(ure nprov:r.des an

analygifcalih éddsitdfeachersigast b @céb‘r?ﬁfﬁl%eﬁeﬁeﬁ“é’nnﬁrﬁﬁlgﬁf*bomd
antiba@y S, Ths Utlrt asombyn e st nerprbéomblanglésiivhthde wirehefupssay are
eithed MHHHQRRT 6QLPEdALIGN b 3Rdi ek BiepEagatiingSndietules (i.e.
radn.oms%%?%e ann% F%e%?l%ﬁ%ggéeﬁtholgéxﬁ%ges and Sanpl €s,

asnma or serum eg:i.s )]

|Wnﬁlf?o§§%a§ftaé‘cﬁ?ﬁya'ﬁe’§m%u%ﬁ’aﬁ§ “Ludh B Rsoay Torar. are -
second\pakiteBy e gen@@ély éoygmean@ oF gpé:tara}@gydql_ °p ]%ereczﬁgxte As will
pe redidP4e2dshiandl 4o@h8r653vidhegeletnclfudiEfebgitheonjugation
techn§hAd| £18i | @notdatd\@esihie Hailaandd ehe sasEapsanfisihe
Como&qznage%ng Eé \é_%cﬂxgiet ﬂ&%@raoﬁ%h Viﬁ'r!:x:.%%.sé n gﬁ.tlﬂ'.%se oxidase, -

ition et ti Lng ass
gatachieegPqen et 8&“3??%6111 ° asheg of 0%3% e‘ﬁ ed ant |%%g§'¥t%s to be
used witEaFhse EPT Eifa cREMeS @&n@%efﬁ“é’sglﬁ&??naﬁﬂé HfoREPPfigtons veon
hydrolgpgt hys efellcomm@poniinm mnyyus edt as deppstatAencativerchgfas -
Examp Ve bAtdu0PS10frdehfes andwide hiassay peechritgue @xistroxalade.
is. al@cl Ipo?srlgle it Qﬂ%qgﬁ glgo%eﬁﬂ,c Qubassed:, b%lkh%l@ﬁ@%@iuorescent

.15
produfmlra elrl t[é}éfnanlf 6 %dmolgrem_c s&fgi:fa%esgfx tgg ra%{'f%j a§:§ %).(1 c%ges, the

enzymenipRerIGE AN EAPREY th @dg?ﬁrﬁP ethFofHé“’ctaé’étl%‘iFybe%lﬁéﬁarl i
compleonticiveditohbitde PGuUREonbhecktTs Afagert &= wiFlRealyey- 2
solut POV b&da0hidgnendd apd:@Bridtor subspeticOtks Ghed la@ed ub fubei emplex of

antibbd-2hd g&\ﬁ &QE%&I O%hgfsﬁetz?arﬁglmdyre@eé iydeR GeNAUE¥s 1dnked to

o S e P A

quantiferedt &BF@iZ§F§F§mh°F%“eFﬁ3&?1§Hd§B St %E:%Pd%ﬁ’é’d’f’“ of the
amoung | dfoicmgritdrmenishf faec Pegrert om tire sfelaat ifdperngfely, flucorescent
compo&[&t, m{chCMi@Eegaﬁelaniﬂcbﬁm&aﬂDﬁd gy babekhitily coupled to

ant 1b§tﬂ.tels vaLd\ﬁoutAg.y % a:@zts@ biBng" daclis . \A@@llaﬁ dac.@\ﬂ@eyceda:!}d

rese n1s r.m ned elle
lllum%ﬁfgég é]‘tl 16 %}ft o% Tlcg.?%rd Wave eﬁgt v h%eer gg.}é)rro%hrome labelled

ant:.bﬂeg«] aesfres tFﬁeh[gé% lﬁralegg}ﬁ,aﬁnducs.ng a state to ex J.taba_{lty in the

molecule, Ffollowed by emisgion of the light at = characteristic color visually
detectablie with a light microscope. As in the EIR, the fluorescent labelled
antibody is allowed to bind to the first antibody-molecular marker complex.
After washing off the unbound reagent, the remaining tertiary complex is then
eyposed to the light of the appropriate wavelength, the Ifiucrescence chserved
indicates the presence of the molecular marker of interest. '
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either be qualitative, by sinple observation of the
visible signal, or may be 25 quantitated by conpari ng
with a control sanple containing known anmounts of
Wo%tﬁ ker. Variations on the forward assay pichgisbedéos 7ss
st mul taneous assay, in which both sanple and
ImmundAbetdseeh@ntidady aeeiadeedrsitoth tvameouwdl \estaoltifieed in the

care. DRWDEL:, a&thlab %or@eé&et:@ﬁ;am SHIB Sa ek £3:WBkdEokBOWN T O

chemn.{i.hose S eblollgTzan%ceanrtt rhcél.%?ule@dr&é? £‘1%oa£‘é’ em:ﬂ:: Ed

varlalonsasvvl ap ent. In i cal

351 Wr FORETEGEH 453y thea Frist ea?ﬁf’rhﬁ’gd)’?e%ﬁﬁ%p may also be
emplogyietd fdetedty efrorestive b GaH¥dkefl4-is either covalently

Qfetﬂc&&Sio\ieEble botvad: fon austki disunfaoeotddi@sSehicll examine the
preser?t.lér ﬁ&ﬁar 'e§p3¥e\égh&§|cla_y ELASSTON AnROlY NBruisthe dSkil sample.

Metl’s.cc?s ggprl:hg eva%.aa.i‘?ion ?@ rrgmgselllglg f&ql | é[lxl‘eo%g'il knowﬁ and include, for

pol'ystyrene, yvin

xamp ) é'hraézarﬂ% aﬁ%‘—’?p]‘%’ﬁ‘?l grele Ea%’og%md P§a’b‘i§or‘f‘é°hna o situ
hybridigaiiont heirgolahdbdt elidsc- e addoribees Nogfhern blot and related
techni@u@é}oah@-t\:ﬁﬁlou@rn@ﬂlbﬁ&bbﬁf amplif oGei Sl btahte(duor as RT-PCR using
complé?v\r;gt tbPﬂne@Q Eﬁmg&%@y GalN-r%greHQI ngxllcﬁog:tﬁg:?(: eSS caffn type
detecté%sg‘?‘ihf’ﬁ%}. rF’é‘c%O\a}% entl f"%"?ﬁ’nai ngra8¥hep yq%lkc aﬂ%y ;TR and the
tikeladsor bi ng, the pol yner-antibody conplex is washed in
Priepar atri oallf cramble tfest wample caf\nbal ¢aquenieptiy pesa#@d for,
e.g., SAMMETIO hend esiednbanbhensatdest be tdzeamOlbls .phBseexanple,
RT- PCIQ%@pély%)( sé&.’g alsn&t%@h%lrrgrPcRaaﬁgg'é c%Lqe.owtreZLtll %Wn in the art. In

. ficient 5_Of overni i
an ll]c’ﬁﬁ%%tﬁ Sn?“)b gﬁ% 7 ° h%uﬁnf’ ™ SndT e’ 8%5]“( deteﬁ?%nrg  Gailac

T4 "Rt e iperatiffe ?WP&@GOW@WSaEr%FW@e i) f&i"‘&ntdleséample by
reverd® |nehewiipelont o:sdhd owrk bismbitngnef peiper s ubBRIEYingr &dentcDia 5o
preoduddd LE@hgalt ¢Nady-T1kobdgwhaiGot e bACiHhat | Gid petisetke fphemers to
arrml:l.%nbhmqulslu QHIEHst tﬂ"f}.‘“%gl Iagcipilﬂﬁégtln %B%eﬁ@g c@r Eleed amplified

ant | bod o
sana5 981 1 et U0 ORT DTV PO B BOLLT o o he e et
allowmrﬁnﬁ? s §]é“cdﬁéfe]ar°ntcifb8ﬂ]3}“ai’smﬁl po? giotegical samole

(e.g. r epocimtamgluetyl| exanhibtty | theusieteto § nedipare-ifvhe control wRNA
sequedtiendbng a0f *Hdaesicrpong agéicbodycht 0z4 hen nmltégulfamily member).
@tloﬁmﬁbefthe AR galdRr Qﬁtt&lyeang@ima d=ANQl ¥es oAbk deZ b8 rminea,

l\fggern.a[l g nEL.tthman %h.!:.g] a{sggct gf Sc%gplrﬁfelé?% t Dx?glude GalNac-T1l4

|zed to spec c anti bq y
Prlme%l%’ﬁ r?éfir‘“erorpaﬁﬁ? n‘&?mﬁ‘e 311%1‘6‘@?1’& ®etHS FED ]ollff‘é?'tm of the
polynypikegides . cfDEpe e ion tthef arrguppecéfic tl’aji?*@etth%i"ﬁﬂft tfgd probes
that Sdlle@fftclyobr tdpecimpertyemybldseedl® sughdk, agidoouhdules of the
mveni‘!l%flg&'} t{gi)énpepar@ettﬁ&.te@@l e pel regt i abekl 4Gk th deteceable

Al terna el I
marker th Iy as 5 ECIrfI g ?_%Dtll v a%/ i rgdloqg% &, aﬂ%bl‘e%@ent compound ,

ant i p rst antibody _1s exposed

piolupigeiraty £getfo 13 rg%e“aﬁ‘ff?l%wn&or?ﬁf“% o figFH a=heiater oF
enzyme¢ qr §ett Pretst it Pbowys seeokrl vand ithothFect ébe |%F“g‘/eme of GalNac-
Ti4a pEQARdIeXt:idEheirC anplu@le | mdded echeths bfort he:astzg:@ah cell expressing

calNa &L tﬁ@t&bﬁst hexg reher berudlaeuk 6y BYe " £:8008d @Ftisan, a great
&L, goéf% ent ra.r?igr usae Ipr:]* Itt>ers]',e rrg.r egg n re §L Igasgc@t !319 nthel Ssequences
o tr I"R) ﬁ em C nat ur?
providsfopt d’@’s’e“é‘nandaﬁléla‘?/t@lfé‘é?til‘fejiydéﬂt"’f“?’i“fﬂ’l’ e~ ST rid™ Ghi‘gHTine the
presergle| gwgot Revalet e‘étaﬁmco?l‘lamlfl@gen bound 15 anti body.
J] %:mna?t & sn R ed:lﬁxr &hQ N eincqmi Cﬂﬁogécclﬁ.g («rgn{c% examine ox

assay enzynes, ["uor ophores or

aatect SoBAC AT  ont PP TG SR o8 (? pisetl orcefl sampie by

- microgady oF strrolres s andUsine il A e’eidn PipsPeEse s teqtn apfe control

mRNA :ﬁ‘a&@ﬂ?eé)ffr&ﬁ] tRRZ Y4HE LoABDassays safplenzymererse transcribed and
conjugated to the second anti body, general ly by
means of gl utaral dehyde or 4qeeri odate. As w ||
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20 be readily recogni zed, however, a w de variety of
di fferent conjugation techni ques exist, which are
readily available to the skilled artisan. Comonly

ymes include horseradi sh peroxi dasgc-rakhag687ss
wo g@?)gzgggeljz -~ gal act osi dase and al kal i ne phosphat ase, ¥

labeldTROGShe Rl belnin RGeS URSS bRbRS 4:2 BRen u@eddidddntd e array of
nucleis eacé. sl .Cim%cglpziYLrirzeasd %&e gS&%ﬁaLh}ng@o%Q gﬁ.rayt Q@ configured such
- r dduct i on, ‘upon 25 ﬁydr ol ysi s “E) t he cor respondi n n. For
that FREUSTGE 30 EPBETABI & CBEBr "EThahge. “Exampres of — o T

exanpley ¢ abfllecirrype geper (thde TVRAICHE 1BhoSHFat FEFesFR§ 1n certain
discafdCbOatcdas®: bktardagedlc®oa pel$d Huppd:t . enyirdfization of a labeled
prcbe fdik!ﬂ@%@éi%u%ib%&f@t ﬁé@e%ir@ﬁcéﬂeﬁ! thad fldepfseefon which the
probe RL2AYSH Lather than L he gﬁy.059&@9+1&i§y%%hgaé&;e&%gdmzysis

‘a"bove. n alt cases, thé enzyne- | abel I'ed._anti bodytl Snol

of diggRfied 65 e i PEPV ISRt MBOUY ot Tt AT “har Ker “30 ) “oomenesy
utilizpgrphedeicahtBhnedbrslibhHgn SPEminEs PRE eXBESL Y dsgERLosy ®o
evaludt® WBS hehaaw@res$ions obeffilono ghbedandnged peres within a single
experﬁ@ﬂﬁ.op(é.eéy €s .%H?S% abﬁ/7i5§sef %Bl@ﬂﬂ@do&&b&helnorﬂabﬁx Gke, for

exampEt ‘Uk.’%’dys',@% ,isg‘*?,nl't?.ﬁ:gg%?%t Ihg Sybst %ﬂ& ey W | I f 8RCE, 807, 522,

W't h'The ‘enzyne t he "second .ant | body, - :
Lockagf. N : 'vi%b%ﬁﬁéjrsﬁﬁal(,19WtihChﬁ‘ér§Fy'bé7'G' et al.,

Naturd Gepdidrs Gusumpll diSed? (W8I Fyr SpEcerTRBt UnRETI CcETFycation) -
oA mic@o@ird@s airel Mgk fatrieOdrrefs tchet3bimnmoenrd fodongbhonghkerre either
synthé’é‘l&&ch WS- RI£SeRALs | Rrt hGosaP| &atcAl él&%@at@ Yother substrates.
Thouse]:n:guofagscent acz::g n'%glyaﬁ.g ! raﬁy{e;%ex?c%df liﬂoge%(iﬁél% _ae!}ga . A typical

8 SIes
Fhodam fe, may he ¢ C coupled to antibodi es

- meroRERh o P BT ng"THIFF BRI NG TAPACI TS Whep Preparation of

fluoreseritiat etrldnied | [Yagasnatroh Weh dscgtiedof T2PmpaFks cGRERTS 2
hybrids@asel@ngt hhet heodikaoraoti apethalbettedraanti bogping, staining,
and s%ﬁ%@%f_tﬁ% la.i'zga.li}t, ENgh@neik NBUEKN Qe algt Qand 5. generation
of e SLBARLLLL Y1 41,L08 40-1RL BE e nalf) 4 P0Eh D Wi S80Reys axe
, of “the I gnh at a characteristic color vi Sl.ja| I 4 qene
being g #Fett abt B IR =& 4 g Wi ¢ 0sCop e, %%_ i hea‘yéﬁi\? ane 9
expregsien fdnyoye soBkririad SCReBr oAt BEERRTES FHOPofE®St o hitRTFine =

arrayi elifteufidosidantibody=ivbée pubfabrieatké randosgitexd to the surface

or ailfctef pashisngobi dohendighend (ieagent, the remaining
tertiary conplex is then exposed to the light of the
appr spivhat e xwesrelCeinf eystére ib| yoroneriretinSeipbte migroarray
systed NOjGRALES cbii@iPELSencyof theimleaculgr mmrder ofmthesis of

‘oligozlitpc&gcct %s ‘éﬂg aV\ngcQsO?Jqu@Jé? ngeu%go%pé%z8501igonucleotides,

b VST TR e —
of semperREpEorNPRseduPEICoLstRATF A F8f oPSbo ié’@‘?s‘“"‘ chemical synthesis
techngidgiid .UrEzReSeenRl orntsiod umd nNes et o0fpldetidren; ¢lgyos and each
oligo ah§0p£é%e§@piro)/@ﬁ.-li£ﬂs I cRplanplated dhatmidiecdlbeverocbes are
' i hed technlgues. nay @Lso.he, S.capbokes dion patt and
el R I O B HT BT e
signay (pERSAGH"T GPENET FRETEGAE™rot 0Cor s whi Ch exari fe thé ,
expregrien ekrvelamtyl b SEHretsin MIGFroTEPNAGRL T FRGES: n Bk gene 28
repreddrssdieorortheektrazampl e. sedet hotl siHtderanh e cbdashyaieb bifiegprobes.
Each Eﬁmspb.ﬂr C&)lnlsﬁst@;r %fy\@| ﬁeﬂf@@d/\/rhaaﬁl_d d1Ngbideeotfide and a mismatch
oligoz?ué%%g:li%f. h L %Ir%@cttl 8&:;@1?- e 9953&9&?!98&5&@&% Y:o%entary

probes (suc S | % S%:t u -.hlybr iﬁgl zation.using .. ... o
to thp,BRTEEEY RERS TIH FPROPISERS® R8T tHEFR b ot “and. 0%
mismape apsie tEFRTISqQUESE 4ld \PaRFTTlTs TRGER ePECRRCiRY @ single base
subst Bl od ia€ atHeOteraes aypse (Bt hicas AELRPCRrgsihggbinding of the target
gene ng]ﬁgc@m:ﬁ a;'ﬂnﬂr !hgﬁﬂfwss i:&pe&gtgfrﬁ.ngpﬁh@ﬂ:dﬁgr&ﬁé, aAfl Ononspecific

.other anplific y.pe ...de 0 C - match
wrom SREL IR LR LRl 0GB oty Sy ser s

15 Tissue or, cell sanples firommamual s can be

conveni ently assayed for, '
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e.g., Gal Nac-T14 nRNAS using Northern, dot blot or
PCR anal ysis. For exanple, RT-PCR assays such as
quantitative PCR assays are well known in the art. In
' trativeenbodi mnent of the inventi on,ch,ﬁgggog,@ﬁr,sg
wo %7}0#15720“ ng a Gal Nac- T14 nRNA in a biol ogi cal
oligoSanik ey GRR S e5uiRE slieldie SNAdd=0tRd Rep:S@iRd ol YinPéhsities

of th£ em\é%{i? %htriggr% %E»C rflr%%n\lkgoseug}f :%eﬂ%eélfgﬁiﬁﬁ%gpfgb%gqo determz.ne the
se%a BT

abSC’lb"cﬁ y‘ﬁuE-P%C&Ff%é%??éﬁs@alﬁﬁdg%tea%n%m prfer s %:Des are chosen
based app| duf yerGa b pgremation c DIQNs Cetherlkei 499 AFRETIBIBEPTING FeRositories.

