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ANTI BODI ES DI RECTED TO MONOCYTE CHEMD- ATTRACTANT 4 FEB 2007

PROTEI N-1 (MCP-1) AND USES THEREOF Background of the
Invention Field of the Invention [0001] Enbodi nents

woofwddhersd nvent i on descri bed herein rel ate tergntibadias

directed to the antigen nonocyte cheeri o- attractent

protein-| (Wmaﬁmyﬁﬁ&ﬁ%ﬁﬁwgd@?entsl es.

particular, in accordance W t of the

i nvenCEBRMOITRAGRANTFRY TG PET-)) ANRIISES FEHEET al
antibodies directed to the antigen MCP-1. Nucleotide
sequences encoding, and ami no acid sequences

conpri sing, heavy a ligh hai n t%mTunogI obul in
nol ecul es, parti cul M’Eﬁ%@orrespondl ng to
_@ﬂnﬂiglmum_ubeavy and |ight chain sequences spannl ng

gg?eﬁﬁrﬂ] i ng reg| ons ?E}%F@{HA Specl |§E’|I‘I‘F‘y ﬁomﬁ‘ﬂ“ﬂ directed

tq Fie GOiEen ERAcCytsrcheBRETchenoRrofin CORETP- A eud preo wf dectt antitvdics. In
pLIROG £8or@hed B h.HMﬁi?.Ichl@ R3¢ e NGvel SR, Bre gar@gmﬁédhﬁﬁy human

and as treatments for di seases assocl ate

mspeiprloaibadics igted\iephe antipgg, MCE e Nurdgotide, peqpmegsenpoding, and
anfrd @sid e@m&nﬁ%ﬁ@qﬁmn@h@m&mﬂ bﬁﬁi&h&&uﬁy%mmly

nonocl onal odi.es Q. Pprovi Descri t| on

S@Feﬁcﬁe‘mﬁ&? LoyFontiEs hshd F"éb?s“&'iﬂ"'b‘i%
repitRE SPER h{ﬁn;ﬂﬂiﬂl[ﬁﬁlg da&d:mﬁg&e@aﬁ emb}paj @ﬁlebbﬂic.hl | N}l’ﬁcﬁﬁFRl through R4
ene nhi bi t. n cells
E%k?ﬁ“ 1?'% an t ée/rm&'s r'%grf’afl By "l“yﬂ’é us'“g diagnislics
atpbbs mem:mls cfnrl ihm:?@:eniswnmd vaﬂnghegme@&w&‘ctmml Hybridomas ar

o B b By TGN ot PSR pABRT o o

peaided surround alnost al ['.solid tunmor cells
ﬂemigﬁ-,ﬁcutf{hgggmwen the stroma and cancer cells pl ay
acritica ru e in the neovascul ari zation of tunors.
Fur t FEP21 e ArdpsTratse Praftitien obfmgtoginicgader gpdfecrensed production of
aﬂ@iﬂaﬂﬁi@ﬁ]ﬂ]ﬁnluﬁlb?cdnweﬂlsaﬂ&ulafhﬁmm mMﬁea.erheam celf Mpes are

h%%ﬁw%‘“}’ Cancer Che her Pha['gfﬁlg %%ogg“?%‘gqﬂ%ﬂnml

Ltngwsrbload befls, d:llifnﬁ emelt. ia:altmbba:eﬂ;d edly peraihd ihesl all’ solid mor cells.
Xy eal. Rb Vi and |.s one of . t.h
Eey(&g\%&% ogen?‘cz@tg)?'?qi 35‘?53?1 ccr:é: YBr o@m& ﬁg gh “mz%m”f
femogiat Fuditer, mdcenplacs, wlrich tp isbi stromal , compensnisetre olﬁlpﬂrtant in humor

NP (b Rl ae&%eum@wmmcheugﬁ? @ﬁ%ﬁﬁ 86-s71.)

macr ophages, i ncl udi ng nonocyte che

pr ot E0P311 (%Fﬂ’lil)agfﬂ[%dhi mpfop- tqrojinally (hiifgyentigleh ccell type of the
nehﬁﬂa&eeﬁdgscﬁa%l&,lﬁﬂmms%%e&m eiftighsic Ao, producinga

|s one t he ,nost tent macrophage

P‘g'ﬁ’ﬂ%’ ”ﬁE weﬁrwln?wqg%m &3 3t lonown Lo be
pmﬂ:ﬁdcdlnb hgfrﬁidr@hngef. xﬁcmﬂiag ﬂlprtmﬁ%é: tepbagesat pﬁlagﬂr[e{carlt Ht a

nu c cyt.oki ne er at i

pat h@ﬁ%‘g estf ﬂﬁ%& %61&8%]6‘?“3?%[1%”‘”%

cadhoMTPel i eha:tf ﬂmmhhppwmemmginge rrrgiiogenieails., Onmaecatited tpesilcs

aﬁl n%ﬂﬁ%gﬁt unorsqrz;%[[’ ent an #ﬂ?gﬁhﬁﬁﬁér%ﬂﬁ%%&gﬂ%ér

sipdginy patholgeis anpfgeenggls. d A apmber OélstﬂdlfﬁJhﬂVNahqwn@aﬁbémhln detwemn
aﬁ%&% BitropBiftecralhB &K afd privnosid 1 Pichi kil kinda of 6.

m)nstrat ed that focally increased macr&%g 87e nunoer s
Foplanini ¢f 4/, nt 5EKapes0 1157087986 1 FY 69150 et /e e g3 £1992)
34 OSE | Week 8 cAtiack fufhey dGehitalcd Zat folilly bR QRBRRkS: fufinhers are
breast cancer patients (Cancer Res- (1996)
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56: 4625) R Huang et al. (Cancer Res- (2002)
62, 2506- 2812) have shown that Connexin 43 suppresseé FEB 2007
human gl i obl astoma cell growth by down regul ati on of

MCP- 1, as discovered by - using protein array

wi ahoetegy. (0005] CGore at al. (nmt. J Cancehm},ﬁ&ﬁ.)zm;
82: 765-770) fast denpnstrat ed that

3}% vvhelntst est ed i%r%l\,%ar%gh corne | g‘&fu't I'n t el r{lggﬁ}
Hraeey-, Bt Huang ¢ lo ffedrrres %t{?WI 023396 BN hiyip ol thiZprmexin 43
sApERsh Alifith MiokiBictih cdINiOAS Gy dBRE YidhABIH ofOICRRC EORNAGEST by

into tthe rab it cornea. Salcedo et al. have reported
P proteiyamayleg ?J'E%’ed chenot axi s of human endot hel i al

cel | gosd] nacossldatad, qmc,e‘rttd:&tvlnms; 82F iss-770) R CdeaGdstrfted 1hat

hﬁ@ﬁgﬁﬁse vvas i.nhi bi te% %Faaﬂ@ é@lﬂg@gl %%bowmﬁmammt

c@lﬁ(ﬂl)ll!;!@ﬂ m@ﬂll' ﬂ{ﬂﬂﬂﬂﬁdﬂﬂw&ﬂD devitty etupsd egl dAGAEWES assot:lata:l wilk an

BRI LS5 O 0, LSSy bl o

w btindyged chemqznininbinoep @ICBY) ceolls A MnoFEE: e;mdmtm This
chéncdBk SOy Mhbithibikddy B ?@ipﬁﬁnapinﬁﬁ’dd %hﬂm@qa@?ﬂé@ etal,

|nclud|n% bladdc br eas l'ung, and gliobiastonas.
HogPAOPRESH R on, the |rrportance of MCP-1 in

I o | OMdris i rs_et aI -have denlg%;ﬁﬂg?h%& (Negus,
Kb Gkang. i )"%ﬁ\ﬂ%%ﬁ)eﬂ-‘r 2oL S i € s g (2000)

164X TI28), QMCH-ﬂds iigSebvdled 02 GfmbenRiLbler 669 @dters including bladder,

ntls (I. Am Sot Nephrol. (2001) 12:
b%sg%o gerer ‘et al. (J. An,Sac Nephrol. (2000)

11. 2P87] 224 B) additien) Wravporsiheedif MCR-hn ieflninexsan T3 bedn shown in &
M Lrandiel t r clﬂgﬁgkln neceptor .2 . dsnhu

ncreﬂggzbéntl c?lsgs[g}?reeergu dérze urtrs- a. EDWBgi peri o ethwrnramﬂ and
hfwémsh@mtoa expresgion @aﬂn& cméﬂttuorandneesehemqunenmc corplex

N kS b e 0 C t
A.h.% ﬁkdmg %@?hizlﬁl\%@{jgmc Oé{)% i ftm. Soc.

bI t
Msefw" 'fs%ansm%% D s i ok tho o o M b 4 pasestor
ch@icﬁn@fmd}iﬁPE In Hubhad Br@scbditt: Igmmtoﬁé;mnﬁﬁ Sfely) ?e:‘ldﬂer al. have shown &

35l BEBAGH BEp ) RIBEUALES o P00 o

P (A IE:) ImndizREae 13k MAIS6R 9. G(Eﬁﬂg@gmleeﬁrmsdclmmmd the

A
|]%g§'t?%[‘e%§'s C %ﬁ%&g&@ e%]%v tlﬁ ﬁmﬁ e‘a“%’e"é‘ on 6“”%’&2%% gzunz)
sarﬁiﬁy eﬁmafd%miel.ﬂ]mqlﬁmﬂe Thaiih (20085110881 §) and (R 18nd Grool

é@? 2991) describe MCP-1 interactions in

Yilszpelarssis L 29)dG6S4 3%%%?%@%& e todr of MGRyL incpthproggierosis and

oRediRkeed) €A MG, tS‘ii]Iﬂf B dgd}smmhmwl TRVt . @mathmgu} ANAR7-299)

48 ifie rom several sources includin
I%Mnia%g%ﬁhnﬁf”ﬁm?f’ﬁml ated human | ynphocyt es )

(Yos[ﬂtlﬂﬂ]lra Hibmena G-, d.76lamiaseold. CCL kit ZiifkO 26 -16.-Zminal

ql i | _ L4 Y h' T

oftoRE s 44 PRehifly o bl el S8R MR dernite Blvtordinsatutinin

strpyd tesihymet Brmplscyted {]Yothn'mea,‘m—lﬁr al, J wmsus flioRs, 142(195&&} ahyman

Eﬁ&&sgﬁl The iIQ'Dﬁumtﬁ@dI‘ ér %egsd’ Eg %)1 9 a]}d%hmun

ocyte errve

first descri bed as enot act |
WQE@W%PE%:‘)“ Kf, gf aly HE8H ol Hﬂfél(@ﬂg} 1G8: 1485

O R [y 0 PR e ME ot BT BCD. Othr s
iV Y
16 e CBror OISR Bt eo U coipmEdgied. monocyt

( TDCF) , gI i oma- deri ved nonocyte chenotactic factor
(GDCF), snoboth nuscle cell.derived chenotactic factor
(SMC- CF), nonocyte chenot ac?| c activating factor
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(MCAF) and CCL2. Mol ecul ar cloning of the cDNA

encoding MCP-1 (Furutani, Y., el at, (1989) Bl och"efI FEB 2007

Bi ophys. Res- Comm (1989) 169:249-55; B_J. Rollins,
of al., Ml. Cell. Biol (] 989) 9:4687-95; Chang, H

wiCzqod/eicTaal , I nt. | mmunol . (1989) 1188-97) r eyedkmob/orp2rz

open reading frane of 99 am no acids, including a

cBdn@iRfic BRPE I(UBCHf gﬁﬁaamlm A6hddte ch'&@:nmu%ﬁ:ts}o Uﬁnunih

Rol | t aL, 1
Rtk of 5 B0t ESERE, e (PSS RpRpocsss Soppipglc seiveing it
(HICAE) arlesCIRo| Melea:a cloaink |nbﬁ;dlcmm encodiufTRICPNCGPudradi) &, et af,

(EACEeER ity it Bt W) LGP, & i e Ml e

(1BDIDBS ERD 6benyeldt €, okl tihelamwen(1Pim 19858 irbededaropemreading

. . i hadj es. .t na
64313, T, B S S0 S,y e
Eé@ﬁymdwmﬂd@%]@aﬂiﬂaewﬁf%% a patient with acute
nonogygdic | Wﬁm:@saﬂmcﬁ% $93J061, H&@lﬁsa@ﬁul?clunalhmnbumes o

surro te for assessin ratlon nor nmal

| e degcaipasdhg lhhl'ag?ﬂcft}“ |FERaT awwﬂﬂ in/p AefruedLEsgrodeldiy the use of

sﬁdlifp-bﬂy&]ﬁatdnﬁm;d&ﬁl mul ated by MCP-1 plays a pat hol ogi c

rol e_i er | ammat ory condi ti ons including
r heulMat%,; d IPT‘FS':"I Bﬁ"o’l‘i’é‘i’lﬂ?"o thegei 1elale 1o fully himen

n&hﬁmmaﬂu tediostc &maﬂmam [HaBilbek M I Cind(idd chREtakia S FHP-1 cells, &

':ELF er os s Ve [%\%d u lgnuge Phis s%gk%s SUCPITE‘%%%it%L%Hd’S 1
s‘pmgﬁﬂermsaammyheemgrﬁhpﬁ tof atoirgsh hinkdh niunndmlw&emﬂs iR circulalion.
ﬁJn@;ﬂ:Ef&%n HH %ﬁmﬂ&gd 9%8»‘8(%?1 rb&%%o | mangls %eﬁnnber of

Summary of th nvent 1 on
inflgpedipivo ppogiiarey inglading @W\ﬂeﬁﬁpbﬁ El*uﬂﬁmdﬁm-a I&lhmsdﬂmms,

u%&) %E&ﬁmtﬂaﬁi%fnﬁy% LRoiiRlnBeh ddeRsek s.ﬁnq.s %tuiuﬁfet sclervsis.

1 function her enbodi ments rel ate human
oy Bk blgghe Mol adivity, and peventy monepyis i 15"6?&9 will find use as a
erlﬁ&afuamn&ﬁﬁd m&&ﬂmmﬁ@bﬁs&ww operties froma
t her apeuti c perspectjve di ng strong bi ndi ng
affinity for MCP-1, neutralize MCP-1
in v[DﬂH) aBabddigagbet ik yintcpiionn éskited herem relzied to monoclonal

errbo i ment O@Lq’md%cﬁ e bobd TR W%%ﬁﬁ%%&mmm rclate

e |nven fon 1s afu
Lnviinee P-4 Auiibodichand preti-MCBil poldhobopduERtitnsarith desishle prﬂpﬂm&‘s

ay q 5 h
O R Rk E e I e

"%ﬂ“ﬁé{c%hm viges, m&ﬂlﬂ apifty lﬁwﬂ"ﬂmwwﬂﬂreaﬁmeésnhﬁ ooy 7S,
22, W10, oo i il M o o
an I N one e odl nen

btﬂﬁ%‘ﬂ “%F?ff‘i aaéﬁef aphsing b A peesaienes seigifd fomd e e chgtisting of
SEGIN NG 6Noel 45 B8, 2L REA0f 3pIR, §1) @6, 30,4530 68) 66, T0,i M3, & 86, 90,
9%59 @g 1'?@?10 éa:t 8185313268&97133(1%21%%63?@&131%@,8 5 gghudf'uf'mu, lhe
att{padyl R@hcd dptisd a EglEGhaid @dino 1@BseqiaBS: selbB6d m&,e oiolg canaisling
oft it 11964 3] 5 A8 G8r & dﬁfh.@’ 22, %8C0CAP ¢l ;5801 ¢ n? Eﬁ‘e;rz, 76, 80, 84, BS,

I nvention deéscri bec erei’n rbVIdéS I'SO

Tari64 196 dPH 308, 12, Hﬁagwewﬂsusmaﬂé@é%m @ddﬂﬁbs t hat
i el MPAdoordfipiy? b ptloBirdehiCorthil imvadddf d%waqmcﬁ:s provides

can advantageously be, for_exa nonocl onal

Ielalethaptibpdign Q) Fpemerinef ihose @n@u@ﬁﬁﬂmmm -MGhs koown in the ar,
the OkiBokilel 6eA6 %aREmYAddAP 43 1 02623 RpR N o AR HindS chifedke Ghdy& hifinan
of the invention described herein also provide cells

for producing these antibodies. 100141 Anot her

enbodi nent of the |nvent|on3|s a fully human anti body
that binds to




Tl wlre

MCP-1 that conprises a heavy chain am no acid se C
e Y qﬁﬁ‘ I?EB 2007

having the CURS conprising the sequences shown
Figures 7 and 10, Jt is noted that CDR determ nations
can be readily acconplished by those of ordinary
wskndmisted the art. I n general, CDRs are pregeffusfiuianszaz
the invention described herein as defined by Kabat et

arfibodids NERSAHERARSS e fnvBiioh 8dsitbe@lerdi MO OB for prod b
Interest vols. 1-3 (Fifth Edieti on, N'H Pugl | cartplmoﬁ':l[Ig =

”—“@E‘:"%EMZ Bet hesda MD 1991). 100151 Yet anot her
oda1gpnt Qﬁuiﬂehﬁnﬂnﬂﬁlﬁﬁltdfﬂi& mvmnhﬂﬁm}hummm;ﬂmemm

blndstol\/CP and.conpri ses t in ani.no
L@%d o TR S 7 T A A S B1eTe e oy G oty e
seqmutershm BihFipwies 1 akd ¢our @sis &ummagﬂnm%ﬂe&&ndhuﬁmmhmrmdﬂy

qg%ngqgt of I]the | nveﬁﬁl OB S IS ay fuI I Mnﬂﬁeant |&Qla§l¥n thes

ML S corrprl 585ty kavy chai n an no
ingegitici @erqlhehhreeuhmdﬂﬁ@ﬂthh E2I@DR3. ooﬁ‘mwmmg’ Prdihen? of Frrmunological

gﬁﬁy ht cthai n

am no aC| eﬂgtéance %t&{:%ﬁo%!ﬂ%%m | SI ng the
seqUEtSks sﬁ%‘fvﬂﬁﬂlllﬁ qﬂihghm@ﬁ of &&r?d‘-’f@mfﬂ()’elﬂl? Aﬁl@ﬁiﬂeﬁﬂ_ﬁhﬂﬂ}' that

bitdERe RN indObmpRes & H_Mﬁ ;.Impa?nmos JelplehdelhaliHBR CRRL i

that binds to_ other m |y nmenbers 1 ncluding,
%Wswﬁw@au%ﬂ%-z I\/GT 3 and MCP-4, A further

enboglrspnt ﬁfﬁﬂ?ﬁmwﬁgﬁln@ﬁelﬁrﬁn?{ﬁ mb{aﬁeﬁtﬁnhaﬁbuﬁ: ibat binds
es or L. Nadl n 0 W u
o R S TR a0% s oo o Fofrncs B isng £DfF fmgne we

sc{ata Ghavincid Tiget 7eunidd il mmanh@t cifaint dx@nd aeidedainiendt avigs e tCDRs
I|mte&c%c%um§§¥ aQu%rtif “"g grmof an antibody or

genération uction For exanple, the
ant i [PDIVCP- | Asutiter bcdd:ylmma!wf W leverfligh is-2 felhgtdmaanm'bbi)'dlyat binds lo

ntg%tl?BP %?ﬁ'l;“&@n&{s' ?Elﬁiﬁl‘ig, 'Bhi”&[‘ E):E&Eg ROMR ?vi%foa/? i MCP4. A
fuzther oo Erttﬁ tbanw%ys mw%@mhmmwm& for pigdweto MCE-1

wﬁﬂﬂ&hﬂ?ﬁiﬁn&n@%‘hu@ﬁ&&ﬁi&ﬁvm anti body, or froma

reconbi nant]y Produced cell that has been transfornmed

or tIBHLY ook ST F taresinigd fat GRboGIvas SEHE JHF TR Gifeot Lmried 1o

t@'l’ﬁall'@ﬂﬁi‘ﬁ‘om{ nf;l‘@ﬂ,&]ubﬂshﬁ hemﬁm@ﬂtbmbﬁ u:q:fm-dhhﬁbn i F&f?ﬂtﬂpﬂﬁ] ihe aunti-
u SO C ecul es ncodi.ng a

w535, S BT SR ER e TR b e SR g

aﬂ@@iﬂ@darm mg,ea Inbdtabter Habhgc Ol aﬂﬂmemchmhnﬁ@da mpy bf manmdietred

5 R .o B b LB 1 o
ﬁm@mmqﬁmd with & geee origenen ejceding e enlibasiyhod  of
Pr odigfiond afina el Miets fthd #aﬂgﬁumcmh&wemﬂa@%d molecules

cells under conditions wherein nucleic zeid

envpiiag: ghe of dhectnibeiics ctparbed Fﬁa&c%hﬁ% o #plaled rPelHe qeid
mEMclﬂﬁ‘i:ﬂdbﬂihg a@,r 6f|%@:hétﬂ§ dnlaQgkyp-1 bﬂ@&ﬂ&s, AudstlédN@bsthi@kd wilh any of

s"ﬁFb&Ba‘E? ﬁﬂ hnvgntl on | nE %ides{)g net réf%j%;g 2 method of

pﬂnﬂﬂ‘ﬁﬂgl ani aﬂ(j]—hEPﬁ]Bfﬂliﬁbd}Wytdnlthﬁﬁ&ﬂﬂ Nﬂﬁ-ﬂdﬂrmﬂﬁdnamﬁh a nucleic

d
zl“cf'ra 1%%.1 San ereo%ﬁm%o%g‘hn%%s se % |ef1v i on

des ciﬂm d harfglhar entedibased the porotioh mclug@menﬂqd@ﬁwammg hiph

ESEEPAF 0 A A BBk 08 A e

m&eﬂw@meﬂm 0pBa@Enigtheod expressed at

el evighag I%Mlsn@pmaaw{@m@mashﬁﬂcﬁe based upom the
as"tunors, and other inflammtory diseases.

gqamation afl ddpoificeiaertiolifed griabafiicnibn bjad pecgfcali-to MCR by MCP-L 55
prevent further |nf|Itrat|qg_of nononucl ear cells

into tissues. [00221 Anot her enbodi nent of the

i nvention includes a nethod of diagnosing diseases or
conditions in which an anti body prepared according to
the invention described herein
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is utilized to detect the level of MCP-1 in a

pat ient
sanple. In one enbodi nent, the patient sanple i s E FEB 2007

bl ood or blood serum In further enbodi ments, nethods

for the identification of risk factors, di agnosis of
wodissemasny and staging of disease is present edrmbioine2s?

invol ves the identification of the overexpression of

exh/Q.Pasl allSiAGd Alels -ilVigRoplas A ik Q)] ﬁl%h ab 403, ahd) o880k A/kmatory

