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ASSAYS AND METHODS USI NG Bl QVARKERS RELATED

APPLI CATI ONS This application clainms priority to US
w@e@viozizonal applicati on nunmber 60/708, 677 fi | rdI/BeL06031894

16, 2005 and U S provisional application nunber

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

are incorporated herein by reference . FIELD QF THE

| NVENTI ON Thgsdvav ertl mRRfordesSineDBibMARKSBIN relate to

met hods and™assays 10 detect biomar Kers predictive of

sensitivity of mammalian cells to Apo2L/ TRAIL and/or

deat h receptor afBEiTEP ZRPLLEATIONS. More particul arly,

t heid NNt dAsn heramBb bﬁic&*&@ytﬁb 1§ riﬁdﬁlsﬁrdagaﬁS%@)lScatlon number

60/70%"1!5"1"’;1 gle# %CtAdgﬁl I?Cl'.{l es 2%%&?%hgt %g IIOU‘lélO a?aa flcat on number

protein Whi ¢ ctive sen .
50/508¢ O thnriAF? Ao o 100 el 17 fanfﬁaﬁmfrmﬁh oa»redé’a'fcwporated herein
by refeceptor agoni st anti bodi es, such as DR4 or DR5

agoni st anti bodi es. BACKGROUND OF THE | NVENTI ON

Various |igands and o] g to the tunor
necrosis factor (Tl\n’f&Eﬁ?&% L'PZEFI?"[%’ ﬁgﬁ been identified

i An¢ H@vepEiong néﬁf&éﬁe%ﬁﬁﬁ@”‘s lf@F’latfq FanBstheds prfngpsays to detect
biomanrlaersosmrsdicaatr@rofalspzlnat@‘&il’dxlFoal ph@ia) ign tcehDy HOEBP@Sy/SRAIL and/or
deatH @eteydet agdnitNFaebadill "Ly I@@.E@f@u@ar ,PRAe ) inventions herein

relatley%hme%éfﬁsobetf a(s(fla;%?(_%ltmhcdglde ect mz c] %'—:,lc%socdated with the

and,

GalNacp mlAbo"fl HrPEj%‘ﬁ’& ratdo a‘r’%f%ﬁeldéﬁtlt"é 88 asifigardoprmammalian
cance€DOS&Llsi garkbo2l/ RRGL 201 idgarid reatsorr eferisedaritdbadiecApodich as DR4
or DRBI addRAkt )antibf0=3. 1 1 gand (al so referred to as TWEAK)

APRIL, OPG ligand (also referred to as RANK | i gand,

ODF, or TRANCE) and TALL- 1 (aI so referred to as

BlyS, BAFF or THRAFKCROGER,OF JTHE INVENIEQMA7i  Nat ure

Rewriows, 1294120- 430 {&2@02Jxs Ashkenazgi tandhd) xiror necrosis factor

(TNF Scéu%eﬁfaml 1; 8 31ave]- 3%n1 3Q8n{1938) xlnAitlg enazi aRd.RAaxkt among such

igands, are mor necro S aCcto 2 O or  necrosis acror-
vigang] Lre PRI oG8k Phecor Pl SO OBt Mhnz 7 fact
beta dyf"%bﬁéahe%r'&xe%hotoaxea@éﬁ%‘>F>r éwh%feﬁeﬂ bBERjed LT-beta”) , CD30

ligan@77<Hd7];ligenks| @goetigdnd, , 0Cedol 1igdfH: 48785 0Uige2001)LGHT, Apo-1
llgan@' USsSsANG £ DoV +oBLoOghs a.5g§&3d785x345@45 (123845, SQ)B% di Rfand (also

refer d to Piso%poﬁhlayr ETR%&%?’ %o 3" 11$a§1 %g}%%élge%fg tho as TWEAK)
&

APRILF,I ?lfq 1égar§| (alsoJ refeg‘rsrii tocﬁ%rﬁANKzlf.PaE%ﬁ@?Fizﬁrg CE), and TALL-
1 (alsO3@ferddt| ¢p et Blys., BRRTUGH tTHANR) 673682 .¢19FEhkenazi, Nature
RevieRl OxM¥200s 8L (@boz),; LEddenad?: 8470886, (493} e, ARl inge18ds (1998);

AShke?LZl '\Q{é”%m 57 _8% 998 \QQ 71 O:E‘P%%S%' I(%Ggg Golstein,
anuary %%ﬁ‘#?ﬁﬁ%é“pﬂb‘?‘r 97;

curs ARIEELY T ozt (GEHPY v orn, Qg Rsteadg) | Acadenlic Press,
2000,CirieghepdTt-tehe mckalley | ¢l Cﬁ_elﬂ A4 BP401 - IBZM(D Gruss and

Dowe::(,lggzad Hahperekad (1998); @Hﬂlldl\@d a1188Pr1;1;85Na-t1190Acad Sci.,

83: 18%}9&985) V@%gi%%“é@ Ubl%‘%geg\,éﬂ%%ﬁg 92%9 8 &éﬁ?{ 4%%?&‘1 et al.

1568, - Mbre2et’- “ipeso 329 Bhcel: Loy s b0l 063G EG); 3:673-682
(1995$hu3mwahg st Jal. Lelskbcy T2 BT o956, B59680 1989 ot al. Nature,

357:80chmnei(desz2)et w 97/0keas BEppoiddeda, b88ad/4761792697; wo 97/25428
pubh%ﬂ&?ggr Wﬁkihogﬁghyaqaér%%??é s R E@u?#— DeM , g.505-528 (1998) ;

74: 15 159 ducti,on_of "various
Chichepptirhs $tesp ons%"§ me G%ﬁ‘l‘ed 33T FARPTY Fripmas 2l I

Exp. Msdt,ypss;aamsy 1190t { eoeds b@%h%%%kmﬁ@m@edt oukpaci 199 ; wo9s/4s751
publiGBéd J@EBP QLS. 1998; WO/98/18921 published May 7, 1998; Moore et al.

Science, 285:260-263 (1999); Shu et al.’, J. Leukocyte Biol., 65:680 (1999);
Schneider et al., J. Exp. Med., 189:1747-1756 (1999); Mukhopadhyay et al., J.
Biol. Chem., 274:15978-1598T (1999)).
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Sone, but not all, TNF famly |igands bind to, and
i nduce various biological activity through, cell
waon7azeid deat h receptors” to activate caspaseBCT/US2006/031894
enzymes that carry out the cell death or apoptosis
patdwsayor Safl viewdauet celilular Gegsponseay| neddatpdp Ryl gy, TNF  family
liganBBCl 4086 i asmMRg ihhel areatier Shelir tiiedIM- tee@ptDiic cell receptors.

Some,sﬁ%le rrfogn%iy I’I%g nJL.A.ITTl X?dl g%n&lét}ﬁn%Dﬁtg € aEﬁN/F&duclN’rzﬁgous biological

st B ottty SO AR 1T 505). SR SO S EROF Gy Fgeeees o
enzymgs StHERALRTR put DRE Calkscoleptl e eHoRYPsAs PRFHWEY ofSalvesen et al.
cell, TRALLaR2)s, (DR, DolRRiudest &&pﬁ@tag@rmeﬁ\abé@G)f tHRANIKF receptor

super@glgllép %d%ﬁé:&lléﬁ’ ng ga{tree dargo TﬁFc‘RlDR?TNgf{Z , (;:S:'@f? CD2 7, 0X-40,

Nat ure Revi ews

)
030, AGRichn BT afa LIFP T SETERGE . ~288°71 $55C %538 Plgdajeo referred
to afASTHeGhaki) , aR85 Diadisp, r@ﬁl@?’-‘fed@P nas Gxd-2Bpy| TRAIL-R2), DcRl, DcR2,
osteo%ﬂtot?e@érgrﬁqoé@)ooa)XNK Gab sAei-B, (@46 rretBradd to 878 PRO-E5BRAMP) (see,

e.g., ]%%lznyﬂ | E%J;urgkgiﬂeﬂg R%f g5 81G6 ’(zﬁs%ge”}agmfhﬁﬁ and Dixit,

Sc:Len£@4 %%‘L_? g%ﬁ 16%%)0&1)998b, u%%lkg]ﬁ%z ggﬁgrDu%ltOogurr Opin. Cell Biol.

11:258528B 7808904 CO19GE); FetynnBiet.,alf: 7503753 BiJ{§’I97 CfrdApch, _L___C tokine
Referdfds 1482a7deﬂnﬂc934>ré§£89é0008r aekbaus7etsial; .rocksng .etNakl., cell,
104: 487 g&i), cﬁﬁgs 3%%7 D%:\!vgg' (Bll%%g) 8%53379437405631995 Hohman et

she - “Loet sch ,

. _@Cﬁé?%7 éwa%ﬁ (198%)64 |Broc%rja\11‘s §61 ; Proc Natl.
Acad -(_‘I.Ml)v; §3m3%2h7-é@3?al (19903¢i éfcetl? 288 E@HJQ-SHEWSMarCh 20, 1991;
Loets(cﬂ;&QOét diew se®t, a&h:351 Rreso); ‘Natcha11Acad a1Spicell, 61:361 (1990);

Smlth %t §§3038§é’hﬂeeé 194981)101@9951\" (!LSB@B) a I_lew:Ls é\ébl 1. Oell’rloc Natl. Acad.

st 5 S840 40 S A0 P of T it Cet by T oz0-50as
(199197 19681068 <( $990) ; REPefsors: é#°3all41° Naﬁ%eMallett et al., EMBO
J., 3R0Q0dx50499 (1298)) ; rEhéwdepost | ahe, etNagbre, 390:1Bisel7o (1997)

Ch:.ch 85@1 heZcZL2 %40%’ 3%‘4'01@ (CL%QZ) 2783-92@)‘:1 §£410’ (§§§ﬂnc@an et al.

Sc:Ler_:.g?,] ?87]% %]%—31% 1@@%1 g%gr?e%gﬁ Sci$nce,s£lf7e815 818 (1997); Sheridan
et aRy7:&iigng1 17M09¥ -82EaegPP9’EspcP§eilltﬁtspaftl ety al. Eer Exp. Med.,
186 1vBE- 13,7018&9]2165%]&?&4 £897) ., Marst eisl et 7aioo3 1@ 1(1997) ; Tsuda
et aﬁ' OlBBRc 723l09§7‘ 1096 ({5997 nockavda et al., sBBRCwatl. acad. sci.,

t| n et al 0
94: 62&8 82218&99 ) ‘Pnééi%ﬂ ég Nt ce,V %fs 94Jt '\H[B!m
Stpeh eé thez%ﬂi%sewfom@m}y meRBets §Rafhske tpREcal structure of
cell I eeeptae f amdckyromnbetrz-lshare t beraypliodbr st r gcbagrenprane  and
1ntratce§§ilars'xl££%§ I QCARt @Eﬁeﬂsnglrgdf&gldeﬁﬁﬁmulUg@rsoluble proteins

ans rrbraeandl tr Iar regions,
1ack:|.éllg ungmear&})%l ?.n as Soel].leJ T%e Hiie '|I‘ x%rgégl?t[ﬂ?ar portion

of tmlaﬁ%ﬁé‘ﬁ%? EULRE ?rﬁepareﬁéwal%rmao%%dnse%ﬁéce Pattern of miltiple
cystedixbraicel doladns pPERDEDN sobritippi Taim TINFRE.-Cemtiaiuas a

r @‘H@tiltg'aﬁg @é'ﬁeBQe@dea§eABéeﬁﬁeorp@kﬁﬂf 2@ f.dé'ﬂ-&'lfiepi Qeveral years

al., J

ago te| rg“% r| cp qu h’?s RS y %}t% 1I|t1ensg fr%p o Filey et al.

erre
TR} L3V\%7s3 F%nﬂgﬁ—?ﬁéd Eétfér élt yeéar s7aghids a{zhlerﬁn*oe?"10112697 12690
(199¢)hewd N /baed3l; ywoforggsade; nes , Pafsee,5,863).223Wdapdelung| 9, 1998; US

patent 6, BRUNRLEYiss3c8 735R88Rpd1 2953 §01R). ttt‘h@tfuﬂh 1enggh native sequence

oo e e R e——

protednpat Epfe 65289, 2236 PFdifed 2 SEHtERbefolabLe 2%?611) of THhe polypeptide,
throddil kntehgid dlabirage sequenpeliepahicAgo2iyrERAllular region (Mariani
et a@m y@epéélqe 'B§oﬁ 2%%73151092@@@9179%, &_yfb%a!l.iographlc studies of
solukﬁl.gt Eggq?sngglaﬂe ﬁ-r/?[‘or L 0 efie%nlﬁec%lolfngt Cl%tre]rPr octt’lﬁgture similar to the
struergeeei | é%fi/afﬁé‘eéfrﬁt]ﬁ’ée‘ﬁ)oﬂ’%ébrﬁ d‘é‘vgowr §Eef) ul Yplec. Cell,

region (Mariani et al., J . Gell. Biol., 137:221-229
(1997)). Crystallogr aphi c studies o f
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sol ubl e fornms of Apo2L/ TRAIL reveal a honotrineric
structure simlar to the structures of TNF ' and ot her

wo edoanetiproteins (Hynowitz et "al., Mol ec. CePCT/US2006/031894
, 4:563-571 (1999); Cha et al ., Immnity , 11:253-261
4:5631980) (1oMbNg ks apayh, etIimabnity, Nat 125881 Uebes)al Mongkolsapaya et
al. BINQ{ZI%y Stnﬁ:tllgéfﬁ B(ll@&_;gf) 61_:%'19 ., B:Lochemlstry,

L T e B R ———

foungn FefRvet  IEELERRISHEBREIERE GoRtEFmLint Hiate tRYest sipieine residues (at
positesn 2BPS ofata@osdubuait 230 taék BaettrsSud)Nicbgéthet-h@oordinate a zinc

atorrhorg?fdr |€H§'E) tth@geztlt'lgr b(iﬁ@irnql nﬂt elnﬂ;oy:g}gt a'fcgsm tﬂrﬂgrt @@Bblllty and
c. bi.ndi ng |s m’g';rtat for Lrimer stabl

bldt??o'fazl e VltEtlv Witz BPTE| B m‘§ru fra® Bo%we}?ml Chem.,
275:@P634- 20637J (200)Q)- . Chem , 275:20632- 20637 (2000)). It
hast beenbeapoep@ttet nidt Rie | literatute etidtabpMPORRAIIRALY play a role

in Jﬂﬂﬂnepls@%tcﬂn rm@li@lalt@ofl mmgﬁuél‘@t QH-JOMHJ atiﬁ.%%’rsle% r%lcﬂdé.g G heumatoid

ne di seas such as rheunat0|d
arthrl ITﬁ%or’ms gt al%Slo asy et 1 hmundl-. | TR 195162125%);5 3500 (1998) ;
Johneieg%f) -aljphfgehing, ail: 664 @%okmé% 19rig64tie BE ©1099).; Exp. Med.
189:@e4ffizbh @bogl; Send et ETxp JMastp, MeB9; 113431d8531¢4199804) 1

Soﬁglu%ﬁ.e 2'-"do:rm.tfs 015 Ap Rll.\ﬁ'dhavel gi—sc;l- @%én ]x:!aggrt(e%ogg):l]nduce apoptosis

: Slubl f or RAItheaI een reporte
 Fo'Fh 3: e ang)c?nocéaf:s GeH%( VEF AP ?gﬁ(:eﬁuﬁ%'l I QreaSt prostate,

bladdpgq &&ﬂﬁ@vrcevewanl a@@brb%re&eworsm éetveﬁlé ap|medeeqma, leukemia, and
multi b eyelovar e, andg br aiihet USOr,. , asupvel;| PastiTedtanOny, supra; US

Pateh@ué(%ba945a@gst[@a| Eeh B VR 08B (;SBE pR Bt 16, Wbk ¥6sCls@ea Tune 8,

2004 eRle FeBr u]féltrI % %56“8’3%2%& r??lg &%85)6’283‘%%%1{?5& et al., J.

Clanuﬁgv%st '26@& Sﬁl—é@?er J@t99b,1 WalcFEBSetF_e?'}t er §\Tature Med. 5:157-163
(199427 Asthel 28 £1998pncésHeenardh, eboard-741 J(199€) | Mizutani et al.

clinl N¥S8ler, rAD4: 3525?0%6261(21Q9@9) V@Az@%ék erhké'rhla , 10BlgdR €524 (1999) ;

, 5.157-
Yu %géaéaf C%ancgjélg%sél gigz) Eéé‘é)%g '\;&OO anCI’u.ntna%‘Yan etdal Proc. Natl.
Acadcaffgdr, %?eé754'57?%05202812 (1999yivocgEidies ligukeRite, tumor models
furth8r B¢FetB2hat{ 2OOS)/TRNIL etl@le or CaR6EfinRekon with chemotherapy or

radl@@lc%r?’Séhe%%gg (EQIQOLerQ"“ QM‘tXﬂa@t a@JtJ.LtunPE‘ocefo’@tg (see, e.g.,

Aca Cl. , 0)) I n v VO .S
AShkﬁﬁa“ e‘g‘t Sitror S aael [ % her agluggseu gl ha:'t1 02%7 'I%AI |cancer Res.,

59: 6&?%)T?é5ﬁ)r(:‘|9r?9bor%|lﬁ%%’1yéﬁ St eh- chélﬁﬁ%hé?Pébye’folalr adiigehen Biophys.
Res.t emapy, 2€anoexek19osubsbant imlliaationt wspoo aEERLL SPCT Application

US/Oﬁ.ﬁﬁﬁel? g.1in %Qkﬂb@zkoeﬁar@l typesS W Bandddl 268K €@l normal human

a, Gllnla £t Res 9:6153-
cell 8363 |nna| aﬁeetr’es%ang p %ﬁls :|.n ucilon by certain

reCOBPHa?énFOB?Sopa#yepoﬂréé"gmcdﬁﬁhke%s fegel(wgsya pfzcak et al.
suprAppl | Tatstonl UStR0keb&t2s BGE AppblgedsinhinkSiQbka3sdlple form of

ApoZL/'flﬂkI@:OMJuﬁgé atl:% B’@J})é Eﬂpﬁ%rgflrﬁagﬁ%ﬁ Qgeiat%ed[@gﬁrtan, but not non-
e resistan

no a
humag,, ast|°§y| ndugjfl on baslsdeﬁ{)gure CobiHiakt ¥°dr n‘@og?) see als‘_"
NagaAﬁoZETPtﬂRﬁ LMERShke1FRZ2I 5%t §3000)) supr &t - ivalbedakvest Blat certain
recombirsppr adpo2LJTRAGL. aprepah@dofi€p@bayedvdrpatiA terms. of biochemical

propQQil:)éQ' Sgr‘uﬁ' B@oid@gggﬁ %.Ql:mlt§eé Ol ocﬁléégggd-/ 35&&5 normal cells,

nduce? ’E in normal. isol at ed hunman
now

depeBthngno By?sggc? J%r eaibsgflce of Ngl' GF% mdlecule, zinc
contgmly, ang: Saﬂrﬂew %@ey (Sfse BRERCNYatd, - NEtUre s, Letter to
the @ab0R~5033432009) )2001); icdnbed ia@vedvdthas eLr.{ aldtter to the Editor,

7. 38ge§@5n‘%mm; Apo2L/ TRAI'L pr epar ations may vary in terns
pd:xzs 'gR?Al}g ag?alli?p ertl {]rgd géggg‘%scﬁc;%'vgc :IJI_J‘E\%Ie!:fIenetS receptors.
At J@i‘ﬁFrpF"@, Bn t{nﬁeriﬂeeee?ﬁ:evheph alblsrén@éo%ﬁ/TaAﬂagctheeLﬁ glunctional,

zinc content, and % trinmer content (See, Lawence et
~al ., Nature Med , Letter to ;
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the Editor, 7:383-385 (2001); Qn et al ., Nature
Med., Letter to the Editor, 7:385-386 (2001)) .
Wep@2102IPRAI L has been found to bind at | east fPEBUS2006/031894
different receptors. At least two of the receptors
cytophhsile death Alpoaid TRANe cbeh aiageptor has been referred to as "DR4"

(and fairethiabi£yioHptrasmC rheat.trRidon@en. enel sucdriracept oré:111-113

(1997_?_%25e%e§%ﬁ§%3?9 é %ugf’lshQEMJulg/a @L)éBer ﬁé&é&%%é@ %ﬁbl:\.shed July

25, 105boolo GRTiAS bubbe S b SHR A B AR b o
Febru\iﬁ‘&giid37@8ﬂ3;pui$| ieshed 130l ysROJ AGRBE WD (OPZI3ED 6,461,823 issued

Octob@ygél ' %E@% gﬁ&bfﬂ@b@b% ae?qgguedJJ%%Qggéﬁgggdﬁs

publ i she ebr uar |

Aﬁl@cﬂ:gste 1§ chzd'ﬁie %§ gb % g%@?,%ue eterébréeréegygcg té)OfS DR5 (it
has g DTG AATTBEEVEIYS HEHCTRAUEP Y22 GPO 200 IRAL Irfo e FRALL-R2, TRE,
TangcSHEN m&coept arIifir APCRILLARAI lschas ebeen stefrédaredett orlas Science,
277:6980s A1l t (R%) al sgnbeen Al ters@@&ﬂd(&' Yo7eb e eed t@o@p, wo9s/51793

;u_bll%ct&v%rp%%:{:'th&§ TSR'G%E%B%BZE) péﬁll %ng eg) éraneQP% 1998; Screaton

et alSgj Bl 8@%3 824 (11999)7) WaPﬁ?ertetaﬁl EMEQ ghcel16:5386-5387
(199737 7wa 8415-818 (496¢) ceMBABES1TO34puiai3i Shewd) NOW@W@I59§.@ published

Augus:l',g%g; WRE/ ﬂ:ﬂ@?ﬂg8@'3‘1b;')dbiﬁ@lgeds%@t:&%%grl4é‘911991399&098/46643 published

Octok\%l C%’ta(kin ?t 99/02 61_1\.})?'1911ef6J Lglgys q_ %%9 2)299%165 publighed
rebraky St % CRIEFCS. PUslipned 487783 1 15 W%é?@ééé@“bllshe‘i
May zmubbmcmhedomygustoazopumggaed ER8#RB27, mpl@lzrsmm@ité?@bérpubllshed

v &4, 24898, vA0386466430 pubhivshedaOctugher 22, 98 us 2002/0098550

o SEES LEE R S ot o 95 JOORLIBEE o oo, oo

2001 RAFOSF 1 pbs b P o BT BB | SHUAC AP 3D Daagighed iy 3,
2003 MDS02b 0RO BG4 g3 lphabSireetd Deciamber 35 ,200002US \M90@3¢@38@543>ub11shed

Aprljpuifﬂ | shed; May 5004/3@@?95,2 léSbJZMZAOGZJZﬁ%z pubjosshed 200570129699
publ:_flf'lgélz%lai E%S % 1§s ;%Sg?&%/gggsgaﬁ QQ'&&QGQG D%%@Qb%é 6,342,369

ssued
1asueg0 BIPOTED0 20 Bubls $haee Miguit=ss M@o& e 086,072,047 issues
June 2003602555406 43ubbd Slweded Bloyeder 200B03USIDF0ZADIBE4deeued June

1, 200ubl i shed fat oler i3lsepdffd 8320041 QOéﬁ-Jo%Ea@ubI &éahﬂﬁddomaln and

v B B MRk i UM e e i

noledBgs) 61Tb6T6 PULTITNEL FboTE, PO, TG sur gpgivicy of the

ligandgsuetheFetystiat ystr2602e 06 BHe, @@@}e%@rm%%@eéwmz’*w,%/ TRAIL and

DR5 J.?eogg’scrlﬂbgi GnOH g4z istSHEd Juneulay 2000,4:68:-67642,358. ,
23@51? N%\Ag&fb%%iélﬁ%%%tw%@ 735%62@@ S%‘éﬁd éy{g%el  apoptosis’

reported to con

mdeﬂte;?f‘%’b‘f]é(sw FeaBRt HRa AR ACHNat B Eﬁ%@?f’%t‘iﬁ*ssi‘%é??%r caspase-8,
throggyopho segthgomnain- gamhlbrtmjlaﬁgpi{%‘r mefroRlbitrdragEdato as FADD/Mort1
[KisdHRLECUke,a1SUChmashial, aganést-cant i(borly,; \Mi-cdk netri 65., Immunity,

12: 555%%0@052' by y]pgémet.thg%lallganl\?gture The cdst a'z %M%%U'Zﬁ)o@ﬁ]

or ned DR5 |s
d8geF Eganr PRy HET E2PAEoH) £ 16 BUt) gFoCh|occotcks rerersed to
as D4RL, 5@3R257a11d( Qggg)uhlupmlpqﬂg@ngo bﬁq@@}:ﬁgﬂ. agog.:phlgpggo%mdrather than
tranddRBearbet ki GERANGAPAREOS| 8.d. ndepandenid yebyrreactalidd mgIp, LIT or

TRAI]?—EQ) a ‘i VEU&QQ t%_:c,eiegggpt?l%l 1I 'ﬂ.g i é.t99§)' %ﬁépﬁi%.% gt al Science,

t hrou I contal nj n adaptor nmol ecul g 7.
277§ B3 6 2P0 ]l AR 1P Ki o RRal: RSBy 2721 hkd Py (1997
Schn¢id£2 et Gil1l- 6PEBY 260xs, Sﬁ]:ﬁ :BR9€¥34g1(1997) |nﬁggﬁ.|1t—§}spost1 et al., J.

Med599.l.86991452@@’m (1Bﬁﬂr}eﬁnd3ﬁvloﬁ_};kolsa§4@fau€€ a2e| | g Birfhwunol ., 160:3-

s (19997 et 3 (R0, ARRBL! LRk N18S) DR (LROLL &d | Qurr. Bic1.

referred R2

ose receptors to as Dg
7 10%&%?(3”% ciBett &ted FESHUHEE BN 235" ?]nﬁr"b.({9o9r8 i Degli-Bsposti
rather than transducers of signaling (see., e.g., DCR
(also referred to as TRID, LIl4 or
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TRAIL-R3) [Pan et al ., Science , 276 :111-113 (1997);

Sheridan et al ., Science , 277 :818-821 (1997);
wokrmanta2ne et al ., J . Biol. Chem , 272:25417cP54206/031894
(1997); Schneider et al ., FEBS Letters , 416 :329-334

et aj. lgwgl 7:83p83% i ('@P7Hl, and] O@p[sm‘ﬁéﬂt et 1336' supral.  In
contrid 6530l R ahd IRE) ; tiendcibRgR dckapatapedrsabo . n,oth:.gnal apoptosis.

'Hé@t%% antlﬂ:gcges wh:ﬁ:h( ﬂy.%%s)to %R£ aArﬁ?ogathlsegeéEgUg@have been

rsters et

revor§ed o6at Too 10O, PR BERES! SEREEY Bprpdioy gjrectea to the

DR4 reg4¢pidy @&@gg)vln@e@oplgslgogp @topaptlc pﬁmtyyln ceggin mammalian
cells~820 dedOQPRY, irgnd. OPGid Sionpnets pliblakhed Jalypraa, ] 1999l rwo 00/73349
publlgﬂgﬁ ra%% I? 9860 'a% %66&@? p%ﬂ.s}@@dmgigg E@C%BBQrS See, also,

0 not signal apoptosis, Cert
-9t T RY ahu/ &r—%—?—]eceb‘f%l%%é\?@s b%le?ﬁ”reﬁs}l?%“&rf‘%al st al.
J. Impmiyeoll.j t BFatB9e48FDr (28RBpIe, 024A9 703PRaukdishiyb Preguber 2, 2002; WO
03/04dBseChedibmed hayDR4, r ecept afo andobembngualeat ey 08, 2003; wo

03/035}9930 Qbi GraGt i By bcfb3°eﬁ§ 320’83 ")%beféheﬁ Qﬂx@l 17, 2003; US
ed |

publ i shed Jul
2093 355 ovarabl 532 a0 ehaloul y Lot B0gULoge sicibodies nave
likewQ8¢ 06666 feputibedhetbeAugust, Y2, 920393 Sulighsso Nogergper 8, 1998;
criff@hfdd th. et gal imundl .., LEMERE-26051629H97 1260awh 1O9Y1;., Nature
Med. Ct}l,lélst h@%é‘lp?‘ioo QJ lan er elc no"‘An An]c(é@o %1) S@S(TRAIL -Receptor
02/ 097033 VO

ﬁgubl I shed Decenb q i

2) SaPOREsG D BFTOGY FAyLEes Do00sS G0 BsBbs . ranses oxom in
SCID mibeT s Hedt it 8 2d mnaWO@a@)ssﬁwga% Publopstiegalpgntgbodies in
Cancers 2003, 145s2003400328 aqauib| irsbettAptidadh7, w200B80380%83 published
May 32002%/0910@051&/95‘%1'35%9&1%@& 1\1%/ 820(%803 Oetfst %IOBBMtabZQQ%ubllshed

ant’i bodi es have W se been “descri

Septe{?ff’@szﬁsﬁ%” pubfi fﬁiga’cﬁﬁéﬁveﬁe&éﬁl’% anti@‘?fges ci‘ai"flf“?t%“’éf're“t”lty
to befth DR4) and| pRENEECEptol$2haBy hepgFetqighey : (fhi kaWar ePS patent
6, 252ab50 isbaddimend/ed, . 2001) 954- 960 (2001); Hyl ander et al

., "An Antibody to DRS (TRAIL-Receptor 2 ) Suppresses

the G owh of Pati entR Derived (ast r00| ntestinal Tunors

Gown in SCID m MMternatl onal

CBrgyr exvenpiroVbiicel oredl bAReith articesdgsn neihedsr sandApgsays examining
expredBideE. oke, o20fbte BastdrkeA higr taa mafiadidda; tWede or cell sample,
wheregé/ %8g§poﬁreggp$ﬂ %@ecgne'v%}l 1§) ;Q,le AQQ Qgﬁlsogzgﬂ::%dlctlve of whether

'% 'l shed % us 20(%3/ 0180296 ubl’i s 2L/TRAIL
the t4EfteBereys 52 ‘Ir?eaaﬁ?iﬁ of° CePEETTF SHER c?d R or
anti-RBYi @@vneﬁbssntrléaéﬁ% t ot gabbtus PRACHAGNBR Ly ddepipyaption, the
methddaVvend esbBage s&bhhied ek sien (hf, nbiedpatentn Gha5&K1050-T family of
protaifisuag géfmcgﬁar %Q%)c rUMVARY E_BHE | NVENTI ON The

i nvention erein ovi des t hods and ass

e A P REP G AP B P oF B B b 8" b GARY REPELT fronsy resistant
to apeRipelsi Apdudtdsuervoretielir seqnsbénanihéedisn of hzi-;PO-?L/TRAIL (Ashkenazi
et a®XpPEeSSH;0MabDica@net odl. r;méepnfauch bt arer kE$s He®n observed that some

populQE?gﬂngc!f;/edlgta?%wtlnﬁlEnt |8§11t | Lsﬁ)lég qgu@l'?l é.s S@JH%@n V%J);&ulatlons of
ItV

DR5
canceggézﬁﬁ Bt‘gall.% nt ﬁ: Vé&P %togl%nﬁ%%lcljl?ﬁ. Lb%f c?rﬁcgln recombinant
formsy ﬁﬁezmo%ﬂmtlhe@ﬂﬁ#ﬁws endlasshySliocaivistexfrésisypra; Walczak
et aDf, maltecsl| B&i.i,n 1bbe, Galphar- Tedramirhantof, prot etamspingl a mammalian

tlssugarotrl Q}éh@l‘ s%lm%olléxﬂes@éﬂ\% Télect%cis bQBr%HJ;t%J?@dby way of an

ove, nost S ear t be .
soseiod el AT (6 APORTER S PndUCt PN SBFLd niomacion useful in
assesedpMRPRRIRE 14ter oy offfApbRIe/ WFEPJ(GAS rﬂ@énéﬁa@tngalpatlents For
examSEPriforidlistaktatingd from SwpPssshy td dbasctabsideeerv expression in

a man&Qj%leer edsdab, sQe PApYL ali0p% Qb Y ?Q?&%ﬁs hm@nué&hh data that

such as certain ul ati ons cancer  ce
can 1) BB S AR B 0 SEEUTR FRUGEET R BSBer, GEqhs Apost/TRATL ox
recombi nant forms of Apo2lL/ TRAIL (Ashkenazi et al ., J
Adin. Invest. , 1999, supra ; Wl czak
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et al ., Nature Med ., 1999, supra ) . Consequently,
by exam ning a mamalian tissue or cell sanple for
wexpresziodn of sel ected bi omarkers by way of aPCHBESZY6/031894
one can conveniently and efficiently obtain .
death rRERLREL IR Bs SRGIPIN SN SO5 shatderipp PBpiSTare gpPm @ disorder such
as canedf ect iventheflapidedifapse! raagh iasgapatukenimgund-disorder.

exanpheonthd OpFRLEON Altnaboedof I @ R: A%S ayhd osedl%a@mlty of a
mammalclaealh I\Elssltja'élo excpr ?SSI o'iel rasue}:hng@m a%p:ezgl %.lf? {:)r Pipﬁ %/TRAIL or a
sa € can provi. de ﬁ‘h i'clans wi th o useful
death xgpeier REH1EDH a&é%lé‘?dﬁﬁ ne“’aﬁ%fﬁtlflnﬁ‘rbotiﬁéﬁnéﬁelﬁfiecmetmds comprise
obtainiegi aremmpwsiang t Mool AT RAILL sagteat ind ecepirdngagenitdbsue or cell
for e}@ﬁteb@ﬁ@ﬂ %g)eah%cpﬁu entfie S(ﬁgttagcﬁé m&yf O AdESRr d8F a variety of
S cancer. or 1mrune- c%ted easg such as. an

assay II:J?rma r‘{_mllhnec 8d1r6<;{,dassayﬁ_hdetenve j MENA | S dresp teﬁn expression,
enzymatde BPEHEY| A§STITe %ﬁ@?%t%%%@%ﬁf%n Pegetnation of
expresgon eif| GelaplBL4 SucinidstiBscancer celdls| yillobAno2hl dRARLthat such
tissuddl R deald LecepiorsAgoni st t%ntﬂhQOQ%;pﬂdélg-elrﬂd@b{hg activity of

di ts, .t msthosco [i al ni.n
ApoZL/%‘ ey a'tTed:Zo%*l g%a[}% orrec(e:%tﬁr eyand Sxa nclgrha% ehmbodlments, the

tlssuetsl ss lfélb? TEd| #Lsoope %F”e%%il B?F MREE: = c’1519}*‘l 'THB®, DcR1 or DCR2
receptped hods may be conducted in a variety of assay

fFQfmrs met iRk U gf NgheA3 8T 1g§ t 8L LAY RMYARS Q@hducing apoptosis

prote n expressi an, %y | aCtIVIt aSSQ__ S_a
in a r{l%ménra% sgussed Oﬁel‘ce Samgﬁ comﬁa% % og obtalnlng a

I ess
mamma]éfinc%‘lsﬁ&% IL£H %%.‘lpélet |5§‘§E}é’§m€r tj&%lq%s\}\i |qr Béfl for exPreSSlon
of GapWadi'tti vend hatonsdehetriigsupssord dekbee Wi | cdJd sample expresses

GalNacS@D8| td:¥8siy tNeaaROPIRSIcS- cbNUULpDE 86t ki ddkedtive amount of
ApoZLAE?I o{‘c]:;r-ll?@ela an %‘r’% lge%O 1£telca.§1§%bgogi g?tféh%o?gepﬁa;g ?he m%thods for
examingRa PR T p B GITL6f MERAS (FSEGR 16y SDERBLSLY of assay
formatsecgptlofsng aEartshdetertiho dsRNaf andveri prametin oskpiraesigde enzymatic
activii®l hads o@ﬁef@@ﬂﬁ&%eapﬁ)&@iﬁl S 1M @tWEMlE&r&%Uet@é methods
also c%%éjrlsseagpé ﬁ&rg?a“ ?l%esgﬁpd%li‘)fs Qﬁh@lfy negx;%:e l EaIS]RLL DR5,

sue or Ce ., exam nin e tissue or ce
DeRL, ¢y RERPr ESSIRGATBf c%ﬂ’tﬂé?ealﬁq t&ﬁdttﬁﬁﬁlﬁ @&t EFTH rﬁaﬁlﬁle comprises
cancers gigbus osueelde - celptigmaiple @»@prmsoﬁademcsa”ﬁme comprises non-
small e')éDDS.ijuﬁg Skdr tdeS S8 pRhctRkl c SARPEL kD anvetdfctimRr cells, or

A t, 0 02L[ TRAIL or death receptor agonl st
peRtae 5}2 ympﬁﬁ Steeﬁfsi in the nethods for exam

é%bjr]es%’irﬁﬂe‘bfmeéé? T e V5B LB HAPE TG a7f ofipating o
disordgf #ssayated netush anchudimge assayed désendsirngr FRINer, comprising
steps &H/dBEaidbeitls PRSI @B1L1 efyplat FfordGihieV nbmaldN@xamining the

tlssue Epeé’e%.lgl ugwsgg&’@o@ Gall%ag-pltll onﬂ‘ld GMPQEE@%Em& ggld tissue

% SO congrl se_exam ning.the t{ssue or.cel]

or el Al oP BPERS FOITGT . D, “RELS(ERS Bt TGt ve amoune of
Apo2L/TREEptayr deatdptreoertioryagontife itdbody dro é@id mephp]-e The steps in
the meORs SBE CanRGefiidd S&tiReffimel 455, ot bONAdbtey, bidiArkers may be

conc‘iuc,ttI asyg ar v%?létyswla%sgl?nﬁgfﬂéﬁg n@ﬂ&%hﬂg Cgééaylsu@l'tectlng mRNA
cancer, cel Sﬁancr eatic cancer cells ance

b
sn/ox, GEEesrs Prpdte BhgkF =8 A MR Gr Jeer e *SEPP| STV ERR} Berein
In oppiriaddsrksdingrtsi nfbat tefhoiacilafe avephicds evfninisgt PRy Eissue or
cell GinpD& dRE bkprasBBIATBE, DRIYCHRBS DARL i FUDER2N eb&dp@b8rs. Optionally,
the mg‘llﬁggd@émp%s&%%ﬁ:ln&%%&é??' ER:S) a?c‘tr(%R§an %@5&1&9 tll}]e methods

tissue or el | le fromth exam ni ng
conprizpoadh PP P o FEAIFESSREn 20f “CHT LS TIHind LupBRe/ AT
and/oxjetdenth ninggertmird BEFEIYE orntdébly samghiniskpyiowsegshemotherapeutic
agent (3| MNaGadlsiondifsrbsy alol Bgi ARadiflect i ve anmount of

Apo2L/ TRAIL or death receptor agonist antibody to said

manmal . The steps in the nethods for exam ning

expressi on of one or nore biomarkers may be
6
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conducted in a variety of assay formats, including
assays detecting mRNA and/or protein expression,
WO e(mzmmm c activity, and others di scussed herRCTUS1006/031894

tion odi.nents, the pethods al so conprise -
exarﬁuﬁ%?wegr ?%%Odﬂpg%ﬁfeoﬁrth@efl?vegéi’ﬁ} e the pLgxgmersiwRd ofethods may

comprfg expREingRmma bianDe RS ueeee pebls fofptaxppeddiyn dfhether GalNac-T
molect’(BstshOdﬁcl'CaHmdle@c-t'ﬂBeatI ng cancer in a manmal .

%ﬂl@n%hh}'fhe @%g@tﬂ%ggg gp«a[m{ilig{:ra da%%lzf_;a;?_gﬂ% example in the

adm nistering an effective anoun

Eolloging S#a’d‘@at h receptor agonist anti body admi ni stering
chenot herapeutic agent (s) or radiation therapy to

1. a saimddnBsipledintiny thers-apbodiippndss aorﬂanﬂngﬁlalnn\f?ﬂd 08r cell

samp1the AL0KOme BN LaDed, TR! bogS, DBYCOTPT T S exart ni g

i an jssue xpreSS|on of ot her
Obtalﬁfgl\lﬁcmaf‘mﬁ% e hrewe c?ﬁ“asga@??\dac T3. Still further
examigiigodhnenssuare ¢dllusimpateth Bytevay exfreoxtmpbe dalNkberis,
whereflekpiddagot | BBid talnA -8 h@dpféaﬁcﬂv%diﬂgﬂ Bg:d R€ssue or cell

samplgei@sggﬂsmye ef, ong@m lg&c{ﬂgg c%le{t C%%' amﬁﬁ

, prisin SBCAr i ng
2 TheAp ?C?- é?ﬁ ﬂaég‘u% B Fa%daﬁﬁP’éessé?%rﬁan?ﬂd\‘th%l% Js sueninea by
detec‘é‘rngcé*ﬂregam ef tiliet gt wRPressi on of Gal Nac- T14,
3. ThaherBod of X{=25S1 MheBdirSakbih @ﬂbMigrl%f' Sa =80t Gt l:L¥eexam3.ne<:1 by

sue or cell sanple is sensitive to
1mmun$}tl§‘:oé'@m9js$fys 02L/ TRAI L. 2  The

o RO i g el Lol MO TR L 2 T i

of DR‘GaIDRﬁcJJﬁ% i°F RoRenrersbtbys det exitd hisexpresslbrsaoble.

5. ThéCaehagt Ot dc1nRNA wlereibheigmihed Qi1 @aﬁbm Lowher8 Ncancer tissue
cefiai.d expreSS| on of Gal Nac T14 is exam ned by

n hem S .. The method of claim1l
5 Th? I;|“1;|¥1i}1er °to H“SEI b ’:Zﬁhlél E2%D COPBx SRA i At ERPression lgrrhona,
or nopRpallpRsll BeRy capreDER21s exepioius-in said tissue or
7. A(I@ltho@o‘&ﬂphmdu&.ng Ib@traselbaeh 8fme@hal 181t Whek ebn cElfé%leLﬁple,

compricylngegﬂe §@gggl gf conprl ses .cancer tissue or cells
ein said cancer cells are

obtalnﬁ.nﬁcrea ma(.jllarx t1 Bﬁaor SFelnSﬁm%]r’r‘al | cell lung cancer
examlpdé‘ﬁl‘éheoii“’tﬁu@s% ce¥l samphettitodetfeor ¢pdastivg aboplvsi-g14, and
subsedueni tRAABIc iy leik B 16 dFekhi® aaDiR-TCOMRKPSIiRG $1Q tissue or

cell £kgPS tof an gat%ﬂwggan@uﬁgmfahbm/% ge or gg{' sanpl e;

: ani nin e tjssue .or

8. They é‘ %péogy %nctlg elﬁ‘lial%aﬁ’éprfggé%’qﬁén(falpﬁc detett ifgnined by
te“”@xﬁ?"efﬁﬁ?%fm s°§| 82 18aC Nt TBYA. exposing said tissue or

9. Thecabthganpl@ato mmhefélacial\deemuaioroﬁfA@Qﬁ_&é HRAl Ls e8amined by
immuno]&lﬁﬂsta@temmrgf claim7 wherein said expression of f

o, o lBE A s SRR By Lesl o Lor sxpression el .
of DR4gaPRF-eRPFessi Uif20FeCRIFNET 1T 19r ids t toeani sredeby sample.

11. Thenmeihbohi st othbm7stiereid Graidhe samé hﬁ:_dc@fl chabp1d ZOmprises cancer
tissuef UEtdglisconprising the step of exam ning expression of

d tissue or
o e R, o R ectptans [ sl8 Cseterar
or nonr FEYdecRdt! dRY AR EcEEBNPFi Elesueancer

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

or

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

obtaining a tissue or cell sample from said mammal;

examining the tissue or cell sample to detect expression of GalNac-Ti4, and
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tissue or cells. 12. The method of claim 11 wherein
sai d cancer cells are pancreatic, |ynphona, or
woowssnrld cell |lung cancer cells or tissue. 1BCT/US1066/031894
met hod of claim7 wherein said cells are exposed to an
subsegpente £7 A CEFDGE SHECAPTPLPTRAEE FINgpEPt: oeéfméﬁhﬁiﬁeifsﬁlﬁwg‘}o said
mammag ndm @ £ feritdge Eindu28 bfokpdRiLdtRrgrl . 14. A nethod of
15. Thé eRkhdd oF SiSQr defwnbheid mkprégg& 2% GIMLATMNC s examined

by de{:g&:ﬁﬂiﬁ Iréggl%grog a?l@ F %ggrp” sing the steps of:

anpl e fromsai d manmal ;
16. TE?d?ﬁtH?‘hgift ﬁélfﬂ. %‘éu’é\emmcéﬂd EBPRSISE1P ofefddpc-T14 is examined
by lmswpn’nesiscquﬁmtfftr@al Nac- T14, andsubsequent to detecting
17. TEX Me@ﬁcsd QR @Jfalﬁlaicfj £ NAC o didkd s BT RE S.Jt@%'cﬁge;c&fm%@héi expression
of oxl L el ve amunt, of, Apgall TRALL, 3. The

ﬁ%@d &% %fwﬁ% Pnsard expr essi on of

18. Té%lm&laodrfﬁ ‘F]s""%xja"mwﬁ%e%ytﬁﬁléc‘ﬁ 6L breprels icopprges cancer
tlssuémri\laelfém MRNA. 16. The method of claim 14 wherein

19. Tﬁ@h@tﬁd@b@S@lﬁQm of w@f&csalwcé&eQXﬁgﬂ&@efgr l%%{.ssue comprises
enm.stry od of_ cl ai

pancr%glimzl‘her %%?r‘%rl sing ﬁmaﬁ &5 Pur&é:rann%ernce efp?eggsllssﬁe of

0. TRRICChRS of D"clﬁilmojr‘l %W%%ﬁfé?%’:wﬂ @raauat t9fs B3RP LG FRAIL
polypertiide c1c81pr1§‘1h:e areirioodcicls tlaiel Ik wberrel N isi séugietered to said
mammaCe€l | sanpl e conpri ses cancer tissue or cells. 19 . The
21. Jiﬁ?é nlrggkéogjl;oggcﬁ.%??é;]% eerlreelnn%sc emot aegaceerutgc%a:glseng tlo?i:ﬁx iation
thera%ﬁ&e?ls&eﬁ n&Ft?“iegsEfé Sa?@ mamal et hod of clai m 14

- Thhereehetl af @ffivctd veemmipuntcydbkilpo2tyCERAkic pobypeptdeth
1nh1b£t£HF9r 40 ARILEO aﬂﬁxhﬁlﬁt&léﬂ 281:0f3 Elé.rgrléﬁ.e 1 I'S
23. Tﬁ'éjmvﬁllx&; ggecciag.ﬁ ')S%%rén%. d AP <:312 é].EP.E% oyrpeP f C%LS fnnked to a

erein enot her apeu | CFag
pdyeflﬁ’elreﬁf))ﬂlygdalm%e%ﬁl nistered to said manmal . 22. The
24. ThetieblPoPf cdlaiim 14 vidreriei sridl 3pd0K TR pylypkpikide ageanhked to a
polyethylgh®WhhecdNhicbédoey agent is al so administered to -
25, Ash‘ff)étg %re 12‘@’1119 Ilpee sggé hthgl f L%Imra‘gm%%v%tgtrﬁl gugagrd cell
sampl@ c BTt & an’éﬁbOd’FﬁE rFé’t“H‘EJ‘(le‘-P Weaﬁ‘fﬁpﬂo%er e| n
Obtal%laagdaﬁ@@%ﬁmﬁ_sayel ypepll gempbeil i nked to a
examipiigy eidyiene gk yeoh smbeeWe detlh. e;ﬁox@ﬁ&f&ﬂof MalNac-Ti4,

wherep.r{ %ngslsrﬂgn tol%eséi%’]éhil\}a\él 'I"yél qfs ﬁ.’e@ I ?}pa cy%lssue or cell

e to deat receptor anti es, nprising
sere1§ 35 ¢ FTELS: 19 featl (i eOePLar AL bOU eSS Sl
antibedigfl e; exam ning the tissue or cell sanple to detect
26. TiexXpeessi on ObitalsNagerbid, sasleé iR sexpr 68 da0Ra®frisai f examined

r ewih aid tissue or cell
by de@t% eméegsﬁgl?tﬁSg%ﬁg\éaT%iptﬂ%%?s- i nduci 2% activity of

’ T%eeglgﬁh rdeeg S?mazr?’t ?”’]Bed?flﬁs LAFPEPRR Fefh 13?C‘Ellé|’rﬁ syamined
bY lmWﬁ’é’Flb‘?tﬁPcéﬁ?ld*té)’(pr ession of Gal Nac-T14 is exam ned by

. Tldﬁtneﬂtddngf emaﬁre%i ﬁﬁh:tfhfer%mbﬂﬁsfﬁﬂ_ﬂtl[@@éep 2E. e}a'r’n@nlng expression
of DRA{TEFDEQd Dgle Clo@' ]5@R22 rm rtgfé’] ﬁaéagldeépgs%és$f)%e9f sample.

T14 is.examn
29. The me Cod of claim 25 where:.n tissue or cell sample comprises cancer

(o)}

ml—h

tissue or cells.