The sphemEatarefbdlievanpbi feednisEaliame TishioBNAE ke 32’ end of the
gene., addit.ban Md%ﬁ:lﬂ&d%\r&@n( W BEl O c®NEr DS (D NRSiRPSarry out
the :i}rgaﬁ'gﬂhzg‘ J.o%Wo%Pgaf % d%gker Q%agrg glge okgvgln% of h@%fﬁ%cﬂ station

bi 0 Cal %}é}i g ]% tel tomated
perfogpapFRAE ARSI §EeRaM o nbhet RE*q% ohp &P IRIVEY =te
and worrinel fRNACdskEgueRE® Rl m%&%elvéééwmgmgéﬁ@es geFpy- Each
modul @SidNcaltdin el amhdepenmabEyY )throfdit Mnaladrysy thetsespienece using
prepr?%:ahg&i aiplak £d %Q«J’:C&%@MC Tﬂg-%c&@m cAn hesdehel faethuorescence

scannernc‘f 18e éa[nb()dl ;%n%§escené nee Sﬁl{t:l:n % It ﬁrg#ttggeb§ né/z%ntllaﬂé}.l.ed ¢RNA

air Wwhi ch
oounaaFF ot HERHEEFPIE: AP FITRSET O GF AH@ g7 Mcroseay suite
softwgel yrvmctdet itdes fotidine FyRréRR | BRf OFbeofsCaRRprs p¥EfopEray Suite
softwpdd t Sart he@ireedl, apndrprebgs tilatidsel eghtkelsy wivg preprogrammed
hybrl&:{:’z.%@iéd cakdw, Q}i@rét‘llz_ﬁep:;o@otﬁﬂi%l @b @6l rdiel eetdlyes Bk software

Jnventl n - apn re € inte a
alsc acFuJbrels q VVI t hco v rtcg lixg_a£éatg. Qrtteng{tgb Stiaggy 1t

etecta
T e L S e T
softwieo Kakiate se@nyeT GRPIRNSdSXRreehien Paiiretie SERMWIMeRpBY rigmparison
analvB®et ahd beltat afe ot 36 enzymext Subde. pvidlsescaante prepderish other
softwg@'op@gﬂah%@d:o&‘ et 8Chathenprasence of Gal Nac- T14

gﬁt gnUde:r%?t !Lrg%% 1'1 n QMt§o@n I@é) aé@?n‘?ﬁa% oglso be used to
etecting a cel expr essi n Nfa&-‘r[d ei ns As s are
detec%\nelxlpr%‘;ec‘la%d’&gi‘ "Eﬁ k¢ PP AL FS &ACE  graar =°° Y

known v yheliaft efeent epﬁrné‘ﬁélla’ﬁéle“r}r Bhed - iy Sbe Uprasated 358 682 -
baseexmrs{ie stquericesed pitonvi-lled mpn sher denzmmdsafsky exanining
gene @gieﬁggﬂl Vgl ﬁeﬁ@ ApPldifys il ongsrAndinir i set Rl B i@ ion may be

measu ed RD Scz ar!%/ gr wlz.gé/ evlajs:lgé %l w&oz;ﬁ Iﬁ% in thﬂ art, for

e"*a‘“PQz\?n &)ﬁ' é:?%ﬁﬁnﬁéo S%tﬁqse 'l nlg(’)nmlj RGs Ud%é'ﬁhgt o7 quantmata
the CERMASIPYignaot e (Bromeel IPrg%mrNaélb)i*caﬁ c¥oar? T1:3201-5205
(13801 BClanol Wgemg Wsimgnalteliel ¢ caciid siterm@ridiystidnede.g., FIsH),

us:.ngarég GRPLdRh 2t ARNA S| @5 0bd,0MtcB88dneaikl GAbED| or comparative

l eS d e Q. W of
senenl g B EE T d?{ﬁzgﬁ%%%‘i7%%@‘5?5%*%1%?@9%%r*‘é{’ e, T
SxaTDLONA O BT B PO TR &8 Ehelt™fi R
GalNagrlfigygsys- nucl ei ¢ acids inmobilized on a solid
SsajEpeidnalifne ot ray ksangoafl tigumethydacion bipais t die the biomarker,
such 5.@%@.&9@'1@@%9%9& id en+@fsu@ach dmmbﬁnpgi t BBeha WehSthylation
and/oxr gjtypeweggylat xanpl e %l Jlsecﬂﬂlg%gn Q%r\]@ac'totcpalte mefrequﬂntly

e eXx ress In_certain di sease

tat
°°°urﬁa§/nbé““é‘?ri’:ﬁjy’€8doﬁn OIS PpSPtS B §f%af T os't of"a Ry altersd
exprepeiigel edl vegiolre 9fth a ﬁoafﬁﬂettul af 2ereEy SeEnpErining nehylation
statub il eages bRatrelhensanphetter em WhiFeh ekiv@le prapbecamggtilize, in

southEgy | %%glﬁ)émf:ﬁés %%picﬁ@ﬁesg € %thﬂaf:{eﬁltgéﬂsh@iveg @8€Etriction enzymes

. whlchex e SI on ana Sn!cgs di ?.’L%g.ﬁ’le mgll:lgfclﬁtee Cé—éb %rlgég qg assess the

Sb1 €T HT SFiat i on. croarra util
mechy i Poi o5 B HFBr 1T off PECIPHULS: <ﬂag%6 Pifrgeiric 2O
can rppifmobwdyle ¢-neOmepyladre %%uwa&ﬁés@%ﬁl‘iﬂsoﬂqsém in a
cpe ieladdhessanfdsenfgegenesmmast firdreans agleveeXperiaremiditication of

(see, e.g., WO 01/75166 publj shed Cctober 11, 2001,
"(See, for exanmple, U S. 5,700,637, U S. Patent
5,445,934, and U. S. Patent 5,807,522,
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Lockart, Nature Biotechnol ogy, 14:1675-1680 (1996);
Cheung, V.G et al., Nature Genetics 21(Suppl):15-19
(1999) for a discussion of array fabrication). 15 DNA
GhPALT ays are m ni ature arrays contai ni NG PR/RE06/031785
ragrrents that are either. synthesized directly onto
DN2 b9T sS@nint eds@iie: glvassh OFil0t hervestibsll ainesthyl JHedusatddnes to

urac:.ﬂf fgﬁ%ﬁéd %Erea:ﬁﬁHﬁcE&JneQéﬁ@eﬁh%Qrd @p@c:.%!up@lcg ehfdated versus
unmetl:%y\i%: S n ;m gro%ggorf_% 1nvdqv1ngtn%g¥:h Il]g.i\:/lof:) Veﬁte";:@grenc can also be

" ste | dorescent

fownd | 36| EEPAF gét b CRBTRRNAZPEBICAE odo1 POHTHE s&Hl €¥ pUmit 12,
Frede2i@khybr keiupat | on of. tde. | atdeFedPe dfager ¢ 41he Am. J. Pathol.
155 (6YH Qe@RIeaY, (BeoWashbig, o8t alnidgeer apticdeannisagnaakers prev.,
1998, LNE3ALERY, afa L@E‘l?é ¥sis ofrfhes 3@%&@@%6‘(@?—9@0%‘3831998} '

gﬂ%g%%&!)z? rc]:r galNgcfe @%N&Xpr ets:l.ssls?ep g}%; fg‘.!}. lesa.m Zl.eelc:lflrr]%i; e so )ﬁe examined
by Wa}bl"?g%ﬁﬁ*é’r‘é‘é? i Fe{ YRR PHT5285Y70 FEF IPHPray §n§rﬁi‘y conduct
assaygénewn éxpitessitohe deraydne ont G FhPERepriydued $he given
enzymaﬁﬁeWa@dy]fgﬁ%ﬁt&%yl’drﬁnéﬁbﬁ:%&gc&ﬁrlgﬁ iarfidytissue or cell
sanp1®) '(Qég‘uglgeméeqlﬁét§§9 e ejther. pél%ﬁnab@'?@alt'/%ﬁ’sﬁ!ﬁ@’lz (1996) ;

Wang ?thit eg 1-1{Cp gh 7§é’l 74? (% Eﬁ?é g\%{%’ec% aYL Synt e?:%;i’\;aez_(dLa.ljo.(.n I’lﬂay 2005

sur ade?lnstu) metT i % e
at wwpeiErpriregt SRmerical ly avail able microarray system
Vil tie worhpde sdstiar passsnf abwvesidred dyldicreemp e Hewk sthe
tissudlor @1k 00RUC: @alifes wNetanihas Sos Wht a8 reddiobhelfGaRern/ TRAIL

or reé&,rcé%s in Wk OORUEL ALl deSs ﬁ&ﬂ;&ﬁ@ﬂﬂ yu %5&1!@9@03’0@519 antibody.
Ag descrn%e.c} la.‘¥| Synt o?glt%'xed (%nt ot asgp %%gnt kf']elf' O‘f/ ?%oZL/T I binds

seni conductorzpase (P )
to =t Jaes GRTY B HETEL FERTRIAF® SPREhaET s *FeoRGl oghese.  Using
methodsa&hovar tmyhe otai ims lupog o0, BOCrided frereim: Bid gaeyession of
apoznAmdreachs, oki gockiS peeseid/oknond tdr PASIeOfcreapireShe nRNA level

and céltﬂg %rgl:é.gloﬁév‘elle(gyl g@y BE QQ{%%D@J etheS)ffé Q@M@Qﬁas’ Bescribed
above m V@e em Iaé) geﬂ:ecp%hgr rr{‘:l= énc e h:¥ I'I dl Z%t Ilpclill moleczéles in

1€ 85 “can be | nferpret
che s?“ﬁlfer ﬁ% of cg@ﬁ@?%ﬁ%@%ﬁhﬁ %W%F%ﬁ?v@lch&m%%l&%Smle Lo
being |spamlasdpyott ELYAF$y et rirrsdce rofa Friipe Sttt ket t Wak exlso for
the piEaehc«geasny.i, Sor4l, efHseSL TR, @Bpdhes aniaas byy &eSBrepes:dofrom the
same @s&ﬁ@rognéan?hé gQhk et des QEQ&@Wlth@%a@ézﬁb&a@@-E{c for each

spec:.tcz.c §1 a Igezgf %%t Iﬁg{&é&?gzueg C.L;:L %E.é %@.hatg%a be prepared

eot ect mat ¢ r
from ‘ﬁ’ﬁst‘aﬁsé‘%cﬂfeﬁ é?‘&’&?l f"éo‘?ﬂﬂ*%ﬁf ecif(? t'e £h ‘g“ Zomarker or
recepiyaT T4 BF aeg Sime et itas itdas e 1 ChEre R priessy gRofcol to
allow heugenetichheénd, ndiswalahopridberdipbftans Hipemkthe or receptors.
&%Lé&&tmt{r%c{hep BOREN DY+ 80SitREt @hDASBsu-SUBSIeh { Waklt akpresses

GalNa I%géCe:l.ggle{at?rggsetl?oslclssgg’ [®) i s q.ﬁbls{%g?iéqewﬂ ndﬁé’]gsgsz.tlvn to

ene transcril s o erm ne
AP“%’%%%:?&&?%HE%%%&% f|30t HybH© ‘i“pzlﬁf"?doﬁ et effective
amounfg it £hd APe3T4TBATheoTs Fgtdl TABRSAF etptibrdvt Bey (Rer pépimistersd to
the mAmia0hto AﬂeaVDaZGngraaﬁ,l&YxcECﬂ US2086/031#8ke oklged discrder

which TEE Mg@ff&?&ﬂgﬁy tl%“ Eﬁnﬂ?@f t Walﬁ:%gﬁﬁzﬁtsr aet Srtiafmgﬁs of the various
r |l Zza n.1n QSII e e S r eSC e 1
el Ll e e e
Prac’“tti"rénerabs 611E¥ré’38?° s??e&?“fquﬁsl At r?éf F”r R0l e HF8r 3dadhicr ablow
;ﬁoeb’ehesé@agnpﬁ@be’g gateceivoseh Cab@.%‘”eﬁr OERey Iréji‘ﬂted disease in a

mammal Nnf eszrabsencd r eardsenbankbandentilfesd nuclebttedBriques, including
but n@@pgﬁlttgal €3; éalgggléleq%@g&fsaxﬁﬁ.%lgel he BV R and the like.

ni.ze uni que_regions of .t d 0 the gene.
Imme S ‘%'s % il zafl on ﬁ/adlby F?ﬁtﬁgseerl e" oven) is

@édﬁ&oaﬁfd%ﬁ ButeatE R RPH aﬁl?ﬁ’f’%ﬁa%fbeuisim&al%& ed in accord
with Zpeway Siegtiodne sufmeas TherrhVencds c gdnimastmghionpersf or nwplus or. by

washi ng and staining of thesprobe arrays. It is

conpletely automated and contains four nodules, with

each nodul e hol di ng one probe array. Each
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10 nodule is controlled i ndependent |y through
Mcroarray Suite software using preprogramed
fluidics protocols. The scanner is a confocal |aser
ence scanner which neasures fl uor gscgRSfRe/ 031785
wogda?@%gﬁy emtted by the |abeled cRNA bound to the
contlﬁfoggelnﬁﬁé:@)iseve-fhg SRIRtcer e Rl kst abi@Rusdull B, intraperitoneal,

J.ntraceroféro%{:{ﬂ S%E&ané&té V\@L{t%acﬁrﬁ_&ﬁla:? tlﬁ@r&@yﬂ&:@ags intrathecal,

e scanner. Mcro I‘ I‘ a Ui t gdm:.na.stra‘::.on ema be
oral. c&PPICBht ro  HHALD" Jé"f“gﬁf’u‘fﬁsm di At ong USHAY Y
perfoymedptbopuahmedni -Ryis | mfzawnonlsrnm@sﬁamaw %?ffaﬁeﬁcmlly available
devicgd.ot ocols for the probe array. The software also
%géut&gé cﬁa@ggééoaﬁgréélemgg @bz adhﬂlstéﬂlﬁﬁsiﬁyhm or death

receptor antabodgvr ES ePg %e%?xﬁr&ﬂgc? Eﬁgilecilggr €as h'nagﬂbe sHé:l B9 erminations

opriat.e a % t yare be employed.
is WlEFEPeEIEes Sghidan @%sﬂ}e *Hene ExPressiy ’6’%‘? v%’@' fIes may ¥
It is expesichekebidypd dbapani SHRccatribysics WAERT 6F fapdl/TRRIL used
alone GidlyPringk NE@ut dout | 1 a8/ kyvidoC Bb@@nidye myged oM liddy otdight or more

per daépf tﬂ@élespgfﬁgrm:£§Ef Ldé%& ;:Qﬁb@ Flﬁ%lﬂﬁ&l Sn a mamner known in
uorescen LN | | 1 ONn 5
the 55{: o= e’ udtdit6 c?ét e}ét &8§%8Pg§s?%n of Mﬁ% fo., g:1351

(1951RNA usi ng | abel ed probes. Such assays are known in
tinen aft viseedmgnigrratdai| pHnirerl/BAIR| s, emggyed YJormal dosage
amounfA @ tvaby I28m 6Bt 135:d/Me exXppession n@f’kgﬁoseimijed}ody weight

or mo)gg %QPI‘A& I' yer%lb%p akggu@%_S E?ﬁ%ﬁdm tgxl%mn]!ﬂ kggdayge@&endlng upon

etl 0 ege anp I I ca | 03: e
rt:.cu ar os es and methods of
Ehe oS 9% i"1 ‘% 2Ty be™” Frany ?g W de

delivezyy jlet ?r?}‘fldﬁ‘?‘ otbddtes 1R“F1ﬁﬁﬁ“¥en ﬁ?@' aft", eF‘B‘FPleeani)l g2t os.
4,657 [\ 0c OBVEIE, Bonal o:Soat 288 Bl ot thtngis Nordtihirated| shat ngifferent
formula®: GuARLIIt B¢ @rrdiQvE raRSETatpdr@ne @k N AcdmEb@BSand different

dlsorcF rgc th&@{a!dmmrﬁ%%?\aﬁlgﬁlaﬁaré;%n 7JE52%%0§?]%?|( k%goax)at@le may
neces %fabe ‘915‘ ‘é‘ﬁ% (R usi ng aé/n adg%r oﬁﬁ’a ely tt#a% ‘? da('jLI @%l Ygen or

tissugyt ogeneti ¢ methods or conparative genonic
Hebis diorbeniobareQOBHE ust mgatinicapprbprepitempy | iberpl@yed in the
methodd. ODEne Bys Waymdfe ofcanpidapidiessy netluodsourayrdeot limited to,

admm%qpémﬁdoé Q:aggt.e_&t. gﬁk‘%&g‘ oey'L'Qﬁ{ el | fd-eat Q.Hhﬂfltovy agent (s},

! ! T i i1tors, ras
cnemoyigirtti ik adfER, IRt (oAl ) oyl ‘9""& AR bl izore,
farnegd R@?@Sﬁﬂf&swﬂ&lbﬁtﬁrﬁ e

kinaselefmitihidcati ohictanafeor Hivyperirettiy| &+ orndf dﬁjﬁe‘?slfaﬁfé@r with
Partldlﬂa:gﬂ]j}e abovel egulcatier yottegbnedf tieguentll yothec Cthegapips may be
emploﬂ‘emé t-al égzhﬁg %gratt'éagﬁ:fnp Eﬁ@d.pgﬁ_l/ IrSa1z.a6d dealh keSdkbr IaRtibody.

In ad%lig:l.eoged 1_thexgr eSSI on Of V ﬂ?&#gu&%n%itlﬁa‘dyg I rfq—fa)é Q:E,rget tumor

assays n|n et h I on tus gen
antlg%ilses%| gs PEﬁE)W?nI n otrh%e%re?tlnl:o?.s é‘s%yﬂﬁlls antén%lg&%%en < antlbodles
such ag phi§iz¥ESFi.n  Sout hern hybri di zati on approaches, -

netpadaatd-08ns @nsidd yYenddeséy ifet i@m@hzmstlmms may be used

accor&‘:@z@n&g 2h8AVe SegueNtes diiahs CANLAl RroBtihkh adn@dr{RGiy by the
Skllled lprac(::'i::r.gl angges rtelga?ratg%%sw a&osglq? %Eﬁé&ﬁ%e@ fogogch chemotherapy

ad ation specifrc P
are eel&ﬁ rdﬁb?rdif’?/i phof FP%“OFﬁ%mﬁiét ﬁﬁf‘éﬁCFoﬁ st afus JFTHRTI PHems &
wilki@nGesitigergr é®eritod . a FBe GiGrPsicamivtia Jyisvenrayepgeceds, or
follow RagiNceeRdut @ MOkyes. /il &t daexdi Féeptd0ORnofbodd2 or may bs
gmnvgmgf)g;éggsi}sczleggg;_tgszooal 031785 DNA by sodi um

I Su ver.t.  al th | at.e
it B R brabgra%ol Fﬁsof 8? et on Usin

FoeE b
antigess) NIy apertibeeiFoo ik Fl?ﬂdaf-%&n%%'r gg%la'u?ﬁhlét hyA%4t F=B2-

efsl C%atlng’: other

- =erFR, DIMAR3 PEOb=G OFsscirharo bydatge et hjd &b OWEFRIt epYf oFberc BNy fanily

al so be found for exanple in Currént Protocols In
Mol ecul ar Biology, Unit 12,,,5 Frederick M Ausubel et
al . eds., 1995; De Marzo et al., In. J. Pathol.
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155(6): 1985-1992 (1999)'; Brooks et al, Cancer
Epi dem ol . _Bi omarkers Prev., 1998, 7:531-536); and
Lathe et al., Int. J. Cancer 76(6): 903-908 (1998).

Woﬁ?ﬁ%ﬁ?sﬂ on of Gal Nac-T14 in a tissue or ceblrs4b6s178s
so be exam ned by way of functional or

" member%“?(‘shé(ﬂ Ly &%,S%Eﬁs%ﬁz Fefrd, NSicapcenconecenyseonduct

assa L n t ar t L1 C & r WS
Altemfﬁ%’g% C 8:: Ouf:x ?.%Aé. .u?n Velgwo mot.r:g Qﬁ%&ﬁg&p %1:9& g:ttk%dgtﬁe: E t
or morhLHEfSHgI a@étﬁénﬁiwwﬁn%?réf“%ﬁy&ﬁ FOPETYRTTRE = o

patienti SSueetorecell magdnpbeneifsidd, te 3§39 appiTABEes efe gF mors

cytoknlelzs B oc!he @E}ﬁa %gc;h.%&ty:@fGagdggt)ﬂﬂszrﬁﬁgﬂ,ﬁt):reitemglfetln vikro can
e @ SRkl can b

be analyzel) ab ge eridﬁ% ;étﬁ V{AEMN ct%%?mg&tl rec :%EQ: 15 In =

monlto%‘??el?’réfﬁﬁ’cftﬁ "U"P’St"f?él pregeit v |‘:(‘3npramt"l

instancontewp| aléd cehate eHRmingd atieleFicei] v &ﬁiﬁYef?Fag}eﬁogbs or

serum B8 8xambhnedafror idaenexpsessiaponfs Apo2L/ TRAIL or
Eeceptors imet Qﬁpﬁ%ﬁp:lcﬁls\/\@eﬁ&lbé@do{\pﬁl.?jgégﬁ%ﬁl labe¥e, kits or

artlcl]_eggtl!;rr{aggga{) ttgzr'e aa.rl:tel b %jc%/ froéfd@%e%gr l:ll%ed_l.nggﬁ\igna%chnklts mnay

resen bel 1 eved Apo JRALL hi nds,
comprist g FUESE | PRl PHEPert T PECEBE Y ”e%REL & BoRE, ©0%°

conzinBedRR, omnchzORGe sh¥RingD TRERROS KD ttﬁ%esar pud ehe 1ike,

cach ok NHeUiHgiid108@nd estbi-beds herebh tht epasatr esshentsoto be used

in tn ROGSTRANL, e%le DRae @C&e dBR2inandians @6 eamrbe a probe

that det ethg.zgf 02 ctleteFtabl?r l.'L%i d. an chn E:Ql?e eraQt gé na.xh ea\éﬁllbody or
u&%?ﬁFé

xa HC t ec {Fqlues desc LLRE
polyn d?raﬁpﬁfféfé‘hpF%yeaa]tN&cdelt‘lec?r fé" pr esence 0

messagef TmBPectsuely -noWewngl &8s kit Fﬁéléﬁrﬁ‘fl%lﬂﬁa‘ilé hybridization to
detectC@né eigpbad eflcldial abm, Mmebhods: mAy Wisehbaret Fodatneg® containing
nucleo%@ggj(l F tS g@lﬁ@h@k&l@%&fﬁ Red NeLeORly1dior adide spresencad/or a

conta:l.ner com%%%lg%%sgg‘?o %Chngyt{éséalésrﬁgftx %ggl ﬂlgglrpf;ifﬁﬂg%roteln, such

as a"’lﬁF%p’ér %W“"P’fadfmdfrheb"%"éin% i SRAECET "Satpr e, ~and ea aeh enEymaric.
floressbigeot estiegispiene &heéagent specific for each

S*ﬁ@(]d:.ﬁ:l €f hh@rﬁ&ﬁkﬁlcﬂrwmemgillypd:cmexmt f_l\per:?ntaaner described
above Selnﬁg |o§e sbi dgr0BYcke RERPRARed dohisidie dat&Sues ofes¢eddle from

nd saé ti Rl r 3. r@' ORBIBEs,Of £ilters,
a ccmrrgﬁcrece % u E_l %ce !iz?tﬁ g Eiﬁ&ﬁ;gl ltxgp g@ﬁ‘_@ £ilt

or used I n con
needlegy)| ?Yr"’égiﬂsoraﬂgt B?ﬁaﬁeg 16?%?:5 WTtht mSt r]E(:J"\':/)\f1 %/ Fgﬁa F7at] o Y
ve preged; detiet Ferraten e FedisaEs et piaPEEPLCgp Lo veed for a
specifieCeapkpis. oSubseglertpetiict heprdétatipd natibnmfhapliche indicate
d:l.recttlbr?é e QL 168l kxn S@-@ lu AXPEQSSEE, Galchlags THckei dudtiiel gpove .