I hod_f
Ry R0t B HEEh RbhE YLEY et RoRC e e o

m@fan’éB-dallﬂIﬂtaassﬁle& |, conprising contacting the cell

" gl SrAA R R B RA P LR o g

digehes moﬁ:ndlmm tneahnthcnp Aty pretar=d achosbmsmlmvcﬁhydmasg;bed herem

t {
- S TP MCRTS AP SR, 5L B TR
Bﬂkﬂdme@lmdcr@[bmqﬂ 5@011 obelintizer ﬂm’!ﬂdymml%dmdhqﬁalﬂwlwﬂmﬂfﬂﬂm ol rigk

&&B&%aﬁ{:&m%@ﬁkﬁéégﬂ%gﬁ@mﬁm ﬁ.j;r%%héd ARHnREVes ihe jdentificarion

ammt ory condi tions, includin but not limted

Gftﬂéf Wﬁﬁ’@ﬂ!ﬁﬁ?‘b‘?‘f&'{ G-t FHHEFP%MCErlcﬂ#EM%n ephritis,

at hqnmjsl eflﬁ%ﬁheﬂ%&.ﬁéduﬁ&it,&hc Rh&Rbn ]ﬂduaﬁsﬁhaﬁw for diagnoeing a
restenosi s _and aut oi nmune di seases. 100241 |In anot he

cogfiienassRsifted WiR theiawreier STMER L inaedl spnrsiog sroiactingdlys; cell with

arl eﬁ&hﬂl‘ﬁ Paitibety, and etbdtRe he grackndddP-MCH-R n?trhfﬁ-mmnhil'ims inctude, but
m ntIS ues or cells.to n. 1.0r aStIC

o P RS RS i) Bt BgR, SRS such =

braust, ivleoily, mdmjz Fhittgsith sﬂﬁﬁlar]glmlidluag rkisiage mlﬁmrculom:ml {hyroid,

p%i@}&b% Jnn% u[l&?%lﬁ) Qfeﬂ%{&h&%ﬂa&ﬂﬂ oﬁ‘%ﬁﬁhﬂ&ﬁé including, ul

present era the anti
ncr’mhmédﬂo beal rhamatfrbb dyhﬂtlsn gb'mmmﬁ@dllmhtmmh@manﬁw
. I'n anot her enbodi nent
antl boél IS an unI abeled firs[ antibody and the
nearl&ﬂ%r i %&P@%ﬂf Fmpdirprat thedayeptiogdocug s 8@y kY [9r fisdietegfion

uxgaelfam C&n@ﬂiﬂP?!ﬁﬂiﬁﬂ B?ingﬁ ﬁﬁaﬁl&tﬂgn umaglc@imubls&m for neoplastic
rerera e nri od ]S apel e
digeages of tch@l RrSE AL ARG a‘a’i"ﬂdF t?gﬁgﬁﬁﬁsm,m

mmmcﬁm@m@mﬁﬁdﬂe@mﬂy olith the ghiiger, #@mmq&e&m’ahrmlaahhndy is
[.Ih%’érc al anFEudg.l Rl %ﬁ‘odﬁmgg tﬁeh&ui:.{h" elﬂ.‘att b%!&s Mtf‘:f'f PeSapcled. 1o
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%fénémh%@vlé@rmwéﬂeelﬁftﬁ'gm&lﬂt Boup HEFag of 2 Bogglepme a
e&ﬁﬁghﬁﬁ&tﬁﬁ@l‘iﬂdaﬁdsﬁﬁﬁ agSAfhid@la toxin or-a

radi oi sotope. Preferably, such antj can b used
for BHBI1 ¢ coibrrmbodmaRly Eagégmhweﬁ ‘%SP peugd ﬁ‘b?TPé’B‘““"S
cAmpAEIRS ,an | EFRbivE ﬂﬂjunIbe hie ) antibhdid hatmwmvemﬂcmrﬁdnnﬁm hedth a

sl RSB SR o U By gt e
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mBﬁN%"%OMOlG?%“%%%%%%%?sé 100261%5% anot hermsmn

P ERtenats Willersi HeE AlaBraispocAndidiense inpuding it get Limited to,
rHediRAdid Bghritiel] B8 SheFHrilS, WittobdlQRSs, P&FaG, afeat mtlshiling, Retenosis
essi 031 of MCP-I in a patient, conprising

a‘&@%" %3t 0 the patient an effective anount or an
anti MCP-1 antibody- The nmethod can be performed in
vivo. The patient. 19 a manmalian patient, preferably

a human patient in a preferred enbodi nent, the nethod
concerns the treatnent of tunors, including, wthout
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limtation, cancers, such as breast, ovarian, sto h
endonetrial, salivary gland, |ung, kidney, coI onn?ﬁ FEB 2007
celorectal, thyroid, pancreatic, prostate and bl adder
cancer. |In another enbodi nent, the nethod concerns

wo hedeewat nent of inflammatory conditions, POCAUGTHFIR:2I2
but not limted to, rheumatoid arthritis,
gl onpezd] onewhy dnbihsr; entoliGiR St R RStntion PEAKEAS infrho® F@alFeating

t ranspl an rest engsi and aut oi di seases, ,
S R o R S Nt n2 Rl FMER 0 O 368 comprisng
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e BOP 'chifbig tf: GRALRE REinflaARARE Sdodfion, GRNRARS] bhiORbt limited to,
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der cancer as wel
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capability of fixing conplénent and particlpating In

PIWWFJ@%FEF%'@ (CDC). In one
enbofuamgnt | mdLe tﬂc@ﬂ%[ﬂﬂﬂbﬁnﬁ@d} PRI itd, Bffowed by
S’:fjﬂgffﬂﬁaSb an amno aci stl tlon to alter
- BBt 1R g G ftatine spi Q%#H B‘i‘tal n amino acid
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antlb fromthe bod the am no aci.d
et 5ap3 g?%/i’tlf(r)f%%"gmp oﬁ“ﬁﬁe ccl?a gédpc]) [ﬁﬁeﬁg s
[({Hi =N I&D@fﬂmtmiuo@nhém aewmmnmy cidt&naﬂtﬁed Mﬁiﬁ-aib}'mu acid

rapi yE'f ?%r %&[Ye& O%% t anot er e d‘a. neﬁﬂzl?ﬂs d
a¢cslerzfpal pmpoeif ﬂmma?w frwmﬂmlboémtmywyvﬂn lperonino acid subslitutions

nﬁ{r SRR bRk of aRELCANE Mo o). St £ ARRAs Oke anti-MCP-1

di seases such as .neopl astic di seases and i nfiamatory
& e brlteref ppeh Hat ki plgpipatecess il fravie ledyc di seases
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nﬁﬁﬁﬁﬁ&&ﬁ&ﬂﬁhﬁiGﬂaﬂnmmh&maﬂdhamﬁwmu&mﬁmﬁhnﬂnmmwh&hﬁnﬂmﬁmmm

er_cancer. In,an.alternative e nL t he

R i TR B B PO R TEG Bog, Bty T pdgpee

l o, rheumatoid ar hril i . gloneniloncphritis,

at herosclerosis, psoriasis, organ transplants,

restenosi s and aul oi mune di srases_ Brief Descrip [ion

of the Drawi ngs [0031] Figure 1 shows resells of THP-I
nonocyte rnagn i ou studies in response to MCP-I,

MCP-2, MCP-3 and MCP-4.
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[00321 - Figure 2 shows inhibition by antibody 3.11.2
in a dose-dependent manner of the mgration ability

of TPIP-1 cells in response to MCP-2. [0033] Figure 3
shows inhibition by antibody 311.2 in a dose-dependent

wommnaeeof the migration ability of THP-1 cmtimesanmzezaz

response to MCP-3. [0034] Figure 4 shows the effect of
Wt X m%co%ggmlmﬂmldegﬁhc@nm&ﬁérgﬂm snﬁdaml m@ﬁﬂﬁm“ fontory
p ur shows i reasi nnal, .sc er

oS b o b PeleT o LS R e TE prAE, direroloos,

pécditisid, ReMIBndplan] iehagiiemd albidghhe: figuse 6 shovvs anot her

orientation of a -rdi nsmng% sgatter pl ot of cal cium
flux, chenotaxis t heMCP- 1

ant i podifes. Fiz@© 3 Bhovkirgrultpo [ AIPShmwsicle i grglioa studfiés in response 1o

qps% c?; * -1 sequences usi ng VBI-24,
I ndi'ca g the and CDR3 regions, and the
assofWN3gled Euudﬂegqvamlﬁﬂﬂmglwenﬁhmﬂ ll[bmmﬁeguﬂ@xslﬁm&ruf

nti-MCP-1 sequences
'J%%?%ﬁhﬁ\?%gﬁ@ﬁg@gt@%ﬁ%ﬁgﬂﬁé CDR2, and COR3
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&Q@é&hﬁmw&ﬁﬂsﬂew reshofise WSH@p.3 W conpar i son of
anti - MCP- 1 sequences u3| n% VK-08. indicating the

(98 P+l [atibody &P Sp gpporeatic. turor
P@ﬁﬂcﬁr@ﬁﬁﬂm (FI gure 98) [0040] Figure |0A shows a

0 ltbe " SBRE %0 T B i ESHEICER S

mdyﬂdmfnamsncwataeﬂmdendrogram (Figure 10B). Det ai I ed

Descgfl}?él onF1 atﬁlgfm\P raEJ Efegllaggm&ql?- %naq) sc:!i&e.r g{u c.alcrum

Enmbo nts the |nve I on describ ere| nr
fog chamtees @mbd Fmimial e died8CH-hatibdsiiesd to MCP-1. In sorre

enboﬂ]i{gﬁnt sﬁg&llgemaqﬁﬁﬁ,pggl a1 4 n@%%ﬁ%ﬁ?ﬂﬁ%ﬁ&& using

function-

VaH a4, wirtps G CPBOITES andd DRA wrEigur.And the assedidig g:ramfFlsure
qg{]epar ations with desirable properties froma
thera eutlc perspectlve |ncIud|ng strong _ bindi ng
affi f oFispedAshoyha Clagey ‘f"’t?’”ﬂ’%"sﬁ‘eﬂf FoiHyICR: ll\?ﬁm?f’&’r Fring
VH-B3, demamf.t th DRI ICIDRE yanll CDRB Riating, ehd@e agécitddilemiigram (Figure
g ovascul ari zation of solid honors in vivo. 7 R1 4~

B 2007 WD 2004) 016769 PCTI LJ520031026232 [ 00421
Acco[lkﬂﬂﬂ]gl y Figesriadihrens Shotl Whenipaisen bl eni-iCDL seipences using

vtk i Qg %ﬁ%%iﬁ%%%%ﬁ% o (AR ARG e

98ht i bodi es can advantageously be, -g.. nonocl onal ,

Chi NRipkéj an§Hghit 15;1%8&%45@9% e&pﬁmw'ﬂﬁmﬁ 19k 0ob R8s usiog

i nvention al so provide cells for "producing these
VAt irdigpiing th @HﬁsFDB% aad FERR Frgto81: At B3 asseanied isrcageran @égure

1g®scri bed herein possess therapeutic utilities. An
anti-MCP-1 anti b ( _ bock or limt the
extent of tunoFe=: ¥ S hor  gr owt h.
lvany [opaxicer Ede}dnﬁcnlm ef uid:l nge:mb@smﬁﬁmmahmo&la&stnomaodm

288 %ics (hat bind to MCP-1. In some embodiments, (he antibadies bind to MCP-1 and affeet
MCP-1 funciion. Other embodiments provide fully haman anti-MCP-1 anlibedies and anti-MCP-
1 antibody preparations with desirable properties from a thermpentic pempenlive, ncludmg strong
binding affinity for MCP-1, the ability to neatralize MCP-1 ii7 witre, and the ability [0 inhibit the
prowlh and neovascularization of solid humors in vive.
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renal cancers express the receptor for MGT-1, CCR2

The co-expression of ligand and receptor in the S‘i&EFEB 2007

tunor cell suggests that MCP-1 may regul ate an

autocrine gromh loop in cancer cells that express
whabdeesaponents. Huang et oL (Cancer Res. 200803026232

52: 2806-2812) have recently reported that MCP-1 can

di feﬁﬁJzKa' NAdHRRGE &Hﬁdﬂﬁ%hﬁé%ﬁ&bﬁ% mﬁ%l%ﬁnmﬂ% or

cells t ex ress CCR2 receptor for MCP-I
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wSRRT S du a1 i S RGP HES o FARLORF A of o

nmm;aﬂnrammd anel mmwmmumm tyiosg Bl gli¢hbastpmay and

il Sh 5 phas b ety MRS, 000, MEL LR liFSr RANSEN Roopir
ingbd e fugnogyel ﬁ@ggeslathﬁg MOP;gmreyregulatst sgulois sowdtlags in cancer cells
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descri r e dd|
AT e r| S ngqa[ﬁtqej‘?) di \éjéjrleg Q ora é"ﬁ%@sw Fﬁqp‘hm%m%vm
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lcf- r thepmeel sy Blqrastanephaitiz. BBEPICIFIRTS FROTIHR SR SEERES
:@aﬁ\ﬁmm@ﬂm&lﬁm(&x}ma@ Ip habiftiol @lth dah&e&una:m adtiteks of mann facture

tif le ds dj d
cgtipong Bl =i Patres B it PR B Ml e

cﬁmﬂmmg Iaren,bndmdn ﬁdnm-diuckmlh tBeimentiorsdrscrbedcheghineis protydefl toegresn for

f ‘fggdd g disclosure. 100461 Furthernore,
e pr elns ypeptldes descri bed herein, and
f r age#fl s amunmux Srnycleih egidsolpscribed hetrin, prskfrpeicys g \vguiants

cﬁa}, ) HeUlEL, 6@ )way %l’f‘ﬁbﬁl&:ﬁ%cgﬁmbl%i‘ RO8iIRct Mo HidsPtledt &fF the

e production’ of  an ant |body (b) a
corRAFIEE ARtHIGh ATTeise ROIVRARIIHFSG BTl 3y aigRis 28 Reypmmfpant or
h&%lugﬁgﬁmc(pﬁcmﬁﬁ (B &@&g@ fof @dtecti6r &ﬂr&u&glﬁﬁ:ﬂibnﬁﬂ 8 radlEe Scids

t hat _bi nd to a ol ype tlde descr her
chlfrep B O G B BBl Ll e Such

&&aﬁd&tﬂ&ﬂmﬂﬁﬂyﬁhﬂ‘mﬂx@ﬂbﬂm&y af f ects the

nmol eg#‘"ﬁr alqd/ or ceI | u @ unctl ont}%g@ at eﬁihm%n,tmﬁﬁ_ﬂgmm
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mah@ﬂﬁﬁ@:ﬁfﬂﬂﬁl@ﬂsad[lﬁm:?sﬂhdt mchade(w} efviig s a8 mpmgeen 1o stimulete

W DF‘ habedly| 0P Gl ot | Shaan Qe assay For
0] eptl e expre ’S1°0Nn ac can be used
sedb apramﬂne (taew b tagget (o m@mmwﬁwéaﬁ!ﬂew lhﬂhblerbk@raéd%l polypeptide

ks I hér;?h P35 LRy EXRNEERI %&%%ﬁ’@o&jﬂm (150 trkARERHE Rrith the

0481 Further enbodi nents, features, and
5&%@“‘?’%@%@&8&?%@%@3 @By ent i on
are prow ded in additional detail-bel ow. Sequence
Li sting [00491 The heavy chain and |ight chain
vari abl e regi on nucl eotide and amno acid sequences
of representative human anti-MCP-1 anti bodies are
provided in the sequence |isting,
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the contents of which are sunmari zed in Table 1 be

Table mAb ID Sequence SEQ ID No.: NO Nucleoti de“: FEB 2007

Sequence encodi ng the vari abl e regl on of the heavy
chainl 1.1 .1 Amp acid ssequence encoding the

ww amivedst® regi on of the heavy chain 2 Nucl eotimgmnncs:
encoding the oar ahlere "on of the | chain 3 Am no

aci diosm ueNeRiangasinbugedile wa&au&%fcen%dma@ﬁc&ﬁs nﬁacm
chain 4 Nucl eotide once en the variable mghgn of

PTG SFRISE0 ovagtly AR Prouse oo gt YFEsely, 2 erease
inMCP-4 pblepehitlyieiteseibn & Ge hmamml&mcn desth Nucl eot i de uence

enco the vari,ahl e regj on of i t.chain .7 .
o o | B g 8 U ppmping o Bfagis of the
lm-'h:aﬂharegihhdﬁhmnddllﬁnalﬂlﬂmlmm desequence encod| ng ||
Q{olsﬁf@f n -on of the hen chain 9 1121 Amino acid s
ng the variable region of the hen chain 10
Nuc| 8849 de Ewdwercbaie mablishpcliamevaviedd mﬁbemc&gﬁdmn@fmidoemid

sehkQ of rﬁr&n&m q ARG greg; i encod.l""ﬁ ionga Lising

region o chain 1 NucI eot |
ﬂ\‘?ﬁ?‘?‘%l%‘“ﬁ‘?ﬂ@ﬂ%ﬁ@é‘%ﬁﬂ bepwi 13.1 Armo acrd
sequence encodin the variable region of theheavy chain
14 Nucl eoti des ence cnqgodi ng the variabl e reppon of
the Ii i chain 15 Am no &4l suence encodi ng the

wabIBOIRqicgg on of the Tight chain 16 NucCleotide]sgQIp
| ssdende cxadin the variable region of the hen chail nni
1. 18. 1| Mulesifdle 8@uehcs SEGHIRRBLat MO ifOh the hebry Vidid abll e 1
rﬁgll“ Aotind fR sapRivs eitaiify 18 varhble (@h bFibe bEHRCRaBN0PdI 2

t e vgrhalsbide ks ebodidyahd vagitle gl of tkdiphdBiiN0 ali d 3
sence |entinstichigeflameaidodibt B LLEHIE Rezidh of (Belight ¢hin cmu na4
20  Nyaheedidd expaaeanetinpecaditigedifics id e bid € Tons
fothe Avtan/agideBfieie 2dcodin@thd vaNable regioh 6f thokeacdbaigac pdi IE
t'he v griualebtile sy dite Aifodidpehdwanabe refion of thedidht chain
Nucl eqgtAmieseifl leqieteeitodios hevidkle waloh abthelighechaan of th;e
|'i ght |@fulestid2 Sequeie ¢ncodhiyi bk vatishixreg e et haavl Bl ar | abloe
leﬁl on Jofind dvial skap@dive exddingnih2 darioble pipa ti Hlekaaibaia e 10
encodl Hpckedigle vaenaddnedding Usrvatibld lhgohdahe\ipgRkbin 25 11
1. 3.1 |Amum &l scpusse euredicethe neioblE fgioh hethy Hghl éaine 1 @1 o1
of W |éaleatide pdyadnne @6odidguind veddblcdierisafilerieayvedo ' [t 18
e 1\éalrl ahilmmdsequam:ia fmdnéng ibe gdnable re@itn oAbt avvachhids ant Bt
encodi BE @i vagdbldAdoid afitte lglhahsin 28 15 |
Nucl ectﬂmmmmmmamahlhmanﬂabh@tm@_on 1§
of t i | 4 Nuelastide edqpdone @Bodingihelvadabilarerisnfiierieay eldodi g 17
h @& var rAmity} agidrseqpienn exxbdingiée frziably regina bfihd=wnMhaibh eol | dE8
se epe@mh@dd@h@@m@gbhmmﬂmﬁgtmlﬂa@mhmml n| 3119
Ami no |& [ ITe CE F i pf 20

the |i Ml@hmﬂ'@gﬁwﬂmwuf%mm1l b 7 631

P US i il péling 22

ﬁfl Nucleutldﬂ sa:[u-na anmdmg the varmhlc: rcgion of the lipht chain 23

Amino acid sequence encoding Lhe variable repion of The light chain 24

Mucleotide sequence encoding the varable region of he heavy chain 25

1.3.1 Amino acid sequence encoding Lhe variabls region of 1he heayy chain 26

- Nuclectide sequence encoding the variable region of the light chain 27

Amino acid sequence encoding Lhe variable regicn of the light chan 28
Nucleotide sequence encodipg the variable region of the heavy chain 23 |

1.5.1 Aming l?cid sequence encoding the varieble region of the heayy chain 3

Nucleotide sequence epcoding the varable region of the light chain 31

Amine acid scquence encodng the variable region of the lighl chain = {32
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No.: NO Nucl eoti desequence encedin the variable '
of the heaVy chain 33 1.6,10 aid s nonce encodi a
vari able re an of the hen chain 34 Nucl eotides uence

encodi

ng the variable region of the Iit chain 35
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the}lfa“ﬂ FadiEdhiheeShoolflE M8 GAlinh¥2 M pihn B the inl | 38
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chai'n BluclcAiBeRbueHok Bhco @A 010k ¥ Lhd RnMMkina Dl & T 8]
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REE WRIBNG 856); FOdber%ad Wl Buges Tl 193001 (1985); tah P ERnABA 470 7 284 Chiem.