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

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

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

obtaining a mammalian tissue or cell sample;

8
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by 1 mmunohi stochem stry. 28. The nethod of claim 25
further conprising the step of exam ning expression of
woR7 /DR DcRI, or DcR2 receptors in said ti SBUEUS2006/031894
cell sanple. 29. The nethod- of claim25 wherein
examiping Ghe ogriseed lorsealdl eamdwpke sesectanspressias oé @rlNeetTls, and
subsequért td RcBetgdefreslBinMb2 athetAinac Sik( Sapeeig eald Tissue or
ce11 BLfo1RADSRALEfocl WIRAGHR, 0P adOR - SMBbAoCEhL 1oliDT

I's. or tissue claim?2
33. TRAdPEPAd £Fi dlad®ath PEERD B?ldar‘?f‘%‘?f&r‘%’% °§r ‘éa“ﬁ‘GSn?‘s‘*t g examined
by teaghtiig DR4 egpregstipn RS GaliachBth @82 32. A net hod for
34. ThBOEhBE APORLIASES whBréinTBATElekpedsti 65 WE G41NGelt14 is examined
by imﬁgﬂ%gto&%w& ing the steps of : obtaining a

an tissué or cell sanpl.e;examn ni the tissue
35. TP TRPPS SEnEIn B PO ERPEERTO RO (e MG LR e ression
of DRYUIEREQURIRL b1 D48R ecicRpprEx pr exdfl grisghe s delCabiaceT14,
36. TRX¥PRSHAQ oigbldall‘;]m ssu@esirCehla %&g@l&ggo\ce&ﬁ ﬁn&)&ﬁtd;jdvh@?ises cancer
eath receptor antibo The nethod o

tlssu%”@é”lteé%f wher ei n_sai d expressi onyof Gal Nac-T14 is

- TER APRHEY Fyctagt PHPPEET I RptESEPTH 6P G PRR AT ARRIA, LymRhoma,
or nog4smdlfecerdt how gbnadrareil@2ontdreiar sai d expressi on of

el NaGod A bfeieXaimyWhede 3y shfAN4B0 SkecheBbed Y. ad2ffective

amounIhgf @%&P&q Bs GLabdB §§¥Ib%§ghef comprising the step of

ression o DcRl or
: TF‘Ec‘FﬁPB? D filiy 8¢ prhegein SFl%éﬁFiié‘ﬁﬁleé‘PC’%%d G ersective
amounrtre@h@dom:fstcblaﬁ rnBadvevidich biidd thisHpe wsreerwl shample Figure
3A. corrpri ses cancer tissue or cells. 37. The nethod of

?.l ﬁ?‘é f\l\’{ggéaetllggsaalﬁng gfe{n (‘aelngrﬁnaar € lﬁ@lngg ea@lt .}Lrﬁnune related

of Nnon- sna [ ung cancer cells or
dlsorldFES‘Tfeca%‘@r' @Pﬁﬁ%dt}bﬁ‘ SEF% 32 wherein said cells
obtaigipg expbsag ¢ cahl efefipte ifren spddreangkl agoni st DR4 or
examiBBRg anti iede 39celln@anmiched et axpraivherfecaiartha, and

S e r X S f €, J.I v a. t 0 T (e} al
bs %%L]Ltgﬁél %t@épﬂﬁﬁg g;%l %ﬁoﬁto%eggﬁseriggg% g?;%%ﬁ@}gﬁa g to said

ds
mamm e @ﬁreéf%%w SOVRE (it ASY o f STRERT i i'sorder in a
41. Tpanmedhed ifchlzis an wheneite sped exetetiloprafe FaBiacchiffc gxamined by
detecﬁ:ﬁ!ﬂ@I'dxﬁtdﬂé}lbﬂ&fst}emcgf‘lli @ktzmi ning a tissue or cell

ﬁ@npét%oé r M. 82 1 FBALRL 5 %é@&ne&gggsstlaﬁ dd agmcomzp%l examined
det ect expression of Nac- T14, and

by l“?ﬁg%élﬁﬁ%%}emf%trd’et ecting expression of said Gal Nac-T14,
. Thgnhetibet erf AR im0 48 v theinarresied ftéet $5Ae abnsfaringng expression
of Dpdeamfts r ecapboroant idedyorsAin stha tetshedwterl.ai m 40
'I\Meerﬁ@clhgdscﬁ' gl@ﬁpﬁgsﬁﬂegglrpftlggle[\lég Je]li4L %@ﬁb% Qi/ses cancer
ciss tecct ngg expressi on of Gal Nac-T14 nRNA. 42. e
Yefhod clai m 40 wherein said expression of
- Tl MeEeoT1f c32iax Afri Hege by spafnATBReS e firstiapue spmprises
pancrElaeldretLh@daomé clrahon40aflrceheriuagnganicst ngllheorst bypuet

ﬁ?éatmtﬂlb@gofeéf?&ﬁﬁ%b%eggnpaﬂ e%@tu@@n@ﬁ{t @Fé%tl DR4 or DRS

ant lbO%C e:Ps admln:L stereddtg Issé.slgema%r e

47. The method of claim 40 wherein a chemotherapeutic agent (s) or radiation

W

ul

therapy is also administered to said mammal.
48 . The method of claim 40 wherein a cytokine, cytotoxic agent or growth

inhibitory agent is also administered to said mammal.
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44. The net hod of claim40 wherein tissue or cell
sanpl e conprises cancer tissue or cells . 45. The
woreaohoee2ef cl ai m 44 V\,her ein said cancer cells PCT/UBHSaE31894
conpri ses pancreati c, % nphoma, or non-small cell [ung
cancer cel | BRIGF DESCRIEITONOF THFIGIIRESd of cl ai m 40
wherein an effective anount of anti-DR4 or DR5
apidukedy drpwadPdingtaLdad oseaaégce"r%Mma Z -Ehieclgand cDNA (SEQ
D Néﬂ; hgd;of, ¢l |rrlnve4 V\rﬂ%gegg chegot e{ﬁageutl T “agen .
8rr adi at i on 1 haragy Js al SOt HiFSt éPelCt salr'f:]’e N" at
nudeﬁ%‘rﬁ?aPOSlt&Sn e 1ﬁe’ﬁ£’rﬂ§‘dt6futqlaﬁi|‘=ﬁ 4bewhetlephide base may be a “T”
or “Gtytoki ne, cytotoxic agent or growh inhibitory agent

| BiRkso Adahai & %‘h@&* Ekfé ﬁ@éldeo@mlequéi& Etl.):fd DESGRL P-QEQ\IID NO:4)

sequenc

THE RES £ gu > nucl eot|
For fgf Eh% ’54 and f:hﬁNE\e?“é’EEb HRoPS asﬁﬁ“ﬁnﬁé (550" w0:3).
The l’dféPﬁFéae aﬁ?%oaﬂed Peqasire (SEQsP@MENCed) for Theat NoR@tare also
reporric Ledtandet pdsi tSkbdenodsd 7276s1Usddod0 .i ndi cate t he

nﬁh%@@tBIAdgth@iéTQY1 %1@0 alia %requgi Dl\&éﬂg”&]?%vozé'\%gd oBn DR5 as

he _.n d e ce of
pu}oll%@% ftrfl I%O Ug%éﬁ?h §ﬁd Pt sla%arl veﬁ ﬁFﬁ‘ri‘?Grﬁlanal splice
variagl of el (GEQLF D‘TNGVP B yhe apfte rBypelRd welivgchedehteencodes the
440 awirdd amch@e@@&rld!eswmemna@ :BDrofh s DR4 ﬂfcﬁnairSQ‘lgures 3B and 3C
as pulBle_Bﬁéd ed wd oPAE8t Al aug u§9'2%n0§998d276 111 (1927)
m no aci d sequenc

NGUES o einTnl SRR Mafttrs RfVibGaieeyas ) for
1engtfr\|okl}i§ﬁﬁePC&19 anglgggs séewa s¥Hnet POl sespbicse (PBR| BMtN@M) . The
respediina muUbDREot igle k moivamiino tahﬁdaﬁéqueﬂ'&ﬁ§ fBROnERh i S&R1VaAkhdARMarticular
domaiNERElRS £ i e e 44QoaiINA AR B SLUMENEE v(oSEQ/ésPsi\'o 6 ) of

%gg.g‘? ?Eggéh“%vm Lgustlg%gsl%gggr?%ssgi;:s . lIShedl}IPIég) for full

length, pumap PeRe SBfubiit dlerared pRARY SEOA| PPREACY JSEROADT NP410) .  The
respedtdmgt tuchapride Delkl aaub |dedd devdueacksafbn hudah doequent @artlcular

domalr(sSE@ﬂeDfNQre89150T§]»ﬁ)wﬁe§pﬁ§t§.9\/@ozﬂqu eoti de Iand am' no
egue art| Sul ar
agid, S %U sﬁ%@é £RL ﬁtycqaeotlrc% &egtéen ep REGS o3 g’gf)&‘* (SEQ ID

thereof) are al so shown an i
N 11)F|a§%r%ss‘f‘:e%ﬁ‘6@\§mf% e g Te é%é%@sl@f cEN&e(SEQences are
also deBeNGedgin) Waeg ef (Al., | BARGt hedoumear7BecR2oand its derived

FL e aﬁhﬁloﬁgquﬁnﬁﬁl(e&aaé EleqNQlcelgk hd'&l&ﬁ @a@%Q@-CI%' Y@EQ ID NO:13)
an l el m. !
d {Lu%gp‘; ok Qidﬁoggq@e% o2 ? are a1 so V\ﬁq'ileﬁlcﬁb are also

a ]%) particu marns ther€o
escr §?1W4§%“neﬁFgﬁfr% AAT s RIRS - tql?émnuéV%dFP%‘l%h?Uéh%%ﬁ of
Hdmare. Gal Raevibed (SEQASD MOmmddy) ehvdti t derel vidaamoe@ined in

analyAehUn@&LGHETIC &ef SEanDcmerl Z)NSCLEh)eS.%lf-E CHUERRCESr HeBsitivity or
reflstf%LnS,Q t%e%géé&%gcla&twﬁ%r t%loznuc eo dt(e) azsbovule segum “FBS" or

2 ure Sequence

)maﬁ Na o5 1PREQ FHyiResY 1§?R5an%f’"|tscrd’é?11\}é‘&e%m¥ifd or mnot

CrOSS]&@l‘-%ﬁrse‘q@eﬁtefe(CSEQDCIV@nNC}erlldl) *FBSThegel&eJBENCSS m@k8ured in MTT
cytotcalisixydasediisbed |n Bennett et al., J . Biol. Chem |,

%‘Z&uljgogm }JXQL:E% ﬁ96.[) SOFISQ a%y 5c: a.l;:gw (%e then cia(tjs obtained in

1 fr% arto aao tarne nanaly
ana Y"ﬁ&ﬁ-§ \Ra Cf“tﬁ»‘?g" Gaicertipensére: 7ert~°é1tPV+ﬁYnésr fgysistance to
apoptoamsqtilyity ofr Apedfi Strafc® tietapopivohé csenti VEHSYy of 10% FBS) or
DR5 moApOnaf +tarf}ib86:f ebed BOYidiesseriuprd FRS nJQO&E@anéd, + 0.5%

fetal Qg&:.ﬂgoggﬁlmon%yagp tbOdyBS)DBg) n%gsurecdr Sivl'IlT QOxn.cLityoarssays
Figure 7 provides an IC50 summary chart of the data obtained in
analyzing non-hodgkin’s lymphoma cancer (“NHL”) cell lines for sensitivity or

resistance to apoptotic activity of Apo2L (+ 10% fetal bovine serum “FBS”) or
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' DRS mgroGliatlo pa

crosslinked, + 0.5%fetal bovine serum"FBS' or 10%
FBS) as neasured in MIT cytotoxicity assays . Figure 6
wWee@viozes4 an | C50 sunmary chart of the data obrei/mem06/031894
anal yzi ng Eancreatic cancer cell lines for sensitivity
ey 0" RS o ot FECSfct vy "' BpIPE fresgliyped, (+ 10%
fetalflgivahe berime rser Ums" kRBSUred ih0WMT-BBjotoxiORYy apsryel onal
aﬂgubgdx PR aRb" &, cohOSSzbh ngﬁdserélitlﬁrtgnqt“sen" or resistance

(s ¢rossl ink +05%fetal bow ser S or 10% .
RES )rB = £ ﬁggbgslfrl’gd PRI &5 t B oXT t Py K s §aY slllries %r eBR; antibody

and tﬁ?oﬁ??’ﬂ”@éa’a??ni (‘ESO%EP??(‘P&WH c‘l’ifarcialﬁ?lcﬂﬁé dat dn%tna%ézy iGflNac-T14
mRNA emxedepziang non- hodgki n® s | ynphoma cancer ("NHL") cell

| Fl"é@éef@rpr%@fﬁ%lst hVBatry d@%gxraﬁséﬁatp@nGE x/taglé’t%o@‘b@ﬂd Crpancreatic, and
NHL ce?.E)R ings r nﬁgg I('J.n deg /()ém%%glgrg%y)l & S'levef.'n g%f?m%':_ ,T1l4 mMRNA

nonocl ohal anti Yeross:
expregfiofopatd&esds] i nked, (+ 10%fet al bovi ne ser um "FBS")
asigueasuroadni nilVlFtcarest oXiftetantdssayspresgivhe 8f specific ©O-
glyco%lcé\éhgﬁsel@zy%@gp@_ﬁ' iggzﬁfT@mbkéi@l‘RrX (an§enr%51%ant cancer cell

re IS C ) _of sel ecé ncreatl and.
lin Cgﬂ:’glervlcenﬁl§¥ was m?asuﬁﬁ antelrb%n %ata. n tci'i varylng doges of

APOZLéWI‘é} atth %08 é?f}? e%eétlloﬁlé? G Wﬂ%‘l ae‘t’s tﬁéag?ﬁ‘:@&tratlon of
Apo2LIRAER| Neet- FldedTRNA Bogar eSS OibilFguEect) qlovyieslahakperiment

was I@b@eg:re@nhgr%g%tof:hy@ ltQHSs C}esé}%@CBEaiémﬁ Oagg) Mﬂ@ high (10%)

fetal ?‘f\llal I %]%:}maRggacg{Xé nsyglezﬁen P/Tngcgls deayct f&iﬁl. %L:Lnes that are
highly| | gReSibtes drPierenty alseéi’ptrlé@s,l ofF ofr%b%‘awtu ct® -Apo2L/TRAIL,
respegitivedsy| @t | pHEaENEZYNES JRNAAPGZESSRAI Levedenfirbby eseanefl 0271_at) in

pancradt8si %.t:xantmafﬁﬁﬁﬁﬁ ﬁ@ialnolna n@én (AheCe! beMi aﬁnlegt Y%r¥agrranged by
neasur ed. af ter ngubtaot 1,00

tlssu%%?L/ ?“ﬂzd,bﬂfns’rt(%é of EEC%L E?.PTL B%quwa%%g’% or o%en bars depict
cell {escafcientr atd oRREY eABE‘iﬂfF?’RAlIe[Ye%a?tf EPVésng@/&Fﬁ% probe set
21188pfx wkabidndt yppdeagircel | (botabn | iphyelexpereentetnag03397_s_at) in

coloré&&@a&a&@e@tcélﬁaﬁinetshr@eqltim%% L a&s&%@aeayfml @wThe P values in

' paneléOB d engr ﬁ%geé 191/() tE'egl'reIr FOVISQG %e&ymcogﬁ aﬁl‘.L IgreeXWeen cell

pen sy depi C
line s'séﬁ%’r"ﬁ"\’/éy ﬁﬁd’éﬁﬁ’cr@ yh’§‘é‘nsai“fi| vedegte) e Spat ﬁﬁ‘t]At%XPressmn above

cutof Apo@l)/ FRAICE, of efpedblTRAGLyon (Bpwpp Gl NALAblL4herRNdmor xenografts.
Athym€X BhRS Shodk Icayﬂlslg( psoberseiruglblialve I(NefARGHEDL I calNacT-

3/Futa€pq1eg§1l Jgnam? u;?aﬂlt MR cghd,d Irro.l.%givegelvlehh!:f]ee ol Abo2L./TRAIL (60

arra ype_ an sensitivit
ma /%9 JgRso LT PRAPR.. SBIRadk ) g "G‘ProES%JrP“Iﬁar’”ésdE‘b‘i‘%f’r%%l mean:sk, N=10
mice/grqv@s-as in A . (C nRNA expression |levels of Fut-6
(tiRprpaneli11psees ehodd1d8®n ¥raparticand: PPGYINAGTatIon enzymes

alteré bgénsgm\gﬁpe Itb Qﬁo%%%elﬁre:[tb 2Q§)39C70;§>-2-@§ )celr.I]s C\Qéx%r %ggﬂlcubated with

[ines are arran as
the Pﬂf‘hé’ ﬁlXFaﬂsﬁ%%tloﬁ ?ﬂfrﬁf@? SOBiRHPr P! b%?sléT WGﬁllf—‘”rc%he"rreélted with
Apo2L{ BRMILofforh&@4c dr.r edrwdt | oveblet vesriléey | wh$ ndetsamgnged viBMgO=vehicle-
contréincl g pen-hi gPamiidatndefagt )omandaRVA 28 XPr @&Shfdha) cells were

transf@cq-,\égl ?S l'pf aspgg Ef LGB%G%%A@PQ%L/SIB@S 9 95 OW han:fubated with

nor xeno

a
AP"ZLZ%‘?AF% Ry E‘%‘?WE\E'IQ"SFFTR éebjoé’ulfﬂi’%ﬂel)éé’lvéafst ﬁ‘%ﬁé‘ll?edor SiRNA duplexes
againgip |laNAeT-ta844hing Gsedquene | (Pearmarght wpadelspdtasmereentrol (NTC) . (C)
DLD- 1 @Q8k¥eh1VedtthenD ke AORLEd RALLs (20 dB/ikE/ @Y 18AdE -3 T Fut-6 by

s:'LRNA%:a%('% Qes49e aQQ ugor VOLIHIE% éll @Qé:]_:eorcgdtl( E’qg?{' t‘gg‘ w1th plasmids

mce I‘OU . gure ustrates no

encoding ¢ Fray 16%‘? c%?&?lsatﬁno ncoé‘ﬁi’iﬁfé@alwtlél? s Pg%"’H%‘F‘FT v"14t y>r vector
contrel. A@QQ@S‘ERAW@S eApuiEyl @054 celdys AneeeinpVeprcipbay etleft panel) .
H1569WhdThnoma cells were transduced with retrovirus directing ppGalNAcT-14

expression or control retrovirus; resulting cell line pools were treated with
Apo2L/TRAIL for 24 h and cell viability was determined (right panel). Western
' 11
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the pan O gl ycosyl ati on enzyne inhi bitor benzyl
-Gl NAc (bGal NAc) , treated with Apo2L/TRAIL for 24 h

WO 2@mg22el | viability was determ ned (DVSO=vehPCT/852006/031894
control) . (B) PSN-1 (pancreatic carcinoma) and Hs294T

 blot FRdYEbHY e ePrE RS TrraReTieet a5 wFEI CHs el gpression of

epitopppGalcNACPCRANAITRNAS for 48 h , incubated with
Apg2le/ TRAL L1 {RFaanot (Aer akshvRiaNgr Cald . Mbphid Ida¥cMRS induced by
ApozL/Q'EZEIEH m%dbhsdl gNéngl{pl g)(_ﬁé %gl n% ags{e]agp é ar%%ﬁ'(ﬁ q{NAs against

ence

pPGale‘Efi 1I5LI3r g‘“B‘Eﬂsor é‘éﬁ%ﬂc‘:é‘é?]é" nSﬁ’ﬁ %Belff s Thﬁ/eF%“tsr #RE$ cieqeaged with
Apo2L/WRATL FpGat NACB 3, oand-uteld lppaseiRNAs-eanchlyesd eoy dsmiunpbBot with
antlboalé@)slo@a@ﬁs feel bspues &, Co1at r@%%&@@lgedcwégagepi aY¥ dstin as a

1oadln§né'ﬁ:| n %Z ﬁél]d Catl%.d eernee%rftnsfcogbci QVEJ_IE V\ﬁ.l\tlAcT 14 glRNA as

vec or con
in 2, %e?i?dh“’b%}“ ARFR(ERAY SBi hitgatd é’fiﬁpﬁné 3 STpmggC acvivity in
cell lpedtasonss delbémninetd e (CF dmsdycied ofi the Amzmvmmm.smsc PSN-1 cells

were td.laﬁ@ﬁcit&g m@ﬁ%&ﬁAwlangmSEinrprA Cehtd- QbozL/TRAIL (1 mg/ml)

: t Lrus; esul ti cell,,lLine re trea
was dg‘% TS RAT"S or 5 FEIAR e iﬁ’ag theCtEd to an

immunogEg Py ?'Feld’n(‘l”rt&hi‘n Fah&HRAG a\i@éf’%ﬁ‘*}hb%%c'éﬁﬁ?%?:%d JéPhg caspase-
8, DRantandFh#GE aetedodi &g wasingbbek .t ODVePF¥\l expressirentodnsfected,

treate@pPl tape-dudggadappGal HNaeT- :Jﬂﬁ]nunoﬂeg%ﬁ:a¥20ﬂl laHStlExatces and DISC-

wosos il RS Blyhiless SRS (EF BRI Rty aeeoriv
(sharp,pt [plsi RNABLIGlga et ppts IlRN:*I' ?Lgfo'rt)r Fut - 6,

Fespectp vellylstfames48Ah Mondbeccbellid: wepkbydiseaf exkbopimbinant human
DR5 (LAQ@?S@&T&%&I@&MPMLI&& in @RAcEEld, bySRLRSI WOr€rEC-PAD (high-

perforggr%ey ég Xéél‘gqgg o&rQ&at@g&%kyalgo%%?geds Q&% rfol'ngtr:.%r detectlon)

caspase-
(B) Seﬂﬁ%lrtﬁenﬁo‘&%’?ﬁ?m °f(§jmaPs%P?2Lé”é’f“fI§J ﬁé‘feé’tPF%n@Pﬁ?:‘% é’&%ﬁfﬁ 440 aa
form PPRELNACHM®A SHRRNAR@S iferA 411 eat SWPRAS hapdoRPH4ATRARurine DRS
(mDR5) | OkhunthnhFas amda@aaaa&&maﬁ7Tmzyrmxtm'wm)actawég VYnlfcatel putative o-

: det {9 of _th
glycos% E?TR%@{ DI S qIOts vver S?L?an%é egctoécal 0%11 1ysétes
correspRlRuET 2 T Rmaaé PREAST LS RGESLFTRAE RS & threonize-
to-alamigarisybstbs uhtdedadid PREL-GO3#iard PRRS-6E1Y sraeraastyusitd, containing
5 tiaRdnsadjrecieaih® arhﬂdmmﬁﬁh&feeCi et ald-08-AVahlnAN substitutions,

respec FLAG a t a P 8
p %%&ély, £ \Xg%‘%d‘%g?%%tteé péﬁém%hg &%15&%81 %goﬁ Q&%s (D) HEK293

cells \Usrg FPati’i'%af‘éﬁetcé:&d f”i”él'ét Y] @(‘:D‘tr’e&c’?%trﬁf"s‘t together with
vectorj amup§pt ATl ¢ atlpeniagor n48Ch azthdrPPISEAS swRsi apetiired by Annexin
v staftdspasees ﬁn@yr&bkéssaGﬁl Vétal sWasr MRasanRdTas (Affymetrix chip,

probe QE@Vilcél’iS!Lyat?e%q qulgr}§ %}lﬂglp tq}inofll samplgs fr%lnojzancgbgrgf the skin
re 13 1llustrate

(scc=s ettt 1 AE ORIy 5 KB PR naf- Bon Bk 1ohs rsiE ©0,
endome§plyne  Epde)i adlpddnrodBted TH=CHO séFisalpeptoroprditnma) and NHL
(FL=f oHPARCa PAD frivhaghper ToBOBIGEs @ ONar@XChalkgEl  lymphoma) . Median

expres§ PR Q&iﬁpﬁ@@ylé’\ﬂlh&o%%&qg/ 2 ALRES QHPltzrthaﬁ%taQCEAxO'élch class. A

(B). Sequence co human 02L TRAIL receptors
cutors gk 250 LFa 1250 BA0-HERk TS HOREERS - Sthurhin PG GGy iees from
Flguref 518 1dispAayHDR5S" and hDR4) , nuri ne DR5 (erR5) :

uman Fas, ((hF TNFR,  ( h.TNF

Fh%lrg atlé JplLiLtug? %}:gs (?A) d«’]ngg%tslyfxaﬁx onHlNél Fg%res tfjn osf ppGalNAcT-14
or PPYFRFIOBI 68 BFfhlly oF sPER-1t oedls cditpr| §¥atsd&NA knockdown by Tagman
analys€Or r éspordimg Tt 04 Dexpdd35imbTiandePDRDS1bltdr €in PSN-1 cells by

transfgg{]l%tnr Wft émﬁr,‘%;mp%é}hl%g %m}_grlgf eo%f@% a(l;étrﬁlAQ'ﬁ—lé (GalNACT-14) or
itutiqns and

GalNAc%o:h PR T EB T A i %ﬁegt t'ﬁ‘fté%h?"ﬁe %cgn’r%ﬁléh)&’“’tthrse‘g’seq“m

to siGedNAq¥elt ol awdheesubseditdeimores, Pp‘é%l@éeﬁ%l yC) jRpwn-regulation

resi dues that are potential O glycosylation sites. (D)
HEK293 cells were co-transfected with the indicated
DR5 constructs together with
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vector or ppGal NACT-14 plasmd for 48 h and apoptosis
was nmeasured by Annexin V staining. (E) nRNA
wez@reszibon | evels for ppGal NACT- 14 (Affymet ri RCT/IE06/031894
probe set 219271 at) in primary human tunor sanples
of prERPRCEah e EWbfe PHelniier FeiSeCRdGu ARIRE te AHo2EATRET hotpslpced cell
death, ihuayio pEpteowasal Penepr) dyldast pxmvanéradl ( @dcedure as in 11C.

(Tabl@ngoﬁ?té'dmhlgi‘f %QQPQ of MR@gdl«.erf C(&&.I)Vél ]I&ES‘E ésan\%éil qgﬁ\l;s, in which

L Ty L
from @pptleTE&PHN GiresaRpres %nél"F%YdP@ailw bi#)a ogr gyeater than 50% (++)
protehoidnz ehtialatbaeadtoone acirng| asisjonéeloidt 0dd @Et&DN0 (AndindABates the

absene@el en%ie&%ﬁe%ggﬂﬁtn%o@ﬁmxﬁel|<D}I&6; datRffOM o a 4sh

ure 1 IS e I ust rat e
kno Ckf—‘f ud F%%ﬁn rﬁ% E)eeai‘pr R4y guigfs BRI TR %reasmg doses
of etppIdRIARIT SBarPSPIRLTe éFTSDLDNr 48| pud gibigetaghto i RNA viability

assayknOEk desnmobiraT agp@rl Naee 1% S b8ere(BfedAhMARA-114 8902 and PL-45 cell
line eg;wlgssm% IMJ%@@&ﬁt kbutRd i m1%§mtyce£és%ygy after Apo2L/TRATL

nsf ct.ion pI asm d.(Enpt
ereacplitin BERA dndiadeRa g8 Mtk iat) -l LR KBS igsquinaicates
mtro'é’r‘?aén?xﬁﬁ?ﬁﬁ?q @ﬁ@a](l%ﬁTMcTﬂ 1hese (4oLt ) subsequent to

e'\'\'i‘fms ré fll%tlegrﬁgkflotte nOCk %Eo éﬁ&@%’% Inél'ucea caspase

acthﬁWtOér F%*?‘i"%‘i‘@ Rr\w@oqzhhﬂF%IPsSmmermtez%@aéeae%;léwm colorectal
cancedeathl i 1iGiy0 R0l enéctsahsrances)isceldrs. tepeed mential 1000ng/ml

ApoZLPfP@ﬁEdH&.e ASaran 216 adalablk g1 lchlAl}sa%émézye ts%lab @ct%fd to western

si.RNA knockdown nes,
blot Y eul at 'on o‘?t Ea%\%\stﬁeflgec f&ral lﬁ&cqasf ahd%ﬁdt gaspase-3..
CasPa?%s?ul ”gd Fhithrdt ett 1RLRY oﬁ?%ﬁs%u TRAI Tnochi@mngtk dyt-6 reduced

recrui it abhdgateissti{c) of gspaters tdrarchb0%ppsw)IRAIL DISC in DLD-1
cellsprlﬁipgﬁlrﬁe@ﬂﬂawﬂﬂac@&uﬂeea@Jor@Bﬁgl%ﬂ BNA 9] i g@)md:‘éhﬁogdxggce express:Lon

of DRL %.tde]gRS &%2 i{ﬁ%ﬂ?ﬁ%gv}g E“ES n(a%ence f Ja.rlcs)tt CattI v(r)enrAFSﬁubjected to a

agal nst JS$ubsequent
S1RNAERGER AN Wikt frP¢ Héldf‘ﬁ?ﬁeéafﬁ%’dfsm RNAs, cells vvere
treated with increasing doses of etoposi de or

St aur oSpor i s¥rat SIS bréEHTpRAdN aadeBkmtr@&qt o a cell

Vi,abi | i .assay. (F)_Retrovir .

P a8l S0 AL SRV Mg i s
genergpive "SHihFBCTEGOPD 38| FOFPRI PIEIPYES sHyi§Iafrgpntional methodology
by thipe2lskIRAIAL i edtenent., Wést easn biet awabysi stiusiwigiely utilized
molec@ild - &leﬁ%@ntnémlo§§gﬂe@d|&@E@fbeﬁetfrpvba(n@:]ro@xpégs%@d Molecular

Cloni%?-Gi m%];aé'élr I H?I‘i-l% ?Sgﬁ lﬁ%?ctf' N El%rBS) lc,solgp%pan_flns I—?argor Laboratory

anal nduceé
PreSSac%léa%%ﬁgc%aféaae ¥-8- Ap‘%fZBPWEaE%ngF??%r%I%ZO%HQ the use
of cumdreiedipt availebleorletisalandameegertel larki gessraRKO amtried out in
accorMA 1 7vitnCahdnsrivefi@et I @@k 8LhaM ﬁ)fbt%@@.gsn géﬁa/o@*pq%l-r/a;ur&%rls unless
c)uler‘[,loslre 8 24h and total cell |ysates were subjected to
stern bl ot anal ysis using antibodies specific for

c%f‘éfﬁ’é%et%e BFefertadfhiauleo and Eespused’® aftPEiPrd akt als to be

undergiyedi higatc Ghis oinve(xB)onKnsckrd:ommgtfedFlDb e @dutcithlar methodology,

protoéSIG!, U|cEﬂEn§1@%d &ﬁlrha\&atslpgelég &a%&@ag @Jns'i:h@cts, and reagents

cecrfS2LL A U S B RIS ETA ros s

cermitSioPEs I ORSIRA ol BRS WBS nBAGGPed By PACSiDing particular
embodivralty siesly,n @@l lis toat iwesmledubipedted: tithea ®ioRNACEf the present

invendtRC KIQKBM] w1l Bet it &iced) 8 geNeSpeddeiAL1ER: .

q%S%BIE e(J\lLLg:dT Eat Iéxl\s/Ell}g—e he-nlc-he te%hnl q{fll'?es agapended claims, the
rocedures described or re rence ereln

singuipin f APy "Gl | "ader &pdoiithald J@Ghﬁﬁﬂqlxgﬂ%ﬁbl 55 enss ngpless the
contegonventripndicratehodohogysby t IThse, skod | exhbuiplet heeBarbnce to "a
such as, for exanple, the wdely utilized
13
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nol ecul ar cl oni ng net hodol ogi es descri bed i n Sanbrook
et al ., Mdlecular Coning: A Laboratory Mnual 2nd.
weadiorioza214 1989) Col d Spring Harbor Laboratory REEES2006/031894

Cold Spring Harbor, N-. Y . A s appropriate,
genetie RIEFEFESDT nmﬂl%}‘fl‘?Fg at R 5 PEC BiTe F&’F%ﬁaitﬂr‘”a*’v &t apsiterence to
"a probts andudeagefeserarce tgemey add ynocar prad@soatd i eyuivalents thereof
knownaE&Q'hg%](‘sﬁly\iédhl uf 20t uped sdefdsed protocol s and/ or

H%? racié&lil.cgrlésgznsén %%}%rd\é\iée:r%rlﬁoé%d J.nt%g:t%oorr%tcta:gehe%rengé ebr?yt reference

to dla%st%&ef?F&Pettrﬂes‘“?frlf\?éﬁta}“éﬁq Fafgrialenin cqnpgstipe vith which
the podltdatibas awet kdted.ogypubpiattdond ssite@| heddinesye amitedl for their

dlscléﬂ% 9351&" tgeﬂﬁar @ﬂ.lﬁ@;naétfé"%Estheaﬁgeééﬁg%glicg@ﬁr| b@Ahing here

is to {1 é}\é{i % %:our mlés:Lon )éhat tﬂeS %Lféc’n ors are not entitled to
ers 00 ha e

érmnol ogy used herein s for t
antEdB‘Eﬁ* ﬁ@éep‘ﬂ?llaé"s‘&PF bPsh g iplEte PELﬁ‘raleaéh’(%dPﬁ’émlEYcﬁﬂt? opFgior date
of irnvenhiin.i ntremdesk tthel antdalt pebipopeonfdidee prpsentdifferent from
thosel MERAL 10N URLGR MdebeREnki vatied-Qnby. by the appended
clainms. It nust be noted that as used herein and in
t he appended clains, the singular forns "a", "and",
1. DEFAMITRONE" include plural referents unless the context
ch&artbymsji\mbair_e/&mmer wWiEe 2L Thagd frRaTBX aiFRl €sed herein to refer

to E’?I ? EO se%ggx{lz%t i &hl%h'xt qn%t.l.ﬁ@é’g ‘IilIFl]lQJOUdgcc".Lda res1dues 114-281,

of su al teratjons and ere
tn1uBi oo E B oRBE L5 0ne B morE i dBos aHuse 21201,

1nclueq(ﬂ,va¢wgst4ﬁe?@bf LReIOVHVE O TERBlesskif2Bed ingletigearqy, residues
1-281anthdasiest bt Ahé filhbi eald cRgudent saned iherFeyureaane as well as

bmlog{&qwora@t%% hereln by reheceqnscs, tqngg&qloggf apf substitutional
I be tt% met hods and/ or mate%% ?“es in ¢gonnection

VSEISGER L RTSIPRR JSOBFFEAL | offs °HF e RPTUiPCpytie BapsREI0e aegence
comprggeseFepdfusicn Lif@8ei e dippre thepprd dirdépPoidie mﬁseﬁtfc @f residues
114-28hed Figug dat eoppfiodhdieypresepdlapptiakte@renchlotdipRfses residues

92- 28|I'ec§xe rle§1éu@sbﬁl. -eNsys H?gglr@sl anTﬁgrﬂp%Sélp%oﬁ.ﬂ%ptE@@s may be encoded
i nventors nt entltledto ant edat e

by thg,, BFTlé’éat flld(r:]se yOvi FEIEST R A a7 prltlorl PEFigRRE Yoy the codon
whichpepepdegatresifusi Rrehtd offi9Fia tHermayh&ealdfefdl or "cce”. In other
embodpiddltis¢ athonfchahescsmay beridhnt s enentbifon og dahdg eastiownand have at

least_?_ﬁ]gowftegb”' f&nlhed%%ng@ en¥§r:|.cfe|n€§t§3} oﬁoré p%%ﬂl}l NS cast about
e

o a g2
0% =5 djcﬁe%ngéelnﬁAF% ;eve e @Fef ?lyde gequence ’Wh:é)g’ 97%, 98%,
or 9?ncF%iﬂ’€§C%1mlﬁ%m&EYdWF@§| Wesorﬂ?l4°§8’ihe i RIVEsinpeited APO?*L/TRAIL
sequeB&e2810ptiinobliv, vehe RPeSIIdURSII0BoRGbptidic iusénteded by a nucleotide
seq-ueﬁ@es' QH% gﬂly@.%.@ﬂ.zééqChﬁ@rvestﬂlﬁéérwegoﬂtzgﬂs w1th the encoding

POlyninj%g%S‘hl ncﬁ%l%gégugéﬁv}.?%cgs}ﬂ ‘:l"n(:l Js \./e g :Lnﬁ%lon encompasses

aCI n
substfuirRal variante|qt é*@o%‘r/é“%b‘r cla I‘“?l%ﬁ?:ta%ge;g‘ég?@nt%f, its native
aminodetiglsi enalsubshig@ited dyaky dansubstesidid.onddrbigniantsbofitutional
variahf® ADONE ,$EEUEREES. 1n|cmuc§én%h§§g)9.gi WeRh, at NRast one amino acid is
subst'[gt?utyeee%tl %% Sét uiergacerego I‘I ig%s:‘gflgg% 1t1:.|1"é|'3'.4651a§1vg:];1ants include
thoseq JASBBAEIGH. FifgHr E<ETE Lot $onaTAGA"  hEDBOI pepi 9269 " This
nomensBgfuenC és Cosgl | PesdpesiffuesoBYTREUIL orariesisdudsrin 28 aspartic
acid 9@.81%@5”‘& %)OS:LEE.Q%.SASRQ 2b1 DOLyPRRL bees udBYg Q@leeﬁlﬁr@)gﬁﬂ‘lg shown in
Figu.ra0 )t Ig.ge Psl% Ist\:lnte\hegg lobgrgt a‘tj %n%ﬁ%eng%e eShg Vgslloagll@P?g?ﬁe 6%02L variants
may c@pp@:tﬁee oEe)owrﬁeofcﬁ'{e ad.lanJLneCe@bstlt[uﬁlQﬁ%éﬁhlch are recited in
Tableebhodi pewitished hecTf repghBnt$o0rwoy arli/am = . ar gubstitutional variants
inc1uBl ARObeahd A BEtine ra@ﬁugay&s@tlt&tel%ﬁg alhoui £ BOY6 AMAGe 1 of WO

m/oo@ﬂ pu%%s‘ﬁ%ﬁcﬁaﬁu%%{)ti EYpof TP %Qrdef ehably &l %Qéémp"é‘?é’e“st a native
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90% sequence identity, and even nore preferably, at
| east 95% 96% 97% 98% or 99% sequence identity
waowdo/ozazy4 one of the above recited Apo2L/ TRAI LPCT/US2006/031894
sequences. Optionally, the Apo2L/ TRAIL polypeptide is
sequengpc 8derl/BRE: nirdlebed dE e gt bR RN LhyAFEE Y 288 Prepared by
recombihidRl o5t fytgetic aeRbbdsi. onShanidph2t fraghowefdithg invention includes

the pg%\égyfcie%m f&%rﬁgﬂu@@(:%spr}@\éhgﬁ%tﬂ Bhourerdl didd®sed in PCT
It1on _enc

Publicabipm /NAgAl ¥ LOgﬁQW%ﬁ%%flsl%ga §1 )54k} onal Varﬁe@x@é S “g{EOZL/TRAIL" or

one’ of nQ
“Apo2LAcuts uard tubstdnt gerarapyy die é?@ﬁ A& frf@sﬁa% TRATL Which include

monomePAr &inkut! aF i@t FotisOrRd twvarpclypspofiet heANpoRIbFRAMGL of amino
acid regﬁ ulégerééggz?‘gd 18 MH:QQ @ozte&%ﬁe&ﬁeuﬁéﬂ’dﬂl@ AGdrisy according to

stitute anipe res " "
Figureg fiys {9 6%% o?%‘%élghﬁ%&ﬁt§ e éuqejf lossee i ?é)ﬁt PP o D203 OF
“Asp20@garpfiess s thPR@SRILIC DELGATSHAYS "TREIAIVIOPhRE B S q—
provide@nBnebaider €. is used to identify Apo2L/ TRAIL variants
%rt%gﬂd}%%zgz'gﬁlﬁls%ﬂ%%%lelﬁlﬁﬁf dd!ﬁﬁll@t Sogosmi}]ﬁdZQM'SRﬁ@\:gECD” refers
to a )foaneoguég?:%lt E% aﬁ.lsnees?eens 18ugrs Pxo&) c!fn \.Jlilag&ge%ﬁ}ane and
cytoplApoRl derimmt s %@mébﬂml §B° oA ofiltorevof 1‘Fﬁhqe té’la’c’tmll"le"f such

transretbEdret Whi oBgtaphhehiardensaci,t eddi prefiziphiely, ofill have less than
0.5% c&ughél?r&%gafg ap\plv«h@@tﬂe‘)ﬂnm.ggéé@%ag anU B84 kb @mal domain (s)

variants | eo t he
identidipdt FP4t F g‘?\sp?g’reoﬁf)ﬁ&gd " TR0l B 5 1? %7%”%&8%8%? identified
pursuspabke shdtegimuaryingly eUdeyedHe §8F i3t FOh Hegbttying that type
of hy@RPABPAS SBeain NatThee seguenoendpck/ FRA | transuérirege domain way

vary dle o an 1‘99@1%1-43;- Fi'ﬁg 'mo§@lﬂfh§§ éyouf::)rﬁﬁﬂlﬁ.ﬁtg N as eorbivRantnd of the
or_synthet The_ Ap

domain n?/?enfrl‘%ﬁaﬂ?’cl ngl?hed ol ype%?e%glgﬁ} ef “gjrc’rd t'é‘g%tg raghe EP it
consisipefL# TRALPLOr emaetcrfléwgaa gewein FepespopuBl i gt PEHRBE e which
is free \MEOTHD 163 rmnbl-ANEO FhP 5428p1aFhec taar AptraApdaFRAigrains (and is
not rr%Fnb&QZLbouﬁ&)e us%r{:d@cuﬂgi‘: erex@ﬁ&%&ﬁllla}é tRwbOf NBe@ientl® of Apo-

TRAI L
2L/TR%A%)J ﬁ%e gfis%lﬁlb\l\ﬁ J[n Pbycdugglcaﬁ vﬁ9§?516%r3a%ﬁ§&ng§§a7/25428

d
rosi Heres "rer B/ FBRL @Ofl?fnetrhemﬂp‘b’*fez‘s ReE JSEThe© & covaient
chain RUfMBerdxNgacdtotak dgmdim Pequenee lof ApgHless specifically
SIthgt ed.Qt hﬁ;{}d@L?@RAIEordthfﬂt ah€ eyapobR03imar "vAEp2HD3to two Apo-2L

ers tO the Ssha éleljgl&%%%g Jl%sg.d&]iesu’ilklcﬂogbﬁ& ONgROZ R as used

monom‘?rﬁe Qe lehte provi ni

herein ASSIEATFRAFES GXUPHCET 1TEPAF aF e r‘\P‘D%Ep EPTRAEE are within

trimeBEDEoref f SpoaL alif.er maskoRpe 2 /WAl anakhpth thgrd Apo2l monomer) .
Gﬁée%héﬂ Ipobl penef tHapsnesprapeziandiaytopledsn cco three Apo2L

monomersn’%il%x:s ar Qrgo#gg&;algnt &hgsg@a\é\éél have | ess than 1% of

v cyLo " lasm ¢ gomal nS O _ self-agsociated

prier &£EB| yAPO\RnLt'TR‘Z‘ﬁévé‘g?ree@§t hat® 0*58% 5P St &omal
highet t oWidolneties Lfivgtes S¢OORPERAIRARY wcahweﬁ’ﬁﬁ%«wg%’éfﬂa‘i%mers which
form, (Skoi depdebhes - firkatdi@cpobypephimdescof tdempr esent Apo2L/TRATL.

Determln %ntrll ool} %{'xg %J:de%nM:J %ﬁ Q&H‘n%lﬂ@ytoft gxpSﬁL/tIﬁAi]? monomer, dimer, or

eart for id
trlmef y‘;?é’ 6‘fheﬁyﬂ$‘?<¥6%‘kﬁsé BSeP 2 ofhBs Eiealt" q’r?gﬁnad%r iases's‘_’lys knpwn in the
art {ar@insnoeimor mndomlﬁynwawh?b}ebmatﬁﬁﬁlsl rkeﬁiuyhbydsnonatlve size
exclungr@ frhan @k@@ ) p aBhiuragsd dsiaé %b{f:ﬁh&l‘loﬁndls@flgt hedium dodecyl

sulpha%n'a(l“QDéa §FSW ti QJrcléyéB g\lﬁ@tel IflﬁL%danA Qa ffr@lqsctrophoresus

odi i consi st o a so % N e art as

S AL LRt S RBF TYRBEPS §p eﬁtrfa%e AT ch
“DR4”| gnd r e®s50f widre ppmﬁ@n@ea%cpoéypwlésmrwmes are shown in
Flgurbgtﬁa&?ci |3‘»”1@sp§<9d’[ﬁ’bﬂ§ (aheh i B8Ot mBRbGaBeribednd)e .TNF receptor

Particul ar. extracell U| «d %%l neseguences, Al Apdrii-113 (1997);
family I SR8 4G 4 £

amily) PEFRAL L AT e ESCFI % Pul FI caf—l ?1“ Nos™ . 4 July” 29,
see AN TIPLEI T FNCPHEIEATE, Fhe %ér TP YRATE

nmonomer " or "Apo2L nononer" Isefers to a coval ent
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’methoc%not er recept or

chain of an extracellul ar dorrai n sequence of Apo2L.
The term "Apo2L/ TRAIL dinmer" or "Apo2L diner" refers
W eooringe28po- 2L nonomers joined in a coval ent | PORESE06/031894
a disul fide bond. The termas used herein includes

vi a
1999'fV%e°°s’t73?14a° RYPHFESE RRGTBPY dnd2MR5208 of feP s14hdfsugde August 13,
2002; yW3 190, A6 %8R Prefrsisped Gichsbexf 8 ApPRR, (dndeUs easspGisat edhuat tdanuary 29,

2002) an(ﬁlﬁeﬁ.dant Qt r&h . gpg%len@n%éélsr BIFg 11935fnanép%/eIRﬂ L Science,
i r (A I I S
277: 85.?5 qu (1957) %g JJS":Lbed oth ref: ?@%&./?ﬁ%lit er r(,ﬁee also,

QIer's are non-coval ent aSSOCIa
Wogs/EMSZEF?ﬁﬂhEdaﬂﬁYeéﬁﬁ‘fe19'| s*A78edVPeP/fefRt RWplished September 24,
1998) sel frhassoedieated hé gheferoéd gonesrds ORSOr(vke Ofeceptor has also been

alterAQ2bly RAkbrr&UCh a5 AROZL/TRRM, 15 t &h@erm%ngM3Chhiﬂ{sm TRICK2 or

KILLE%%J#%%%”%@ %{;exé{}?r” G.gpd gaF%‘r%%%g 11:9%223({}? czak et al., EMBO

g AntTtyeor (ApYRLE/ TRalgt nﬁnon@ﬁ%&ﬁﬁlﬁ&a&t r LheAle B3 <1997>,
Wo9s/ P46 r rulgjgsbedt Bgstay0 be oradeERESD ngp TmelihDdseandeia®sayss, 1998;

w098/ 44WBNpEHL 1ERE dctokeand2 UsioRg; GRITERS sl ﬁ%l@!ﬁéd 3L&ry 21, 1999;
W099/5@l_t6§ C{gj‘c{ﬁ)éhed St%%lﬂu%y @F ' i’9e99s' %(?992)1(% liS' O{D]ll %}March 11, 1999;

enaturing-s usi n
Us 20 &88%,

s giphabes (Mapes Sic: ?002'r E%e?r"@é/‘iﬂ%ééo HPRELghed December
7, 200api PP aky3iel,86% r bptverde DesembBeADP®, 2 2b b yangs rzam&pbmrobzz; published
August Ng) ugeR ;t e recepii068sdef bl 8hdsO Jullyt Be apds . asys’ %2/0160446
publi NG OQngerV\/rbqse 2‘3953/”6@' 9(9&2/984%@ gog 1s%83 S{ T} 135, 2002

ences are shown in Fi resp ec ve

¢, 569 5 AU Mg ?oﬂégcrvsoédomw@ﬁmspeéemrefa@mopy US 6,642,358
issueqrefdyemberefor rAdd3t o ads " BR4ri¥ddambete al otherSekesneers for Apo-2L

includs/ @cr111pckt3 EAdODDE (see, @1@91&@9%&33556 bgl S‘l\lfh@:gters et al.

supra raJu 8 99/ g 4 pu | i shed J £ )
i/u%d3349 aﬁl elethQ % 1.6% 'ﬂ‘l 2:6616 %g}/é 45% efi?r when used
here“‘t SEURER AU GUSET TS, STDiFCe LHeSe%OHGanSE%CeiP%%{léfdr@ﬂtéber'rhsse terms:

encompasp OBR- 2R rkkcElSS @, 348881 iigsaedhrlaruarfy n@®al2002rluding humans.
Apo-21Shetédan &y Bk endoSEARBLE expldebed 8dBo8drs( glg%l@%(:in a variety

of hugép t_efssgg 1 1ne§8£§ n Cc%:' ’ ma%7 %F %%?J’Le%%gd ( }::I)' 99 7&2(:0%}: 5 f:} 9 §ynthet1c

see

ubl 's h]é%tll\ﬁvéﬁ%’@FC?LQAPOI%Srec 4%%15%% Fiedgpeptide having
the samepprifigerciPd sed @8y as FhiApork apaptdrs degfved rogmt gatase. Thus,
a natdRb (skhéedceceapborr hascapksd beennald ernat bMaloy écﬁ.fderée%dence of
naturall@ ao%céﬁ&ng APM l—relgeﬁ)tcj:lgesfro-ﬂlaglg}p é‘@% hAP dh6§§lé’§ 6sequence Apo-

2L re ef @5 nvéfra g;t ag? dflrom naémcar canllAe %rgguﬁsi?y recombinant or
Synthe(tiggm?anw efhe| term Napbive Geueidss Apof2ly: rd#bedr3 specifically
encom;(a&%7)riat\ﬁ@lﬁ:ﬁz35&&@rmgb|ﬂrﬁﬁ&deé\ugﬂsbec&@teégﬁ&ms of the receptor
EPS7Q, 884 PUld:Shed: eligber 14 W08/ 46643

( ’

=9 pub |g hed eOct gber 25_ 19% % .&)%%%gg% 18 rafellular domain
Sequenfﬁhuaf‘f}t‘?‘f‘ I 59eAPe 0/ 0518 E‘b‘l“ﬁssh(&ﬁngebra&*a?liﬂaES"elY spliced
forms)] 999 naWBBGL T 1%9brpingl akleddc Martdntd ], Kbggﬁz;orU&rlants may include

fragme09 240209 bn prblanshest Adgusdt i3, se%ggr?oe -2L receptor. Figure

T A M

on NowsimBey dfedlHWigust FARSTHETIONIE SWGSEO1EEBU P BRI RBE is known
in the)ry.3 ThZO@BS &i9i2609/104604tGoperhlthsheth Gotindbescidl sequence of
human 280 Zsholds 200240048783 ashgd1 ApHddl 1250 30P20sd orh‘ August 20,
199g. 0,569, 642 issued May 27, 2003, U S 6,072,047 issued
June 6 , 2000, U S 6, 642 358 i ssued Novenber 4 , 2003)

Dot qESRPhePtABoE, 16t Wl PRtsiBt BY FoE6F JRperPlly to antibody
or ant:ub@m@e DeRbtedDER? a2 aﬁtdi‘@@ {iseehe Shest darretialfactor receptor

superfadPrya and Mtheh 81i%g€d Rhth \doRsdYy @apakﬁ@dofS'sqgﬁ@ltllﬁ% a@:loptosis, and
such a‘?‘lg%o%lgs :LnIE&de S&g]anAggocg anc?%%gt?t«ntlb\/\g]en used herein