the (1SS vﬂn L& LI Q&;e§eg§|éﬂb¥{§lﬂe9 A typical

%oz% ?R&?L%%? :(Lj%at E%é@g%ﬁor ant | body, it éctitamer yz;d a
embodight eifpPat dd CPTRIL S8 &f FECTIVE §5 anDun :f {'he  ted
composAp 0L [CPRAYIRed rwigbin I¥at@ COpEOR=AN tIBBUY %CB‘?°Bltl°ﬂ includes

a pri@@ pitsbenednito bihd manaEa1¥e-TLearlwegt or dequengyicfhe 1abel
on saﬂis c%ﬂ'tpagﬁér Ok £aPdB Rl %eﬁd:oﬁpﬁlﬁdﬁf cadtieChzddS to evaluate the

C I ksmegtﬁnaiiﬁ% cell, and
srese ot Mt BOIER dendPriase R ChpRd EIGLD $80ence of
mstr‘b’élﬁ%eo’bylst‘ﬁ% &R FHEac- #a%rfl E POner” DX agnost i
proteimec bmisgqubsasar ercavard &bl ‘éa“}mﬁl’taﬁ’e gl Wﬁ ?;‘ht o%rtlbf?}” comprise
a set %Fglnstﬁ:ﬁdit:hhe skt agptesis sofoxd gteetrimn aofiseam cerplgr and applying

~Tl4 geng OT

-anblbémgg 51%1’)@1: ed Qhe.se@&%ﬁ isBc@onMBAMRl tids@e saitiancerhe kit wmay

a may be I entl econdary antibo
:anlu%n(l:)[:tb 2 yﬂﬁtz}( il STCOtfldggl %ﬁ{lﬁ:}&g{? t‘nﬁg@h%s dary tibody

udin imted to £alal9%t| on, bl ood

is comivgPyRs §0 axifkfy, AWR &7d SPRE=F I'mrune rel at ed

dirsense srbatipeat ST e WieadpimFistesntd fPBERInTRHe 2 label on said
contaﬁ{éQZL/a:IM Lc&{bogiﬁﬂbh E&ﬁﬁ.ﬁh@f @nhidboshidc apni@ner; wherein the

adm ni stered in accord '45 with known methods, such

as intravenous adm nistratign as a bolus or. by 43

WD 2007/ 022157 PCTI US2006/ 031785 conti nuous i nfusion

over a period of tinme, by intranuscul ar,

i ntraperitoneal,
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i ntracerobrospinal, subcutaneous, intra-articular,
intrasynovial, intrathecal, oral, topical, or
inhal ation routes. Optionally, admnistration nmay be
wo By haysed through mini-punp infusion usingpegisidsnsirss
commercially available 5 devices. Effective dosages
compos%@%rﬁ%ﬁ@ﬁi&le@sa fp@;ﬁy;ﬁ@ﬂécfﬂlaé eih-BOhARORIATRAl I osupdesdrdt of the
GalNac—Si(é %gqémgcfr‘}feap c{jey m%i%z %tgl%gﬁﬂ’n Q@Qh@m ri Q:ﬂlel h’.abeﬁndon said

conta:.tnﬁé f,catSF n@aée%{g E%Fsiogbiflém agn\g%% Qused tb:b g\%ahlula{:e J}:ﬂa presence

of "GalNeciBl4presentlepshedice VerRP tFaPamiledT é‘@gf’rvé‘n&oé’éﬁ‘é‘lﬂi’“‘ms for
nsing &NBURHINEE-TAP il TIRARLE ids ethbr] Bvallueisgmaye pasgract ragnalNac-Ti4 .

. mma oxaBﬁz&'Enlaé @Qéé%go:t@t%@% &Q&aimhk@mf body wei ght or

: 58 (c..
uate . P Eonl®on AL SRECLES 130 ANGhObpdQ3ARRS HATE (o.g.

fn 4
block &‘?é?’bs e@=knPHFE entPSETRE PUETiTar ﬁ"fi‘i?e ut"‘k'hﬁ‘igsr cadits such as

substBrd 3&lg. ( ¥8&dpgen)\Wisirhi te vherd catin Al stedtivorr Ghaymatic label,
epltop%pogét{r{gﬁlll— LSRR OY @Er-HA0I NRmpT0S ageosit breamaudios negative
controqay /2 %rogr&@dgp ut.10 ng/kg to up to 100 ng/ kg of

mahia

wel g or nore per day, preferably about
1 jig/ kg/day to 10 ny/ kg/ day, dependi ng upon the
route of administration E@H%E#nce as to particul ar

dasagesaardraTet hads infent del kxetyriter plegvrided dnd {Hastrated
by waf} bk ec.rh@t é!\!a%ple%eghatf QL1 1% MRhe, ot UwSichPade intN@8ed to limit the
ccope b 7, 760.  5,206,344; or 5,225,212. it is anticipated
e t°ha1f diFFerent 20 formulations will be effective for
different treatnent conpounds and different
METHOL$ 8% ¥8TERIARfrat admi ni stration targeting one organ or
tissue, for exanple, may necessitate delivery in a

cell MQ&‘@ aQA Lﬂq@kegromthat to anot her organ or

ssue. I'S _CcO | at ed at additio
The fc{lﬂ.@y:éaﬁl Iéignaﬁ,agf—:l% e 63){/38 Osmatj.{] 1¥%Q!§ ca:ﬂ%ér Qﬁéq%.ﬁ) llnes
2122 P4HDr BoOt heFYERct-apfds WP |%26d§46m BN fegtos, Heso,
H1s6s) mmbdeeduizer, swdRTHI Bt¥2at HUiT0ofESRadiBEVF o ¢ hefajy IXFL 522,
n226, Gk OKIEAGLS) miBeOWdd Enhizbideor goragenti(sds, H1975, H165L, calu-1,
H1435 C%w heé%ge%zyﬁ agens (%)_1550Yﬁﬁt3@><lrﬁs§g@1|ﬂﬁa( Sfancfreatlc cancer
osi ne kinase-in ito r r a r
llnes] ﬁjlm%l t'so?f;s, }éPCd) O%Pgnésginsggnﬂ bl {‘9 Qg\siy Patnrc 5]§' lg %QPaCa 2,
PA-TUCRPEFT N Pele 8RRt CaH@Pnja'séwl%ﬂ%PblctFB‘?% %?AcﬁUasrggz Rown 02 %%
panc #4108 he@LAst Aapatided766T Perd RErOSM PHRC30 GRRR%e UTRRFT Ty and NHL:
JERO-BDP@V&ELLE, ioerarnienpkatreadadchatomueh Toldter HAVeNElpi BARPAS-422,
GRANT Z,E%re Eo%ﬁ‘d &8 anAoen cSEPald-Lwdd-08dzARed from aTCC

TRAIL or_.death. r tor t i
pepos ey pkiosg, PSP | B8 Bl i%gﬁ%ﬁ"% Sl EeaE e =

cell gHAETReAr GBI mﬁnesgnﬁlée%%%ga%ﬁf BER Puxanm 6“"?&&“
Coliedgiopept fall Cultugsswehf cudtunsdi imRBIOEH dodiit PEPPREted with
10% hEMC InaS i ddtield- MGk . ba¥dndPr-epat, ab ionLaldtagse gd 10 mM HEPES.

schedul es for chenot herapeuti c agents may be used

according to manufacturers' instructions or as
cyt"t%“‘é'tcéwnaﬁgﬂ’ "¢npirical ly by the skilled practjtione

PriepHFRtEc6RY alfal HU$PR P % ChBeRIReS REF Sy Rt prolileration Assay
from chewmgthenapyh iare eb’soivescridredyivrsChcrrottherdpyity of viable
cellsS%5V!r§cﬁ1cEda, sM@B1ePoeINy WbtddzanBun& salW¥ | KNTTS, to blue Eformazan

cfysta%?sl) r@sr %eseg/Dco( 129 2ind h&ec gﬁ&@th 6F APt d GOSN s BRYreatment

sich BSSTHET 815 GOAUHT cobBt O AT OO P BTy g e sodision

of - a gpupmies] rRFtwiFEdUSTS AEHET (A CF{t%yW%‘éSdééu Papf@ell plate

contaliirgl Serata absteerranthboti 6 a§aP nst/mdt hef Apo2l/TRAIL or DRS

antib |g%ﬁ§1ngSHCE lﬁ:ﬁxraﬂﬁétﬂggicﬁs Wil biind tenvebD2Ohe tetrazolium
11a, CDI8, CD40, ErbB2, EGFR, ErbB3, ErbB4,

vascul ar endot helial factorgyd VEGF), or other TNFR
famly
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44 WD 2007/ 022157 PCT/ US2006/ 031785 nenbers (such as
OPG TNFR1, TNFR2, G TR, Apo-3, TACI, BCMWA, BR3).
Alternatively, or in addition, two or nore anti bodi es

the same or two or nore different '%% _
Wogdﬂgfg 2gg;ed herein may be co-adm nistered toPt%E}UIS 31785

comporR@t | @Ntne PFBLLABSH idcoR¥ohf-be &Qfaﬂ&itm THeOs @S i zation/stop
solutzﬁ%mwgls S ner 0%% 8 r o {hee 5cu§¥1.tlx%klure §s ?cr tgl:%_ugﬁyzgnt:he formazan

mnls on, treate

In vit
produdge Sy aHoWETCoF HIPEH FAS BORTHFriyPecF OF SRthdf-" zoades
({Spectratimdat St nHiomR| akmrbinse mEHlisr b8 Jirevidyi SuPARAiAl to the

nurbeMWRE | cek DO W rh)l 11 heseg Kir bestipsaatiod iapaefrs. Momgmstlasne.‘esorbance

metx:l.rm.l:n'll'l@9}.r &€l %O%’m&% pﬁad@t&@ﬁﬂsn%nﬁa&@ fofal] %aidty.oﬂep agSH@Yblue, the
color a%r {:ﬂ]eecr Scn‘:5 tgr as%%%brlrggc ot gg ba.r. Q é%ﬂeg%;{eggls Ime quantity of

em r espons I catlons
SormaxfBe SFPEBH GPLHGHeS? eath&l‘so\‘fa“@ﬂ?ﬁ?*sg ofteblive gy sciditied
phenolmgpdifead tunredumed MITS olmp khw icdbdtisymadiemi nvent i on. Such
kicl 5 DifyersCR4TRI biRAndz<Raby ipREfdRARS ab&dlngtitration to produce an

assay C%@ft pent aéhlez%ggﬂ Oed€GRI Bel F_E;._;Q:,laQS BandONfd NGEERLsay. since
datfeﬁeﬁt Fel% ng?esc ave Q:thrfe en% ?evel‘l Qsmewagiufﬁ.’c gy‘pﬁfity,ar!:%m was

ans Cconpri si

done gr teﬁ‘éhs%‘ﬁér éﬁ%e e?eé’ﬁ’éar’he%}’t o ¥ lT%t'd Hgof ncetlﬁé ?@%‘ﬁ%"ﬂi =:000

cells fper vetanpl @0, @Aecedfs tive woAt eimersateans may conpri se
anpraeowihhats kSstweh apche adet-eptiahl yf kabelsedys Sushyed:

1. RLeobe.omy (be ﬂea@gayl mréyf&& sk yadeheat i de specific

2. rl?gL.ermn.né\talon of c{) 5.9terILe1:{mg ang %I\@Cbﬂ;% V%%Q?lt?fr ar suspensi‘on .

ssage, ‘respec i zes nucleic

of theyepHishybra 8%t FEef cPf ae"t"@c’f" PR Y aryet FiicTeile

3. &skErensehs okl tofnblie gakklo sheppastontalion8f e¢briakni ng 20

1. nuekeetidegsind eladapki fizeatiron ninithBietiagyged. nusisphere over
night aci d sequence and/or a container conprising a

5. A%Q%trltogr -or%E (ilt.] as a cﬁu tlcgn%lp\gi!l gvélflgﬁse I Qancentratlons

as avi |n or- s avidin oun reporter
rengifnfEELCet S8h THOTarTHETILTTT o POt GBEUREY (6] S ioe of tho
96-we¥lggiaies otoperchetsdk . wetise SRt oFf CHUFETS MPEHT GIiioRE Apo2L/TRAIL
or DrRi ppt@bly a60Npeihs eul hereCcoRtian Nettidescedbed 25 above

Every a&%c@ﬂﬁ‘en@ I w8 r&x@&nﬂ'ﬁard gantakReNS cHQTREL SbAOwdTRE ehhdl & three
:Lndepen%g g f 'E‘l]gef é:o@alc Q%r C{!J@Ith@qglyss ks %to @Qilnt

ent s ter
e, ermisd JLel bl Lo, L b8 Bl G501 G iges ¢ co
atmosppsee- A | abel nmay be present on the container to
7. inddiciabecd hail thelyveosposidd on dashused. for a specific

5. HREHARYoPIoNeRs therapeaut h@oca@pil@attbon noahél iRy RMkEified 5%

o i ndi,cate 30 directions for either in VI vo or |n vitro
O atmosnher

, €, such as t hose descrj hed abov t he
2- ﬁ‘?@@ﬁt"Fo?F VS ﬁ&ﬁb“é‘iﬁu‘ai‘héﬁ‘b“@&( TRt %O uﬁ\l?n g“"’ e""Fh weLl-
10.  dmberfitAentofi Bregpldtes coiprisicny &7 toRvaier:- a | abel
11. GRcsal dheohbaitgrs @nd7@n eonpesithi eningonts@rned plate reader.
A resMehid r%a%@iéﬂlg@l@rgfabm&m whetedd tbhedGedPasidrb@i contributed by
cell éé'a%%i\%d%%gf% tgaérbél Q{Eelrbzg)o%épégﬁ%&c tHbggvsgaEQe

ypeptlde sequence, the | abel 35 on said
12. CGOAt &iditge Idfdh:ﬁéitaﬁ:ﬁofﬂ'&ﬂbe t-heueDTposttel ofgcan: kenusedwas used

as a L%ﬁv@gﬂﬁt Gnd r@btﬂcsggn%mfglﬁ%h@ﬁ rEidlx@EOt'ﬁen%ézﬁge of the
at n or._nm l an_ce ibo was
absorbanc Sfl_ues i:e %Q% CONCE lI%a J@al ng ZLAFEﬁ Ri?g or DR? antibody

RSt r GctTons °f or ant1 bod
dlﬂd%i/aruﬁteu AGEHRAR Hr é%%ﬁgeown%r‘fa%%‘?sngf AR s TS C%?Fé"l (100%
viabld ypelof wemrrsiddantceklculbe the tavgert POrtikkle colpr e -

a set of instructions and materials for preparing a

ti ssue. sanple and applying 40 anti body and probe to

the sane section of a tissue sanple. The kit may

i nclude both a primary and secondary anti body,

wherei n the secondary anti body
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is conjugated to a |label, e.g., an enzymatic | abel.
Anot her enbodinent is a kit conprising a container, a
| abel on said container, and a conposition contained

Ml aid container; wherein the 45 WO 209/0k8dednTss
wo@&%‘%@g%/ 031785 conposition includes a

13. 9&%9@%@9@ deifthad hydr vetishe Sednber rabivpl efrepb2IgirRATEor DRS

0| X |‘§a§)t ﬁ]da%@ é’Ier &Bﬂ‘}e@-& £004H sb@%ined b
an’t::..‘t:x}g;i'a,| &laa%el, r? Sénl (} Cosn%lgtﬁltg ik i 4

al ner di cat Jfhat -th
locatigg Bt PEbh VR BBS IS FOFETBYA ‘i?ngte ? Ee b’%%bsltén‘%ens of
Gal Nac-T14 in at | east one type of manmalian cell,

. aesymePd: LASHLHEPreRsoior 5 using the Gal Nac-T14

%l ofl H&) 2% pt fegﬁufﬁﬁ(nrag Vc%.lcé@tfb:@ GithganRiesena® Ahpies were run on

t e type of
the Blﬁ%‘rﬁjrﬁf“?%n %é’igl hlg& ‘ﬁlall%ypfrij%aﬁa %%ﬁ%gﬁgﬁts in the kit
A. FhetuBlepReDdp fioFeeBaffers (e.g., block buffer,
1. prashhbwfifiezratisubstrate buffer, etc), other reagents
sEhuas Skbstrate (Rx0y, v@:l‘treemggen:)umhrscphnr S

trf‘s cal) : yyahtered bryac%t@ne?cyﬁmd 6ol abehinuldl epi t ope
re rieval so

S | es (pogi;tive ﬁ{rd;ﬁr t on
ARG i Ve di:]oﬁ’?roﬁs , cont ! glmrﬁde(s) etc.. EX% i
ice  Various aspects of the |nvent| on are further
deserr) begrama i1 ldstrated 15 by way of the exanples
- tbhalef Ol | ovg ymone of which are intended to limt the
A he rngﬂtentron METHODS AND MATERI ALS: 20
2 Te&@%%% taure andm%e nes, The follow ng hunan cell

PEES: tT\’f(?ﬂ STRRT I un cancer ?%ELC) l i nes:
neqz?zplAwéﬁhemthSR‘e H2126, H460,
1708 pTH24051 H650, Mn'rmaceorwe% MEEBTEPIBN 573,
H393s aki650x H522;1 EKVX, 1H6GdateHR3 4210XEbr B2Qinutpi26,
Q%g% H178; H1299 HOP 62, H2009, HOP 92, H1793,

H165 caI u-1, 25 H1435, HOP 18, H520, H441,
3 Fﬁﬁﬁﬁr%fg’é *E83s H596, HLFa; Pancreatic cancer
PR els w1 RTE X5 LR BERLS -HPAC, SU. 86. 86, HuP- T3,
RSN RTPanc108. 13, M WPaChy 2pipPAITY 8D8ETd Pyffp -OR- vortex
119111;@3 27, Capan-1, SW 1990, CFPAC-1, PA-TU 8902, Panc
sp lIlf’anc 04.03, PL45, Aspc-l, Hs766T, Panc 10. 05,

%gnc Capan- 2, FPAF-11 NHL: - SQbQHL 4,
62 SR, ﬁglra Dg}ﬂ%-Z Tl égbwf\gi\sﬁ NHL
B. r@srw@sshlzazld %515519 Pfeiffer, HT, SC-|, DB

The cell lines were obtained from ATCC Deposrtory

1. EManassas, oVikag mbadtioDSME (@er mesmi@oFhecbriaflpfto bring down

condeagggp Lgaligsos.sapge.Cel | Cultures), JCRB (Japanese
esour ces E% GG {Enropean  Col | ection
2 C%‘c%r 3?‘0&*?1 tur sgcé)r?dg{:r red in RPM - 1640 nedia
Pt et d* W h *110% heat i nactivated fetal bovine
ser-emd S2randl Reggitdemifeeraiti 0 nM HEPES. 35
Qwt o axirginiy assays. The MIT assay (Cell Titer 96 (r)
I\Rnuﬁgldbﬁggtlbyge Cel | 1Rgol i feration Assay from
300 fr}ﬁ?la)m O&%ﬁrageq col orlrﬂetrr c assay based on the

Ils to reduce a soluble yell ow
t?etUr/‘a%@lNF%ﬁanal t* BMIT) to blue formazan 40 crystals),
vegauseduro det d2fiHe t he anobunt of viable cells
after treatnent wth Apo2L/ TRAIL or DR5 anti body.

5. ThE VLT 25SaV.-WBS-Pehh OfdRd:rhyxt be addizbi AN First strand cowa.
{Final volume = 150ul)
4. Mix by pipetting up and down -OR- by vortexing lightly. Ouick spin.

5. Tncubate at 156°C for 2 hours in a cooling waterbath.
48
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, ( . Th
vortexgg%gfy% ‘0 (ELh:Lc

of a prem xed optim zed dye solution to culture wells
of a 96-well plate containing various concentrations
(0O to 1000 ng/m) of Apo2L/ TRAIL or DR5 anti body.