BB idseth sﬁﬁwﬁrﬁa@uﬁ% VR CIENE NI A—
nBadide IFepride piaftias Gl aye siiictichity spilak oah:rpbulichily veghlpaRidts e be

0 t he ' f o m.n ec

il tBed %0 ARITBL At O Tl RMELT Bl beptgomimeticsare
stotvtyeally simitr b a praddignt polipentide Kizn g eolypepiédedhal hllstllhc@hmmﬁl property
mpﬁﬁﬁﬂ&ﬁ 15§&h Q&d&?ﬁm@ﬁggﬁgm&F%Hﬁﬂﬁg é%r oﬁggﬁmﬂﬂhnhgﬁ

rep ace nt amno ac nét ten

optionglly renfaged fycaelinkage salegipfolinsm fhe group eaqaeweeﬁf ﬂFHzBiHsmEH 28—, -
cﬁghﬁ;_ Ly ReGH Okis S6£ SHER LY OCHLT, uengﬁ tan&h@rx,@d_ew #880ds

patent Sequence Ies (e} art - recog ni.zed
Wﬁ% s& l{?ﬁubémhqneqfﬂﬂsw Imope, (7R P%is of B consensus

S Wmu of 18 sameHfpe mg Lmesmanxbld\@ bEC Iysiag) may be used

P I Cr F d.
TR o B ot it AR AT B D ing = comsenms
séfhenacdrarsehs(aBidip dizmtcalConamols Jeqones vaviatiop cisiy be Gakd@d by methods

l:1 t f
B 01y SRR OBl bt . ol 109 ol v hasiog
imol HeET SSIIMETHNEER 00 BheRs Feemplebo Histtide Yridew which cyclize the

h,ypeptl de fragnent” as used herein refers to a
poI ypeptide that has an am no-term nal and/or L
car b@& Tt er MimHeadY e “eplfusty, peplife(siyeleeloon dntackrptibosy Ry a binding
fiddhheROh@&if that SRRHLENSED ins intJORlbodR for tsekcfid BindRL | BRBOR fhdiinie

ﬂlgosmlons in the naturall occurrln sequence deduced
FFOUse M FE O 8 DN A ERtplapa g b licss el cleavage of Jitact
Fragnents typically are at hpast 5 6, 8 or 10 anmino
acids long, preferably at [éast 14 amino acids |ong,

nore preferably at [east 20 amno acids |ong, usually
at least 50 am no acids |ong, and even nore preferably
at least 70 amino acids long. The term "anal og" as

used herein refers to pol ypepti des which are conprised
of a segnent of at |east 25 am no acids that has




suitabl e binding conditions, (2) ability to block

appropriate MOP-f binding, or (3) ability to inhibfitFEB 2807

MCP- 1 expressing cell gromh v* vitro or in vivo-
Typi cal ly, polypeptide anal ogs conprise a

wEanFeEwat i ve am no acid substitution (or apgdikemmezsz
deletion) with respect to the naturally occurring

artBEHAE N BRI kAL LM&HE%L |Bﬁh'ai?€1h'%t ™, 8A¢ bindQc1Al ﬂ@bﬂdles. An
acids long, preferably | east “50 am no aci dF'E %1

a‘Bih“‘chFﬁEfél“’“ﬂ an‘kmfalﬁﬂ"o?ft éﬁmﬁéﬂﬂa& PRy g Snderptepd to pag gegh of its

bid@ihg! feids| MefMGAUT BinNghtibdg! SupABHikIEL inh{biD Adesiie RIF ﬂ@a:eplur o e

anal ogs ar commnl t.he ar rraceut cal
P ATSERSF Ao et of SEihaitt geocee T GRBBGE pf eeptor bound 1
c:aﬂajmgpntsbytaeln‘adn Obﬁt oif%, tdngs, Sashpd B0E amlaqabncdﬁm]lir besa than about

e of ons etlde dar | amed "peptide
Egr%ﬁae ot pep 7 tqm" guchere T Adv. Drug

Res. [ﬂ&‘Ei 29 THEO8G) “q!‘ll’ménmmdda ﬁwardmgieﬁmidnl\@mblem speciiic

SHHIER = EeRiants 3 3l il o

hepaipalhy acgivaacfacs groupies WMF%WWW&S%W & chains and
it e M%?&mtmawﬁmt%aﬂavcﬁmﬁﬁ&% tQ well as e specific clerge
u

therape ically useful peptides ma . used
TrsiEties. aﬁwéalmﬂwﬁ@ﬁtw é{ﬂqﬂeaa?g%wbw digspgigion constant
meflfp@mmfeﬁﬁi}&nahmmmﬂp&bﬁmbﬂgtmmar e structually

simlar to par adi gm. pol pt i de (i . .,_apol peptjde
t hat M58 a Btiﬂdﬁ’i‘e%e&%Fs“ﬁ?%"ﬁ@r“tt?d“B’F 2 P R TP A ntre of

clefidaldolnpdund S bl Biblogisal Rideraoladals] .h@ﬂ Yxirall Wiad & Bbi bidTugicd malerials.
nor e t| d.e l.i nkage P nal repl.aced a
K nk@E sel a¥EEY ﬂfuﬁ&“"l‘f'g ftafr& et ﬁ"jﬂ%w foripls) of MCP-L
pdlgidblide vahbh, relvin, a hlﬁlbg@ﬂ-laﬁcﬁmrmamﬂ:uﬁnl@tal) geliviOELBBve, or naturally
S ATE, S |
oGP s, SR Dippr TR0 | U Bl
(clbsrdehitgioryacr gbmelatney) saused dypetities aringhelly Broyming &GN Hﬂlﬂ#fphdc
oflReILSPHE bitiRCio(iBdile thelfrbdhidhColl 44 RHRRIS Rhinsk a'u)’:ahééﬁz)c cpilope

may be used to generate nore stable peptides.
P%\ﬂaﬁfﬂﬂuhbﬁﬂﬂt%?rﬁmeﬁ%wqw&m ¢ adg lalﬂe&ﬂg%%wgﬂﬂw
T8 Ue iR Cab0ity &b Eidb&ttﬁﬁbfoghdtﬁziu |uﬂ&ﬂtdugfﬁgy (‘agd’i.&ﬁlﬁg%hg;nic epilope

nce vari ati e erate Yy net hods nown

opsietieiy &pavY pana gy oreteray MEEH BRRE ey B ochem

61: 3@F7] 19 9 rkimeéndY néetﬂﬁﬁl teth herapddic rlg?ahndﬂlt eﬂdﬂa:h'oph}rlaﬂﬁc

"Leine residue S f. L oanin | tra u
prev i BEREY FholRPRL ofiell e (P PRBRg! AT AR Ay forsaet
piippedihedditionoer disprder.b dbiyze e pteid BE (redithent afcdyde twse plreadst wth the
dﬂﬂhérkﬁgqr)éll 0Thad BaRioNBve [ YHIRAL orl BRE GO Wbl Mo GARFLER be

with the intact antibody tor specific binding, Binding

rrev@dfflent s are produced by reconbl nant DNA techni ques,

or Do 2 Y Mltken Q¥ refeRQB a6 @ﬁ!&%&n@ﬁ:ﬂaﬁﬁﬁﬁhﬂuﬂ&@hum,
1 4 FEB 2607 WD 20041016769 PCT/ U52003/ 0267

"'éi‘ﬁ"tﬂ‘"B’éHf Seh 2pmaRkeyychimsRERt L dpordles dammslp anddam ¢, and zoo,

sﬁlﬁbaﬁnt&tmf\ér paradmﬁls.n@l:lea.ﬁm l&al%&?tﬂhtlﬂts&ﬁ s}llem p:gta,rggmg,&dwm,
er | |.0na anti po
Rt R P P 1 RO e e PR o fes

i dentzRL AtCani bﬁdysud;diasrh:aﬁthdd Iplyamamhutimlhs agrenedi Gaiers,

f . . f
Rt SBRALS BPoce SO IRTEPU AL BB B Bl e
desapes el ronmpiatpnsisgplayed. Odise tha Dosivlofiodly 24@niehl6 QD HS@%mus
pATER] Sondsi kMt SRpRSiofofR My 3BRMEb: ga'?ﬁ/&r{ AL BERFMES R

In an in vitro conpetitive bindi ng assay). [0072] The
pheapiyier dispin opbotherreganiy 43ids Aglioideteinpludies 2pobin agid; low moleentar
capabl e of specific binding to an inmune gl obulin or
Tell receptor. Epitopic det€rmnants usually consi st

of chemcally active surface groupings of nolecul es
such as am no acids or sugar side chains and

s
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usual |y have specific three-dinmensional structural
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characteristics as well as specific Charge 14 FEB 2007

characteristics. An antibody is said to specifically

bi nd an anti gen when the dissociation constant is Sl
wo fod/opresef erably ,: C 100 nM and nost pr ef er ablysioslileszaz

nM [0073] The [am "agent” is used herein to denote a

cﬁﬁaihmfmmldlﬁs] ife; Qhoreies Gtk @.@Em@mw&d&mﬁ, or
b| oI 0 crono cuI e, or an extracii made from
g'iﬂi'ﬁﬁ P*§ ¢ pojprpyipgroligone; arjop \ppidy uch as

g]fyaﬁe, toftamhg a@sﬁgna@t@mﬁh Grelfysiies ntuansfan&uﬂ{dss) dhecMoides] and other

I whi.ch ret J d/
o RSB T et B PR g r0mas s
aloctolsrsndhrg nﬁﬂﬁmnurmfbygemltfdamg colnedrensvitbesahbdigicat/br noniomic

i e
R e s R

nat ulbeT8ly obapeinr dipegtiovCRE mtﬂvﬂlﬂa@pﬁu@e twot Mentical hatigtoHanding,
ﬁé@ﬁén U 3h11L0 Pdﬁ%&&eﬁ@%uﬁmﬁl%ﬁwmﬂ ﬁ;% 1O QHY & residual “Fe?

galnst an antlgenlc I|O e OSSGSSGd a natlve or
Frageenh 4|deSEmalian fefoches Wi&%@) Wﬁ@bﬁ rerelilys Hopsiy treatment ields an

LI ROLREI B8 Tas A6b iaMlideY-cof iR Stel Ond' H @t RidableYor tofbas-linking
i nduce the production of an antibody against an

anhigey- geni c epitope possessed by a native or naturally
occumoiapg MIR lis @@ mifph istdehodd @Qutieh: thdlr RAGEE B tcomfi&E Qhifen-

P ] T YRR oL e 0 A ARSI p e e b and

nml@hmnm@anasledwmdomL ess@wmlerdt hﬁnd:aamg elt &dn 1hiadhipuegocthat

R SR Ut gng&m 10832 1d AAAES ko RLen b BAL TR we sufue

of Hos\EI¥Loheen oCﬂlwief &edivs BPBe conder mhm@uﬁmgvmwiqlhéu the
aflibS @) Ak, ﬁnoex @Mﬁgmm @!@W@'m 58§18 b&tion of

to any ani nal aSSIerd us a nmanmmal i ncl udi ng

s Freliaer or WW@F“%WW@%E ondy fhree GDRppRee Bo for %WW&B‘AWZ%E‘%‘“ the
alRG 16 Gdebidiad Sand deiaBslips, AMudhapdikiBR] Nl BocPRBINEOGan the entire
b @grts | aboratory, or pet animals, such as dogs,
Tare®Ccatt1 e, horses, sheep, pigs, goats, rabbits,
r ode[ﬂtlam et 4. FaiFﬁﬁgtmr {osesinodf hé c@sbdrdohsin bihbe Hﬁmﬁﬂn darg the

{ QQ7A71 " Carr hereicn
|ngulﬁ}i‘:|%1 D ar@ |czﬁ‘1yy acc%gfﬁ%ﬁﬁtd%g‘gm%b ffagments by (he
addilonof e fewgssidyes Bjﬂﬁbﬂbpweﬁmﬂfdhﬂ lemerbait 6}l dotnign inhlgding one

s Qe I ol
N ST AR R ?ﬁﬁ“&hﬂi‘g’fﬂ“ﬁ%&?@?ﬁﬁ y

rrfEhrertireoldah  fagments vhis bryn Bisercysppsthareey ther chemical
u@ﬁbﬂﬂsbﬁ%ﬂhﬁ?‘%ﬁ@ﬁﬁ&a&fulsﬁmnm ogi cal | y accept abl e

earners inc buf fers such as phosphate rate,
and BPHR, or%gﬁrltﬂsw‘ﬂ%maﬁwaﬁm%ﬂ Vel m%ﬂﬂmﬂ described
has:ﬁ ik CExalinp Je-OdY 58 etk atfcomp a&ﬂd M&uﬂ.ﬂ@ﬁmse\m:nad partfally

769 PC17 003/ 26232 ess t an ab
Bl &9“3? BBy ﬁ*ﬁwa%% Pl i,
Peim-:mnl)gwlaﬂquml aod smnnmﬂu frogaib uhhudﬁumhyntkpmdlng b the coulexl,

&mhﬁ@%& ea]us;&}np@ﬁ IBQ Y 42N LR i %mﬁﬁa&u@ ﬂ'ic@l%ngéluum{ag.,

SucC yC|ne utanlne ari gl ne rginine o
awlw@é‘s Thii @atémampla@é a dagsontivadis solid phasc of

dﬁ&&@ﬂﬁﬁu@&%%m%@é%ﬂ&ﬂwﬁﬁ&tmﬁﬁ or dextrins;
chel ati ng a%ents such as EDTA, sugar al cohol s such as

rrann 100881 " or ippsome’s js| useddheraimnig deenint spalbyrsicls gempoged of
Gpes cEgide) 'phaPRdIBMk Gnd/srUifrAtheRhith BYSthlaer AMRENEVL drg

B LSl < R o T T T o

anti gen bi ndi ng fragnents called "Fab" fragnments.
each mnth a single antigen- %lndlng silt, and a
residual "Fe" fragnment, a designation reflecting t he
ability to crystallize readily. Pepsin treatnent
yields an "F(ab')z" fragment that has two
antigen-conbining sites and is still capable of
cross-1inking
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antigen. [0079] '"TV is the mn num anti body fragnent
that contains a conplete antigen- recognition and 14 FEB 2007
bi nding site of the antibody. This region consists of
a di mer of one heavy- and one light-chain variable T
widleiaphiBgen tight, non-coval ent associ ati on. phirusfoime2s:2
this configuration that the three CDRs of each
LY AInALAE cORTRIND arrddb & 1 Gl bifaPer Sk, Bﬂnlﬁ%'t&eﬁp;ﬁ’m‘?ﬁigaﬂem
Site on the surface of the VIl VL diner
biolpercBlpqmPEISE.  he six CDRs confer antigen- binding

specigdogAi t Y 1he 1eh esmANbBAWY is HRWNYRM, tof REci8X aMMRule with a
even a Si néyle vari abl e domain (e-g., the VH or VL

oS REGYeiEst el or half of an By conprising

onl y ipiiee ERRScARES, itisQeind “labdl adTtiibgledr) rePRyta Hadatalién of a
nJ ze and bi.nd alth

R ot 55 Y B Friiop e oy oI i, iR o e o @

Psiﬁ!f@hde[ QD BDlmyA nisadiics Fhay menbe at:t@:m:dcbz.nmaﬂm ahl:ta Eanstrgmvidin

%a?@%{)%&ﬂ% cﬁ«'f‘:ﬁﬂﬁ Eyb ragmsnts %f"f“}’récfﬂ o

cplpomefapethfds dnemini sipptedsethe labpd pt nasker ofn adsofe Wpempayfic Earious

ihold§r GREIRO $Yydplidb: RHS g@&pt&t%sttﬁ@wuﬁh@ tho Qt"anmm@ used
i ncl udi ng oné “or nore zst ei nes fromthe antibody

Biprgjes of bigels for pelyneptidepi B &5F ok Bgitad e éhfofﬂlfg‘tlwrﬁ-itmsmﬂpﬁ
orRidRmcBiR s £, &', PH) ¥ss Mo g%b'“mfltqu*tﬁrﬂu%rmﬁqtbeﬁw FITC,
hi nge cystel_nes bet ween them O her em ca

Thgppns: né?lhawd%rﬁhr' WBeRy- £ oagrht Bbed degr shoneralih . Prodey B-
calefbsiddze) h i Fernd¥P A Blsalihe N PRosPELSAU'S ciiBRifiindbedofht, leuﬂ‘fﬂt}rl h@roups,

R S el e A R Ul Ve e
m@b:h@nng fies Erntu:ﬁ:ﬂhry egibodiEamstal(itnding, detaind, palobeeksh dingome

obass sac e.
B s, PR 3ACKIA BBt ot SUANER Shnpts 1 ety potopy! e
hifd@nerones, In certain enbodi nents, depending on the
cout ks 1t AR RAL 1 haRRARRS) SRR n‘?ﬁﬁ@‘éﬁﬁc&ﬂ}%ﬂé&a& 19 cthical

assay pI ate; in others it is a purification colum
cppgnd or SPPREERIPR icERARIE H JACHE eapried Breamsic el svhee pRgpedy
aadnﬁmehaa@é L@En1 A0 OhieiSoh Sk Wed cr® ladeClisd A MBERIRY Lo chliveitioRll Bage

t| cl es, a 0 ribed S, Pat .
ths 1, vfztémrﬁ%‘g% %"FHQ f?"s%rﬂﬂ? ?’Fﬁﬂw@n g el g RSP B
Mmrﬁhe-nnl,saﬂ-‘mmbd(lm}gt cI e conposed of vari ous types

of llLlﬁ%ﬂor %‘gl | ve %{;&&Rr sur.fact ant h ﬁi‘dc,m is the

usef rug (such Fw
FpEbyipEp tpcdes prscatr(l. mbmdymtl#réﬁm:tb;s Towe Fpurrlantrtben, acnir pigeT individual

SRR ol o 4R SRRl YR

Wheren hi |ohipel speeirsnenmPEFes a8 lesst ghouk 50 peraenf (g a maolar basm} of all

nFoRR BRI Biecied predihiO RGN a ABMRALAGEre chHEERb WRokBAR more
"smpl | polecul e’ is used hereln to describe a nol ecul e

U iahouk 80 proreatcqb el roeriRny el FISHAaso L B Senpesitiohy gors prefembly

:ﬂtﬁ?ﬂtﬁ abd6t 35K G0NELSI4, And pﬂrvf. hﬁﬂdl'ﬁafeth]ﬂﬁﬂhe obqet spedal edibca to
refers to incorporatigon of. a detect e.marker, e.

T SSPREPADT SHABP TS BT e B° AHPREE ) e gpropaston by

catvegipnrteddection srethpds) yhesslnl the cofopdiition | cupdistsressatlisdys of hatingle

d by marked avidity (e_g" streptavidin

ﬂc%%l[r%fng%ﬁaﬁ a fluorescent marker or enzymatic activity

t hat (W8T be Theteae tratienjindyief lvmian gl velgtany suhjstls.i c

met hods). In certain situations, the |abel or nmarker

can al so be therapeutic. Various nethods of |abeling

pol ypepti des and gl ycoproteins are known in the art

and may be used. Exanpl es gi | abel s for pol ypeptides

i nclude, but are not |imtet the fol |l ow ng:
radi oi sot opes
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or radionuclides (e_g, E, "C 15N, -'S, 90Y

T
““In, "SI, 'r"1), fluorescent |abels (e _ FITG, “i FEB 2007

rhodam ne, | ant hani de phosphors), enzyrrati c labels (a.
g., horseradi sh peroxi dase, 3- gal actosi dase,

wih beihrtase, al kal i ne phosphat ase), chem | upCiRBEBNb25232
bi otinyl groups, predeterm ned pol ypepti de epitopes

ALBERgREasE DY a secondary reporter (e.g., |eucine
sequences blndlng sites for secondary

Zl er alr
anlto Pwa’af les, Thichage spiRey PECHGHELHhE OO PopEris g ipimaes Bach
L&Q:H& is &mﬁﬁm\emﬂs.ﬁcﬂu@@ ghise ﬂbﬁyﬂpﬁ&@ﬂﬁﬁh lB3h SRR GSing AmF Blight”

vari uslen reduce potential steric

q?rm ‘[‘60 f?ﬁéﬂ aB?%?“‘ﬁﬁﬁ c &t Freap-egga porypn of each
unhimgcm.ﬁs ammeh@:m df aba@f 6009010 & mdnemahmdmmﬁyn&pﬂmlc
frelelss 03|t|o bl ehof |ndM %Ffl ed.t era e C

‘Ef“f‘e%?%%‘h Br per Ty S i s o‘L"“b fght oo FE‘““
ponsily sﬁquusrblerfmsﬂfwelnetﬁmctame Hised lmbk:dmuhs £ly2 ﬂm:ﬁmd as knppa and

| I et S e [.f

I%ﬁ%—qﬁ i | ctl ona F‘P&E’%gtr;ﬁ (I:]%T d@é %@?@‘é?g@% and
dpfije he apibmdyin ipgtape as Mﬁ IgP. 6. lgdound 193 5 ypectivep 8 BMilhjxslight and
hehef ehai] B4 %abléh!ﬁ%ﬁ&ﬁﬁidt Brlos B §fned W ANy éﬁknﬂmﬁﬁﬁt 12 m’mﬂm

species is the predom nant SReECI es p present (i.e-

SRRy wﬂa@% Yeayy chpia alyp pgludipgh i P AP P YERIF Aipin0 acids. See
mryumm@pwuaaﬂymﬁ hepan oSl tzh@ea Rﬂmms N.Y, (1989))).

Tﬁ%ef B Fra ofimeh LR et Wi B o e e e - oo =

mmasrtu'baiydm twaObipdtic@iod. Focepldn hﬁhmmnhiamtéspmiﬁc alibodies, Lhe two

hﬁﬁ]%é%ﬁ?%n@&#lﬁe speci es present. Cenerally, a
su antrally pure conposition will conprise nore
t hanlt8@¥gut 8= rjameﬂtexbbﬁ el sﬂwammblsemnrapf sabizdle sonserved

ﬁQ%Su?cﬁ{‘g g%ogs gﬂﬂg _.E.BHPQS er%lé% XTuaH%ﬁ,ﬂ&.H&Enty
about % 90% 95% % Most pr e erab

detpiring Espjensi s STRs. Jhe pp%ﬁ“‘!lé"ﬂ g sk félca%d’ﬁtﬁg@ﬁ@ﬂ“ﬂ by the
ﬁ%ﬁﬁﬂ&@ﬁgﬁ@&aﬁﬂ%@uﬂ&g@@ﬁ%:ﬁ@ sl @;&sﬂx Ihﬂnﬁah@n Cterminel, both

conposition, by convention
é’f”gg‘ﬁ”l' H@%&H‘BB?FH%’:? aﬁ%‘ t@%@ r fCD!F' and FR.
Thé mgiganmmmuﬁﬁmkcﬁﬁub aerch Ipedn B9a afcoflSnfk meehat ®fftions of Kabat,

SEPREt B AR GL GRS PEEr s g5 b aTh et o

1981) (198 @y oSChallst LamteLfsa,ossqfaLTmer 8690 - 18 98TyShothia e k., Nature

3§H7L¢g,t3ng{9§b unit is known to conprise a tetraner. Each
I i's conposed of two identical pairs of

pol y[#emli deAdtimpaifc or bifimconshintibpdytis proarifeal bybrifipndbody having
mﬁuﬁn&ém efhdpaﬁm.ﬂ mé&m%ﬁah SI(cﬁbmgmﬁQ afBodQ can be

- The am no-term nal portion each hai n

Pﬂ%ﬂﬂ&&ég variehiimaiods dpdingogen %ﬁd@mdﬂmmtlekﬂ Gf Bp” fagments.