Npasses native Ssequence Teceptor and receptor
varlants . These terns encomnmpass Apo- 2L receptor
expressed in a variety of n®muals, including humans.
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Apo- 2L receptor may be endogenously expressed as
occurs naturally in a variety of human tissue
wo ovgaes4 or may be expressed by reconbi nant PET/US2006/031894
synthetic nethods. A "native sequence Apo-2L receptor”
COPRST irsesptar paitipedt’d PR wRhAtPade, semiarii-ABS agitdbody” is used
in a SRQHENERsaStareApO-t2 aheliatioF Akl vad t60MM Natbt Gne form of a
DRS re'&!ﬁto el 32111 V& %%uqn%ﬁn'}%%?%c o GREM Of Gﬁqgur@s\/eﬂ-\t Q@ the 1-440

sequence 0 occurri ng Ag
ecuspie GPPET ¥t SIFERY KRl o SIERTREIVE SOTenEAge: Aptionally
the DREceptidrdyair Pasedobatlddkéd dim pabefearobpgqugnsegience or molecule.
prefeRbPHUGRM i@eyterrem&gﬂal&naﬁ:eeeesmtohet b€ m?ass biﬁbeaﬁﬁmy to form
hlgherngrde\re §ec91li%grggr1/épgo egcggeptogr:lon%ﬁ§§| Eél(ea ® antibody binds to

nmpasses nat ur al occurril n truncate or secrete
DR5 reﬂeﬁiéo:bfbhtthéioreécétﬁf Oglltde ﬁ crg dfleaﬁif_ ew:yf%lr REY additional Apo-2L
receptont @i gi riRé . f B¥R1, nst Av8e) - a@pemnﬁét?elﬂhel antifodnpiis an agonist of
DRS s$EEHIBRES)acti@idyal |y- occurring variant forms (e.g., :
abbarchatlvelye sRs! %eqbw 0B) AN NAEHRIEL Ha P REUL r80recepror at

Variants. ceptor variants may I ncl
3 conCRRITAENPR THPIYdTe PP ﬁu%aﬁ% §° d*°Phefh %%aﬁ%ﬂcéﬂ a BlAcore
bindiApoagayr ecptorallFi githee DBA a@h@h@lﬁh@ﬂﬂe afivapt i gxhibit an Ic
50 v&RQGUeRCEb&af: husaavm DRS asupubsiaheds idaWR<38/12149810dbre binding
assa J\Ioverrber 19, 1998. A transcriptional splice variant of
human DR5 is known in the art, This DR5 splice var ’
B St 4 TSP b B AOnk DR SReMy 1= used
in a m:romi gismes BB mafidr 30 agtpsieshddti pindDto8A 85886t oppe form of a

" DR4 néugpts:tr 30,ext99& 1 1uDeatdans BC e ptBdorant dgraeya1lySths @tta antibody is

fused eJ PR Qd r@é eg ﬂgg&ro@laééﬁst Ose@IGLﬁJEOdéé q{olé%ieb()dl EISEferably the
directe thor In t unor ne%c{é,O%IS

hEterPé%%"ﬁFoFe‘&ﬁﬁé?f ¥ %&Sﬁb%ﬁsautﬁ? nad1 |
oligopapkhlcempifexs gn&ptierplapopthesPR: aaptbosiychingst Fodfteseceptor but
does ird€! HOe BR5cﬁdSI§d beskt andn DR4 antidiedy) "Bl ecepbdss (e.g. DRS,
DcR1, argrl tbggﬁ, %oﬂﬁl}p " ’aanbod mﬁ.% %Saétﬂ{l%pogy Dl’iﬁls s:Lgnall:Lng
in a broad sense to refer to antibodi es that bind
aCtht"?iyat | east one formof a DR5 receptor, such as the
10"diPngbuehee D§ﬁowvli°ﬁd&F|°§ uFtes 113‘#%‘%#% Fénds £g0a DR4 receptor at
a corsefjtieniten Shavwa dm aﬁmguroes BB+3Gbodk BXtnMag€Iretb@red in a BIAcore

blndlqgr@éi]:%t he(fp%@t:nal t i &I&abh&/ &Q%@?Qs%ﬁ 'tQQdMqv'eﬁt.{dﬁS@ghlblt an Ic

edtoa oseenceorrmel
50 V%rugf 8?a5]i’<§}l He hmi’legol g%’ous sefuetice" als\lovés Br aa%p‘ccfre binding

assan-he anti body to form higher order or oligoneric

conpl exes. “agphi@naliky ustdheiDREhearirobdeht biends, t aadDRmcludes any
molecrtﬁg%tagrpgyﬂgaﬂl@egr %119'&@a9&e§r9§§nuﬁ§@ég oW 4&1%%5}%25) one or more
o101 BTl Py CRE. &t PO T S i SE bf DR Lo 11
vivo.si dpratpliesgofctian byol@irrbradtiyitieke aDRF iaditd iy App2L/TRAIL to
DR4 &Jl‘]eDIiEJ'JVQElEiLQﬁnBi Bfsptogifl BRSwd1ecept @ho#d Burther reported in the

11ter%9[1‘§em r t Ia%gnI&ngt%. o%gﬂqgﬁ Qn ]a ncMrtegt agpurndggemngﬁner For

measur e Acofe bindin

n
snstapgs, die] R B THECTRGRTOIERN BF LT | EBte g apfigmiece o
activgfe abwubr OnGrenhi¢podbautact 8vidieasoihd@supedren #r vitro, in situ,

or iBl &QQ,Y %sblangéMta%%a)[ts m‘%cr:eﬁﬁﬁﬁﬁlj a&t%ﬁOdﬁ DR5 PR#hich causes
use |Nn.a

" br
recep%orsgc’rtnxratlc%n or 51 n?qRﬁranscliucghar% bi r%'l& ta onist magt a.gso function

er to i bo at lea
indipGFRY P R2DRALLECEDOR Lbr SR e IR IR dBReF T vate oRe oF more
bloldghe&EGf:tleﬁﬁézﬁ)rt&| bma tolreDHIR4 iantitbodyini 8itfulsed iar vivo as a result

A'gnkg%algnleleﬁst sﬁ&uhggoyegégggg%@g?ﬁ mei&@teh@n causes DR4 or DRS
u u WS Qr assi sts
aCthtaﬁéoréﬁ’ﬁ %&1@ t%aflastfﬁ?:msghellt Onrsdg?ntemp?ate% that an agonlist may act

as an enhancer molecule which :Eunctlons indirectly to enhance or increase DR4

acaqhgher order or

situ, or in
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ol i gonmeric conpl exes. Optionally, the DR4 anti body
binds to DR4 receptor but does not bind or cross-react
wowadoozazy4 addi ti onal Apo-2L receptor (e.g. DRSPCDUR006/031894

or DcR2), . Optionally the antibody is an agoni st of
or DRBpCtdyvyirien ?%@cétYﬁtvl ty Orcjﬂﬁt&ﬂ%ﬁ | yhe tageniit maytehaese activity
of endbgdrives iApeelt iiona biandsl t oTaisDR4u¥de beptprmpltisaed, for example, by
pre- CS%H(é@:mﬁ% Q)‘REOJ]: 'gflﬁA‘gﬁ s} @Qgﬂilzgné- c%%ié?ce?b@ﬂltthgoré},%&.slve ligand

S in cor.e ndi.ng. assa i ona

with @% albrrllztgl bodngg OF 1 tgrl v ent i on %x b 8n nﬁ APLE: formed
betwegr 2pgoth 2096PHIMPY PR&bout 18 nM as neasured in a

Brikc sren Dbhcharieas sayvusebhén ttdenprepgonispbli¢adiose@fens generally

to al hﬁol@c@?éjesﬁn§ﬁﬂ§§g andgéng| Ugﬁﬁze@Hy @Lﬁﬁﬂ/ldﬁaﬂehagtructure, or
a. %e St nU at esS Or Ct | vat

glycoE JFdI a!:hey exp%esslloﬁl o%n‘fz act I Vlofrl 2L O r%?. tir} hﬁute obFE:fll can be
detecafd %stwﬁlagfitrpﬁhoiiﬁ Qrt @et}&ds ﬂlgﬁl@ge B@éﬁgﬁﬂ §.1’l6f is predictive
for suohmiElobwgicell’ sactd vildses’ ar eeddindvity ofo ARER2L/THRALL or death

recept& Dt 185a,2R5, Sﬁdﬂﬁlﬂi@hﬁlﬁceﬁgof@&@@énélé\:%dm@yl t@é LhOSB: invention
:|.ncluif;1<la‘lrt her I‘ er%%r E.%Q:Ltleg themollI tu%.r at ur en:h Aeaﬁ\%ﬁor I ng?% of proteins.

manner
Membefﬁeofaéaﬁu@waw aFaﬁanéﬁcwaﬁaﬁtltawaﬁemser ' f3tNac- ™) family of
genesealhipceteisti Milaabeeodeactibedt tseenee @, HBIE ebi @l 0gihTiad chemistry

and b@@idg\ﬁ b 6sceh-{IR4 6r1:DRSq dl‘?céféﬁlﬁgloﬂ an‘f’tjsltaléed by kBe polypeptide

N- ace¥ VO a%aﬁ rtgééﬂm ﬂ{ralnts er%!sr ect QI ndrlgg. &D%eﬁcugﬁ’ Chemistry
auses rec% or acti vat| on or

w%l&?%&fa&?m #h&&gﬁiﬁ%f—%ﬁ%—@% fmtrlesﬁrqnﬁa? r etedy therein;
Wang b part Bakd.y 300: 138 V44 eidhadcepndsteimrbates oltalichvadie), and are

thougﬁﬂetd)rfuﬁ&lfl%nbb.ﬁ)ld&gﬁx@lnlﬁgtiﬁg Ehﬂ%rogn@%scﬂzlm%f bMinked sugar
| VO

cha1n¥| tlBO I'E]el%l tu, r'cr:l.on ]fé/é Ct):?ié %ng ﬁSlEI{lAhIOIE:hSF%’l a biomarker is

t i mul®at’ ng _anot
deter@h‘t?sdestoDF]? JRIERS Hemi VAR oRPHITVET ghar fraﬁ%t&e&t topsue or cell
samplpt |@téorrlémpl iredxbtdt, arhagonisisipmyofasticlas: @omarker will be
deterfiEANCEEiAWD| eculnyhi @)ﬂ)r%ﬂ@ﬁni Oﬂ@ci.d’é.g‘ilréj}e(:t |c_b{1a111.01tat1ve PCR ot

1mmun§9mg8§emq[stfycr(ﬁlﬁ’§: gg%gt naypt%.% éll?(t I oeg{ ggssai%'ﬁl Vlft ya GalNac-T

I nstance oni e activit
bionsgittg BRGUE ATIIBE 1 B HEEHIEF-ThY S IcBa| 4iBE-4a 2t a leved of =t
leastaZtbnpki stredred o1y éxarmpiteix B33P eniconplewi pgaldR4spror 500-fold,
or prBSradiybytr Steabt | imiongseigxes oh the deespedsu¥Cor cell sample
than l’&l‘gl@nq?b\g!aixgdt hietDJ:DF%L." Q&—n{%@? rtgrg%gé o%e( §Qﬁh %%n(?lﬁ whea detecting

St abl I Zl ngb native co tvveen
SXPTeFRAPTLPT (5R6) PLOmRRES Y B?fri? 9 BEYHEFREN® BRused in the ,_
p}‘té%’eﬂta@&ppl1%&@1@#0#@1@#&0@9’99}?@01@ to a nol ecul e, N-
acetyl §lladdbsighi By peARs f IR0 1Ay, CRbbehyde a1 St 1ddCiad @140 “GALNT14”

are le c d Ot 0 Y Y =) characteril 1lcC
SAcah ! 80U 0% Lt L i ey e

lan ti
reacebSi 1 5hs (67 FRLRGAE PECHOSEA MELEPRY "antPrRgiotns = n-terninal
cytopb?@épctipwnf:oiﬂr@ﬁmmnﬁaﬁownll steyr negdemedrgl catalytic domain.
In arS@Psidrali tyoddandpg?2lkhd Rikdanotatiert h14 ecept e aBhtdiody 1659 base

palrssgﬁgbcﬂhgr@r gﬂ Sam‘i%‘t o@(ﬁﬁl ?‘fgge:Lkﬂy EF V’%.S.eLHt Fl \{:gnt;jkon The £full

but_ ar not to nol ecul es In.t

tengtb AR PR o0 PO GER oL RETTEES bR PHE il A207enes. as
disclpsest ety | Ypmga ctto s n;BIBWané?O ERASHEA( "(@APNac - SPYickAniibgforms of
GalNaBfTigeRese aRdn pxa&lemsedh axecrbeasdrs cot hRd nbseec1@4dg), particular

exonsl_laggcl’?taélexons Ihe3 Ch%fﬂ %E:r ' anq‘hg 841:%»@}% Fn@ﬁ%&@nt&ﬂﬁemplates

| I nked %I coogy atlonlnltlated g‘ﬁ&.N
e RS RGeS 5 SR POS a5 Vb Ko (b OB, Gighofie, and that
expreffiging PhadnyCleaen $ichy ifefipging all erpict209>fathewwgmnalian tissue or
cell s&@lengedhstitvitE @O Ipaidriaieseneash Gebestdrhefeibbay .

V\btﬂﬂ’ ﬁtac%Ityl—’D 5 éo§%nz3§01§éép&%903) and references N-

cited therein), ‘
acetylgalactosaminyl ransferase T3%, “pp-GalNac-T3”, “GalNac-T3”, “GALNT3” are
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t hought to function in determ ning the nunber and
position of O linked sugar chains in proteins.
w@pioroeRd y, the expression of such a bi omar kePCT/85S2006/031894
eterm ned_to be higher than that observed for a
used g%“fﬁli“o?" EEESUE BP% el | "SRRI PrOtiRoPflling  chpgpoteristic features
of thxafipiNec-T héamddpr exfsi i eghlesucdrrar biiognrk e¥- teirhinale cytoplasmic
domaiflet efmsfﬁﬁdb:&bsﬂenglo&agﬁ,neswﬁ%ibﬁmaﬁﬂl CLOHIRAYe domain. In an

corsoBEib g, 58 M TRUIALL ) SELBISUEY LLEE i R i s

secruegle SHPKR oL 4 907 U Na G HIEC | F© bESRPBCISIm Mo in Bennett et
al., PeéplofCharnidtaast27250700%s1haasired) by Affymetri x U133P
nm}Cr“QalBj'ea:)t"acBlta"‘)SSt:Eent@rlsSQz@aﬁtma&iy Oingllk eferabl )‘fo@t whlch therapy

is degg t J:xQ%Qldllfxgg h%mgétl)ghei-\lsé nlnﬁ:hgdetde%g lgl S:“Lsufué)ed as a ﬁtuect are

at observed for a contr I ssue or
any Sélﬁ ‘Tté WHEN Va8t é%t?ﬁléibrlﬁ@?ﬁ?h d?“t"‘h‘-‘e MtoFPREN any clinical
sign g@dqgeqsﬁanprtg{]qjeetsp@ﬁzvolved in epidemiological studies, or subjects
used adJBndroiacetyl - D-gal act osam ne: poI ypepti de N -

afheet 36[99@' %‘nﬁgﬁm @&%ﬁ%&@{ efe ﬁef mamm .It\la&afssa.fled as a

ar e use elrn
mammal, tﬂ)%lufiimgrre}f‘r‘ﬁ?aé‘ﬁe GPB%ei #PA789i ngoThafutt &Sst i cIn a preferred
embodfrspture$hef invhet @al. Nele> Tiafreti Ly sobummi.ecul es
CBRNPrdiskig ar Ned@r rﬂdﬂ@he'cylﬁp&@a&m G m&&lon of similar cells

O ai f n re lLen at gé) rtcleco e issue or
bt ﬁgcﬁq%&ﬁ@tégsu QL N, b3S ge% gnd DR BodideCor the ci |

n option
11 FSNG iYL O CR Tia oRE A T iefs“@SBasféob%n P&déﬁfcaaﬁ?gved organ
or tigs8s2saALAO cucbdogavotawi repastshowhodd ¢ guve bdded Temmstituents;
bodil{y Wikidenrgth fusarsebNAhRas keen deposict 8diivAa G%B@tm&eal fluid,

or in ce O ) ed or e opmen @] e
oAy 0 o A 8ol met g Sl o

subje¢ty NaTéjeTﬂsﬁhevesaB‘@Je% Sede ALTY |1é%l R | HcI“HYeedr cgbls or cell
linespotCHtAetalde) Per thleetarcrexehls sagoth igs obkoimsd2from@a, primary or
metas@dtdbOkudor. Thengresend sampeBt nap G&Ittaeﬂpk:&ﬁgﬁﬁnds which are not

naturoe.l?@@m :[Ht%gmmr ex§1st|hontl%f g{ysugf J§1ucyat\{1§£| oé‘tl.t%hl %f O% eservatives,

antlcoa Eant f]f f L{N Tt one
SBFOHITE T 6F%d| &F?Vé’efif “ﬁél?fﬁn%m?r’rtéhl‘f‘ilﬁueo oF i ditfe-
sFéWpF@ @us@wstm@re@y q 0sapo2n! TRARLtigsude@imhle deeptamt a single
part antpikedyosf' aU[ﬂ?L—th@C@ﬁnySh_e D-agal aﬁtiﬂ'&&msmﬁcd)QJfYEﬁﬁdeder Neells cut
from a 6&9@5&@' Ln 'Pé osaf[l]. nyé tl[n%.g§£l%ro§3%h;r§ muthBleGaieN%go Ts3 of tissue

1 ., areuse hereinto refer é? .
samplgq ‘P@’nﬂ? n"e&l Fof"Eiin }‘@\ﬁcﬁ@d char attlerist f“%cofréi‘aﬁl%rE% e present
inventips . GuoNadedT thariiltyiofundetstoad edhat ofpr bséasgt ainvention comprises
a metNoﬁeﬁvHéMhr aykophasnsectlonnion, thsans BrbLanes defRiyRed at both

mor §1to {:€9 I dogpi P e o
orph %% LU mgcg%nﬂet\égl%\iacé?’?ﬁspo%yp pt?dghgg%prslpseét to both

T,
prOteJtIhgn rﬁuﬁg Jei’cf‘al%equence shown in Figure 4B . Gal Nac- T3
i% fyprirdpteeser i bedreintBeahets mdany| comphringi oln any way, the
perfoﬁ’&&ﬁéStah}i/orZ7]:e§1ﬂQ:@6 df7042 {%QG)anaW51§Ubj':e(ﬁrot&fol with the

perforn@.ﬁ&é %ti/o:l!’ %‘e%t oAy séécﬁ&l gna%%ll.g%tr éfc[to\é@i ch For cfxample, one

i ncl udi ng huamans. so | ntende
ney i) SRCYeRIlES GO gb‘fﬁ feBPRRITES atly PEABI 0Lt §7 i PV RS Ok @ second

protogqlsnpedfory e%%arracz'h uge j Hles ragtltshofi ngfiany aleilmsoalorsbgetocol to
determifhedivBEa®e, aOke&dilhd] @A45/iBV 6L VigibtbBo A Nd WD PeBbrmed. With

respec,stt ugd e%arﬂ)russ%gﬁnt.n%ng§e%e§§1ncon$r[e0| r§ay Igee Eﬁcg results of an

as u herein ref ers to any

L i L
specifior S@srarybys ariveat ysind rAre2p/TRAET ed eriddi yeebtef antibody
should be parfentddon, the mammal is a human. By "tissue or

%?l l"n§<§i.'g2l:e;c:’.ds' r.{%aglga& Ct%l liﬁgiﬁogn ag.{/ ﬁlllin ArarRNg.el ! g‘or example,
chromosomal, mitochondrial, wviral and/or bacterial nucleic acid present in
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obtained froma tissue of a subject or patient. The
source of the tissue or cell sanple may be solid
WO 2E3022286 from a .fresh, frozen and/ or p{)fesegv@fﬂUsmgamlsm
r tissue | e or hi Qr aspirate; ood or any
cioeu) SR ondiit LB SEUHIAT |97 1A FHETELRIR® o8 BT ot APEA strands of
a do‘-’é’ﬁf’ n&irapfed dluc;iaﬁw eti¢ mollgiule ped i tnohedds Bhui thagoent or portion
of ani Nitewstiddialc faewd diole@hles from any time in gest at| on

oﬁy d%\éﬁélo%eﬂéax&f akggru%ligigca?c e treln S ll'clﬂ% Fc’ygr 1on E‘l’?@éeof with a

rimary tured ce
f“nct&ﬁﬁqoﬁ%ﬁp ¥ ?%8%’%%@6&%?%@1*%%mr%tqlg SEaPREE Py Gither gene
expregsiam. mafe ogensemagt ersdst upbrallTheet inggeéc sanpkeresppnsible for
encodCoft ai EvRetRAHNdSrvhéGh &F eoﬂD} Qatﬁéﬁralény At LA XBheic acids

respoﬁ\éﬂ'ﬂet P@r te'né&’iﬁ%g' an* «Q{plfgg?:'.sh%c €ote Qr esl%rvatél\éﬁg acid sequence

anticoa ul ants, nut ri ent's;
maY SR o ERebC t ﬁ%n?rmREItYFontthH% SEiPPOS edntFeRe| nipitiation or
terminafdeni WEOW @Prongmye ssareples | Stheantegal siony| eqpanidesObr unique
adjacphie@egiinsard itasugnsanpl e, e.g. a thin slice of tissue

thec%'o!:c? lcllé.gae{'r Q,meﬁ Eé&?#&%rgﬂppce%érs! t'l:loI 3 un;lper S Oglk composition

at: nyltiple sections of tissue sa

Wthhaﬁ%l U EEEd OF o™ HiTHl YSTFEA¥ cBF d’rrﬁ’@rf%tlﬁ’héop? eeRFgent Tsuch as a
nuclei%@@ﬁﬂlmbemm\%nd@etlbh@x agntl’ farilhderest dodcthat ofhehe reagent to

whichPi€Senicohin@Bed Wx CEQB'@:U S%ealaf%tlhﬁ\gy V\II:%E@PYbet he:saBie (e. g.,
radlo§&q‘_%h9n1£3fely §§ﬁu§>§€£ e% |§ erla y r, 1n t% ﬁ%sreyzoé:'d an enzymatic

ical a or
1abel ity FaepEty CP%mlﬁS%halﬁ%m% She Rikterts Femgourgyor composition
which"igofeedcgpkle.or "correl ating" is meant conparing, in
armg V\/Eléﬁ;m t henfaebdpr m@ﬁ@lnanQéoruge@S uld s +at aoxfolaﬁéét sense and

spec:Lﬁr},@.lly %oQérsprBjit%%gl anafb ona nt:L cfc{r%ncep%o}rclong}rplaéltlbodles,

resul secon Si s or protocol
multl%}’r?@lf‘r‘a‘il e PhES rigsa P%S%?Clélflﬁnéﬁb%ﬂﬁlsysﬁ%‘m@# from at least two
intachregtdewlies n awdr aytiibgdp Uiragmeeeosd Jpnot ©C ahsy asxdAibit @R desired

biolodil Us itr-hve, . resul ts of a first anal ysis or protocol to

d.%t_q@{ggdge g\% tr a §g[gond anal Si.s.or p gga%ﬁgl {lgahcotul gntlbody’

erforne respect to various e
prefe"?f‘é’ll |nC°m8ﬁés’ﬁ’Hy Eﬂ%"e it lffeé”smlfds‘-néf oh dnralylecaredesaythereot.

Examplagc hEf azgngiRNly expoesgisoAnciudeHEY 0 Fdet eraviehe) wWhetderr dragments;
diabo&ipe¢i f ile€ndédrer apaubb&id=6Ji r@.ﬂgl@cﬁglxﬁpOgﬁt{ﬂ;% L @biecules; and

maes 2L GRERLAL LI SO UL DG PELLOLIRI. BY

ucl el ¢ _aci I S nmeant RNA. For
%Sﬁb‘fe gD ofar, u%ﬁ%%ﬁtﬁ%ar?fﬁtrawﬂsl gkiis@pERteins of about
150, 04adpbidngl FrREEbest cActeb preseiral i hightsUl® shaplseand e identical
heavy t(@) RHaAHE] eEaclaQight @RS ONPRASSaKI thar héHvyb@lt.an.nSE}p RdScovalent
dlsulﬂtieabéjﬁumqlﬁlét E@J‘%ﬁgbsg.“%lfe& su%gg.éje {'ﬂga? lél.'s:eva iég anronlg the heavy
%clil S a rag nent _or pOl'tIOﬂ (e} nt nuc C
chain, A HRFET] drmBoigEngn FtBa  dAgh AIEYSIBdatiare chain aleo
has r%&a&wépeﬁ%omtrmhatlheﬁmﬂfmﬂq tbradgemct iEonial heaol echain has at
one ergN@OeHHIgbDY dAbhARS GU) DESD oAt 81 MunBer rcﬁﬂ@&@ét’aﬁg ks, Each

light %Q?n %Qrgﬁkgﬁjle-rg'&aggngt ’EEQX e(:iu%nﬂ/'%t anocf aalcxl)ns arelt dlomaln at its
ej c acids resgonsn for enco ncti

orner W1 S 3EhE CIBRIR Poett MR REHE) & Rdigiad bith the Tiret
ConSta‘inésééfFﬁ:}FlbIOé for Tmavpdfignor ek pries diipgt whpintwimablelonain is
alignedU@L e haciarisSqs eNeR iABYs GORt akd~a aenet | @articular amino acid

residu@Qanen'%lehi%e\é’i I:QI £ X QRIS ntePEa[c%ngétwerélnt J: al Iloghtorchaln and heavy
on . regl ons, pronoter sequences, h

,_term
chain F’%’é’tﬁbg (%%V‘aéléﬁuences or uni que adj acent regions to the
gepeterThe vawtablel abeferswhien thsethdiertdhn reftels portdons of the

variabCenPiddtifls Q11 FEONRASEAD 981y in sequence among antibodies and are used

in the binding and specificity of each particular antibody for its particular
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which is conjugated or fused directly or indirectly to
a reagent such as a nucleic acid probe or an anti body
waea702i4 i t at es detection of the reagent to WACT/HS1006/031894
. 1s conj u%at ed or fused. The | abel i.tself be
antigegot oHPUBIFE: (B varigHil 5% ot ofet| %ealg’ SfStﬂlﬂ‘éfreé‘s&Eﬁ?‘lgh°ut the
varialilab@@ynarof iantitraliease I6f iancaweymmted jmiydkee m@guents called
hyperve@i1¥Z6r CdaplGahtalyt 86rh@iiRf réyisrbsStidtat &n ¢ABPOWAE chain and

the hga[va/'co%ggé %e%bi‘@ &&nalﬁsdet @ﬁéaxp ::% h-l;.%ﬁldbgeséégserved aprc])a'tions of

reLn 1s used in . sense

- Varlab%ﬁe‘l‘i“ﬁ“&%lalrﬁ ‘tadx}é‘ilsthienf%&‘ﬁwﬂﬁhéi&?”cﬂ?él (2R i bodeegrriable domains

of natpwt ylehonaindahidhyociades asht ¢opedsd fioor aiRs|i bodibely (@dopting a -

sheet b&&ﬁ@g&xf&ﬂt@o@ntw@db@gﬁ dyoriiede f hopadhrlHast x{e@?odsnt a@lch form
a r n S

loops %h£€ eg.lnr gd'lkebl%ggeg %F@lgctspaég !39 Q‘A'L% J}%Xt structure.

Wﬁ‘g‘ﬁa‘ﬁf’%@ rc?@i‘r%?ﬁ d8 2Porfrth BF Bd ﬁP%%ttheﬁnFP kﬁ}ﬁﬁe proximity

by ther éfker aidy - coivpr i Bienghvphevamitbrencedivdsngfron \raei atsher chain,

contrib@gd Ofts ﬁhléeﬁfeﬁi‘\atlgﬂa&@| 1557 &Etﬁjﬂnl deMnf;_yr BOIEYFS antibodies (see

Kabat iggc%yde g%p.lé?f of ll:r(o r)s of 1arr}1gnglv 1caalﬁr}eperes ta Ed. Public

di es i near antipodi es: sing arn an
Healthntﬂeé‘é{ﬂeesm%%ﬂﬂ‘aﬁu F’Pﬁfslﬁéﬁ?ﬁ‘ 9fc Hﬁﬁ%‘?%o@@é%esfdér el f Pc?ﬁ?-) ). The
constaant idboainsf raagment s intdlatilvdizattipodnedinding usuankybody to an

ant igdRet B0 LRLIBRELLS gk y@&ﬁ&@sxelfuﬁc&fonab%tchléé) pgggl01patlon of the

|t on L.dentic @ ns
antibold {0 d5e s GATRRERHaR LU RBdent cop Bhes by 208 00
Pépéf%nnlgéée?to‘oﬁ ﬁéa%“@ﬁ%“rer? WOS‘I"@SC(W%I éi’ﬁnt&F%]uIﬁ"ritéI@en binding
fragmepbnd, caifipd e"Rapé Aradventof edicBuvitide [sinklagestivgm-bénding site,

and amm&lélh@F@'eaﬁkﬁgrﬁJiﬂi, Nende dikd erreenécasrrwmqil@bw itB crystallize

readllks %Qﬁ%y g%%%é“ g’?“rlm iregggal ng%%gﬁ fge e?l?dges g chre antigen
bind mﬁe%\ e Asneid it cawmaBlend %Qﬁér’rﬁﬁﬂlég ORI ( VH)

f‘ﬁv‘l Gwedhebymalnwutntrenbgcﬂy Congteant vidoirasmg-aindac hotrlght antigen-

recogr@Badm ahasarﬁ1§@1{4bah<hﬁ19d9ﬂ@d N ahiHREGENM cbMi)stBNEE @ dimer of one

heavy C Si a trlddocgl@ 1%I‘1t| tcﬁa% ggge Ei al%.onl%t a{ht gon‘?i&[?-covalent
all g o

CaInIS first ons ant
aSSOCl&Bh‘ﬁ’r n bf gl(shén ﬁé‘é%f"&ﬁhﬁuﬁath‘ﬁ’d tPﬁ% tth ‘“rﬁreé Hapfrvariable regions
of eagiprisgbhieledcivaibin | ntakiemerd wWiefhng han vaaxtpatrl-@ld@ml ipé on the
surfacdehes hdavy,-ehaiifer Pabliduil 610NN sagi Byge@sdldBFe Me@ions confer

antlgepxel!sir%\iﬁg g‘p%cgpn!‘cﬂltgntcl @Lgr%@qgoapt Wﬁgxﬂavtebe évleghg &B ?,Q variable

2 eayy_ chain variap omal ns . term"vari a
domain ?‘érkié?‘ ?Ff‘é‘ Fa PR e e P AP P6r PYRSTY2pTa fgregions specific
for awy antidsing U@ﬁmhﬂsawlﬁfﬂertcemeemlvelw Rind s heen apbrpugh at a
lower abBtiriadi @&n. and catBreUsEEhing d4ie.bi ndi ng and

%Q@Cf'afbl (:“Elrgé[me%fc g@&h cEﬁEéln%mtﬁé @Jﬁ%ltgrggydotngfn Ictfs the light chain
articul aran varitability is n

ena crBCLiel SFEPRTHOPBA R BUgRBUT™S RE VaF P e Wil gmBEee disces
from Faht Frrodieess bt the additmt Pt edfavnredidues sEigrbat garboxy terminus
of theéahbed hypenvauiabbeaier EEDPLEYERMAr brdebes Mepsitdnes from the

ant:.boﬁ?gflﬂ‘@% Qgéﬂml n %‘gﬁ? |shgb$, %aldgs%QtLg}? ﬂ%@@é’r}/ f%?ab‘gb' in which

nserve ort|

the cRSPeUR FRBT BB e S OR TR ACT RIS PAVGVE kg PBRatree thiol
group.( FREFL') - Rt ibady diypenaierapnivisotl hatveve m@évyedaw@ baiist of Fab!
fragme@bali i cRakdveC aiRdd S stdiies FiRswebargehy adapti BBerficht couplings

of ant§B§£} fggﬂehggragrel oy, gonpected by three hyper varl abl e
and in so

N m | oops connectin

T2 BhF it T GPtirhde. LB DEPHET elr @ty vertebrate
speciefypray Pardssbbesd &gi viesof rveacteachaidishtectheyrbst ogltlisdrkappa (x)
and laBdL| (AL HaseXidh tye Bynitd @cERscatichcesl bh thBer constant domains.

BXP&H&Q{;'&P'&J %Q!'ngcpsacfiﬁogé&tg%cgtgprtlfeh%loﬂstant domain of their
heavy chains, antibodies can be assigned to different classes. There are five
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contribute to the formati on of the antigen- binding

site of antibodies (see Rabat et al ., Sequences of
wee@rme2$4 of | mmunol ogi cal Interest, 5th Ed PBMT/U82006/031894

Heal th Service, National Institutes of He

wsjor pentResdat Moot TUS1RIS: othetRonddin ioBomiins 5 deffor™d severel
of thekavmdyved dintbet [dividediintk rgbalrs@nsi bodyvres)ane-9-/ 19G1: 1gGz,

IgG3, %B&é g%@A bé‘Hd Qék}i bi trn¥ afd QYSciafih e 64t aht NGdnb OfS ,tha tiCdbrrespond
o th‘ieldg?{%rl Cj pg%l on of the aﬂoé(l%%gér'en c%m&pogy gependevnt and 1,

Aot Bxi T apal n di gestion
respecf Vet i b"éhr,ﬁ eebmlédawttlw |aaén‘if}r€ﬁrd=£ﬁf1?“g‘§’ﬁlb?‘?ﬂfulﬁ‘gratms of

differbhagimpis; of alnmedodlleablifsr agmenls kneach wWith a single
aQIﬂg@@”Chﬁh”Qb“%ﬁ"ts%Fv'aant@béﬁﬁﬁiH@llnentEC ‘cotpr@@Belhe Vi and VI,

S L e AR T e,
chain.t hgrefeasbivo tantivgepbisarife SPtdeTafaasst i@ po Bbide Limker
betweeff tRE0S$-dridnki,ngomainsgehict Farlables tHie Aol nmaen Senn b‘@)@y desired

structfu.rfgg%ntan\e@é&h }:ﬁg@ir@ ns E%rcgnpleﬁieﬁr it LGPNrLEOPMdHBAn in The
anti gen- bi ndi nS|sts of

€g
hazmagRiey O GHECHEH) AT JRb |+g t "CRAIM Variable o =%
springd@redndagn Newg¥rrk . rem- é@?rélléntl%ééom at i on It isin
trht s reonf ingukmrlai ogr t baterbhecd hsmalhypeivaty abtagments with two
antige e?ln‘%ﬂﬁ oél %QC hﬂh\é@fll %gﬁe%bﬁh@%% a&@av&%kﬁ@ﬁ'xfﬁlaﬁle domain

en- ace the

Site. on ur
(Vx) CGF‘H%Crg“edCB‘FIathngET%P“? h"e‘?"%ia]%’(f °5‘?%/nar{ Vil & ¥g%l%am§ polypeptide

chain clURf-eNvant Pyewibd redilhgkespEbit ilei tSp FBOTthECattliPoRRfAring between
the tdf@%\ﬁ@lne MERha SdRgkRaidmgr itab| @ondanmai ave( dordral ftoopamn with the

comple \éxelga rdl) él@zg 89'gr%ottgé;e%Mﬂegﬁ@rckggt%eettﬁvsgéﬁl§en binding sites.
| or _an antl he abi l.i Yy re n e
D:Labodalﬁa ?ﬁendleaﬁlﬁbﬁgnmorgl ?Hgl)d/g at a Iexam F£ 404 89‘9- IW6 93/11161;
and Hdldéngmt et ealbi nefiary Mittle. ACHe b F@agﬁ%rﬁ‘l‘lér o (1993)
Geet abRs ihRceIst apht Joamr Na®f uddde Herght dfaicm amdan antibody
AE L4 St ODg 8. 08V¥nGRBETs, i.e., th
obtalrfla&b;fr m ﬁeﬁﬂz‘}:g&% fogrg?:!rsgaﬁgil).l.%/okfxonIOB n s, l1.e e

ra m Fab Tragnents by dhte 1 cent  for
indivigial t PBRIRICIES f WS Lt St PTG 2 EXFhoXy &R Hifs of =P
possifillze nhieaay Ly haicnr Oy dovrdiinns ndlagdingg ken@retenypie minor amounts.
Monoc TSt bR ohE QM 4:ke naghiybagychi iRge beegi alireFad 'ag8khdts a single

antigetnqec gsei‘?:l gnat lF?Qtl’%%E\ fﬂ[ FQ‘L}?trasg V\Q‘ Cgoﬂvgﬁt%ﬁa (Mlyclonal)

antlquryeé)rﬁm@ltl@?soJ&lcﬁgggécggi%ﬁfngg% c?:.ef%erent an%sbod(:l).es directed
againgyr | gi fitdreyt wecbeprioduted (a8iYvRERS ofeaFi&b m]?n??]é@ﬁ%nt%‘tlb"dy is
directdd %Baﬂ%‘te ahk DA eCust @imigsmtbehwern ddtepen Ot lTer addition to their

speci 1@% Ca%}ﬁ& oH@ocE&’?alofarﬁ[ﬂﬁécﬁggy aﬁ:@agagmt%g@&& a&§SOthat they are

al_.ns" of
SYnth?%’ﬁﬁ‘aH%’gFB%&YP%%SO‘“Fr%%t&ﬁ? P PP B bheg, dmppatopuine
The madsfigmednenpcdprnldf indirackBakhy GRSEFIREt ofy HBY, aridbpdy as being
obtalﬂféﬂoﬁaon( K) s ahaidda Hdmoyendoas estbpohative afrianoilagiids, and is not

to be C%HQ%%E Q_E Lgcﬁlll;:lch‘gﬁ) nﬁ:!o@lﬂt:tidﬂ”%‘fn%he Q@ﬁ%@gj/ ek Oafhyt Rerticular

mno aci d sequence naln 0 Ih
methoog iyt CHATRLS " PATTTBGHEE CATBE S ghed Ry 1 Sctordaace with
the peéddner bmtenchon sey. baede By &he; Vé‘??ﬁjde‘f‘a GeRBRBipt dsscrived by
Kohlek NLACLI Antideodt eisek 4% dlgas | ofx; degGbeanddé g as@mbinant DNA

methoéﬁb raI Of th’SS ggy Q:e Ul‘l kéq.% %W de‘ghé ntmgnoclonal antibodies®

“a5ses (i sotypes) , eg,
may lgA, bgnd-spgaed é‘ REAYS - %bﬁg%oﬁélfr%ﬁfe%o%ﬁ%s attec}mlques
descrCdd a@spandkton tdreatli ,f Vetwent siasgessgf (bl bael derky et al., J.

Mol. E Jed, 8. 581508 (181), %&1 Rampli&Spect i veI y. The
unit structures and three-di nen

cﬂ?ﬁ i JAPATICBAL GPEEPIFEP ent CitEs st eleQ ToohY Bl | nehineric
ant ibadiEsnelipmigrehpbuliss hgle - WHahn appergion §<§ Fhe ag?‘?‘ﬁfo qpd/or light

fragnents conprise the VH and VL
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domai ns of anti body, wherein these domains are present
in a single polypeptide chain. Preferably, the Fv
W(pmoypmu!t de furt her corrpri ses a pol ypepti de |PeiRES2006/031894
chain! 1s"¥% ntlc eV ~H H. and .V donai ns whi ch enabl es the scFv to
GesT T Ed s CPUREPRS 56 CHTErBYHBY iACKERCSEoin gntibodies
deerF‘évﬁr@w @fPaéféF‘?}lls?léeSERlCl@ktqﬁuhelqmgih@ tRharpeatotalgy efitibody class
or siriest onahilAnttHeodie@sindta! .ofl 1dhe F@&gﬁbw 0iandaMare1 with or

homol@ @réd}ggépo\égﬁllxgagse chYsor t‘l‘,lb%g? 31%91(1 §42§rém another

di,abodi es™ re to sSnma
LT M I AR L AL e
fragm??@gﬁénf@%@ﬁb*ﬁ@ee% lvealynac lhai phayarckhbiie dwradesifdéHbiological
activCONNECct ecbah:@nta ﬁol ghtsichasn W@ffﬂéheegoéﬁm NpL.) whih tRBag. sci.

USA, %@Lr@s FB.O |6 yﬂ':e p C h a(':hllmgsrlc ant 1‘52>dlebse to\ﬁe éﬁtgﬁeestl :&%lée 1rn include

. 00 Shi OW pai ring
P“m?ﬁ%ﬁfi af&ﬁ PW@Ss&ﬁ%prclﬁa% vatrﬁéblfforﬁamﬁen @rsigor-bieling sequences
derivedi from tah rtohehmnplpemmﬁear(y donaidnsiafiaaneig!, ehah Nas baboon,

rhesud Nk GHBSHA ghMhRARE)ISR bipdLN 0

5,693 d%%?r F/ﬁed r%ore ful *y in, \?%!rn g?(rggrir:%ﬁg %Pgﬁo%qggﬁ&svbus Fat To.
9 11161; and Hol Ilnger et al., Proc. Natl. Acad.
SEumanized’  SeETG4L4- B ZuHa99B)- 9- Theatieen dmphotiesnake chimeric

antibahilesbodypatas avsesidher @idimkef erssgtidhcan &Ilstﬂlb&dy from  non-human

1mmun<9_:¥-1to§hﬂ@1d fro%ﬁ FE%QW r%étonpgztt Su%ﬁ&ﬁg. 5" |¥ tibodies are human
neoys_ant.i bodi ndi vi dual

s RS o B P b bbb B Hort ok} e B c pervarianie
reglo’é)&ifeﬁ?efﬁc%bﬁ‘%l Bre qeatetral Py oeddees nigomus divivensadihbte region
of a mmyhi@npeesdrt (dontt EEiBIRYUNESh MnRckonakt ﬂ%ﬂo@ﬂd'o@snonhuman

primatd ehé%ﬂ@' }lhe:g p@@élfrla&:’ sﬁ’é’él@gcﬁ'yr e%%?ﬂu%gal gﬁé Qapsalcg | e In some
nic sit n gernnre i n cont
cl

1nstane}:es Venf? oeﬁngf:k recﬂlo ﬁ%l)l )r?ﬁfi}l?ﬁ)d?/f p?@pé?‘&ﬁi‘oh‘%‘“"xﬁﬁ%??u“n are

repla‘%e)‘i‘pl g4l I%PrFﬁ%EPQHléénSdl fPerisyen antgsidedes di Fecthedmore, humanized

antibgijas nety dofidrésentesdetar rhaanie L@PItbOPLIh theaChipient antibody

or 1nnEH@Cch&i3>§| a8y Redy S Al rmgglﬁ@a@%snsatre médlsﬂgéoe further refine
nt onteanlga ition'to t

antlbo%g gnefrfo ance On2| t'al'het aIB iné%edar%'ltlbody will comprise
SUbstaé‘&%%%ﬁYa@ébugfuﬁttlr?&ﬁttW@ aré SYmicheky Zew. byatisble domains, in
which lbr ¢ rds cantti el ey, amhmth&nm&eﬂaﬁybm hebps correspond to those
of a hBRURAGh Obrhilﬁdne§lob£h]§n ol fher or menaeh Qp:l.aalll I Qgi CH &3%c FrRs are

the.ch cter of ant i body as bei obtaj ned, from a
those s(%bst a‘%‘t(a%ahe“munﬁg%r%bgugﬁ%o%esqupo%uI at’ ?Sng‘%‘f&néﬁ# 5GGiResy ocptionally
also wifd jcgmpigiset at Eeasbnét Poreid O&ts ©F edfui Mg Pobdlist i onstfat region
(Fe), theiamtlivbadyt byt anyhpant ioukeglomiiied. For exampledetails, see

Jones telﬂeaimn@zﬁl:@&abzﬁ%tzbb@ﬁ €89de9 ; bﬁlé&ﬁgnﬂ rgtagi:org,gp&eé 332:323-329
ent invention

(1988 ' %nd %Eﬁ% arha Foa 771 rgltnécetsﬁjr%ledz b‘ryc’3K6?ﬁ é|19%9t) al |
¢ uFE™ 29BPAORr {AYG RS Fegim” muleh eusvdd debsinr eebety Mantthe amino
acid roNiduwret bodsn (S®ebody. Ghiclabe Radeptithe. £ds &L@lé&@lzblndlng The

hyperv-ghﬁablgo Q@Qicﬁp ac!omﬁpféego%n% Y% QEQPdJ%E f)?grlt a;. ed omp?ementarlty
e antlbod Ilbrarles usin e techni ques

pha
deter g B P o MG ofe @t BPeiotRe dirds 380698 pg1a) mma s9-97
(L3) 1(1191991)1131h1a dbik svagiakile, donhin Mpd 31BR®I (H)) 222-681597and 95-102

(H3) 10109l heatPrenaxanpheab1Ehacmneckonal ei_arbtﬂ bOdée%ﬁeMsebP Proteins

u hi peri. ¢
o o BEULET L8] 9 LIRS R s i
of Heayigy grech PEff c MBI n(tiog1L) @@ﬁmrcéﬂlowrtwseﬁuqﬁorfgprmgmu@yp@cvamable
loop” ¢erg.espentlieng2&equenoessi-s2anti)bads esi-der (nsedif rO® ight chain
Varlab@@rcidmﬁylll EH'ndS@@-QBIZe%HRr 9?'5%”%5‘)9 a'hg %—R@Et {I-Eil)” %1 thF lix%avy chain

cla S .Qr subcl ass, whil remal nder
%3 ?Qﬁ§ﬁt|?ﬂ% Wwth or lﬂ?ﬁnlcﬁﬁ?&s t1§6:901-917  (1987)).
correspondlng sequences .in anti bodi es derived from 4
anot her species or belonging to another antibody class
or subclass, as well as 23

varlabg‘ﬁa
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fragments of such antibodies, so long as they exhibit
the desired biological activity (U S. Patent No.
W@ 2@102864; Mrrison efc al., Proc. Natl. AcadpPCBUB2006/031894
USA, 81:6851-6855 (1984) Chi neri c anti bodi es’ of
"Frampyrly ea "HBF dicAifrel e U ﬁ?q rarisred" dain b @ges other than the
hypercanipbll & | vegiatarealbdie sdaimiepeiantiefierd. bi ndi ng sequences

d&[ly&qbé&pmﬁnegnbwn aer At Ln( &£01nEhdVorLd one capable of

es or..cyn Igus
binaidy Rl AR ROV FAOBIT SoBAENUSY (08 Pat ALy ibe that the
antibgd gy, PeEHUL. as Hyrdsirarartie d?rrrsiléﬁnorfréhc rﬂfﬁ?ﬂh f. gargeting a cell
expreﬁstrﬂgnel)e anti@mdl es are chineric antibodi es that

Cf:"cﬂct ‘%H’é 'Bu@ £@s Sf{%ﬁ}!éﬁﬂce“l%ﬁﬁa‘c%gréﬂﬂmdl% Q‘Qf@rn to a method of

ereach b S  pRencRhy (ke PRBLTI A BRar pfRpody, wherein the

ant ibge |“}5'dd9§ #th wisPeigeeed dfesrirsth antisdr vary dbpeantibody may be
conjufy@GHd0Ar OifusbhewnrtﬂiChsfme&"bﬁ.o@ue teiplcaced) byr reehtd(0s &idiMes one or

more @y@:\égﬁ‘{éf %&éﬁ@%‘? r&Q-on, %fen@ra'%@ﬂg ré'ﬂ”"i‘ﬂm%ﬂ@&drﬁ%gé&onor

a t|' ~
e A e e T eRt 180 Wbt PRE: 9P ARPTTIIEDS iy sepsrated
and/og ap%&ﬂweyed | o8 e PRt e2t  Ftsama il @e@immeqrq?) Contaminant
compoh@sisdue si tef ndtueah iR hr et GGk ot ter Dalar @ht@plvaced ibyerfere with

dlagngglr e%QOQgEPEQJeHQ;Dc h&&%n fggsl:ﬁjéjea?ntlgyé}; h%{nﬁm}ngy include enzymes,
éed anti bodi.es ma rise resi dues

hu e
hoxnolgs. FGnG oA PHE G LNt PP BO: Ay Pikagnor s prefersed
embodjpitgodyhe FRESIGOW L Pat P ied ol lrntie drgabe tthep 95% by weight
of antebddyeaanddthodingdeby ottEancery matigenerad ndshepiufierablzedore than

995 bwélgggy 9 1do gomgrbéemﬁf@bé;eaetwlowaﬁl |at Ofea@t 1:£88%idues of N-
vari abl e donal i.n which a

termlngl orbs? %Ig:‘alﬁmlnél arcvxg. s?q_ﬁlgn%%/ |C])Oéfr var i abf" sqlnnlnsg cup slelquenator,
or (36 ofPebpEITEned- 1 FPds EDBT PAFEN SRAHU AV AU /6 g PB‘EﬁﬂdPﬁl% fonditions
usingatdomaesisubitant adefeeddlyofsillher HRaiar e I1tdigsed ofntabody includes

the aRE{RRAyl fmwagglmmﬁ rke%smelaﬁ@ ceIh@ m@@natz qg?@ﬂto@?&iaﬁpmm of
eas toor 0

the anplbo%nal ! Pra EBXﬁJS:ionﬂ?n P gé?f no FC? pres%rlx cal PI gn 5%1ydf however,
isolaged Gﬁﬁ#’qdﬁl’fﬂﬂﬂégP% FFEPRESd ForRtf Lpatepnel ot J§at5@e step.
Juneexptesalion WWatentsvd2dndnRP: 525efd 386)rn MioceshnEnan edgent (e.g.

ApozL@*'RAILWﬂ&EeD&sgra%?S §121%b(‘); %%):t) %‘.;dcl?r %Sggﬁech'*Ger fo%reventlng,
Bi_al . Jhe ter

amell‘?ﬁatl %vozfr ik ? t%e é vv%e > U rédlﬁé?réllﬁl &7t o the
aﬁl‘fqﬂ(‘ieﬁ‘&ﬁ d tF%%HlGE “éreweaﬁt |al§‘6d‘)‘/thcﬁﬁﬁ%3ﬁ' &peused herein refer to
curaties poasidyl, epfphylantt gerchpndang préhenthy bes eaetglyl.e Consecutive

treatﬁl@rg:I Qi %@m:!s%§§t:@am rz}@f@v_fé C{:or Q:%legé-ﬁ%%tf BQma.'@- least a daily basis

WlthO}lte S:Ln ﬁ]é%upg%&’g&t yt‘rj as:r%érgpog mor %E}{ 97 §z)(m1tge1tﬂ'h treatment
or admigiHtratiain %r‘ﬁréb f%-.enaoﬁﬁﬁ#mawtﬁt% LR gn lsee%tzfﬂlzt) fashion,
referang 9bedtd2n{ Hptiir hbe deeawyutdhal buvardthbt eyddimiin, rature.