WO 7}'0%5@ 4- hour incubation, living cells cg@fﬁfsgﬂog,bﬁms
etrazolium 46 WO 20071022157 PCT/ US2006/ 031785

6.  ERIRORENG 4Of thepy &oSRlcdhbon Mk GyaplMfthBZARp and down -OR-
ekssoliubl l'ization/stop solution was then
& ct'ture wells to- solubilize the..
7. IpgPRhe 9T DRGRRICE, *ant The absorbance at 570nm was
8. adecorged.usi Fora J&rhek Ligitdve RBHYEFPLN(-Spect raMax).
5. prb&S70nm absehasarre e ayai Srdi stect |ag propoidi baralr use.

to the 5 nunber of cells normally used in

proliferation assays. Although the absorbance

maxi mum for the formazan praoduct is 570nm a d1 ure
Cleanugoff PPENS-Higpedd BMfe, (FRETEFBPL AT THEReRd "o’ t he
1. BESAY mAycot Bhelibd Fefiewd tdelfende oh el gipaRts eyrgried obua
synthek@F BRESTapI@sENt rel ative to other conponents

Lacludi.p i%gr;fgp 3asgcgliagsi.ed phenol red and unreduced
in the cylture oedium. 10 u : re NCETN

. B i ed By e 1O ARG EE 1 PR G or baag Bindiss
Buffergn/o 8% £P%isgREe*nt & t'ne hi gh end of the |inear S

nange oficthe bigsayxtu@e nice orafiobf @ silegel 499t Ypal Jafdl sodive
acetat@ il enhalwewel s of netabolic activity, this was

@Bﬂ%oﬁ@{ 836 £8lk-d A8 separatfhyey For most tumor

S e

” ANl <2020, Sal Well 3.0 20 A0 Eeldos in = 2
> Apﬁi? REIT Wer E°uSE g.elt;op e 70 ﬁ%\?m ng |S§sl a step by Pim e
ml coldpgigolcieri pRROMFOF TH8 assays enployed: 1. Cells

usedi f oinubk oats S8 oMere § r GEPSRUCPEL] t uPigsard, flov-through as

+hazaddeberatfati on of cell nunber and trypan bl ue

.4, RGWOQ iéhiet ypin%uﬁﬂﬂ%ﬂ@ﬂ%f@”ren@ﬁniﬂéemﬁ:@uké (=@z azlf)i fiad centrifugs
nu

as b er of° 5,000 to 20,000 cells per well. 3.
“sSpensed 50}il of the cell suspension into 96-vwell .
PRErEd FOON ERTIGRLAE] SREGT e BEAT X st (] konection
Tube. hum di fied 5% C02 at nosphere over night. 5. Addition
5. 10fn3082bif Wditine iedi aimesont el Wohipcyden Guse (supplied). Pipet
750 “fgﬂig‘f?%ﬁﬁ% Ozgtgngl E_gé)f%(rgonlo to 1|OOO n]g/;hgof
(o] , or ¥ 1 Q3P LES>Dlo (210,000 rpm).
ég‘?v\%ilfl cb‘flélfméi %;et%%n%rol S were 50321 of cul tgure
medi um (w t hout Apo2L/ TRAIL 25 or DR5 anti body) and
I@epdrdcllawurtieongidi um (wi t hout cells). Every .
6. op%pehineat onasepesfrocabgn and dentplfbgatier setnipptegepl gmaximum
R e B 1 Y B TS P A
i o) LI gaond! | bl € position caps
p‘iog melllésiéft%\g “fOr % 1'}lﬁé’%ures’,mi nea&%h/ﬂm dified 5% 002
over enddighRle. o7 Sl T i on of 15321 of dye solution | ”
tipcpamis weldnted. i feabeRACOH O FHE IR dttesPat™8TEPor - *
rotatitp 1O cdodidribs, bhienthewysdi fied 5% CO2 at nosphere. 9.
AddL tianeof 100324, af rdRexs0l thisl ivaté GahsdOpo caps.

sol ution to_each wel.l 10.. Lngubation of the plates
o]:’\/lé”f"‘—’hlfdgEjtwa{E §?81\3%grcrﬁléﬁt %35

' 1..Recaord the
. TEESOPbARLE SISO Vel GHoCRLTEEG 4006- walTopt s °
Elutigre&defer dikerefverRircEnfePet ength of 750 nmwas used to
reduae haskgleountmzont ritaut ede byovac gllbtipmpbugfer is dispensed
airectiNOBIPELNLSw3RAd. Ot her nonspeci fic absorbance. 12.
Ilg%{.ﬂ?a\oltleer \%%Jg 182%%@??@ aak%s g&' bﬁ{h‘: %e}f@lllilggcé floqnilg.th:% Q@g%xl.VSpeed (=

25, 000xg) to elute.

Setting Up and Running the IVT.Reaction
49



10

i5

20

25

30

35

49

as a bl ank val ue and subtracted fromall other
readi ngs. The average of the 40 absorbance val ues
for each concentration of Apo2L/ TRAIL or DRS anti body

ded by the average of the absorban
wom@%fg‘j\%g’}pom tive control (100% viable cells EJ%TXJ%E%%SWS

Enzo: U%B%gOB Lfre1GaheUl alecthe aeuty ofc ViabtendLebdSaz)
(in % WO 2007/ 022157 PCTf US2006/ 031785 13.

Percent viable cells (Y axis) versus concentration of
Wso2t MERAT e CLEIR -3 PPHRYIGY SRS §P% og scal e) was
Wit thed falidwitme IVICE8shegtwie:was det er mi ned by

| Bcatilrg dheednaxdsuya@l uer pg/ M) corresponding to 50
Yoo @ibIRgacctg[le SusBe Af Lyt X Label i ng Protocol An

Q260/ 280 r eadi,n for all sanples, and
safp ]'ec’étll\}\/élﬁgc:?lr unygl(%c’hm 1ﬁaogjl_f’?oAnal Pyzer. 5 jig high

q“tPéI Py Tota®™ RNA was used. A First Strand cDNA
Syt fiesk sinhiditoPriipet Wlybri di zati on 10 DEPC- H20 x pl

Mox by ru@bexidigse QUi G spin.  RNA (5 ug) y ul

lhcubal.eqat 70C§9n 10 mnutes. Spike (1:4 dil of
stock for 5 ug) 1 ul Quick spin and put on ice

T7-(dT)24 prinmer 1 pl 15 volunme 12 pl 2. Tenperature
3. A8 pStvwerE Sk YT TSEFENALEDRATH U @?“b&e;ﬁtrﬂ%‘tfdf%f {Total
volum§¢ of 4¢h@)m x to the left) to each sanple. 0.1 MDTT 2
4.  Wx M opibyttves t@Xinft) dokli-6k SPivdrt20nd CLighM GNT RuftK shin.

pl Incubate at 42C for 2 mnutes. volune 7 ul 3.

thesis Add.1.pi  SSLI, RT

5. Isng_nrer% ate FiceR¥Eih:b.1? X SBy Bl“ﬁéﬁ IbﬁahupE%cl’?ggg for 5 hours.
-OR- vortex 25 lightly. Quick spin. Total volune 20

6. plorkrmubat’e &t ndR @ui-biyitbs HY@r immeBiat8@drond Strand cDNA

Synthesis 30 1. Place First Strand.reactions on ice.

c1ean$%t= rdibpge cbrdiehl kO RELDG:H0MAL1 £ NSRS Aldadk 0N
des of tube. 2. Make the follow ng Second strand

master-m X. DEPC-treated H20 91 ul 5X-2nd Strand
Lo REQE A BUFP G FUTpFeacs5om G ANTR ' X T U1"10 Bpras:
2. BMA3ED gaSEVTL mnct;/npl BUDNAT Pol Yhresamelel wiaply vRrtgeipg for 3
seconftNase H 1 1-11 Total volume 130 pl
3. Add 250 pl ethamnol (96-100%) to the lysate, and wix well by pipetting.
Do not centrifuge.
4. Apply sample {700 ul) to the IVT ¢RNA Cleanup Spin Column sitting in a 2
ml collection tube. '

7 Centrifuge for 15 seconds- at 28,000xg (210,000 rpm).

5. Pass the eluate through the ceolumn once more.

Centrifuge for 15 seconds ab 28,000xg (210,000 rpm).

Discard the flow-through as **hazardous waste and discard the collection
tube.
6. Transfer the spin column into a mew 2-ml collection tube (supplied).
7. Add 500 ul IVT cRNA Wash Buffer and centrifuge for 15 seconds at 28, 000Xy
(210,000 rpm} to wash.

Discard the flow-through.
8. Pipet 500 pl 80% (v/v} ethanol onto the spin column, and centrifuge for
15 seconds at

28,000xg {>10,000 rpm). Discard flow-though.

9. Open the cap of the spin column and centrifuge for 5 minutes at max. speed
{(£25,000 x g).

Discard flow-through and Collection Tube.

50
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40 3. Add 130 pl Second strand nmaster-mx to the 20
pl| First strand cDNA. (Final volune = 150pl1l) 4. MXx
by pipetting up and down -OR- by vortexing lightly.
Woﬁdlnﬁ Spin. 45 S Incubate at 16C for 2 hegigistdle/dsi78s
Ing waterbath. 48 WO 2007/ 022157

10. ReddddS20Q6L0:31780mb. irAdth 2epl .F 1D bhiiE4cfNA-ube.
pol yrrerase M x by pi petti ng up and down -OR- vortex

I_i ht | in lnc )a f _
- i ag inaglet il Gt Bt e e Pl APLSR hnopane.  nee
E‘-‘Eaﬂﬂdsﬁ?if-“n1 mSn‘gte Proceed to cl eanup procedure for cDNA - OR-
skorefage £20C fupmtkattemaxiger spehedhiep 06F x g) te elute.
Doubl e- Stranded cDNA (CGeneChi p Sanpl e C eanup Mdul e)
12, g\ ]@.LOQNQAE E%@&thC% Eﬁ{c t:9@_ sB@n l:@gunhlll ménlbﬁ@:lze Let
d%:u | e-stranded 10 synt'hesis preparation. Mx
Standkﬁ‘?r\/]olmflé% f or 3 seconds 2. Check that the col or
SEntHaugs )‘@P’Elrlem%%lt?eﬂ FHF ST iPest (67 OBRA B i Rt
Buffer w o thecDNA synthesis rxn.) If the col or of
the m xture is orange or violet, add 10 pl of 3 M
]“éiI?C t 0 and m x. The color of the
QualrltlSi%g}lgyurméevvl (t%tr?nﬁtb%mﬁl low. 3. Apply 500 pl of the
sanple to the cDNA C eanup in colum sitti
Use sppci@sPheertecT#salysdfd t&eﬁ’FE‘FW@% Foy By ﬁﬁ?% APPlY the
conver?BpHBak 1gof 2£02€00mrewpis Di scard. fl owt hrough as
40 ug,a@ mﬁazardous waste. 4. Reload the spin colum with
Eail % CEJI 09 éyoxﬁﬁra%d(%zn@]t)a and &8l EifHe6cn8Sntration and
ove. scard flowthrough as *hazardous waste and
purlt‘ﬁ‘l scard the Coll ection Tube. 25 S. Transfer sp
Bl BRii Fco A5 HERPD T CAIPET tioh - oTdBE RGP éaf)‘tms between
1.¢ ald pet ard 5@cédtdab&ONA WAsh Buffer onto the spin col um.
For oRiMikiddigen fer Jdrll RUEE @Lin?BrOGA xvg 4218.:0000r pajerial, an
adjus’l_%dlsgﬁxﬁad I&Q%&s@rgéjgglcﬁgte@i «Open the cap of the spin

um and centrif or_.5, tes iShee
refleqt. SEIHHHT X °f)n g‘%lgdcoﬁ urm?R%}%tot %“%?ﬁéfmé uggpg 8 2008

'CarrY‘?}’sEanlsév*é}eyf%GE)ﬁdJeBﬂ"éR;@t Position caps over the

determigie cadinmigpdhotiikeigl@d:t hat they are oriented in the

opposite direction to the rotation, i.e., if 35
rOLALIANhd £96KWeREn -Ofi&AtL ﬁ@@ﬁ(wn a

count -cI %%Dvmtse directi 1’E_,ec.lT tg ydamage to
caps. “Bi s 64T f?ovv- rou

Tube. 7.
Tr ansP&R* EFrh < SFHTPY r?f“8“rét = §°ﬁf ég‘f‘l J@gp i on Tube.
Pi pety 0fppdtiin oDNANA Bleattom B & Tfrectly onto the
spi n
Fragmenting the cRNa for Target Preparation
For fragmentation, use the adjusted CRNA concentration.
1. add 2 ul of 5x Fragmentation Buffer for every 8 pl of RNA plus H20.

20 g CRN&A 1 to 32 ul
5% Fragmentation Buffer 8 ul

FENase-free water to 40 pl

Total volume: £0 nl
2. Incubate at 94°C for 30 minutes. Immediately, put on ice following the
incubation.

Preparing the Hybridizatiom Target
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40 colum nenbrane. Ensure that the cDNA El ution
buffer is dispensed directly onto the nenbrane.
Incubate for 1 mnute at RT and centrifuge 1 mnute
speed (< 25,000xg) to elute. 45 SebtiuRehobAB1785
Wogtﬁgﬁﬁésﬁni ng the I VT. Reactioxi 49 WD 2007/022157
1. PﬁéﬂtUgﬁ@%koﬁjkagﬁotﬁnﬂ@ri&zraatdr:aycoﬂrgahé(i aidd ciRNAligo B2 for 5

mlnutets f %pt Label ijng Ki t (Part No. 900182) 1. Uls(e 10
of t ran c )
faﬁya\ﬁ-ﬁéi Feﬁe%ﬂe ugazﬁqo % {42 %‘91‘3 %D%ll é{%’?zg th&snozsn

(for ¥2G=p2) pl | OX HY Reacti on buffer 4 pl |Ox Biotin

z. lapeligdvdRickonepiedbides 4 pl 10X DIT 4 111 | OX RNase

3. hRbidi hor (Mstndnd lkhe FHOgRAXd ZriRNAcRey rBTias 6152019 hg/ul) :
Total volune: 30 pl 3. Add 30 pl of the IVT
master-m x to 10 111 doubl e-stranded cDNA. (Tot al
volume 40 pl) 15 4. Mx by pipetting up and down -OR-
by vobtesdeng Frght®y) Quick spiRet 5°%9-mmedi atel y
pragentée ckwbesim a 37C wat er hag mg/#incubate for 5
|'Jﬁl_,¢I§§Bz &. ot or gat -20C ido pot purifying RNA

I 0, eanup of sBipt bo- Lapeed CRNA _
geéjoéﬁ 3 épln%l eQCI eanup I\/gdul e) 1. Add 60 pl E20 to

the I@"I’OrBea%‘tl onEAd ni x by vortexing for 3 seconds.
Herphg 3507 TR BVT cRNA Bl AdfH§ Buffer to the sanple,
MoxthycydEEexi ng for 3 265sew/whds. 3. Add 250 pl
ethadtol £:2611@Q% 1)t 034 he | ysater wvdim x wel | by

noy centrifuge. 4. Apply sanple (700
pg l@ést h?lﬁguf% cRNA C eanup Spin Colum sitting in a

, ZH m ol lection tube. 30 Centrifuge for 15 seconds
FingB Vobokeg (?218°0D00 rpn). 5. Pass the eluate
t hrough the colum once nore. Centrifuge for 15
4, %ﬁci@mszﬁi 12 8uROOX Ghik 2o OdBes pifi dddse@mll dthéragmented cRNA to

sach. £ 1Qfa4égﬁ¥ﬂ§d qugr,ggus wast e and di scard the
ectlon

Transf B G0k |ggfg
5. aE%ébea’?ﬁ tg%lqrob arra SUBO r(:ér& g‘.p %.)tég iy da 5 06 re use.
| VT cRNA Wash Buffer and centrifuge for 15 seconds at

6. ?8 FOOOXgr=s (243 0002y pwtht dxwesh. HyEy SpEFaF -t ppd incubate in the
rotiskd:Qw ddar oughio &uinkiqpest 266c,pko 8. (v/ v) ethanol onto
7. tlﬁeeaxgslﬁle ﬁﬁjlb!mru@z[‘ GigeRt Ll §c9u@ Bualt OFbat#0eckos SReMRES at
8. Tran&fer \zflge q—lybr:.d:l.zagclog rn:.bc §tcé‘sr°g &At@%attﬂofjcg:hs minutes.

9. Centrifuge the Hybridization Mix for 5 minutes at maximum speed.

10. Remove the 1x MES Hyb Buffer from the prcbe arrays.
11. Fill the probe array with the top 200 ul of the Hybridization Mix.

12. Seal the septa with Tough-Spots.
13. Hybridize the prcbe array at 45°C, 60 RPM for 19 hours.
14. Wash, staln and scan the prche array according to the Affymetrix

protocols.

Affymetrix Materials

Item Vendor Catalog #

T7- (dT) 24 primer Biosearch Technolgies custom

Control spikes in-house -

Superscript II/5X First Strand Buffer/0.1 M DTT Invitrogen 18064-014
5X Second Strand Buffer Invitrogen 10812-014
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9. Open the cap of the spin colum and centrifuge for

‘5 m nutes at max. speed (<25,000 x g). D scard

fl owthrough and Col |l ecti on Tube. 50 WO 2007/022157

06/ 031785 10. Transfer the spin c
WO%WHB\?%OS m collection tube. 11. Pipet 119Hm§2d0%ﬁ785

10 = [ FER e Ip¥idEogRt et 840’ r®Et |y onto the spin col um
10 u/yipRbreahe Db etigasd andifvatrchenl nebse.0be Centrifuge for 1
1o u/dd ﬁutcelﬂtnmﬂaéglﬂ)ﬂiéﬁaégaed (29000000 X 18910t Rl Ut e, 12

uPeREl 10 r directly onto the spin
Y !Rﬁg i n‘%mRN%g 1%%2%(‘60';72 Centrifuge

:wU/(i s rane for 1 mnute.
For®i %npﬁﬁi”%erﬁfe WHX|WH’§’§@%d 189%-680 x g) to elute.
0.5 Mf@@ﬁmﬁf%%@&?the cRNA (I VT Product) Use
ENZO FpectiebphRot anehddrapanabyisns i@ det fFffubBe-itne. BNA 000182
(enzo)yi el d. Apply the 15 conventi on that-1 OD at 260 nm
- 4 / Che OD at 260 nm and 280
Ge echqgl“!saaLnﬁl glgagl m]Mo%Nﬁa %Iéf Jéﬁl 8?10 g}ld purl ty.

hpl e concer
ACEtYl%?%P%YWEtWWFmO ran‘Y’cFreﬂ%PseliFélZ"z@ for pure
Goat IERIN Reageirb$rbét ween Sig@e I-%5@nd 2.1 are acceptable).
Anti-sEpgptguiaiihi frhtewddyongai) ¢ BN MREHddSTdG ol Ql8s pRNA @S

R~ PnycSél@rthi‘ﬂJgSf%gﬁ‘\h%!ln %1@@1@&9%@%.& RQN%GXI el d nust be

20% SS%I Cuﬁﬁ%ﬁ&tta_% refl e%tLL JLarryover of unlabeled total
an ‘est | &f 100& carryover, use the

Eukary?’blrcnﬁzfnﬁrﬂ ot TPty ePA93f@ adj ust ed cRNA yi el d:
Water, Jilaged BRAPowGohd: = RNAmpion(t ot a$osRNAI ) (y) RNAm =
Human egmpumnzof roRMA wreasured after |VT (pg) tot al RNAI =

5 M NaSi @hhdNGraTOMM0fde0t al 5 BNA(j19)g,630 ¥ = fraction

Antlfogg ch\lA rea %g %n pused in VT Fragmenting the CRNA for
et Preparation For fragnentation, use the

1o% T"’%d‘ g%t ed CRRIETORTERET at PHRY 1. Add 2 pl of 5x

MES Freg é@%ﬁbﬁ?@hﬁférﬁt@uffeﬁlml@aﬁéry 8 pl of RNA plus H20.
MES So@ym2¢hlpg cRMA ztas 32 pl 5X Fragnentation Buffer 8 pl
EpTa DIINASEr EABE W @ o190 PhigndOzkQbal vol ume: 40 pl 2.

Tough gﬂgggb%ggelagogégﬁ}: Q.; 39, %n nut eg I nedi ately, put on

i ncu ?lon “reparing the

GemCh’ﬁy E??xaﬁ’zfaattﬁ%fﬁ OF8F &0 51 MWOYBOTIF02PIEF
Genechnpcﬁzs@sge@@p@ﬂvegcstatlon Affymetrix 00-~0074

Fluidics Station Affymetrix 00-00831
Autoloader w/External Barcode Reader Affymetrix 00-0129

Quantitative PCR
cDN&A Synthesis :

Component Volume (uL)
10X RT Buffer 10
25X dNTP mixture 4
10X Random Primers ig
MultiScribe RT 5
(50T /ul)
RNase-free H20 21
RNZ {100ng) 50
Final Volums 100

Incubation Conditions
25° for 10 minutes

37° for 2 hours
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1. Heat the 20X Eukaryotic Hybridization Controls and
the digo B2 for 5 mnutes at 65C. Affynetrix
GeneChi p Eukaryotic Hybridizati og ICont rol Kit, Part
#900362 (for 150 rxns) 5 2. Light vorte
WO B2 l(\/aster m X (A)ssurri ng t%e f?/agrrent égr@%k@smsnss
concentration is 0.5 }ig/}il): Standard Array (pl)
TagMak-irgatt 16O NGind AnEr@gNeRke d70 RNAqd&dihg p30aa05 py/ pl

~ _: RO/ ~MA__I- LN ~MN DN\ r*nnt 6 Spl ke 15 1. 5 5
@ b@b % \ [o I | IIVy v JU b}iwaé\] . 1 1
£ 100 pM.__(Bilo B, F D, 8:.5: Herfing Sperm DNA 3

2
Tagkag) URiVRSFRY PS5 Ad8tyl ated BSA 3 0.5, ng/ml Hu cot-1 DNA
Mastey Miwg2Hl ) 30 01 ng/ml 2X MES Hyb| Buffer 150 ix H2O

TagMab 4rieNakoxy0l une 2390 20 4. AT quot] 270 pl master m x
(assay=nbQ debiies) and jadd 30 pl of fragmented cRNA to each.