.see, ag mgaﬁxad&.mhmwnh,l mmrmpﬂmﬁhllm ®: 31081 ﬁﬂ%ﬂ},%ﬁ!nhy et af., J
recogni tion. e a portlon (0] each

oo, g ksa [Sba o b ditio 6F Pitialns Rrioariey g, oo, GHGTeY sbor

itagivepbesd @inpiradelih radactibiERodvixgihal el bodies i §iclds md degree of

L. fi nb h
o i il P R Ped e el e B gp 58 gy fom
o fFeirienn havingd single bindieg {itede.guTiab.Foblyars Fvs ot ype as | gM

25 aki8Gied A4t s tively- Wthin light and
eavy chal ns, e varianl e and constant regions are

j oi NB9Yy aHuinin sndibediny awfid edplaintof il noeblengsrassocialed! mish aolibodies

(€ hiflSess Mhrkad of H?wi}ﬁﬁ!wmﬂ%%ﬁtﬁ régaﬂ&n Ghlhefloehr sﬂhmunm: or mt

region of about nore amno acid ee enerally,

i BRiSHE 510 lﬁmw@ rgKyFleaymec pf @P&Eﬁﬁﬂmwm cad 19 ¥hg gggpration of
Raven Press, N. Y. (1989)))..,, The variabl e regi ons of
each |i ght/heavy chain pair 2¥ormthe anti body- bi ndi ng
site. Thus, an intact antibody has two binding sites.
Except in bifunctional or bispecific antibodies, the
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bi nding sites are the sane. [00891 The chains all

exhibit the same general structure of relatively 1% FEB 2007

conserved franework regions (FR) joined by three

hyper variable regions, also called conplenentarity
walsiessrai ng regi ons or CDRs- The CDRs fr onrthresemenzezs:
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l'i nki ng of Fab fragnments See, sSongsi vi | al and
DT AHFFER i O AR AES. Eveplinn FpSm fop iy Smgmmnls of the
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Q‘QPm‘F‘;?lFfé’dﬁmW/‘B?f Prsent Np, 5348 BiVhip Spragisf alomd U.S.
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%Pa"e?bﬁt?’ é?ﬂ Wﬁrﬁ%" @@ﬁw@gwﬂe 1P4% 03485, Hg@ﬂ Mafﬁ’af* 1094,
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antibody is then expressed by conventional methods4 FEB 2107

10099] Anti body fragnents, such as Fv. F(ab').sub.2
and Fab may be prepared by cleavage of the intact

wpledakTis €. 9. . by protease or chem cal cl epypgsusnzsziz
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libraries thereto (see, e.g, U S_Patent No.

Ellnl e ey &

5, 703. 057) which can thereafter be screened as 14 FEB 2007

descri bed above for the activities described above.

Preparation (0104] Antibodies in accordance with the
wo Avenkisdn were prepared through the utili pariuemizezs:

the XenoMuse(r) technol ogy, as described bel ow. Such

3131 @esertJﬁ ey, A8k EngaPah! so-6f 102 i OWYUC ILRGh= rmn.r Trimunol, Methods
| obhul i n nol ecul es and antlbo es an

‘-’t?elﬁ? éF 1}: fgnd praltiple Sefigerir grpidesr ity PEWF%MH&@ BaEr-L £5-12)
Ve gsraajma@mam@di Trug RECANIIH RGOS masezgamﬁ&&s did not

achi evi t re disclosed i.n the. at ents, .
PRSP R i i W P (B B | (e o “Therapeuti
ABaileGitia ned Fuﬂttataﬁuﬂ'r HereirD B thetipbAic cnhﬁAMEVHTgh aﬂimty antibodics o

ferr Odl nt of ni c odu L
hﬁ[ﬁ [ﬁ%ﬁ%m ere r%ﬁr‘nmﬁjs'rtglel S¢ lggeﬁe‘? de. g Bg{a'eaﬁweuﬁ
nmmﬂﬂﬁ'blaﬂvﬁ dm@elraldl lhﬁtloﬂhnﬁﬂfamgwﬁlz@ miftimead hmmncmeru 34) and

h&@ﬁ%\@gg( | she &%A:Eaa @%%‘%“%M cling the

hyErBil [%ﬁé}jaﬂl@é’b@ﬁbﬁﬁlﬁﬁi wap glgtivauchrldan Byeth gbgranst to MCP-1 1 2

tnithan pNRLI ERpiase peketiyldiPmbkaf (1997). [01051
Amtlbodles as descr.i bed herein, are neutralizing high
af £ i 148 anTheeeipast desgriber hrrein optesienedrto, pyerrame &%@@Wew lo

nacpodi BRDESte ﬁrmmamﬁﬂp @ithASmEbbOAGH! hffidsdy Mildblk HAtherapeutic and
fer nt net hods _have been used

. er djf
AR TG 1o OV Ao D | Wik U B of MCP
mu.o:lmyr(lmpaind mtjphg@ticmehagﬁe Baihetid pephilds @by stslménsdﬂuﬁaﬁed i
e a eS Ve n
P URIET raRe T Shgehu Riefp M- e 1L (BT Bk,
bchivERe Ny lefifive bf auraie hﬁIP l is hEhlazuns&vedl\ﬂath thﬁtLMREd (85% idenilly)

g 0P 10, Yo MU P GRL Ll b

WEBI@FB@W/ @sgmmwm&m@v@m bt seppratioag high

ﬁfﬁﬁﬁﬁ%ﬁ%ﬁ%ﬁ?ﬁa&?@% ?ﬂ%%%‘%%*hgﬁ%ﬁﬁ%% Fouplzd o keybols

PR AR P (BB 3 (ﬂ’ﬂ!l“w} or ypftopplgte Freund's
Q.aﬂtﬁacﬂhanoc&e it Qﬂh&@mﬁzh’agerl ein et at. Drug
R 783~ 1998 d t
or oclIEN 2 B AP S SO S T 1 e e ot fom
the Sé@ 152 etrirared entbotiles endl: :hleir. sgevetd cell Ielsiuaddséithal mekidmpe cell
b AR iBBon ) Wil s LA 1l SARCHA or Gl doh BhlAvd Lrllled and

|n|ty ant | les to
sdirsied e ddenity Bylredoma togl] Enearibat H@de@np@pw dsclﬁmmeﬂm}igm af
m@r@‘ﬁ ﬁé?élﬁ &ﬁ&l]"ﬂdﬁéhﬂﬂ of&c‘ﬂﬁp% hﬁbﬁmﬁnﬂﬁﬁmﬁ%@ dies specilic
I muni zation with a mxture of human (1 34) and

tﬂdﬁww Jyeoobed. (Furiher) a ghpmeteczalion Sf ey ﬂaqboéwwa@leqﬂ@mﬁh cell lines

FpetvEdad, 2dithdlRp Wh R M IS at b 888 tef@enbd Waly Mol helielr 84 g i@ Bihins
E%% 86) was effective in breaking B-cell
BIEPEIEEt o MCP-1 in a hunman patient with an

i noppra#| e Eﬁlﬁcﬂldm;d[somfdlht URshtion] PrbGifd r&h&mwuetaﬁhof mulliple

TR T R T ——

arlibrodies mnrhgm lorxad nmhdsdbw“euhr &b bthe fMOP-1 Iﬁmlapmuibtrs ingeheling

M\;vlii‘ﬁmstﬁnhetlc pe tlg@ﬁ%ﬂ%ﬁgq{% ﬁ%’;&!“‘ﬁ%

fragprEpls 1f MG o fwﬂv@eaeepasm #@tdl&erpémnmy:s lagajmsl ppinbgd humnn
CIREEGRS ShilkdalbstHQCE-Q andBIRLAL Srciiild & e 71&;3@ Gletbabefinel Becics

endogenous, human MCP-1 (Vi sser of at

CIagr Yk Further E@@&%@ﬂwdmaewwow ﬁarﬂ; Iypradyoed by
is highly conserved with h%n MCP-1 (85% i dentity)

and rat MCP-1 (91%, the conbi nati on of peptides was
used as an irrntunagen to break B-cell tolerance to
murin.e MCP-I through nolecular mmcry, thereby

all owi ng the generation of high



T TS T draa il | RIS FIELF 7 Y F S B E e el Sl sl iRt 1 S — I Pl T P ol Nl O, L S | il

affinity human anti human MCP-1 anti bodi es- These

pepl i des were both coupled to keyhole |inpet 14 FEB 2087

henocyani n and enul sified in conplete Freund's

adj uvant or inconplete Freund's adjuvant to era Lance
wﬁmmmmnogeni city of these proteins. [O010¢&r#Einesors2az

immuniz ition, lynphatic cells (such as B cells) were

chﬁ %Y%%Jﬂ:ﬁ%@ m:ElEl%dE“a:?dea:EJﬂ@Lm Mﬁéééﬁgly%tck BRAieRS and light

such recovered cell lines fused with
d?ﬂ:‘@lﬂ pbbpdisgel | | ne to prepare i rmortal hybri dona

cel | ppidones. AlscaRveny brumaﬂrrar qaehg tukdae&. wa@macmmsdgmm

and seletedt0|dent|f i nes _that
N e P GO s g be teolated from
hypaiiRih@s! Xenbb@ie® , mitd) aacnoguadrartd @Bm@;fntemnhtmﬂr@nhty loitd QMR-

cel | lines tha rod ti.bodi es specjfi
S ERE el AP OO ol RIS A R GresRdY ELISA for
r@ﬂhritjaoagmes pmoﬁim'eld mmumgah CEhd dupemesantsi Srepmms&ﬁadund fer

g e, i b 5y B IGET 0 B SHBROURIGE pRPRY BB
a@a@musqrtemmmt:semd permst PhEGR-1 owl Lhe mwsderﬂic'dm nt‘MéIP 1, JE,
laoﬁe%%ﬁé .-L,pg H‘J{ €5 m%ﬁ( aﬁjﬁoﬁﬁs &E}&Lﬂé Anﬁﬁailé*&fi\h Lhe degired

produce "anti bodi es specifiC to t her

speifeititsraeniben jselpted éﬂﬂﬁﬁ MaRlrpesificdismolyte plsmws% {Rafepck e al,
p%w.f@keﬂes& hma@.tma beas quggj) t baisl\é;gaéd 5Kl Mo FRERBISsheep

The supernal_ants

d
m&r e SERER st B PR | 1S e B o S
AR Hsfha 6f)ls MoRithy e infriab6tuli@ i inefRe sA Poripeaenl, the formation

gl ffere t antl %@?ﬁ%ﬁ%ﬂfﬁmr%ﬁ ﬁg%?ﬁ@F%l l_J(Eem)kl .es

pli&;m d::lb uﬂmbmtnﬁhﬁm@mhm -specilio phsmead in the bapte: sim e can be

A B TR B oo MG S R it S8 e e et o

teoosh plherowll P@FFEJSZ@%@O%Q%@ P&l the B4 apepdinedhe heavy and light

cﬁaﬁﬂm&ﬂﬂé‘&gﬂﬂ&bﬁﬂé irfiBodNEn BELIBREIAGHE SBRIARES cANRLY 6 Ruther
t he heave}/lﬁand I ight chains of such antibodies,

“F‘HTS%'“ AFYIE éﬁ‘%?‘}/‘“i“ﬁﬂ"&%{ﬂﬂ b VEET FEEHE SR 5@ PDNA, mors
BIRCHGEPIDNA Qo QL By, thd okt @6M@Ans &3 zﬁﬂhﬁ@:hﬁmyhda@y and

?@ it e P T P AL ROHSTDLCE T S i ol

stuDcubimed i amam:emrah dutde:ﬁ. freylie ntddifi=d ek nproomRAle] AX0tKtucing promoters,

E%%%E eh:'lalé‘ﬁ an ghgar e iﬁl%ﬁh Cégelﬁg% I%g&EE%@A&?hU%nC%E 'i'h:mnlaLmn of

mubigtet singlct Blaseg arcies thalt preduCantbodigninseife te MR is described below,

Féﬁlﬂﬁ AR Sl AbSeit BN uﬁ% of im@f?tﬂu’ﬁb&yyﬂm be
ainst fragments of MCP-1 to further epilope map t

lﬂa afed.dpteodiced infq aypitbles<prassian Hster gl can ben :
and @@ﬁij NSt ol @herdCRbodRE Grobilted BPIAS Buett kybalidehs aferef}{ﬁﬁmﬂrgez

wﬁfﬁﬁ{}"%wﬂehﬁgemrg ﬁ gé]% react [ VI ty S! ng dﬂ.ﬂhbudlﬂa

psq@eshﬁma lgmeﬁa@nﬁmtsla.emﬂn aaécﬂtlﬁd.ryuaanmg ﬁaﬁbﬂas &lﬂﬁﬂ&dﬂﬂfﬂfﬂh&r

oo ol R pe S s Bl il o, B e

Kinoof Somsba:t w‘ehxpu@rfabmam Y Motvdeelow, wiea nbahmcad b eiiijessolid phase and

n
s Ul C MR b Qesl o Mo of wBlet 96T 1t ol ebfenlf E3GREE e
aeliydy piddeihbgl obul i a of interest and conpl enent, the
forr@m@n Régaﬁm@'tﬁélﬁﬁmhﬁ@é 9@%&@%@&@&3 ullity of anti-MCP-

medi ated | ysis of the sheep red od_ce
ag!ibpeligy Hd‘P"Hdmt‘Héml?ﬂda@?’mPﬂE@F’} E@Fmsﬂrﬂﬂa%%ﬂ*l aqt}'?@dla ﬁffj'l cgample,
anti gen-specific plasm cegkhln the center of the
pl aque can be isolated and“the genetic informtion
that encodes the specificity of the antibody is
isolated from the single plasma cell. Using
reverse-transcri ptase PCR, the DNA encodi ng the heavy
and light chain variable regions of the antibody can
be cl oned. Such cl oned DNA can then be further




- r - s T a T T SR TTTLOIIASTIL I

inserted into a suitable expression rector, preferably

it vector cassette such as a pcDNA, naro preferabﬂ‘ FEB 2007

such a pcDNA vector containing the constant domains

i mmungl obul i n heavy and |ight chain- The generated
wiyeRieisr@@an then be transfected into host cebr®ismoanzezaz

preferably 30 cells, and cult ured i n conventional

cBlifdeBilly, RS bR a0y inBBods f@noﬂﬁrﬁﬁ)% hifki6y. T Bfe bhipdiapd Bl can be
S,

ugrom)t ers sel ect.i ng transfor or anplifying the

lized &5 (@ rieks dhenly=hehe it DNAe from ap aaifhotys Prepared 1agdspenbrdabogy and

fiaalf td I?Iveﬁgot%ﬂ AEhity ﬁlmmg aﬁ@l:dnﬂ:glg h‘lﬁhﬂﬂﬁ@l@&e amarmmpﬁ?gs second
| C (0] 1 S

oG PEerits Lo HT S s 0o 1o e AT f MGP 1, o grodice

aghitd anivbddy 1 Tam hifbitiely of0bnredtingilsiol ﬁhlmﬂ;es et lfaoﬂumed Azrtle@ribed

1Sy bIe xpr.e SIO ctor .t n en _be

Frr ar?mi fiche I'nto E{Lmvﬁﬁ PT I n&gener a e, Altemalively,

ﬂanﬁefnbdmne@ any ofl &@eﬂdhwes He‘-crﬁhs:é euwhym bejosm ss wdpa I aitein (he

559:@% .!;;ﬁ& Wby GRAL Bt Wheh Raibed lutih ol 3&!.51;.16 AFRABE ity for
ht chai ns. antl bo

In sone enbodlnents ossess
wr VigaFre Absc ey fhaingariys Treiens in @@ébﬁéwylﬂdmﬁﬂﬁaﬂd from

AR08 1 BREIsC SsollBM  BbrS OnyB&Hnefunet Hhals, NithdMled Sﬂm}s Jfrom libraries
[ ncI udin I% , .The anti baodi gs possessed hig
“g'é‘ T Phadp Jegnepise dhak Fﬁd“éh‘:%mg“’?"v Shﬁtﬁﬂ’ﬁ*ﬁ’i by any

uﬁ&?ﬁmwaﬁ Qﬁglhﬁb@mema@ ‘wilhoGlie ¢ 2aons Ty BRASHER Garlile Tegion

eBis e af Ryton Bl RnedSey 56s COR SFaodsu B Fufiper como,
maurha b sigmifidmetly diEtrntildngth of sefgReslidend i fiodil IiRbeyey ehinimgnitilily paired

P R o Dllebiliod Rl EEPRUIR) ol el iine

l@hﬁﬁl‘P@}én ovats 2bAripeRiCRlY el ol d3teride swlefids wilkamBt@partiss o he

VAR LG R Rnh b 20 CiRlii D 4R34 ubing the heavy chain or
ti bodi es %

corrbl nat eri E% , and assess such an
thy; FF&%EP%T"P#?‘T &Fg“’en:é“ é‘b b‘FEGeFB rReRaERAT ﬂé%ﬁ@lﬂﬁ@ﬂ%ky. F]i“‘ﬂ’ébl aflipody
iolechila kb b BeqpRaRuYchEiR firbe Rl FoMeaibrd Hoink@dYaavy chain variable

repa escri bed abgve and,. f ound hav
%ﬁl%ﬂw&im@m&%wﬂw (i §ﬁ?ﬂ°°&ﬂ&'?°ﬁ°'°
Ld:dawx & tovah Bpht eledin ehrialila trégivmg vy, hqare paiine chialde d@ﬁmr ihtedlows the
: f oun have good aCartity to MCP-1, -
g?%%g‘rg%%%g%&%%ﬁ%ﬁq%%’%body- The affinities of the
r esulldliizlg t Kinpthera pmitirgttidels epragrch ehateagubediiliged is to perform
&(&:?S&ﬁ%@'ﬁ&@@ﬂy&ﬂ&ﬁmﬁé Ba 3G SidARlEed 1o be utilized in the

I Ssocl ation constants isSolated and characteri ze
WWWFW@WEMMQWW desrified] ha?mawwﬂﬂmh gre complementarity

deidnkiRAE kPR nd @INH. D atle AFRIRs 6P s REUMEE dritddid &ﬁQ‘Ja Ih@sma as
aid in the Elgseratlgn of ﬁmheav chai n t hat

dEéF"Feélo""\'/ﬁ“’t A 9 '1‘”&h esUpiEY PonSORTHE ‘sﬁatﬁi‘ GFF charsoteszed.
18bh baliclion dfa ﬁ:mfcm&’hﬂlde:aﬁe squce\be mslammmahg &M)&mﬁd’lﬂhﬂe used

varl a&lneI \r/egg ‘) ’ute hi gﬁ%l s]s ap,}’v&ﬁ]o ctg. ! &% erforming

mgmg on glenlmnamc@hdarm mogingh Ihpsed siadled lm ﬁleamue@ incinde chemical

i~ . it
YRR Bk AR enilE Ll BERARRES 0B, £l ehfitye o
redindipn.p dioig uiederiigoglethal i bey inyprtip destuphed @E!Rﬂr WW%WW with
HIRAYYa GRAHD Waddrabl Berdi€ b A afifhifes(IMEAS TRMALD 'whether

di rected nutagenesis). These CDR regions, and in

BERineal by glreeneygsor hYﬁ‘ﬁK/“‘B@ maRs: JiRyihen d’&‘i’fftqd’F Hith FRAEGYREIve or non-

chBgh _thrlcafumal &ﬂid&ﬂb‘sﬁd “’mﬁnk'h deffmed MHR A, hﬁdd‘iﬁ&m’?j:ﬁh@i_:_ﬁ explicilly set
It a .palre Wint i.n body e

R SR PR gt PR S RERER i g

affinity binding to MCP-1 tp generate a

therapeutically relevant anfi body nol ecule with

simlar properties as the original antibody (high

affinity and neutralization). A simlar process using

the heavy chain or the heavy chain variable region

can be used to generate a therapeutically rel evant
anti body nolecule with a unique |ight chain variable




e ST e e ey = W e e T e e = T e e Ty = I A et kL X e = e S b - = -

generation of a novel antibody nol ecule, [0112}

Anot her conbinatorial approach dial can be utilizedyi pFp 2007

to perform mutagenesis on germline heavy and/ or

light chains that an denonstrated to be utilized in T
wi leswianb i bodi es in accordance with the i nvROITEAMNIN26232

descri bed herein, particularly in the conplenentarity

det epiaNi NQAfRgH @AShifAINRE Jpprobfie 1haf $anMetusabisab diyfi@s the CDR

Sere P ARETIBIEY THo BB oy it FERBhE e

remod Sfied! mn:ohihdnmhmmgehes ]Edpmmh:l. GOR1, @RI argd CDOR3 of the

h@LPERE] SbaR LRI CR.1 ABbcE AR G SRR U Albeworc
e sane nay genera e reco i nan
regivpd plodfiee Seaars dd@swa e dengh o¥imilarhp FPBHr Fl2R % apb £RBH ot W hight

el Jﬂﬁ%@ﬁ@%ﬂﬂ:ﬁ @cﬁ:‘hﬁb'é oG NG QAMEL: BP Ik ﬁ%n@aﬁn%:regmusuf
nmown to those skilled in the art and include chem cal

1'5@@%@'% vagiable peses. i adiifioa, thegermline semenernlshess FRRresions could
YeRRA ket r;h%&ltﬁﬁ@ﬂ‘:ﬂﬂﬁ%&iv? By K@ Ghaﬁi(*%ﬁm fugloR genes, The rosulting

| ation. und t ood _t hat [ ventl on
%@g i pR e Fﬁe??a‘ e@%ﬁ% genention of a novel

aﬁmbgtm&um |dent|ty, as def| ned herein, to the

ant i Clt rth her ej n et her.
pr od@gg zs{)&g %}h&gﬁ Wik [he invention
di=cmiltel) bergin aﬂntblabmmw wwmhusc:elhh@a v&iqumeesemumyammﬂs: entibodies

oF AR B oo BB B IS P DR, xRSl B b by
hwe‘tﬂellqihod m@mmawwwmm ari@ﬁtcsﬂ,eﬁclqdm forwramnnls prskaging

Iiﬁdnh:@ or i a biral kecthrf e & B8Ging w@ﬁ%ﬂ%@tﬁgﬁ& (or
P U82611310262 2 101131 Anot her conbl nat ori al

EHBt SabhiTmaiattion rreplirgy Jaemn & the agy py @xuplified Ry&S. Patent Nos.
mmmmsmami 4,10 ﬁﬂf tah:l'ilﬂbﬂﬁﬁm iRbsfihena Prélact &%d depends

des r| bed abovg Iﬂ b’gﬁﬁl %xtdd?%%forés%épmawlgﬁl onsdgsmmlr

nﬂﬂBﬁhan@ElR?a,re e kdCR3n dik atiwed ndmay Jextivamaliandd lﬁlﬁﬁecﬂon, calcium

oy coul. c
e
excapsikytireot ghenetynucBioild(®l fir Ypos@aR) end @mﬂmu@m BhePNA inlo
hdhe light cha n of an anti-MCP-1 antibody could be
expressed in the context of the framework regions of

ot hel113l ght Mangrlingelt lines pailehiate fosts T srprgasion gre, woll fgown. im the
o @il | shdlfle SRAY SGRAIRES LAP Hifes GIR1ALRIIAN Ihe QefcanDBrpes Culture