Kahat « ik '@_k,t@ké@quaeg]@egeﬂe‘mgr@r%l BSc %frotémmngéfz%gélby one cell
tere Heal t h  Servi.c

populflplon, 191' del'lsg% ﬂqeafl?t#lbl Be? egaalnt%c l(lilgi') edlatd)/rs Examples of
such tﬁH’é’élF%fsl aiies pPBrRkineny p@PYaliings| e ainéop*'—“raéétﬂgonal polypeptide
hormonesi duescl2B6ed2ardol) thB0echDk(ihdy aurd SbwOB hbdBjonknstidte as human

growthi SdtnosdAI M m¥ai-abl endRiBLRAdhZ8mae, (dda) bov.é% égowth hormone ;
varl

paraté%rc)ld %a%%t\%oitl‘érl;%){tegk 1jzsu5.13'%§}/ypr00ég.!sllqllln19ée 6:i1r917prorelax1n
glycopiafgi}) hopioRRewsiRe oF fERICIRsPHiFedating tifggens (FSH), thyroid
stimularingb|lerdomai (TIBSI daunas lottbéetiztithan hbh@oﬂeypﬁmx)ar ilebheic growth

factok 80i:9BrER8kHUGSE o@8h heLeldy defidigdeifAn enéa&@gy "WBE&Rn;  tumor
bi nds" an antigen of interest is one ca of

necropi PPt Haf anti gBH WG LR s‘B’ka%rl%%tS”é’FF?l?ﬁet yUeHfg/ gpnadotropin-
avidity such that the
24
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anti body is useful as a therapeutic or diagnostic
agent for targeting a cell expressing the antigen. For

wo b@7pe2poses herein, "inmunot herapy” wl I refE(ET/USZOﬁ6/031894
nmet hod of treating a referabl

associpbrq efROF AR t hiHHPaMt i B‘btdymmg?%ﬁ“ﬁaf h&"% gjg%y VAL
integram; Whcorhapgatieidd dFPO)nakede anevthodgctaye: thietahtt Eé@‘?‘—h factor;
transf??rg e g%gm;ﬂjg%[§QrQr kassd Wit h Jheter Q) ogoLsrdropec Hﬁsﬁllln like

ent such as one or more cytotoxic agen
growth( g aCtPFl B9 geitdr at FHEPEPOLF iun SEHj g @t P Ry 50 faceors;
interfet&® atedl"aaanhtbamdyohsx, 0B, VdHdC hgimas ; beelvnydettnfleethg factors
(CSFs) andcﬁ, € grr@éc%ggﬁ%/ Qép I @g@éﬂ' edgrfa'hQ{Bc@;tgq{Q%QQ&fb%;eoéss' t &m-csF) ;
onent s

envir nt ami nant _co ts

and STRRRAEAPe GH] (BTHTENE HEETILCHT ALSs WRLER Sbdba: TS T3, T8
4, ILi erf-@re WA-Th dbhegyno¥tfe GE-therHpadati éluifes Foi7t hand other
polypegeideb%l}éto@ndnBﬁwlh@Ci.Md&n&nzayd”raagaﬂimr(lmnes Adn@eOti@ein, the

term C‘%Eol%l%ll n d&%lldi‘% %[ oggﬂ'&r Qgﬁ'ﬁerﬁgg liS s§@clége§r ferm recombinant cell

erre ment s, ant | .be purified
cxleurp13ng 5L GrERPEriY REVGSYREY= (EBTE SPS AR oy agres. Creokines.
et etermedybytokhe daeney aetired, bareionwsteqs éPepalsiystance that
inhibi@BI & tphémangg%ﬂé)/fuﬂ&hgﬂﬂtof €2)1st andy cleghaesSaddikeitant of cells.
The ter% QQtPItn gtd t%a§1t1 %ﬁerleascflg %.vgf 1&!1:0 éser(@ Qal 7O 1125, v*° and
sos Rt &7 nat-anino cacrd sequence by use of yﬁg\l nn| n
)+ s SRRISRBYGPEVGE pBI o MEDEERE £y by ST }‘%
of bactediadi ntpngal nehawdaciangnalordidingner FEaangnts dirasssite
l U&e%&th&éﬁélﬁ:ﬁaba@énts|1|sV@rch§hﬁid1 cdogplad @defll bhOhe treatment

of cancerl uqae{amx%‘lrc]a% aptéhgg&}ﬁe!r%an Eyo eB%erlnEﬁ%nQimm:n%elabéqts such

east” one conp ant1 body''s natural
as tle-nvepnaonn@ht cwi}dspherphpel dsr e sSFOXAY di maltvly , SHEWRAFEE, such as

busu1f|a§0| 1%@6’51;@@51& kedypiokllag; plzepadiads hyuchat ad @asiodope, carboquone,
meture%g}? | I Iscat%gil gﬁrgé‘gﬁn Tgﬁuﬁéff{nﬁﬁéé onanc?f fn%‘%h%i’a@ne@%ﬂ@é including

an agent (e.qg. L/ T
altretaminepR4 or St%ﬁflil}ﬂﬁa 8”)6 ‘which is effe&tY] ensbl?osip horamide,
triethyl eveshi dnigsptznrehi dsr @trliingrzmetlmrl@é@m%iﬁm%we arsiegspingy (especially

bullat%@ﬂd|atnliol5hl|13taﬂ:liﬁ8ﬂd)0na cERptdtRaeam "(Lhicabing'the synthetic analogue
topotectaﬁ)eat %.ECQ$ ta@ﬂ‘g cgff}a.s@thnas He e.LQl)GEer %n%l{lcglfn%r E©  adozelesin,
CUrative therap | actic therapy .
gl e G 2By, St S RSP Slpins parsicutenty
cryptembivdimi st rand orrypesmwsin o8kir eltlABC1iBN gieoqaéraﬁgctma @afyping the
synthddd@si Sniiddaest kintzesy uphd OOBRI-MMLY; eaémnheﬂ@ylmnepmcratprs@atln a

sarcocﬂ@yﬁtnﬁe:‘]:}tp%?g}_sttg@m t rﬁ%@éﬁt orﬁus@gméﬂ Skt | Ok Ofhlorambucil,

on_ 1 n an |n e
chlorpglt i, PBOPETTRR e et 0 SR JEFyEechamiae,
nechldsgthamdbheroxége | bedfashbeitidre. "PhebALERm WEYRBRFREY | Bhsgesterine,
prednigRBeire¢ testostafidpr oteidis medeagedniyrosmeacekhch as carmustine,

chlorc&gpél)ua?lt I Q&em@étqtﬂe gcltomg&lﬂgt:)trﬁﬁlﬁsﬁ%lel 281 8 hELlshbl Wilot ics such
(0] SucC

e OHoRRTRES SR LTR0PLI Srdl 5O GRERLIRS NarYRRL)  etsneanion
gammalIncindd ekl aprnagieine RYEbKi PR -6 gr mw hGFBnenElicrPd.  Engl
33:1883shuM@N4 0y awhbmivdhoneludkme dimhoaniyin e sgrcewbdnates, such as
clodr %E:gng%g e%q?g%?iﬁgea§ﬁ§i&t Ias woggf@nogﬂtaﬁwx@hgﬁhore and related
B TR T R T
actinagtyic bl atapﬁ}grah@@mnea§qsg|nﬂne, thWﬂuﬁ'l nﬁﬁzc‘i{lpﬂ@mln, carabicin,

carmiftaienne (ISHineptanth, | ukatdtorydigishor Mereixduyis, daunorubicin,
detonﬁ)q_g?lgl CG—%EQ% IB &é)c—tl_.oﬂorlgﬁckmlgbl @éétorgﬁ%h (ﬁéﬂa% c:Ln (including

BN IR W N P

anc

.ir.)ve toxins

‘and  gonadotorobi 1iass ocipArericpept |eéér“1?1ﬁh1il'b| ﬁdaﬁé%lFW'n marcellomycin,

mitomMASE Ub@dh _%rﬂ;dfﬁlﬁhﬁdyicﬁﬂl or awlchpicael Of ;adint egwdafamycin, olivomycins,
t hronbopoietin (TPO) ; nerve growh factors; platelet
-growm h factor; 25



10

15

20

25

30

35

40

45

. acetat@nz?ﬁale%"d}lll?“eact T

transform ng gromh factors (TGFs) such as TGF- a and
TG- b ; insulin-like gromh factor-1 and -11;

weegorie2poi eti n (EPO); osteoi nductive factors;PCT/US2006/031894
interferons such as interfero

r

peplomstonpobt LRI S ng FABEGPS FERREI S oAt FAS ppRageonisrin,
streptof@8fn( Mc@SEridingr arendesrt e zimasradphag éor@spl?m@metabolltes
such a@nﬁleﬂ{cﬂﬁéblza@_@y&& GSELGdzoaBigil i(atmnl; epkiirs atld Sgnasepies such as

denopter:L rrhethﬁtllre:g?te, f%erc!plterfh’ tr&mg’cre!cirtea plug.-lrze A.rl-a'lggs such as

£ludarpyingne St P%“é:aPB%R"EF%e'l n"é?ﬁ?&??ﬁjnﬁi thh‘%?uﬁﬁnel i GEEEREy amatoss
such .asA sanssesbimer ei rzatifsédiner m Gyewkirhditenc| FGEEOGHFE ot eFhgarabine,
dldeoxwﬂ@fhﬂ@t UEM 1 FSQHMIGERS, oend‘c&emmecormbﬂanﬁlml | aritbdaiize such as

calustéazgognebl ol %93\?0%:2:%9(01%8&' \_l/_ﬁpg&gr ¥n§l snt S e%EtIJ%%aﬂﬁt lve mepltlostane,

teSt"lﬁ%“é’d‘eheF‘é"r:‘naﬁ“'eﬁ“é}% Bl a8y RO R tﬁ%‘éﬁlﬁ&’nm ‘f’"sanSr trilostane;
folic preddemeslehhehdrurmuthons ofradhis aridlor <saglpigne; aldophosphamide

glycosg&‘egt bHGidietuiahieeldia; chheudRbim iamshdtiaadedst abunll ;ubdésantrene;
edatra oag tfo gmln%Ot o&%\écél%‘lge hl';z]lqucl)r;]e’zS elfgggliﬁﬁge, elliptinium
Re166)

t herapeutic agent Sy OXI

\\%g ?ch?v aE)ZI;wBIa éi.lé?:?. r]'fydﬁoagyurea lentinan;
lonidapimnt mewtamwineldsorsughnas omafteagirentagndt W@P@Bﬂfhocwsr mitoguazone;
m:.toxan@f&got hﬁfﬁﬁ@rhﬁll C agenirides apeherteahn;coppournd: usefivhrubicin;

losoxan ronlge t %ﬂ?ﬁlm@g nglcder 2%Mh€&agide procarba21ne PSK’;

m)fhe ents I nclude al in ts_.suc
ranona3a (HEGTERA S BT OSFSHAN G (VIO Ly - ridoner 2,
212" ab kil eudthorrieanisac hERisharhs adriegn <esm¢si=@1ém Tzh taftp, verracurin
a, roPidaesul had, akgiibigH)nesrstich; asihre 7040 pkcatazbogu orenonustine;

mltobrn}zi‘zt.t%r edol‘t?ﬁiol Igl\%lur leglﬁéigoma%t hy%&ﬂ)tmsﬂ%s aQQaHI%EQMeanEl'Ara e ;

am nes inc al tret riet ylee fne,
cyclophpsRbaPiie pHOSD rﬁaéfBlC{n Yri%efhy Ipénelt it opmg+ sphor AR ggtoL Myers
Squibbapdedlopnetirhettonel B ged %@Fi‘?@%nl ﬁ@‘%@%ecﬂéﬂ@y"wlenc Rorer,
antonyul Fad@) 0 aBRl ekibatiaci ngRe)tabide canpineth®ci n 6-thioguanine;

mercap(:!o;g&ll&{gl ngmétggtz%\fcgtget 'ﬁa@%mogléﬁaid%@m 86aN) a= cisplatin and
ost ati n - St at

cal [ udi . .
CarbOP&a P esi PR esi Hi nCﬁa“%. zel'a%oﬁgomcCi nt h(e]‘ggl 455 lfOSfam?de"
mitoxsghadnggu €S§1Cfls§ 30t OPR9ESIRSRYE p équpmngmi/y E?WFB?fﬁy citfniposide;
edatrekatdid datipl eftly antmddtdrin; dodlags atibapduecar FYTill; topoisomerase
:th:Lb:L(tBP Clib*éd b 5]&) Al G@f ﬁ]’é@&h@ﬁﬁ/gox@ﬂ@ﬂu%u @ﬁVIFOb(W :%L&goﬂﬂd such as retinoic

{1 st
acid; §8P%col&fi%3t Inandusg rmac ZﬁLcQ Cr?‘ce'&;%agfel rs],altsa acids or derivatives

en nustards such as
of amg RE OREBRTI . BRPOITAPRY FRCEDIE AT HOSPER gRti-Formonal agents
that %t t@ndgtiane, ot fiasfEn tegmoneclek brrehammpes such as anti-estrogens

and sTRGRLOL eé&:@'%eﬁ? @ébg&ﬁ%@@ﬁ%ﬁgé' @%R%Vlgﬁ,l phaliafing, for example,
[ ni
tamox:tr}:'rer Ebrfcgﬁ?adaé; r'RE)?va e ﬁ‘imszfdlo% P nH:?ol'oQ?fene Igrdroxytamoxz.fen,

ur acl St rosureas suc
erioxifgpems kpreferhl oFBRGPb%I nOPTROLERATSY | 7EY | HEEtiRE, (Fareston™
aromatsBUSnh e tor@nithEst iimeibiant tHe otrxyse s ahnaizsthe which regulates

estrog%ﬁedﬂr%@@ctﬁghl Rioti1eS {@elal C@iéxﬁ@?a@hﬁﬂl NasesSpeei akbyple, 4(5)-

i cheam ci rrmall and ¢ heg CI pk HKee,
1m1da2é3§s, Aaﬁrﬁ V\? u&%emmlln?,l ges oc_!:. §t§83h‘l148c',§b? 1894 exemestane,
formesppneni cEHIoEHE) udWﬁ@OWﬁem(E’rWSﬂr ) i sPHESPHGnat Egmera™ and
anasts6he asainodk:Ghat endarnespediargect nsuels @&l Flggmide, mlutamide,

blcallﬂzgggc?é Z'l@lﬁ:&%@lden QIEH %9@1@@51@ and ﬂkﬁ'rﬁ&&@tﬁ&’!ﬂ@ﬁwfc@bﬁwe salts,
i_ot |o% ghe agmrmphor es) , aclacinonysins,

2 Sledine anti g
aci aFEt S aufhf amycin,azaserine, bl eonycins,
cacarAwy it EerabreTH," ¢ %ﬁy&??ﬁlﬂcé%%ﬁm Bi ﬁompound or
compo€NiORDMALAS, imhabt tsnomycit, dauror gblLi nespetigiibi cianger cell

overe /&%EQ‘.‘E’% Qn}Q)%Q. Jché’] h@élflhg@ulf‘;':@éq{e&@i&l Bither in vitro or in vivo.
ra Clnt ncum r&gdoxou

Thus, ¢ $8§ 0f5 ‘“?}Hol PRRESRr ﬁ%‘?”(ﬁ fneyr POTT o ox%)crau%h% feduces  the
and deoxydoxor ubi cin) eplﬂ@b|0|n esor ubi ci n,
i darubi cin, marcell onycin,
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m tomycins such as mtonycin C, nycophenolic acid,
nogal anmyci n, olivonycins., pepl onycin, potfironycin,
w@eooonyis, quel anmycin, rodorubicin, streptoniBCT/IS2006/031894
strept ozoci n, tuberC|d|n ||ben|nex zi nostatin,
percenzggqiifc Fﬁllsaﬁi’?r%tf%&?dpﬁt%hs@ﬂ?saén e PRBTT ex Btarpifg of growth
inhibijeoty lagenouriacidde( sgday thefroblakaceld apeleoguesressixin dst a place

other q@a@m Shhss) rrs&ao@gea@n@s 8" ORtREI @:, a&&égﬁetahawlpgase arrest.

Classn.cF]l I\erhggalk%%% géjsc ing ucIl léglargpnlcgg év:.ncrfs :Lplt Og qugblastlne)
prine oguani ne; pyri suc

taxoLaﬁEFt%ﬂﬂ"néI %&’FW% éCh G=a 29T vEE priat Ga%iﬁ%béFtFF' da”norublcm'
etoposdyit araabi bieomgld ithe OXThwise dhgeats whaxi ddrest dilnelso spill over into S-

phase €RGELIADI BE:  TehQabara, d'ﬂ@% @ngfl@.ggﬂbg %.Q@Jbt@s such as tamoxifen,

prednlcsglllJSt ecga%ra].%bazdrngrmSt & oretq'la : onc?:%elat:l]pl ti os%ﬁ&rebcate, 5-
aepl ti ost ane est OT act oné: 1- Pehald s

fluoroypeidg| gE@tanFde FuTrhent Janf@rm%traorlogvar‘f@ fpend dnadpg Molecular
Basis lc@PLefiet lensuTdohasatd abi#dl; aes d; cRgR@kat pR@ritled "Cell cycle

regula' a 1 1 ami et al. (WB
%h thﬁéU&%H% de Qéy%%i %%g £§P @0' Vol ng, @rﬁkaqq

uraci I ; i santren
Sa“ndeéaatﬁh&%%\?eelphlﬂef%f@m ﬁ%PecdéPéf:@I c]r3ne di azi quone,
&h¢ dremring Niapeptadibl p':mdnr‘mae@tcaaetwahremhthsledn’er} a broad sense
and r@'eggwoahd ol usp RbhfAlieed NEIROXY Weed; ddRAl iNaiimals that is

typlcalggl ggnlel&a%#rag:?é noqj %réuﬁéréétéﬁﬂ.?@sde% élgﬂlgef including

amto one - t oxantrone;
°°ndenﬁ’r"‘i’~3r°é‘cPF n‘“é’toﬁjearﬁmos %?tsl P&ﬁ%??an‘?@i‘braﬁ?r‘&]rcﬁﬁ?”c]ﬁ’r' segmentation of
the ndcéswadwwtlorpeﬁomwmsfqmaé i or 12setdfyhhyaihapddel - function.
This fEOERIDAZN NR; dBGKhinéD 208 afisuldd,Z @%t Nins8hZddf, | BAMell viability
assaysSp(' '(19196£“zghhal%gk Eﬁ[&“{%@ﬁ&& AL LL h@y@ JJUQREs Znaly8is, caspase

orotrie am ne; tric ecenes

ace vt OIS TTSS AU 1o tior PRCUPTFLA TTUPE B 1PeAR L Tomano.
Methodgngld BirAE)272 Urithanand pric@®P netboda cralbueiase;, “PARP”, cleavage

assaydTREGW@MIStHHRearyi t Obronitol ; mtol actol; pipobroman;
%@beéé%ﬁ'hgﬁemar @9é %%lndedl(soﬁﬁ@fnac)%)é gé}bé%%(i)%%%?@aw ‘lﬁy condition

taxoi ac| it QL
nat Gy GROR &S bTOREDI Uy P FCBRSTEING dnfgribed merein,
mcluddeﬁe‘{réfxéilse(a’mxm EREC T deRh Hiprd- Pow | e s &xSiedr by mfteesive amounts of
Apo2L/ERANGE)an 6&idicpRarbuatibodgentTidn@ibne ag Gaﬁzam@zts Mahtibody . This

1nclud@st gﬂ&gy@@n@eacutge&%QEQMrég%e’llr%t Eﬂcggeeég‘h?olo ical conditions
num an Igrgat“l h as sp atin and carbo a in;

which Pra[g%lgg?% mﬁ.umto t OSIIS% P- ;\:Ix:)6 ques ‘Non-limiting
exampﬁeﬁo#arﬁlé@rderm ttox &%t rf(?ﬁ-éted\/l kel t |lﬁ%1ud\?| r]FGFléSHIbl pied malignant
cancerNavigithameltbny,) anqieeanid,onend t enposbghie; edatriexat eautoimmune
disordd@MNQRYELIt; sAMRORE £l Phe%@k&ﬂiaarﬂﬁélﬂ@é ONRLEsipEE Tsdikrosis, ana
HIV/A ngm sonerase i nhibitor RFS 2000; dif

Phor omet hyl orni thi ne (DMFO) ; retinoids such as .

FEe | 7 HEPEer "caPeIcRANIY e; CandabivapREc &6E¢c 4P| §r describe the
physiciegaptlabtenddaidrs, iacigemerls dehatvatisvesypataHiy ohadakeerized by

unreg:ﬂﬂQ@é/d3 ce’f‘!l.sé)ro'weﬁl u%{@mbfkst Ialfscaqﬁgkniridlg@e M€ are not limited to,
nal gept s thag act tore ul ate or |n|b|

| -
carcmﬁ’ma I1@Tﬂ%cqtl "Fon on TRor > 'SGER™4s &Nt | SEsTTogens red particular
exampleg| @E1UGR @ARCPHYERCH et FEBRMIEdEF 18t 675 SERVEYeloma, small-cell
lung tacleudi ngnp-shell ex<llIpllengt anmd:f el {(oneG| dbgiin’s lymphoma, non-

hodgk1WLV@9@%hm ) gast&@h%s‘:%’eﬁ Q&QLW' éa%@@r, renal canc:er, ovarian

cancer P:Yv [.0X gcaerm p{jléblas OXI gneregi ym c % cLleu]1€e olorectal
onapristoiE”  andProrem tens SRETTT L AF o ata%

Cancerlrnﬁpﬁ?“teé?—” Salt ch”ﬁhl}fﬂdﬁef h@néﬁiylﬁcﬁii%ﬁ‘ﬁatoé@éer wHitghoid cancer,

melandmegul cog8restrea@gen pewdbitistonaj n ptaher@dﬁenaiangb:and@,lloblastoma
multlt%%@ accervg.Qz{l %Q'Q{e br%.(lﬁ) caﬁé‘grdaéglﬁ@a%h cancer, bladder cancer,

ut et estrol ace
repaccfnafetl SLOL 06 JPAESL, Seehal go(AB0acS Liley
(Rivisor(tm) , letrozole (Femara(tn)) , and
anastrozole (Arimdex(tnm)) 27and anti -androgens such
as flutam de, nilutam de, bicalutam de, |euprolide,
and goserelin; and pharnmaceutically acceptable salts,
acids or derivatives of any of the above.
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A "growth inhibitory agent” when used herein refers to
a conpound or conposition which inhibits growth of a
weelrjo2especi al | y cancer cell overexpressing apgT/os2006/e31894
genes identified herein, either in vitro or.in_vivo.
ThuSerThEgRBIM TP IRRAT K667 "agBHtS s WTRESGn TR 3 component
of theShgminki sgtiehyof edueewlt hepese emddgeeoforcetiegwise contributes to

morb:.d@yﬁrl%x Eﬁgsn%inﬂlgl Sucﬂlsgemutléﬁ [rphasRaseEXamphes ekimulation or
interv on o£ rl‘,l?'leblll.ltﬂmou n% Iﬂlgl GnBYE a%l\;g"%tffgéto%% progression
%‘H

cycl e Erfogresm at a place ot
of theyHagwdse  sucraSIeGertain HEES| W@C CRe a”ﬁP’r“@‘%’f‘e a'if’cfeases’ immune-
mediathlphaseamabtest . dn@easss,c atonviiphiasendliotk@r snfiroingieyt iseases,

1nfect\.{bt'?f=.c a§14e\éls£]§r | Std Nemandadd 1dbéast | di@kased.aXOkxan@nést 6PO immune-

relategauaﬁlgr Lb:fgt:%r;]m%tg?}ghgg e %gxor ggt\)m Qf @RicrhUbéx(é' nlmmune or T cell

cin, Those
mediatefat Wiche §80 Gpe a‘q:g,e@tg%,ﬁqcoaw it 555 m"ﬁﬁ&i‘? g?‘ngg?f?e systemic
lupus f erytiexanpdie, DNfewwhkyldat enghdgent s Jouehiles chyramicf eprthritis,
spondy@E@deHrgﬂ@megaC argystagide, Jmehdntet haginreodeinspl at i fdiopathic
1nf1arr]mﬁ1%cl;]r(r§ftn;rr$/é%tnt%ég% é)éer?ngugmg/%gg'é;ﬁq %W LQ[S F;rss?ésbe:ren s syndrome,
SYStef‘Gﬁnc’é?Scu%WcFel sGRRCANAS 1 adiRtokygne d?Fé‘}S’{L%‘ilcl anemia  (immune
pancyteptiid, ed " Gekdxyeyel e r egpdtatiain, oﬁ@@g@r@in‘aﬁm): autoimmune
thron@@&ﬁd&:%ﬁpi astigifeugs:’ by Mibekasbele alpurp(MB  immune-mediated

throml:tocymspem Phl:l a el BD ! (t‘gﬂ%%g)s ﬁ%;peect%leal l}ﬁé.sﬂlmotés I.B?ro:.dltls,

optotic actiyjt 3_4, re.used
juvenijly éY‘BE?}tS’ﬁH %‘én*’é“éfrah‘&tﬁéf ef‘t“i"@hﬁ‘let}B’FBé‘?’rV bt “afanetes’ mellitus,
immunecoadioklied feprin ofdisedde dedylereruiraspiisichat tiugulointerstitial

nephrltt}f.g Cahi2CLHTAGNIc@ e sONE OfheNMeRr£41Ar @t €fdrdbheral nervous
systen‘rs suchc P.anrﬁ.\g%%%ien%rrggéoggs C%@ !; %mQéll%E% §§%europathy or

rane mcrow ) ntatlon 0]

Gmll"’tlﬁeB?ﬁf@I eusgynﬁ%ﬁ\eadat P8R of d&?ﬁ”&ﬁosor’rﬁ PRABF | osCI smyflinating
polynavirbpeihyndidpakofidnety chsedsisssedt poiinfeenipupehepatitis (hepatitis

a, B, det epmmedaaschereasiiheshtdotpicnsianee), byptedidune chronic active
hepat:yelg‘bl l |1R¥r$%§¥§r %l:igﬁqc%§_sﬁb‘l &Gﬁﬁl@da@@u@%ééé(@lt% Mk sclerosing

cl’xolarfg(lagﬁ,enJ‘:ra‘ftlla.Btﬁat(:wg%ea¥SI P het 10 T8 acéllcﬁ\éa%%so Il?ll\lAas 1njlammatory

?oFllér)?éﬁ‘g b\
bowel . dimgasml (ulbetdidds , c139i971- W(aggif)sea%ﬁ%d paﬂsft%&rﬁﬁnsmve
enterddaRBSE RALYMREBSE:’ s' PARRYseCl @avagauassays kmowa-naiiated skin
dlseaée@ Ry ltludl ?es.\buyf‘&% hargi r&u.séa‘l%st e%ﬁﬂftk@h§ofr\g@t{1fohﬂe and contact

gener a rs to.an n|t|ont at en
derma‘flrtdmtﬁ’%’étlﬁ%’rﬁ \ﬁnliL‘Ff“‘%éﬁe COTRS6E] |ons‘"‘sdé_"g’l(c:rnll e %errgm rhinitis,

atopi¢ nisiruelf ¥igsanfoad @erae@enmtlcrlgmﬁ@r UERMETE RN HEUPPAH E(diseases
of thdVuedfLehi se casmophslof pApodhidRALEicpanhanphimR4ry fibrosis and

hyper?egltskpm)é %Hgén%l% amxlan%n@aﬁiokﬂo@)ésogmtéw ACLdERS including

nic and acute di'sorder

oraft sEtINGE Uy CAf EoHdT Y?rosHEdW%cﬂlser "€di s %?80?1?“%31“515“ tnetude
AIDS t(HEV dimferdéen)i n hgpeitiien . N8n- Fr nPti ﬂ@d ekaniicEs= i infections,
fungaﬂllfhfﬁé&ﬁfoﬁst @rbBecddarat et chbsral And @ekmlbemfgntmd

n@!ultg eC@f]s%gEec"* 1snfugmtrgfﬂ/ ,lnaagb&g@nl S§ene?BU sense to refer
I mMrun di SOI ers, aut 0| nTnJ e ﬁ ersr,ucgrotnhrég
tl

to dl(%oﬁgeﬁfdl%g ?%gb‘i‘ﬁﬁn& d'h ﬁaﬁ n ’w 1c e Scl er osi

healtlandtHisyeAladgses Theow ehwraéaﬁéercellulééndé\maﬁ% regponses of the
individBii gaanel” toehty droher describbe: tdoesipirpsniod .ogifgakples include,

but a%gr}lqlctilqrﬁtéél tganﬂmué ééﬁhet{la?totﬁ!p't@@!:&ﬂil@h@r %E@ﬁdté@&i arthritis,
unr egu ated cell growth. Exanples of cancer, mlégg 1
Psorlf)iﬁts' MRl hHe] SHERF T o, SRE e AS e yrrp ona, IeuE £y bowe
diseapt agBPm, and sarconma. Mre particul ar exanpl es of
SHEN €ahcertSghdl Ugens quaaousrest | re@rei noneg nyeleghm, molecule
compr?:%@ilgl a‘ﬂ‘e%]rlt& élyg o%apgﬁypepgﬂﬁ saRdd eekbl “ﬂaléngo%'éggfde" The tag

n
polypeptlde 'has ough re es tO p?:Q\DP egkan epltope against’ which an

28
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| ynphoma, gastrointestinal (tract) cancer, renal
cancer, ovarian cancer, liver cancer, |ynphoblastic
wo emRom2a4 | ynphocytic | eukem a, col orectal caPCEDS2006/031894

endonetrial cancer, Kkidney cancer, prostate cancer. i1
antibofifiyfagi B Eafe &t ChETaRbR SORhGhBrb SARTORR: U ® ability to
oligomAeineolit g5t @rBocopan cright beptddnt drvigd ilobt st oieper domains), yet
is showléﬂoﬁgﬁ Hch Clﬁ*lra‘é' LAl ARG RY ,ddRE ahdt CATMIEEre SLONBRRIvVity of the
antlboé% o&: ﬁ r&'egg da hetgqncgr p@?%ietpq_ g@%?ﬁ%&l&%‘égrm (EQ!LP.L@ unigque

i ‘mun
so thatef dtagdSeREEAS S tipeis dae%hné’éa%@“ﬁnw&% C§°85rfﬁ8ﬁ‘én‘flth other
epitop@f. t hauitAmimeagy st ameptidesnaemelaltalusws, apekisatesipranino acid

res:.duggh%.'hw Sﬁugp.ﬂ)t rbol-es ta@o@@r Bi did Yaddutrt e naimBl .acAlisaesidues
prefelr%lf é’I"V ween gafo Ealsoeéo a%o% ft)hrééid@éhfat' on or

el I'mune response has._an .
é\"h‘élt‘ieéf“atql\?él%ﬁtf et 0Pt GGFESSIBn = Jt°Phe' W baying two positive
chargebnclusdepies bhidivelirg herah doms dutbideninte age gehskigiited to zinc,

cobalt' muAeRedi a8 an | chabmtnorélndjln&ﬁgeﬁﬁ%e NOFkrt b ONMARE forms of such
metals, I’T(P}ldl at edﬁoldbg?f: 2| A oo[ly :an e&% gaﬁ)iél rgo.etﬁgl qgs dl Sﬁ@&%@\éceutlcally

di seases.
acceptpHhngt'd! aFtOéas)anosqc}éf PEMTRE ST di %%%fé‘ég SHTREBFe wHi'ER=te 20
sulfatar EokmaTune tre Taboed | memdicatdddivafpeth Ie%rallbeoltlﬁifeat @ptionally, a
divale@i@cﬁéﬂylngoﬂ Q:'ogrhﬁsé rl\fleﬁfxé q:!'i:eis&‘i}l liﬂ_&er&)&_&hem _C‘zilndpl.b&d preferably,
the sag %re{'m%l%%l S fé Y E%}lcd Ardhnitis, juvenile chronic
i'S yI oar t'hr opat |es stenic scle 0Si s

(é%?lé‘rtéél rr‘ﬁ)en B &P NS TP ar et SRy FopRPRIde oF proteins
discldzeer matginy osiebhs, pawlijiay osi tirsysinS|dgrtentas Spemir ppentified and
separa%)é@t %Hhﬁbﬂ/aﬁéﬁélvéiécﬁ £15%3 GOI €8fcSentAUSDI IPRINRatiedD| whirCronment .

‘ Contanﬁnant cqgnPgHU ntg %@ngyg OIE’aec'lh_»Ql ?rﬁ; n%;ﬁéi‘i@' aQQCl‘ﬁé:qe@QJils that would

Ak Ia i Lol & topem q:" o tide or
typicyliy %Wﬁ%e t“fﬁtBnﬂb?:%}’toﬁbb‘hl%r ptﬂi’reﬁiﬁeé{‘ fr‘r‘r‘ﬁﬁ’?e QBdFAT FF
proteinhr endocyt opehida) entingsoi Beiriosed GrapfeO8heyl egsginaceous or non-
protellﬂaggﬂn.{EDE@llfteEhyrlQi GhbéiSref LM@BEL DY N CYédtlde or protein will

be purl ¥L tltg a&JgQBQ' gugthIé:thlttbl @ta’lndé@qgatagtg 15 residues of N-

Fune - ned; at ed reng g . sequenator
ter‘“”{aél BJFre’F‘GFBrl‘?elpﬁ?”r‘H g°iq F5arat :Ys‘i t PalI® FBPRPICE &P Pe ’
or (2Heny élompadrienyy dbys SRSeRAGH upfier cont Feducard ﬁjferrreéﬁ‘”e‘rnﬁl conditions
using NEJMOUS: S ¥ 3L N, S Yedrasbiyll tdipher selhen 0Sdrs,(3) diopaishgeneity by

mass %@y 1?&3@%9{& % B%%ﬁguﬁ%QLQytegﬁm%ielsl ai ﬂ;oBQ{é‘d material includes

rone, oni c | emyel inatin
peptid| Gt BAdt hy7 REarBSET aFg- BREbRto oatth GEos ac lesat ome
componentectti oifs hesartk | so(ivepeantt i'silA poB PeC Preaent E afgdinarily,
howevélt, hefsonaf=d epatcatis OpikC prbtaisesyill al oprapenel chy ok Cc least one
punff&%ﬂ:ké( Slgg]?at itis, pri rrary bi li ary cirrhosis,
ranu ous hepatlt S, Losing chol angiti
%ﬁFF%\‘?ﬁ’l‘at( or ?mé’?ﬁj i Brser %ncl ﬁ eno\_’ i aseghsrue Sﬁeang o' e sequences

identififPaherstior §s bésfenedi stade (PGF‘E:E@F&%\@ CoRpejReid residues in 2

candiddt@hBegudice eAESY) , axyl Ulienie BRNSW il etlentapiopaidiy, rgatbues in the

referéé!wep%'eau&c@' Seass AU Qim Qe ghdiBdBe B Al AtRduskiN gaps, if
I seasé€s 1 ncl udi %} | ous skin entseaseséncer yid ePg: _and ot

necesFRTYY | gt mB ATy S comCac P Rat i S™" pSotiast s, al ferdi ¢

cons ! HISBASES SABHPTASCHS [HHBSLIANE 4T 65 RRTH OF ShGSEPEIct Ldentity.

Alignfl@ftnBdd tubpodegost liypeftensd tevednt anthountidcapqeence identity can

be ach{T0UR o:l.no ggglo%lssx@%ée§h&f aItQ eulltﬂﬂg thH Csh<1@§ §p§h§] QPRI EdiC determine

soproRaEr STV J D REITBALY 1o P RS ISPt PpReeLouing slgoritins
neededs$ocpalimyedimssands digruRiitnPvgE afcher é]ﬂe]C‘tlfe’éﬁTFhan%Fq“emeS being
compagdaf t -mer %)hiﬁpchiést wdtSieas @erddfte chiodsadids ddsesitynehlide can be
obtal@écg %sg.h!; Ve %&érg;%) com&@@@&ﬂ tc‘:o?npéter %rogzgtm Rrre@Bd fmich was

terla ctions, i nf ctl ?ﬁ 1jg)roto oal

authofeff By ?%?%lt‘aﬁbr SRE LR £he et oge

di sease" is used herein in &%broad, general sense to
refer

has een filed with’
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to disorders or conditions in manmmal s in which
destruction of normal or healthy tissue arises from
woewosnzd21or cel lul ar i mmune responses of the iP@I'r/Uiszilluabsls%
I his or her own tissue constituents. Exanples
user @f’maféttagba? dPe 16t V5 nfeRgiebt PEpirs erYAshépgiosus DO/ 20559,
reglstiﬁgﬁdowé@fﬁ sther FeuRmpwiidhtarRdwiptvaiopswe i asiusioasal t i phe Anren-2
progrse| £ @sbsiclauaes mune d:hr@b@f; €Geneabék, Nfthammedary HoWel ancisco,

CA. gif%@:&@er{cleBp%mparIgﬁn E§£{H :?\_g%%g sevgh % ’H’xs eﬂLP&{ gb%aao ram and do

referstoachlrrerlcrméaét ristng an an
not vty ‘pol ypeptide fused to a "tag poI ypeptl de" . The tag
pUitypegrrcre dfadvenblightiesirdaesions py oasadily d@Rerminable by one
of omfiht®pesidgai Aat theWakeh ananddRegyican he 8rQa1l Qalculation

f uch as the abi
depen@é&vggng} ?gg@e %H&Ehas H/g%%ﬂl St%n% %ature agle L iat\/ I n¥cen%ratlon In

gene’-’%e' g??w%erz%% P F%&)lgh%ttewger@ﬁms é%@gﬁp%méﬁmtadapgf while
shortey Ryehet dideyl doesr rnetpsunterdsr e Hybridiaetian tygnefallipedepends on
the a@AliHOBE AlenpoOhnsRepivhdec -EBearIn%gl in’xé&pecEHn{pggmentary strands are

prese:pJ e.l.f eraﬁblexv@oﬁgeﬂi bfgﬁbvg ! %el.{gl ﬁg 161§ t5 r{lperl':x}:ure. The higher the

(gjf SpeCI I ¢ antl does no

degreeCr s & e?é%éit l\%ﬁ?tﬁ’tgt H% weéﬁl F%ég'obsu@fda&y@r% able sequence, the
highepdihppepiatdes tromeraiury Waidh gbn|lsastsedi X ZAnmanoeaditd it follows
that hfledUss aaice Usupbiatubed WerNy ahout +8 rﬁékeabﬁéjtreggtm B8nditions

more %‘:Lgc_:yegrﬁzSI \gfﬂe.t% (L&)&éif %E%@r&tug%t ngsn abouﬁtor d(;l(i):l naeL dF!(;)a:Lls and

re5|9 term "di val ent
e"PlaréatﬁrE? P | B lﬁgerﬁérg %WYBBH%ZP%% Haqagéscnsrzx&ﬁw égswl et al.
Curreni Pxdtaeplreimaliofegntar Meblmby , bitlear entretcldnmi tmob1t ehers, (1995)

2imAgh stohaddncy m&xhﬁmonﬁadrﬂsugéfﬂﬁ@gr}?e%eyﬁn a@@dldentlfled by those
that : ”ﬁngé’xﬁkﬁ%§ 1@? Elllfé'”s%e;{g‘%ﬁngna‘()fhlsu hemmeaa.la uPe L{ T 435 mSe 0.015 M

I NC rnmace

0
S“““é?@‘é %/Jadr?/ - 3P Ny BHEP CLERER & cﬁ‘l’%lr"f“dé‘Jdeéé’ét aitigate at 50°C;
(2) ewwowmleg kyhridizmtand s ulehaterihor agenof §0ke (@BOVEormamide with
0.1% heninkosesundi Aabent/ ot aFidcango. 1@3tpb@ﬁﬁlnk/yPyﬁogiééﬁE¢mmM sodium

phospﬂ'&‘%feaﬂ)ufoP for Hu§es 11 £ hs PLES 80 Ll NYEREL 9n '7‘3 mM Sodlum citrate
fate

era he salt form 2|nc Su
at 42661 8 oi]? gaé £§ aédFOTRRERE uSe & 56 dES TR HeNi‘cﬁe o. 075 M sodium
citratgdy i HYsmpeptdidespirsphret eins disscl 0siéd sedtei myrnPlaRghate, 5 x
Denhazdeps | h@ubionpr séicatédaklhas sbean ondedd Liyash)and 15 sps, and 103

dextra%epégl%gg a&ﬁd/ Q£°Cr ecx&\{:ﬁr exgasf Qma% cggq&onelpt O£ ItS SC (sodium
at ur enV rongtéﬁfld Cont_am nant conmp onents of

Chlorlrée( ura P e Vi TR ard® maPErTrE laﬁa155vﬁ3ul@ltl9‘ﬁdcaw ya high-
stringeRee Rek ot 4 idP agfh Ost i* S8F dohbraipeat inrausessfor t he
pEpddrdecr rahgént, hditEysi NahydBe ENIAHPRS1ed104ITONRS rived by

Sambro@ﬁdeptaﬁer MBE.Qéwﬂlaga&_%gyé Oh &[&QQQ& QQ QUSNSOQCLD,I%]{GS 1ld Spring
I ef e ——d—e—r?bo-o‘rnvm%—‘t—ﬁe—pept&de—ofp Stei Ao il 7

n
Harbox, Prgs i f]19§a (T B Ao gEER AT FEFEE1DD %Pot%ﬂ ?1 “a’t a solution
compripdpgt 29% forgpufides Bfx MSC tlHommaiacdr imtwrnalsoaiimeitrate), 50

mM soddGindpSegUenc e(pliy 7Use 6f xapsfidrat ng &)ﬂﬁtfcﬁqu@ﬂ§tégxtr£}[ sulfate,
and 262}19}& %@HQ&E@@ tsxei@édsgglrgoo %9985%%10 fol?ducd q% washlng the

educi n con ions usin sSl e

fllterﬁr &t et bry© asﬁ Ia€?8’ft st’arh’ orT}(es)SkiLblq‘?oﬁf’ﬁ‘@’éﬁ@ Yiflpyecognize how
to adlﬁ*ﬁ§st%ﬁaé@mp%@(§@p¢c Jcﬂnlpefitnedethmmmengast eCRREGIGS to accommodate

factorbseldt ed prabenieabti BeE UdRS1 pent i de or protein in situ

(AW Hnaont .cells,, ast ane. conponent
‘f'hé h‘!tesmn‘:g?cggg)f %%Vlé;%rr{lﬁgsnt %’e@%r[e %o 0 1egonugleot%c9 sequences that
hybrld&e iRaf i 3P HEREYRr BN <51 B%T‘%&aﬁ%‘?ft Pﬂ%ﬁ’rb’l‘:lﬁﬁ‘fd{dél #pdpperve as the
startipg fodphe edoby e | ebsiviene pathésicat bON st @plynucleotide from
mononu¢Reftaesd %) tidrl e iagi GrSQURREELH iAo dahMfe MstN a5 ocours for

examp 1E€{P gclsoltyﬂe I‘J&% gl?ﬂlﬂe pgaec% ilom.
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identified herein is defined as the percentage of
amno acid residues in a candidate sequence that are
w0 deieread with the am no acid residues in thePCT/US2006/031894

reference sequence, after aligning the sequences and

Ti 680 Cl PG ERIp SSTFTREE sRHFYS T THRNFRE T He PREST TN T°F h°
exprespBincedt sequeacsdlyddnnked, cedihonoteauonsd déri pg magyicular host
organlgrﬁmseﬁ‘yl@t bM&x%besstelﬂiéﬂdeQn&hQS Q&Ets@ftabh]@ Sef|upf@ryotes, for
examplia) :an'lFX 3 rgtpo ea, rlogaw‘lerogzqsop% ag&!: %re@xé}lclgg and a ribosome

M RO aci uence entity can be acﬂl eved
bindingn §f9-ous vFa%r¥QF&F aF%lw t 5 t KBOCki | 1O | i-htPSyr (Prometers,
polyadedylatédre shpme sappriopniatcerpar anet ers for nmeasuring

fhd1gnrentig |:LQCL‘é@r@.ﬂl}asﬁ.hgéﬂ’ngvhéhgﬂlf I ihBateedado t functional
relatlgnst]ueve a]:?&lh \gcrirg? Vfrsé%gni‘é’” - !E'c%:n gé:!altmple, DNA for a

Bndas” b oses herein,
preseansRtfo R FHEHL H%?lemﬁegeia&ﬁ%]em&s? dion B (J&F n£ Spfigroride i
it is Sequesssl cenpabrspvotebmpiiasr PprogriantesAliDGNhe segfieghon of the
polypelﬂ@fdeaUQ t}ﬁ’oﬁ@te&%}’o%nh@ﬁﬁe@ﬁ'ﬂs doagapiandidia to SOUsERgCEHPence if
it aff?ﬁts L}'éle trg‘ss Q‘ﬁ}?{] bl : gg %Qﬁu%ﬁ%gng}pcyrﬁggﬁgoglﬂ&ng site is
operabl @ g} igfat e"d3 @n&%c}mﬁhée%n%p’fr 1§hfs F&é"’ér“é“c?“e’i‘fil 8 Ao ro facilitate
trans1EXU5L 0085herThEy AlbiNabRy driofedmuesny (bR cite BYAidegpgrses being
linkedl BEOUGR: {RREH1E %ﬁ {iGhe SRUL Bf SAREFaRE) SERde A coBtiguous and
ce co arjson e e t 2
in rea%lg%rp@‘m and ‘00" not’ egl?gn%gﬂst% rr11§Eenhqa§7% tpyb Ergrllglg%l% oankmg

is awp@@éﬁb@ﬁé@b’ Sigasden 1aF a%ftV€Ph?frFa6 %t“dﬁtb%sb r df
not esidtl,| tha thethetic ahidogesiacsidy pdppaarenpy riiders are used in
accordagltCliat i Qnvaapengdeptasea. probe | ength, washing

tEn"fPl% al Uo{egen@e%‘é 28l %8{1%%@ [QLL QR 4y 06RET Ahpecr refer to a

onger es require
5 er tenperatures for proper . . ...s rc

cell- “’&ﬁh%téldl AE2CHART énsWFPeFOIbsrPSBJe%lcngéaoﬁoﬁ\?&fé ¢
receptbeapert\irRel es (e ldybr Nafwat i oRigemer dNFy depéads wptrernils, and
macrop‘fﬁgééé t Ye@igndehaldih€ hrfdhody0 oh€a ajRg8t A8NENand subsequently cause
lysis oofm?:!l'xe a%g%gy t].lr ﬁn%e lelmgl.[f S&Qﬁlsl @o@%e%@gﬁfr%n%& NK cells,

err er at er the_de

exP‘—’eSé‘f F&é%ﬂ'led’nh’i'en‘fl“ret‘fﬁa%e‘f‘?ﬁé’éﬁtelsheexﬁif%sﬁ’e F&%’B nybrrat za FCYRIII

FcR exgequeinoern tHreatiopheric kel¥eliat W@aremﬁeﬁatiiﬁbéemh%hpage 464 of

Ravet&la{hrﬁe Ki%t@g A’uﬁz a R’eQ'SU|11in;mézhcfl foldsows t atorhi ghes assess ADCC
rel ative res wou tend t k h ct

activityn §ft £ oﬁ‘Ofe%r?% StrihGent ' whi | 2‘ I‘%\Rg? 2tg%ctc g’lrsz%\%%r eésugﬂ as that

doscribedsingié FOPHdARt | BRI, 64 & & B Sakghange BrFigriea.  Useful

effectShr |cagamcglorofsdaybassiamatmnohudeeacﬁmph@als@éOMS‘Em@hU@tear cells

(PBMC) ala'nd @E‘Jx%@t KEITIQEOQI@It S defi1 Ml Q@L@E@ﬁat&h@iﬁgy}r af¥i@¥nally, ADCC

aCthl&é’ngﬁrftSF%%;]F% Pu ﬁre eﬁé ]t995a)y sg Ss%g”gQ@%fy e.g., in a

erein, are| entifi
animal hwodel t $rethy aelyh@nmléylcr%?ﬁ/ ienflruser ehgth AHES hK%fﬁU 95:652-656
(1998terrper ature for washing,- 0.015 M sodium chloride/0

"‘81% f?cqzlog &llgr’ aatr%/ Qetﬁtébﬁ%g '#Hléipgﬁﬁzyéssséﬂef dkanat rers and

uring hyhri dj zat| R denatur|

pex o GRE LSO TR or M B L E 1BV R SLr g Lost Fermees
and cafhurduy/ @GPI% FHicok by Gugs post-yvi Bprples otfi duRer 5-’Eﬁﬁl5P°Y‘°eS which
medla@éjﬂbwnlﬁhnﬁﬁhﬁéﬁphﬂfafleblé’tﬁd pbhdubledd kkeVED (PG Qdhatmral killer
(NK) g%hﬁ %I‘I g&ﬁoc@?eyMc@le{dﬂkc'k‘tééﬁtl% aha 4l v On163) &Rl e¥mcs and MK
cells rrraén de, x SSC (0.75 M NaCl, 0.075 M sodi um

éfietli‘“'%t%)e 554 m\/l sodi um phosphate (p H 6. 8), 0.1% sodi um

p8reo phospHEL ere®pRoDe fal BER s 356 uﬁﬁdoﬁo doifirdhe er| receptor that
binds S BB FEPeEdIoPNE GROadtgbady). , Tk bPreShSsdamna 1% native sequence
human% r apIOJ_ségvfegt %}reé&ed\”&?&b f’éﬁghgswlﬁtch‘]’ggldsn ag :;29@( antibody (a

(sodj um chl I'or'1 de/ sodi um citrate % }:acv O%) mdec., r111

gamma 5 FeIRPETY oFouidd 'Eﬂlf HEGHSEPi RGen "cORET Sf' ng

of 0. 1 x SSC cont ai ni ng EDTA at 55C.
31

ch sites do
ar




10

15

20

25

30

35

40

"Moderately stringent conditions" may be identified as
descri bed by Sanbrook et al., Mdlecular Coning: A
waaiwooos y Manual , New York: Cold Spring I—larb@T/Uszooﬁ/osls%

Press, 1989, and_incl ude overni ht |ncu at i on ‘gf £
subclappesy SEICUYTON ConpricsiYigtevtve fetieely gpipqgotoms o
these mivbMNaOlrs. 15 VAM t racspthusmioeIudat €§YRIIBO(WM"§‘6§iWn9 receptor™)
and th{‘l@ﬁ@hataﬁl l(}l?i‘:'lhlbﬁl)mng5 kc@@i/&hﬂf) dt 'vishl waken,sih0Pler amino acid

extran,su at r
Sequemeer m%BIRIA ﬂle? ‘{J,ngl Shl ng gﬁ(ﬂ #}CS ea%’glg?nq%miﬂggthereOf a
ACtlvaﬁt-n%bo“l?FeBtPrSO FGE‘,RI”*Th EORYFPF eda%r tTEHRCTE TP Vec og ﬁ?%lél e-base
activalioww t potedj USITARhe it efper gvtrrd asiioni domstipengt Inhikitelngggeceptor

FcyRIIBeQmaﬁy irp 1@191@1@69@@@@1&' ftﬁﬁcisﬁhs 1ssen E\t&llﬁliﬂ:bﬁl et hITIM) in
its cyt]opbaOSﬁnlc dou%a.lae get eEm 091“ Q%rl n}mgﬁc;ls 15350%r $ad O1997)) .

guences 't at ‘hy lze
FcRs amsnppeireRtaly RNACOF DRAM R gef bl filicl EHtUPaJe %HRg7-92 (1991);
Capel $@r¥E ,aSmhi@mnstiidsi AQspdL NS94)0r ahhiedestHepnieseal., J. Lab. Clin.