CDNA {'l’dbfgge) 7

nr o arrays tozroomtermerature i Jmedi atel y before
20 yse. 25 6. FillR%he probe array with I x MES Hyb

Final Bgidmwer, and in¢wbate 1n thé rotisserie oven for 10

mnutes at—45C—60—rpm—7—Heat—tHhe Hybridi zation M x

" Thermah N 1§ Cg@&i%gbaéh for 5 mnutes. .S. Transfer the

‘to a 45C waterbath for 5 minutes.
95° fo3(ogmingspt ri f uge the Hybridization Mx for 5 minutes
40 cyc@bs MAXENESR $PeRUondslO. Renpve the |x MES Hyb Buf f er
fromthe probe arrays. 11. Fill the probe array with
the £Bpt208 PLU5E the Hybridization mix. 35 12. Seal
¢ Taghiae pseipisa: \fﬂs&ﬁ]yst@ﬂgjkmﬁﬂﬂ{ $TaqhIn® W@%ﬁz%ﬁ %‘]Zﬁ@’ ctﬁ)jfepbéoeled)
' . 60 .RPM for. 19 ho ) sh, stain
+ B ERCAR 0 oo Rl oty b (et SRt o, o0
FOrEPIt 88T S U BT ARy TIPS MrREr FUPY) || pampeEtRigRd to
stapgardi ey the PROWHT PR Saprieia Broge ardded Ter kadl gkesion.
custom Control spikes in-house Superscript I1/5X
Relatitd I GlanSt #4068 B S e%c:_lrgo%r%em Q%sr:-Lrngl Hﬁi«oat Egg%gégggrﬁheoé%t% For
.45 . r u r_|nyi -
e S R0 ) o8/ ORI 165REaNTE TRV L Sgge "o
P reParTg4f% 088210 *0F ul"*E* c oY DNIE LPRFR9ERqUivi Y9565®IFe. For each
S*Perifgish- 63%Le10 tBpulanRntc ot BiNAePoRydePRdmehous reference was
determinpd| fraoygahs 18@10p025e 2sddhtdrdRNase: . Hrhdty i thOQ8Rget amount was
dividedSﬂ;th&7]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 lavels.

Experimental Results:

Experiments were conducted using the methods and materials described

- above. Results of these experiments are illustrated in Figures 5-8, as

discussed below.

Figure 5 provides an ICS50 summary chart of the data obtained in
analyzing non-small cell lung cancer {(“NSCLC”} cell lines for sensitivity or
resistance Lo apoptotic activity of Apo2L {+ 0.5% fetal bovine serum “FES” or
10% FBS}) or DRSS monoclonal antibody “*mab”, c¢rogs-linked “XL” or nokt
crosslinked, + 0.5% fetal bovine serum “f’BS" or 10% FBS) as measured in MTT
cytotoxicity assays. .

Figure € provides an IC50 summary chart of the data obtained in
analyzing pancreatic cancer cell 1lines for sensitivity or resistance to
apoptotic activity of Apo2L (+ 0.5% fetal bovine serum “FES” or 10% FBS) or
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5 10 UWul T4 DNA Pol ymerase Invitrogen 18005-025 0.5
M EDTA Sigma E-7889 ENZO Hi gh Yield RNA Transcri pt
| abeling kit Affymetrix or ENZO 900182 (ENZO)

Sampl e C eanup Mdule Affymetrix %%3@%%008%%785

Woﬂ@gg%lﬁt ed Bovine Serum Al bum n | nvitrogen
DR5 RS oG GrrtiRedg el afesSildmed] *HF5@r not crosslinked, + 0.5%
fetal Amtines bewpt Esdi or ant irbed s (gaatded hi ot nykatBdcity assays.
\ﬂgﬁﬂ "}-ap&v%&%lp I&OPM@%WJEE&@ %rgﬂé a&étgl "bhtained in
ana.lyé\.@tée:?ogll ﬁtgdggr egeiynl'l%h%gag c&?cf'er §§ELILE§ V\Sgt taker, oglsze]fzglg'ls*\rlty or
rosisiGBFR it SOPET U005 5 6L ARSPbN("08%% ZeFhin ﬁth SFrUpNBS”) o
DRS m%h@lﬂi SSLLe HaM Na€hbsRMagedf rae, obNage-drped inked, + 0.5%
fetal ApipirensSAe0FEANtd:f 088Mz83)3 Qs SiegBR-A- 8D 82T ﬁgt&r’%%cn.ty assays.
%ﬁ@ 20 p@b@lrdgg @%%LS%S%%O sezqéi%l\,r:{t_eye( &y or resa.stance
("RES" t di_um
e e AR B e BB T Gk £ S0 Pl oo
=nd %&%ﬁ%ﬁb@a 0 FEP ISR B 960 EFRPE- Dd0242 Srs8 eth i
TRNA eppEsEdezat i on Oven 640 Affynmetrix 800139 GeneChip
- Btanrer 300w AWaes B Rigrain gﬁﬁﬁWﬁEtf&er@ﬂ@&M pancreatic, and

we cEdilighes églﬁéd oA deuBBIi X DQ=008], Al tins.oachere.au\rac Ti4 mRNA
expres\glggy ernal  Barcode Reader Affynetrix 00-0129

Quantitative PCR cDNA Synt hesi s Conponent Vol ume (uL)
| OX RT Buffer 10 25X dNTP m xture 4 | OX Random
PFTET S * 10 * * Rt 4 S he* sRT 5 < * {50 b ul y ~ RNase+fr ee H20
2de RMPtELOONEGE1H0 dekimabratobMp1Q0 ilpeitat | @8les in  the
develo | thOBSmor:bOIs 19 H&l@HE&ﬁu}.ﬁS o3 a.rflgxlﬁs 2(D|39H13 23 ILV\D cell,

1i6: 20@0&%6%%2 Z: Eg%%,& a%:gg :J.mu:El?can %lgg aPop%a rﬁ)%ﬂr h t%e cell-

uencl.ng

lntrln‘%/bci l?ﬁ'g WL)whl?ggWﬁ_eejn?r%/éqeglgﬁzrsPeﬁ 1241'5-: Bcl-2 gene superfam:l.ly to

activate the apoptotic caspase machinery (Cory et al., Nat. Rev. Cancer, 2:647
(2002}) . Certain cytokines that belong to the tumor necrosis factor (TNF)
superfamily can activate apoptosis through the cell-extrinsic pathway, by
interacting with some receptors that contain a Ffunctional apoptosis~inducing
‘death domain’ (DD) (Ashkenazi et al., Science, 281:1305 (1998)). Fas ligand
{Fash) stimulates apoptosis through Fas (Apol/CD95), while Apo-2 ligand/TNF-
related apoptosis-inducing ligand {(Apo2L/TRAIL)} triggers apoptosis through DR4
(TRAIL-R1}) and/or DR5 (TRAIL-R2) (LeBlanc et al., Cell Death Differ., 10:66
{2003)}. Upon birding their cognate ligand, these receptors bind the adaptor
molecule FADD (Fas assoclated death domain), which recruits the apoptosis-
initiator caspase-8 to form the death-inducing signaling complex (Disc) {see,
eg, Xischkel et al., EMBO J., 14:5579 (1995); Kischkel et al., Immunity,
12:621 (2000)). DISC-association stimulates cagpase-8, which in turn oleaves
and activates effector proteases such as caspase-3, 6, and 7 to execute the
apoptotic death program. In many cell types, cross-talk te the cell-intrinsic
pathway can further amplify the cell-extrinsic death signal (Scaffidi et al.,
J. Biol. Chem., 274:1541 (1999)). Apo2DL/TRAIL induces apoptosis in a variety
of tumor cell types with little or no effect on normal tissues, suggesting
that it wmay be useful fFfor cancer therapy (see, eg, BAshkenazi, Nat. Rev.
Cancer, 2:420 (2002); Kelley et al., Curr. Cpin. Pharmacol., 4:3323 (2004)).
Alterations in wvarious components of the apoptosis pathways can zreduce
Apo2L/TRAYL gensitivity in specific cancer cell lines (Igney et al., Nat. Rev.
Cancer, 2:277 (2002)). A

Various experiments were performed according to the methods and
protocols set forth below, and the data is provided in Figures 10-15.
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Master m x (2X) TagMan probe (20X) 2.5 _
(Assays-on-Demand') cDNA (bOOng) 2 H20 20.5 Final
Vol unme 50 Thermal Cycling Conditions 5 95 for 10

40 cycles : 95 for 15 seconds 60 b@%/1t2006/031785
WOEH“%}Z%’S] TagMan probes : _:ssays-on- DemandT (TagMan(r)

MBBE’&%%%S%H?J;&W%@/ £ | ZASEPRH) 2CHANBHORT (EF oTHrgivalheas tested
as a Spgemnous 2poR/ FRALL GARBHL g obeirc anpemtlr afi bumahOSGaMer cell
lines,1And108%RY 3 &ahEMRESE JUbhdRECERASENES dhi ORSH2 QRDMonas, and 36

colorai@z pg&éﬂQE;@Qnéﬂ%ﬁ S{%@Edﬁi%ez&dt rh%tQ”Bis‘Pt sl?an?‘?‘”'Bﬂu% analysis

to e
Clam@lenﬁ?w NABINEE BB PRt ReTh PR & dRiAFebyApasitive o
APO%/ dThFo%Poza(Péﬁ%FPt aPGRLTRGE PRl degetretio fah edeyenogsr cell
death donthesk, 25tghtavides urangsd viere 3 16 preeparsed #Drh Bobdun of 250
ng/me.t he target and the endogenous reference. For each

%‘ﬁ@eéélrie ritlﬂé ?&éllgpl Gas tg’%oa%gmtne@ f b}I a#eglgt Egss:l.on profiling,

using ENGQQENQUS Teference was  deterni ned Trom. cions

Sppropri ate St ZAdArd SEUFPESTIHERT " HB=1argEt . sAfofigeptions.
pancreges  JpisdedamBy f“ﬁéal’é’ﬁﬁlog‘@%éuslilﬂﬁ ertéate Hplavedt ostrong or
intermgficgien sensiotvigli e dAd@RLGERAIL valnresse@neiofisitntly higher mRNA
levels¥Pehb BBl @Wos SRR LE Sns Pl ge-ARadM €2 Gak b!ogl”égpon@!hgl Fesistant

cell I%Qeéatgpé) e.‘:xl(Eacﬂ} ggsﬁet}e néggagalgeégd ctug(gx%e%.sy%ngg 1t\l\@at1vnly at

then div brat or nor

730 Eqr Pancrea}:lceﬁg 28 8“‘? haé"dr 8P%\tﬁ7em SEpPEYsi (6191 é’\?@qu Most of the
ADOZL/%& ?er?éﬁFé’le %EF%‘?J SHCER FEF HERTS shred bishdiRiPetrpression
of theyseinged He ghetchptis lan errpte ppadisiadescr ibadugtabeweal resistant
cell 1ResdlldliSo ofxph-besa XL IGeRB NS s@itend | IhUSt Faled, |§ét significant
dlffergzll&ur(gso %29 cﬁﬁoffdla§gi§§1§§da1p%|09w (Ei%guﬁﬁc5b%l;9(§ﬁh eéxcaptlons

an rt of th a
in a9 B R, Cebndcreo “Reareey gepitive. ver
exPresF?%é?GFH%CE“élﬁsPtrl PR NBFT- 33®@¥‘é%|°§t“aﬁ$céet’%18apéb)t ot§/¢s (33%)
resistaelt jcpil \liges ApeR [ ndoetBeisds fimtdabrdsoviaTe 16 erU ppEAES!T-Or levels
above dOUEFES) @tambDRRgmnectanaksant bdether” 08N cosyiation enzymes in
the co%r@é@a“‘l 'chleQn.I;e}éL"h%apq_ veld Q§Séultné(%gre degeéé%];\h?}_r?éllz {83%)

sensxt?noew ge c%t(er%r;ail:ilced" Eo S;/ %9? FE lstant ca.l. Uég E!CB%»_O 013; cukoff

| Fovi
wcetn 0D ikt SR P PR R T e S gl AP 14 in
pancregigiyc ceatsrc agdnegianged | witkn@stfeorins epigirkinalt ywageer cell iines
correl#ies SanCetdodgiapephotipeznakiii tatnefciAPe2L (=t . 80007, w-77).
This gfeﬁé—%let b@&ﬂr@@cl HéﬁlléE% s M&DFEBSL- Qésn.lsﬁé*xééofor 23/32 (72%}
marker QP%Q7\41QJ‘221%73E 983%996/x é% 7n8eﬁaiilv8r%gg lollcn.ﬁlgg,g re%p%:l équ'¥
%’Fﬁ( TR&B% r?én?é'ﬁﬁfﬁW FBS® oleP006PBSIedas HeasiiPedutifs tumor
xenogrFF- cHt HtXi BPe3L/IREMEY Sreafegtird Thips Ovirtlesingn tlufchB derived
from t5dIFIBYef pedidtte tolbhetdatanodd akned ihdl 2OBIWEI 4G DID-1 caused

tumor %}eg&%kf&lgwéy lﬂ}hgn?reggm%relg Ié'%:n)orcﬂégrgésﬁgg f:ﬁq_r 10D)
In contZag VI t rS'AmStt%nce tto a% %‘ Lot! Clc)a'r%tcLV]! an§er cell

i L % f%/g?ejt 5 gow ne* serum P8 &
lines C01c>320 and RKO did not reéspond to this treatment

Preincubation of the ppGalNAcT-3/Fut-6-positive Colo205 cell line with
Vthe pan 0O-glycosyl transferase inhibitor benzyl-Gallac (Delannoy et al.,
Glycoconj., 13:717 (1996); markedly reduced sensitivity to Apo2L/TRAIL (Fig.
11a), suggesting a functiomal 1link between O—-glycosylé.tion and Apo2L/TRAIL
éignaling. To examine this further, specific small interfering (si)RNA
oligoﬁucleoti@es were used that target ppGalNacT-14, ppGalNacT-32, or Fut-§&
mRNA. To exclude off-target effects, mmltiple, non-overlapping siRNAs were
synthesized for each gene and verified their ability to reduce target
expression by gquantitative RT-PCR (fig. 147). We confirmed =iRNA specificity
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DRS nonocl onal antibody "mab", cross-Ilinked "XL" or

not crosslinked, + 0.5% fetal bovine serum"FBS" or

| ot FBS) as nmeasured in MIT cytotoxicity assays.

prOV|des a conparison of sensitivi
Wogéog}#feg?ﬁt ance ("RES") of select NSCLC, Paﬁg?g]gtz(ﬁgﬁﬂhss

furthemntNHL e reeGel 2okt He 1 EFPRECHEATHGIS TGRnd Fpfkectide
change€ GRERIMALhO N iROA-@epressi orpiof GhitadallfatasCahbasiired 5:483
(2003) )b()flgsa]l@gp 'E.;gns neggp r&g Sﬂ,ﬁampﬁmgw@o&tﬁrz@\mde{s pAncreatic

carc:l.mNﬁL e??{'gl i nes rc':?rr(Pf g‘%@a@l@ﬂﬁ‘r f@%hﬁﬁh Q‘lﬂ%tantlally '

ane

or der%N?y I gv%I Sected,
reducedf Sfﬁllﬁhvétﬂ‘lioTﬁ?ﬁﬂ L/ T’Iéss p&td P
providapeptetiel e cbraleat hegstegiam bﬁlaysl%ﬁﬁpo%"tﬂaﬁfﬂﬁfm BenptEotion
of pri-he ordevel opimertcand daseeosteass swioh rmalikdayeB| gk aFut-6 SiRNA
s1gn1f:9:ra9§iy S0 A 08dH Alend@ridl ey t6eAdozr/ThAGE 208y ( 2004393 £ig. 14C).
In sum rgal:ll%. %l !l%lﬁalgmnz? trleg'yied ge%ﬂ Yt.:{vl:l_ggeé’o ﬁ]ﬁ%&’%I% IIhﬁ?y%ncreaulc

I NSI C
cancer nétﬁﬂoél/g '6?13{1[1!@& B%qllz 1&%?6 gr ]pgff{ﬁ ¥ _t 0 ?uq:—-G SiRNA each
reduced heempoPtioyi cire a%msecll?aﬂ‘ﬂaher%?nf%or §elet Ja”ines NBY, contrast,
transfi@Yon GENCBN, 1 20:64i204{2002)9 . wiCer taliMacTyHokilEs dihanot alter
sens:l.tmthn:g) I’.ﬁé EQL%:JSHM&SQ%I‘ 051181 fACELpobJdNF) £ig. 14D) . Similarly,
transfgctln.?n ANy Can D::qlc}a/f?fse :%Qloeél%ibé-ltlhtgxo QQINAQ:E‘EB giRN2 did not

EXtTinsi ¢ pa I nt er actin one
affect o BRWEHE W hatt®coftai ni"éf’afyiu??ce{:\:%“ﬁ‘al P3P 1ge[itnos|]‘:m"’1% inhibitor

staurosgomiierc | (Age 25 4E He R eRymaP eGBmS:LGWe ﬁ‘é&ﬂroﬁoré‘llﬁ stimulate
apoptosl @Re@igh28ds 1305 - (9B i)k. PE’asvaIyl eerid et( EQ&L)Sca_ence, 282:727
(2001) St !:lf@ég a%@ﬁil@@_?_ﬁ%@gﬁé&%fﬁ hf%lég@ E@&oéﬁﬁehéﬁm&hTM@g modulate

rou Ue uci ng I gan
apopto% ojé;EL %l gél ?h Jh% cfaélg :@Q‘prélg a?thLvde

rfzm#q_ctgf) ogn@%sgger Sf?&%& tog f ACEG%I %ﬁ\éeaéﬁd ciell death when
cotran@mckedDeatth DR ff2 PR5 . FOL BT Elgoe*g)a)ted Uff'GﬁP"{ﬂrﬁ Cﬁ‘aﬁ and TNFRL or
the celhankrGegaainbigantnidthese (Fégeptldr s Ryirhickrinhee, ppGalNAcT-14
transf@éjcqgltl Q&cﬁ&s@@'&%UA&zEMIﬁ RRBBS506 at athedeati Btant cell lines
H1568 mé)lano (gl r %%E%A g’gtaggz aé}lgpﬁ‘@%"s Spanc@éattllét &freinoma (Fig.

14F_) Engn%c[fl%ror énlégétlvgaag%letoﬁisglfing ds &:? notlE%%gn\)] In total,

CalNACTAMEEETXIGO5Ion KPRRKkED &7 &P1L LFMAfUR? B9O2S/785%1 1
2008):: Bl SCuas soEikabiRt sircaAlial gs cnsPase¥8s wred on

Apo2L/ 'k‘i&l’ﬁ‘_’ufs:ﬁu@écﬁ QY B = caEdinY atiasped-i ealioprpn 0t@as esansfected

with corlf]trol ass.Lkﬁzgs B.g&ﬁ../;}llhﬂ Meg atsgaﬁz)ﬁﬁfﬂ/t @or&h%tg’%rocess:mg of
pt oti ¢ ‘'de

apop ram..In n eI e
caspaeR oL AR PortTE-RaPT- Tt 1 THer i pAFnVEy aan, (et ™
TransfaghiPh i th (ResEed ﬁe&%ﬂﬁ%r@eaer&@at Hhost g%’{aPtS( SRR %“E
ppGalNAbT-14 ib. PBi-0l celllserm Fu@p4id 340-{ £OUD) plsoApesATRAL Eenuated
ApoZL/t‘ﬂﬁlﬂCﬁﬁu@&p@E‘@c%énh@ o8 Maphely, mE, tdiapdsece) lant ypesass-3
(Fig. X‘H)",‘ ] tét:ﬁrm? 11:1.%91 85 fcggﬁasgrbﬁo&g@nlvléﬁ $§i§93123) The

Apazh/s%z\gtgestl ngﬂh ?S P\éjtpeﬁjeseful f&%cegacrge rli_%ggr anpYen

expresezmzyevek@qfeyp%lngqﬂ 3 @y Fut @p ghowgsh 3¢ ?fére_a?r blﬂ:ksgt:g the
level 62Q@dpgse-3 Asirbeasmn@n@lgn 168r i Guss.cOnponentistish ¢ipgmes may
modula@@%&%o:‘émes_m%&nuﬁ@ﬂH&e of ApeRtd TRAl Llead to caspase-8
activas SRS t [ VI ty in speci f| c cancer cell 1i nes (I gney at

aT' ReV. ;o ance & D SC g ng:q ? sbk LLOUS o1, Sc:r.ence

Sﬁéﬁ?“ﬁeﬁf%"ﬁé’r%‘ 5%‘?1‘15 fred” acEor ?mh t fiod
281:13gR (K L2998 ) prasedretss Dééﬁtth%ROt?H/%F{jwlsgn@l?%eaa% g mmaniey,
12:611PKeb e dni FeNFL gundeBLIHA - 4.1 s 55N 1RO 00 2pEdown: of ppGalNAcT-
14 or RGUUS2R064 Q31 7851 O-nRX@IBeNearBensi thataby-4 @o r@eeptsol the

brocess%ngApotingng&uﬁclllcag gé(e gala,n% Qt.s_w_tmggatl%ﬁ cﬁ B%Bé&@lated

con entratlon |n a a
' caspasea%(le@?yn@eﬁztlvz.ty {Sharp et al 1p (I.:llem . 289%@91 (2005} )
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i nes, including 23 pancreatic adenocarci nomas, 18
mal i gnant nel anomas, and 36 col orect al
adenocarci nomas (Fig. 10A and data not shown). This

wo?dﬂ %1 5 classified 29/77 (38% of the ceblukinessiiss
Ighly or noderately sensitive to Apo2L/ TRAIL.