P AT b el B e g e Sl G s S s

bie hassayabief MUES Pl hbnkit Lym:&p dr:Uaf(ClM)I nad Heprmyelnlat eieizoma

Li f 1] I 0114
oS8P P 0 s BB B e e o S0 g Bt b e

sd@tﬁdrﬂda-mh dﬁmdmgt\fhe:hlcﬂi/m hamfugh! excwiidevehené prduce entbedi=

A R e ﬁ%ﬁl%iﬁo fefilel |ines. Sequences encoding
part| cut ar enti bodi'es can be used for transformation
anabnilerigdbeoAniedvaliempedigst cel | . Transformation that

be byor 863y mﬁ.whaag, tﬁé’ﬁm&iﬁﬁ tamu mm_:gl antibody. appcars important
pol ynucl eori dus into host_cel ncl udi ng,

B AR A g OIPREID) YN AT U P Sy Rasgigpvenion
niap bOmadeMdapable of efde@i homadhd, hélaGtampREe-dgRedenCeloaxibity (CDC)

oo i i Sty OGE L gy o8 vy RgEBem o

ad){ba &8s tHl 6re cdpaBid BT lﬁﬁ&m&,@duﬂﬁ;gﬂﬁimuuﬂhﬁitaﬂmﬂ 89 felbo®)ng: chirme IgM,

tranlé&?“fg‘ﬁéjﬁ%ﬁ roced @%:tssedr nds fgﬂﬂ%’rﬂs"%t Tt will

het er ol ogous polynucleotldQﬁ_lnto nannallan cells are
well (mown in the art and include dexlran-nediated
Lransfection, calcium phosphate precipitation,

pol ybrene nedi ated transfection, proteplast fusion,

el ectroporetion, encapsulation of the

pol ynucl eotide(s) in |iposones, end direct

m croinjection of the DNA into

(..i-lu




i — [ T — _—_ EEE L L) - - - E———

------- — ] el sl ' e e T AR e L= Ll A e e £ S -

nucl ei. 10115) Mammalian cell |ines available as hosts

for expression are well known in the art and inclldeFER 2007

many i mortalized cell lines available from the

Anerican Type Culture Collection (ATCC), including
whrliamabeol i M ted to Chinese hanster ovary (Ebfusaeidszs:

HeLa cells, baby hanster kidney (BHK) ceI I's, monkey

.ﬂehdtsnrﬁﬁr&)mat m&p @H%,otype bul,

Ko PREAC T b T T

sgthed tieekafidar mhccdem&mm m-;m@:.wdwmh aeitll kh@SiNA¥eal Such

cong'f ﬁ(‘l '%I }%Eﬁk&/% 2 a uce Q&tébolg aérﬁgﬁlt I'JIE]E?-QT

a@i UiSePatat N@fﬁ-mmwﬂf%ane:bmas [a[e@ LE6]U.SPaleht Bos S ¢771
ﬂﬂféjﬁjlll;? g]&"%gm%gl on of "the MCP-1 anti body appears
t

I mporfa | east a porlion of its node of
oper #illn. Tinide ealtcell Masipn techyime, | odiclesz of ot el Ling isgmipared that

poRUEAt Rivy B, P FRARERARARILE o afithf flyQhmd W&Lr%r%li e is

|nclud|ng conplenent dependent cytotoxicity (CDC
Yt osessish disrlisht ghajny | Syeh estls gamyperpalipr, baBoe] audmh eqlpline
Ia; AURRE amdody @AbYPASeDf antibodies that are

capas)le of he sape, |nc udrn vvrthout Irmtatron
the fflown é“'a?rﬁ PAERlF FyaryssadfiFihue b uman ani-

MOIER b G2r i i1eE! &:ggilesh 1@21&% b@%dﬁwm.ad g@eﬂ/ %ilitgnghld MR ICE-1
|

il ool g oty R BT 4E0pl5 3000 A RO 4 fruman

Igit’e ggd we bt dschpedwhibststill postesaild the poe s@ible sagoh (8lich defines the

ah Sk Pgmﬁﬂ& vy snll SInlh&IF its %ﬁﬁwgnﬁﬁéﬂ%gi%ﬁﬁf wgﬁﬁ%%g Qatp%ﬂé‘uf fixing

possess any i sotype an ant can be iso
w@e&%@dmweﬁwmaermr ng conventi onal t echni ques t hat

are Ylﬁirgl KnQRrdifet, NG 2bodiU Edhaiabies AR g&eamrin@.hug.eat Aired

use of rect reconb|nant techni ques (see,

“BareRt” AgbuleE 4 figcusty aboxs dhay o eepapliyiie Prwdarlsw@s}' lwilaarl’fam
treledired Shuhcribai et aRGpd S@eking. 9., U. S. Patent
Ilalﬁs. !g] 916, 771 and 6, 207,41 8), armng others [0117]
| -cell fusion technique, a nycloma or other
cell lineis prepared Ipnaboblopdsdeises a heavy chain
Wi th desgir r 0 her
cel | [[ﬁlﬂﬁe | ?1 ﬁﬁjﬂl g%gﬁb%?gp%ssc%é%?esﬂt%ﬁwqg%bﬁ a n
ﬂS\!FGhﬂr@é mcﬁlﬂ@arfﬂr memledﬂﬁéfl mabé?ﬂﬂuls@dﬂarnﬂf-‘&}‘ééﬂland ambrzed l:-zr
'J TR SDQtP@x@}IE lﬁeﬂl Lprg epnﬁi ur[ of n
1 antr bodi es

SCUSSE

| t
rv%rv@rlﬁaeer« SR )5t s e Theorbion A PBoigp @gidues

AckorGitigh rrarrlsdsmelm RRESASGIRheALSInaECi BelibBdlestdesdiha herein bind
it could be readily isotype sw tched

t'quomb%rr?@’r“ﬁ‘f glcﬁ' tman 1 gM hurran IgGI or hurran | g3,
| gAl or | gGARurfagpéniy Ry B9} ng t he

Sa i) 2D soﬁr@mgé%?%r%??rﬂﬁr %ﬁelsﬂﬂﬁﬁﬁrrs%e%ﬁ% hecin

oo albagibet preformigd vsiap SBLI. OFELII FroteinChirdimpiaesren tuseintd define siles of

caedﬁﬁggﬂtgg%e%ﬁd thggﬁéﬁrrcgg}g %r.rglgy ag[[ur uc:'?ur';'q’%"mhr

immebikized, prig thedryein Ehip sray wivierrdy an firilal ngvhajerred atafhy Pe bound
et | ek dM:eE:l@d BRla lhs%ﬁﬁﬁuuﬁﬁﬂéﬁfu Iﬂ:ngfnue:ﬁ ha ﬂﬁﬁr’a(‘ Gpmﬂy to delermine

‘functional" attributes through i sot

sw tchin
ttEHiﬂfﬂﬁsp &Pﬂ’gﬁﬂmﬁﬁﬁﬁrﬁ‘rﬂd@f‘“gg&mmﬂ are dcs:gna?/ad as (he “epilope” %apml,mn
[¢122] The SELDI process enables individusl components within complex

moleeular composilions lo be detecled dirtly and mapped quanlitalively relalive to other

A2



e e I ks T T T e e S rda - ST DD o il Sl SR jai s b b wL s = e T e L 2

[0120] The binding of the antibodi es described herein
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vettiheh @t useri af h&nﬁﬁmm&mpm&e Qelaifvd SmABras Waftin@ fcopies of 2
reporter dye is |liberated for each new nol ecul e
synt hesi zed, and detection of the ungquenched reporter
dye provides the basis for ;guantitative interpretation
of the data. [01421 TagMan RT-PCR can be perforned
using commercially avail abl e equipnments, such as, for
exanpl e, ABI PRLZM 77114TM Sequence Detection SystemlM
{ Peddl e

i
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El mer Applied Biosystens, Poster Cty, CA USA), or

Li ght cycl er (Roche Mol ecul ar Biochenicals, Mannhej i FER 2807

Germany). In a preferred enbodi nent, the 5 nucl ease

procedure is run on a real-tinme quantitative PCR
waenigagr@uch as the ABI PRI ZM 7700TM Sequene@eTogiod sz

SystemlM The system consists of a thernoeycler,

phra& s imﬂ‘ﬁ#ﬁw B a¢Rh&d a@@%&n@ﬁ WHEEmpa Gl VRS Mm of RNA in a

conputer 1e system anplifies_sanples 1n a 96-well
4 diggased tiypevifphyr demenopgt ¢l anpl i ficati on,
I aseﬂn duces midihis afeEinl u&lﬁe@lnrmpré%-éaaﬂa&%mm RT-PCR is

nethro h fiher les for all. 96
iy neekes e Catrodl - eped e Sl il St pipmseed o a
nmmanEmﬁrmg dﬂi‘emammgs tab@é:s mmreﬂlh?ﬂ:b aqmdmfmﬂ Irestment HNAs

a Zi t al 14?3 NucI ease ar.e
ml“%’l a ’eu'se“;]xf)re':r e resﬂ%f%y%@%%

gdiesﬂmhﬁhmm@ﬁﬂeubhmmmnﬂb&d&m ecor ded

pr ot ampp -t B FRIsE S i M crRLEE pelbmer g e
micgercay ehnihe  lndbinmetbddenucieniagde Sﬁ@w&e@wm stic @laged, ursmyeﬂ_ on
afrifradnid &&%Qe%@%@;ﬂéﬁﬁ lo&:2drb Yoot in w&wag@ gﬁé.nE BRIA probes

threshol d cycl e e AC values are
f'ﬁ@&ﬁ'iﬂlﬂﬂfb\ﬁls?“ﬁéfﬁ%élurenent of the relative nunber of

st ar j odindefnl bSihd miccodrrly tEER qe0 BAR VB (i fied inserts
E o PLH{Juszooslozazsz par ticul ) B0R Wiifed ins

Flanss 1o 2pplist o e spletrale ingt ‘E‘éﬁ?ﬁ’l@’ Y] %“&th‘%w(%b“dﬂ
RN ICRSSH pplicd o lBé\h%b&H%leaThd?Jﬁid'oaﬁzf inSRABied dnlifShierochip al
that froma 44] .To
o o PRI gt Eitam, J&%ﬁ%ﬂ%ﬂﬂrﬂﬁt Figpfescanl
17RTledPERN A probess mad by gmmte@rﬂm&husmrpgmam b fl@iresadnt nocleotides by
st Qﬂgé eq k da[ ﬁf ed at.
a const 5?& rl"I?E%/JSEH ar?%ﬁhg h er en Jebdef dlJm ¢s applied lo

trssues,
therriipf ssleetively ybridivs te gash ﬁpcrireﬁ DAA ox hatarent ﬂﬁwvsmmb Siashing Lo
rdd o8 WER kM EMBE (li:nﬁ:ﬁ Ik ZRip PRt LR EE b foodGAL laser microscopy.
expressi on are for the housekeepi ng genes

%%@%P%ﬁ%e@ E:‘n'&g'bl’fﬁ'tf Hersl Al e s esp ) comrrgeding
dkmaﬂﬁmmmlommuamm&eﬂ@mea&e EPRIRLely AN A SBNANCrélR generated

RS IRAPTE: oL - REO AP S o Tyt e of

renotrépte §bm ahe iy aduests ummslmnmagad ;cach Nspecdiad @n@(ﬁh&m determined

SRR R SRR SRS NERAAE LR, {ehel e B8 o

eyalpotencad the expgasgien pattem f@l‘ﬂw If“iﬂ‘éﬂe abgsdismEpdh rthotlave been shown

(a4 @.@%ﬁﬁw&%ﬁhﬁaﬂqy@mm% BIRYE, <Bfidnlard RFHELEEFa o B G ber

¢l ones are a to a substrate in a dense array-

g éﬂf*%?ﬂarﬁlﬂ?d%m st o 1PowPHTEAht W&éﬂlﬂ Si¥prrasfe di thgregpression
1e2glP (S Rehat £ Jrhen&u gk Adel. ScEhes syaioaed 8N Shodology of

bi | Ié‘ﬂﬂg he _m_ crochi t 10,000 el enents each,
%Hﬂé’l%ttﬁﬂ 1&‘“1*‘*8 Y B FHrRLaplog Rl o Rdbsfrt
mm&m cent ly | abeled cDNA probes may be

o R o o el B B BRERhon Qe B RERE M o s g«
hﬂﬁbkmﬁ:als%sﬁlmhun ¢ eﬁ:esmcwdbmomsm dibhiAties) obes MEPH duggponists,
ViQantst PG 1666 P pe%ne&yhxg&&atm? r&héﬁm&é’ Al ng,sinpémmﬁ or

onthe arra ter Stri ngen
iresatond e el ppieio udagsPigngd e MER] mwilqyl 29 rﬂuaﬁweéhtbi,l}r the

a&eg&os bsdt 32 he HiofobRR CRPMtes mmﬁf?'%ﬂ{g form of the MCP-]
g i di zati on of each arrayed el enent allows for

sAfapazopirt of drer MEDS MERUHE SoTimhdiil ae ercrasie af thpyaptyitiss gf the
coI or fluorescence, separatgly |abel ed cDNA probes
generated fromtwo sources of RNA are hybridized
pairwise to the array. The rotative abundance of the
transcripts fromthe two sources corresponding to each
speci fied gene is thus determ ned

LI TR
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si mul taneously. The miniaturized scale of the

hybri di zati on affords a conveni ent and rapid 14 FEB 2007

eval uation of the expression pattern for |arge nunbers
of genes. Such nethods have been shown to have the
woERasNkTi ty required to detect rare transceCpusznadssh

are expressed at a few copies per <cell, and to
ndn@r Yorsl & €%d mip 3l ﬁaeiu P Br Ookchurid, %mpamxf galndmg lo a
differences in th ion |levels g %
(e g pSTERAI gt fﬂ s sigppling G m&‘ H’é"l“““s & MCP-1

pidRinh OMQY, @g:mﬁehluldmchr dfﬂuz adnl t@rmlifed Hy c&bemﬁlt afbth dsmﬁhﬂduf limiled

' 1. K th
BB L SRSk 5 P ot e
bmhmeﬂitantmueel of B inbwdllh ercefring ddranfphy pratiein Hnmﬁamar Bldené&reigfin

Jgonl stf"’sL %e%%l{l‘lnc %@B%@?ﬁuf@?h% ants of
a Md#148] pr o¥eizpls cfénhbéd@’ehemre@:abﬁmmﬂﬂageﬂ@sq YICPd. ppomists

rﬁ]n%l%!s)eéireas RRERL aﬂﬂﬁnﬂs{s% GE :dr:Erf EH,E &3 tskrRind | comBBRabd libraries of

pr ot €l n. agoni st protelin can retaln

rﬂe%etﬂamﬂp%ﬂﬂw TS, gfa{h@ﬂcsﬂ Paﬁeta%% Bpiefagonish gr antagonist activity.
hb?&l ﬁ%mtﬁetﬁm@w%e@ &heiopat virahts ye% Qﬁﬁﬁ{cﬂl BYOcobBinBlorial
of the -1 . Proteln. an oni st of _the
EB%?E&&WE&“’F‘HEF%" @*ﬁﬂ’éﬁgmﬁ Y 3fYeRssReh ep vﬁeé piceled
librhe of MEPRERrAM0ZD b¥\Godiked! bf) mmmmm@mm of
url CCUIrrin formoft tein.b
RS P BOSE b Soe Ehtn S°p L sl LA Pl Yace
seqpstesen ssibe s gﬁwaiuele}dmmmss mgﬂuhmlnglyc ast afde:l‘ Vaingec Fusion

plloﬁﬁ'lk gg% Caﬂ%ﬁ@@%%&ﬁ?&%ﬁ]ﬁé @1{: E%g?%ﬁp%% a variant o e

viriety of angthogs pRlieli eap be ppedde emé‘% dhirapiesal pobeptiah MRnl vagfniygfrom a
SRR liphk Rotfile ¥QhERAT CRANalGnifeiUlS @boeRlral B&ie seuence can be

bi ol ogi cal activities of the natural |y occurring form
PHPTR o PEPRRLA SN SRUPSLFT Bo b fecBPRCie st Rt il
alfpaipastb &ﬁ:rdsﬂoﬂ ¥eQ10k, mmfw@m&mcﬂaﬂgaﬁ@mxmqm Froigon, i m one

ol il PRt <emeRieBretad Vs e A ERE SR Mt ¢ Vel

M(eﬁludmm: n:&)he.mmmghﬁﬁm clignduslgdiiesire kosun ibahd miehtd kige iamng,
E’leg‘a‘}o:::e?ﬁé rﬂﬂ)ﬁ%o MEP&I‘ ?nmk@{r %Ibﬂ%%m.o:{ﬂ ;32 h}%ﬂi Seaiafa % al,

truncation ‘nutants rotern r pfotein
Seiepoe1991105 (128H; élgmﬁ#fst‘-'uefcxiqﬂiﬁ'ﬁﬂﬁ}l ATT ﬂ%‘ﬂ}e enbodi nent, a

%gﬁg%bﬁ@ﬁgﬂ&%I variants is generated by

co natorral nut agene3| s at the nucleic acid |evel
and 8% ncobreeropipneg Wil embeimets of digdnvriign desgribed herein and toscd
umrz hﬁgﬁf 6fihe Auhtb"d.as&mapim w&aadl amr:mﬁtaﬁt zﬁ&ﬂtfﬁ%?ﬁ'@ﬁ&@?dﬂ@

or exa enzyne ca [ ing a_mxture o
% E‘I‘”éo‘f‘? @ﬁﬁ@d (L
ni:-hﬂ‘tmamdm@;e rnamaﬁtemmtnumf acpmi:eh hmﬂiudg.l\/mampeuuw Guehn e dispedific

bl & as | ndi u ept

qfE'?erh " elF %lnsr',im']\llos,la:ei’tl%'!l rgef u5| oﬁ&’cﬁrotel Rutics, gene

thempigs, parﬁ@lwlphag@dmmm lcopmbe ny snilbmgetlenf MCP- |

sequ st D r YAk H@QHFE whers

whi cﬁ%Zn b%%%ggu%yl%r%d%&%ﬂgﬁan egé%?h pgt entl a B

copmpterEnt Byeliemts ¢ dighlc Atribns dreay drasible ielwdbt drpendence o
Rr cEDRling ﬁ%ﬂ%@ﬁsﬁ'ﬁb Bhectricd GHERRNBLR, BERRlabals, for

sequence can be ormed in an autonatic DNA
hlehesi zer. and the synthetic gene then Heated into

an  @psI Opr FéleRun@id) it Sihe@Bon it KiEpeciklS AnBbdia, ElGBQMEiibeies

c4h e B Gt SR N b R A BRI 1 PP aef g o

set of potential NCP 1 varignt segiencm Methods for
synt hesi zi ng degener at e ollgonuclratldes are known in
the art (set eg, Narang, Tetrahedron 393 (1983);
Itakura et at, Arun Rev. Srachenc 53; 323 (1994);
bakura et al" Science 198:1056 (1984); lke et al.
Nucl . Acid Res. 11.477 (1983). Design and Generation
of Ot her Therapeutics
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[0149] In accordance with enbodi nents of the invention

descri bed herein and based on the activity of thel 4 FER 2007

anti bodi es that are produced and charact zc4 herein
with respect to MCP- 1, the design of other

wd lteirmpenti ¢ nodal i ties beyond anti body noi eCt/eSzimizezaz
faci 3italed. Such nodalities include, wthout

Mhﬁt&ﬂ@m@@ﬁﬁ%ﬁ%ﬂ@p 1Y) atshﬁl'c&ﬁlﬂiéﬂjr &.& ha$ Ul th@S specific

cific t 1 bodi. y |ns
mm"ﬁ Brent Pe&mﬁg‘ﬁ‘é % 'EW‘BF‘;:?E‘E‘F ihein antibody thet
hak EeEiERieUb iMGE-1 gaihihe nmzheﬁcﬂmﬂes Suﬂﬂﬁpbﬂﬁé aflihydidsntadi Be genemiled

b th |
o e d R AR PRt et PR b PR R S8 Fene
aahﬂmbmd%ﬁﬂmﬁ%ﬁﬂﬁhmiﬁﬂEmwﬁhéuMﬂéhphsuBWUMﬂuwahmﬂnnmemam}

o 37 FRRLEIR S l OH' 9: cbe BYDPBOBS BN, R BB B seqond
spedilesity san bef miledp dies) Hepreyschaip matmbnroreenisrs., mclufila@h‘uﬂ:a@ielirgmuun,

chR or @@rﬁugea 0054 1 W8A RN & chih G Ofcwﬂeﬁhs% 40 Bload
bi speci fic antibodies, bispecific antibo can
%ﬁﬁgﬁﬁ?éﬁgﬁhat conprise (i) two antibodies one with a
spequfshri t Yin teOnd¥bedn Lt GaolRbBARs, aibodid® iR 2BfFd b act as
020041016769 PCTI.U32_.0113102 6 2 32 a second npl ecul e
imapagtorpstilghg REHEE WayEe el mqs i te 4 diect-gn Vilgia dgrmol
Tddwald: 15261 993)11? SeioN]. S PeehiiNCS5, 11?4@59-&/'@1 ~cdnnAthn &riB Gﬁ@:ﬂ:ﬂam I:mn of
in.s ific on ecu Il S|n
roipafe e Py =P Pl pRlcer s S 35 kY oy
lumnhaﬁﬂﬂbhesuubmmﬁm@hmbﬁsﬁﬂemtmmgamtubbdnESmﬂaﬁhhawmquwﬁ
[ &SRR at ..ar r
H.‘Q& %I e, %l n co%ﬁlé'{‘:’tl onmqﬂ}ﬁ%%%% P('P?%Asee \g.ﬁgg)? e also
UJSaiH@lsni Nsts. ABBIIALAGIS.NBE BR824 5.20@_1?'3({1@9315)509);@ BNE Y tamd
SéﬁQD rris, supra. and in connecion with (iii) see
’ Traunecker et al. Inf. J. Cancer (StrppL)
*" diinigtyation apd Fompplatiopsise the second specificity

can [bgaﬂad %&1@%&1}@ 263 - BICRL MinflddicY ﬁfepﬁﬂi hetaRdateSwith the

|nQIu out limta CD16, CD64 (s
qﬂa gadé:tereg.‘ ma}rl%u %]—Im T@%?}J o0, o1 gx-mulalmn lo
ne\z‘ﬁlﬁé the actizity af MBPa Qaoduld: ﬁdﬁ&mﬂéﬁtﬂu(ﬂﬂ:ﬁw l)s)ues,[tﬂéﬁﬁ]prdv&mg
b %ééﬂ%%%ﬁ-%hm e bR O A5 1is@ML | BOH! 880 CAUNP G tomedt (issues
I e act as I nmmunotoxins u 1 ZI ng techni ques
oEYrain TEAE mmr]m cimgerf freluding . hrrSéenta;ngu and/dtmgtm@ﬂr ard m
oolnmgl!r:h gﬂﬁful&%ﬁrﬁfﬁ Jt&gr%%alﬁust%ﬁe o e%a 552 'n]JJ\Buall}r