Med. sz%nﬁﬁeiis(ﬁ9f§ pcg ﬁ@k‘cﬂ"cﬁa%t I grﬁ:lﬁlﬁ% @BQ@%I %Qt idi:%@lg%d in the

action o eotidyltransferase, as occuI fLOl. des the
futureexé?ﬁaIeéc?‘}‘?aﬁsf)%lh}’né]i‘eaézér‘&h CR" rSEELT on. FRe T8 fr=° *
neonathg omérapitos e (irdne e whiqhefigr getrerBiAl s eipre bR s tYRIEESS offy maternal
IgGs o0k nd tf@t@s?(ﬂf}@ﬁ‘ en Lf , an. cpetahl yid: Bk’Ed(lGQ)@I REd Kim et al., J.

Immuno eq%g nC%S {]]h9gép)art I %Uk? ;B?:pe%%ogﬁlgﬁg §rp%?gt¥1§ O.J-;uch as the

at " are sul
9enet1§xalﬁm@hlﬁfhcimdéleagﬁ?%n%{aér en?ﬁ?lef’oﬁ‘éﬁ I%nr%%‘%?‘h’igbrm either a
phenyla@ghtarRC €F) and aavalivesove st adineg asid @osEolcayr }68 i docated in the
reglorp%fl %h@r:@eééﬁgw ﬂkﬁtuiaiﬂdsz@:opﬁgﬁﬁ.)t elde E@rl\d’z@ge\ﬁéﬂﬁtlh_ﬁé] FcyRIIIa

enha cers !}ycl elc q LSei QP rabl y, 16G1 d
FCYR]]“%R%&’%) as n SEF | S PPat2d™ Nt 0 A uenct?olr?a y uman tges an

medlatreellaﬂe@ﬁé#npp?cﬁn £h AR reaFI & PHCF P VSRR Fgpe FovRITTa
(FoyrRIEXaNHs®) diNAetalozggqise SEQRENTL- 16BF SBCretaptyrs eader is

Q%S&ﬂ%)éné Jé%ggdetn@_ %t@gfcﬁ%ypoiﬁ'p@@b" deafeki to ithe ability of a
as a

t t nat t
m01ec‘§gcrt§?| gﬁe 0? 1t: gegoll;.g gll'l?n %re%engeargé Cé ?&gﬂ?’enltn I&'ﬁe complement

or enhancer
activitdoppeatalsry i AREH B8 BIC S n@méléa%ecrfcé‘thffﬁﬁsta‘F?“é’EP%“t of the
compldniR@t t Epdtear i(pid)orecofa trheesgguerce; @ antibbdisomemplexed with a

cosma T g R T e T e 1 e e =
| I T1 111
doscr{gefioin| T EanERHTIRy <F | Tced nBMHEo! nAPSPRE BRA 100 (1996)  may

be persiegquehces being |inked are contiguous, and, in the
case of a secretory |eader, contiguous and in reading
RARREaAxOMENBDS SANADGRLSLLG ke BivrkOn Do
contiguous. Linking I's acconplished by ligation at
convenient restriction sites. If such sites do not ‘
eiestietiole sfnthetisc dbddlgesdidieseti decadiyscbed tor the examination
of exﬂ):.*erég%rﬁ o2l BndlsRdnbie FEGRIXESNC anWht anGaDENEL AR or cell sample,

wheref.J %Bt &e%err{un,é@id %93’%8% B?ﬂ}?ggltoncgklorgegf %%g such biomarkers is

er, to a cel Il- ga g b Eive
oo SR ORI HRHC T SR FT 6508 o RTPLo (gt bo oenel
to agexypr essh s ﬂgg@lrjﬂ'@hgb (aﬁ@[ﬂ@:) d(set]g reNgpiaraferikiiadaes (qqr.(yl as anti-
DRS5 a§c§41|s§ arﬁ@id&dfl%@hd)fr Sint &4 NBLSHOPh age shodies 0gIMmha endbbd and assays

nt,i ody t d _su Ntk ye.ca sis
1nc1u<§ tthﬁ tar h e;tta@r[ %g ﬁ_pgp@elsfxl.acﬁlarg Qéﬁ%&@ %% tnk%d:égtﬁ;]‘alr% amily of
1%30nl

mﬂec‘ﬁb@@ lw%uegra §a11‘é35?p?‘1%4s§n?cﬁ‘lﬁf‘ y, whereas
Monciyteseexpress FoereRlre FegneRipPratrd iFey H |G seqseR human cell
types e?%ﬁlﬁ:ﬁsaﬁd Qgrﬁlnhﬁi@tlﬁﬁﬂin@t b€ GaftdiS cbkI SUFRBIH Z2e4 rdeSistant to the

cell geapch 1f1d1bc12 igogi e/tT%EI@rbq &M ’re&kﬂ}é &g'_\ﬁbodles It

o assess SCtIVIt of
°

is thappieeql Eejo“fe"?ﬁt sthe a‘?ﬁscﬁ"?ﬁdt 5= M9EC RS sHPY 8 uTH é’gowde for

convehdmtc, efficient, and potentially cost-effective means to obtain data and
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described in US Patent No. 5,500,362 or 5,821, 337 may
be perforned. Useful effector cells for such assays
wo pa7e21per i pheral bl ood nononucl ear cells ( PBMZUSzne031894

Natural Killer (NK) cells. Aternativel or._, .
informgEi | BYREFy AIXIEAELT | FSPOPLHE bl oShfergye therapies for
treatih@tsrtdsttyray Fbe awspbsed patisnpohawing. beqm diagnesqa|with cancer
or an %eshlgib@a baditdbs ctagead lﬂaﬁe@yﬁﬁé‘ps@t pakforbASto obtain a
tlssue r gel%ssgmsgl 65 nd( %ggss)ample %@Q I?J §Q$ﬂ{edcﬁ§/|w?ay @fevarlous in
| & a3 ch'e

ukocyt fess one of nore and pérform
vitro epswet 6P ¢q}ﬁémir@nyheqh|eéf‘é1@aﬁﬁylentth% %eéFLF sWOé’%Br%%?eafltm to a
therapefasd af@fr Budd aanzbozayTRAIDUWr ARG etfamioor arfuihedy-on.

%@Wﬁ@e‘?ﬁt@gn Qdé@%%&@sfwi dI@Qirﬁg etlrféDC@n51t1v1ty of a

i.ncl ude perip

mammalﬁgze ul'r:lﬁlsu I??i eclg {'\kf)mpg. Psungnonua? a%rc 1.9 cel (Ecﬁwzﬁzn/TRAIL or a

nonoc cy tO
death ceslclptemaralst oitrrﬁlibgdy Wi t FPtPR Yan(f l\‘ﬂé‘“c‘f‘é]r’raé‘ geffige or ool
samplepiefdraethd Ihe ekerired" For peoepboe) ofr CAINeR'Tidr e Teegethods may

be co&d@tcggécfl gevgr{e%(_}egf oisstapago:.brla'ﬂgs i&lh@ﬁlf%sé% QBt&ting mRNA

an anti referr Fchsant e
eXpPresgiiyn ?E%exﬂ/breé%@esl‘s ) rs erredl‘IEmUF]ilog $o°ﬁ8§‘§%§g Bssays) and
biochepiiprls an | GES@ i bodyd‘ffaec@a%a r ecEPEFIAL4nd i ncifgBgaestyl-D-
galactoReRpie0p&lyobptiie Fcg WRacetidgaRidtosanthykEcgpnsierase activity.
Deternﬁhgt!%bgfa%§§§essh&?lHﬂ'élgzhaldaﬁhd&TY@r badagk&@d in (or on) said

alterna veI I d f _the
tlssuersecogptcb 3de| EgredéFFJAve Q:haa: %ghrgggsﬂx gr%‘r c(é¥ w:Lll be

actrvating recepto
sensitgng Feg e | Bl@sﬂﬁm%h%ﬁeﬁ“—ﬁg#eéeﬁldFR%IL miﬁdcfﬁrhgeaet receptor
antibdgiylll | SppRidanos asigrsegenc sutchahadi ther exprpspion| pfi falNac-Tl4

corre 1taggs valttﬂp LasNeGs m@tﬁ St ReERafi ssudCtdndatdNg E6 CRPLOYTRAIL and

con taln n,,Lomunor ecept or tyrosi ne- based
death éct???‘?/totr ms = }?Qld inits cytoplasnic domain

|Aﬁhflb$qu|sa@d rl’@é@"pt &xpﬁ?@lﬁr|§ FBFISP RS I Tkere SUch a8 Calliac-Tie
in a baRHlBOEE&CER! @nalyrdsbner baseer iathmbilddokogissi gy TP which are
xnown | 1h 1% GY¥tORLASHL SQIBBI By (SLEsH3ALEDNartABE. fReVuding but not
11m1t| e?g:%m 1g:hksto {%gr#:t&%}ggg%?or %@%rﬁ{)%nﬁ?%ég%v\g é.rn:ltatlve blood
based @gFEYs esafor SKMRMTORBIHOBLT S 25 R £*pHE4) £ O%r?a‘g

proteiliasx@resddion), J hiokhdmic&l i nenvieetid 2623304 W1 (@995‘3 in situ

hybrlcng@:{onFC RSrtreRg! Hﬁgl@glé hesg o0 pbe é@ﬂ%hi | @6 didakheand genomic
alr e enCO asse

re t F
South?rélr ﬁ{l%{.YSlSI I(] :|.nt eg%reoeﬁcgl[’\lg} el g}xe c?e%etbcﬁ'f %Irnamplrlﬁlcatlon

ceptor, FcRn
as wells af R0 ARY tﬂfet]?ebf”lti%é’aﬁ%ﬁéfsf’éras&ﬁyﬁﬁthé}: P P@C?se\é?%med by gene
and/o# hesbed usr{Gupely=s. al Typidal drwhesrdk. £dr ZvEBRELIY 7P status of
genesaeﬂﬁl ﬂ@ %ﬁro@&cts dre foMAUNGLr 24mddd in1804)hel EERSL. eds., 1995,

CurrergL n§¥ fsl uge I?/I !I.XcmirQhIB§.g§ q?‘]crbngﬁst EeR?@}%Léﬁl Blotting), 4

c

Soutlpeersluﬁfqtﬁgnsﬂn é?tﬁé‘wu%lob&ﬁé?fﬂgél%ﬂﬁ ne QPE% %’faléfs%ﬁ& i ne

(W atotarbho tedbd pEdstircono 1&8ect prarédedifaphtldy égippample are
prov:LcQafd toew eSeRi Nscbhalvebhigdssdd 1 g3 . The honpzygous

valine Fcg RIilla (Fcg RIIl1a-158V) has been shown to

have a hi ghas.«af iRkt b ot human hgd«-aned: medi at e

increased ADCC in vitro relative to honobzygous

phienytal arichedsFog Rbe| anfdacgomR irlcalu4681ﬂ)0t9r:°15 which examine or

test @@Iﬁ eLAZAABSof F@QNB&J'IH@ 158E/ Mint£Gept ofissue" GONpEENMERHnple. A
varie oefnde ¢ dcsy%gt ocf(etgcgl 8£1Na%4 cg e}ge e%p&&?edaghélfdélude, for
%¥ toly

ecul e 0 tar et gre sence of
examp%%)nplléﬂ‘é’f?@llstoﬂl?ém’c‘tﬂpl SHRRE Vet PRI BREpRAEY ™ s Teetem  blot
analykid,t maletilby Wingitd rabags.0ELISfe ELIRRY, Ebwmpomesnceokctiyeted cell

sortlﬁc_?n'p(lFﬁH@nt ayst %mnﬁzgpgécigﬁtﬁtiﬁiﬂ ecstliewk®. By als, monosaccharide
analyEJosrrlpFo?%zﬁxcg% :\e/g%' oWIt'ig %Dénogﬁoaé eoianéét%gging-rotl‘%sSe§<§§es51on of .

levels of
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descri bed in Gazzano-Santoro et al., J . |nmunol.
Met hods 202: 163 (1996), nay be perforned. I1.
W(ENEM@MR{ METHODS AND MATERI ALS OF THE | NVENTPCOMUT1066/031894
ods and assays disclosed herein are directed to
GalNth 14e§z%rﬁ at TN Co 2 BRYT €8T DRHI PR GRIniee sample with an anti-
GalNap; HiapReiedy mnd reemdetenting sswwebbrdiog| ¢f $@Rphig;ibody to GalNac-
T14 iwhefreebamdiBe determ nation of that expression of one or

?a§1‘:ﬁ%l§f %g&ﬁ{eﬁté %fpfl'? 1ﬁxt/?n\£§019 r tlhgdéxcg:tess\;/ eon %f GglNac -T14

he tissue qr cel en
in a Sg%‘ﬁ?% é%c?f‘aé‘én%pdfﬁflﬁ“mﬂ‘“}lmahtﬁtwh?j@v&?ﬁy r%f@e;ﬁteimlng protocols.
Immunelitstpefefindsal uebriggnaneE - thRSucagestitdbnantadbotlees shiown to be a

relialbld imebDiRds &gOB.bSéssaﬁﬁl Mcheegctl-ﬁaepf@eh@gso@%o@@ﬁ@y%n a sample.

Tamun. m h e expr el %.IZgnao arn O.
o 6ﬂgltyg% EQQ%F Hia ?Qmﬁqgéu AN Sil Acl Gdi ng%(r%%ﬁat TRFobe and
visusliie GITelerTarciond i ot tisE0natE, DY Ho¥eniais gy Fluorescent

‘methogropul ati ons of di seased human cell types (such as

G&frt %n@lﬁoﬂgpat:étﬁ@ﬁ Qif te8dULhbr Q.%llhsaarrwé Ch-oRl € mammal (typically
a hun{aﬁs !; t 91a3% hge deaEtxt O$Pedsumfn% eescfntsnc?gde, but are not

13 A‘ﬁ L of death rece AntT bo
imited o b ¥f of BBE| iEVEd FRS i“heC%PrQé‘el d%éas?rfet Pedsabmd ovary, lung,
stomagls s aypmcreds  priowplensf, orandoneekdrgnt cagédd cé@Nt, am@tionally, the

samp1 OBl hynCHst ecteflqcﬁ.ﬁﬂée cHE&dS c%@lé)b%ghgréjﬁ&@ cancer cells or

or n usef ul SSI r ate or
nens h&%? élcq:];tfl vgR é}hglr acané:serf%erﬂf i eats nﬁa“g’éﬁ Ei’ﬂ Pypined by a variety
of pré’)‘fﬁ‘flftﬁeé kpopat |l§ntthﬁa\ﬂrﬁg %ééiﬂlégag%é,edlow tlhm%:iawceiro surgical
excisigm, apspivauh® rogl atadyconthd itdBswoulagl bavireahbbOESYzen. In one

embod PRAE prﬂmdsafn@lgbisﬁmeéii Bhé%’fhgeéﬁedcﬁh lpa%éfgll nCor acrlllg Ilh{%

I examnd various in vitro
E@gy@ %o det m ne ah g?h?{}{%%e (Bafi eRFeETEEY) s Pfofrgventional
methogpdogntiori fed .0 "Hortrdr gfelitditolagient Striniag Method of the Armed
ForcesAPURLA TRAl loforradesiidyy | 'eCEPt editashi hoghe) Thae bnvﬁma OMT (ASCP)

EdltOJpr Q“lﬁé dﬁﬁaﬂ%@&boﬂ%lgpgn Wc@gal\vp&{&?g golgg Egnépsl gl Vf\l vy Y%rk The Armed

For l.ian tissue or cel ng cance
oreeg ﬂs)t tHeASG2 R FRAPEY of Tenge tli'ﬁbf’ée'éiﬁyoﬂ”eéw §tﬂ Histology and
Patho]emtfl bedy) Wpekoval Mikela Bnnel i2amned iFstes anstidgluke of Pathology,

AmericaNRES Sy Ob adaRash ARd ﬁ&%@ﬁh farcexpr %_ﬁé' &N s@:fill in the art
will a@?lré\a%tllﬁ athl'?e :Lcedgf xa 1%g 1su%t :S : na@ﬁéﬁ%@ perose for

ormats, |nclud|n

which dh8r E¥EH6n 1S pti'ooﬂoél ]ﬁlsé‘?b?%scélpdh s(t%%fﬁi &% otherwise analyzed. Ome
of skilfmimotiesevehdiilstisp asseyrsptantabi dehemeal ocdssay®ion depends
upon thet eCdd BY €7 ¥IBduC « sl =Niac ehy| riRgal-act.0sam BE way of example,

neutraﬁokﬂ%qghdfor%af‘&?t )élogﬁl %Ct osa‘arpaggrmaagghg/ffd zrr%‘%r be used to fix a

Lactivity. Det er m'nat | on of ressi on
SaMP-%Gal Nac- T14 bi omarkers in (or on) said tissues or cells
wereraBey pridgi etinie thafirstuchixedssubsisotheeldesydddtbd bghrough an

ascendiff Sddriive dr0 aﬁ.ﬂﬁlobbp':@@hftaﬂat@cﬁ fact §r|n]§5fddé@q/%.|-l541-r%lalffln or other
secti e €RLOL 5 I e’ Ge rnative
tic0gY of. d@&a%cﬁ t?;QE %f E é‘!h Qgrg%pré\g 'Y ?tléan'eﬂbc Mjgrnatively,

ri.sin oun Ion O
one. maoPriAPe e\Mti”FF”tehéndéEﬁQ ‘E}fe\/FF?tlé’PSs?Rﬂﬁ”{l?%suég (o example,
the tigeh¢ ssamplApot PERAMbedRd aehitdvoresepdt On mgemist by conventional

methodalDédDO@EESe. A irSGi4SSEE ﬁ%lt@Ngl%épr.@usaihQﬂb qgetﬁ@tﬁlc%u%he Armed

bi kers..s S Qa Nac- T
Forcesa%lg%@rt & 5y Ha& Qnoer * of hFat ho&%fuﬂﬁeésnpﬁﬁﬁ?ffdf“ Witchay be used
includgy eb%nam qOﬁ %H@taﬁttcanaawéews,t Soeldiy, t trsl Skiddemdy. Once the
tissuegpémeanis i ewbledded)gtheltsample Inafi be&tsde@ioned by a microtome or the

like ('S@HUQQP' SF\Q&:B;%@ S@l H@%Eﬁ&rlc\c{\fsét%r gl@%e\éﬁbc‘? of| thg Armed Forces

I tlt% tative bl ood based assays or exa
netItHEq Sﬁ% PR BN PR - exﬁfﬁpf"%y Pfev@‘asmpé? 6P6t éhﬁs Procedure,
sectiopgpregsinenye , fhpochesitcathmerz yngtbws act i wbbyt ags@ySpicrons in’
in situ
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hybri di zati on, Northern analysis and/or PCR anal ysis
of MRNAs, and genom ¢ Sout hern analysis (to exam ne,

wo ooo7ex2mpl e, gene del etion or anplification) PCHESWe6/031894
as any one of the wide variety of_ assays that

thickngey OPHER] SBGEGERE" o/ BTCHPER MBYaPT &) ATy E7 < §ie%y severa

standa¥y pietabdpr otExewpiest 0f eVigleuatherg vehelmrilades ok géfn gt limited
to, s:.@,ra\ge,gec_{;@a@h@d%l% g st asingha ftﬂx% exedpl esy nwAusifedxagple, the

92ns t es and/oxr
paraffgl ﬁmbgcgd’c'edfect' 10hs “ﬁ%:? tatE;gc%'eot ¥ % lMah%SOUt ed slid d/

ern ern
SlldeSBFQﬁtﬁgrf'gl)th POES’ %Tjtﬁ?ﬂﬁ%bl otting) and 18 (PCR Anal ysis)
1f Theapiiot beolbsehelsew Felthe |ermge(ﬂ<unde‘t@@w®h ¢he tissue sections

are geg‘@!ﬂ@‘} ére]pélré.f}:' 1%1 SRhLE RheaReY | Wedabe) owriOissue sections may

be  depiiabishiiea) Sl BOOSET. soomysnnionsl , phandgra Omﬁglhodolo ies.  For

ods
examplgf ¥W€nﬁﬁv%?ﬂ|aor9r?ﬁ‘éa}]1}éfedﬁ?%ﬁéﬁﬁ ST IP o /PG oty be used
(see b65t fornpilesehceiofolGalddac-SEddniny aMerhnvmlofarrhei dgped Forces

nstit@fe CEL! P%%HPic%‘y”A Vs%E)E?)ty of parethadsefor g&ﬁn@%&iaﬂgy available
T Nac- T14 can be

ed and j ncl
deparal“'mﬁ}ﬁé’ﬁ? §’t°80‘?1re°1"?f1&%l ﬁ‘éﬂy vEFR 35 %mngﬁfec%g%t %ug@on’ Texas) may

be usefdéstern bl ot anal ysis, m)I ecul ar bi ndi ng assays,

EbdSAnatill, Féubg‘elquemte&eeﬂm sagplies prephraelidn ser tisgpe section may
be ana(l’;%)usn.némﬂ-ld mﬂ@prﬁa%zclbgl E@éﬂo@ﬂeé Ql.lnl Q\Aﬁ@lrﬁ‘ﬁl&@ w:Lth additional

monosacchari de anal ysi's. ngl %“&Z opIJ1 rescence inesitu
technigpthoFU6F ot e8FF Pﬁjecaéxpf%% nl”é o' GAT Nac- 114 a
hybridipgsies . or Twwaapherad onpricde sofc BHE AL ﬁﬁ”tlﬁél%faﬁbF%thaP? hindirect
assaysan aitbrdi@al Nac+Rd4fanici kedyy andntihen detectibogy tdre the target
antlgeFx r(]glgng egl[ﬁalgeTﬁﬁtl Q%’é’te‘i:ﬂu@%' Nagsce144 |'fh1tsh§1:§.%ﬂpg§sa=y uses a

particu nts o h |nvent|on
labele@xﬁieég%’?ton Sd‘FhGgrsNe?cngfﬂr?%ceﬁE %a Apl 8%i § exan?mﬁec]ia]loﬁlledg primary
antibadgmmielh stasc henvisupyizeddvsEheihi ﬁﬁftb%taél&é?%dy interaction. In a
typicalniadiebisteehemuaabnistatedl pgimfryt argsbeds @ttdone tigs antigen and
then :P el%ﬂef’&?%c&&ia*%? Qnifl%loliyr“%l%dge&h 00,c0h - 8889SShtido@y. Where the

tectin otelns I1n. a

Secondlaﬁﬁu ABHIR %figc HEn 8’?3&9%% HE ) > eTHT ahlegpi uat%eili ;& Spromegenic or
fluorcgatibodyptaapr obe aﬁ‘%ﬁ‘i/l%QJaP#OZ’éd%eWFﬁ‘Fa&ﬂzé‘iﬂqngé?fs tf}i'? antigen.
SignalSidnpligenaeial | ycchys chsonogendcrel Eeemdesy emitiedirpdgay react
with f@%e%@péﬁtgﬁgﬁ%aﬁﬂéjﬁru@ax%l Ss4808F. cell sanple froma
E}egmgrré t fl ga secon {:%pgrtltbl%nég Hgé/d b J:us.ﬁrgn‘uaohlstochemlstry

not
typicganceillerd SLARRARA AL it | oS P ERIE. mﬁ%%@ft at gy, Labels are
availdoiBgyhishorChe eancalegsgrdupaphiome, tlendol lawitegri catearies:

C(@tl)I S. Ra%cgeﬂrsgg elsy shhe sanmpd es:d, nedsudennoansmalsl. cehé antibody

BL W e O i e
Protodyd sobirai Iendhpoy, vaPheEry of FrockdufelsIRmofh |aﬁ th&.  wiley-
Intersibndd)Chddi Yk, biidw NGk | | Miked (19015 Uf@d eabmebec ksdl grpdicactivity
can ba%%élﬁie'do&‘sl% pél%@:‘f?i’lat}bz@ cto|u§§ﬂx% may be fresh or

rozen. _In one he sanple is fixed and

%edocé’&l?ﬁiaﬂla?%%fjf P?Ftéfg?%e like. The tissue sanple
NEy beFlppReRtept . kabopp elslydtg. bye GiPeRPF ofigiited to, rare earth
chelatBRt h(ldﬁb@:gyn (8efated).,, tdaBuEedpf rhHb&imdhegi calorescein, dansyl,

Lissa tn%' ni H&oé\.ﬁ& &g: Qf R lt.:ljf&% éf%@x@rf@rc%ybgganﬁﬂt € &_f commercially

t hol o editTo u (
eveiL il oA R BPAKEETh DPUT S bn O 1 | DBSgl | O ana/ox
deriv@ompanyt aewoNord; nPhe o frbe FVees Tfr?stfﬂtl‘meéc@‘?t labels can be
conjudzdRol O@¥e Adtanssd ubﬂ'@o £8d AMeyhdRiuBe A8 skhoddids Lol agye@n@rotocols

994). Ul na a
in Imﬁgncplogyl nsépra, )f r}%.n{pfl]ol OFMOEQLCenE'gI tCQIE béo‘r&Fantlfled using

fce P1ut 6°of
fluorimeter.
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Anerican Regi stry of Pathol ogy, Washington, D .C.)
One of skill in the art will appreciate that the
web@roz20f a fixative is determ ned by the purpOBES1006/031894
whi ch the sanple is_to be hlstoI0|caIl tain %
(8ner WFSEUaNSHTETFDBRER ST ST ST TREERE TR 18] Sprene ¥o-
4,275, appreoiides bhedvieheoll engt lPfofhdsex at Then cHepEn dSPLPOHY Catalyzes
a chemtlgﬁ. %Jl%@ra@:floﬁh&f tth§3d1rﬁ‘oﬁi@3ﬁ|18 andcide Ehaatced ebdlsedsured using

varlousytm oor rra?glg am e,t rl':ﬁ% g&é?rn%‘} E%mgéna é@gf rbha%.ge in a

ar a to fix sa

substraEmorEIFY, Che® JFIFESs PPT SRR SR T BHTA T & Rggrhacively, the
enzymedehydrated the ofiglvrasceaaseendi nger@émmersesﬁﬁn%ﬁ cohotke substrate.
Technllqﬁléé |f‘23§:a&\%glt§ n%n@eéiﬁﬁge Wirt B1paeatdide afe @ieBefibed above. The

chemllfcir%: escgllltng téc' 0 %&est h&eck§§xﬂ%a§ﬂﬁp£§c{@ﬁ % a chemical
sectioned. er nat I ve one sectl Og the tiss
8

reactignd $i% (RE s@tﬂ‘% oR%iob é?]ﬁ’isd Wh%hvvaif‘nof xa‘f*ﬁ?‘IsgreCiJ hgsing @
chemiltinbsumetsanyioe megnrle) erbetidetearrtepsnces sedlhprescent acceptor.
Examplggré\j feh@yng)flgol@%@m |1Qeﬁlder@\§cml@9$.%y (£ 3£€ £i@fly luciferase and

bacter';_%/fcegh? St Ol[? I CalP §t Q:I ml@cg MEJ h/'?g & thel&%@ln, 2,3-

Ut e of " Pat ooy, sup
dlhydrsalﬁ%fﬁflﬁﬁﬂtq%tmﬁ?ay datRs etPhY E?%ﬁﬂlésebu?reé‘ﬁé BEE PTG o
horser{aQJ.SIPar@d}Ioﬂ§&aseBr 0(|H@P@i),, ansd.kI].ﬁererﬁstplalﬁeeI heBidagstigosidase,

nbedded
g1ucoalnhyg%)s&t o:],rzsoezlymctaehe%]cb]karl .asesna()élvg gﬁggééeogﬁgdagx agalactose :

oxidas, s e @%aﬁeﬁrahqﬁpﬁ@tme%@r%ﬂen?% APﬁ’é%“olgBFJclés oxidases (such
as uridasti tid exaafchPad holicgye), SuprapproBydesmy wfcrexenpplidagepr and the

like. t"ﬂéém@&@é"sedfgxe é’%gééig@@ Myﬁe@ng&féﬁﬂba@ﬂiﬁ 4 efescribed in
crons to ab crons Lt th| cktn

O'Sullééfa?l%ﬁw&:} ’t% 8 thi%ns G’fnapre & at ?ggmesolilgglbo Conjugates
for usesever@tzmamwmaawufhoas MeE&z@ﬁﬁpllésEWmsl [efe 5dﬁ€§‘i991é% & H. Van
Vunakis ¢l itd@enitlibrags nek voirw) tredi4m166i 1ame) . gel ati n,

E‘gg sl Yo le guﬂg;%alté I%%mb@at\ﬁ@ﬁ(s qgcﬁ)&@npkc% ekglﬁole
B

ara In e sect.l ons
Dok T L FEBrERGE QEaReTTARS NI S oL Rt L BT o @
substipoky - thdrpginehe | fydyawerf fierontdpsbeetidiged asdyheprecursor (e.g.,
orthof¥herdieng: fMaker (@p) bhes birssUE -setinetis/labengi@ies diydyochloride
(TMB) deparaffinized and rehydrat ed to water. The tissue
S had b B ods BT e FOP extithl oy e bnace ao
chrom@ead@aiwyt@éﬁseeﬂm ng serl es of al cohol s nmay be used
(}?@@) $-9- galam%lasé’f(ﬁl'lbséaql) o@i teakh ﬁlr@héljeﬁ:@c I\@Maeﬁa@f (e.g., p-
Forces Institute of Pathol ogy" |, .
nltrowe(fléhﬁaprwa}?’co%’&?ﬁ%}r cidlMy 5%‘&?110551”6 deﬁ‘&?%‘ff af:Fm g

methym&elﬁrfggﬁ—@ @gﬁeﬂt’:\%t&i@lgsés Heno- De7 (CM5, Houst on,

Texas [ bse t
S usprée/tﬁ‘gF ateln@ﬁ“e %]?Eftggge é% 1:5'1%%10%%§ntfe %ﬁ%?ﬁblg to those

skillefsi fy YHEC.arEHCFpRY2 besert oFFEEY PIchBFhati%6n Wit hPatent fos.
4,275 pcdi thdrakid,eehni quessamuttmas e phebadgi ical instiagetilpg conjugated

with @ﬁgj/a%Elf)&ééor e§LeNGa 1hBa Salxtt'észhy hﬁ&@ll Batdw@he JNGa@EAE dlechniques

are avai | Lrect
for aglénseég}gg %tl&jr ?rngextam ?ﬁ’fe%?ll rsrtxt ags ca%bgel ch{ qlg%ged with biotin -
and amyt i Fodshet of e Hrargecatafryeh k. babeleam&lsleffé) jpgve can be
conjugtaiear winedvdiinecbt yuicEhiarsdi reictiassays usdsciaitedbetedvidin and

thus, r&?eg%gkizlasc}éﬁhb@scﬁlj ﬁé&&gﬁ?f@ptthé a&lt@ﬁocﬁp in thlS indirect manner.

Alter’(ﬁts‘ﬁﬁW'zéa ‘Wht‘ﬁ Tt ﬁh%?%e?orﬁﬁf’%%mﬂ‘y in e?gac]:oteﬁo“r’}lthl fbe, antibody,
the attiFiodnl id mdihfusetedssay, 2 Tebhjaghtednfr Pifary it CHERFent types
of labéTSehoidrRe atdvegesn enduidred aitnbel eskiseeprrbapytibody. Thus,

indirggct icglqﬂygamlm%ft Qnet I:.I]gbep_l.r W&[ )éhé%lt@%’a& C%Q{eea&ﬂl%ved.

36



10

15

20

25

30

35

secondary antibody is conjugated to an enzymatic
| abel , a chronobgenic or fluorogenic substrate is added
wo eoopiozziidle vi sual i zation of the antigen. SigneCT/US2006/031894
azg%nl i fi cat|t n occurs because several secondary
Boaf ey ey SPRRG RAFPH TPt FRoRET SR Bb%‘“s‘:‘séﬁdt?@ve' further
treatperitmnly tRAt ithetle. SEREiqY invapy bevd/drisecondérliowing IHC may be
desiradt iHo@dyxamgad, féﬁltbﬁﬂUfKﬂih.&iéQChﬁBﬂl&isr YSﬁMma[éa'hleélti\Mgl kne tissue

SamplQeJ.A azg.%lrgge Vﬂutf r%\?/t %gt Ql.qu_egoo 17 Nuner OUS | abel %eal Appl.

are avai | can e genera I&/ gt ouped TRES €

- Immunplygd 8RSy %%ﬁ e@%lrl(éu%% (a) Radi oi sotopes, such as 35S,

12 CLlowiRh ah opiSildnal aipicbck 3dd S.teﬁhetl*&snttllbﬁday seatidie is exposed to
primalplal esba tdy tahﬁuﬂ'f@gi&itsﬁé%@. é@'tnge the ﬁrﬁ:ﬁz?‘nétﬁ%gﬁle conditions

such qg%?@l‘% %r&?r ;&fodpr% sEd:.o \F?‘Fgggygel% ngg Voﬁtgnélgen in the

vissuR SRS ARGV °%§1°I(919911)acf1mv1@zaﬁ1a48ecm@e determined by
routlmeacﬁxgamrneumvouan Te mebsur ed bisidigg SO ARhtidcdli O the sample is

deterrﬁj’ﬂéﬁt 1439. us(llﬂ'b' E&:y' er@a: o%o{:lge pééi%éc‘élaﬁfe %é;rl)els tdlgcussed above.
re el s_1 ncl ual are no 1 m
Pretetalg) CERe e B ohet al ). "eYacgh, Sscalyzes s

eart h chel ated” (enz p| um
chemlﬁ:%a]éliiﬁrﬁélorf Ioéotifl'@s€¥W°9m§PbStEP§%&WFh@S 3,3’ -diaminobenzidine
chromegepel | Pheteaably pthec eheytdtari mabqlh)&CéO@yﬁﬁigﬁtecDrto antibody which
binds COPIMREECEA1LY t@Vthlea%llrﬁnafrjgu%Ele eS SyCh kéP& M antibody is
5 es or any

rabbity é’l\%“ﬂae St th Yab gzﬁ%@g{ﬂr ué‘ngllx‘P\é?f: ' {papet gt -rasbi
antlb%jéf conj ugated to the antibody using the techniques
dipstdreded, | AhLuBnetodPEot egloged Nih MEHAOIIQQY anSURAB, to detect
exprerQBne)&@WF&aQNagj'IliQr %@e%%lc@ariNgg- Qargnltgi)&ﬂ Sing,A ernatively,
antlbc)Aluortl neLer. % )Lﬁq nﬁ\%{gp ;u bstr at eI s are
i | able 3n ﬁé’t éﬁ? 1H 57 fﬁ@ssprrS?ﬁtd@ét}é with GalNac-
T14 m?Ye@FeW&%PY%n@%%or{aﬁéxe th¥hantdénggitiecqifepatibpdy is a monoclonal
antibgigt al yzes a chemical alteration of the chronopgenic
Sipbsideate dhat &%Ba% nﬁﬁﬁufJ@d SO VaLd ous, rslipped. Slide
evaluat%cgnllsqggen de!::erml %npl e, \Lhe enzyme m Cata 2¢.8
or ¢ € In bt F at’§ "W BHCTOsRC &g intensity
criterdgectPEiRetn n‘tﬁetdi dal [the . apt eflamaﬂoﬁvem/l,oypﬂe eﬁiza,amengraynten81ty
criterdkt sy bhesvallusteeiseeneelews:chem | um nescence of the
substrate. Techni ques for quantifying a change in
fluorescence are descri bed above. The chem | um nescent
substrate becones el ectroni 8B Zexcited by a cheni cal
reaction and may then emt |ight which can be neasured
(using a chem | um noneter, for exanple) or donates
eréF@’y“’f‘é %a“ftleﬁ’br escent acceptor. Exanpl es off Score

bels-inelude lucif erases (e g firefl
er'ﬁb"é’t J}ilr;g 1 Shserved inp, cq‘l [ PatlentNo

| “Fhl HESE AT - DA THEL] ef o bat :
45 i 267 , 1%El§3§fft@lgl&1lg 3 Ldﬂldn dsr opﬁ?%ael aZ| relal ones,
Iwaale tdehyTirafge @ s Enindl EaSBsePRGOXE dsE SUCIHT 23S
hpibet a@k st p}bieo;ﬂlélase (HRPO) , alkaline phogphat ase,

b- glucoanyl ase, lysozyne, sacgharide
0 utﬂﬁge?é% 4 @tro [ HEHEEnoxisdaRE T EAI R ofiddase,
and gl ucose- osphate dehydrogenase) , heterocycl-
oxi dases (such as uricase and xXanttimne oxidase)—;
| act oper oxi dase, m i sroperoxi dase, and the ITKe.
Techni ques for conj ugating enzymes to antibodies are
described in Q 'Sullivan et al ., Methods for the
ﬁz%‘rfﬁ}]éf'l GnSB?meﬂ%;H?Ete%FF%“c?dﬁf CORPhgat €35 Figheysie ppch an IHC
assay EpApFbeterrhndes sagdict ivdVietrhodl canivenzs menéadvidy .of a mammalian

cell (saBROAE & dhmmaVedh \ddRBKH Sde1i) AE@Q@;SBZ@./M%S or Ngwdgg.rﬂ(’receptor
agonlsz rr’lcégocily66 (1981).

D
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Exanpl es of enzyme-substrate conbinations include, for
exanpl e: (i) Horseradi sh peroxidase (HRPO wth
W(hy(d)r//@gzzm per oxi dase as a substrate, wherein tPEI/US2006/031894

erOX|d S OX|d|zes a dye precursor (e.qg.
gg Ilg%éneaﬁ%% nE et aymle pas begcmntgctgi with an’ antibody

specrf:ug @Faﬁ@h?#onﬁéhﬂ arfer lepuktidd hhorsudel (TEVB)Lok; af iainfibody-
blomaakklﬁhblﬁﬂe&hﬂspﬂaahﬂ&&d(&@}l Wédat pay @8adh toRPheny! e presence of

the b@&%&ﬁ&@tn% l§e %@E g.gﬂéép ﬁ@%hﬁ%rebfaﬁag/nélsuclm as by Western

a 0S| dase
b1°tté{ﬁ% ?’%%ﬁ é’r(‘é“gwut muﬂ?&rﬁsmi‘é?ﬁwombalﬁsl &&F%ttpég??fa’é‘éi for
assaygipg fg U;ﬁq)g'eme@yS%g:psaq@ é]@d gampkes, including plasma or serum. A

wide H&trj&ybﬂrﬁhﬂhﬁéafs@éy|tecbnﬁu§§|Lﬁﬁh@séﬂj:ﬁsﬁﬂ assdHFBLRUS are available,
Q@ereQZ)éQP %QStt}r %E_? 0%9”24 QQQI%S’ r?c{% B‘i’a‘f"slsi?‘bl ?Fhese include

e skilled in the art eneral”'revie
both F’rfé@& Sit&e? T59§W°F%’tt§ nt* Nﬁ%ndWA;Cé“z@Sfaxgs RAdthe, s&%cgseetltlve
tYPeSSo%?eWPWe@,S héhe dhelitionphdiomeetdtyive Grijpdyad edsayist. h tieee assays
also amluBediredh@igidd ed aﬁﬂbb&l.&@dvﬁﬂthb@@ @W &a@ e’é’@&b%er

t%ﬁwi&y%§s£y@' af& Il'mSXé Q%et ﬁé: %rul an%rrgo drlon& usfedt zhssays A

be conj u | ot n an
numbey ood‘Jr V%?lﬁéao%satoé gots é% d(’)“’fl‘ﬂl1 eﬁféF‘% SPEREiBiRetighovcah! see
intengeshitadest éacwptaHS%ﬂ/ﬂOdl ¥he presgnteinvension.Bi Bitieflhi Bdsa typical
forwas®laeesy,veahyutiapbaMicdi fntanda RESimi-BeiRRebn %aBoﬁ% substrate, and

the sgrﬁiﬂ.leugé"ltb%dté@tiég ﬂﬁ%gﬁptlhpg%gl:gctt Q!’Lé’l Itﬂgl mnc’ﬁlgcﬁ After a

ath , o achi eve i ndirect Conjugal
Sultaﬁa%s W %‘ BHtBodyr T RETA iPBolirsi SUd A} tRfafe Rl iow
formafgqnhof Wﬂlbﬁéma@ﬁlm cerrtreleaf 4 lyecchd peridotytypestiof to the
antigérabebiseureatwiches @bover forR0) &gAbLSE Mok rl:::%ﬁu01ng a detectable

s:.gnal@rltsl Ellf@'pta&&%dagka ngxbat-ggusallbwmg{jg.%e %gﬂflcggt I i a)e t];he formation

t}_l abe e _achieve

of amf‘-'neerscz::\c’rtf“ﬁ%L r?rfeﬁ%trlz’f’g%r?nﬁf’%%“eaﬁ?ee@eﬂlaé‘(’fﬁ]é‘?éfd aZthvénreaCted
materialr ffofashp@ A ABN2NGf thehpredensaeofs bt isohipmi os depermined by
obserchbibm@for §ignkDwrgudddChimhebeedestr @diednk. eXﬂl@pk&ultS may

eithe® et 1E§t§1rv|ee Ev E‘ﬁ%l@ogﬁseﬁggﬁ ags hc%%t Qrﬂsqbtl éngf @r may be

quantlstarrg %1_' Qorr(é)art[l‘.géllewl hﬁpﬁPntr%chr%ngew ]a_r(c{_gwjrx Fppnts of
blomal(kfg%)) Fol | owi ng an optional bl-ocking step, the
tiegsateionecin Ohe irexpDaeshyt AnEridans siant idedys 28ka@ in which

both sﬁs!pl&;ié Cananiabré@ﬁé@%ngib kn?reaﬁgdéwg%ul%%lhéc%@g9 tp_ the bound
nd| |ons S, hat t in t he

rimary a
antlb? Fget protei n qa}lntg i §en "t %Ptkﬁgwrt ?égs §a‘7‘|%‘| b8 the Gt
includdngr Fpt ot eaﬁmtﬂ%ﬁw@wallabwr@@fiwg efpareghn Be a typical
forwardeberdvink hdoyy s GUEL e expevipanivahd epeciliieiextept t1f biomarker
is elﬂli.eﬂdécri/gl&{tl@ngi‘ ?ﬁgéflxte(?.yt%néat[ml esél%ddgix%ra%neq‘ggysolid surface

ey SL % one of t he rde%ect atSJI eo OI’ZLH’S di scusse bein
is prib S% ¥ er ablY, YTHe FEbEPST SO5R pRlY"gpe | Peing
Cellul(oéeg POPIRPG)YW\N% BECRl Qféé’S‘aY@ﬁémR?émetleﬁa?tqreﬁe ofc
polypydpeleia. onﬁ@eﬁohdsstrae enagUbd) iaStlide f3rm of tubes, beads, discs

of mi crbgla%@s nahe @ﬁjf dither Ghi-enmg %Blta%rlg;lﬁﬁa p!)leuE p@nge gﬂy{mntuhgassay
caon

ugat ed .t

e vicB88 rSarigh B RGPl 7o By ST prisiaryer
cross &ﬁ?’F’d’@dijo‘faéeF%bPﬁn%By‘é’T FharioaAly sodyriing seonelamgr-antibody
complegnt$ bedied sngmapaantion- fabbhé t@atihedysd. . abpiiigaad lof, the
sampld Be mntibHdi es t@l@ﬁla@ﬁ%g HJW tfnpeso{l (ngggé Yk letxoaggtl%ghbated for

s on re anti -
@ pem%é%%% ?‘%ssug%[cileeflﬁlg{:l ?el , a‘ﬁjﬁuﬁ‘éﬂlogso‘fe&né?lﬁteﬁf more
convenGaPNa @i EHET JEHEYA ePndidientcr(ess- Feam ovh typmpptdture to 40°C
such a@GabdNawren 25° C and 32° C inclusive) to allow binding of any subunit
present in the antibody. Following the incubation period, the antibody subunit

solid phase is washed and dried and incubated with a second antibody specific
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T14 may be enployed. Optionally, the anti-Gal Nac-T14
anti body is a nonocl onal anti body. Specinens thus

wee@pared may be nounted and coverslipped. Sl iBET/US2006/031894
eval uation is then determ ned,

for a pPEigRcRpEe HEmRTE NI Mg TR ?’&le?ﬂ ég %nk%utto RefSporter
moleculis echich ishesat tto iraliches ¢hplloyding Staihe Agedndt apsibpgy to the
molecu@&ftn%l?fk@r may be eval uated as follows : TABLE 1

g}( %L%la}/t’lvg Stt%oél Iﬁ{t%of’\?et t ‘frﬁr&b‘iglo{l%goéh aQQ etzl'o"lcﬁ‘rarkers in the

n sucn an assay 1S

Samplepf"@f%mtél?’il \Fépa?lqgnalil‘%&E“P%ldfe%é:ﬁﬁ‘ﬁ Wtipefif*f’f RBRREFY afpt e may
or maycebt besluHelasd avibmrarakpertet amderulsel | Jependiso 2n/ tFRARROUNt of
ta.rgetoﬁncfjl tﬂ@agtli‘eﬁ&gﬁgt OfheA @&t 8Ly Al EOORY s1dhadl t£WBARd tRrget may be

detectrrgi %gddlrecg ]fsa%np#ln n‘gy’ckp% gogllltt ﬁ&ﬁfd V%Lttgrffi‘sn:lvely, a second

ySpeci By ohar er conditl

Label1ogr FAPeR. FRCIEC dit FBOAYBF O K c bimgPBs Lo F gy tax9et-
first antiddde ncatel e ttionfosakdtaygrpt fxst T iprdys em@do@n*llﬂ?édy
tertlal}%&oém{pkgi Maye RBALGONP|dethetkd By a:HéUH_’C@ral 0dmiways by the
reportlsell,'lrrnr{ljolecsz ZP St &LD it gt%élgg]léew,t Qs q_lrs W tnhQifdé present |

nopr eci p| Y atdn rocedures for assayi | ng,
speciffcpfigd vir MBRSF §f MPieS¥LR Ay ?é{n’pttse§he“|“1‘f& REHGS ides an
analytkabliyaidentdEiabhe Alawiadewlrighgellofis | theudeimssagn of antigen-bound

ant:.bcId?‘Chmhg%tu§érﬁ&@n§#ﬁﬂear1r@5§@é& herdmtearie aviad kadd ©f assay are
e:Lther é =) 1 S hoggé rNggd on& ﬂ.li@ Qﬁ%alnzngzéol?ez:%lggld(l e.
SEpEeEs P & Dot h

e rncl S|ngeS|te and two-site
radmléf’t@%e&hdwdcﬁhe‘%i‘éélﬁ%e%f"m't ﬁ‘@lﬁ%ﬂesconpet itive types, as
wel theagasa of hen tenaviie iiomaioagertp et tangend iidFery uaaesly §o the
secondTQﬁ@ﬁaoa?S@éﬁeﬂla‘f) bﬁ@deblﬁl@ oA §RshrilRdyag oef paribabed .| ess will

bi k
be rea%qs_% recﬁ%nl%est h%(ngf laoﬂ ga(rle{_s?%g&e@ércﬂ?%nﬂ tion

use

cecnm ot L g, Sl U 30 Aol th TS <y LS ARF fie-
commordlyi Bted amdmeb| irgiedé Mossekedith HssoxiteerpaRserPshyridiee -
galacfV=C88N ahd\e@RL1QR. pidpBbtase, | dmoghy pithats .f orv@kdbstrates to be

o]
used v?%ﬁa%l 8 Lddrlk a e%zan% %%'gmgyam emﬁn td-Z @ge QRoBuction, upon

strate sa et te br ought
byaroRii D BoRPACE RATTHE BOURA. 1B o ATee e 6710 chehbe
Examplgi bhlHuetgae ewkvoesi edbdg |aéhallﬁ1@rpfa>s§b?t}a@a @Vfd pm?@ldase- It
is alslbbigipesttd emildyor dcabpadicopunitratesanvhiadyieldnti Yeorescent
produ Ogg+1%_?§ %ﬁé)%raxmdegggysugg%tfelsCnctt@dtiiz%v@m i7defh1 cases, the

a repodtser eca 950 roQuc ng

cnzyne; TP AHI G e8] “1E0 Fo "4 SR PREGDAN L hder
comple| quwgdttiqrél%f fnditdee fhor ew@Sf B?a@&fl}:dﬁ sshedotrier 2
solut Lsanpb:eaifinamnhé t@@ye@marcgamblsaﬁalel el thnt i doddy . toAnle complex of

antlbycﬁ; g@&tg%g JRLEELY f S washed-awaya %@ttxhﬁ:hpﬂ?eg%ﬂgﬁneoﬁ.lnked to
e _antl en 1S e

termn servati.on of n
the ses R BALRY L AL P T B o i op sy P B e corerer
quant gjathér UEeaWaFPQ%trPH@tOWt%HCﬁHié 5B B gt éﬁdiﬁatt‘—ﬂ% of the
amoun¥ icFi Bl @hask@nahiciomaimyrebenguantid atmdeby Aorparteny, fluorescent
compo%thsh 2, 5008 rﬂh?%gggﬁ SANHRA RN, kﬂ&%@)eaé@ﬁﬂt:&]?ff coupled to
i ations, rd assa clu

antibaqigg| Y%E‘8‘65§\{§§3§’5§9 “i“"r%rwﬁ Cﬁnﬁo‘t’ﬁ?a B o] eﬁ%%ld Tabe a?‘“rd %Y

11 lumrrecii b 4 tAr e 9BE 0 2SPARi BP0 HBYS} SRSt hERD S Herochrome-labelled
antib&dit bheshps dileseghecehanrdyiesndcenyvel btdrrown dxpitdigdéty in the

molec&ké l ked doBa tﬂjyeerﬁ‘{sts’loﬁrkpfl weld qggﬁ@)étn'& Qeraré(@:re'r@&i’len%oﬁﬁr visually
be readi y ap arent. In

de’:ecg%ﬁjrﬁv\)l“ctﬁl s & PF<Peant |sbolay%ﬁaw Hg specuﬁ?rescfnt labelled

antibédyr ip h@.l[gwgh&pk?@qcnd to the first antibody-molecular marker complex.
After washing off the unbound reagent, the remaining tertiary complex is then
exposed to the light of the appropriate wavelength, the fluorescence obgerved
indicates the presence of the molecular marker of interest.