(Fig. mh:e YRD 40 THRAI- L1 H0 n TR PBTFIFBULE 887 B - cHF®i ng
substaRQ% Beklcerdeahh imvubhesep20agepRs linngs PHIfgedr Frompre-
dependdr? %1@/0@1—11130%;'1&&9?11 %aﬁhmoﬁ. RA5Prp-A0ddTILs, mEc}ﬁekﬂnress both
DR4 am%) IDR? anelmxva% al Sigsexa%@ Jed hy &—%@ﬁ’ e)éﬂﬁsesﬁﬁé&‘f‘mm? 14 and

m croarra 6]_313 £ cor
Fut-6 drenes ﬁmfé SePESIA B AREPRITR BORES QS%’@ i’? OR§; T -Aee mecepte
levels panapeeal TRAIE Aripeinaanerosbeend i th ethis| |Aﬁé%¢1/ffﬁ%]'th sensitivity
in the GirspdiayetheShd-RAJYIA nol Rhew rRchidt earsensirelatity wigh cell-

surfa anLJsIBé! bs %@r@o%%QQe %h&iﬂlﬁ.ﬁ@ aatdptchd gheranfRINA or decoy
receD:?%VGL 5 ofs bhe g‘&yggéékl )0%&91;%%@%@&%;4&1 ainst
RaReoFespon resi st ant (;p=0 %} ) e on
PPGALNART - Wrsﬁ%‘l‘a@a@éct"rt Bet- e ‘?:Jcﬂ 8P ¥ a&%%‘ﬁ FedSTeEr &t Vel

pSN-1, at1705 GPSWOF breepAnciteat i6CaFd soRREaRd Joref 6rdete°‘:able

decread® b ANRABINA( Ptsg inl dB)ain MBI 10dest Elg. 15C). However, other
2iRNAS %%QZ&JJBQ lsat§ee @ﬁﬁ}ﬁﬂl&! elIﬁl@i) DI RBCARLL LRACEIi n8@lel ddobssis

expr essi on of the rel ated
Wlth‘mbag%veq“ gce??pdtﬁrelneﬁfg%e ppGal NACT-3, al t hough egever al

?@sﬁéttraﬁ%llu&%*{ Forifed @ s& SXpTelSed®l (TR gaRe, ™ chmese
hamster esetit icalls ntie weeHesed pyeteisi gilfiadantubl ﬁ@ﬁe‘?‘%ﬁﬁ@
hydrol {4150, D6k neC bt 2fch 2 B85S kgt dcdiar 208 0Yere Rrgl y44C (Fizot 138v)

Consa.s%en%x&ﬁ'ﬂt ék%n§b%gcé et BRLBtdd 8- ﬁ@fﬂ@yl&\&foﬁ sitay &Y 28 DrS ECD,

) we did éa/% J:rl 1; 1@%1&% %.&ée%gps Ié:t«\&& ks l%%@o%f%t iré)\qll)e(? ri&s dent

exPer”l‘B]/t&SﬁES}S%ed 3r é‘é’ <% ShtOCEPT PF felotHa? noné’teﬁe'lee PR3 ECD
(Fis. had, ppeatdNAed OF4 igredppCaF NRETOS o eWEPS siapore Rt b e
core gBeoaXadmiund-gi TRNA expression of other O- gI ycosyl ati on

enzymes in the colorectal cell Iines, her_I|.evel s

BfotEiR SealMsp ey get et PR IRS 107 15 83 % EhisP Ve as
prevmmypast@mme@/mu(xmtnacesipcsv@a‘%ﬂr wdpcrr»wﬁe@ PP=BEH3 0"
glycos?iﬂt@ﬁﬁ s16&S i(gaed / Adww2 0. d@&i@;/sé&@&esﬁ’@@@lﬁ&)e(Julan:l.us et
al., Gggargggg%gne&erﬁs%ﬁu%bs@ %@%e“@&fﬂe&%#ﬁnsuc@?f&ﬁ@@é & the

W b

common KR SRR °cotr%r e?na}utg éilg ve’rlf}J an? r%lr?éfo( G %(‘f %lgé‘?& %{Agfs °
human BRnsped ¢i tAFFE pRite guheteR the l\?:l’f‘?inat vor P&éﬁe Sggrom IS
138) . ver Feott ymipoewtiict eetmeensi7ET Vi)t (orbRiTed SEAPRAS Ty second
(130-128/ 32 (572%WeoBtniBr KN e pOSi thive WRds 3B4HILET Hpd 3 serines.
Murlnena{?)kgés Q@ Liye sgﬁllarl tNeS8. ﬂl@§@@c.§ég\ﬁ@£z§é—, with 2 serines and 4

L l cas
threoni e[s r?saﬁotlvéxyg,ﬁlg :\é:: L’Xmaﬁ §R4aa§§)o gé@@ Ql%ﬁqlé.ln g&&’e%

%%ZL/TRAIL t mshbe
‘3°nt'511€3¥n‘3ﬂ11 CETRRR 1387 i GTEIMHRE -dBT iR VRF T Em TiTES s1tEs mis
importEult -£6x post ttirveslooliordcreditécarder *EchS | 3 Hes EoPTrosnrd DRS
mutant8NekrDlidad, Gagsedd bHMEniegrasstonhé ¢l iowedidsy @ segment

130-149" %&L&Td%ﬁgeﬁr t Umhegé %gnrn@%s kRRohfied. asl @)1 235rkn: serines
of seg&\%rp ! ?gi: a I%R%QDS%S elgF{S\éegﬁ' SOIBR%)(ﬁ%tgbzg nprﬁ_.g@l;lloyeof lysates

cancer ‘ce RKO di d notf he
from HFE%Béoﬁ%FlﬁoﬂtaHF%ECttF%d'tlﬁBrﬂRSLP? P%%gu’ﬁ%\‘ﬁa%% &F= fFfgsenes ©
expectpf GRENAC TOBFoand- poisi-t 138 - (Bleo2eBbed Rl49 Agtaffeh DRS bands

. of hlgt’lg@ Rt g sy o r ansier Bsemt ndkbidpotidant upon co-

tra.nsf fG%kM%r (%Eaﬂgﬂyp lﬁiLch—ld G YCRE:. to k3nthbT (Fig.
rk d ation
L N g e

by PROSEATCUS PR PORREACIRBE LI TRAPES 'SEGREPTTRY, OTa s ot and

nearlyexaiiingd hich PREIU-BEPS ogpRRSEF $T3Ss el Foratesy F@r‘qhﬁgmld type
(si)RNA oligonucl eotides were used that target
ppGal NacT-14, ppGal NacT-3, 58r Fut-6 nRNA. To excl ude
off-target effects, nmultiple, non-overl apping si RNAs
were synthesized for each gene and verified their
ability to reduce target 45 expression by
quantitative RT-PCR (fig. 14A). W confirnmed si RNA
specificity
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et al patdnaledipsT r’éani VP bveRls Or Aot SHd°I RES

56 WD 2007/ 022157 PCT/ US2006/ 031785 further with a
nmut ant ppGal NacT- 14 plasm d containing 6 “silent'
nucl eoti de changes within the si RNA-targeted region
. rial, Nat. Cell. Biol., 5:489 (20031)):&%&)06/{]31785
wo %@%}flﬂﬁfr ansfection of the ppGal NACT-14-positive PSN1
constrpdRcIats ceswdrciivontt ARt FE2FATHFelTAREHE CBFI=SFPhEsS
glycosﬂaﬁ:@@ IC‘EBQBEJ Nf\CD_ﬁ'S1@;&&%T%b§t%t¢!a|th§ir5f¢%m and
progreﬁ@élélliﬁ{i&a}tqéi&p o'g.ApLQl_%L rERN e (i“@'ltfas?@@:ﬂai Gs‘tises Sy RNAnine
. as . expect e LM ;€S3e0L) Akl Y CONRLELE HER293 cells with
S“b“f’t”‘b”r%éf’%cc’tr?%uﬁ q(l]ﬁirg.erfﬁ)e? l%i}&ngl arly F{@Q\%‘f_‘te}ﬁt(% 9‘{;6 ejc;l
murine [NFD- 9* §Emaw1 PRFcBRGr et AROTARCE=CELTS Wit ‘BEINACT 3 _
DR5 mugint FgitspBaysi R4S sitgmitfi Ehamt ke GPeAPINEET SERSTHRPFyE=uct:
with Diﬁ—gmzwrh-ﬁ%! lackEigL ﬂblc@e&ﬁdeér)i ga\fiiéﬁr)he wiakesygptivity.
Cotran%cgl}%;}-rivgt% 5{3@%&@%’ GRGkSBRSddhbVddasycd10 ARRBLYYTRA lthe Dr4

5-pancreati ¢ 10_£ancer, . <l anomm £8kle activity.
and DRp i"l‘?%%’fr“\%ﬁ Ie’éceﬁécdgﬁ %A‘E%S ‘%{ iﬁ#%o éédgl %éeac hlycr educed ¥

sensitivity in 2/3 colorectal cancer cell lines. By ‘

£0RE &A%Y, of héanrafeebhornoftuRSNstnmes He284Fncetd of \ifhehsiin,
lung, NAGT- 48t R¥bed), dedtQhne BilR) and ﬁ&hiiryi dzy fhglh he Hodgkin’ s

OROL SONEL a3&, nal 0L, L ONAS 1108 of Tk Borcld

Lymphotg %&fpzlraV , P rllghgjf ggt‘?&g% %’%p F’%I\I-Glf orolg:lc79 q:elrés;\?\gt ham
(GeterppRRtT>4% f8F "eSF NASTES &1RRA i’d-Hof 15 affect -
HowevesepsEidyFiopat rubhet I9F dEg- SPOE L TR r OF PRk TR &0F 1=
lobulak NHebid Gfncest BUBOSPAr ing ¢dticgr abd3)iféBecause boehl lymphoma,
showed CHvAROSHE: ;N Us S LA 1R8 PRI L NQofs | Jilit Al LanpaPOIEASIFIA expression
leveistgﬁ]cnr‘rg ugllgmt QD&QQ%_ él?c‘tfralo 1%' gﬁrﬁ@&&%i’ng( M@ma@ttz@,lsuea. The dynamic

CI'énce, , , ese studies sugges .
exorest g ob ZHFYRBSYI 4 Fo Ty MO ARy AT B oo AT
other stlgned isngyisiy owghprdvéde eFpLExPHIRETES pféirhen%i?}‘-lg‘r@ng tamors
with gléaRsfeabiariof tHREA8/wakls W th ppGal NACT- 14

reveal ed cell death when cotransfected with DR4 or

%@m%‘}gl{?&ks?ﬁ%ﬂﬂ aled -k &C ePLRk Srd1a8: ARG thNFRL ekey
e ce

el "’-1ntrijnsic pathway. agoni Bax; LBLY. ™
modul ags, EREFROPEC bh Gl 1?\1;%@”[‘? f‘fxbﬁargg srfso I(:e‘?:t | %no(li !ﬂg’r e%%le?)éi _Lhe,

conforppigph/ PRAFITSENS ETRAET 88 (RETTEEF sPANT et “T1néS
and sibiA68g neetanown(HeBa et 413) BiardoPARTUBID2 ahiPOPL- #805)/
HaniscBanBELealchen Cated nema2061)g. Gmeddkplidutti deribit glrpegtic
altera%%%&ﬂ \ngyyctaﬂ 1@0@%', q&e@gﬁtgagﬂ%e %ﬂw)assd»cﬁate.&t al ,
e Vel exE£§u335| 0%'35{1%' té'é%@rsdflp?ctg?lﬂwﬁ!54795(31999},~

carboly g kSO I TRAI L. The. ef fect of si RNA kngckdown of . = o -
Dube ol NERET- R - OPTISUP LSS ORRT - ekid ngd0y Fuster =& at., Nat. Rev.
CancerApD2RE TRAPE-. nehad etoayas s ea IFeoR e s [ afg LMHoR tPENT I S Ay the
homingdDbDtin&e ksl d eangkertiedsitab tdf contraliss{RpPer ot al., Cancer
Res. é?%%é%%b& 1B l@%ﬁ;&gﬂ&m&d :Jy, Genplet eﬁibpﬁlwﬂd&get al.,

0 caspase- eadi.ng. t. v ; amples
Ca‘ncerc%%spas%?‘-:@gqén{ ST pazge'e’-lgxgj(fff|gan.c;C %‘%ﬁ% .geoé}?rans%czﬁ %E]_S e
from awiHeERsHalERs SPRRIX FPeve ﬁ?"e"&tf‘h EEREERL ST °
glycodtmaciodowzyed ppRPGRENAGT- T lidinpSieier capf| ©18Fettat -6 n
sample@l,— DrclgdrlaScallis pana ek edbycimbisnuatmd cell samples.

Apo2L/ TRAI L-i nduced processi ng of caspase-8, Bid,

caspase-9, and caspase-3 (Fig. 12A), and stinul ation
METHODSt caspase-3/7 activity (Fig. 12B), The 35

Apo2L/ TRAI L-resi stant RKO and SWL417 col or ect al
materigadncer cell lines, which express |lowlevels of

Cell ?Lg\%eh?%lééggg‘g%ég%fﬁéggY%gm Zcfuliml:{)n {i%%i@b%ﬁ%;&ﬁcd,hearlsbad.
N - i lier (L
), RERLIERSIAL 1O ERYTHES T, ° TROAUT See th*el]?Agoz ITRAL
ase
activation. 40 Caspase-8 activation requires D SC
assenbly (Ashkenazi et al. j52Science, 281:1305

(1998)). Analysis of the Apo2L/ TRAIL DI SC (Ki schkel
et al., imunity,



10

15

20

25

30

. 35

40

12: 611 (2000)) in PSN-1 and DLD-1 cells indicated
t hat knockdown of ppGal NAcT- 14 or Fut-6 reduced the
recrui tment of FADD and caspase-8 to the DI SC, the
ng of DI SC-bound caspase-8, and th 5
wo%{oﬁfﬁﬁﬁil on of DI SC-associ ated 45 caspase- %cgfr?zsiz/or?gmsﬂs;
a-Galilmc tWagi byrdn8hed pixpm ghlbioghenBiapgfl, alheyhher 2€@rioxF] (including
etopoe{d@08%) FtalrdspMirO0 ¢LH2 21ay sRéE MGRAOK/(©8118bis,( FD)g.
12C, 12D and fig. 15B). Neither ppGal NacT-14 nor
Fut - 6 si RNA. subst antially altered the anmount of DR4
Celi “WB”T)REdﬁ’? tHE"Bi'sC, or the dose- dependent bindin
A1l 1i9f HNpRLATRAROTSG oCRENLItRY (ID Feget | 804 WFRERODxX BT see
suppleldatil dDRG amck BRI Frol 2€CC forgnemk 5 B3raamghdaioa @R‘J?lmany) and
cultur& QWEloc ThldSs s 53% P%i@!flélﬂa &%15&1}5&5&3 &1iel 180t h-apPRALLivated

fetal ﬁoqugé’ds%lm%tl,e w&t gfdt m %lfic{ %?tL §P%| Lll%{lt ac'ﬁl%lblotlcs like

nsi,st ent

L
1573) v4use 2pan ebtalingd ndors ﬁ‘é% SPENTRERERt 1€ otq08| BFiReReNiSt podified
Eagle'< @lefiunS mifraceer@xpressi ot v¥s.t hee coghabeyisitforalmpgpt CHO cell
line, 186CRH0ONwDR¥-a0h BRS: OL . ARESY xré@eephot sElstth mnd

DcR2 (data not shown). Furthernore, nost si RNAS

agai nst 10 ppGal NAcT- 14, Gal NacT-3, or Fut-6 did .
cell vifhilifyr B3aFRFeRRPECDE TIAYaNd DRS on  PSN-1, C170,
To detgmift BCI0 dfok| AL TRATRSCRLLTwers PRANAS. 8 FFréptisaty in 96 well
plates dab Bsieablce aanteer £as 4 indubR4nANHeDRSe fedCcerthaterogieirant human
ApoZL/émeﬁsll(fa&xegé% Az!gx\&\e%mggheﬁn & RNAS agatnstadehe a 72n

' 1ncubat1.0f1h %nzwar%s t{h.rﬂlgl sl?llbt' e OZL/ T ll'it%nag%%)ed @B‘P%EQ%J ?P:Lerce}

Ing r eye

o ColiTATRCHI (FEIGHR f E S S DRSS R pr s & T
wanufaftyretiisnesEochianbedr ceiﬂar\ya?e@llts SXPRENSRE MEF eEFPSRBIe AR teast
three ek firedow subjwched High agictl FH3Y dyeluy Sing, immramddiete sensitive
cell 1@.%.@@01&@ e@edméwsﬁﬁcbﬂsjag%t%ﬁ;ﬁt%ﬁl ywz&ed 16Ei<0. ofl 3A)dependent

experlr?&ngSI iggen:] a?l t(%ﬁWSI te%bgl%ﬁg eogﬁg&&qc%gé %dcell Jdlne as sensitive

di
based g (ERRCARLT | TCBEEGPY Gars. JPRRIe VAT o M ST & FhojRogs/ TRAT
concentaagéqrenden a2t experd rﬂr@?ﬂr@e@n%a}%y%ﬁ%imlbég%ﬁm variability
of theGabNAC EneptaBlesindfice@akn pigkieprmplientofexBRENEGD of Firgpresence

of 1owl3e%) 55>S U&Q%§$ | 9GO bk eghmmdi fhpabiion Wb Ghaeersdd @s flow
cytcmeta'lc analgy:i.s o&hghe a%%ggl g&%gm%lal\@c hgg'lrﬂstgﬁ octe%.llg (adherent +

atTon nodi ri nes reoni nes. Usi ng

eroarizg ko HISHY B5THSE) SHEGPBEEPhF ol FEELIR8Y 7 or
prediction of potential 0- 25 glycosylation sites

vl croakdal t bk L aisMaE TdaS asl Waek 28eTnsiees/ Net Od yc) (Jul eni us

Total ©L1@har ﬁzy(\:ﬁggl Lé}gs)éed 15: 10 3nfAR058] ) ge8 itglent i %) €dsing the
m_asylv?ltsu%%grg |)ons in ?e ﬁgéommn Egeras_,gguegh%e 9{;11341'3?%& fo

and "gRor vari ant
Qllgon‘Fﬂ}ﬁfaWdBRS‘lC%ﬁHraé’St HPt |GF§3%1Ph| (LR é???é??%ﬁ?z Santa,
Clara, SP) | eedieregbeh L(rgrrgouslit:%@?ffmaﬁhet feilr s Nag i Rey - Agngtics, 5:229
(2004) SegieNte: (F4- 7F)iC OtdrRie ASRad . Seri: BeS, (2dve) seEorthed0inage files

were at(ré.%gz 3314491 cPasmmaddibe QSn b. n e(§.f f%@{::l'ﬁ t heptddikd, hasnfatrern ang
Qni nes an
Clusters)l"]l‘r..*he V[:]L t F.]%enf%lg% tthﬁ mos :erent@apﬁ.w %ﬁpx%%géi? %81? ber.ween

Serines an _
sensitivgy é’a‘?ﬂl‘%ﬁ‘ééstaﬁ*ésifé&t FV&Sy,WWﬁ“FéE%Eﬂa‘%‘FnBF?ﬁ‘%F%SdOﬁa‘? Ees ko =

variatginnfilder Seglencdsdedc pesai withgrninise) vaslagage Seross the samples
being tahﬁﬁﬁ@ﬂ nNes. td&xihgSttonhet kera-these shtesbsilghé beriation over

samnleé ”F&Q&Ea%}l fr%'l':lcp%t bk aa@lél atd q%ﬂ/mﬁzﬁ)ﬁ%ﬁzﬁcﬁﬂfgﬂaﬁg BR%een max
and m:utﬁ) (mgic érﬁ,nh lé' ? e%en.DR %ﬁlrerg Eie! g’xc f?l gggene’s no%p ngqgg both

reoni nes o

°°mh$%%@ 144 (DRSL 5T DRSS—ST) or these sane 5 threonines
as well as the 3 serines of segment 74-77
(DRSL-5T3S, DRSS-5T38). DR® anti body i nmunobl ot of
| ysat es '
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_ supemaér”lﬁt*‘tjl“ief:ﬂs%enie’é"r‘tg%‘ Bstnd [cop yRBhoTRES h%maﬂl

from HEK293 cells transfected with DRSL or DRSS
reveal ed the presence of the expected DR5L or DRSS
bands (Fig. 13C) . The anti body al so detected DRS
of higher nol ecul ar weight (MY, WeirkRzoosm031785
Wog&q}g%é%ormre abundant upon co- transfection of DRSL or >
DRSS with ppGal NAcT-14 as conpared to control (Fig.
Expresdidh coastAickS k) rectbei-abundanserdd.t hese hi gher MV
A DNAbQQ%%F?QdﬁHE%E%g ?nﬂlg%ﬁ;ﬁ%@ithg’nwa?y Pcﬂl@@l %&%R%@A‘gﬁﬁ&lgd £rom
npo7L/FRRAF | SERRO1 oG BN Wi DR ohsEs %s-%rfépmsm ‘plasmid
DCDNA3 dlo AT iddores) t Hetiwidnd N (7@iss WEPrQ T/ 0Dips ponstruct was then
subjectR@T/ US20&6GL031 78 te€ ONBitpgatesis ThigsBichesad t Musagggesits  kit,

Strataééﬂ@; %zhegetﬂle:geh:%r MAbandsnd apresentnd: KHayaosyladdd pasepair
alterai‘fz_%r gB 11l the ?pé.onggl {'}ﬁ%-{o%o sprtg npkgesslkﬁﬁl rw:l.ftﬂ&_{mtéhgﬁblng the

progress [ | T mna eﬁp %|Cteqﬁ% center of the
pmteuf}s@?'ﬁ?ﬁ%yll‘rg?Iwagﬂnésswn% é‘nf?%"n 899% 0Fi D
19bp sgpadeiaidize sererses Thi Pl Fr@rrcesT foh PRBTE ofppPRISROTE . DRY,
murine MEEG?2 93cgebt S DALt IFab trarisre DRSTHRRL hamipba:DRdetaDRBiant) were
cloned orerBE)%DﬁfV%@Lﬁd agd | :&Lﬁﬂtﬁd( Fingo 1BP) ;pr@aClkprbEbior vector

((‘:‘en.ez:ﬁt:e-.cflfr:l tO gi}%g%?al)éggorl %\‘S’an%%t !Jé/ IDEQXL atﬂgrbIQSE %&gr%ﬁé@ml 99 site-

speci i maieert 68) Lo FHFPIE (EaRERoaEeT Uy, et o, mai,
T132, TFEI a5 et itoReiiinh pGARNAE TrerAdvagr Kethy? efHdhc g3t T432.