194, 594 I'n conhection Wt ration o

a#lmff&%l afibad ofphsoindanl inyetinn mgy Pe Feglovs plopo ey B sombipation
with SiferiBecip@Ad] dedu P BP AR ek, il dnu;{m allBEAT BiEse dofABined wiih

re well knomn in the rt See ... lyn hans
g GRSy SHh o 50 Hp b eURRa S nd
ottt intricDiRhibiERab b engiogeni-OR@ess. FdSkeating iRt dﬁayae Fhe MCP-1

AN N TS B (s b3 5 chemolies

unmm#wamdmms 697,902_ Therapeutic Adn1n|strat|on

R el vl B QOGBS BB v
sigitles Chbisrae b yerddly aecpmplishesl by ddtipmhppug sgril¢ @tration membranes, pricr

toltR AR izt %B@&éhﬁsﬂﬂnﬂ Ry Wiy QBindfly will be stored in
neutralize the activity of MCP-1produced in diseased

fore AR splpdagy, é'é‘mrqq@f W%Wﬁi@m FEppged fulo @
confafkd Hakiad & a&ueauﬂga RO, UGH SadiplE &h hfirat i soinfSGURS or WilCHAving a

diseaag%a rried tissues occur in many types of
SORRFFERFT ﬁ%?%ﬁﬁ@ﬂf , ovarian and |ung
cancer, and in condltlons uch as gl omerul onephritis,
artheriosclerasis, and nultiple sclerosis. The
bi ol ogically active anti-MP-1 anti body of the
instant invention nay be enployed alone or in
conbi nati on
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wi th other therapeutic agents. For cancer, the

anti-MCP-1 anti bodi es may be conbined with 14 FER 2007

tradi ti onal nodes of chenotherapy such as | axol,

doxorubicin, cis-platinum 5-fluorounacil and other
wmeneebisfeehi bi t ors of the angi ogeni ¢ processrcFok003/026232

treating inflamuatory, disease, the MCP-1 anti bodies

may [Besro nbl‘tﬁ%té’&ﬁaﬁﬁh%ﬁ)e&ﬁhﬂﬁm%n @Rt m%e@wm%ﬁhh%{m

cytoklnes and chenoki nes t contribute to the
=gi JWEdian s?ratl%ﬁ““’fof54’f“%’ﬁ%?‘f -ugvéapmmi RacRgeD " trermscuta,
mBEbAIEY, SatrBleliQintrdh@ald Bhdie \or ddmibal i'nﬁl'&s,rm)b}rbﬁstamaﬂ rclease

YR A el DR R PR PR HOPBP AN oy by

bahe igjectibo| | owi ng Iyophll{gatlon and reconstitution. The
ant i or | Ll i l1-Db ed LN h|J
fordlor in SOQ§?|on era@%a¥|c an?b% 3¥m§onﬁ%§|tloﬂmml
ogeramplal ipgn e teppeatieek) wines te rogoekadinmesirativg)dnd thegondition of Lhe
patibf A&rﬂﬁﬁﬁﬁwﬂ%tmé‘sﬁfy :ﬁ%éﬂmlc?a?:s?{;l dlé}tlfl@a’o%&%ﬁdemb a

sol ut1 on or vial havin Eer pi erceab

mhkwtﬁdéwmwnﬂm %8 @equipl #Ve'é&% the pqptimg| ermreptio effept-  (Rppically, the
el 1T 668« BEMibhS2 B h 0837 reh D dDBA adfiGreMt aesﬁéd effect. The

anti body adm ni stration can be in accord with know
PIREEES SIS Py 18 AR BORBRAY PHFRIOPYASBYP Ir b bR SR, deorbed
mmmiraperltoneal |ntracerebral i ntranuscul ar,

intr | ar |n,' arterja |ntral eral, |nhalat|on 0

o P O PhURES e iy oy B Pt e e PoER ans -
ptaﬁnmmnaﬂybaicmwmﬂl.ﬁnant iTihid diherbgszu iy eﬁmpminb:y can be odministered

o A0T SR B0 D R sl B M ol pe Bl i
Thyeconpyitop aeiyt dlse rba pdministseed| pprepleially depbendineontlyes dsamgb| 8Yhen

Rect Gt caeeﬁ m&n%tah@ﬁu{ ¥ 5n sh HeQbthife, Hrogen-free and in &

ua n]nlstratlon e con |t|0n t he patlent
PaeieEly i aRgpipble |5'F1“'WI‘1I '!a"’ﬂé dpre Fgyd éPfyPHrdFmW-t #dr dabilisy- {faesc
conllili6ts ntd1@oMOBARRe MNCLIRDEE by, Brifly, Jopigh ﬁ;brﬂﬁlutmns of the compounds

oSt b e S R Rl s
m&ﬂm the sbepound hivbrgdihe Ldetiled dagrda)sagmur Ssrzﬁlqﬂ@ﬁddglﬁnﬁtampmhle
%@%—Eh& EE’BE?%'zJpsed &@ l%%al aj.?nm‘” %9 Trichf bSne dosages

IS easlily noni conven ona assays or
mﬂmgsmlﬁm@smmuﬁ bigarseduph §s00RY HCT iphospintd. Buele.agelale

har rrgrgé bR F"ﬁnﬁﬁﬁﬂd&% Fg‘fheﬂ%% olaBid Aol Wﬁl& #\4@1@ 1&3 than

utically accepta e carrier, This erapeu
ﬂt@b'ﬁﬁbwﬂwsweew B 26 RPLYATSIES SEpteljs P dteTros ey, gelatin, or

intrRmERIeHA <P By M5 ldetE Q‘uchpisq:fo PlpYrofiSinthel lnflitb GoiB¥ such as

wder aer osol 0 I ed The conposi tion _m
sty ; Sa@»&@%%ﬁp'z PPRPsriatiB ottt S per

c.adﬁ.ﬁjrd’rm mamm; cnﬂﬁtmmsitaereﬁdmw,sg]&nm inAfidsy, , ortdagiring; chelating

houl d t . ]
e T mgmmﬁgggﬂwm
a!@b#mrmmm shﬁmlnug muthes f‘é‘g‘@ﬂ PLUBONEES aripelpétiarkneglyopl. and
t k t
. ab{?ﬂgg |n t%ﬁ Brie @P%gh%n & R‘ é?gﬂe acco;

ski | sage formulations o

mmumhﬂ@mw%mm @WEFF@%‘E‘&S'H Semingien's ﬁmq&@w&f Sciences (1 3"‘
A BREE PGCINAC Al ARkl 0008, TRk SARIAESion or suspersion of

adm ni stration by m Xxing conpound _havi n
(b adtive EPmaERghiaa “grclpiich W’ﬂ*fﬁrtﬂhﬂ G PEgECaggtaple oil like sesame,
pRAEE AP LARh@=d SR sPhibatic BHG EHI@O LR, eI o1&t thd 2R Gy bS& kel
materials are non-toxic to the recipients al the
dosages and concentrations enpl oyed, and include
buffers such as TILTS HCl, phosphate, citrate acetale
and other manic acid salts; "antioxi dants such as
ascorbic acid; |ow nol ecul ar weight (less than aboul
tau residues) peptides such as polyargin ne, proteins,
such as serum al bumn, gelatin, or immnoglobulins;
hydr ophi li ¢ pol yners such as pol yvi nyl pyrrolidinone;
am no aci ds such as
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gl ycine, glutamc acid, aspartic acid, or arginine;

nmonosaochari des, di sacchari des, and ot her {4 FERB 2007

car bohydrates including cellulose or its derivatives,
gl ucose, mannose, or dextrins; chelating agents such
wemeEAEAY sugar al cohol s such as mannitol orPCEOsinNREZI2
counterions such as sodium and/or nonionic
Bamré E}ﬁéséﬂdtﬁres? uﬁtthxa&mm&ma 1106 OB GRoiPbraled according Lo accepled

Ien | ycoL (0158] Sterile conpositions for
Pﬁﬁ?%@"ﬁ ﬁ""lﬂ' “be fornul ated according to conventional

phar pespgut i maiamp eiples @F aﬁmﬁasﬁrmdaq:ebpmuﬁe mcmg& Qfhiformeble

“Eglar ﬁﬁ‘% °BIF‘1° %IF;% cesg:%?wgrw Publ hi ni% ?Isﬁnlhc

fgun 0§ dﬁpﬂmﬂm fifos ot tmﬂm@mmmmmmemh mlnees inelnde

p@%&ﬂé d\’é%el?f %epé]ﬁﬁ% or cg[) onsé}l%ﬂg ﬁ&g?b%glb yn e'ftaj -

Hiogaed yajesh Fet.c 1116721 BBAL) ohie Aergvo Chire Tertke 138105 1982) or
pggi/ fi]ﬁgohn}llf'%ol Tackidé (OfEBr£ QR 2 y@jﬂ@% ﬁ%ﬁ7&801}mmuf L-glutamic

Js?21 623 Buffers, Jpreservatwe
agifh P grreeh ey ghlamale | (Silpan: ghaly @'FR?&’@F‘B‘OP%?‘FdﬁE (1982)), non-

JEEN S e PerdeGriyf 6RRILH andeh & WRGEME) AQkadMIR Behi€ Geid bIObEE heid

Suj tabl e exanpl es of sustained-rel ease preparations

PR et e FHEREN Pepprat (nicciable gricrasphsres ¢pmps5P b hete aeid-
eREJlY NRIdScopaifing! MdNguprdlfle ROdYAC pid pely-DWHisdiERIBulyRe Scid (EP
lﬁ@ n the formof shaped articles, filns or

POCapsuI es. Exanpl es of sustai ned-rel ease mkricea

i ncl po&d] poWhds pdymsss duykl iogied ce-figylQiesiate and Jactic acid-glycolic agid

ﬂ%gfﬁxéééggqf%@ssmgjﬂm RO AT othdlh R gﬁ%gpigggggyshmm

PQ@Q@ Ty hearricdpsnlg, pr@ne@rmemﬂie ohthe bddy @8 10@Hlire] ¥6L mupenature or

B8l e PR of Sy S BT BB o 1o b sty ot

P@?ﬁ@“gbﬁ#ﬁ‘ﬁ i ioppppinogenigity;  Batipneb s e Biidhesn befiﬁ'-m':d for protein mbﬂmnun
mgmluwme%ém%& indFed® Hor £ARH3)ik the agkadath @ discoveral

et hyl eéne- VI n aceral e_.(Langer of a supra
Lo i B @l

oy g Frigeranipealey | stabilimtion may be
adksevid By Lo\IRREN: Dﬂn@&yl (dsiﬂheectyaﬁﬂmm £60 SIRAR &futheRESRWing

oflactlc aci.d 0 cid cop ner and eur0|de

At PR, i, SRS ) SegR B VG, SRETES ¢

cdi}BsilH8) | [0160] Wil e poI yrrers such as et hyl ene Vi nyI

acet a G136 i c,acid nahl e Iea
Fﬁ&ul es Tor ov'%% 1?%%&% i’cl'%'rtal n{?ﬂha]1 Suma

m@b@asttf Uy Dventips L iposogies pantamisty qweh a@éﬁl@d@ﬂ pmnmd b:r melhuds

k&cﬁﬁ%séél ﬁfseﬁmﬁ&cpbﬁ'i‘ﬁa ﬁﬁ”ﬂbﬁbﬂ & aihﬁrnp QR ARl i Eﬁ@ 932 :26R8-

1 ne may denature or g ate as a resul
3@%@6&%33) é{“fﬂeﬁ gotls Frace Vet f*B*Vtﬂﬂr S [T i9PR-40Rd Q”ﬁ@sﬁl’ é% 322 EF
10578} DY RE@s; BT | 43\049: M 4RBH ; TRARS cRich BRANGANII1 15008; U.S. Pat, Nos,

RS TLs anf LEO, PR gS RO o o
ﬁﬂﬁﬁéwﬁiﬂafﬁhnd @hﬁlﬁbﬁsﬁiﬂmhiﬁnlthﬁms a@@fseg&gn l@dIMnHEﬁf tha B dugs
cover Lnt erml ec ond. f o
QL 3?' mdlt e dsEPaMR ang%& ﬁﬁ?lupzﬁ?q %’H‘r n?ﬂc{'%%‘m“"’
u@aeﬂmndwetabnbgndrmhjr Fojivery chnital Feyldrsy I'Ihﬁwmd:la%@ﬂ’achvs dosapges may be
dL{%&Hﬁ&Héiﬁ%%&Qﬂ?ﬂ%gﬁm&Q' utions, controlling

nol sture content, using Eroprl ate additives, and

devel0dflng Shredishgec ﬂbéhfy otdypforiyatiop ofep g Bivio melient will be
d&%ﬁa’éhﬁﬂéh%ﬂﬁ@pﬂiﬁgg%gnﬁc Ol dedaRtSvaRind QackdAE kB to modify

|'i posonal |y, entrapp nti bodi es of the invention
iheiarive GREREABHRANE T YT RPasfdssee bedr wrehlsre dist degyd mule
met hods known per se: U S j,Pat No. DE 3,218, 121;

Epstein at of, Proc. Nazi Acad Sci. USA., 82:3685-

3692 (1955); FMang et al, Proc Nazi Acad. Sci_ t1S. 4,
77:40304034 (1980); liP 52 322; 13P 36,676; EP

88, 046; EP 143, 949; 142,641; Japanese patent

application 83-118008; U.S. Pat, Nos,

T e —pliwe A e o [
. N

e oo
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4,485, 045 and 4, 544, 545; and EP 102, 324_ The dosage of

the antibody will be determined by the attendingly FER 2007

physi ci an taking into consideration various factors
known to nodify the action of drugs including

wERugnkisy and type of disease, body wei ght, rorus:dinats:z
time and mul e of adm nistration, other nedications

nﬁ]?i?mﬁﬁﬂﬁﬁ,t délﬁ&ﬁﬁ&iim@aﬁﬂtﬁ@é&le{@ﬁ&ﬂﬁ@lﬁ%&@f RSpeiteal e bty effiective
ef fecti,v 0S ) eterm y either in
d‘\??*gF?'BﬂY&F%f %%W@%‘B&F“{ﬁfﬁﬁ]”ﬁ%ﬁ‘g dosage of the
antifoopdy f Qianaffertivo Ambar b tigi ebodyadei e tinvaktidn Bebe explayed
dete ned,by the _.attendjn hysi ci an .t akjin |nt
lrl%]é]f a'i’?‘llloa/n R g?ﬁ é’no%mm bt é‘e\% 7 Toule of
adastisimtion) nd) thegonditie] ofdin gatisely eﬁmoydnuim i yplebﬂ)ﬁmmanf for the
m@hﬁﬁ%@@m Bﬁ%%mﬁﬁ]hd Gi¥e. rehlleSIE ndtnini B s ?40%1331@:

2007 20041016769 PGT1U820031026
onfEy] theran=ytin atigel. w@aﬂmmﬁmmmwwm@mwm

ﬂﬁ':ﬁ%&g“cﬁ AGhRlifhg ofl BRTERRAHEdnG Al YooSL. 0 &sinite dosa gt O5iRARSons

etermned either in vitro or in vivo nethods

6‘{"6‘2’,‘]‘“1% PAR Poglke i opieoPOT BT Bty bk 1 Tg/ke, 5
mgmgemtmgﬁg g Bgke ol AyRd ﬁtﬁﬂg@mﬂblcﬁaiw bompel@p @siy/ke,

Sl POk THEREnEPORE JIOEho I EUBHYD! Sl 90mshs

Qﬂﬁ@hgeaﬁd MWapigi arghyte. | Typisallyl ﬂiaeulmem&sw&ﬂrqﬂmﬁmmrtthmthmpeum

her api.,st
b AP B ok oalen AR HREAIEA SR ST, e el Aty i
esgiyoneniionad biccogfentekl asyy oy pi desdribeftlieton. dosage mi ght range
from about 0.001 ny/ kg tcdieets@ 100 ng/ kg or nore,
dependi on the factors nenti1oned above. Desirable
05 2 FelmEns RsHERl e HEipi(3p Qe EEACRPIGIo gnd TEwpsoHioved ar

60 50r QuQikativB | Jebosed - AR Ter® ndt ADhK Gons@uca [k on
e kgi: DQ@/ kg, 15 ngl kg 20 ny/ &g, gnégqlp the

rrg&g .
ﬂlﬁ*@*ﬁ ﬁ“%*ifrﬁfﬁ my/ kg, 45nmglkg, 50+ y/ kg,
55ng/ kg 60rTgI kg, 65ng/ @.&M kg, 75nmg/ kg, SOl kg,
85ngkg. 90ny7cg, 9%{@“(‘%1 anﬁl,el%mgg/ kg or nore.
Typically. the clin ster the
t herl@psut i c'Ihcalntnabdﬂ;P U ptplile ased gs digreanligenr patbése dhudiembad (he
ggﬁgred effect. The progress of this
uﬁ%ﬁhgpy Is easily nonitored by conventi onal assays or
as described herein. EXAMPLES The follow ex
Tl QR ANAPHECSNETHIAY SR SIS S RFAVIBETY AKEICADHQ
achi BV¥gLEMD fHUI} NY<WPat i ve pur poses only

and are not_to be construed ,as |limting u

th
ebliknt ST PR FREREEEh FREPPBL B frotedi 1d Pshepe oo
Prkpro Ve (RochpHILQ®M. Preparati on on [0164] The hunan

MCP-1 peptide used as t%‘%@ﬁn in these studies had
the follow ng am no aci ce: QPDAI NAPV
TCCYNFTNRKI SV QRLASYIAnKTICESKGRIBIRd FKT1 VAKBI CADPKQ
ah ) L DKQTQTPKT (SEQ | D NO 149) [0165] This
P S expressed reconbinantly in E_coil and
pur cl¥Esbd tEmuriertip e sTieerion CREals /Pt Harvesiidy Py EHS#\Npppclonal

anlibodiea againsl MCP-1 were developed by sequenbally immunizing Xenoldouse® mice
{{enoMouse® sirains XMG2, XMG4 (3C-1 strain), and a hybrid strain prodnced through the
crossing of XMG2 with en XMG4 (3C-1 strain) manse, Abgenix, Ine. Fremonl, CA} according lo

the scheduls shown in Teble 2. For instance, the nitial immmization was wilh 10pg anligen
admixed I;1 wiv with TiierMax Gold, Subsequent boosts were made wilh 5 or 10pg enkigen
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P o e er T At e ant A - T e ex TR Al

6uti - MCP-1-Ant bodi es Anti body Generation [016Db]

I murrtzution and sel ection of animals for harvestlihgFER 2007

by ELI S4 Monocl onal anti bodi es agai nst. MCP-1 were

devel oped by sequentially inmuni zi ng XenoMbuse(r) mce
wq Xenoltwese(r) strains XM, YWHA (3C | stracwpseesadess:

hybrid stain produced through the crossing of XMX
adbiikdd 18R Mt 003K citdm 841 iDbasts! vAGe done with 50%

el RAIERP,
Fremont, CA) according to _the schedul e shown in Table

Tiperids G?lﬁsftﬂmcﬂbﬂh@ﬂ ijetiong Fith Hugaptiege pdstisid Ay vil 1056 aﬂ'—
X e 4 éﬂﬂVédﬁstVMftlﬁh Tt MPPB 40l Serticular, & 1:]1 Touse

Subsequem boost s were made W|th or 10pg antige
Jin the foolpad by subcutangous injection, flhe-pramals pore %numi on days
0,20040,01616027, E’Qib L5200 B4 026w B2y R Tk R@atls. 13 zitd X6 Mlobthlin sera for

100g .al um rogea-free D-PAS_ Sonme boosts writ
%Elﬁt't“ﬂ %@WL%H“%’FNBX Gold, foll ovved by three

injections with I Qg antigen admixed |:i vlv with | Qgg

MCP- 1 antigen in alumgel.,,and than a final boost of

| @0g antigen in PBS. In Da%qL ul ar, each nouse _ was

i mmyni zedfeh i he f ot pad |by sub ut aneogs i njecti onL
Eﬂm_&ﬂgmaﬁs Em:m 2 bagsk o hsmstd Vdoost) Bleed 755" hapst 1™ boost

18, |27, 3f1, B5'04Ed| 420 THe | Seelerp bl ed @AY dalys3ne/
1B gl op! tTo| gz fh eEg fr‘ﬂ'l““h ¥ Select | Bing MOLe

desg¢ri bed| hel oReeTd 89/ of| oM o ip ¥¥ain thelj PhEct | ot

r2 baoek 3 Moo JROUE b gl gy W@“Smﬁ%@k—a—b&rmﬁ“ﬁ“m
5911?@?@1 S‘,pE;Iilﬁﬁ 1|5 'ig’;l #€e pouse o\ ol

D

DU e ot e ot S e 5 - Boat—bpot o BoT
7 mpuse us eTieidara A Ge Avm G I‘Hﬂﬂkﬁﬂ 3C- 1 &1@&* TiterMax

Pt 501 spgtt Spof [Spg/ 3 xmp2 T nmpgle pogse] nogse 18

nouseé nouse nouse Titervax Al um Gl Al um [ Al um Cel
Alum Gel Titedul ax pa 047 10 13 14 111 Table 2
cont. of 3ron train 'ct teed mboost O 'boost "°
boost it boost sion Ogﬂ‘g@ 0119( Ogl i ouse nouse

‘Inﬂ‘l n | P ‘lf\‘l‘l-‘l

E@?ﬂ“ Fouse } u;: —x0 —CdSe—gse—ctufie
Qu 0 / I I I 1.1 se se
sbB et % L e 1 anDqJ A
46 | 0 pg/ Dz Tong " 1 '
1 rmpd |7 Tmouse mouse mouse  mouse
10ug/ 1 Opgf 1 Opg/ 10up/
2 31 [7 [MOTEE NLUEE Mouse IMOUEE
K3C-1)x opg ITUTI 1Opf 10pgf
3 g2 |} mOnse AT 56 mouse OLsEe
Gel (Alum Gel |Ahom Gel |[D-FPBS
Pay 26 27 31 35 42 46