39



10

15

20

25

30

35

40

is either covalently or passively bound to a solid
surface. The solid surface is typically glass or a
w@odoyea214 t he nost commnly used pol yrrers bei NBCT/US2006/031894

Immuno%g\:l%ﬁl%lﬂo:]%}ececgrfl %?%re eé:?rm %Jleﬁ paf' pg?fgh S"ﬂte %ébllshed in the .

art. Hoppert oty teeoriert heldaylas ofuely @ésradd@aa%topar scs of

chemllmnﬁr[e@alaéﬁi %, biWludinesabie moseHiflag £ it 41abl ke fepployed.
EQ”QQCEM@@Q&@MQQS SRY- addie Qie@gi‘ﬂ:g:dp E@Qﬁﬁ%@és ah&, also be

Zknown art _ang ?ener al [y consist of
emplovef o dPt ik ﬁ’@pr(?(??h‘f“eﬁflcif‘ Bffidi'dg or physically

Al 0§, thdeipohyimer LuapehodyleIekoTd sWHBHEY PiRnine the
preserREERAI A RRpFd¥sibieot esdinaake mrim Bl | gUoiss0é dhecell sample.
Method%agpxll &nbOe Ciaelug.t?&tlmerl Srlaen, added ;.l[é t0e1 SQbid a‘?ﬁaﬁﬁclude, for

ex and i ncubated for a period of _ti uff < in situ
examplee ]@YbrEd‘éF@th?%@tségysol’lsb%rcr‘f g}ﬂ‘“efl‘farﬁoP%A SOV eI éa’hlfsl "
hybriddmetiondesimguilbbdlled Gehitict Tonsripepypbetr giarcbeomp blot and related

technltﬁé'meﬁﬁ& Walidd ARDC:SsUGhdasnphet waeior? aséay@ndsud® & RT-PCR using
comple ntlalilfSI Ve:).m g %%%f{ 19 Egj.l n&alﬂgc 1Y ngl?djncgtthe[)r Ql%ﬁrltfléﬁlon type
t'he ant body. 0

W ng t | ncubati on perio
astectaft | BRdy BT ol FEF p?fé@@ P KEHER TR0 AP ot ana the

like) .i ncubated with a second anti body specificfor a port| on
Qfls;rslh':e B QBRI K&inp1derSac ahemalit ichAadye | Sodvienked 1y Oagsayed for,

e.g., n%g.él {Nﬁgl&s?nm @hé&bué&db&&: Iogdi’(fﬁataﬁafﬁgs For example,

e second ant to the ir}n% r m the art. In
RT- PCWR%F SARP A% EPAEGE e RO FPRVDI RFEs W T imoBP T Z
an illuserdaivgeembvidomertk of sthen lnmtsamlaemawdt fen d@iﬁ@slpﬁga GalNac-
T14 mﬁlhﬁ ihMaobidicgeshit akgete comspeesf podanind atya whiceh thaysample by

reversSe tq.% Q&tpt?c?n | 1‘?(@1%' | ea.cli, V!etagt oﬁgpgfﬂln%rr ng.'mﬁﬁ'fly@ng the cDNA 80

endl ng - on_the armunt of et and t dSt gnge 1.0 ivers to
PrOductq‘Fe“F’E‘t?orat 8?111?6F330%Ip81§?%5?t1 Bouhd Sfa arget oy be %
amplifieCetiaablies FPNEs rderetabend idrgeviinn th Péﬁ%‘?“é’édyf the amplified
GalNadlTh 8T gt V ey addi tse€0nrdch abehddad cantinbbals ospeci foe Boeps that
allowt&% ft!orééteQ‘QHxé)qu\é hSvaxpaseshit@cihg tafgetf ar iological sample

ex to Orma arqet-first antlbd
(e.g. Sggoﬁamegg Yi eelxtagnwg ng Ilsh sem aerag OVe control mRNA

sequentet eof e byhm@kswrmar eaﬁntet et By fhe Fepdfitidr Pamily member) .
optiomEl e wne. sdfientepar tigs atipl iFa udl eéa,lNa:s-Tuse@NlAncatmee determined.

%ﬁw%?ﬁil %R@é&lﬁn&ﬁ@s’: Io@nthllssa t o2 tml @Mn%l%'l@lhlu&y GalNac-T14
its chem.cal nature, provi gf anal cal

prlmexﬁje?ﬁq f]?r&BlFTé gfi A W C%h ac?o ethsé: ectzlr%bllfsfcatlon of the
polynmitepgei@sbe@rrdleama@éwl Fhe st Semﬁwra%efdlereof and probes
that E€pRtieslykespdasitdliyhhgbitiipee ofo assasicargi@indiecules of the
:anengﬂsﬁly 'g‘flstoférﬂzo Qpbo’%ﬁe%egft r %i’oi@ycrladyd?ec @fﬁéi.leal WQ:I;’H: detectable

Nl ecu) es radl ol sot opes na chemilu
markezf.ml esélﬁ}qesas(,l n%f”ﬁ %xg.sgfe,f an eﬁ&lOlso %nog}é’%g:)%?g compound,
piolupinegaent scemetdat ed ‘tftﬁ‘—mtlﬁé“lé‘é%‘iﬁ‘?& ARAPHYYY, ra‘fqe)]/ator or
enzymdy RARNrobeglantiapairdesyce oF upeqilt@daét@ct,ﬂ@levwmsebee of GalNac-
T14 péﬁ%QEi%tgggsogﬂlze.%.mpip}éﬁ&ﬁis aamgﬂrgeffy@rdle\eézc}klﬁﬁ a cell expressing

feren conj ugat | ec exl S a

GalNa? g&al PVj a?\’/%?l a 191[]t}he unke%q:oad é gslfiaen EC)J. d gz[ec:i.san, a great
many Lﬁ&ééﬁ@niyﬁégﬂqrﬁclaaﬂepmerm&m R Bé?WF@agéseng‘ﬁ’co% sequences
provi@d dasSBsrein galdaci«as cdaseiasid abkalplngy, phb@@hanm determine the
prese@c!@g%}oroigz%ﬁé of 1BENEHbELr 3@ .t 0 be used with the

specific enzynes are generally chosen for the

pomducdli ossthodrorpthytieoliyséntiby firduder pespontl ngrich examine or
detecENakiEs, oéuc@i det echabterigol@inghangea kxaspd esr ofell sample by

mlcrogrra a.Ql e %i{reess "lféngem?il‘%"i‘% lethﬂ%QQ@z% Q a{gét and control

per oxi ase ossible to enp % OI‘O%GI’]IC bed and
mRNA spplerafEd Eof é‘ﬁdy‘F%tEIO]a gt é§88h BF T ¥t -Rapecrired an
than the chronogeni c substrates noted above. In aII
cases, the 40
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enzynme-| abel l ed anti body is added to the first
ant i body- nol ecul ar marker conplex, allowed to bind,
W(am(d)mhmmthe excess reagent is washed away. APGDUSL006031894
riate substrate is then added to

Labe1S ntalnlngthe afé)rog | &

3OS LPh e B ERS ST art WOy RAITERS ATEI Bty BYPrigized to an array of
nucleggba¢idgt dnpgtiflizeshen w shlichesuppastre The nkethyt dst benfigured such
that &ﬁéOQéthﬁﬁEé by pogi dicAg od Qé)cﬁl |nteﬁi)érveofV|t§HaL.rr?a|ygri§| known. For

exampy\@|I ctqgnfwt ﬁ%f q:lillggtf'x ggtenl‘tlz Ufl toy 2 _eXxp ]es%%de in certain

a %o otonetrica ﬁ\)g]sl "fidi catron [
tsea o] Bﬁaar%éife‘%vlﬂncﬁ S PRIRSKE - | FYPrhelasgien @©f a labeled
probe Avitdy papaty cu¥dryuerest eatbegommpdiadss e htlgs sample from which the
probef hatOrRECRAN e&ﬁﬂeé‘sﬁ@dﬂEBtngenéTa)blbﬁel%lﬂ@mlc?Iehé( %Qé&@n analysis

of di s%a@@tt &%‘ escaw Epg\ﬁdealvta? bq% LA %rnfa 1%1% q\?lcro rray technology

When act]vat e Umi nation W
utiliged (1HCaPLT Welheﬁﬁ’tquza'f’r?é‘ fleqEriseRs oﬁ%d fogBEtingd technology to
evalugin | thedyRid sowbestios brghifleentr gyqushnducifngefestwdlRid Oa single
experugitt alpkdd,t ye.gn, t e DI78CL %uﬁl@hﬂxmtgﬂe@rﬂﬁsbgal Of (see, for

exampi@e d. 'SQEIE Ao, @l,:]x,:ha,{ %Ct %54:3:} G ¢ol % vi sudaltk X BRYCNE, 54807, 522,

det ect a m Ccr 0Sco

Lockag, uﬁ@&n&ﬂaﬁ&éﬂ&%nﬁ%bﬂ&ﬁ ﬂé °a| Kb‘%ﬁéa tGhﬁFﬁfd f%pG. et al.
Nature [enftyost 2hffupbbidy.5nt deadar frark eisosrpbens a&frtagrfabrlcatlon)
DNA miaAlAgy=0bfe hﬂﬁldﬂﬁb@tﬁl@aff@&@ﬁaemnlhgegern%w h@zgcs that are either

syntheﬁ E!iard&rQQJERJ C&ntlo® E]Eergtp% tO t e l I ht o% substrates
hous rﬁ%r OdDI‘I atne vvgve engt h UOI‘ esc nce o serv
Thousg 4t SSPERPT e‘é%’r?&éyofew?éeﬁﬁdedﬂ at S%P@llﬁela‘-”éafy A typical

microguypgr egperivaminoitvedres cehee AdoENs t Sipak qUES Breparation of
fluordxaieht Mer Vavelda eshadil Shesh i ﬁthhelsolar:ed m%vetrhe sample, 2.

hybr:l.c‘ﬁ.tzlg.gforf %@Otﬂgrla@igﬁp l‘i:'a@ et %‘AC th m1c§ al.ro:rI SOt:pp sglngé staining,

a | um, nescent or bi ol um nescent no| ecul es, fTa
an Scaﬁﬁﬁ%@/eo(f 7% FE2¥ ot eAPHAEEY Ahike tsl’fé‘n%??o\}@a%ﬁes?‘&iilEbeeeneratlon
of 9‘5’%%@Pfﬂ1f%fl§é3n rrpfaleso b@umptby@dOtr@ldetms ek Massigmarrays are
being Ofus&al Na6iibbduclelbass (G.@uatlhl? izzvepd | 08 fadkbhelarrays and gene

expreés'l%l'l UQLeraQE 0('5cs-zllci\:Q!er‘:Ln\@‘1 'PEQ 4&?&@[{&{&9 ptrQEax%ﬁen??&Ce Dﬁzgiq / C_an forming an

essl

arra ST BIRGRE PO Re eaP BRI o1 U RIASPP oGt he surtace
or dlrﬁcé WeYPEhard AR amdte téeudlicfater (laxsipd e, hybri di zati on

sa usin ntary DNA probes (such as in situ
05 PTG CARRTPPABET Y8 CAl Ne@men i Boobbie microsrray
systemNor Viighn b;lommrleﬁd_ reraded t&tiheaneds) nd dAaBEOUSsynthesis  of
oligodtdCt&iGeacCodd Arglaiski satd=08. 3859640%/6&&53%% T- B onucleotldes,

usuall%sb@%%%”pix%”‘ég%&rd p%}}n rgc,l ecrlltfol ¢ assé}é‘am b}élf.cﬁomblnatlon

i cat | tect o
of Seﬁé“"“fiBFtOe“xB?ﬁﬁ@e PhBF%Hc?F?@%FﬁBm aS‘liSBﬂldTMQaaﬁdC]?%cal synthesis
technqllozegs Efrksaeragr wwetdirsanpl ¢ée #pomovariatsreaanobios and each
oligo S@n}yﬁkleﬁﬂt by assayed EOr cosiel. ,sﬁ%é\%ll'gééud{@%e probes are

synthéé§§@<9 J!}prkkgx%{ nlocgg}ongl %I’l e F;.(J;‘t‘laagg brle(:J_Eatelxo?ingétﬁerns and

SucC Ita Ssa are
SlgnalkﬁBWS\lﬁlT%é:aﬁr]Pe nﬁe’éﬁ’f‘%tFF ust rté’t‘-”‘i“%é’feﬁﬁ%llr?éﬁ?lfdf apfherelative
expresgspgrentavehs by rbe haidvierrideVMbctdangaia SGat Nawstddd . MRBMch gene is
repredeft&d 0lthgi 6atays APl seoray |o%e$119fé}@!d€| B foRINA ok 9 probes
Each Hb%esﬁm PX%Jt%V%EfS Ee %%l&% Q\‘E | ogoug%%anusﬁttd.ldgagrgd oa mismatch

o1igorpg] (T 14 TB%l%?ﬁE%‘FfeB*FF% PRESSEAS S ANEINE] SOSEY complinentary
to therpamsiculag agapd i dnd GahdlawedEldes DMAS ekhesseiian @fcthe gene.  The

mismat@det gabb&g dﬁhﬁer{ér esenC etlfef ddrecanphifdied @e'\% Td4single base
substh‘,%n LIQ t%gdt ﬂtgg asé;léc sn%t hOd%lf'L(s:’guI}blng tEldekfléngéil% ogf the target

nore steps {o - det er m ne° t
Jene "Cﬁnﬁﬁtlpfm n”ﬁNlﬁ |hﬁ11%(S bF‘bI RIS S deCboxpungy and nonspecific
hybridgd patilonahkousiopteftamreni g thke siewd| seaswenapasattinéeperfect match

control nRNA
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sequence of a "housekeepi ng" gene such as an actin
famly nmenber) . Optionally, the sequence of the
waeplioti2zed Gal Nac- T14 cDNA can be determ ned. REX/E£1086/031894
enbodi ments of this aspect of the invention jnclude
oligo. Gal'*”i\%@"“l’i‘lﬁrﬁﬁ’n%?% a?&FDH?‘F‘?n?Pbb%}CH t%PX]PF’éiIlF%%"PhéntenSltles
of thespewiaftile rawpéd ffircmtthone off thre ppofgarunhiedt Pessofo dhkermine the
absolutBVEAt 3 i0fc OfntafyityPeeldd Gopakhén tfiRbE Okt arr@lowsolws chosen

based om.ag tir%:ngci éeégh% 1%(1 ‘E:p&rpl ehgﬁllé )é.ngyggﬂegl f?n?clegtﬂﬁh rg%gsz.torles

nvent I on or
The Sequé?‘be&eérﬁa?ﬂ&@"?daﬁél éﬁc%nt‘he “f’déftl%c‘f%P’és rPEr kBF  3'sgef of the
gene. @s Gefghipxigiplidlzadiradivens Otopéssdliabresoents wwpotmdrarry out
the h?kbﬂbb!ﬁ&ﬁl%ﬁC%ﬁt uBOMROWRd, ardagdiedt  biHT HRECEMhe CRMIRULRE, station

perforgsst@alshgg$ a% ogtaqgn %%n‘@he gzn%ge p%rggis qu CJZHHe%eEQnautomated

0 et ect e pr es
and  coRSEy Rt cF Gt M%‘élensn Y nRce ZRTULSs }ﬁlﬁ%sonteor?mbe array. Each
moduled dise cohnplact eipdeprpians sy nghGabNatifbarprot Bilhs . s ware using
preprodiidmelesr UNAes S tRetbddY st NBeSkidnhed ar hi &ARoca ga&&t fluorescence

scannegg% gﬂ er\ teahggés PE ].Iulg?gssceggg Eﬁ@%@§t§rﬁ¥m1p:%e&) r g}P aElr?e dlabeled CRNA

Se 0 € sequences provi and
bound 5y db€j WEPKP T TEHDI | THP, Cz?f“BWee arf@reitatdter e Mﬁﬁ%"array Suite
softwage esenelandher fleidks efaiCGainNaodTHe nRiAser . Ot forakay Suite
softwalfBt hads Lhttde uﬂnveat ic@Bhd NEL &R CPr Qeens WHi6H preprogrammed

hybrld%égt[goge Qg:shdegﬁi?t sa r t%ggbs aﬁbre%iqé\l%%:ro-g 4 {@g ’TlJlJ] gsoftware

tissue or ce y mgroarra |es
also LE?%’g‘rﬁﬁcl ared aEP’H’%tEr o&?’?ﬁ’;@za B8 a’ﬁ’&eE%’rﬁYr ol ShRNA inte  a
presengafpiisencd cehi tfost caidoeontpble ebespeiszmplesrighes. Finally, the
softwak@V@dtsetd radRsedd hadganrdkabhrlsedod Gegrfer akeec R PHYbE&Sparison

analys:.s-q}%. @E%@gs\?ife OLEE§R| QXLbJI @k@eﬂﬂeg a1 8L 8% 9£ used with other

nucl ei ¢_aci o on a solid support.
softwagp RRPIF &S GRT i o et §ﬁ'f:5h aflﬁ]zﬁSlF‘he sequence and
Posdueisoentof iregd b neyiyéAdigdtiphe (BEFHY dssaknoan. algy be used to
detecte¥atfelseiom oS edRChbi @arbér genNe Susi hatladbavel podwsat | aduchOassays are

known QE @XPLESSED.] 1. ge”xéhﬂo%'lérﬁﬁ%% st at §§92'T3Ms Q:%téﬂtf %y§§|e 682) .
\XF axsgl id su oré Hg@d[l di z |eon of ?o% bel e%I g examinin
IREGEPR U Ar SHeF Frf‘éﬁyca TS PhAeF 7 J
gene dedpple Woﬁ?%ia@hl%ﬂ#@a‘ﬁ?%e waze dElever expregséscattign may be
measurg@nBy &hf f@renti al wjenevaxptessi aroadadlgsikaorf i smasert, for

exampltel sgyec&@@n@fo%m d§o&’c@1le}:@bﬂ>1%tltﬁé3r ri@i:l:l@é’ln M GEQAGT BY quantitate
|z§§ nucl el ¢ aci tion,

0
ore GERRGOEL e bEntnERRy 1 Eehnoltigy Potbyartal P nds201 5205
(1280) ﬁrRl\wte%éP“et‘s@EIoﬁmﬁr @flﬁhesléf' tcrrou@aﬁeii:cy dbyeliest bt Hprea FISH),
using SaMghoreypeldelntiabdisae, prebd, , cY¥3LhétAR] Gtpudd | shedomparative

enoml 1 10 O ate e e O 7’ wa o]

g mépmgtgei%é %@H)ggﬁﬁg ggfﬁ@ggatece% S %55%9 B37: By way of
=16 AFE, PR B Bt GORNDI By, “LF-S 6V kE80 f 198 Ficacion of
GalNacChptiggnesy .G . et al ., Nature Genetics 21 (Suppl)

2d&:tEOn411999¢nd atanaethnGadSShedme@hyRitiay Jwabté Cad ithB) biomarker,

such algNéamaQ:r oa r9%¥§ af eamt[]éé'ﬁgugf-‘ &1M3¥3n d;%%nt ahlpéxj}gntg%ﬁethylatlon
rrents that a €, ei f her synthesize ectly onto

e
ana/or AT R RATCLoH R6CP8  DEHE B BEr &t SETUITGHS ALy Crequentiy
Occursgein%slfmoét@sllaqil P eprawentied idelassi meft ecar rageulpA in altered
expresbyql caEl vEkTdrBakERs .eXPeraiBitly iofvatans the d&ambowgngethylation

statussggpas Igegie ar@r @Qﬂr @L&an 19f tkteI lAQ\E eSCE%Qt é}yam&;@@eloﬁg éa@lr g@illze, in
| ated f di zat,1 on

soutnest CPHE AR EA CAPEECD (RLRAE B rasita SHean g cnevmes
which gppiali Rgsavendesieaned igabf calteimmeahylaged fakyidss tofassess the
methylbfibos eedttedod Mpgeisanfid . rgeneltiohpaef (gRAglation specific PCR)
can ra%@ifﬁb@ﬂepncﬂéltl\e%ﬁylagigﬁ eégatﬁs té!p a@l Qhé @@Susua%sent in a

oarrays are belng _used onucl eot i dée,
CpG i %

f7@ %Y%} 95PF ays héﬁdprgcé:ﬁ u e 1nvolves initial modification of
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expression arrays containing PCR products prepared
fromcDNAs . In formng an array, oligonucleotides can
W(beooe,iozneér prefabricated and spotted to the SuPCEHUS2006/031894
rectly sg/nt hesi ed on to the surface (in situ) . The,
DNA biAf FOHERT PXSEERETh “6‘(%’5‘ Wslt eTAE @ PERIIRYSY cytosines to
uraciljvigllatce b erdaf Feay iey stsény whiludrsc enpriféesfcar meghylated versus
unmethiddyeliCcaied byradbesict isyaiiasi fietdyl 9t icgOnLHEd @RS c@R also be
found afcg;J a?)ga %yéf gﬁe Cu?{‘é}ne/ %g é{sr a¥1§ Mg.Lé gggngQIAggles’Unlt 12,

5 ners, are djrect esl ze nt ass
Freder\?ﬁf el‘r4 b‘§7usé1b8:’orr5‘? nati difcof %%%ﬁ'cd??dﬁ@t‘"ﬁ? Basdt - Pathol.
155 (6)phddBi-iLe o gllapRy; dirdokol ¢t gihaSencsive BptdEmisynthiewpskers Prev.,
1998, tesinebogi esd kaRd <&l £BY, ANl 3l NSardpr t& (400,5080508 (1998) .
g%qtlre%gggﬁ o@l éeﬁ%ﬁc 21{1‘1 ?I?%thééu%oo% Sceggeg%gie Imgynllsol Qg%xamined

I es i nce onucl eot1d
by WaYs%tng%?Ji’élalu% RAGW ¥ob€§F?1 6’}‘?§a¥5~°n tﬁ‘ér dPPE3ACey hpe may conduct
assayshipvind iz dhe orrtp 8¢ tdstasnigrdos idghedt ithe evssenras of aipebgiven
enzymaitm @f—ﬁé@l@dlid’to&@ﬁnﬁi&lOfanQEéh%siedQ&lilkfﬁ.yy andefekatintLor cell
sample PJ%SSA;%” '@%%Lét hy the Af fymetrdx, M croalfay. §L6'1Ee 1996)

B resented on the array.
TR et TR L MR e RGNS Eaeﬂ%}w@v 2005
at wwwpgtiencedigiest scoof a perfect match ol i gonucl eotide and a
h SirRt Gdrmabl gNURd @etide. idhwtpel f eetidmbaterplobe BRS: the
tissue ozs%yﬁgp%%ﬁfé(%%y yls%of)rpl h(grﬁIHe%r ,)_(oz.I Q_hg I'LSCPBQ%JlOEU(LIarAp%%L/TRAIL

%Pne an us neasures the ex r gene.
or TecEPISRSt th THF oFFERAT PR ]‘flPérﬁ“Ptoﬁé %If‘e%’i IFRTTAEPTHHE PPy -
As desar@adga@%as@d subste potd 6h B prégencentlel ipesie Apo2L/TRAIL binds
to at posdtt FoVy adfsdrenbingeptrashi mdi, ngr0f ptde bargetng@ne. Using

methodgrla'ﬂﬁzﬁrirptthe a-DEI, Slrl%@lnﬁ’ﬁ'xgt thsjs%t ggg@xj’igecﬁ rh%rgﬂpkg£9%§?aﬁe851on of

and nons ecl f ridiZation that contri butes
apon/ SRS BRES B 0 SoF by PR BRI TROP P RO GEe g Ehe WRNA level
and onMrkg partdy Siicle Bofewarfeesupleacths e thyriadey seperibed
above h&f eRSétplegedltotl bedit Sttt phedahobes bhorart hase saéh bBecules in

the sagﬁfé‘ ecit qgt &Q’lt@ﬁl dtﬁlaqehgrm@:ﬂgdst E]ﬁ v@ﬁgﬂla{“tgsgfe or sample is
ICInt %ﬁaue or e? robe set

being SPERRS ok BRe e TP PEREY RFCPHRET O T POReGerBane o0
the PraprRcst herd - nUutteobRerrifFdsi 1prres sTHEessByudsceeerared from the
same thedueevedsaplds ceangriazh 4liiidgueestediwing Dfrebient3 spediflc or each

spe01fgg%1gﬁgﬁqer'%@@@&mo§ "%ﬁ%ﬁ:&a@%ﬂﬁ 9’&@196.65 réﬂlh@ﬁ\%ﬁ/‘ ﬁe prepared
from tg q:l)ssue OL%SGC& t 0 C%.r ry %antfnlboddé/s dlr at ! onsgr]% %Qﬁ;garker or

arrays aft on&T atlon
recePtﬁésI‘mYn]@e &g s“tnaF‘?ﬁlI}‘?gtb?n #hER §r @bjetlaF?]aiFsStallntlng gprotocol to
allow gosplletalipnaartdotetediancdico abasedtoue bioditkess oM kéceptors.

g@%’?&qﬁ@rqylt@ tI:}Q' gé%m@%lgﬁmta{ﬂéﬁlswgr f@db&' %lﬂ;ﬁe expresses

GalNacC'RPtrgxll catlndegﬁ:nd%nt Iuyethrou? Mcr Qarr ay ugt nsitive to
amed Tl diee ro‘f'ocol 2% ThHE

Apo2L/ RN &F ﬁi%a‘% E%?ﬁ‘%@él aqtéé‘é‘%%f Il*t'lo%%s‘%?é‘ﬁ%‘@’lélé% riéptwii gffective
amountMRaStitee Rpb LIRS enc ekt enskebyorerint ilgdiybyiay e ladbbligtdered to

the maRA @@Uﬂ_qaa‘:oat h@scﬂ:rd@pe Adha¥%s caﬂ-clig% CRMaKLE e related disorder
wWor ks croarray Swte sof.t war e contr

which (18" F % lﬁl c§ s%a igﬁmmé_’lnd t hBT&ESRhR,r 2 crrnoarra§ Zhe various
patholagiqegd seFdAAt @ ScafeTBHPedI hgpet é‘F‘@htbefI BpeR cdy the skilled
practisi@teirons Diisgmogt pr eprcbgi@rPedrdydrdidezBd iion,thwasht @ridh allow,
e.g., SbAIRPEAUREO S fOfedeid BREcAHLRYor TREuSOLEVA L &l $Rse in a

mammala‘C olrr J?I%St%.lnld Convert S By I‘I dc'le @t%leg %nto%nﬁl tesél'mn.ques, including
nto a preserfcef senc caIJi Po ﬁ

but n%tppHS‘BFF%t £°al BRUPREHIMS. HPAA F‘?/all’lsh%' sbftar SVBopadt she like.
Inmunechelrgesd dimegeie cax plles Heopeddll werenexhiedi. nent s by

@m%bﬁ%@@%ryééa%ha%eﬁs%ﬁ%h&ﬁcla? QEHI BHtaduﬁ.}l@stetré& in accord

with ];nolwg?urwld%,dgﬁla gg%luglrgtgra\xlf\%}lgus()ta ?ngnlss ra on i)sr oagrborﬁls or by
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Fl uorescent in-situ hybridization (FISH) assay may
al so be used to detect expression of the bionarker
woRinvoeif g | abel ed probes. Such assays are knp@nuUs1006/031894

the art (see, Kalll ni.em et  al
cont gt PO S8 B2 PTREICHDIOE] O O “E BRI LR b herapericoneal,

intrachrdnmekarlragubahtameges aggég%@dtbgﬂl@%amnﬁrﬁwéh@l: intrathecal,
oral, d@dpatcapn % !ﬁﬁbﬁ.a&f@i i fduzaki on.ofteora1del etidpiniGrration may be

performg@ E{xroq%%x P Hﬁe%s?ﬂg alyri20s Qf:mﬂ?ef%gﬁy available
pro co nown in the art, for exanple, by

devlceéonventl onal Southern blotting, Northern blotting to
gogertivat dskhes tandnscrddul ¢onfBT ARNASETHERREPOPY BRATL or death
receptDBldnt 106BAma S0k . dddSAninkd: ait: &0, (ch88Yiing dBich determinations

is Wlt?Lllqt\t.ljl %i«: J.nagfi‘é yaslslts) sﬂlrglé noxs'nhytﬂﬁgr hgé E'r%@/ be employed.

1t 15 SAREREFLLEANOTS OF CONPATaL %gé rofne & 88Gn mmann veea
alone hmypr fahioz aficon ap@EHEL usgikag tanaleqsprb% imat &g yof| &p@ egight or more
per daif olb[%te(%bte\ﬂ@%s Qfa8%ag Gosddeesenn Bt hedsori@y DE a manner known in
enpl oye 0 det el et anplific
the avhy NeickT14° gerl1sec§l tsi\%dh?l%%abl ?él %grzeﬁcanaghaglﬁr}alc%gt lées o RISt
(199%)pet hyl ation status of the bi omarker, such as
@GakNat: Flidogedenisiragion SSUGPOPL ABRLL shhpimploydser papal dosage
amountgew h/)élr t 408 é‘l&ﬁiz/tof.o hypes ret byl & hon wf/xenss hnSriu&HldBody weight

ook SO, S SR o 6 i oo

the rosfe epfeddBbnIPEER OGR! oﬁue%ﬁrﬁcauss GENRATt 1N A afPRA%yS gpnd Rethods of
deliveagsdys povidedanhnithg hitdryptats;orrest afers efamalgene Sar @at. Nos.
2,657, W80l knows 3i4@ the af bosFor.exanpl ejs OBLriGapatdd | ti@, different
formulatloSOUt A ¥P£recgnl.vzeatfoprhl§9<91[e @C@ﬁe%’tmg@ct QX\In ln@Q and different

SRR ve res riction enzymes whi ch cannot, clea
dlsords@éauéﬁ’éésaci“ﬁa%s%éﬁf%{’i ﬁaﬁ%ettl’r?? AP &F 148510 5§%§§§mple' may
necesgdietereddiilvaty oin s4 atarsienf dCpEriest afdge thataddi epeHier organ or
tissudBP (nmethyl ation specific PCR) can rapidly profile the

gt h¥ l%n't%m l%%gé q:%ag f e%l lad&:‘h:@.o%}ptﬁént:a&ﬁegrr%e@g énﬁ)l@yed in the

rven ene. r
methogsp; t'FhaEI Rl ma%.%ﬁ%?fm s‘B d?i"\gg‘fdger glfulr {%‘g' et dfmited to,
adminisickdtioonver taddktiognrbetnpl at e*d:Obymﬁsp negr gh u%fablPFijorY agent (s)
chemoifh@kawﬂc Rigeatd) i, f bpRtbRIE UG sP) | HPRDSIEPRChddeC iflgibitors, ras
farnesng Q%/ VnI%trf]ggas\éeE %H&HLH QQQ;:L %%%n}ﬂ%@{&gm and cyclln dependent

ation | nter etn%e % n aa SO 3¢ é)ugurther with
| Vbl Bul BB

kmasef oim}é%’al‘r‘b"fse ‘i”rl‘fc@raﬁ’éntk“ﬁ%t §Bol ol gy,
partidudhtit}2 abBreder TtkiM cohgupisepd efhafl suchdether TYgrpipg may be
emploMAl 29 £ agdént sefPatd froRathrohpotihTRAN ot 9BHhIGReptor antibody.

I et n a 1bddi arge umor
In acg‘}glo%) &Sg%ﬁés ba@éd 8@ Eﬁér@ E%!ét?l%m el b<|% ggartm{st get t

ontiogsinEet 76(B03. et HRF™ B b ot o Bt R fegaT p e eies
such asagtit- Vg@e or cell sanple may aI so be exam ned by way
Ofreblibanala @ssiagt soticbiyrdzaser dssapierapartit ngfeansaay be used

accorc?:ﬂ\.% g?g%%%?%%egés%§tm%né ot Re @égertngnéjﬁteﬁfnmll%ﬁlly by the

presence, o Lven
S 1108 F5RGY GAPRET 0L AT 1 ar b Od AT Ty hof fpget chemothexasy
are dlisssuesorited| |ins afipiethqrape, Sergice BehnettCet Parry,, Williams &
Wllklns Bightifd3em mup 216b217006hd 70kRc{H96ut i\VARGget mdly precede, or

follow a%:cr% mbﬁqga{g% %%QZQP%}J/TQ%%P%QH recé;H:QJrr antibody, or way be

aval WWW. Sci encedirect.com In the
91V€nn§é’t‘*ﬁ68§166f153t3’h§hﬁ‘feé’s*élht invention, it is contenplated

thatay he tesiseelorcocaldo s@mﬂletmynaiwib% agR b thegher
antlgér‘}g Lh&, e%pP5838b0isbiniApORIHdTRAIdD201 draceptcons, iapad heerbs2,

EGFR, anji %b OQMEE%h vg'fangla@p%%éftﬁ%ﬁ'ali Pl @§a¥ﬁs'&?ceo‘}t Q{her INFR family

escri ove an In the art, It is
pr esent I y bel i eved Apo2L/ TRAIL binds
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to at least five different receptors: DR4, DR5, DcR,
DcR2, and OPG Using nethods known in the art,
w0 p@i7ed2mg t hose descri bed herein, the expressPONUSI006/031894
Apo2L/ TRAIL, DR4, DR5, DcR, DcR2 and/or OPG can be
menbeggt BHER PO AT heVARNATNERPe | CHIFd P BheTAsE ot RIMA | RRR| .
AlterBytivayy ofore kamok et idnh etwoHE: treeh rguesdideskiridiag @aoyane or two

or mo¥BYaiRe.AImR! ovedeho d‘i@&%@dtﬂ@:e@ﬁ %9”%% ctgféa&ﬁlﬂgtlg%exgﬁrteo the

patleﬁﬁcmgﬁetg.%lélsﬁsmmaeh%g lfens 1a&rt%gﬁﬁ?e mé é:leﬁ one or more
cytokgnemitActhendetishty fForlawiag md@swéa@foneélmat—:edr t4lls in vitro can
be anbBfkear, whdte dhse has vkbe pr Qﬁ@nﬁﬁatﬁerg:-,, a%at@%aﬂal can be

monlta:e@ in %I%Q%U%t @Tl};; kﬂgﬁs k% pg t@lr € gcmtlh 1§nesz’ranEFor

tissue or sa a réagent
instapesc FEpoF f—‘%lrlseaadhbérféfei"ﬁeé mt&ﬁh?qe@ﬁ“é’r tp AEEpY drer Sbesosis or
serumMpane b @nplgleyd, for simykesysitenecerpgnske. prepared fromthe
t r&SUsseorircetile Sapleaciangd anddlgeh esr disﬁ@gfétsegdt &GN kits or

artlc?ésor@fr% Qéctru%geQLeoralggy ?S\fl gd In eon{]n% i:Porgl Wltcbhaklts may

or stal ni ng rot to a¥| oW VI Sua |Zat| .
comPTiEY Qet TETHH 6‘19a’f1f1e breéﬁ%e(?f’i“wtﬁ?%ﬁ?&ﬁﬁ%c}ster feceive in close
confipessaist ors . orSUBse qRAANEitey mhendletieh ninatiabn, thakst hed the like,
each bf SSdEcEital@dd mSafROLemEXpL.eP 288 @'tﬂ@%‘eﬁiﬂaﬂengi&réhtgg:o be used

in th%hrﬁetthoésueﬁ'oqr egﬁwlesa{gy 8fv\élle cQz%: %.%g?lrgela%g t%agy' comprise a probe

th recep Y,
that clﬁntoénﬁf"%t B%I ?Wt%‘?ilyeflﬁg‘élﬁdve a%’i’ﬁﬁn?r%*fe “P?éf be an antibody or
polynpplePEl FRAFReGE idedPrh Cet®pt-Gi4 aprobody gmyab@alNac-T14 gene or
messagémMuakpéariedi+.0 trherdramaakid bl Bals auslsser Q@ird h$HERization to

detec@stl'geaQ%f{;eto nucﬂq’!:n%cﬁgl a:thgdkgf: Srﬁ)a!’yd%.&sw]l*ka% cgl%talﬁers containing

ICtin NnNosSIsS I N
nudegéﬁ%ﬁs tﬁ‘Bﬁ’]&ﬁr’LEa@a’TmEoﬁ%l oﬁ%rg{fése}l?lﬁéﬁ ﬁ‘é“rdelsﬁq‘teé‘ﬁe and/or a
Contab%ernﬁe@ﬂc}wwea SkRPodted-east itucones .a Biagmobinding protein, such
as avi@ehair itespedvadayabbakd eoi f r%B@rt&E:t mdfdcGhe alshon,as€a) -enzymatic,

floreg&rntt h@r %@:gﬁggtgp ﬁalgjegt ection of cancer or inmune

rela | sease in ]gga For_instance, cancers may

be*Si gé?]t SRAR Jtnﬁ?rbtliﬁﬁ ViR hRIGRELY CREIGAR ng b GPRtRoRer described
above| ppf t &f 1, MeAP patiicen cobtaodranenpsisingx mepgriaMyVRiemidable from
a comtdreidl kend| nmuene swehatadrdi Seas@EnganuEsas, bediradidy filters,.
needlésdeggflnlg@g, a-ﬁa ai%@:ggé‘/ :L-lr-lgé!'tls QEtl'g%ﬂE&uc@gc%gt 9%} gﬂgl b%anbel may

b . ggn In ac(%: known net I q £

¢ PESOTH &8 i raveﬁ%)rfjeéf &aniH %?F%t?}%ﬁ’f &8 LCPBPEL-IGP 15 used for a

specififc oRESIBBUSLY NRYRsitBRrapvetica perliledtiol, tisnd, By also indicate

directivhk afanseidhar, id Rivaperid oneal usd, NELAC Qk 0dHoes eBdtibed above.
SH-QC %@Qegf‘sthé nfrfv%n@fénl cfxlALr@r &EJ @S%@o%h&dl’ments A typical \

i ntrat hecal,, oral i cal atlon rout es.
erod (Pl ChaLI9 - I SPBE BFAR) Do pirteh ABG 11 Ggipines, aud s
compORd tHPD pRARS 2L UL BN rUSP Y cpardises ' wheomtrertdirakdnposition includes
a priaagi babledagdestiazepindsf tecd icdendlogagam1apsbrsabedisuesced, Okhe 1abel

on sa@&jr@om.:gflr%rrl dii%g.ggi-/ tﬂé)é‘l tI:heo oﬂ;@&&glgrﬁ%%gt BL lﬂ"’:%til pcp dé(raluate the

ki ng such

ned enpi ri cal
presel SRt hITOne (FEGT PRI At Ne RET| T VRS o Mavegtigheceil, and
instregtinps tﬁoﬂ éSJG?@s Here Faptige Be4 anplibydtl fof teviad upriagehlid yresence of
protels ievad ikhat can efdeest intgnanisagee1y. am®uIt &dn further comprise

a set %ngétlﬁé&knlés% ﬂlla.ggﬁa@yforr ag.’EIngaaploé'gﬁ sa[@/lie(gandoapplylng
day

(pout 100 %/ g or nore
antlb?rﬁea}ngpé’g? at% ng°Bf toTagesctan bts risé'i“?ﬂ?d i Mg kit may
inclugm habl q(@éwﬁaq}rna{nﬁ@egp@darg gntlbo@*s, dihstdigs bge i ggcondary antibody
is colgdesd icoed 1abel, ePbar HEC&Ltg/matllae$aékivel J 3 1351 (1991)

SLYI o
%%ghéﬁ e\ﬁ{bggln?e%m gE B Qill_ Qom n% vzfroill Ji‘n(()aﬁ’f a%ou?befo on said

nor nal osage anou

, C°ntaﬁlge?kgafl%’ ﬁpC?‘H’Ofeﬁl‘?i’g/‘l?&t%’fneﬁal’fﬁﬁllnrbo?fydwé’io@ﬁ%lner' wherein the
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or nore per day, preferably about 1 ng/kg/day to 10
ng/ kg/ day, dependi ng upon the route of adm nistration.
w@iodapes as to particul ar dosages and net hodsP@f/U52006/031894
delivery -is provided in the literature; see, for
composaxkampLECLUges, 2 RALYINGSOtide 687¢ HBTigisg6t 344, COB‘Ple‘“e“t of the
GalNachT225p2ducldotiige anhie patwEdotitat caiditderent the label on said
<:c>1'1‘\:a11c'191!C %ﬁ%ét@gstﬂgtl khdeRbbSal by ahobe didhiet £ nival itat BB oresence

of GaJIN ?ptg nds aQ le dl ffer entyfpdl %Qrga [ %Qié$‘¥el?dn&m Sitn%@%dcqgons for

one organ or ‘t1ssue, tor ex an‘g %‘}n/‘i INac-T1a
using ﬁé%é*saémmwdmwéﬂﬁqthd% ERANFETL U8 Fi% FBR PEPEIRe Rht allac-
RNA ort DNANAtdieNesstg@ne oiypki sSwemalienieliont enpl at ed t hat

B@ﬂeraggﬁfdngmaéonrpGE&?c@,' €S ﬂmykp@ 1%@13&&)’ 8fe id¥ tbfe buffers (e.g.,

e.o her a Les N

block Bi?tff%ﬁ e V\‘?‘&F Ib?lﬁ‘?eet Sfr{gStrg i Al sf{ Fat | gcn ‘of rg?‘éﬁl 5%#%8 such as
substrpher@py;. chrokdne) (Vél)tch dreotkdrirahivhpl tanpdaijenp frgymatic label,
epitopeheppidigrapedbl e idgent cdns}yol Cyh@bDoe C (Ageintivé S)and/or negative
controﬁgLo%loHLerolil pase (Lphichitors, ras farnesyl transferase

i nhibitors anglogene3|s |nh|b|tors and

cycl i n-dependent ki nase inhibitors whi ch are known in

the art and defined furt EEAMRHESh particularity above .

WhricusCOYRAP I3 etk tiRatntSue et berthehedaipir tisedrayd B lustrated

by way o d"P'ﬁ%nYaeQxa %%QQ t?ig? olggxpa%ﬂé Ser o hhe LARQRLAERAL 19hit the

receptor ant I'n addition, therapies based
scope Gf e FATRAGE PR ant| bod| es that target tunmor antigens
such as Rituxan(tm or Herceptin(tm as well as
METHODENAND @AGYEAEH: ¢ anti bodi es such as anti - VEGF.
Preparati on and dosi ng schedul es for chenot herapeutic
agents may be used according to manufacturers’
Cell quatpre epd 1edlokin48- deternmined enpirically by the
The foilblir@Ohipaactell aness: Rorepantl icobl dndgdosicry @ERedUlléges:

p2122f %ﬁzﬁuﬁe4ﬁh§ﬁ%ﬁe&a%3§r Q{3QIBSQ{2@|;§§CF}M@@O| wiRAo03, H3405, H650,

h
coe PRI, SRS PSeBE ol Cogrri WL o B o

H226, @Faht %?Lpﬁé%%%em%r&f oEF%OB\% i %%'SIHF?A?% ofit ot HEPSt, catu-l,
H1435 A[HOQLJ/STRNELO orsdeanivnecEpEer BaBE badys, GLFanyPabereatic cancer

lines g'P):/xﬁé’] 0%, 674“ %@ﬁ@uﬁﬁé{c t Berwst h.uubtramayshe desd nably tdaraca-2,

adni ni st nt i badi h t
DA-TU- 83§PC: T, Fanc It0|§b%(;j'| %% It q Ihg'ﬁ 1@95’“ %}?‘f&ng ef a.fB éﬁﬁcgspanc 02.03,

 Panc @p4Y), PEﬁBBZ*SPEGFRHS”Er%BspanEr b‘BAPS'v%@’Gar a?apéﬂd?ot HER 47 ona oo

JEKO- T, actamnf YEGE) ; L0120t dfer FAMER, fRofH ynTabets TSUEHL aFARPAS-422,
GRANTQE@B WEBfﬁerTNEBZch TBe. Ape-&11TAGles prﬁﬂ&)&d from ATCC

Depos:btoral I%\Vseasy V:Lrg:.I n adgél\]ﬂ QEer go(f‘&rlegp:{o% thl\'{llgggél%%nlsms and

ﬁg 5% \o"or nore ferent antig
cell GHSETTe e TTPRES® 61 RABITHTPSPRIacT ¢ Chhg (Euzopean
Collequdbhest CeSomelivms) aitd peltuped HanBPYICiLako tvedid sypplemented with

103 hSHAM M SLSLtLNC Y1 BOFReC¥dR, Ne st O-Jileafidlel £ 10 mM HEPES.
, Fol |l owi ng admi nistration, treated cells i vitro can be
anal yzed. Where there has been in vivo treat ment, a
Cytotepigate #SA®firal can be nonitored in various ways vel |
knmewaTt castshe $ddllreckrpract i HdnoReticaFpive gsthrivelifepmpion Assay

from §J.etlrrle§apaqvhl§@hei<@rg Nedo PPl OGsea) |nasb8 assdy EPIlity of viable
cells Pg(g:r g%cg%eora Sgr eCayelg?\ﬁeggcrg.zgplutnorsah%)SX:%t &Te formazan

use Frcations described or

Cryst%ltfggeyﬁ%dlsﬁﬁoi?% dq&efrgingy t&?t?‘?ﬁué‘% of WERUF attidfed b Freatment
with &dc20/pzavi dedrbyarithBodynyeThd UNT Sgeh weist Benf&ym@bhprtr@eaddltwn
of a %Jf‘eﬁlﬁ}géderfﬂégﬂfh%db@ygg sGRMRast penta@lduzedwt o o @FeiaV&sl-Hell plate
contamlgllgg vg.?ﬁ%lggecggggxtg%&ci%% 'Y‘8r %00995@|I[‘9e/|;n1 FegpSAéoLﬁ%DTl@&L or DR5

antibody. During a 4-hour 1ncubat10n, living cells convert the tetra;ollum
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each of the container neans conprising one of the
separate elenents to be used in the nethod. For
wez@mpkr14 one of the container neans may conprPGEUS2006/031894
probe that is or can be detectably | abel ed. Such probe
CO“‘POH‘EI&F BE TF 9T IWOEVBr 1A grtrerestd Qéo%éc:|?f}ecs?36%blllzatl°n/ stop
solut@ah Naws Tdkknpragided ntor the GakliNace Tdligen® ofolubsisizge the formazan

produb€SRaeat inehyso MhgEL at:h§70|ﬁfntwalét kééo&@éd %@hglac 908Gk 1 late reader
Sp ECE%%IX?I Zﬁ% %ﬁggegg%on al énegsrftagcr) aini %rgét gﬁélo??c’drtufna)l to the
nunbef bF SR FPEERILETIGR f%@rPhlrf@éetﬂrﬂ?cﬁ%ﬁadSaéP&hgwuéh%@bsorbance
maximgndicor the ContadanepraPrpPr isisnona ané posrkeselmedoss appedr blue, the
color@st a&rdl ehd %fbltﬂé“a{%gaprtﬁyeh@ﬁ }:éuﬁbuea%navdié%‘eﬂdgron the quant:Lty of

forma%gr% eas\éln 1at£ql\'lrgd tt 0 r epo ! grge l ]Bldl:l.ggljl.cl:.ﬁerlﬂn,, acidified -

orescen C? 8I SO

Pheno@)frecdhémi Wé‘f'ﬁ‘i"dﬁ T | 1n )FBFC‘%HII’:W%G%H“% t he cont ai ner
desldr hipeggrabore apdmbnesl by prrferndinhes «edhttditmeti®on to produce an

assayCQARRdIS| NG rMaLer habs desisablip friama QQI[EéEfoCil aéhearagsay Since
d:l.ffelflgnecr c&ﬁ?nggpm nth’a I ngl’rH:"dl nrg: %fffr dl l I’3.:|.tchactl::|.v1 vy, this was

ri nge age [ nsert S
Gone {ERE( o 1AL FBRC Lﬁoe@ar%eilaba PRy SHeYercldn eFamined, 5,000
cellscpant &pliertot 20.i00di cdlle garatellhgecompedition is used for
angPe6i fdweng NQr apytepr nP @Rzp tRBEARRYLL G rapRl 12688} 0Brployed:
1. A0 IR 90: WL LAl o ALY eald 809, B Sl kper 1n vivo or

tro use, ose descrl aﬁove The kits
2. ReCEREATI ORI Yo IfehhVEReR USe £ AT RBET HERLLLEYA 2nd suspension
of theygsildal teerbbidiafeminbes @€ ki 200C o0, PN gedlegriraveidr., a
3. | sheknody said o@ofﬂeaicgﬂ ,sugﬁlgusaoﬁ: Q.EEEQSQIGt—iWQI]l %QQE@J ned

id:C t ; n,th 0si ti,0
¢ THThRL O A oo T e B RGERER o Chnatnepppere over
nightnol ypepti de sequence, the | abel on sai d cont ai ner
5. | mHiitaeres of hatont heud bwposinedion cantbmingedvardooey akoateptrations
rangihd) € rph €6 &JdC eo f n%ll\l@(f A_IJ&ELPTIQII@ 85 OrB &ltilbe@pttcOB&uples of the

96-weld Fl?la@fa r%@@hﬂlt@:@é ldye @ @SEH&Q&' ORSa:l QT (WSh %ttzl}a%zL/TRAIL

T14 ant for eva uatin e presence
or DRBra&té]P?%’ i ﬁndatloP‘é]aﬁlB‘ﬁg [SasLs ofwﬁ%ﬁﬂﬁlﬁalcﬁé}ﬁ )cel | . The
EverYkﬁ#p%memjrwalrﬁerpe@éwpmdsenaasétrlmlflcanest$e;tctqfon«@1aﬂdand at three
indep&deRt | @&lys . f OfhepEepAr v&gma &1 SHE6r3ABPIe asvhiapllyi ng

6. afHéuQQQ%na'Bg %Q%a&@st{k‘? et g C%z' 3.0l A U $8HBairica 53 co,

e kit may 1 nc e both a primry and

atmos%%%%ndary anti body, wherein the secondary antibody is

7. cioiiitiger ed 1vilaof alyel solatgen tareashzyeddt-i ¢ | abel .

8. Anotbericanbodinemliatss ackbtoCGBPriSideg .an6@t ahnN@rhurddified 5%
co, agng,g%l\ey_%n sai d cont ai ner, and a conposi tion contai ned

5 d%i ai 20 g [ei theco(ggaosn ti.on includes

©ood dH/?fh@FeJOQ( X %r‘f P WBP%]&Z?%%"“(B*C Eohipi ehetit eafh well.