135, cEhb) deatdnshyntal krdrdh€eBR4n amto DRBXzGNStalliet svikCceppression
constrdIRd S+ o@T%goamitQtthcs hewedusdsgnieh-t Canhd yih €8s wacti ‘15il£1yas at =
concentlratlonnaéfo r0I gyu&} vkeligr Q;El Lxls Sg%%p@ﬁgtlé’l r@gﬁeéﬁ@la@ﬁ 2r szg of

ancers of ancreas
eoceIE St UKo B St P Bt " Forit ROl gqRT oG  ookectamins
2000 apsqrghesTecoditapl BReda ﬁ'@@ﬁFNA@F@HQFOﬁleéRweséu GRR bEchpEion.
cells itk ofubjyaledes apaebersmangdsas. 500 for nost cancers
Toa@jdn@}atgo%tfr@'hr%iii BoARGEY S ppbd Gacd-3E) ang HeWeMES weBe cloned

:Lnto '?tllegm nt %%%?Jal‘)f végz%rt uf@i nt?@:gpl e%—l’lgﬁ anthtQ:g fxregg&vn.ral
I'n | obul ar breast cancer to 30%in % cancer

in Packaging

cells w@verexpiResetdnsois PplaliNiebeithte SOl vaneer Samphemnts were
isolatd@dadiRNEEL@% P88t ideVRls Al tddanak000- telid aleme with

1Om1crc§9})$l 0190r15f§§591gnd£&g.099c{ I‘@ tllﬁsyé'&rlf-gégt:l%n@gé;p at 2700 rpm to

pressi on LN ca er SU%%%SIC%SE to yselectlon

0
enhanceﬁ rﬁ%“&éﬁ% F&S’lb‘g)“g‘élgs?ﬁnsau StRer © re a6 enzynes, na
with 205c599/d¢ RFEPAI=bi omarkers for identifying tunors 20
with greater sensitivity to Apo2L/ TRAIL. O-linked
SiRNA @szgxaaaaddrapéﬁytﬁﬁ pAsdoeerAt ructural diversity, and

The s:.g!l&s é:ﬂ@%ﬂ gSE§N$%| qus%ﬁﬂ%gﬁzgéls 3 oﬂ:a%a@%”@ aqgnPE[SaQQre des:l.gned

ey neludl 0g, CONTOLIBLL Oy ovsiop crireria.
by Dha%fﬁ‘ﬁf’%g FORECEr &7 | BkiHg, Hal P s ?NSFT %s ST
selectefd hegieprrs Werk:si gnaling activity (Hang et al.
sicalNBiTony g1) Msd. caChemcecA@cGoPR-gRO05) ;(= 2@4mmﬂgcw NBi ).

siGa1NAReNd (2)36% 143 ch 20 rccbanc etac el |(s10fh ersrexhi btie)

: sn.GalNActFa'gTB(t.L 5 ; aé&%ﬁ@if&&ﬁ%%@@f—&‘fé@ an OE ! | (% 16 rl\ﬁﬁg_ﬁ)n g

at e

canmagt 94 ARG el o CaLRENIAr ALe, ANLL oG0S
siGa }tcgr%)clzhalfseﬁ BT M BFOBAYS: *Act’; 1 67 i d¥o)
siFut-Diibe St CEICCACHRFCCHREFIA-BELY 3Di é?éo’v)er(ﬁEQ 494*7371?)2005)
siFut-d-Usl e mtccataceuistcuafedTaCances;215:(BR6 1p 2008)) .
szCasnaQegéyQOSédAam@mT@ic@mmGaam k' i@porbamns.2iple in the
siRNAS 3w%f*:e ure tu%ub]?eelsl:%andg S&Qﬁig{;f ggn@lggﬁggg a%él transfected

asli S

inte o GORPeS eyl ia AT RO, TETETE Plodh)ls W for cach

SLRNA. FaRE durkexat | ageii@Hne crorRESTICL Y SSWepqngD)grmagin) was used as
si gnificant subset of prinary tunor sanples froma
variety of human cancers s¢tows el evated expressi on of
the 0 glycosyl ati on enzyne ppGal NACT- 14, i ncl udi ng
col on and col orectal cell
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35 sanpl es, nelanoma cell sanples and chondrosarcoma
cell sanples. METHODS Materials. Cell culture
reagents were purchased from G bco (Invitrogen/ G bco,
woSiblshad,  CA), nontagged sol ubl e Apo2L/ TRAl 886031785
prepared as described earlier (Lawence 40 et al.
a coniiai.  Gds, vFr383a(9B0LYJ |, vaihe @1ﬁquﬁk@@1@€f%@@@sy¢wrmen} by
reversé nttﬂabbfdﬂ:l&mﬁe REyte RI1INRr20QAAH2 215 Euddedéldn2 Q06403 bi85p1ated

lipid- %ﬁgﬁlﬁfﬁém pa&&@a&%@%%o%Qgiéiygg%@ma@rago@%rgtQserper the
| U
manuLacerer 'S, BRER grm%%i: cf? E ‘—%13 RSl 1%D S&F r!ie%i Py mRNA

Rk R NG S L = S S A A

staurofdoginan dme snandicatmal o -Atinifer sriskeid ity wgptenentiak 4, 8 or 24h
for wedli-A)b1WElLa0kiial ned from ATCC or DSMZ ( Braunschwei g,
CGermany) and cultured at 37C and 5% CO2 in RPM 1640
...suppl emented with 10% heat inactjvated fetal bovine
I“h"b“é’é’gu‘?ﬁ O RPEGFal e P 10 © ﬁ#ﬁAﬁEPES wi t hout
Colo20qrelbi oere IrPikee penirepsdricn/ 3T PEpRBnyRANADQ J 30 graf) for
72 houl#IDmYORLG lbihtetheel vegre( eailabay inusier wERL ph@tdhH73)lowed to
adhere V&%&ezﬁlhaex@bhﬁil@egtilrloahﬂtﬁgcp@égéng&Iotfumd 1hipEOO90 They were

o' ' [ te i :
T
subjecied) £ EHEOREEY) g%%ﬁsed fromDr. Monty Kreiger, MT

(Boston MA). Cell viability assays and apoptosis

. Quanti®sey ®cr15 To determine | C50 for Apo2L/ TRAIL, cells

GalNacMBL € a&hatcﬁ%ald% ir 't%ﬁs%%h?c | By A8 YRk 1&}13?4 e§area| Lowetes by

re.d QL,.24 hou aEdthn reated with
1 1
quant:.ta%:.v r;il ﬁ'ngcn uﬁu % ara et : %ml cr eéréri's.:hsgcrlpt evels were

nomal“c’*&ﬂcéﬂt FEﬁlB?i’ﬁe"‘%F‘ﬁ’iP% 90 FGFTT . 29 tTEFUE ST Aye  expressed as
normaljzedubatbieeriont veyuager e2tfien Bubpetiele: teeta Fpabiis tdpiNacT-14
{caty: assayzes1 Mk amsay, (Bearee): aeaffehbdlibersaGhD ¢T3) and GAPDH
(catd: Q@H&Jb@s&‘&@t RhlsM aRld ki 108 SAYfREAREMD er @SyP
the 20 man ?acturer s protocol. Each cell viabi rlty
experinment was repeated at |l east three tinmes in |ow
TmmunonrgCipiFation - Hi§heT™L 596 FRSTYSEF T R PHEET nedi at e
IP: Anbe@ePil V@ELGelANTCT | mssayae def | Fled23hf) varitabPy t(pel and 467,
arce abekween vbheelrCh)s a8 wfidependent, erpardcB®ILS WF. 12534, and

5o m&%tzmam An@%ﬁags megb FeEHPa W defdnbed,, arLel hsihbN&c@Stor-Fe

usion I ! Isveas art ens Op 1 at a cne T

i 5}6]57 the ce?jrg g% thHQ%L%E'EAI %&ézf%@og%{gnt(?é\ﬂ Son cional

an“bc’do‘ﬁsi Y67 e W%%fﬁ%ﬁ‘h‘%dﬁhﬁtﬁéﬂ LSERST P e B%f%eeaoﬁ’fgated ke

agarose/psindi Fia yImmpforupe Erphgdt 6f Ia‘bob*tvéspglqma*a@@d Kif (catalog

number | Aadepe reent piexper TR NS iGPR4 ¥ 3pLeSs@fAcentiobrd awnE)0. rblgpclonal

antibodMBE SUs:Ri gl (1%@0&%@&%11%@%@% Sin\VaS s €l Udilihddredi fA¥ations,
a6 QUELS b6 13 1m§ A3 kS 10618, AYGLAGEPEECHNLAUSG umbex

were b;ifol%::???/l us:ang

of "harveste eren
21217} T G- S A RS aCIRE *"Rﬁﬁ%ﬁfiﬁn\/wﬁ%@rﬁ?ﬁﬁﬁq ﬁ?&eﬁ’ﬁ"?sﬁmeﬂ with
anti-FIREcragaipady Hieor (Hiorak i on asdodiaed dRtddpstls. Tewafty. 12:611
(2000) )celrkddeaexdNAnatas pirepadsed ak romvitist € ateedr-ided | r( Soen/TRAIL-

FLAG J.OSMasym t Besc RM%@@ymlél (kgémgen) sups@Pel eeh CRNAs /s piIsc

was., par ed and bridi zed to Ligonucl eoti.d
immunopresi :Lta ion als were R?J% eBcribed, exc t that
mc oarrays ITEtrI X I'ncorpor at

anti-bRdan{4F735 aéldaraé‘tlcﬁ')s aés@ésc‘}“?nﬁéﬁonﬁ? eViPotRI S E(I—B’F’Fefraﬁlr%ﬂY
conjugaged gto | adggpse Rey. t@en&tivespreBipPgtiq Oguyce Yaueh- etJ. Biol.
Chem., @B0; 19@bi nzo€ancer Res., 11:8686 (2005)). Scanned

wB: 5xidTBGE L L,&_s weeT Goanakyged sy t—,hwéiliNggﬂleg -Borl Rvai kmock-down
experlm(eéts,y Xt)réresgreatlerdebug’-xe n 1@%&%&% SJ?EQ\&S for 48h followed by

Apo2L/TRAIL for 4, 8 or 24h. After the indicated perlods of time, cells were

62
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Cluster/TreeView To identify the nost differentially

expressed genes between sensitive and resistant cell

i nes, we subjected gene-expression values to a 40

woY@bahien filter that excluded genes with Wchig¥Blosnsirss

variation across the sanples being anal yzed by
washedtigsf¢ngoIoPBa =hé| dsehdmnge® ntbabicloatenvairiag ikypotypde lysis
buffexs@mp&mempmmgpaf isngLo aii ocrof 1 s ard1 D ofmEXYATRRY) 1amed DrT) .
For eagﬁf &GeE y@e WO L R o agé&u.(dgaxrgaﬂnw JOHdlthD.S on 10%

ed ne S _an enes_not. o
or 20-RieSELine yalues.and gxel ud ng genes, not, obey %f‘i@%lme
me“‘braIB‘pr‘%"é%F’cﬁ?eﬁ st Fefetllafge r‘?ﬁ“‘PWeF aferer MTebRieti By, YA in 10%
non-fatpNALE r eqpient fdhcedi iy ppGal NACHatI4n weishe Hon g Linany primary
antibodiBBA g6l athif 6 Pas AP0 2LETRAL(15e08d,t R¥® Gebbitl bBES caspase-8
ant:.bo?nd(ll nS& t %ﬁaﬂhﬁa&)he o PL e%?deQaSpQE@§maﬁtlb%dQC BAA3 (. 1000,

vitr ta

o) iRl P RSB o b 0D o R EPER (P PRAL i ons ancibody
(1: 5°°m§f"ﬁ@é‘h§ g“@@ﬁ“ﬁ%cﬁ%‘ﬁ@’eawa‘é‘éﬁés%% I§apta Copr Blapeheylegy’ -
Membrareg genvewatleedsitRMA tSimberwithufBht/s o Pt Teeh 406 Vioibliecubated
with tHASepattiveabdrofida=0nNSonlGgdthe FeMARCRrioN ogH8atdyOant ibody
{(1: 5005 h%zétlagg\miorwﬁhﬂ?ﬂlt Qﬂ@%ﬁﬂaﬂngewer@r st.a%le@ %%‘ﬂﬂeﬁ% times and
develop-lége urﬁryrii-g?t %ceﬁpa qﬁl‘%ﬂ.!{ es !er?cgaegue:qggzpmﬂ B\Iﬂmg nexposed to
Kodak RofRfeit¥%-f or DRSLong and DRSShort, DR4, nmurine

TRAIL receptor, DR4, Fas (variant 1), TNFR1 and Bax
Flow cytlgidyy@icsal=}yyere cloned from cDNA pool s and

Surfacé %%?1[ sggo | g!f Otl-Eehg‘Np %m@igp fl%§ %gs V%QE%% D&%gnée%%MJ,ned by

cosyl ation. nutants o
tloresq 8%%("5%&%%/ §tt EOTEPELI I nﬂ?“é’tgu DR6? ‘fa&b’?“r tlow cytomster
{(Bectony REEGRPITE TPHREP AR E¥%idie FanMASEX TA) ( TL30,anf1BPE-1 cells,
transfelbbed W32h 1HhE3&Ateor sfRpe tdir agini nerd etalad nechieSigludSprimary
antiboMt'@@T&r(tIm;) Il 3%z (Lid2.pr5)b35; m-&lé‘eg)tgs -Ebﬂiﬂ:%.t!.eﬁit.hbody for

1 h ait. rQJESf %%Eisogqge'rﬁt QLRG3 6Lk ‘%Btsh aﬁép&?n%s'l%ubated with a

£1 NStrUCES roapoptotic npl ecul es were done]D 6
u“‘“‘““\ﬁéfrl‘ gﬁ §Fésc%ﬂj goe c?or?’é"é‘ﬁt PREY RS BoBPUHGY waP T o8eY ¢ figekeon
Laboratgr#ng) o Eoti0c bl Fcdf - 2. Tragtst ppeatNARE TE4y gytometry
using sa FY@ECtoribgomilpelcyt@edtdes. were transfected using

Li pof ect ami ne 20 2000 according to the nmanufacturer's
Caspassoggga%‘ol Fol lowing a 48h i ncubati on cells were

\ ? jected to ag Ft osi s anal ysis. &ener at e S
Caspaser 4 1o 0F Tl COnEE FUCEE HAGAT NNET. 1 0Pl ThupaiFees JaFeer ¢

HEPES ol @rfed 10¢ mMoMaHe POCXISPeF¥EEr oVt BPT™Ay e€ti6r CHAER offde éh)™M DTT)
containhgh1td t @ pet rtovi Fahoragapsr ngdrahds wemeviperer ahedvity was
measurddSédi@ iR (INXcARRO highpaleaCelk 14 BB POLdAUNIFr@Fron DEVD-
AFC us:l. %l ESMXE Slatrr % '§Ic%%t %gué‘.!f%l'a&%rcékcﬂwnkﬂ; thﬁc% fand with the

nvitro ernatants were 1solate
205- 51°t Féh%erreB ’r F%dgérd&88‘*?98‘8{‘%r°§et°aﬁ%ﬁsFsa%ﬁlahii’ W't B9 oFf total
cell pPrErgiger b‘?@cp.ﬁqm |19br @ﬁ:gacgqﬂ |v@\ﬁees% iz 4§ pl of caspase buffer
(contaipémt npé wyativoramstiep at 2700 rpmto enhance
infection. Follow ng transduction, cells were

I o ctlan h 2m crog/m puromycin. 30
carbmy%r%ﬁAa%fie smnogﬁé t%%\rﬁs %\clzﬂt %on protocol s. The si RNAs

Monosacgharifigt “p?ﬁ‘E%ﬁllRlA‘é“r P%  PHCEFNACTESecdSFasr B afthipRs after
hydrolypes erite A nogk- blyaimhaer IveC bhe (thad¢appetncapsCEpatispmgras carried
out ont heiFichEppEitamprs ekeeddmon=Ghd t e:rg}haneﬂébemanael ggidexchange

chromatSEHMER GEBL NEY Bo o2 t,z\%%@%‘fg(é Lilii& gf)e t? SEQ 1 D NO 15)

€3
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si Gal NACT-14 (2): 5 ATACAGATATGITCGGTGA- dTdT 3'
(=14-6) (SEQ ID NO 16) 'siGal NACT-3 (1): 5'
COA\TAGATCTGAACACGTT- dTdT 3' (=3-2) (SEQ ID NO 17)
T-3 (2): 5° GCAAGGATATTATACAGCA-dT O 5
WO ?AG%I\Q?SEQ 'S NO 18) SiFut.6 (1) 5 & Rs2006/031785
Animal:CaMCCGACAGABLEECAUAAEIT 3' (=6-1) (SEQ ID NGO 19) 40
Female Saltlﬁyztﬁ:cﬁ nﬁaé ﬁceA@@@ﬁMMMAydﬁI 13&::3:65,61&) TU8A) were

accllm%%%c;#g?ge%%’s %F? 350 §n5i %aglllty for & mlnltrll\lﬁus cf 1 week

bafore \%Llacéecbﬁpcﬁ}g?éﬁneggald OG&BTJ.% éke. & Fa@erlm&%tasll gl?rocedures were
approves| Py diruehiesh| Ess it tahsieareFare Mo {55 Comd Pt il AFATC) -
Mice weel knddunesedat.a Wivials eonCentilialtnoneoff 2619eNEf orupeacind RKO

or 20 8l BNAceBIsRNAAURE eX88: AGBE NSln=8 AOBnt &:@8LdA0cells (American
Type Cﬁ%%?r %gb%elgg qu[;ac%r)\or\/\%ag‘?leeqtegt[sﬁ v@%e V\@oglggt?édo 2};%'15«37 digital

contro s were t
cexipe, ot PBLY SELART nEBUU0SThVITFBORR By™ Fovarbel Tenst
(B=widtihy Bn 911@0 ttPWS\m@Cée‘% &l ratugp eefadded -i #P IS UE pefisieorprporandonly
grouped h@dptesgdmatte hdnkhipte><i RNArgenptexesty Conoentitat vansle or
meLﬁﬁ@fLHkpq&ﬁﬁ?ﬁﬂ}ﬁ%%Q@QgW@Le4aS per the manufacturer's
protocol. After 48h incubation, cells were harvested
for MRNA 5 anal ysis or incubated with reconbi nant
human Apo2L/ TRAI L, etoposide or staurosporine for an
additional 24-72h for viability assays or for 4, 8 or
24h for Western blot analysis. Inhibition of
0-gl ycosyl ation with Benzyl-a-G1NAc. 10 Col 0205
cells were grown in the presence of Benzyl -a- Gl NAC
(2mM or 4nmV) for 72 hours. At this point they were
replated into 96 well plates, allowed to adhere for
24 hours, while still in the presence of the
inhibitor. They were then stinulated with increasing
concentrations of Apo2L/ TRAIL as indicated and
subjected to a viability assay. 15 Quantitative PCR
Gal NacT-14 and GalNacT-3 transcript expression |evels
wer e assessed by quantitative RT-PCR using standard
Tagman t echni ques. Transcript |evels were normalized
to the housekeepi ng gene, GAPDH and results are
expressed as 20 nornmalized expression values (=2-t).
Primer/probe sets for the Gal NacT-14 (cat#:
Hs00226180_m _GT14), Gal NacT-3
(cat #: Hs00237084_m _GI3) and GAPDH (cat#: 402869)
wer e purchased from Applied Biosystens (Foster Cty,
CA) I mmunoprecipitation, Western bl ot anal ysis and
anti bodies. 25 I P: Anti-Apo2L (2E11l; ATCC Accessi on
No. HB-12256), anti-DR4 (3Gl and 4G/, ATCC Accession
No. PTA-99) and anti-DR5 (3H3, ATCC Accession No.
12534, and 5C7) nonocl onal antibodi es were generated
at Genentech, Inc. using receptor-Fc fusion proteins
as antigens. Anti-DR4 (4G7) and anti-DR5 (5C7)
nonocl onal anti bodi es, used to i nmunoprecipitate the
Apo2L/ TRAIL DI SC, were conjugated to 30 agarose using
the I mMmunoPure Protein G 1gG Plus orientation kit
(catal og nunber 44990) from Pierce. The anti-DR4
(3Gl) and anti-DRS (3113) nonoclonal anti bodies,
used for immunodetection of DR4/5 in DI SC
i mrunopreci pitat ions, werebiotinylated using
HZ-1ink Sul fo-NHS-LC biotinulation kit (catal og
nunber 21217) from Pierce. FLAG tagged Apo2L/ TRAI L
was prepared and cross-linked with