0167 Similarly, oiher XenoMouse® mico {(XonoMouse® siraing AMGZ and
XIMGIL3) were seqentially immnnized aecording Lo fhe schedule shown in Table 3,



R T —_— =

10167) Simlarly, other XenoMbose( mnica (XenoMbusc(r)

strains XM and XMXL3) were sequentially i munikz&dFEB 2007

according to the schedule shown in Table 3, -44 1 4
FEB 2007 W~* 2110 0 /0 1 6 76 9 PCIA |1SZ1103(Uz623Z
wa @idao@faer ' Goup Strain 'cc 'cction d booseci@seheest
boost Bleed -'h boost G-h boost 1U8/ 1091 1U8/ 108f

| 081 10g1 4 xang2 4 nouse NDOS NMDUSE NDUSe nouse
nmouse | 0}tg/ 1049/ 1ogg/ 10 / [Otrgl I Dpgl 5 4 nouse
nouse nouse nouse none rm €3 Titer Max Al um Gel Al um

Ccl TAl um liegf Al um

% Get . 0 36 10 {I3 14 {7

Cradl[Stra¥n Cifiitic jinjodtion "61561156 jobst #14Dboost BleddUS 5O Boosti6™ brost
xmg3d 4 5 B Dayodl 10DpSl | Andyigt MCPrOgg/ar|t | body Tougdf e Siopg/
Wer emiiet e A Neoldy || et ¢t mAllst SAmdas: 1|li t ¢ Vadoise | Snomse

t he |reci pLocaI I/ t helOggeat efie/ df | Wpg/or] or seriaugh | HOpg/
ah idng inwee f okwbutehat mofie pachey qund.  Bmicefe| )y mousc

MGTH{! (84 Tfmﬂmghm;f@a QA& AR% geffost ar Ah&.?@a g Giel

O yersat Bimdi g [Pot yStyrene 96 wel + jptat
Bavnni ght at st ol es Te sbl udi od Bnt irlﬂng 17

unbound MCP-1 was renoved and the plates were treated
with WIlight (365nm) forrahenicsiit es (4000

M-G4+0}-OLH | ates were washed five tinmes with
d1120.  Xe 6 useD sera fromthe MCP- | innul nixed
GIAYRain enolMbnse(r) animals, were titrated

imZb&ﬁgmlk/flPSat 1.2 dilutions in duplicate froma
15100 hpifigall dilutjon. The last well was left blank.
The [pt ate shed Eve tines with di13z0. 10169] A

 goall antit 1 Fe-speci fic HRP-conj ugat ed

#aj ijbody at a final concentration of |pginL
or 1 hour at roomtenperature. The pl at es were washed

five ' The Iat S wer
t he Iz%gl‘?:ltl o“r’f'ﬁo‘TI‘H&Er"UE?m1"r m AnfEg™ ﬁ’db{’h m“]‘:‘% v@ﬁ Hter
vatoispldrebiprotdi e f alul:chrmteahd.nbmnﬂ_ oJM:cph wsh) I 100 reading] twollld hal of
i e f
ee"l#nrqlﬁﬁeIrl %’r%[r%%thgotlg%@h ‘eﬁrﬁé'g?%?/@aﬁéﬂaran |swm111
B mg/Folrayrangt A6 exsll plytes BVengg,ht 7L fogrriigerees. The salybos ponlaining vwnbovnd
MEPI §5Cihsvell REg [h@%[a&% Qe redich With QY Qéhlt(i‘ﬁ%unﬁ)efuk'%ﬁ:liﬁs (4000

t herefore the highe he nunmber the greater the

o) WWW&W%%&%@V%@W Q- A9pMpuseiR et Frosp by MCP-

1 R BEH b2 e MRl e € nbin B BB nfin Ve @reN@Fava st etk fObPps ar 12
fusion. -45 1 4 FEB 2007. WD 2011411116769

dibpipasiy dunligte fram g %:340 initial dilution. The last well was left blank. The plates were
washed Bye limes wilh JHO.

[0169] A goal ant-laman IgG Fe-spevific HRP-conjugated antibody was added ata
[mal concentrulion of Ipp/mY, For 1 hour at room temperature. The plates were washed fve
Hmes with dH,0. The plales were developed with the eddilion of TMP lor 30 mimules and the
ELISA was stopped by the addition of 1 M phosphoric acid. The specific titer of individual
KenoMouse® animals was delemmined from Lhe eptical density al 450 om and is shown in Tables
4,5,6,7, and 8. The tiler represents Lhe reciprocal dilution of the seramy and Lheredore the bigher
the mumber the greafer The humora) immune response to MCP-1. Lymph nedes Som all
wrmnized Xenoldonse® animals were harvested for fusion.
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Table Goup . footpad, xng2, 7 mce bleed of Day 13

bl eed of Day 26 ter of Day 46 After 4 injections b4 FEB 2067

injections 10 i 'ecdons Dose ID Reactivity to MCP-1
Titers via 160-1 1,000 3 000 300.000 4160-2 5,500

wd O M0 000 4160-3 2,300 2.50,000 325 0@@rukdinaeezaz
1,400 125,000 15,000 160-5 4,000 00.000 225.0DD 160~
250 , 400 8.000 00 35,000 SO-7 60 _1,6 C 175 100 00
Table 5 Goup | foo toad, _3.0-1, 7 mce bleed of Day
13 fusion of Day 46 Aftef®%4 njections ter 10

Gl %'Sgcﬁ'!@g%mg%qﬁg ctivity lo MCP-1 Piers via hl

- : 4724-3 ,000 7,500 724-5 ,000

20, 000 '

- , U- , ZUU

20, 000 oibgul3, 5 o dE PBt2e 00 - 4feien ol undls’ o00fy
02004 LImegons 3,

ol paRead@oi bIFER2L (El ), 7 mice bleed of Day 13 tte

ed of DgMleRGiadggtdon of Day 46 After 4 'echo s r 6
wigaect i anapAf ter 10 i rfjaagbi ons  MousepdopolReactivity fo
ety 1 Tad gpovi a nl 500,000 500,000
N160-3 00 250,000 125,000
IN160-4 1 400 125,000 75,000
N1&0-5 4,000 200,000 035,000
N160-6 250 2,400 18,000
IN160-7 50 L 1,600 35,000
NC 175 <100 200

Tables
Gron ootpad, 3e-1, 7 mice
hbleed of Day 13 i::;iun of Day 46 '
A fter ¢ injectons er 10 injectlons

Mouse ID Feaclivily 1o MCP-1
. Titers via hlg
h724-1 35,000 24,000
M724-3 9,000 7,500
M724-5 4,000 20,000
5004 0,000 500
N§00-5 1,808 75,000
NG00-6 D, 200 20,000
INGOO-7 BO0 25,000

C k100 ] )
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M219-1 50 , 200 ,000 19-2 100 ,000 18,000 P 46-3 00

000 18,000 5 50 18,000 5,000 46-9 100 18 000 5,0
100 00 112,000 34410 100 ,000 000 C 00 175 Tabl
G oup 4. XM=,

t are:
Mouse |1

Reactivity to MCP-|

foutnad 4 ,

G Tilers via hL Titers vi

9,5
NI

4P 7 odk

m ce bl eed of Day 13 after

w2008 %bi ons bl eed of Day 21 after 6 infeceiomsnibhicas:
Hunan MCP-1 Hunman MCP-1 Hunman MCP- |

Human MCP-1

Reactivity to MCP-1 Reactivity to MCP-1
Reactij vi t

to MCP-1 T"Aers via hlg
CT Titers via hL 493-1

-2 <100 -c100 1000 <100
493 4 SOO <1OO 10, 000 <1OO

ek ob Bay 13 C(bloé’ﬂere%«r?’a‘qﬁ*'er Eqswﬁeévwaws bl ekd
i 1

ten 6 énjeckomee

D

1 ipjoefipns \VCP

VR EMICMEP- 1 Mouse ID IR enctivity to
MCP-1 R j to MCP-1 Reactivity to MCP-|
pagt I Viky to MCP-1  Tihisgss via hl Tikgsp via hlL
B TR IR TE  T  E R
ﬁ@%@ HE 90024000 .Z”é%o N-900—1069 %@—Q@Qﬁ
W‘ﬁﬁﬁﬂ 3 B0 { Ear_Tabl daMi s NC (-npgﬁiﬂﬁﬂe control) &
MEP KLH<W®oup 1. foot 00 627-6  PC BHeMitive
rol)eoXMz2 MCP- | pup 1, foot pahrzmcso 1 -47 1
FB1200 7108V O 200- 910365k6§ PCL111S20085606232 10170]
Zecover yhpf Tynphocytegys B-cel'T Tsol ary;r:-,ons fusions
Md—gemerati om of _ nybr T qomas. { mTumt Zed 1 ce Wer €
sacrificed by cervical dislocation, and the |ynph
nodes Table7
Group 4, XMG2, fooipad, 4 mjce
bleed of Day 13 aller 4 injections blecd of Day 21 alter 6 injectons
Caphure: Tuoman MCP-1 Humon MCP-1 Human MCP-1 Human MCP-1
Mouse ID | Reactvity lo MCP-1 | Roactvity Lo MCP-1 | Reaclivity 10 MCP-1 |Reachyvity o MCP-1
Tilers viz hIpG Tilers via bL Tilers viz Mgl Tilers via hLL
N493-1 =<1 <100 2,500 -100
4932 =100 =100 1,040 <100
4933 300 <100 4.500 <100
NAS]-4 go0 <100 106,000 =100
NC Sa0 100 600 <[ (HD
PO 5000 3,000
Teble B
Group 5, XMG2L3, footpad. 4 mice
bleed alter 4 injecliony blecd of afler 6 injeellons
Captore: Himmen MCP-1 Humen MCP-1 Human MCP-1 Homan MCP-1
Iouza ID | Beachivity to MCP-1 | Reschivity Lo RCP-1 | Renctivity lo MCP-1 |Reachvity lo MCP-]
Tikers vie hIglG Titers via bl Titers via hlp(G Titers via hL
N259-12 300 300 2,000 700
25014 1{X) 4400 2,500 a30 ]
N269-2 FiLy 200 2800 300
R263-3 900 B 900 24,000 8,000
H{ 1] 100 600 <100
g 8,000 3,000

* For Tables 4-8, NC (negative control) = XMG2 KLH group 1, foolpad L627-6
PC (positive control) = XMG2 MCP-1 gooup 1, footpad N160-1
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harvested and pool ed from each cohort The |ynphoid

cells were dissociated by grinding in DMEMto relpquEB 2007

the cells fromthe tissues end the cells were
suspended in DMEM The cells were counted, and 0.9nL

wdhEheee 100 mllion | ynphocytes added to bbﬂugﬁbﬂmzﬁuz
pellet to resuspend the cells gently but conpletely.

Usi ng 100L of CD90~ magnetic beads per 100 mllion
cells, the cells were | abel ed %/ i ncubating the cells

wi t hIEHR naferetent ob dpwloaties, AEcelt fplafgrsnitiigie end grreration of
hjm&ﬁisl ClgirulizdPRRE %reﬁsahtﬁcayspeﬁﬁbﬂ RistRilon)] MHaNGe ph Godes
p03|t|ve cellsﬁé to,2x10 total_ cell \}Mvvas
hﬂﬁ’fa‘éan pRot TR ymiphild S AT Glstore g in
DBIVEMo rflae He@blBl roef the i mmaemhmtmmaﬁdﬁmm{ The cells
CD90- n ~Gpost...of se cel area
i PRy ot L BT O o D B, SR B (BT o pertet o
rdsingpld the cellsc gdnlls bwe cevpdasipi fésihg IO0AL faCDe’ abapgheit beads per

ST AR 0 S APy e w0
l‘t(rZG)@@qunThef mmalmmm etll Epnsidnecontaipios mp teal il posihve eells (or

n%&ﬁ'céih 0¥k onld a%*m%m[ &.ﬁlﬂiatcbﬂﬂn RGeS Eith DB Orhe
our , ronase sol ution (Cal Biochem Cal. #53702;

gl Sk i aelleomaps e GDHserlive Suctime(mas) of Sepeselisast R ysdlp

the @erh pebd gle@ideliyand "ﬁh%u-%ﬁ}ﬁz)i&ﬁlymﬁi{ RAL B8R byeWASmbived in a
all owed to proceed faor. no _nore than twg _m nutes and

g of 14 dmyslqms: bmbﬂ@aﬂww*ﬁ%ﬂafa’eﬁﬂl fbhin DAt 5 fhe gymiyned cells
@%ﬁgﬁm&%; SO0k 2000 it for 6 da6ltdsAndihi Afperinkient tohaliaiely removed

S 0 B o B AR e 5

ﬂﬁ&ﬁﬂm[eﬂ BR) viab @ddze |td Ilpaiellsem gastchd/ Lhee$lllspp1®n@anilyvm"ltﬂa eRzyme

szﬁf‘ﬂtl onaltjodglf?g%%\ t ot al%wp &%'%ﬁ%%@%%&%ﬁ%yh

adybtica o Bs5ell ofERS- Emgleﬁmfcwiﬂﬂ waswsdedcie ring the bpéadl vejpme Lo 40mL
acd IR Ghiktard Qs LR rudel at Buoke W00 [RS- focl 1P afbIRET nﬂk%ﬁgmﬂ\a@a was

renote and the <cells reSuspended ins snmall vol une of

A teicg hpellet gerily pesumended it smetirolugr ok HiGrolntien fflamel by
uﬁdﬂg@ﬁm gdiutioh @& 608 @ @il Faliund Bf 408:1.2 Thc 34)6 weR! hifiddkell end counied,

Paee s au P ol e ” Bl aZbs “EBtE veLeRe Y e

uémmret:djrammtm alstdl vuhﬁwufBCEgmnu@Q)‘maMdﬂmmﬁEmmlm wap added
%F‘FP‘E nanut[guct%r 7 CloB cel yﬁitructlons After ECF, the
ce

suspensions Wwere carefully renoved fromthe
f usi BA7M hanfby celly mrte thersplased inan Eseteh-E4lldsiomifdF) gemerator (Model
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ML= not done
Ch izalion i-MCP-1 Aptibodies for biclopic activity.

[0175] Neuiralization of MCP-I Hoactivity with ané-MCP-1 antibodies—LIPR

assap. DMS0 and Phironic Acid (20% DMSO selulion) were added to a vjal of Floo4
{Molecular Probes} to yield a final concenlration of 5meh Fluod, THP-1 cells were resuspended
in prewarmed (37°C) loading buffer al 3x10¢6/mL. and 1pL of Fluo- dye per ml of cslls was
added to give a final concentralion of dye at SpM. The cells were incubeled in the dark at 37°C
For 45-50 mimifes. After incubation, the eells were ceptyifiugsd at 1900 RPM For 5-10 min. The
cells were resuspended m loading buffer ind 1he centifogation was repeatert.  The cells were
resuspended at 1,.667e6/ml. Al a concentration of 200 000 cellsfwell, the cells were added o 2
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361 0.047F 0.046 0.052 0.045 {.048
3.7.1 0.046 0.04% 0.043 0.048 D048
33 0042 0.062 0042 046 0044
31013 0.054 0.045 0845 0.167 0.042
3111 0.063 0.057 0.336 1317 .981
3.14.1 0.044 0.046 045 0.05 0.045
3151 0041 0.05 0043 0.046 0051
3161 0.042 0.046 0.049 0.043 0043 |
4.5.1 0049 0.055 0042 {.046 (048
4,6.1 0.049 005 0,047 0.05 0.047
4.7.1 0.042 0.062 0032 0.044 _ 0044
4.8.1 0042 0.03] 0041 0.043 0.03%
4.9.1 0.05 0035 0046 0.04% 0.05
5.1 0.044 0.054 .051 {05 0.043
521 0.04 {.054 0.041 0,043 0.041
53.1 .05 0.047 0.043 0045 0043
3.2 0.059 007 0535 0.449 0.041
{neat)

nc 0042 0,134 0.045 {.084 0.074
pe 0.263 ND NI 1.084 0.215
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cont

L A ———rawrsso = =

s Kt fe s e e D —

hMCP- 1gJni 1pglni 1g(nlL 11 gl i 1(MCAIT) 2piglnL
1.1.1 0.047 0.044 0.044 0.042 0.944 1.2.1 0.044 0.04

wi2ldm@@44 1.159 13.1 0.051 0.049 0, 049 OpbfoshiHiiszar
14.1 0.044 0.041 0,046 0.043 0.738 15.1 0.048 0.041

0.049 0.043 1.178 1.6.

%al_-gc 80

. 046 0.046 0.042 0-375

Ab: MCP-1 punfied clones 1:50
pe: 1pg/oil; ne: D392 108 @lpp/ml.
Detect sarmples with gxhG-T'e HRP 1:2K; controlz with mix xmipG1, 2a, 26,3 111K

54-

1.7.1 0-041 0,04 0.039 U. 1.8.1 0.06 Q45
0.045 0.047 1.159 1.9.1 0.443 0.044 0,042 0. pBgitiys aentral
mdh 10| hCROBESG, OABID-104iha0, 0SRANTES . hEpidxif. I)42 hDIOA2
0.04%2 O0.19g/eali. 336 1lpzme®. 1 P. Oh&0L04q Orgad. 0| O44MTAT)
0.933 1.13.1 0/046 0,042 046 0.044 1. 16_ 1| 142nzmL
1.1 046¢ 0. Q867 0. 046 Q084D 1 129 094418 1 008M® 0] 043084H4
1201 043 1. 2841 231 1 Q99620 067 8.0655 oAy 087 P11
131 048 0. 0931 0. 046 Q0GIM 62 B0 1 Q. 0&8MH 055 01075
1401 048_1. 0984 35| 1 00048 0.047 D04844 Q. 043D, 194 BIF 1
141 047 0. 0478 0. 043 00043 0.8B42 0.6197. 1 |0. @482 0..049 D1THG7
1.91 043 127P®46 3. 8| 0. 08640, 046 0. ®a&®m 0. 042032275 3.0073
172042 0.©@431 0. 04 0.3d8 0. 71 3043 1 d.05%040. 053 0.1d64
1.0 339 0. 30% 3. [14. 10049045 0. 046043. 049 00343 0! 5491.152
1.81 1511 00041 0. P45 00649 0 045002948 | 3.00811 . 048446
1.1:1043 0. 0423 0. O3 0DGH3 4p. 1 W45 Q. 04H00, 049 01058
1.00,1957 40642 0. P46 00855 0O} 0530.012049 |0. 6882 4] 7. 11.336
1121046 0. 0466 0. OB6 00042 O.[744 0.8Me8. 1-{ 0.0042 0] 0410.933
1.03.1044 0. @486 1. 1B6 408 1 0| 0430016049 |0. @844 0. P45 0.1822
LB (0.444.085 043] 0. 043840. 04p 0.k 57. 1 (dH45] 0. 04329
1031262 0. 0432 0. 6p3  0.043 0.04 0.043 1.228
23.1 0.062 0.067 0.055 0.045 0.087
241 0.048 0.061 _0.046 0.084 0462
3.4.1 0.065 0.055 0.046 0043 1.153
351 0.0:3 0.047 0.044 0.043 C.194
3.6.1 0.047 0.047 0.043 0.043 0.342
371 0.045 0.049 0.067 {043 1276
38 0.046 0.046 0.046 0.042 0275
301 0.042 0.043 0.04 0.306 0.71
3.11.1 0.054 6053 0.064 0,339 0,803
3,141 0.048 0.046 0.045 0.043 0.549
3.15.1 0.044 0.045 0.049 0.045 0.948
3.16.1 0.043 0.043 0.042 0.043 0.633
‘1451 0.045 0.046 0,049 0.04] 0,957
4.6.1 0.046 0.055 0.053 0.04% 0.686
4411 0.046 0.046 0.046 0.042 0.744
481- 0.042 0,041 0.044 0.043 1.136
49.1 {.043 0.049 0.057 0.045 0822
5.1 0.044 0.043 0.043 0.042 0.521
531 0.045 0.043 0.262 0.043 0.663 |
531 0.045 0.042 0.045 0.042 0272
32 0.042 0.041 0.043 0.194 0.235
{meat)
nc 0.357 0.065 0.072 0,063 0.042
ye 1.075 0.7%4 1.219 0.221 0.281
Coal Ap (@ 2pefmL or 1pefml: O/N
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5.3.1 0.045 0.042 0.045 0.042 0272 32 0042 0.041

0.043 0.194 0-235 neat nc 0.357 0.065 0.072 0,063 4 FER 2007

0.042 PC 1-075 0-794 1.219 0.221 0-281 Coal' Ag

(2%iglnmk or 1pglni; G N Ab: MCP-1 purified clones 1.50
w@sinhegonl nc: 1739. 21LS @ pgl nL Det ect sarpl/esudiziz:

gxlaG Pc 14RP 1:2K; controls with mx xm gGl, 2a, 2b,

3 1! (hi91] - S4Td ddeimbBwR QG ant¥RcBq a%tila@ 1163 88 black the function
1PCfI 2 031026232 [0181] To det ne whet her

ok pfher 2 = RETP G (restion sy at oy ReF pI&RE, Firgh the
amﬁeanE;Pﬁnam&eymrmgﬂaemmgﬁh@namm ATy SACTS3, and MCM was

ablgFid En 3 PR 5 SRRt R Prectih Brmes o Bl b 58
aﬂ@ﬁ’lﬁhs amtr (W Eigurevis Whhataahw:ne;dil 2 M@Dadﬁad mlhabmtomaide of the

wefit Eﬁ%&eﬂc gin_ﬂ;.grao# H.% el & Jﬁ ’.IESE lo MCP-2

S no activ |1 S assay i gur
PP s ISt 31 1 dosexioperens ehoRaer @igrsaatddht om si de’ of

the well al varying conpgmmigii ons, the ability of

the Tf1P-1 cells to mgrate in response to MCP-2 and
MCP- 3 was i nhi bi | ed Epiops Mageiee fddnlent nmanner

(, Fi pyg2ps 2viemidyd)chediRlal Sodane phémp) ﬁgn AerdVirRif! the beta

01 te cheno-attraclanl protein-1 (MCP-1) is
#ﬂﬁéﬁ%é@& E‘Fﬂ" S EY P FPIRRepRgte SrepRor lo recruit
ﬂnﬁcﬂhﬂghuﬁ]fﬂﬁeﬁd 'ﬂ"u;en;ﬁeayemu thd‘ﬂﬂﬁﬂﬁﬂ.’hﬁ:ﬂfmn.r TiecpntigHh, et 'Eﬁ-ammo-

asoph|J t
S GRS R e PO AP BB, g mce,
eggicetd i £) @ﬂewn@umdmgd #muiyﬂra#ﬁm Hdsnlw M@dmmteeptessed in