10.  tHeubatidaceT r@ep@I%tnacch@mlmvé ¥NAEF C seirngmt

11. Cedwdicd | 0RS abddi@ahebel: srommavdvelendadi neind Rdbeatas pidk reader.

a refg@lcgom&gﬂwp oﬁa%obﬁm%%dugga %xaié@cs L8 PLESEDGE ributed by
T14 in at le one t Pl an ce
%'i'ifl

211 bt SAPRCTERES PGP TOEh g OHBS s RePoF L=
pol ynucl eoti de for evaluating the presence of
Gal Nac-T14 RNA or DNA in at |east one type of
mammal i an cell. O her optional conponents in the kit
i ncl ude one or nore buffers (e.qg., block buffer, wash
buffer, substrate buffer, etc) , other reagents such
as substrate (e.g., chronogen) which is chemcally
altered by an enzymatic | abel, epitope retrieval
sol ution, control sanples (positive and/ or negative
controls), cantrol slide(s) etc.
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EXAMPLES Various aspects of the invention are further
described and illustrated by way of the exanples that
wo edo7oez210ne of which are intended to limt tP@r/ﬁsmpe'031894
of the invention. METHODS AND MATERI ALS: C% E £ a
12, Zhe BEFPOT iHeshe MRECFHICEW HYAuRRn 88| FeFTASS: aontEel” was use
as a MNemksnalue eed |sdbungrtednfeym ENSCQRDRT| Ferdsngsp 1The ayepEpe of the
absorbER&Y ,vadle VESr! cabi8 3hncEH3ER it i 612 126 ppbi@ratll 133 DrREP &S body was

le:Ldengg)?< t Hl S@esfa’g_gso@6 @&i’}_gnéégbana%\l\g 71%%\% '_@ %he %@@le;@%gtrfl (100%
viablerepl 1@2 %e@te gyglcfo-yg 3the|_|:a|_1§c->7451t ?ﬁ.é’%i & 5?%1251 in %)

13. 'é%élse%’t %19{ elH‘éZH! awé)lverggsgonc@gﬂléécloku&sg oiﬁg‘ﬁAIL or DR5

Pancr eatl c _cancer |ine l & ined b
antibodpalX s 69 BEISHUPSTEIOPS |andP§H% T(féol‘éa % Waéﬁ Z" Y
LocatiB4- tHe- 89887, vilare (BFM2Y  coCapsmendinSp 1900, vEgPAGTLLS -
PA- TU-8902, Pane 02.03, Pane 04.03, PL45, Aspc-1,

ne Panel , Capan-2, HPAF-I1 and NHL:
Affymefﬁl‘(b%abeg%- Diﬁ%ooczfg% LY-19, SR_ Farage,

76| QRS0 / YU RRELTSKERPASE D For GRANPATB'TS "F"fdelsf“f‘%Jres Pz run on

the BiSEadlyzBB. TFheg debh dqueafésy Wer®l ¥R arasedsdd-om ATCC
A. B@pgélsw&ae cMapassassiyirginia), DSMZ (Ger man

M croorgani sns and Cell Cultures) , JCRB
t“"Resour ces Bank) or ECACC ( Eur opean
GBPYEEPi on *of! Cel | Q%lﬁi‘?yeé’)’r%ﬁ%‘dn%ul £t Bd SPH RPM - 1640

medi 6 sgpplvenent ed wilnhuked% #edP °F et 1 atted-<=et al
@gyk@qls@r&m of Vb -tgkud alh ne 1apd 10 MMQHEBESspin and put on
Cytotoxicity assays. The MIT assay (CellTiter 96 (r)

Non- Radi oactive Cell Proliferation Assay from

Broftaf Pri®RTcH PS a colorinetric assay based on the
abiltme y of 2iwble cells to reduce a sol uble yellow
2. td@btaZeki AMusahdnt(MIT) to blue formazan crystals)

S the amgpunt of viable cells a%ter
}%2%1 nggrén% gﬁﬁﬁg%ﬁ&mm L §9 DR5 ant i bjgdy The MIT
d

d8day Wasohére d?’ﬁ’eao gyPet He “adt 76 “6F°+ pr eni xed
opti wipZ&d dyelsol uti dhxtly G’QFﬁﬂlégvvelQPSC]bePan96 wel |
ploaiue @Btk NG War i Ous CceRGaedter at i4ans {0 b onibOss.
n\,g)/mgg of ApggL/ TRAIL or DR5 antibody. During a 4-hour
I ncubat i on Iving cells convert the
3. Fynstr 7GR ﬁ%ﬁ%ﬁent of the dye solution into a
frgdnaizanspilodlicte eTHe ssabtmi | i zati on/ stop sol uti on was
tdwen mdded 1 @1t he culMisr ebwelpligettdngoluthi bh&e dohe -OR- vortex
1lght{}pr mazan product, and the absorbance at 570nm was
recorded using a 96-well plate reader (SpectraiMax) .
&5 7Bifr absor bance reading is directly proportional
tTeteherodumber of20cihl s norirgrP§eusedta°R Hivofi F¥Fat i on
B. as%ays .stAhidengh dvhenahisor bance maxi num for the
formazan product is 570nm and pure soI uti ons appear
bl ue, the color end t he as Y,
1. e dstepenad %eﬁ"c ﬁ%nsqﬁgn%‘f?y of™ lr za%rlﬁ%%}égzo bring down
condepsgdtapi a8 sidlest hBrtugdnponent s (i ncl udi ng serum
2. Rdedifid ediphangl sdcedd andanhmedueedidMIT) in the culture
rgeEqucuggea@gngzgun@Leqﬁ were optim zed by performng a
cell titration to ﬁrod%ce n @ssay signal near the
h?%ﬁn%r?&rﬁ?dﬁﬁ%c‘ﬁ ear ‘FangeVof the assay. Since
dis fr &P o8t | t3ypés have different |evels of
met abel iphaacida¥eéty, thiis was done for each cell line

SEPA AL ShX - pdiQkeDRt st unDr gl I's examined, 5,000
2 U/upl RNase H 1 ul
Total volume 130 pl

1. Pr(lj'\er % Ear:uﬁéF

ice
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cells per well to 20,000 cells per well were used. The
followwng is a step by step description of the assays
weephoyeds 1 . Cells used for bioassay were frpoT/E5m0&031894

cultures. 2 . Determnation of cell nunber and trypan
blue viability, .and suspension of the cells to a

3. hiamal s nunbeecofd HtB004 trrs20r 068 ¢el Fie p& Wie|Firsg strand cDNA.

(Flnalu,&%]gsqu,@ of the cell suspension into 96-well

ncubat | an of th

4 Mﬁﬁ%ydpf}i’et& 1%%“@@“%% 1Y) ﬁérgoygl\‘/rg%tee%ﬁ% ﬁgﬁ%lyﬁ Z%u& i
of 50m cul ture nedi um cont ai ni ng vari ous

5. I1aeieeatfateensorangiongs fimom of tnd G80erigthl  of

ApP3L IRHcL A TPRAvARLLRRAYE 0 sarPbespiRktthie 36- wed ldown -OR-

6.

ntrols were 50m of culture nedium
Vortexp ?@8& 200'%_/3??&1 L or DR5 antibody) and | OOni
7. I@quktat‘}leef?i%alrﬁjfﬁu(:ﬁft%ﬁf Cells) . Every experinent was

g. aperfoopmedsi m BRI plorcat digetlyof avekksspnd at three

9. lﬂrgg@e@egge;méagﬁyﬁroégﬁré ol ol use efotdarwedolos fSlater use.

I ncubation of the plates at 370C for
72 hours |n a huni di fi ed 5% OCP at nosphere . 7 .
Addi tion of 15m of dye solution to each well. 8
Cleanupn6flpatib i sofartded iNat e feabCBRCSamyleupl dapuy Megut® i n a

1. ilié“a%fﬁle@nﬁz%&%lx@é msphens tnd 162 Addifihon @inlOBrkanded coNa
he_sol ub| lization/stop solution to each well. 10.
Synthﬁsﬁﬁlﬁfae PBH6F" the plates overnight at 37C over ni ght .
Mx Revofit*ing BBsOrFEME at 570nm wavel ength using a
2. cA&mehkt ptiat ecleadss .thd niftarente weavel etrgihlasf tp50DHmBinding

Buffer\’\@ o Usederid gﬁdcuheelmakgr ound contributed by cell
% Eh coIé n%griﬂ‘fl nt:?’cu@ :Lsogpgrggengpsﬁﬂggégl Gdd 10 pl of 3 M sodium
absorbance e average o e absor’bance val ues
acetaffegr PHhE #Hehdtrve control was used as a bl ank val ue and
Sbt tAoteck fthemiakhrowhel tneadiongslicPhe average of the
$§05@ﬁ@@eoﬁ/a:|h€e§anpré @aehe C@Nﬁe@]td‘aﬁﬁp apiffcolumn sitting in a 2
ml Co

L/ T !a#}tuggody was divided by the average
b3dr bance val ués of_ the positive cont rdol 1(31081rough as

Vicsblle "eBEYSs 2t i Pehtedy (5% AP TufE e t RESaWBunt
*hazandoablwestcel Is (in %) . 13. Percent viable cells (Y
4. REWaY) tMELHUS &Qﬁ&e%tﬁtﬂlﬁnr@ﬁalﬁﬁ)ﬁﬁlﬂﬁfaﬁel_ (262 DRD and centrifuge
anti body (X axis, Iog scal e) was pI otted and the 1C50
as abo
val'ue was det er mi ned I chtl ng t ?x SV

al.u .
(RGPS Eish USOMD AY Fe B0 OBy e saf EXeRr e, g tection
Tube. Label i ng Protocol An OD260/ 280 readi ng was taken for
5. TahhsfS2NPhRS cobitth SAP| £LmewerenT Unldactibe BiwAralywieed) . Pipet

t ot al RNA vvas- used. A . First
730 ugﬂAwagWg%t%ggl S: Qg | (1| Z@gl on 510,000 rpm)
DESCERBO R M fe‘brgf]\%?et é%?ﬂfnb m“@ﬁll cKspih I(ETGgP0° T
y m Incubate at 70 OC for 10 m nutes. Sp|ke(14d|I
ofissbacki1b@renzoug). 1 M Quick spin and put on ice

6. o;Zﬁ(égg)%QpF%ﬁ TRE gpﬂy column and centrifuge for 5 minutes at maximum
speed (£ 25,000 x g). Place

columns into the centrifuge using every second bucket. Position caps
over the adjoining bucket so that

they are oriented in the opposite direction to the rotation, i.e., if
rotation is clockwise, orient caps

in a counter-clockwise direc;ion. This avoids damage to caps.

Discard flow-through and Collection Tube.
7. Transfer spin column into a 1.5 ml Collection Tube. Pipet 10 ul of cDNA

Elution Buffer directly onto the spin
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volume 12 ml 2 . Tenperature adjustnment 5X- 1st strand
cDNA buffer 4 M Add 7 mM (of the mx to the left) to
weawosample. 0.1 MDIT 2 mM M x by vortexi ng. PQUUS006/031894

spin. 10 MM dNTP mix 1 nl Incubate at 42C for 2

nFHrRs PeFRfe 7 BRFUS | ShECr SRS SCPEh TSR PheST T eAd ] dispensed
direcply $8tb tHRE theawbeawdr sanple. SSII RT 1 m M x by

PER&HLENGEHHD 18 REERWA L - RIR- a0 I8 1 8ught | YminHé Coe SRKN. speed (<
25, OOggcgt)al e%Itu me 20 nl Incubate at 42C for 1 hour. B .

% rand cDNA Synthesis 1 . Place First Strand

reactions on ice. Centrifuge briefly to bring down
SettiggneasdtRuonimntiss dos Bfactide. 2 . Make the fol | owi ng
Enzo: SOEQRH S} hafe, i ARSIk~ Mahs cPRRCLIBL30E hi2Q Rl o . 5500182

2nd Strand Reaction Buffer 30 M 10 mM dNTP m x 3

10 U/mM DNA Ligase 1 m 10 U/m DNA Pol ynerase | 4
Lo HPe 20U §F ﬁr@a§gear4611 "W PPubER-siHIdRe 938 m 3 . Add 130
2. mbkeéSebenlidwimgdIivmsbererinikxt 0 the 20 ml First strand

CEMA:1{&d Balpaehinm® §2d50mM 2 )14 . M x by pipetting up
a & vaeac??%g&;yortgm 19 lightly. Quick spin. 5 .

Incu Hours in a cooli ng waterbath. 6
1o Giot iR 1pad el JLorBupRRtPiSynkridse. M x by
pipebrtng- 4pland down -ORvortex lightly. Quick spin.
710x hangyz_bahﬁlﬁl%r%m pyhes at 16C. 8 . Add 10 i 0.5 M

Vi htly.,Qyick spin. 9 . Proceed to
E?e}gﬁapﬁ{)roc S‘rge or’ -OR- store at -20 OC for

| Bt 1R'&™ed eanth "8f Doubl e- Stranded cDNA ( GeneChi p
Sanpl e Cl eanup Module) 1 . Add 600 mi® cDNA Bi ndi ng
3. Bubfer (hoot h@el6dr Mastinalixdoublben: sdBtclod &4 MNA cova.  (Total
voluméynt‘;tae%% preparation. Mx by. vortexing for 3 seconds
eck that the color of the mxture is yellow
4. VEF ) BPEbineDNA BichaPRy ~BRT foar vIytsX it 1&WYsyrﬂ”ﬁé]§|s§ln
rxn.) If the color of the m xture is orange or violet,

5. agekdlQcdily placd Misadbsmmgeiaicewayddpath. anthdibXte EBE 5 hours.
color of the mxture will turn to yellow

6. Store at -20°C if not purifying RNA immediately.

Cleanup of Biotin-Labeled cRNA (GeneChip Sample Cleanup Module)

1. Add 60 pl H20 to the IVT reaction and mix by vortexing for 3 seconds.

2. Add 350 pl IVT ¢RNA Binding Buffer to the sample, mix by vortexing for 3
seconds.

3. Add 250 pl ethanol (96-100%) to the lysate, and mix well by pipetting.

Do not centrifuge.
4. 2pply sample (700 pul) to the IVT cRNA Cleanup Spin Column sitting in a 2
ml collection tube.

Centrifuge for 15 seconds at 28,000xg (210,000 rpm).
5. Pass the eluate through the column once more.

Centrifuge for 15 seconds at 28,000xg (210,000 rpm).

Discard the flow-through as **hazardous waste and discard the collection
tube. .
6. Transfer the spin column into a new 2-ml collection tube (supplied).
7. 2Add 500 ul IVT cRNA Wash Buffer and centrifuge for 15 seconds at 28,000xg\”
(210,000 rpm) to wash.

Discard the flow-through.
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3 . Apply 500 M of the sanple to the cDNA C eanup
Spin Colum sitting in a 2 m Collection Tube, and
wa@enrirfzuge for 1 minute at >8,000 x g ( 10, O0BCT/PRI006/031894
Di scard flowthrough as hazardous waste . 4 . Rel oad
8. tPABeB RO Bbl &% (Wi hethpeol eprfionithy IhiRt eplewp 2 epdnfeytrifuge for
15 seatwtliscetitri fuge as above . Discard flowthrough as

*hz_ﬁhzm%é’:%uﬁﬂ‘@%fo@ ﬂﬂx‘)’ d'ﬁ%é&:ﬁi tf'ﬂ@w-@ﬁlaugqpti on Tube . 5 :
Tr ansf er s nco um Cal | ecti,on Tub
cﬁ@

o o{’%lbﬁg‘ﬁ eﬁ?) F’f‘hﬁe?p"?SE’P C%ts‘ﬁ BER feF oﬁ’t‘Bu‘ieﬁeat max. speed
(<25,80 ¥ bl utm. Centrifuge for 1 minute at 8,000 x g
(105208 aipw)chrbhgic anhd ddlowetichrough. 6 . Open the cap

10. Sfadd?€r SRlNs 50! Umnﬁnﬂl&egtﬂéwf Hgﬁ 106013 B TUA oAt
maxi mum speed ( 25,000 x g ) . Place colums into the

centrifuge using every se(;ond bucket . Position caps
11. Bimat thelaBfasenfrey bakkedisrtinaantehdie spEr gelem agniygne. TLet
standt her apposictee direction to the rotation, i.e., if

r 8L Al Ayl $o£ 110G WS ar QbkERE CARR iR 000 x ) to elute.
counter-cl ockwi se direction. This avoi ds damige to

caps. Discard flowthrough and Col |l ection Tube. 7 .
12, Tirgsterrlspiasecoremiaten 1eectlB entle sl FRER icohuypembrane. Let
standPE@et dthuike. of cDNA El ution Buffer directly onto the

SELACOEYIN £ DL AR EJ‘%H&%M@% edd@<£DMAY Bl Wl 1 QN erute.

buffer is dispensed directly onto the nenbrane.
Incubate for 1 mnute at RT and centrifuge 1 m nute at
max. speed ( 25,000xg) to elute. Setting Up and
QuantREfimianthd kend \(TvRemetuan Enzo: Bioarray Hi ghYi el d RNA
transcript Labeling Kit (Part No. 900182) 1 . Use 10

Soe PR BT VT g PRI o s ST T ofaDel Bni HE rp0 fovly the
convegbigy tll@xll—ﬂD REattq o Wi%r 4 m 10x Biotin |abeled

40 ugRnbemac| eotides 4 nl 10X DIT 4 mM 10X RNase | nhi bitor

MZH%C?C gﬂle %@Xag-?zGRNﬁh %%yf@f ﬁﬁetcz d@te:g;ﬁtaél s Vr%llé' r@)ncexsgratlon and
3. Add 30 Ml of the IVT master-mx to 1

purlt?ﬁoubl e-stranded cDNA. Tot al vol une 40 m . Mx
oY IBIEPER LG ARRP /AR dOHC - BRESDY VoLt &7 IY=F | @fﬂ |(jatios between
1.9 a@iiThk syH pccdprableimedi ately place the tube in a 37C

For c!\@h@:[flbﬁt:tbn |cﬁCQ§@he whof &ihQULStad rRaSIRS &tateind0 dd€erial, an
adjusked c%{\IA 1ell ynllu%g be ca mgegt gl y-

reflect carryover of unlabeled total RNA. Using an estimate of 100%
carryover, use the formula below to

determine adjusted cRNA yield:

adjusted cRNA yield = RNAm - (total RNA1) (y)
RNAm = amount of cRNA measured after IVT (ug)
total RNA1 = starting amount of total RNA (ug)

v = fraction of ¢DNA reaction used in IVT

Fragmenting the cRNA for Target Preparation
For fragmentation, use the adjusted cRNA concentration.

1. 2dd 2 pl of 5x Fragmentation Buffer for every 8 pl of RNA plus H20.

20 pug ¢cRNA "1 to 32 ul
5X Fragmentation Buffer 8 ul
RNase-free water to 40 ul
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G eanup of Biotin-Label ed cRNA (GeneChip Sanple
Cl eanup Module) 1 . Add 60 m H2O to the | VT reaction
wapa7o2221by vortexing for 3 seconds. 2 . Add 3BOI/DB2008/31894
cRNA Bi nding Buffer to the sanple, mx by vortexing
o723 €8@BRts . ¥ Pl add 250 ml et hanol (96-100% to
the lysate, and mx well by pipetting. Do not
2. ceptsdteuge 9294 Fo AR )ﬁlﬁ@f&ﬂ eIrﬁn?e@@a’E@ly) bex the J_l:é/Tfollow:Lng the
mcubgﬁl};ﬁ G eanup Spin Colum sitting in a 2 m collection
P ube hCentr fuge for 15 seconds at 8,000xg ( 10, 000
rePa’f’ﬁ‘r?)t e Blybrysdizatifne Tyt e t hr ough the col urm once
1. rrtlﬁﬁet.tlﬁeﬁﬂﬁflmlfgeywp I rgdemrrdon ator@rODDxgd( s @0Ggo B2 for 5
minutéspm}c ePicscard the flowthrough as **hazardous waste
a I t n r e
y lﬁ?ﬁ%ﬁ%ﬁ%’%ﬁ%&g e s R BRI (BE Colppl 178y 100032
or 1307xxnR4d 500 m | VT cRNA Wash Buffer and centrifuge
flgohty yetardssmin 89@00xg ( 10, 000 rpn) to wash.
Dizzsear Ghikheadslomg thd Gughndhted RIRRRL cé@@nmatggrﬁ)l(sv6 VQ ng/ul) :
et hanol onto the spin colum, and centrifuge for
seconds at 8, 000xg (10, 000 rpn) . Discard fl ovv-though.
9 . Open the cap of the spin colum and centrifuge for
5 m nitesdad Hesey dpbed (<25, 00Gnrl gtope, Di scard
firagmddreauginaan 1ol 1xct i on Tuheos Ly uIransfer the

scﬁllgoqgl ldgrrhMl ntq a new 1.5,n}, collection tube. 11.
Nase free water dlrectly onto the spin

et
CZOOF‘ ?ﬁf’tﬁgh‘lﬁpéﬁ% SLet stand -Por®12fi miPeP™ Centri fuge
for 1(B¥enBit € al. Fukl num speed (25,000 x g ) to elute .
HerrBigpebeADpNA 3RNase- free watemidi rectly onto the

%Iegyﬁglegr‘ggAnen‘grane Let Osgarggj H0r 1 mnute .

ntrifuge fo nute at maxi mum speed (25, 000 x
%e eutt egmq}én‘{lgf/f‘@} g% he cRNA (HVA9 prloduc(:t) Use 9)

%e%’%gr dphdushes ripOanal ysi s¥t o determine the RNA yi el d.
Appl y seshe convention that 1 OD at 260 nm equal s 40
L RBhNAe Checktyhe OD at 260 nm and 280 nmto
determ ne sanpl e concentration and purity. M ntain
the A260/ A280 ratio close to 2.0 for pure RNA (ratios
4. BetWREn210 19 mfdep ik Arke sukepeadlai 30 Pdrof fragmented cRNA to
each. qUahd iiki clad HEbriGhiz-aRNA Mmhien using total RNA as
5. %@Eilb&gtmhgréx"ybe aﬁﬁ*a@gjt%sg-&gn Q%rﬁéltgiéj é&la@g y before use.
calculated to reflect carryover of unl abel'ed tota
RNA. Using an estimate of 100% carryover, use the
6. fOFi’&H £hsePgppe grrray with ‘1x MES Hyb Buffer, and incubate in the

rotisgserie oven for 10 minutes at 45°C, 60 rpm.

7. Heat the Hybridization Mix in a 99°C waterbath for 5 minutes.
8. Transfer the Hybridization Mix to a 45°C waterbath for 5 minutes.
9. Centrifuge the Hybridization Mix for 5 minutes at maximum speed.

10. Remove the 1x MES Hyb Buffer from the probe arrays.
11. Fill the probe array with the top 200 pl of the Hybridization Mix.

12. Seal the septa with Tough-Spots.
13. Hybridize the probe array at 45°C, 60 RPM for 19 hours.

14. Wash, stain and scan the probe array according to the Affymetrix
protocols.
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determ ne adjusted cRNA yield: adjusted cRNA yield =

RNAM - (total RNAi) (y) RNAm = anount of cRNA neasured

wa@paoe22¥lr (nmg ) total RNAI = starting anount PET/US1086/031894

RNA (mg ) y = fraction of cDNA reaction used in IVT
Fragnmenting the cRNA for Target Preparation For
affyméigndatieatirbn, use the adjusted cRNA concentration. 1
Ttem -ved@dr2 M @ftad¥g Bragmentation Buffer for every 8 ml

f. RNA pl us, H2 0 1t m 5X
T7-(d rzélg,rln egti%lnos ﬁ?%e?g%m%ﬁase%sr%é% water to 40
Contred FEEAPS vol HHECU#O nl~2 . Incubate at 94C for 30
Superatigt e5L/sknfrieditatelapd Hdfeni? - i e DTE| Tt neperhel 8064-014
5% seb&iglbBatdRNpuie@Piiiiigoddhe Thshpigtiszati on Target 1 .

@ﬁ; the .20X Fuk tie Hybridization Controls and the
10 mM I'go E&Vl%ocr’g%l m?%%tgeg&at 65C. Affynetrix GeneChip

10 U/Ehi&r gotd ONRVBERER zat T SESY ot B REE % Part  #900362

10 u/Gf or. ¢S50 PRASHolPmerakspght | yImderesen spidfioderin. 3 .

2 Wu%@% il xﬁlﬁaw@'sdﬁg iswe1fsagment ed cRNA concentration
| . . St angdar. ay _ i nal Cone.

10 U/ﬁ?a‘lrreﬁz{%/a gﬁgﬁﬁsiS rrg@d%%% rr%;éorryis aOﬁizgo B2 (3 nM 5

0.5 MEEPIH\ Sx R 2Bnt%8l Spike 15 1.5, 5, 25, 100 pM (Bio B

ENZO Hidh Yifl§ R@pe)rakeeriphgla®péims BNA 3 OAGfymgkydx or ENZO

(enzofcetylated BSA 3 0.5 ng/nl Hu cot-1 DNA (1 ng/ml) 30

cened f)%) %géﬂNcﬁgﬁ%@S%%ﬁ%Buffe&%gt}& H,-64 Final Vol une

, master, mx I nto tubes and add
Bcety3pEed BAFLTT SGHENEBETERNA { GUEAERES T 245 T he

Goat Hybr-i dezenitofradex. 5 SidBguitiddfate the probe arrays to
anti-EOAPLtheIRer ahtinRal Myedtat byt kel sred useorbrabsFehiosbhe

r-2nyRhORERELL B ML s, Mo I Bullists angee ncubate in
therotisserie oven for 10 mnutes at 45C, 60 rpm 7 .
20X S9REt t A ybF¥tizati on*M® in a 99C waterbath for 5
Eukanyphin €ent®l, Kifr aAsfwetrie PYIHSRdi zation M x to a 45C

wateMBlirdat v bos1&yntrudees. 9ambicCant ri f ags: t he

N S
rrom ope arrays.

5 M Npgl R¥epp-f958. BER HFPay wiEH Phe to§7§({)0 M of the _

Antifldgbrd-gozat i 6ho R-8082 :

10% Tween-20 Pierce Chemical 28320

MES Free Acid Monohydrate Sigma M5287

MES Sodium Salt Sigma M3885

EDTA Disodium Salt, 0.5 M solution Sigma E7889

Tough Spots, Label Dots USA Scientific 9902

GeneChip Hybridization Oven 640 Affymetrix 800139
GeneChip Scanner 3000 w/Workstation Affymetrix 00-0074
Fluidics Station Affymetrix 00-0081

Autoloader w/External Barcode Reader Affymetrix 00-0129

Quantitative PCR
cDNA Synthesis :

Component Volume (ul)
10X RT Buffer 10
25X dNTP mixture 4
10X Random Primers 10
MultiScribe RT 5
(50U/ul)
RNase-free H20 -1 21

53

900182



10

15

20

25

30

12. Seal the septa with Tough-Spots. 13. Hybridize the

probe array at 450C , 60 RPM for 19 hours. 14 . Wash,
war@im2m scan the probe array accordi ng to tPEI/US2006/031894

Affynmetrix protocols . Affynetrix Materials Item Vendor

RNA €1009dg # T7- (dT)24 priner Bi osearch [Technol gi es

FinaCugilame Control SpiikeS | n- house supersicript 11/5X First
/N 1 M DTT lnultrAanon @064_ 014 5x Second

Ck PA I = TET, AF AP
SQUT AU DUIrrTCT7 U1 N OoT T T vt ogch

trand Buffer Invitrogen 10812-014 10 nM dNTP
ME%‘%&%M@?- 088 10 Wul E . coli DNA Ligase
25° fqwi b mdgere<8052- 019 10 Wul E . coli DNA Pol ynerase |
trogen 18010-025 2 W ul RNase H Invitrogen
é g OC#T 10 /ul T4 DNA Pol ynerase |nvitrogen
18005-025 0.5 M EDTA Sigma E-7889 ENZO Hi gh Yield RNA

TaqMa'ﬂi aasEtigat usl;:t&:l@ei:]hen @rki Etrléflf'mrﬁ‘@tééq)&eﬁ?éln NEL 200182

ENZO CanarChi anl eantbh-Nodul-e ffyrretr|x

\EI et |J _Ju.llpl \. Tt

900371 Acetyl at ell Bovi he “gerﬁm Al buniln 1 nvitrogen

TaqMaw SiverPgl G5&t | & - Reagent Grade Si gma 1- 5256
Mast@niMixstaxept avi d| n anti body (goat) , ki otinyl at ed

TaquMEGETh: Labm) DA 0bgtR—Phycoerythrin—$t reptavi di n
i (ng e;(r _Probes| S-866 20X SSPE Bi oWji ttaker 51214

Ass%Yskarvo F2%Contrpl Kit Affynetrix 900362 Wt er,

CDNANG08RH ar Bi ol ogy2 Gr ade Anbi on 9934 Human Cot-1 DNA

H20 Roche I-581-0/74 pz2dVisNaC RNase-free;|DNase-free Ambi on
A CSianm A QnQ') 100/n ween- 20 P| erce

HEE SIP==u - a Wl »)
T TuoUant U= o D grra—7-x )
Fmai(ﬂh'v‘\;bgn@m 2832 0 S Free Acid Mnohydrate Signa Mb287

MES Sodium Salt Sigma M3885 EDTA Di sodium Salt, 0.5 M

Thermpd| gy¢ling Stopdat #7889 Tough Spots, Label Q/DotsabegA

° [ Ef0iG <9902 CGeneChi p Hybridi zation en

> fﬁ?fﬁr@t&ﬁ%swmsg GeneChi p Scanner 3000 w Workstati on

40 cygle§netdpl Xop0oLt0eF4orFsui di cs Station Affymetrix 00-0081
Aut ol qrded, W External Barcode Reader Affyrretrl X
00- 0129 QJant itative PCR cDNA Synthesis :lncubation

*  TIARIRIOBAS ¢ ASTRYROPR-DImaT™h (TReie8Y MGSr pLoHes UrEAM™ dye-labeled)

e Amplification of the endogenous control, GAPDH (probe concentration 100nM,

forward & reverse primer concentrations 200nM) , was performed to

standardize the amount of sample RNA (cDNA) added to each reaction.

Relative quantitation was performed using the standard curve method. For
quantitation normalized to an endogenous control, standard curves were
prepared for both the target and the endogenous reference. For each
experimental sample, the amount of target and endogenous reference was
determined from the appropriate standard curve. Then, the target amount was
divided by the endogenous reference amount to obtain a normalized target
value. One of the experimental samples served as the calibrator, or 1x
sample. Each of the normalized target values was then divided by the

calibrator normalized target value to generate the relative expression levels.

Experimental Results:

Experiments were conducted using the methods and materials described
above. Results of these experiments are illustrated in Figures 5-9, as
discussed below.

Figure 5 provides an IC50 summary chart of the data obtained in

analyzing non-small cell lung cancer (“NSCLC”) cell lines for sensitivity or
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TagMan Reaction using the ABI Prism 7700 Sequenci ng
Detector: Thermal Cycling Conditions : 95 for 10
worzevanez140 cycles : 95 for 15 seconds 60 for H.CTYiISZ!l)G’O31894
TagMan probes : Assays-on-Demand(tm (TaghMan(r) M3B
resisprusiseso FANEeH)C dyelviabetfedPo2Iapl f fHicAetagnbefinehaerum “FBS” or
10% eﬁ@bogeﬂoumscomxfoahcpnmPBIr&l@pd}obemalﬁmceafdssest—unme]iomm or not
cross&%ggard + & IBVRLES RLL IR sgme%gatém%gzzf)gwoas, nd8red in MIT
to standardi ze the anmbunt of sanple RNA
cyto'cf’%’d%)’ %ﬁf&@ﬂ to each reaction. Relative quantitation
watouser feorpredfifesd ngn t AESKkt avdard chpvte bt kbel. A obtained in
analy@Uant birairk @i N O¢dikt Z@d1l 01 AltsenmiegeiAE St BARY I Ok, resistance to

apoptgﬁn.acp %@Egvftlf/r %?SAEM%Ee prepar ?gtaflo ﬁ:)opﬂ{eh stsplgn t ‘%‘EQEtorariqf FBS) or

end ogenous ref erence : 3 t g .

DRS monaetoRalt A iRRtlint™abf - tﬂ?ojétllé‘ﬁa en}a‘ Sﬁoﬁ%t c@f’@?lejl%g oo+ 0.5¢

fetalwesviget saminnEPSt r ol he&BEp pro Bﬁﬁﬁréds%mﬁaﬁrqytémﬁ}élw assays.
Thefuret he pvgaés aabuntsoasudtiavi detdaby thetradagenoustained in

analy%%ﬁgerngﬁclﬁoﬁwgt 1&19911%‘3& ac':a%c@r n@‘ﬁ\lﬁ'ﬁ’l )I %%gltﬂ ggt féﬁ:als%ltlv:.ty or
e “experi nment al ser ve “ "
cesisC AR BPE OV ROSGH & BREAF dF 1o Rof il gy seram 58" or

DR5 moapgfemay abpiddodns tehén mwrsdkﬂdlkb? VHE eal nof atrgpslinked, + 0.5%
fetalNBsiki o@mt aafng;et o:yaloaemsm gemesatredt he vrel gitbvedicity assays.

eﬁpgfu%és%oq)rgg Ecrtflggﬂt @k &?‘sq_ltg.§1tyEx(p‘§Eﬁ Wergxs resistance

conduct ed

Us mat e
RESHLot PR bV ‘l’—?e‘%ﬁF?tslcofaI{éng%Ié 058 FrkhiiaRas go DRS ancibody
and tiHe| yoryedpston ntoFisgaressisn 9of a%aléfﬁgcwseas bBpasNr e U rE 1Nac-T14
mRNA Exwe&w&es an 1 C50 sunmary chart of the data obtained

Ielgm@:c%r 291800 3%94 Idlgr §hdm Lq%ia Cgatngaerrlo&s NGELE pat€hdatic, and
Si S 0

NHL et 311f1§/s of 45 82L“f+ &Si‘neqt al” Bo\/l %a]gegf E?n prgamac “Ti4 mRNA

expre$@dgrFBStayrsDR5 nonocl onal anti body "nmab",

cro_ss-l i nked "XL" or not crosslinked, + 0.5%fetal
bOVi.NG « SOLUM. i FBS: « 1Qk L0 FBS) » 88+ 4R ASIMLQ € 4 412 « MILT

YOS SRR ar FHIUEE LRI IS AR rotes 1ot
develsawweamich%ﬁe@&eeﬁ e hbe 51 QTSFEISTRL ;P%Jrlal et al., cell,
116:206S{banc.e rhorapdpilcl stiawl i \dahytofagdpaRlpfasi@. B¥ough the cell-

1ntr1t'1§§.@|pab.9¥éyne vﬁ@ély erelEg«S orPhnehBHsFBS) e tEQBSZ NZUHAC E%\ﬁlfamlly to
C SS n
actlv_ﬁg% %67 %(%%paf) ﬁpease machlpffgs>&ory fbo Ol'__.B a(.)t &2 ev. %gncer, 2:647

ser
(zoozﬁéasﬁ?%@mncwl&ﬁ ot Rk CPtyhsayde EPGRAF eneFrB‘?Jcﬁ/l fpgsor  (TNF)
super@Ami IG5 canumeat yatchapbpodsichehdatch dbeaicadt-gxtrinsic pathway, by

1nter§.@@-:lﬁ§z |fw'fﬂgh %eh?g@ﬁtters StHa¥ mmn Cﬁpﬁ;@lﬁ:tiormlﬂl— aport@kls-inducing
. | r n 1.V] Si 0
deat ?oma 9 61?[% S(hilll_ke a }fa? Sgcl%.elgc.ee, gsﬁ?pl%g :EJB% or Fas ligand

seru

(FaS%RStHﬁHéE?%r?é’loP‘é‘?ﬁHSbSHSPugH'aBas GPBYATPF b P Fedpp 1 igand/mve-
relatedt agpossis-nkéding Vo584 f (@pball/Mekilie tsbgaems "deBStogs through DR4
(TRAILO%)FES%E/@:S FERAS BRed.-REY MEEB@A/:IcOte@XE@i ! ¥eA3SBYEN Differ., 10:66

(2003F:) gu[g P:rrlc‘l)w d %é% COIT;F%H ?O I %}éé’e&{té{r; b%.g.g t),hcf adaptor

gsistance> eati C,
noLequle EMR el A oRPEATIAEE: t‘%?aBPSd‘%{??thboth“éﬁd Tpfgiits the apoptosis-
initi@oer elaabhon st oo expresisi dradf- iGabNag- Fighaldw measiaxedPIsSC) (see,

eg, i@i/sc@ﬁgi\lagﬁT&ﬂ.,”%oe&p,re§§:i5@ﬁ9 (1995); Kischkel et al., Immunity,
12:611 (2000)). DISC-association stimulates caspase-8, which in turn cleaves
and activates effector proteases such as caspase-3, 6, and 7 to execute the
apoptotic death program. In many cell types, cross-talk to the cell-intrinsic
pathway can further amplify the cell-extrinsic death signal (Scaffidi et al.,
J. Biol. Chem., 274:1541 (1999)). Apo2L/TRAIL induces apoptosis in a variety
of tumor cell types with little or no effect on normal tissues, suggesting
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Figure 9 provides a bar diagram graph of various
NSCLC, pancreatic, and NHL cell lines ranked (in
walewcerting order) by levels of Gal Nac- T14 nRNACT/US2006/031894

expressi on patterns. The apoptotic cell death program
that pltgyeay] fsorusaht! r e scanfes hebgens| épifentedandshkenazi, Nat. Rev.
canceltpnmeosbagesonf; Relltdycet| al ar corgaripgns fHaankadl.et 4ai33 (2004)) .
Alteratide@l |in 1380202 (C%Q_Q&thts |t ri@a@elalp‘éb%sn_%t | Athlaf@Nean  reduce
Apozwﬁkglﬁ_.e?%rr EBV:LD\:SI 2 thérg:g&()cf c?.rﬁce%ecl:el[llln&{rlxeeﬂszl egr%lt a).( Nat Rev.
Cancefrg HA7vEA°82the apoptotic caspase rrachl nery (Cory et

alarioublatexpReimenCanoeire aaeﬁ"éarr(eﬁooac)@o.rdﬁ&r t @abn the methods and

protoexisoksleee&rtcn%eﬂaal aRg E& tdQ@a tlgr@fovaggd qalt ﬁl_cfu@g; Qfo-15.
a tosI s Lou

(1,

cg‘f’l x@ﬁ?f% r??flﬁltﬁ)aétl m&f r%‘i/e nfer ac HG™i Th s 6 Sgrvwale was tested
as arpEepidt ot RRe2/IREH: rFO&C?IEﬁi-”@H%ha“{n &p@ﬁﬂ%’su@ Mﬁ%u%@cer cell
lines, deatihddgymas pancbB)t icAsddcenazdiinetasgl 18 ,naStgemtenelanomas, and 36

colox%ggallsg)dﬁen()l%}:mafa§F€ g"i@g (aEaS ld)at§t lnmz” %E@ﬁq) This analysis

classl Eb%{]g%ﬁ. t(gég)tj glgeop ?glolslnle u%lh%alﬁﬁry 8r n@%ergtely gensitive to

Apo2Ly/ K- | TRAI Byo3ly FRRér Coapoprosid tueapinfd ORy achieving 50% cell
death( TRAtHesRl p9 acedAon ifdR5 rhddRAl Ex&R)3 (theBd@ng/gt, alith,a mean of 250
ng/mLCeI I Deat h Differ., 10:66 (2003)) Upon bi ndi ng thei r

nat %and r}Lese Jegeptors . %d adaptor o o eitlin
n% ecl PAY S50 & EY e HRA ]a%n% e)e pﬁ cht P g
using @CMFf@rFH?é Oth 637 SRS PERRST s@'é%pa%lé’eBtt Bt Sene hexceptions,
pancréeaid- canckici RGASi grlahomy celpl edingdl SQat( séespleged strong or
1nter%la§ﬂ%|éelse§$lt§|v1ty odr sTRASE Dt ebdDignE Sehks) Bhher mrua

].evelgt of tll'xg[g;]éq cgé 1 fﬁ%fmooogcr)a'l%\lurﬁgflatSocégrreapondlng registant

n-Cl éave
cell &é??%/a‘tpéé %‘flf’ecﬂjrmrﬁhéfe%seé‘éc%lf@ﬁt as"itasparsigned ireratively at
750 furd pén¢xeagxecehreitdie: Fpoptel | HrdeatdnoprbglEig. [AB) rrarMpst of the

ApoZLQ@iULIIL)ﬁ@@sS.at:LGé QS3otdtk1tntbe L8l | rihBE rdmste Iﬁ@ﬁ hM@I)& expression

of th%gn $L{:rt hgec%lyn?éyla¥3]<grpee§cz:§r%lel %ﬁt rﬁA@§2§4g%g§loilg 1 I’l%; 1 resistant
cell AdBot | FRAI BXRIfdGEes HEoRERYI FoFH EPFalT 6t yregFefuisF sionificant
diffegehde t(ppesoasi t huldfft hesignedontefzbeet Grignokafal boiemyesExceptions

in treUggestd pghidatuekd: nay beduseidl £or wassetndth@eaP¥ensitive, yet

nazi \Y; 20
expre% ]ef ;Ba/peG%ELNz%sﬂig %5 ;Pp&%%mctﬁﬁ Pl micrﬁ.{tbfg f%z%éé % A6/48 (33%)
cosi ARy LT HESEh FUR (RS TAD i SPOTLIPHE Upopt SRFETALE 3 Levels
abovep attnidy SBC @ramiadug enRAPOADrERAlcn sersher \Hi-Byvigsylation enzymes in
the PREEdhC LANCEINEE| highbhasvélgREYretcaliere, adaictelRaM. 10/12 (83%)
sens:L(tj?U%e ne%k%llec{ 2\‘90029/2)4 (ﬁé’%”&kﬁsﬁﬁe ﬁngfnevger %—O 013; cutoff

ccord cﬁ rotocol s set
assichgfit1F BOPbul* dnd-1 e Bt a 16 FPOVRELEPREF Gr &g PPoRlncT-1e in
pancrk@trild, cahigerxamd meelseasd twirht Wut o rieceptlorecdtefi gardegn,cell lines
corred@téa SWEMI VlroM@S, t@l&hed\pa5L/ﬁ'RﬁthEéﬁitﬁ)fr1b§p0@LﬁTMlh 7, N=77) .
This C e@m%e%attr %toké]g&tlgc repcﬁ,%géd dJean't!@lt&‘ag&el[esquAnclel BES .’12:3/32 (72%)

g@a eat 1 c adenocar ci homas
mark%?%mﬁﬁ% andniP /48 £1%r BOTEF egehbearet hdnBes F—EFgPeC‘f@Aely
ahplozia(tfaAJnot ssholijyity Thias aabdoysiesavirngdsi fredviz@/ 7¥sing tumor

xenoét%.gt@ Qlf g-jalgycﬁi3$2ﬂ/|l‘m asehi@hkyoornimderab&livg tumors derived

£rom %nS%,t | \ée otsthA\[r) ﬁzaereAl Ll Ja%% Apo%&/ T:g%!)sl‘ :Il 205 and DLD-1 caused
concen ion - req I evin %o cell death LN,

tumoz FFé§3ée5”29°%e"FqllP‘f’?Pe§Yr an@‘&ftFY&ﬁlsyf BOeT RyFESSSieRh (Btg- 10D) .

In comaRsof 2bBraghativedhérgelthel Fne-panedtinas caleectal cancer cell
1ineL%810 2002,y rAENBCXHY eSSpRA &S Qhilbi IH}QatrhéSﬂtng a

exngéeagacr aé/ of ?4t1§e1%pge{ﬁc9r9ﬂ%tsg posi :Lv%eI tlggotsh P.Lneline with
the pan O- glycosyl transferase inhibitor benzyl-GalNAc (Delannoy et al.,
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pancreati c cancer and nel anoma cell lines that
di spl ayed strong or internediate sensitivity to
WER@2102IPRAI L expressed significantly higher nRNA/US2006/631894
of the 0-glycosylation enzyne ppGal NACT- 14 t han
Glycoepries pdAdilTg (&%) st mmtkegdy | rdduned (epsOQHukD tol App2L/TRAIL (Fig.
118)Fi shegessinxagt rhstionQutahk 8ssicgned- iﬁ%@&ia\é%ﬁ{ &d Apo2L/TRAIL

s:LgnZ§Q19f orTcparégg.n%.@l I C @r Cf&gg&”z %)-'?Aﬁ %;Lc smgﬁ Vé.ngml)ferlng (si)RNA

Sensli

‘ é %g Most o t he
olig 8‘1‘%’1988% ERE ePSel Yo ﬁé%g%h@REEIWﬂCth%RmGalNacT 3, or Fut-6

mRNAex fressebricoPLf rarpet atBkcss gl miosylat iron-@nzyakoing siRNAs were
syntRP§BHelACEEr3, eatht hRUgh 5QVefak r{LSi Slant aﬁﬁhit:} i pgs reduce target

expr@gé:& %9"&&\%39?%41'\}3 QF'} g@sm Ehzﬂg lW con 1rme<%cf é A specificity

£ tg@% f1 cant cut O assi gn
k1 v10]0) fole @ =11t Bk i o1 PB%%%NG '14E>P&étfﬁdoﬁ§n'faﬁrntlﬁ% @ntalﬁ-ent' nucleotide
changap efitiep ethe( g RBY-209rqetdd) rebh [Hdiesridlat Ns¥er @ell. Biol., 5:489

(2008 ENGHil V:tBl.B ye't‘rael)éﬁécﬁﬁgﬁdoﬁfl@al PG Inddr -9k - M%{.M@EF% pancreatlc
carc a ne S C

Ql?%]r%s %ﬁa}%g%%llng%% ees %111 Bl é{’ﬂ%‘%‘%ﬁ%r'} gngaJr cfubgtantially
redupgy o PERRFOVESYC Ut DS PpozéyT%&%ﬂ Mg nRREPSEP e S$RBy ofs  expected,

providere resepnyl ipé bg yéapl etre enpyeesonn(tive codlor e¢hilarte) | transfection
of bimes,orhigher cbeyelcsadf chiderb 8L S Q@E@C&Q%Abﬁ-aloér‘l-zFut 6 sSiRNA

51gng§i?béiitf§erﬁlm§flvs%egs%&% Jf%?r !EO &po% '1(12&? é%])eSI i.ll.g and fig. 14C).

I ’nes assi
St v o %f L h%le%n’b‘?%Gd PP Esision ¥ o Asfﬁ*;e{r%@mwm pancreatic
cancganetreat/i?c vedarcee gatl ndlrgromehidiet PpFatNAGTIN or Fut-6 siRNA each

redue@d oeendialivieances eebl doibesteor rc@lh@éledCMELrylﬁefsongﬂuy contrast,
trang\féclglépogil-/gslﬁo‘hL §eﬂ§%9t4lrv cg%ls(gﬂ h’ ésﬁ\l IVI%I s:L'g:Z an not alter

ene set correc cte sensi
senel i SR B5F GPoosTogsTor B IR REFpBSFOFIAE Akt 30RRE. Sinilarly,
tranf@?ﬂwomrmfkéﬁm Aegatdlve wdlé titheGlNAeBEECET RLYACT-3 siRNA did not
affePO2EénERAIYitSENSIct | WHeY WaSad!specexam %@téﬂl ViMQase inhibitor

stau%@p@glﬂé’ ”("%E%Xeﬁ;%gr algécsé.us déot%ag %gé'é Et%l[r%asrpgéelnte stimulate

tunors, rrve rom-t

apoPtOSl§| t%%%ugg‘ t8PettHI lE‘é’ffé“é’Fc cRHYvRY né"%‘ﬂCcﬂtOZ‘l% ignee, 292:727

(ZOOELDtlheéau§é1éld3te@rrtﬁugﬁ%€t}|eés§h®h patlivowed abyora epayabs ymay modulate

apoptigdiayedmh Uiy tpraghessd e8l)-kixgrink@P)patnksly contrast,
tmﬁ&&%&&ﬂ/%‘} ﬁﬁ%t Q&Lll:utu ﬁ%%gg{ﬂa¥el4cg Qéaq.%ic:iaclz?ll death when

cotr?rhs:’%gc%erdgg Lh I Qe%]cé) ﬁClﬁjﬁt fl%fn t(lle fq,ité'itedr.]ortecrepetso&osnFas and TNFR1 or
the ﬁfﬂémlwws? FQﬁthBaspo?aomL% Bgp| ¢PB5 @eP) . |Fumshaninbhe t p@CalNACT-14
trangfaet Omgliyeosykd t t@nsf@rdseaiinBedyit 0F i HesZ Whe Gd MBEant cell lines

n1s64 RRhannRY (Blg.ahig) %C%%Lwo’z 334 7%74£ ]p%%gg ot T8 K&V e (rig.