T



35 anti-FLAG anti body M2 (Sigma) as descri bed
(Ki schkel, Imunity, 12:611 (2000)). These
weaTeXperinment sswere done as previously described for
Apo2L/ TRAI L- FLAG + anti - FLAG DI SC anal ysi s
t.oa methcidnﬁa%hkglgjc‘?tﬁflga%? ﬁer&lté‘rrfn%nts a asm(I)naiL/\:/Learnetlss Coffred Tt SeTeLe
to ApoZL/T&éITd@@éY@%éldeIe%@éﬁiﬁlsﬁﬁ%ttheaﬁ*ﬁp PR4 (4G7) and
exardniig DRE (BET)Lianpnosdwnalr artilbedies er éegprlectipyession of
GalNac- T144Owl@é}@hﬂg§<tp@gsstl@na@ﬁrsa$@ danath| 4i mntrepr@divpi trati enid tissue
or cell %\%ﬂ) g 1%t S%IHSLtI]tre % apop%gmﬂlng%négda@'ll&ﬁq;o@ﬁ ApoZL/TRAIL
x105 cells per mel were seeded in
polypertiqg ates. For RNAI knock-down experi nents ceI I S were
treated with different si RNAs for 48h fol | owed by .
2. The mefpoRlETRAm florhdiei8 eriRsixpraftionr phebdlfarateds examined by
detecting REpEOAS oOfort CaMiaceeld srmere 62 WO 2007/ 022157
PCT/ 11 S2006/ 031785 washed in ice cold PBS and |ysed

. The me%%l% Triton Xﬁ%%o%%on%%n%x%%igylggt QPICQalIN¥§11§4 nyéﬁrmlned by

lmmunOhlStEB*Fﬂmasﬁayl m\/| DTT). - For each sanple 40 pg pr otel n

was separat ed under reducing conditions on 10% or .
4. The mettd<2080gmadi erit:rGRS pohyrdcriyd arfiedetgrelos. effftiping expression of
pr4, DRS, WW-ANSTLr pliy nLidneel Il oses RippabLanes 1( Sahliel cher

and Schuel ) the nenbranes were incubated for |h in

10% non-fat m owder, fol |l owed b I cubati o
. The me\}"p?ch ?fhélﬁbrpljovﬁ’hr?ﬁgb%?‘?dF tlgs el ﬁgd¥g§l amg?e comprl&s cancer

tissue or gygflis caspase-3 anti body (1:1000, R&D) rabblt

anti-caspase-8 antibody (1:1000, Pharmnm ngen), nobuse
6. The meRRbLA- £asnase- 9 Arkbeody:5B4a62:4000,1s Ml )ganeaddiit, lymphoma,
non-small anidng aﬁ@éﬂ bo%)ﬁ ér;[ 1&9@«;: Phaécmoggm)l (:ert melanoma, or
t1-DR 500, Cayman) or goat
Chondrosa%‘??fnf‘ %eétanO%ﬁf ody (1 200, Santa Cruz
: Bi ot echnol ogy). Menbranes were washed five tines
7. A mamhbh TBS InBc0596 Fwesnsendit henrivredbar celssipt ATt ARl sample
comprising €Spestdpiecper oxi dase conj ugated affinity purified
examlnlngsgﬁeo%ﬁﬁgllad%t ltijgJ\é o(clcéﬂooaam%h@r@cd)defc@&t 3pht$siolher GalNac-

10 v t S C el gln Sal
Tid, and Sél Sequenﬁanceaﬁeﬁ lngI un‘?%%egslsce!{r}c‘é‘ffa{‘ﬂ%1 ;éﬁf%r S%ﬁﬁ ;&Eﬁ G ¢
cissue orgxASERRLS 1B KoUK B DRER Y] o5 > T oW YPEPEL

cytonet ry/ FACS anal ysis: Surface expression of the
8. The meENBdfamidiyif ecepioes: DR4danebRR5 i wasid&ebkar-fiedl iy examined by
testing fH U:85LLNee- &cthvidedi celrasorting (FAGS) using a
FACS Cali bur flow cytoneter 20 (Becton Di ckinson
. The mesRE IATeE | PR Eor B T AT e d Sl TAG, {5, Sxamined oy
mmunohlsi’l@?hemm?fef -stained withl0 pg/mL primary antibody, 4G7
(anti-DR4) or 3H3 (anti-DR5) or a nouse |gG control
10. The m@&tddo@@yclfa% 7 kubt@dr 4Gup:Grlihs wer etdthen aashethawkesiression of
&161@9 i %nréc%%"dplag ed with:assdd HQrceeﬁ_Qeézﬁlpﬁ.gl TO)
conJ ugated goat "anti-nouse secondary anti body
(Jackson 25 Laboratories) for 30 mn at 4C. Cell .
11. The ngspedtferrlahdl Y2867 BY” 1500 EYESHeCry “CUsiSAYPE ﬁ& tses cancer
tissue orCad¢lillsur flow cytoneter. Caspase assays. Caspase-3/-7
activities were assayed at 37C in 40pl of caspase
buffer (50nM 30 HEPES pH 7.4, 100 nM Nadl, 10 %
sucrose, 1nM EDTA, 0.1% CHAPS and 10 mM DTT)
cont ai ning 100 pM of the fluorogenic peptide
Ac- DEVD- AFC. Activity was nmeasured continuously over
the indicated tinme by the rel ease of AFC from DEVD
AFC using a Ml ecul ar Devices fluoronmeter in the
ki netic node and with the
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405-510 filter pair. For the assessnent of caspase
activity 20 pg of total 35 cell protein (Triton X-100
12. The nexboact Slavasiiusedrdim 40iplcoferaspaseatyufrheereatic, lymphoma,
non;small(;y%ﬁgai5gﬂ&gr;00c$%gnDE%$hé&ﬂgiTCGQf#yahyﬁra&;hoaﬂalyﬁérsnoma, or
0 eriv . nosacchari de conposition o
Chondrosaréleﬁc%c%lgﬁ O%dgfsis\?gd DR5 was obtained after 40
hydrolysis with 4 N TFA. Analysis of the released .
13. The mepppdsHcehair deshoRes cetid 661 10GE e GHPASEY dek™ BidEE-Lve amount
of Apo2L/HRIC syiSbemidsi mgnirighaperfiormaptot dakoitlexéhBhgee 1 (SEQ ID
no: 1). Cchromatography coupled to a pul sed anperonetric
detector. 63 WD 2007/022157 PCT/ US2006/ 031785
Ani mal s and s.c.. xenograft studj Femal e .at.hyni c, .
14 oo TR A o (Thd JAEKeOn L4 SRt aat R i eed = @
polyethylaggAylyfer éclgeels-mat ed to Genentech's ani mal housi ng
facility for a mninmumof 1 week before placed on
experinmental study. Al of the experinental
procedures were $ approved by CGenentech's
Institutional Animal Care and Use Comm ttee (I ACAUC).
Mce were inoculated s.c. with 5 x 106 cell s/ nobuse of
Col 020S, DLD-1 and RKO or 20'x 106 cell s/ nmouse of
Co10320HSR human col on carci noma cells (Anerican
Type Culture Collection). Tunor neasurenments were
collected by a digital caliper and tunor vol unmes
cal cul ated using the formula ~-~ (A= length) 10
(B=wi dth) . Once tunors reached a volume of -150 -
200 mmB, m ce were randomy grouped and treatnent
adm nistered intraperitoneally (i.p) with vehicle or
Apo2L/ TRAIL (60 ng/ kg/day) on days 0 - 4. 64 WHAT IS
CLAIMED IS: 1. A nethod for predicting the
sensitivity of a mammalian tissue or cell sanple to
Apo2L/ TRAI L pol ypeptide, conprising the step of
exam ning the manmalian tissue or cell sanple to
detect expression of Gal Nac-Tl 4, wherein expression
of said Gal Nac-Tl4 is predictive that said tissue or
cell sanple is sensitive to apoptosis-inducing '
activity of Apo2L/ TRAIL polypeptide. 2. The net hod
of claim1l wherein said expression of Gal Nac-T14 is
exam ned by detecting expression of Gal Nac- T14 nRNA.
3. The nethod of claim1l wherein said expression of
GalNac-T14 is exam ned by inmmunohi stochem stry. 4.
The nethod of claim1 further conprising the step of
exam ni ng expression of DR4, DRS, DcR, or DcR2
receptors in said tissue or cell sanple. 5. The
met hod of claim1l wherein said tissue or cell sanple
conprises cancer tissue or cells. 6. The nmethod of
claim5 wherein said cancer cells are pancreatic,
| ynphoma, non-small |ung cancer, colon cancer,
col orectal cancer, nelanoma, or chondrosarcoma cells
or tissue. 7. A nethod for inducing apoptosis in a
mamal i an ti ssue or cell sanple, conprising the
steps of:
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exam ning the manmalian tissue or cell sanple to
detect expression of Gal Nac- T14, and subsequent to
detecting expression of said Gal Nac-T14, exposing
sai-d tissue or cell sanple to_an effective amount of
‘15. The megoRLOTRALAIPA] yheseidesa! APRELATRMOY 5F 2claim 7
whereipisa ssiier of -Gal Nac-FiLdres: exsEd Méd Npyl) or a
pOlypeptlét{\%s‘ﬁ%ﬁglfg girlge%%fsi on of Gal Nac-T14 mRNA. 9. The
biologicahif FEH1EE ET2FRRTT WHEFEPN: sai d expression of

Gal Nac-Tl 4 i s exam ned by inmmunohi stochem stry. 10.
The net hod of aim7.further Fhstng 4 he step of
16. The maRhog rﬂfnfj?%%r]g%s"f}}?ﬁeéfl s %p%%@? E%m or DcR2 _
polypeptiGeCEplansing samiub ticssigel bf-28l lofsHaphee 1 1(SEPHED NO: 1)
met hod of claim7 wherein said tissue or cell sanple
conprises cancer tissue or cells. 65 12.-The nethod.,, _ i,
17. The mefthofapm dlaishereivhessiia €ahtereReé] £aré PBARCTRALTE.
lung canckYPboma, — non-small lung cancer, colon cancer,
col orectal cancer, melanoma, or chondrosarcoma cells
or tissue. 13. The nethod of claim7 wherein said
18. The GRkl S @argnexpesedite amceffeoti c@iBlRRIL opbolypeptide 1in a
Apo2L/ TRAI L. pol ypeptid ] i Do ALK S of treating a
method ofy mAPNEFCHAr w§u¥ém§51%§f§$EF°kE#Q%)_ 14. "The né%hod
disorder Ofn Chainmamfawhersin sai dnApGRINFRAIGLS56 Y FEFCFERT| T Cancer,
. linked to ol yet hyl epe glyepl sytLcule. s66dlmamkhe after
wherein ﬁ%%%ogeg%c%yﬁﬁh1¥gmherein said Apo2L/ TRAIL is a . . ..
expressiopolofpépiiae Bohmpts st ARFNIPAEI BEAHNBEP o 'FPFLF T
; QEQ | id) or a biologically active fragnent
tlss?e OI§hereo . 16. The method of claim 15 wherein said
Apo2L/ TRAIL is a pol ypeptide conprising am no acids - ,
19. The 1%% Z%Jlglo%ﬂrgyne 1ngéﬁi)nl Ds MY ll)explé’.ssilfhe rét lrf;cﬂ%ﬁ“i‘w is
' , ¢l aim wherein sai.d_c . L5, af8zn0N-smal | ce
examined Qy,geEantErY G&FITSS°18" %ﬂgﬁﬂgggo# an effective anount
of Apo2L/ TRAIL polypeptide in a nethod of
20. The MOYFACturing anedicarent Lefqus&prBsaiset hed ediNac-T14 is
treating a disorder in a manmmal such as an inmune
examined el dmagndhsordedrergst€dncer, wherein said nmedi canent
Is to be adm nistered to said manmal after
expressi on of Gal Nac-T14_is detect p 1.nati.an 11
21. The Bﬁes%ﬁcF#ﬁﬁﬁn%SiQWEIFF§Sﬁ%lgre%%ﬁﬁnaggﬁglgf %g. f%ésﬁseor =
sample fQftiedidBnd8iwber exanisaitdoex fressimresehotaPRabR41 PR DoRL or
exam ned by detecting expression of Gal Nac-T14 nRNA.
PCRZ recolp-OFfe yse of claim 18 wherein said expression of
‘Gal Nac-T14 is exam ned by inmunohi stochem stry. 21.
22. The JD€ o%s%lgﬁmcﬁ | L& mherekn: sadwk xagknatiamlef said
I Ssue or ce sanpl e further conprises exam nation
compriseforarnesr 665F6R ©F PR4AS-DRS, DcR or DcR2 receptors.
22. The use of claim 18 wherein said tissue or cel
23. The sotPof ciS3MPEh oS8 FANFY:Y 23HE P1q9E! 8r cissue
comprises pancreatic, lymphoma, non-small lung c¢ancer, colen cancer,

colorectal cancer, melanoma, or chondrosarcoma cells or tlssue.
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23. The use of claim 22 wherein said cancer cells or
ti ssue conprises pancreatic, |ynphoma, non-small |ung

24. The u6aANEEr¢1:06l D GREEEM anCekoseciwl aaanfneref nel anons,
ndrosg{cona ce
I

t ch 3 lls or .tissue.. 6 4,..Th f
Po02L/ TR PR AP B B TR ATV SGURL o 2odts TRALS 1 (520
ID NO:1) pel gpeptisderednpe i ldgnamnab- aci ds 114-281 of Figure

1 (SEQ IDNOIl) is adm nistered to said mammal . 25.

The use_of claim 24 wherein a._chenotherapeutic o
25. The usgeRE(SI2HF TadEEFoR = tHFUIV S ePalss adinimi 8t ePpgradiation
therapy itoa$ad dadmmisker@®.toldeidswamfak] ai m 24 wherein a

cyt oki ne, cytotoxic agent or growth -nhibitory agent

is also adm nistered to said mral . 27. The use  of b
26. The B3 ff 181HRr 2t nWE%?e&ﬂAﬁoﬂVtw"%%PE'pSVljBE%%Cdeageinéc or growt
inhibitorlyi aked: tios alpol yeéthyi=reedl yeotamblregnké: 28. The use

of claim 27 wherein said Apo2L/ TRAIL is a pol ypeptide

conprising amno acjds 114-281 of Figure 1 (S%g I D
27. The uRe 9F. chyil RiewheEe Gt SGii4i APTA" & ROSEP T
is linkedApo2hk/dRANthyOkypeptvatd medasists of ami no aci ds

114-281 of Figure 1 (SEQ D NO 1). 30. The use of an

anti body or a polynucleotide in a kit or_an article .
28. The gfse ngRufEcEdr & 1 o"Hetedt &RpredBCéh/ TRl Rac-aT1BOTPeptide
comprisingd BROHE! ad i1SgUR8Drof GekblirsapleEd ar poeti cting the

sensitivity of said mamrmalian tissue or cell sanple

to Apo2L/ TRAIL, wherein expression of said Gal Nac-T14
29. The ysg¢ opfr aliit iNfe "hRAEI B &334 % PESGE/ TR dePPIERADTES s
consists NSt h¥eadiN=AP0RL OS] Sof IMdueeny eHIND Ny : Df .

Apo2L/ TRAIL. 31. The use of claim30 wherein said -

expression of Gal Nac-T14 is exam ned by detecting
30. The upgprodsshoanbibachl RacaTPal yRMA ed2deThi skeitoforcRai AFticle of
manufactﬁ?% Wﬁeﬁﬁkﬁéﬁaéﬁkfﬁﬁyﬁ%&sb@nG@ﬁN&ﬁL%ﬁ&-ﬂ%l%:mhmmexaﬁﬁneﬂbsue or

i nohi st ochem_stry. 33.. The . cl ai -

ce11 sanpie, BTN ORALETAEMLAL! Yen 8 TG 432 BhaCuBlll P an cissue o
cell samphe @rprAesSidRRBILDRENSRS BRI SBONDRD ?@ébp%f%ac—ﬂ‘l is
predictix};?’éa ’c\?lm?d@ s_atjjcﬁst’;&%siﬁ.% Ga |ce$.@”'ﬂe%a|@apl%4.ilsﬂ'&nl$iei@é cbabpbptosis-
: . erein_sai or cell sanple conprises
lnduClngéﬁﬁﬂgFtyi%253K%FJ§§$#§2 35. The use of claim 34

wherein said cancer cells are pancreatic, |ynphona,
31. The NQB2SNA | chHDE CANCEKerL0l 08aCANGEEre60l &F ecffal GalNac-T14 is

, ancer, nelanoma, or cho rc | s or tissue.
examlnedé@’§@Fe?ﬁén%§?qﬁﬁsélﬁ?to S£§§%§F??gﬁéﬁ%¥ manuf act ur e

in a method of predicting whether manmalian tissue

32, The Ohstelds Wiblnbesepsitdive t0:idaRopkeskSoh NACt oMy T12 is
. ApoZL/TRAIL_goI peptide, the kit or article of
examined uh, HREPghes ‘$hY- a contai ner and a | abel on

said container, wherein a conposition is contained

33. The MRl Ny8aid ,gQnt 8 Ner;,.apdnt he,e coEPOSE 140N ruREhdEleTomprises
. a primary antibody that binds tao GaINac-££4, t he . :
examining the expression ¢f DR4Z, DR5, DcRl, or Dc receptors in said

tissue or cell sample.

34. The use of claim 30 wherein said tissue or cell sample

comprises cancer tissue or cells.

35. The use of claim 34 wherein said cancer cells are pancreatic,
lymphoma, ncen-small lung cancer, ceclon cancer,
Colorectal cancer, melanocma, or chondrosarcoma cells or
tissue.
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| abel on said container indicates that the
- conposition can be used to eval uate the presence of
36. The @eNaef T24 Hit T | eEst2GAEley R ORAHMFEIFEN 1Cel § sMethod of

predictin%ndwhé A Ugthons For cusing the GalNacIi4 amdikedyitive to
~ftor evaluating the presence of Gal Nac-T14 in at .
apoptosis dastucohen t JperP2 nilitali arPCePretidy, Hife kise of article of

manufactdfel eémﬁyﬂgiﬁge Of Jmnuf aet urg of ;¢ giyRi136oMhedAidn container,
- said antibody is a Gl Nac-T14 nonocl onal antibody.
wherein 8. TREPUEEION alki EORReEGfbt HOENBT PREdi GoPng net, and the

compositﬂ@%egnﬁﬁuﬁégng!%&ﬁmﬁk?sgﬁtigéd§e£h§tm%lﬁd§9t§eﬂﬁiﬁidﬂil4, the
to apoptosis induction by Apo2L/ TRAIL polypeptide,
label on t38ddkit conprising a container, a |abel on said

containe COMBIAQEs +8RE arHeONRAFIiONce0RkAI BRd WMddhitt S&tdluate the
contai ner; wherein the conposition includes a
presence pof yfatiedtiide thabthyBeFli 78§ t9PF conpPaf g cells, and

instructiG@iNaesd 14, Nebynugt eatdda Lnder sididegent f6pndivdiansing the
‘the | abel on said container indicates that the
presence nFasieFdndcah Be R (0% VEPhate THELpPRsEHLE of
Gaghbp-T14 in at | east one type of mammalian cells,
an i nstructions for using the pol ynucl eot.i de fo : .
37. The GYItatt g RE BRELENTe of GH RACTTT 47 FA =0 ONAPFRe:” St
antibody als lseasinane iy penotlseamuadntdnoael | s. 69

38, The use of a kit in a method of predicting whether mammalian tissue
or cells will be sensitive to apoptosis induction by Apo2L/TRAIL

polypeptide, thé kit comprising a container, a label on said container,
and a composition contained within said container; wherein the
composition includes a polynuclectide that hybridizes to a complement of
GalNac-T14 polynucleptide under stringent conditions, the label on sald
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 polynuclectide for evaluating the presence of GalNac-Tl4 RNA
or DNA in at least one type of mammalian cells.
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