14F) ebdgécgd senS| ite\/rl t % A$02L/ TRAI L r

5 suggest | e CFoHar VT ink bt ReeH 9(}(6F‘§/"’bd’é?§l SR - In total,

GalNagTq wmﬁwpalcga geraithged 47 esedhi Haes hics ApodT/MBRIL.
speei difecsnel birva Biddkibmg oEfSppcaRNMAl ik gaNwet @0tk daSianined on

Apozﬂ)ﬂﬁﬂlﬁl%%guéehiagagﬂrsgeﬂroggg\é.ngacl-l;l Léy. JPE%HEQCT %&lgrtlransfected

Put e,off -target, e cts
wieh C°n’.°5<§ler i °2%)}§£\1’7§“ et yHtTBS 2éd ?Oawi%*%ecﬁra%eﬁémg of
caSPaa‘;ﬁdsvelrelaleaj tP Heliepvedsi PEtBAd oCéFS@Ga%@ ead gespeserBesBigoni2a) .
Trandfipcglantvi tiatchvenddTs RORNA fi1@vedd) thedBbetiithi IRAx&HRNAE

ppGaﬁ@@@lde thélst-yrcIelf'@E é/:\_‘ %‘Qt & Tﬂ{tﬁ!ﬁt 1p£cf‘§g I\Q.%I rl:l‘aA%kedly attenuated
ent’ nucleotide

ont.ai ni n
APOZ%'T?\%{E PR, PRSP Bt U PRY On TE] TOFPP 2 NApd caspase-3
(Fig CApRp) - BP@I S‘31“‘5134:89n (F0O03ypasef34y. aquiBjity T@Fagsf@@ﬁ I Ofheof
Apo2li/reapip@ak NAedt Irkopasd tsinvel 7PEbEdrepdlC k@ddd:C c6AI QL ATBwhich
expre%@dlchlrs agéfe-ﬁ.sn‘gk %@;Qﬁm&%l £ alndngéc ‘é" t;ho%%gaalz %4bfoc%\w§: the

Level s angéeal I rreduced senS| tl VI ty to
V\,ﬁ EaRPasBIESFHNA, (T3 éxp ectT U Proticgaglation enzymes may
essentl al I y conplete protection (Fig. 11B) .
Simlarly, transfection of Dif-1 or C170 col orectal
cancer cells with Gal NAcT-3 or Fut-6 si RNA
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significantly dimnished sensitivity to Apo2L/ TRAIL
(Fig. HC and fig. 140 . In sum Gal NACT-14 si RNA
WO e@aoetisensitivity to Apo2L/ TRAIL in 4/5 panPCEHB1006/031894

cancer and 2/ 2 nelanoma cell |ines, while ppGal NACT-3
modul@ete Filik- fpcib RNR IGapdt bwveyl upe drsenef teventsy that Z/f8d to caspase-8
activePl@rectal cancer cell lines. By contrast,

tEanste-gé Ia(C)Z'Q '\Paf lpél\:t!.‘-el Ees'_lﬁg&él'lsgeqblla MSEQen%l l\@.c-g.ll4 801ence,

SPRRRSET Y 261 AT T or "S8hs Tt v T e 0l SONEr as
281:1pP5 | AP B )t-oﬁnaekyébﬁsqfdéh? fAiPQZL fﬁb}l’ Digy n‘leL ?Il“kf st 317 Immunity,
12: 6101 grbertinoRsfl RSNDLDOY cEl¥4) ipdidatedi thatGaidiAdTur] £ ovaalNAcT-
14 ox@hwle&c%%i% gggﬁtﬁ@ﬁlezﬁf E@QiADﬁeJ}fdi _tz:éléﬁatsﬁiﬁ @ot fie: DISC, the

m.pr ot ein Kina . I )

peoc s A LARALOLELI ) AR S TIMRLL sl B soapat B
CaSPaS’Fr?nﬂnéYTée 2pBHHGY] éghlaﬁPoet}’gﬁl 'hET B+ | T ns3®E: E%%Oﬁm%ﬂf’s”
(Fig.( V&€, etpaland, £15¢ci efRIe, N&GRey BPpCARGAT) 14 noheBe-§t siRNas
subséﬂggagﬁ eglttet?@@. t@egeltxﬂ%Q@y&fabk@%naWﬁ tmRypTEJubatie dose-

deperggfxg&gy S Slans IQI(‘)Y%&'?%f CEIE%%&O%%%L'D ?XJe1EQS|wcfllch express both

DR4 a@éeaﬁsmw 142F oéat doetid fER AOGHBA"Bot FEHor PRANECT -4 and
Fut - 6Mdb hndbPR4parar DRS moBBulatrotpdpies yebat & ereigepteyls sFatrcangeceptor

levelENEBlApgﬁbi‘lrl}@Iﬁ &ihaldy.r chsdicr oot bhvnay tagoniapbabBaxraffisgnsitivity
in tl’tehe'7- e’ig 17t ar m)r?. dzpcp ol: N%%J %1%&1%%%‘?1{. e&otr'rgfaélgﬁrvﬁﬁﬁegell—

sensi IVI e resistant
surquen@@rﬁ%m ﬁ%ltéﬁoﬁ%ﬁn(aF? gSlgF-*El)mﬁnﬁeqﬁRtﬁ*ti 8BHPndntRS or decoy
receﬁ%lordfpcpanmdeat:ﬂtzz (dat npbneopil g FutdRrmotaut me$td shgifAs against

ppGalQiAt:@flése i iydd ¥, L& @‘E@W&'l@ﬁlo(tdaitf&r e IS{ﬂQNAﬂ))f dRa and DR5 on
PSN- IIOtC a, @fo%zglcleéi?\/&r'$x SI'RB §er}'!ﬁ%ta1%ega1% C@Atlectable

i 1es 't 6 fect I RNA knockdown oL
GecresaNAET- 208 BR® Pt SH5ER4S BAAHED GrSApSY/ TRAFLS:! ocher

siRNAmnduciestcaspase: pnopessingbited RSPRL/ TRAER-Rfqedcapdpgosis
mth&{taaﬁife%@h%i r‘éfc&;ttoﬁro:m\fe@k Si RNA, Apo2L/ TRAI'L i nduced

g netxltgla l é’l lg?gg dgl:nglno r( 88158 %k nL'g.l gﬁ lﬁ@s Ras %xﬁreés%@dirp ghlnese

to cI eavag caspase-9 caspase- éFI g,
hamsterTpEgy @%]t:HSont]W tsﬁc%Ba%‘?é’tgl% |PI‘-’%KW16§6V%‘WPS F¥h&Re e
hydrelyens s ankndek deswrieted pGadNaciarides vepshedalyetd dFEg. 132) .
consaHen® WiRn DY bo&fickSombsedimmek adlgyyadsyeatiahedites in the DR5 ECD,

we d:ép%%%/detaéé' N- gm&%eglﬁraggesﬂ%hgger‘:)f tvﬁﬁ%gﬂﬁl%ssfrcﬁl g’ independent

expewneegégié§glagfle§ %grtso g‘?steci; %ﬁN& T%é)’i mol-fﬁ of a!l. per mclaloenof DR5 ECD
(Fig Arl02L/ ERAb¢strieg | GtlankeRKGIiEidaS\Wp41y thsporééealoncBic @ith the
core Cfakkah ida@S8ac el ch express [ow | evels of ppGal NACT- 3

and Fut-6, showed a simlar block at the |evel of

c Fphsiar 8-priveesHitagn (gt iepspgrineFfys threonines. Using a
previZ@hycasybaidnen windy@mamhynndol goe gredi APoBRLSTRAREnt1al O-
glycg%}lg% g@f?’ésr Qﬁm:paf//WQL§ étna&k)sgégléeg/ﬁ&%@@% Qrulenius et

tivation ase-8 n.requires
.,a@ggﬁlb} WSFH?eﬁ (2 %QS)él we 1%&:@5&%& tﬁglsllfg\o‘éeglons in the
comm@m%a)eequm@a p§i ghepfionch ém&;@g LaRRARer D) (BRS (5Ki gRlHiice| vagtiants of
humaﬁ-lDRS,, alrﬂims!n’ttﬂl)fd diZe6d 1 Hi R0EHR) h1tdinBGNel yvanid iPbdD-region (Fig.

13B) e‘ﬂ[ Sle.l% gl'%.é’l éf!iageﬁze%@kmm7pfcogpﬂsmcszrlﬂés the second

uce e recr ui t nent se-8

(130¢}fg) §C5 fwoai%ecsesgl?ﬂ@ bife r5P§f§ glaﬁn‘*d tgae%ﬂégg g7, dsermes
Muribd RSt harubadiconeofsiBi BE assde fivsd &gngase-| @%Fifyﬁesermes and 4
thre8@ine¥l taesoSharp1 el wllle hudan DBR GdlsoCiaime $ind88r H840dnce

contgzag.?%\% s%’é%lgé aﬁé%’: t;xg&nlﬂgg leog sl:5®ethelr\leﬂﬂelggr51tes mlght be

stantially alter
mPOéY'ﬁi’t}nFO‘bﬁ’OEiF{éFréﬁﬂl%RBn?lnmPWeflﬁl"‘@@n B e et G Bebl ena orss

mutadios edeperdentrebi acidngy cflappodl £ TR the SPENePn gresDpD-qegment

130-€84 |(@RS]WE.'I‘()m@sp5©5$rbﬂle@e%eaﬂd:h%1(r£bgas ¥2Q, ki the 3 serines
15B, and data not shown) . Thus, ppGal NAcT-14 and )
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Fut-6 do not appear to nodul ate apoptosis by affecting
cell -surface receptor |evels or Apo2L/ TRAI L bi ndi ng.
w@emsiosent with this, Apo2L/ TRAIL sensitivityPCTUS1966/031894
77-cell 1line panel d| d not show significant
of segBittel 4t 10N PRt ATTRl PRIT A2 e RPT e85ikivoimitrebisgAht lysates
from FERAPE| celd sr eceptersedDRIEAPRSIDRS IR5Sdece@rléd cbpt eSence of the

expecBEdprENbDEREs HEAdA (@9& S.b@wn)rhe aEltdEEJh‘g;f s de%‘éd DR5 bands

of hlﬁh?%[\m?%gcfglﬂansv}el ’gt\?g‘#" hbﬁ}l bpgam%ﬁgr Bg%‘ tFUt o1
transhecthep. 9f OBFY T(PRYF, Wi@CPPGalT%T§|4RW°@P%FQ§aE%ém&trOl (Fig.
13C, detwedbladl.eTiebeasacekneiDRlesndiPR M el aind tedilk augmentation
by ppbh@ST({d gerél-%%nlfllégﬂ\@l\&eﬁlml%tlgﬁé'd %h%sﬁ% BJ.StDRtSBeST and

a ZYTES [ L- in uced opt o
nearlg\n ﬂ‘ﬁﬂ??h 1-iBI%FrE’gggp }%%ge g, AThe BT aggl {7l arlsdl type
constyaThS- nT}(eEBD)’eSé”FLtﬁLﬁ%‘ﬁﬁeﬁRGhﬁ\h§héx}§19€§§é’W b#pdenFeraggent O-
glycohplmedricawargt ORS{ ppGilNacSery etewbtps ofteiin Pumbéicdd, and !
progrgé@dvﬁcéﬁ%lh&l%@ &t hyd r&le}ﬁé&d @r@.ytcbgylg.§§&9ls§¥:§éj by alanine

substgpv{l:ﬁgg esrg\\lrer %eg 1¥Z:£% h} gi‘ra on OQ }!{Et%tzg? cr?lls with

pre a 1on” si
maring RRSDRS kﬁean %é FRFon it BELECEVE e@n@a gfardanBia. 13D); each
DRS mipamey @isploved daaplaesivitontzan hdeperdernionexpe wi Idyb8 construct,
with ShSREayedwBidDheskoh 1 alNAe s@@gs)g hqplrﬁ_:)s tRd v@aj{e&eﬁctlvz.ty

Cotra@%%}g?én éh%cg %lﬁkcg 141 ):kédl %Eéc{]%eﬁqldeabh q)y all the DR4

Icatlo es 0
and DR \RORftREaF RUceat RBS GG "BIGR Y6 £LEOH ipaary dgss activity.

serines or threonines. Using a previously established

bA (Ma@gplrtqfagf %r&glmtlggt[e Qﬂgdéuﬁgf %m&[eéogg&p lagéerg of the skin,

C ron sit
vung, heEESd5. b se. GATY oKPSEFUATERY RRACAES™ ( 551 ByRoFodgkin =
1ymphama dlSﬂayfe@mP@PbWT 165 RSB {xRB6SYiPn hedowderrolf i edueno
(detesmiclrdr £7i500 St drNmd e c 800878 NarldCh: SBQUESE ek of ctaheeﬂsonglg. 13E) .
HowevélDRg. anqggca%rﬂogibsgg%f ‘a’le S&megesa\{lﬁiésan!r ngqfnlg 10% d’.n

hird site hi n ternatlve I ce
romaE gl al L3 0! & LD Bl ' SR U P Sy,
showed Treyeyprepptal AS PCsE¥AGTess - Shee senern spsled- llaﬂsﬂ)nRWa§XPresswn
level5 ridteetiinneso-vhid evbhe thhld‘di"r@la%ﬁ:nélﬂghheﬁﬁlﬂnESs.ﬁﬁé 3rhe dynamic

expregﬁranngﬁ ptp&/ymra@ mﬁnmcég%@ag&% $h40 L@l s Rt Nehi fikin1y
R Ly R G S —
with geapiiencegsEbifiay fiongPRgERA e and 5 threonines. To .
test whether these sites mght be inportant for

p@gtlni:é‘cﬁgiif@dsoﬁﬁdpla?@ﬁtéﬁ@t\z‘eoﬁiﬁfctgﬁ d@\lré%tlt}pf 2B ey
r ace a ani n
modul% v%oﬁﬁny%p%%& oV%e ?asma émbra e iiejldﬁy R gﬁRSlElCéL].dlng

reonfnes o g _
ConfOJESF?%O%rT)ag%’feSfPﬁé% SARE ISk f‘f‘rfrTééf%rs 2ferdllags (el dhesion

and s&@rail ek @it Seigye (Hangdet7 21( DRBLobd.38:2d DRBSa 5T3S)5021DR&05) ;
Hanisamt Bb?ﬂy chémynel Qliz 0(20'0315%);t g§nééx0g%ﬂ%thﬁgénC ekhiSit dramatic
ct.e r reveal e e presence of
altergt{%%ggx%e%t %ﬂﬁ&ﬁnglJ:ﬁngr%aina% 11(1’].']_. %T ass%lateg
carbo@fﬂrﬁb?)(f?téﬂ?% HRABERRFPRE TR 8F°Eﬂyﬁh ctip| ¥gr af (1999);
Dube gieiaght NaWWRev. whiuwghDbeoasey naE €7aliantant Fugpen et al., Nat. Rev.

cance£01s ansf@edd)on @fngE@Ayl@ElchéﬁsttlespQ@aln%QIaIM r@f’e in the
homlniooqu\gn%q: I:Qlfl%oﬁ geﬁggﬁz ﬁ]\ﬁ%’cg aSEgéé Sl}.%?,]gﬁ'ustere et al., Cancer

ance

Res., figremt déPoh / b%}ﬁﬂwm&n ]F&-"Bﬁe?e é? giFiLf | @éﬁ?lyi’akada et al.
CancediRgeni SBedsw (LA9DRSLA FLgolfiORLS-hibsandfneaimbyy tumor samples
from @BAkE&HEdr WunbBn DRBke AT 38R e@&sac-éeé-réé)reg&diogpatrh@do—t 0
the wild type constructs. These results suggest that
the hi gher MWV bands represent 0 - glycosylated forns
of DR5 : ppGal NACT-14 pronotes their formation, and '
59
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progressive elimnation of the predicted
O- gl ycosyl ation sites by al anine substitution

wQ@e@adozd2iy reverses this effect. Transfecti on PET/HEMAOB31894
cells with murine DR5 or hunman DR4, DR5L, or DR5S

- glycopplasapa FrEErs PeEatRorrty. MIpfling ¢aten PR JAlPAFAtal cell

samples S pledyethal esld aatdlestand haohdrbsamcons esPDd Nchimples .
wi | dt ype construct, with DR5S-5T3S (which | acks all
ree sites) having the weakest activity.
transfection with ppGal NAcT-14 markedly enhanced
cell death by all the DR4 and DR5 constructs except
MaterDRGS- 5T3S, whi ch showed significantly | ess act i vity. A

rity of norpml-tis nd tu S
Cell cu!Lturre ¥e?getnﬁs we?(re pufc as:agpgrr?glr ggléco 3?@318 rog%n aleO, Carlsbad,

: BARfGAEES @9%%610%%@@@ R PEPRRARCAORE Hsaﬁ%bﬁdsear ier (Lawrence
et all y Mahomeeddi splzayetkoppGal hée T-1dnkddNAL exopressooniddebiiwr Benzyl -

a- Galﬁi\ﬁ g‘fcr)ags ;@Jrﬁﬁ%&id et-eh %Qﬁﬁo@ﬁerg’%df Q11 MR8 te £ AAGERE 18N (including
a r n_cancers

sropofl g i e SRR PR S D AP IR LE Yambrhig Pl
10% i n | obul ar breast cancer to 30% in lung cancer and

cell duftfurseardargtl Bined.| | ynphoma, showed over expression

All QIQ pﬂﬁ%&ll\%}-c%rﬂa S.Qe'ﬁ C;@Hé@r §m£§§esha£1dn%alog numbers see

e BRI TR e Ul A I abole LIS S S
cultuged @ﬁG&TWAérF? BE Foe é‘arﬁ%‘?l@ﬂg@é@t]@mﬁ@lﬂ vHibs 1@erh@at afctivated
fetalpbssinbl yeminher wvelLagledaeintzy aes,10may yurAY | wightsefankibiotics like
penlcl@iﬂ@ﬁ\‘l;(ﬁarp%o&ﬂrln' dﬁit hulya!nngmﬂ {c,s k%ztiaz geeal QEatalog number CRL-

sensi ti VL t 0 L/ T cans
1573) o WETH GNGR lerucp‘%)r al° dtiﬁéeAr_y C“ﬂ“aE? eTer%élu]? ?’gcc‘ys modified
Eagleygrisdiidm fapptanenped mlﬁén@’wﬁ%f ane cgyrgéy@qqylbrmnogytant CHO cell
line,i hillbudimg weorifioemadd orgm aggnegat ikeR;igdd, afifT dkosighn Ma)

hal f-1ife, as wel | as ceII adhesi on and signaling

acti, Med. Chem , 13:5021
ce11 Psisty abbRE ARk Ropesnfod*Fgn: 143 (2001)) . Cancer
To deé@m!@eow@nf@&rﬁpeme/'f@ﬁahvatqeél%meéfi RYE6AG it tORJligeem in 96 well
platepr cflibes] tora&akirdFortn2gleutdlpD - @ea0tiaated with recombinant human

Apo21.3BdAIehydr qtn@r@argtlh e@énée%rtgg&%gseup %boqfabm n@naphxa&ter a 72h

METHO

473 9
1ncubp¥10610v%}%g %% zjb%e) egusot a v:.atbll:‘l.\gf as.T,\:ilaw[ft %T gssay (Pierce)
or Ceigfieqr-c 952‘6‘”{‘28%% Celp YESRIGEYY abFeRy alPsemesledys % per the

manuf hePErEt eNtprbbda@li. NE4dhe chimivigb Ufity UerpertedrtS wh® repeated at least
threeSPAfesl L€ 1Bt €8s. 5@3 e @1%%11@3015 (ﬂ_’ﬂ{";st gLkl ald J.ntemgg’fe sensitive

cell %%665 arﬁ_gzg 1ar£ ét Oba) vary :[@it?’ F‘setweénsgt O S’fﬁgﬁf 1n%ependent
experAm%wtgn?lf PESYfens Leys éPd JFLIBr PRy W%ﬁﬁ?l’%‘-én‘i‘)l"é’ I high 3 sensitive
basedvan | &toptofishuindurtdancef stshews: aloévat etheexplles sicoan fpo2L/TRAIL

conceﬁﬂ%t% y&foﬁyﬁ@ldlo%cﬁr&%yﬂi@c&gg@iﬂégg skhsid el Hzgéer&lgon variability
un@nd col orecta Lanoma cel

of thseaam es andChondi o%ré(?%cglf'}alréellr’ldegéndefl eme or in presence
of lqyht EY-P&l svermts] hight yRed)r exryemit SAW@Sb%rE?fﬁas@tﬁnFF%‘rﬂd by flow
cytom&Hieo afd Twsii b r of emleGrbgage Gaireshate 64A) harvastidaggeT: (adherent +
£loatSQY Ul ﬁléA‘FAQ@lLt{mTR@Jalin@@SmQﬁ%ﬁregﬂa s (sleserided.garlier
(Lawrence et al. d., 7:383 62001)) he
O i nked gl ycosyl atl on [ nh| bi tor Benzyl a- Gal NAc was
Microprpayhighed At sireaAns detrepralydial | ot her chemnical s
Total( icBTiWldirNgnet epOShtQasdtl Sloauraspoltefc ke ey e3f KOMo’) using the

RNeas?I gl@.ac A gﬁi%%n St Lal'b%'?&aé CMR)A gfl lﬁr%ﬂé]!:elﬁreaﬁ&d l‘lgr\éJrldlzed to

human car ci noma ce i nes (for

ollgozalhc&e85:td£ ﬁCﬁ?ﬁ.ﬁfé\V% été]éﬂBP GeneChip; Affymetrlx Incorporated, Santa

Clara, CA) as described previously (Hoffman et al., Nat. Rev. Genetics, 5:229
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suppl enental data) were obtained from ATCC or DSMZ
(Braunschwei g, Germany) and cultured at 37C and 5% CO2

WO 200RPM21640 suppl emented with 10% heat i nact i REr/@82006/031894
fetal bovine serum 2 nM L-glutanine and 10 nmM HEPES

(20044 t Howth aatt iebi otdlés. |dakeepdiesci |1: A (epeOny c$rann@Pimage files

werdN USFRN y24E0T YU ColsiedBey 6¢€l | safsatkelng, nl«Hﬂ;@@flx@RL'GenePattern and

Clus%g%/?ra%\?fbgrcg&'og%dggélaflfyn%g f O%P] @ngcr%n qafi’” teyc?ngensese? %enes between
SensifFiYe 9% BISSStHte cOL Y Jylexsgywﬁ |Sahlerﬁ5€5n$enemc35—”@ﬁflon values to a
variptihen fEtHeD OHO, ewelsided cemsedvifthominDmal Mamtatikneiqgerss the samples

beinil En@ﬁ%ﬁorbywmestlr%el forVi @bichi(i-}éhﬂ‘%%aYa%daré@s@ﬂ%t Q%kSation over
samp@?éay%m%) nge]t_‘%:lo o max 8 J]nAQ]*naﬁ/mlr%/_\l d 81%Oge.trence Between max

i cate 1n
&P e?"@Xf‘Eﬁn 221“Hb gredefined Wé‘ﬁu?sr é&fie%%uéwgr geptfbPAlrbeying both
condhghens- Apo2L/ TRAIL in increasing concentrations, up to
1000 ng/m . After a 72h incubation, they were then

subj ect ed to .a Vi it sa MIT assay (Pierce) or
ExPr&eT#Q'F? =t CtSLumg‘ﬁgsf:"e%tr %eﬁr\énwlhcﬁllf’?‘ty Assay

A Dfpr Sﬁé@‘@}l’: ASOHNY tPREAIAATTatt wrer 'Soprdt 6wl . cPEchpooled from
Apo2C@THAIUI abndithiye exqdr ineBeE wAS iepedtedimdo |RaSkxpfH@Bon plasmid
pcDNhh eS| I'n‘o:l.tl&\ﬁ’elg)o VﬁLél @Hth&%lﬁéLlo%ngs):dgser'llilmsaggnstruct was then

inte di ate_sensitive cell line ,
subj\?‘é?efi\gﬁlolt %etv\%en ¥k I“E%@%enc?islf ndg%‘égaléa}ﬁge MUtagenesw kit,
Stragagrae) méft gefeﬂrab%te\ie‘@% |sdherindiutrgks sErimhage4 def vaRbde basepair
alte@aitigink lihnehaSsspAstd | Meobhaged @b apeopPEORIAS whehtGki @Ranging the
prot@f.n @eqﬁ@rﬁ%t 'ﬁ%o/%géattllaﬁs C%a&ﬁec@ta § Mogbl 1%%'51 the center of the

19bpsgh3| | vgEF |6§2 Of S%C%g/r |H1ab| i © eqlbef‘c?%ggn%%f’ﬁfm%fam DRSShort, DR4,
murigp opYe% i TS CPRitiTe eBRY nF??ldéfB’éﬁf?dlénP eXPEH pedtBexofbgty variant) were
clonpd esenoe afiNal opwd18. 584d vensdiseli gintpl0L)e S@RKIMexpression vector

Gen@@%@y@g\ﬂ@&&@%tdnf h@chnRY cgﬂ %WsEYJn‘a”BMé gve@@@eﬁéi‘asted by site-
spec:LEchi muvt:a?ca.o{:la% f%erc%n % t: al V?r?e res gueg),( l\%e}'\% I:;jI'IBO T131,

stai hed W th
T132pha¥iH n@%rﬁl"e MWB&’F?&V PYHHIRGi Feiidere A SRR a(T13° T131, T132,
T135andiysi s. TTetslencel tuahafedRilbn wastpr efFapetd fced® with expression

consHUAldr@atgd &ﬁabgp&o’%lé mlécﬂ%hnguetrge Measy Kitye1l plates at a
conc«(sl%l.fla]%ggn of !Ta.p wefBI\IAf\A@F?e c%%rgg%tand h ebcglllgl Zalelg 2.0 ug of

onucl eo mcr oar ra
PRGaRfASHTEE ri%x HE%trOpfo Fated! - Sa 13 ef%ﬁ draepechsd dedesi biggfectanine
2000prevewgiisd ytg¢ Hifef nmnugictaker’' s Mabtodedv. metn@sa 48h incubation,

celld: w28( 2004) tedYal bt odls amalgsils@ Cancer Res. 11: 8686

0 can a
(B0 5 PO LI LR R ARIR VAU L e ctones
intoq a1 emRTF B VITEIFOPEat defRAPY t B RBRE) di f Fisenti sy y retroviral
supe£X{HaR8S etkrge feseAetieaiingensd t@N&@Aﬂ;}S}d: Th%$b&1 at1celde. packaging

cellglvyéer‘é t%s é@egcﬁs%%gggﬂ% ﬁ&(%rhggéﬁa%n YP rsorﬂteg) a S|upernatants were

var] atlon t exc enes
15015589 attbn 28 osEranéesHpl eaéldbe?ci?@dan‘%ﬂ yi%@eﬁy teddEi fgong with
lomifxrg/al f pdldbremmgecabaiedb byl at eh vesritat fuentbuersteanpt €700 rpm to
enhaf€dRREE S ohat F&) 10%1 KR raRshudt: Do, m@:éif@ Ner@8Nubjected to selection

d e max and mn (max-mn) with
with Ml g!f;&ﬂn(i \pl_% %gﬁp ( )

pre i'ned val ues and excl udi ng genes not obeyi ng both
conditions . Expression constructs and retroviral
SiRNA r@ess g Gind ok anAf &Ach rriegivesrdlsencodi ng ppGal NACT- 14 was

The Sim%dac_f;afiQm: 1Reel-ed, fﬂp@mquﬁ-/ %ké@n%é |D}€§ were designed
Lin ed t he expression

by D%alﬁﬁ\ab&gn (fF. %Itteng(é:‘])us\hn ton rjirl\E]fo r%nethaér eé:%f.%xb criteria. The
Sele‘f‘fﬁdssﬁ%ﬁélﬁ?%é’?r%s t hen subj ected to site d| rect ed

sicampcagenesd s ' Quadaaracechbtzagenesitss ki ¢t14-4) (SEQ ID NO:15)
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Stratagene) to generate siRNA silent nutants that had
4-6 wobbl e basepair alterations in the sequence
whormslozzeus to the si RNA, wi thout changi ng t heP@F/OBm061031894
sequence. The nutations spanned a region of | Cop in
siGafil-Tcent &) : 0F' PARCALADRTGIITRIGTCERATHMG ' sequesicésET e mMNAG)
sicasRfpiences .f or ORbORETANGAERESheT 3+ DRA,.- 2 MU erpl RA 17)

s:.GaE.ﬁcheIptB 2) DB‘4’GCF£éG é‘X AT%B&?S%AATCIT -gNFglndérnse )&D( ggt]ta%

r om ¢ t ed
SlFth% ﬁ&rl? e XSSP R AFER TR - ‘é@nént%@h} (SEQ ID NO:19)
siFu®- ¢l (2¢ 03y Pat¢rsncHIMAIAUACAF ATIRSE ' and - DRS(SEQVeuDeNo 20)
sicagf 8t e bya@hhesRactidecraiat  Onsph doNs.lr eoni ne
siRN%\%Sv%l)raen#Q:%ec Elgesni glrjgg%lb?](lét 4%::@%?%2;312%% ?Ielgoauc]leo%c}?'% ziu%fl transfected
intO( -H}%Orespfg’ilverfgél 31:@335 aq—lgr3§1nal'rrcaﬁ%qn§ﬁgtlon of 25 nM for each
siRNA[ giSfE clupdexdsn e iHEK2D Jop el drgemidgh sexphes s(DbArmacon) was used as

a C&Q:E}Sir U@éﬁlSOfweEE Oapaptratidy r@lﬁguh%ﬂ@%&ﬁmqgﬁ@od n I@iv:Ltrogen) by

cance ratlon /vveII of e
reveV\Ee txpan?:t. C§:1 eeé:ﬁl e d af Oadged J.n s C g 11210 of eapre plated

11Pl€}- p emﬁlﬁﬁfs G@PF%nt\NéFJeontsr éﬁgfémOéeCE@qlﬁgzooo were as per the
manufapoirectamprneo@Q00AsEeor el Nigicticatibe, nedllkaeéns @aireested for mRNA

analPsQd 06P! .inE@bdraui NG tR 48bohmeubat iQRan Cﬁb&ﬁ./‘ﬂ@iﬁ: etoposide or
ecte to ap I Qs

)
seao b EehF art o SRR PR AL 10 Sa BT Pl e o 0 o 2
for Eegren Bito®HESHOCXKI P ret rovi r al vect or (d ontech)
High titer retroviral spernatants were generated using

Tnhib 06 HNSE /Mgmolaﬁmenc@th BdA391 - f%smga ng cells were

cted USIn i um Phos Vi trogen
o108l SFRIT e SEVE Feci ™ BE- R eatt G TP aRsPERCFofithgs ) for
72 h@&ﬁ%d Ato thiw graingerhey aesngramilehed Gmiter B¢/ wdll plates, allowed to
adhepol §dar enchoulrs| |vited dpila L wenpréedeigateOrhst BfhiBitor. They were

thenZJlg.%uﬁ.Qﬂ'Bdt Qlﬁlnhﬁgfe%.shﬂg %Bkéé?ﬂrag(yngog\f goﬁﬂ/@'ﬁﬁﬂu %EI ﬂ{a’lcated and

ce cted to selection with 2m crog/
SUbJSCted t%lanVl%lElNg?’dﬂéa’Sl ¥n and transfection protocols.

The si RNAs agai nst ppGal NACT- 14, ppGal NAcT- 3,
QuanChisppase-E8@rand DR5 wer e desi gned by Dhar macon
GalNQé‘laflayeérIde Gaqg)ac'f“%' ngr%@kfptpr%feggﬂxy §<§vle€.9tlv%|}e assessed by
ria, T sel ect ed se uences were, Si Gal NAcT-
quan%:i at:.ge 'R T&qaﬁaa.rt% 1ciu,§f4 ']L‘fjan(sgﬁ:@tl E)evels were
normﬂbze%)t@l G@FM@?SWGPE)Q %He ATABRGATAT GTFCOST GArel Tepressed  as
norm3lizef=t4p)ss( SEQrd1DeblO(=46F) Si KahlACkoBe ( #3ts Sfor the GalNacT-14

(catW%%JMWQ%T dTgh3er-A = %c%&&#&é@@37@8bﬂl é*Fa) and GAPDH
(cat% %ﬁ?&?swﬁ Bgmasig%&lﬁp ée%ﬂlogy% FFoster City, ca).

GUACCAGACACGCGGCAUA- deT 3 ' (=6-1) (SEQ ID NO 19)
Tmmugégets i ta2) o WeWUQH\GAA artT8daids. (=6- 2)

ip: (A§EJ.QA Qz ZEZ.LQ ) andCagpasa-f HB-12256 1 DR4 (3G1 and 4G7,
TTACCAAAT

S RNAS
ATCe R BT Mo A “HolBl anger%'%dg%mﬂ&.@% Bt ebrPgedzene, sna
5C7) apppoetanrdf erttibddian werhgeresedtaty Genitbcli Aas. alsimg receptor-Fc
fusibh Nptoteanc esd r aidiganof 2hindd4d orzcepchnsi KNA-psd RNA7) monoclonal

antlgémle@xqsseagéa qa&ur@pegapaeg&ettwqqpsssﬂ)«h%aﬁﬁ D(I@gam@g Ofhsugated to
se %}?‘ﬁa cont r ol vvere transfecte usi n

was
oo o e ap e 3000 0 i TFGGER) O by FevErTe THaReent bt (eatalos
numbgh ef40 28 | froma Péergdedhs rendd sPRENSB6h) tandt laetpD&S pl(3H3e d monoclonal
antibodiied; SuddNA oo NMPhexe8etLansedd alrkPySid W1sc immunoprecipitations,

were%ﬁ%ﬁ.ﬁ"}?ﬂa@@a Q%%QQ%ZV\@{& @ﬁlﬁeﬁmé h’..% P’F&‘H Qfojltﬂroﬁrkl% (c J.alog number

col,. After_48h 1 ncubation wer e harveste
21 Briidenie ﬁ“&%% LGPt/ SR PR REORER AR ot ke with
antlﬁ@é\guwpgdy eMdpdoSiighen) oras described (Kischkel, Immunity, 12: 61:'L
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staurosporine for an additional 24-72h for viability
assays or for 4 , 8 or 24h for Wstern blot analysis .
wo pdo7ioe2ion of O gl ycosyl ati on with Benzyl - a-Eei/N8mw06/031894
Col 0205 cells were grown in the presence of Benzyl
(20003) GArRRR TRAMMSAL S ef dme7 2s lraviousAy @¢doyiped Mpr Apo2l/TRAIL-
FLAGt hey mt&mgl apext | phel@fdswelkiqhates, @pkewed 1@ bpra/s Dprsc
:meuﬁgl'%.‘:é'c@ i%rtlgﬁl Qfﬁnen‘é@'él%os&ééel péﬁ&tﬂ@%pa[se%g@&ﬁb%, except that

itor n stimul
antlFn%]tr e ﬂ 83‘%0@@#6\%5’%% SOF ARBOCTRAI AU PPHifScareip  directly
ConJ&ﬁ‘?ﬂte@uﬁf’e@Bé’éPsﬁo farvildi Pinupopkssapita@iemt ($letrbvet PER., J. Biol.
ChenGal MacTodd arumbsGal NacT-3 transcri pt expr ession | evels

we: WRLE Q§§f§sfeq QXlﬂ%}E' ts@éde\ée lBTGP I1Q9e§t %?aﬁl\% knock-down

exelngﬁ n g’ Trangcrlﬁg}\'P f re nornm

PO THhE” hous kIEPT nEFGER [9{—”I 5ﬁ’6enite§&w%s g’ 48h followed by
Apo2p/BPEEsERF ds Poriakhz eiftex prles shéirarafl uss ipd® JEDELYe,. cells were
washPd | inetépreobe met snd apsddhen Gal hﬁﬂfﬁnlﬁ {watéitaining hypotonic lysis

buff@o%zm%% S$a134] .1 ,Gah NaeT-3 S #tl#gEGLQSé.gsnM JEDTA and 1 mM DTT).

0237084 m~ GI3) and GAPDH
For SEERRATEL: FPoNT APRET ot “@Fo%‘?&a‘tréﬁ%d (BEET erooeFing, cepjitions on 108

or 1I°n¥r?.ﬁ1c95ﬁ@£qn[§| fB¥inghyaomrdenids bbbt adbdydirenafrt to nitrocellulose
membaidsh oslitaeice?: aﬂdﬂt&lc-hﬁmzLtﬁQEﬁ%rA@%éﬁ@ﬁ&&ﬁeMor 1h in 10%

non- F&: ]i‘%.a.§6ipowde§'ntfblméd( ﬁgs a{&!}é_é@%\}é%ﬁg-sgglcgn ec%]%' gg]sl%gying primary

s o 50 AR GRAF 38 | SRS e €O Gon PRl GPHRE witi-caspase-s
antl@%ﬁ’enfleéﬁoorl nearpéigeg) r e@epteor aftd - fapriagn- Pr ottdbndy as84  (1:1000,
MBL) antdbipénSantAnbicd BREiHoAG7 )1 :ando armherB@eﬁBC}hbﬂmaﬁkmb antibody

(1: 5@-(5]t |C99(ﬁidn$s®r lé%gg aInQJ.LMHOa{HthJJ@} t @tfoot Iﬁgo&!‘l{ Tgﬂ%chnology
Memb nes w\év]c_g:re ac%eéu&at e?l gaa%ose u [ ng e | nTruno Al b
E’a h G g6 Pl us “ori &t n"®i t/ (8t al B Ruptrthen incubated
Wlth4‘2t@95§53%06mwe¥%da% ECRINGEPRALEST Yy Aol fand jseBRElary antibody
(1:5¢@H3pinpnodckanalo anti bodi espbiised fafe WEBRHIOAGLRCIAION times and
devepcgpe@RZUs§né nez@la§€ec§1 n@ﬂ@ﬁ@@ﬁﬂn@fe@&érﬁ%' %L V\Erﬁérsham and exposed to

,KodaEIBqL | n}ylfaﬁed using EZ-1ink Sul fo-NHS-LC bi ot nuI at1on

Tcata 0g nunber 21217) from Pierce. FLAG tagged
Apo2L/ TRAI L was prepared and cross-|linked with
Flow anitiométirAkArars abadyeid® (Sigma) as described (Ki schkel,
Surféégnéglbié/ssz.gug 0@1%301%%) )famJTl}e§§ce§?\(,?%FEi%Vﬁ wgsor}i%termined by

evi
r1o- B RBISE SH] pSTropid Uikt aYS, ey creonetes
(BecnsPi ¢himgeio Fraeiqsivtatdtan Sseseri rfent osal sSRwef0 and PSN-1 cells,
tranpyckod nedhasndestsd kadyaexeepisd, hatradtai A Wi4630 13N primary

ant 1I§JJity| @55 ( <(1r5cqz bRﬂD e Ci Irf%n Ql:lnta.l.n BﬂaQo QE e§ m‘@ﬁE? ﬂb r go%tt!rg 1 antibody for

conj te O agaro e |mTunopreC|p|ta|
1 h( a?&aetéjaﬁ g]je Sl‘g wasé«hderﬁrl hzgﬁ.slgﬁxél P%osljuiubated with a
Fluoygeeiy| @Tsf%elqomwfte@\eppammetzseem $avoBdawel |antibody (Jackson
Laboydtatis:) Eor RNAiinkaockealowblBXpeké MBHLS an£Bizk8 MEIMMBow cytometry

usind raeﬂi@CM$ﬂﬁrdffcfweEﬁHme§élRl\lAs for 48h followed by
Apo2L/ TRAIL for 4 ,” 8 or 24h. After the indicated

periods of tine, ceIIs were washed in ice cold PBS and
Casp3ses@dFdYR- 1% Triton X- 100 contai ni ng hypotonic lysis
Caspduaf-B £17 (201w HERREDe Pibshydd 0 39 KGL 401 - (5!:' QE%IB&G' béffer (50mM

neped gV EDTA8NG: JaPM O gu sudr8le CAGH S50P! & % OE%P ; @nd ghe mi DIT)

rotein was_se arate under reducl ng céndl
cont%f‘”i% 289 ¢Maditent™ eSD@”ﬁSP%’&FyI%‘?ﬁFH‘? gBF PEVRArARS, Activity was
measyregnefigingishy tavee etieulodieanedtniandy (Behletbadrent afd from DEVD-
arc Sehdebl yold@iaenianes MRbeohdteubat echd afindiid Rod0 /Qnd with the

405- ﬂ%nfgﬁgeﬂnplakr pOE\QQeQ:hé OAAS%‘Q’SIQenQV o@ cQspas c?élvn.tr:]yvgo 1ng of total

he follow ng primry
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anti bodi es: goat anti-caspase-3 antibody (1:1000, R&D)
rabbit anti-caspase-8 antibody (1:1000, Pharm ngen) |,
wow3mamM i - caspase-9 anti body 5B4 (1: 1000, NMBeQT/US2006/031894

rabbit anti-Bid anti body (1:1000, Pharm ngen), rabbit
cell gprPFeRS THRED GHY-0P 1eT0@CtTayfEn)usef §Batl ant | oficedspase buffer
(contamtingodyo (if: ZH¥0-Al8anta Cruz Bi otechnol ogy) . Menbranes

were washed five ti rres vvith TBS / 0.05% Tween and then
Carbo #: gtaenglvmxh %he r i ve peroxi dase conjugated

atintt Yy pufiF £ QCHQe ywRnti body (1:5000, Biorad)
Monosfephaghdey momthHane§H%ﬁélmhw agabn fasveobtaipsd after
hydroapdt sdeved apedriusi AgaigRbancedns henhsvd E\Sﬁéb%.@@l@ar(lgg;-,was carried

out é{TEESBQH}le@“ﬁo%KP%%EQ E?Ség%da&%l L‘[o%x e l Qgrmafm? han:.ﬁﬁ':exchange

chrom %/1 rm=.~tr > anal ysj s® Surf ace” exp Si on
PEGRTPRY 588%][ Sr 5° BREVLR PRSTRRR rdét%ertﬁf:h% by
fl orescence-activated cell sorting (FACS) using a FACS
AnimafﬁHnbUsE d.| ssmogybeimetediegBect on Di cki nson

FITUAQ CY L ONEL gxdégr%s nﬁ@éﬁ(}cﬁg &agAmy 5 F’S'\w usa)

ce s, transt
were QYABLPWER PR © (et ﬁloa?ﬂngéwllarsﬁoefaﬁmmm of 1 week
beforgpl3kRd (caneipePREnteit studpuFell giGtbendupekimamthbadypcédires were
approted) bt cehent £81' b Srnset eudiBem \@@&h@d c¥id hnR Ei%eaegnﬁlmg& (IACRAUC) .
Mice \;\IQE%UQIQKBCQI@La%&g 9 fwjlmlillqrse?(:gdsncé ch%(us%og ?tf gSL%)t and RKO

ti - mouse, secondar son ora rles

or 20D 08 GeN R RES Y CF Ehop €Oy EU‘T%HO%F?/%&O‘B%/ i by (American
Type guitgretdo)lestiing) a TRAGS nEadidsnentd gwre ybbhstred. byCaeqiaseal
calip@sS SaY SturtaSPASReB/lcalcatk by idsi 8§ viver &ﬁﬁi@)ﬁﬁd} al= 3dLenh
(B=wié@'g‘t %cgm%se tjggcf:ﬁe%r \%%F% %EP% %O 4 %O%bcen'mare randomly

%? 10 % sucrose,

ITOURHGT PR FFEETFH g ‘T@ﬁs‘fﬁﬂeéf ”ttﬁéP?IHEBP%?déﬁl &1 Beptitgevenicle or

Apo2L JFRADEVSOARD kgAgay)v pr ydawesO medsur ed conti nuously over
the indicated time by the rel ease of AFC from DEVDAFC
using a Mol ecul ar Devices fluoronmeter in the kinetic
node and with the 405-510 filter pair. For the
assessnent of caspase activity 20 ng of total cel
protein (Triton X-100 extracts) was used in 40 m of
caspase buffer (containing 100 niM DEVD- APC)
Car bohydrate anal ysis of CHO derived DR5.
Monosacchari de conposition of CHO cel |l -derived DR5 was
obtai ned after hydrolysis with 4 N TFA. Anal ysis of
t he rel eased nonosacchari des was carried out on a
Di onex Bi oLC HPLC system usi ng hi gh-perfornmance ani on-
exchange chronmat ography coupled to a pul sed
anperonetric detector. Animals and s.c. xenograft
studi es. Fermal e athym c nude mce (The Jackson
Laboratory, Bar Harbor, Mg, USA) were acclimated to
Cenentech's animal housing facility for a m ninmumof 1
week before placed on experinental study. Al of the
experinmental procedures were approved by Cenentech's
Institutional Animal Care and Use Commttee (1 ACAUC)
Mce were inoculated s.c. with 5 x 10s cell s/ nouse of
Col 0205, DLD-I and RKO or 20 x 10s cel |l s/ nobuse of
Col 0320HSR human col on carci noma cells (American Type
Culture Collection) . Tunor nmeasurenents were
collected by a digital caliper and tunor vol unes
cal cul ated using the formula D~G (A= | ength)
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(B=wi dth) 2 . Once tunors reached a volunme of -150 -

200 mmB, m ce were randomy grouped and treat nent
wa@dwoetiered intraperitoneally (i.p) wth vehPCl/@Sme/031894

Apo2L/ TRAIL (60 ng/ kg/day) on days 0 - 4 .WHAT IS

CIVED GISIMAD ISA net hod for predicting the

sensitivity of a mammalian tissue or cell sanple to

1. A glgﬂ{cﬁ ESP%QEQ{C’C@HE%'t%gdée%utm@féﬁ' ngarﬁnﬁ@l&( Q:Q§sx$éf or cell

tal ni ssue or Ce xam ni ng
samp1Z S (R oI EE TR E | SRELETE BYorRes] SE: of
obtai@ihdNac nIiuplighdiesye expresstanpief said Gal Nac-T14 is
examibieglic@bi vestbalr s&iid sb.thISlS‘eUEO alet6€d lexpperplion icE GalNac-T14,

where%ﬁn&pgggﬁoiﬁooﬁgg@& Q?%llﬁaé I&quCigﬁgrg&,_ththé )ﬁhgé sqlgat@lssue or cell
receptor, gnti bodi es t ho eat'R

samplgn i @.eﬁS%%Va teci(BP‘é%t?sbﬁ’lé’]du@gl\ﬁ%tlT’ﬂy fof° 85AH heTPhy”
antibgéiect i ng expression of Gal Nac-T14 rrRNA 3 . The
met hod of claim 1l wherein said expression of

2. Th@arlné\lﬁl%a-rétzl ch§1n?)iam&%gn tgélli %Qggé 1%‘::1089 %ﬁ&af Y1 4 418 examined by

e 1 further conprising the step of
detecéiﬁ?n%?ﬁ*@“é%r"e%&?ﬁ? of “DRADR5 , DcR, or DcR2
receptors in said tissue or cell sanple. 5 . The
3. TH¥hdDdaods ehainmilvidieisi daitii @guesoioncet [GadBapiTes is examined by
immnﬁﬁﬂ&&kﬁgﬁmﬁéycer tissue or cells. 6 . The nmethod of
alm5 wherein said cancer cells are pancreatic,
| ynphorma, non-small cell |ung cancer, colon cancer,
4. Theohethedtell cdailt &r FurTHSEAMONRTiGRICHIN AFTR SECHMIBHEIY gxpression
of DRl DRSSSDERL, dr .DcRberarebtind of sabiaiimskusher eéYl sangle.
death receptor antibodies are agonistic anti-DR4 or
S TR UGy & (R e A PPUS 8 BT GRSl oes cancer tissuc
or ceddmprising the steps of: obtaining a nannallan tissue
or cell sanple; examning the tissue or cell sanple to

6. T}geﬂl%deéprc§§§xﬁ an,f - Gal Mag- Jdterandis %eﬁét‘&ﬁteaﬁﬂz lymphoma,

mon- SRLL 1610 B TECRRpI S 1PD ARCBTT EELT e AmSORr ot HeaTh o
Choanréé@ﬁﬂoélﬁ %ﬁitlﬁb?iﬁﬁls@le The nethod of claim$8 V\,her e| n

sai d expression of Gal Nac-T14 is exanmined by testing
7. Tﬂceorne%r @1_5 Sﬂlgﬂn af W@Jemﬁcsalli“rdégglﬂp\reé]e%tor Theipmiibodh@f agonistic

expression of Gal Nac-T14 is
anti %Rﬁ i} aatjb%Rgrr?ﬂ]cﬁo C(Ellet Pocheni stry. 11. The nethod of

claims8 furt her conprising the step of exam ning
8. Zexptiestiton iofludi, afpiRbescRh amaboi2 anecieptiors callkapurle,
compgllsglgyethgrs Ll osanple. 12 . The nethod of claim8
tlssue Qr. ¢ |.e conprises cancer

whe n (]
Obtajtmnguemstfm%lelﬁf’ SIEERS Shes gen F%‘%gt%éf claim 12 wherein
examipdig GENETSUEEPT Soht SR FEITTECT | FRBATHE Norfediag-F14, and
subs@gkht |uengecantey expodserioc arfcerid Gelreti4al esprriap,said tissue or

cell MBIBIONR, P lcrEAANJE OSRLEOME §81UNS r&depkbs iR ibdHA:. The
met hod of claim8 wherein said cells are exposed to an

effective anmount of agoni st DR4 or DR5 ant.i boTy
9. The method of claim 8 wherein said expression of GalNac-T1l4 1s examined by

testing for expression of GalNac-T14 mRNA.

10. The method of claim 8 wherein sald expression of GalNac-T14 is examined by

immunohistochemistry.

11. The method of claim 8 further comprising the step of examining expression

of DR4, DR5, DcR1 or DcR2 receptors in said tissue or cell sample.
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15. The nmethod of claim 14 wherein said cells are
exposed to an effective anobunt of agoni st DR5 anti body
wokioci22isds t he DR5 receptor shown in Figure BEI/USBIN6/H$1894
nmet hod of treating a disorder in a mammal, such as an
12. Fhsnnethoklodt dlaiidi  ohdesinopaichhtesye conpll ssamglé h®mprises cancer
tiss8éepsScefis.obtaining a tissue or cell sanple fromsaid
manmal ; exam ning the tissue or cell sanple to detect
expressi on_of Gal Nac-T14, and subsequent to detecting
13 8&%#@%&?%ﬁfoﬁ*13§aib@ ERPIGR- T4, CRRAFF nFEllEr 2Ry PReCESAFEE, Lymphoma,
non-gpghtakedn lofd eehtare aripuntamerdeatlhré@ae ptaiceantrchatbna, or
chonddosatBemaretimd coftigkai m 16 wherein said expression of
Gal Nac- T14 exanmi ned by detecting expression of
Gal Nac-T14 nRNA. 18. The net hod of claim 16 wherein .
14. ThE JeEpT 85sTiGAM Gt WEST NRCS U Cr Yl SeREFrisHfEESsy to an effective
amouprafnadirg s AREnPs tORG. arkt@bodthe net hod of claim 16
further conprising the step of exanining expr essi on of
4 . . or receptors.in said tissue or ,
e J%?gél F?%,O%gaﬁrgtﬁggﬁ%rfelgl%aﬁ% \FhEre P esstiR 5y sftective
amoupla | 3TIPE GNP L0edY whhtePiris dhe RS segqpsor BhowTHa Figure

3A. method of claim 20 wherein said cancer cells or tissue

conprises pancreatic, |ynphoma, non-small cell |ung
16, C?-@rr}l‘égﬁod %9' %agﬁ{]_fgrdis%(x)'l g]:[ %%ta?‘l %%a Cersﬁchnglﬁa%ggfam'nuxger related
chondrosarcoma cell's or fissue. . Thé fetho

disorqeti Bf 8 GRer SPRPLAAIRT B8 1357BS Afount of anti-DR4 or
obtaPRBganttiiedy orsceldnsmisdtett $oidsamtharanmal . 23. The
examif@hBotheOt i€l 61 23%1“]5%!&@1@ td @él et Q@r_@@&%‘ gf F“é@ﬂsﬂ%'i—d1'14, and
i gt i IS alsp_a n ereaq, t, .
cubs R S Al PR B e el ey BsRn o ease
mamm%\?f%t TREE U AT §F SREH: iFRRFRRCEORFiRE®At i s al so
adm ni stered to said manmal .
17. The method of claim 16 wherein said expression of GalNac-Tl4 examined by

detecting expression of GalNac-T14 mRNA.

18. The method of claim 16 wherein said expression of GalNac-T14 is examined

by immunohistochemistry.

19. The method of claim 16 further comprising the step of examining expression

of DR4, DR5, DcRl or DcR2 receptors in said tissue or cell.

20. The method of claim 16 wherein tissue or cell sample comprises cancer

tissue or cells.

21. The method of claim 20 wherein said cancer cells or tissue compriges
pancreatic, lymphoma, non-small cell lung cancer, colon cancer, colorectal

cancer, melanoma, or chondrosarcoma cells or tissue.

22. The method of claim 16 wherein an effective amount of anti-DR4 or DRS

antibody is administered to said mammal.

23. The method of claim 22 wherein a chemotherapeutic agent (s) or radiation

therapy is also administered to said mammal.

24. The method of claim 22 wherein a cytokine, cytotoxic agent or growth
inhibitory agent is also administered to said mammal.
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