TR, S ‘%@ﬁcﬁage%@%ﬁﬁw R} oot

W%@Wfﬂfﬂmﬂb@"ﬂsﬂﬁ%nd t hree nonkey
MCP- fhygagr | aﬁ&ﬁm@@ﬁﬁlﬁ%%ﬁo&e@ t@@@iey&lﬁbd}]%vrﬁﬁmwﬁ% classes. The

am no-acid replacenments affect binding affinity for
Ve ehnifdics biehlygelg et bydhe psm eleV Hhdd: VE‘F“'%‘“EE AHdleguse
Vichsade B30 en dadsichagtsepoff il ariBidis fuke/Be THEI SR, WA which nse Vi

NS il A

3B3f whict [bes sf th@smmﬁ.lﬂmsb b W maﬂtdlhmﬂheﬁulmﬂslbaltdnﬁ:ody Anmes

Y
ek JIE17Y % 804 RorclBL ey SonP i @ﬁgﬂicﬁ%&@m gphorts of
A 5B - ipretine Bebemondonlointiahics hmw@:nomd@hm mﬁw of

o8 el ST Rt R 4 ondl il Dol 0

mifjefl Besavsaof icibinilabeondgnet. by a#nléﬂﬂmﬂ'@mdqq%ﬁeﬁm acgrbvpyenss of the
a{body @ ANV Blks 1i ﬁ@pmzm.@s %u%gm E&ﬁ&sn mmﬁma%r g gimilar

anti'bodi es arose from i ndependent |ine B cells
o g GRS AR RSPl G

i mune responses in XenoMouse(r) mce. Because of
their independence, the simlarity in nucleotide and
am no acid sequence of the antibody VH and VK genes
i kely represents a convergent evol ution and sel ection
for a simlar variable region structure that can hind
to and potently neutralize MCP-1 (see Table 11) 55
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JICHita e 1.1.1 y2JK VH -24 D3-3(17) JH4b VK-B3 31Cl
12.1 Ix VI1-24 D3-3 17) JH4b VIC L5 7K1 Li near

Conf .

wd zids eyl K VH - 24 D3- 315 4b VK- B3 JKI

CoBf pcitmdzodonzezi

VH6-1 DI -26 7H4b VK-A2 J114 linear 15.1 y2JK VH1-24
D3-3 i 7H4b VK-B3 7Kl Li nm;[gul 6.1 VJI7 24 Dl -26(18)
1113b VK AlQ IX4 Cenf 1 1 \VH124 D3-317) JH4b VK- B3
Sappples cdspbyee dVE ) o) UFH_QA W 51 7\|[VE | 4, JIK ikppe
ilnear Pk 1 dVHLGE| | |D3A0R: (43 VRS @Klzq iComb
1@ilndi ng2x 10 |YH249 K (P33R 31H4b 1 L VEaES) 33 T | TR
15111 1 heirl VHIED24 DIDAASY 4 PHIATRI VKB | nd¥kl 1 18wmfy
1971f | - 24283 3([¥Y8$-1) HAR1-96 (- BTHAK 1 1. 18147 K |lnear
19H - 24 @3- 3( AVHL-344bDHEUER ARMb| | nd¥K-B1, 14K K VHinge ]
1611- 26 hkekb VHEBBE1-24 11IDL26@8% |THEp18. IVEXAIOVUI| B4 D3 Gdnf5)
1.¥H4b Va3 JK¥HL26edD3i-303) 1 [Wdb- 24 ¥KBI3( 1K1 HAConE.
1¥1( - B37k2 ndvHiadi np3-2372 K VHIVR431) 31&117) |Lihidi
19H- L16 | ghCA4 Quai-24 ADE-1301yY t{mMbl 1- 2vib@al3({m)1 11 sHbinding |
1¥H1 08 no [Rmmdandpi3oh 1 kK VIgk-E¥4 D3ra( 16)LiMAD
1YR133 LineRli-243.|p33 . H {BARDS- JvE4 771HQ VKiEsear
180 NO|ppN01 Tg134 0, [bakfls) C [WiabT - Z4vidBas( 1 k1S 1- .
1LY3153 - NoO [RE8h NOpadnn L i T [yxiesbs- Slgno  HpR-aYK
T ETRA ur uvﬁﬁ_lt Il'iéq' JI:‘I-I:WL 3 Bo H{}I 0] Linear
YU VP T 557k TR 7 Sl SIS g £
% WA TVl Wn-sﬁu AR T 09 I Gl g
T YRR TS e 100 M 7 T 2
2AS ) o A 3 TUHR) V,Kﬁhv;afr% Bah V08”7 KS, 7 Jno binding
.idé‘:%aﬁ;ﬁ!'f\/! V % APE30E, NEio, o KRS, o Pily o i
B9, g3 wky NpVER-24 (D17 Viegts Ity laofipling |
3603 1 |hwihn K \Mﬂliﬂ R330F i R, p3 |[YEM g (PEL 4 %“_C‘]ML"E_
3 ¥ND _( 24 g|D3-3 ke D) g VE=R3 71 |[EH \/q oot
Eb 53 ‘FHWJE*TSF-W\ 174MKHE B3 [ ) jpo binding
£l Afic VHI24 |D3-9(12) |THéb VEK-A30 |13 Conf.
3.11.1 A VH4-31 |D2-21(10) [MHIb VE-08 JK2  [Conf
3.14.] e VH6-1  |Di-26 JHGB VE-B3  [JKI Conf.
3.15.1 riic VHI-24  [D5-12(13) [fHAL VK-B3 TJE1  |Linear
3.16.1 ¥ VIIL-24 |D3-3(17) [fH4b vK-B3 1K1 Cont.
4.5.1 2l VHI-2d  [D3A(le) b VEK-B3 TK1 Conf,
4.6.1 Y2k VHI-24  [D3-3 JHIB VK-B3 Ikl  |ND
4.7.1 YK VHI-24  |D3-3(16) [JH4b -B3 JK1 Cont.
4.8.1 ¥ VHI-24 D33 THAb VE-B3 TK1 Conf.
49.1 Y2l ND ND ND ND ND Conf.
5.1 YA VH3-33 |[D6-6(15) [JHS6B V122 K2 |ND
53.1° W2k VH1-24  |[D5-12(13) [TH4b VE-B3  |IK1  |no binding

Conf = conformational
WD = Mot Done
Mo binding =No binding on western blol.

[D18

condifions.

4] Whether cach anlibody bovnd o a linear or conformalional epilope wes
determined by Wesiem blob enabysis. Ty delermine whether disruplion of the intramoleculer
bends by a reducing apgent chenged the reactivily of selected anti-MCP-1 antibodice, punilicd
MCP-1 was Ioaded on SDS/PAGE (4-20% gel) under nonreducimg (MNR) or reducing (R)
SDS/PAGE was performed by the melhod of Lasmmli, using a5 mini-gel syslem.
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Coil = conformational ND = Not Done No bi ndi ng =No

bi ndi ng on western blot. [0104] Wet her each anti b]oﬁyFEB 2007

bound to a linear or conformational epilope was
determ ned by Western bl ot analysis. To determ ne

wohieimersedi sruption of the intranol ecul er bords:odsnss:
reduci ng agent changed the reactivity of selected

s%%-ié ted Motk Lveft (nbRdEsive Rithdeliil®d mddRnd »ﬁ&bﬁﬁé% BBeked

/| PAGE (4-20% gel ) under. non- I‘ediJCI n
usng RS, gty S aHtiton O et Ak grelgying, eod

1!il:ﬂ mel hoet Kith Lak nuditody. US‘lﬂ]IgurIﬂhmaﬂh'hn@&l u&ﬁ.&l&m:ﬂ usind HRP-

D% 2047 VO 2%&8 %ggsoﬁgoo}]ﬁ%oosl %%?g@ﬁg% 14?6%7}

Maiahfmaneam Nzlavﬂmi:amear wiiee efflapedk othegiluminggenBBSECLE; Amersham
ied mlk for at | east |

ni n [
B'ﬁo &b)e ore éeve opI ng, a%%m%m%ed for 1 hour with
eacHUHAL i boEhiboddACRDRomplenat Wio disdpediey Wi etathete (1) Surface

w88 gl pEaplAOR R AcStun T el JEHRHH O b
covEypRtiaRRd Spitopese (?d@#epaﬁw W%ﬁlh&féﬁﬁﬁ%’e@ ormational epitopes;
D9y (s Gindar eﬁm@m'w%&ng%@ﬁ%am@fm

to the manufacturer S |nstruct|ons (0185
AcAYTRIP-JRRIY SMtsEevE SR STEsEEs kPR me w@'ashlfwfmhﬂﬂ and profeins.
LTIE& hﬁmlc?mfoﬁﬂa)mﬁw eﬁlaﬁﬁp e HaaEEhsddaGielhe a@?mf Hei lf:!ar[ﬂ:ld fragment lo
O roctel n,cnl no r
i e RO sk Ruilo G, o BEnRS R sbfprs oy

widbsaipd nsi $n floee didpaedin 1 irsC clef, OVGP-A| e ndifested iby diivhdy, sperific

Q&%@E&Fg‘%\?e Opegﬁ‘% fﬁﬂrg‘%&?élﬂﬁggﬁfﬂa S’?““d" enis

ceandurams}mtﬂr vidlopkstresrafeleed byritefspackie binding m@m@mm-@w
o e PR G6S ﬁmtﬁnﬁcgt { Beplidhs tal LAARAL 1RUhBO LAY SRbIADAith (e

i fopes were ased on the mass o ound
Iﬂe%i’g' nite othst Pqphﬁ’-ﬁs HFI fio Rl bﬁﬁﬁﬂﬁﬂwdbvﬁsm%kbmﬁﬁw wash,
nORd fnal asﬁrm&l 0¥ty dYARDdnABbdObinking gq;thdneﬂaﬁ RReHinY bSELES ecular
S ut |nthree St the first step,
W%b @%@F&Bdw RT it %ﬁ@?nfff': P ot eol yti e
enzyines] t 0 gHebetial £4.3e1.8.101.19Ep1.1%E réariad) namnilly . wrtilj’lmtlhe and
1S, te fE n [
SEBCRICE R 0 Rl iof AR 3, o5 B lalP e, il Bhione
wtsrwawn}mwmltﬁ-edhanmcbmd;h WoR cirtied p#cbﬂ@mhuqu!wlﬂtlm of INTGP-1

m%&ﬂ tpﬁ%pﬁlantl e "ot h‘ﬂr pept | es t tuggigﬂiﬁ'g?’%&m
Mgibplefed MEP fras BWW@W@ ¥-En\Fedppryennsg (it gaertira s ves prpide

bdnhﬁmf%MI-boﬁft—lgﬁnmaﬁ be- df@ﬁlmk_;dﬁ idQE) Iemeﬁ lrﬁm%kdahltmuﬁ Soupled
enti de was deterniner M) ec

R At Tty o Ryl PR R R O L N B
wik @RS &4 Tit00 8 Gllu-Arfagthafl ?ﬁmﬁgﬂat&d MICTA. hntig& iré:e]huuud 10 the
bt shipt: VS etenld el R A B P rgemy

Beunil Hhearﬁ'agpm:tsc(gmnpélﬂwﬂrandpwﬂ epkidenyasd lmaﬁiﬁd‘d bgsed SEFEHBIr mass

THIP (L ERGLIR S cHERE GRL U8 ool Heolf SCASROYHIE L REL 'ﬂ*%@“ of
mglhaled MgE-1pwithy htret Mfé)w s ominteeely élgwéesio ilgreq fAegments.
1R8r QL8 1 was: VBB Y Wil @ffeVid nas) V865 @b § 8 Gl &E@ﬁgﬁ aﬁw

endoprot ei nase that specifi caI Iy cl eaves

ﬂBHﬁ‘anW%h thhErsEamt e bt BTG coFemendie tg |ﬂe5=| rﬁﬂ?ﬁﬂ&'ﬁ 112, gemained
bc(;E& Idﬂﬁlaﬁiﬂﬁﬂy ﬁmﬁng\/\mpﬁé%@ Qf}li_%ﬁaeﬁlfq ilymﬁéél?l‘ﬁﬁles tigs %Pﬁa Iflm(lj 39
rotein c arra e C . surface was ocke
Sy RE PR S B SRR PR e PBS. O S08TT 1 ¢ o
GI u-C fragnments of methyl af_j,ﬁgl MCP-1 antigen were bound
10 the inmmobilized antibody. Unbound fragnents were
washed off with detergent (PBS, 0.1% Tween) _
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Bound G u-C fragnents (epilope) were anal yzed and

identified by SELDI based an their nass: Table 1% dEB 2007

summari zes the expected mass of each peptide generate
fromconpl ete digest of ndhylalcd MCP-1 with d u-C.
wikiBahisv@s conpl etely digested into three fregmBabsozers:
The theoretical pl was: 9.39 1 Mv (average nans):
8685. 03 1Mwv (nonoi sot opi cTims®) : 8679. 44 After the
Eh the flﬁagn:ent Mlt he ne A.‘_ pSshonadl.ng
to the MPedfinids[1-39 |remmined bourd to the anl | body,
N8 cat 1SKE I [« {MCe jomt Jrodiffeatipnis) ﬁﬁ%“é‘“aﬁ‘!?%dl es
1 O
f

[ies—ini¥he £ird! residues dne—pa
smsEroni ipseach 4f thedBs 'Uo](:?vé@. ";‘ '
\\D-2604/1016769—RCr V520342 6an Tab ,:-x-: 4 KE
WSiSISERLID NO. [#MB AITFEMBdi 1 1 eat [GHREASE RP%%DMDKQ
Fsequenep 1494458259493 oy oI 12,
IQRDAENAYECG- 4632, 2155 SV RLASYRRI [KSBKGRGKE

10 51760 C s CMS52 I("Al'l Dm GMMI\/I'\I:IJ nl(n

30990. 4573 fYKT 1218.7456 40-50 0 AVI FKTI VAKCE (0187]
The ffad)]! THESELDL Bppidath RhsSdbo UsAGo fnfly dBRRmpational epitopes, IuI]:us

conf oaaat i ona i tope nthis ca t he_protein

RO B OB i SRS Psr blsinithd g Leiphegen BRIsGtea Hetf ot
tBrapiiys the msibevasl mbeguenio inciutpled meéiht MEPIAbATer emdmral ﬂf unbound
S eguen o D bat W Vi

AHRAC A el DO Yl Boll Cirdura bl ¥ ool BN Bon . o1
amibgiiecididedd ht mh?- &8 @p@@hﬁlﬂéﬂ @pmqﬁeéﬁmm@ﬂ’w%m on Weslem
bﬁpﬁt iuﬁgﬂﬂngﬁlat(tim %:ﬂgpe zghﬁlaiy lg h@&ﬁfo%mﬁm@l gﬂh%ﬁ‘r% F '?ﬁ qmi 9‘? 2 were

the reduced, dénatrued antigen on \\stern

ﬁ"-’ﬁa?‘@]ﬁﬂLIYS@Elﬁ’alﬁ WW@ Fhi.o pale MEF-| dyayy bougd prpthe ﬂﬂ'ﬂiﬂd}f and then
dGROFi Bl R a@@dlﬁsmlaxgazmﬁﬁtdm@ Abp By M@Eaemha‘r rtﬁhmm
coval ent | oupled to the PS20 ch |“p Native MCP-

SEOUT T VBT TP s TR COLaR S1ib PR AR TG whla wash
The ejdpps weasrm&ehlﬁddy@ s@mnmnmzqaejylm andz Asgudd. | Poth Lheso

t he_ ot . fra rrent re shed. of f. W
bR 0 A RO Brerl B PR o SRS KL et S g
li-m'Bleepﬁic@bpie VT hﬂe(@merm@s}bﬁﬁssaﬁ DIM@ rfaoncdbetubiciness) 18679.44)
and -72 %g%%@%ﬁt%f%gggﬁ% éﬁ% espon §ﬁg}mfzgo&me
WLH’QWSI@H@%" 3-53 (Table 13; Theoretical pl: 939 / Mwv
(average nass): 8685-03 / Mw (nonoi sotopi c mass):
8679.44) bound toil after he wash, indicating the
t he epltepelle3|nthe3 3amno aci d residues of

%EQ {M%ﬁ?&ﬁéqﬁﬁgg |"Bt-r|\|%?Ee 14 gaAlsilAEo\s/l PCOCQ(NIFEI]W
5&%@% 572g>. 0059 B-53 0 RECHESRGRKERV

KECA 3$d463476 &H 7 A R AR EoptcE AT FICTIV AKEICA
10465476 63-76 0  |DRQTQTPKT
1028.5523 54-61 ) DPEQERWVQ

[0185] For mapping lhe <pitope of (he aotibody 3.11.2, the size of the binding
doman was mimmized by using a differenl protesse. Proten A (Calbiochem, 539202) was
immobilized covalenlly io 2 PS20 ehip. Residual binding sites were Blocked wilh ethanolamine,
pH B 0. Antibedy 3.11.2 was bound to protein A. The chip wag wazhed with PBS and then with
50mM Hepes, pH 7.5, MCP-1 anligen wes bound Lo ihe mntibody. Unbomnd antigen was

5B-
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1028. 5523 54-61 0 DPKQKW/Q (0183) For mapping the
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Monkey MCP-1 background. The monkey MCP-1 consluct was gencrated recovered by

-59-

Ayt

Capirds 1e



A L R B ot Sl A S F -l == P ettt B R L Al S B B i I L i e St St el e G S T JU S

wiinabrekot 0 al ani ne (K35A, K38A respecti vel yrrakkbanzezaz o o L
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For lhosa antibodies binding to a linsar epilops, Lheir binding to a peptide
epitope was siudied in detail vsing the SPOTs lechmology. SPOTs is a technology that allows Lhe
solid-phase synthesis of hundreds of peplides 1o a Format suileble for (he systematic analysis of

antibody epilopes. The syslem is simple, extremely rapid and economic in its uss of reagenls, A
custonrmade peptide amray was oblained from Sipma-Genosys (The Woodlands, Tcxas). A
series of 32, 13-mer peptides were synthesized spanning residues 1-76 of the MCP-1 sequence.

Fach consecutive peptide was oflsel by lwo amine acids fom the previows one, yiclding a nestad,
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overl apping library. The nenbrane carrying the 32

peptides was probed with eight MCP-1 antibodies {4 FEE 2007
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are reported in Table 16. The data for all the

H@R‘:He'r antibodies arc presented in Table 8. -62 E;: 1 4
FEB Qo] V) dferhling it idnchic of Sack frietholiSi2 mmgﬁm Et glubnﬂy

Ta I]e 16 - s’ Ila SC%@P\JJMM{P 32 x C%_hx

Puistagiop faedgl a
constanls and the calculnied affintties of inleraction for antibody 3.11.?.amrepurled in Table 16,
The datz for all Ihe other antibadies arc presented in Table 8.
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MCP-3 1.5x10 7.4x10"3 49 MCP-I 1.5x1 53x10 3.7

EXAMPLE 5 An ' "s - to CP- heveUtip [01951 14 FEB 2007
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I MCP-1
EXAMPLE 7
=1 1-MCP-1 Anbhbodies ¥ ouse Tomor Model

[01948] To evaluale the eFect of anli-MCP-1 antibodies on the prowih of a
subculanegus tumor, exponentially prowing Pane-l cells were harvested and resuspended m
02mL of Hank’s Balanced Salt solution (HRSS). Tumors were produced following (he injection
of 5 X10° Panc-1 cells admixed with Growth faclor reduced Matrigel into the fanks of female
HALTB/c nude mice. Beginning on the day of implanlation, animals were realed with 0.5 mg of
anti-MCP-1 aplibody 173, and aslibody PK, which was directed (o ELH or PBS at the bmes
indicaled on the graph. Trroor growlh was monilored weckly and the results presenled 22 mean +
83D (Figure 4). The difference between the control and trealed mmimals was stalistically
significant when compared using the gindenl T tegt (P<0.002). Accordingly, anli-MCP-1
entibodies provide an effective trealment for reducing lumor growth in vve.
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02nmL of Hank's Bal anced Salt solution (IMW '!tenors

were produced following the injection of 5 X106 {& FER 2007

Pane-i cells adm xed with G owth Factor reduced
Matrigel into the Ranks of female BALBIc nude m ce.
woBRtiRBs®g on the day of inplantation, ani npdfuMERzazaz
treated with 0.5 ng ~f anti-MCP-1 antibody 1.73, and

anti body PL{, which vvasﬁ&@ﬁi%d% to KLH or PBS at the

times indicated on the grap unor rowth was
moni t or ed weeBtfipapisigtedAnalyas o MEP-L Apalgdies | 55 nean

SD (ifrisg}!" © FhkabobblBesttitfch £/l QRE ﬁm@@i%&ﬁshﬁlﬁamﬁ@&ﬁ@ bor BRGCP-
treated ani mal s was statlstl cally_  signifi caQ \gh
polfire, Inc.,

1 splfngdifte renfs Tz hesing: (eided; Anepic o ppCtyitfn’s)

SAEHANMAY Yie redits breMiehmlin Tigittd S2adiges provi de an
ef fective treatnent for= | tunor growth in vivo.

-66 4 FEB 2007 WO 200d CT/ UsS20031026232 g .
Sof t war e- assi stgkuA : CR-1Antibtdidsodi es [ 0199]

apfllﬁﬁ% dgﬁ]hﬂ?u eg%b%zg?%dnéﬂéb I‘E&(%\lxere a%z%qh‘”IJL fodies

showh g T4Bld Uweieﬁma#rwd ko ih'@lfmrwalher BYiai ﬂiw f Temsomplete sequence

.,,ﬁgg leoh 58 vAfh Sud A and
gures guandMgTé%@ Struct u}gﬁuﬁg%@lﬁs of
wvmd\mmm«\mmm%meW%wl% e heavy chains

and foliy var-yigihgsbld 1kl sefalcasydOinah e i8didane He VE fumily, he

shown in Table 1 were sequenced to deter ne Hhelr
Deptreagence 2 be d S steace g R RearenreR PET RED "BRTI4 g o JpiFmine
Hﬁﬁlt&iﬁarygﬁilna a?m%mmmd@s oﬂﬁ;&&lﬂw\lﬁt grﬁmmem,emu?naegﬂu sB4uienigs lo
W nucl eoti de .an es for e

S RIS FIOUD o AT o Pao0% POEegS P RO
d0AvY SAEUEHCRE Wwditetng iz @edmm BEREr mich €DRB erenivis, and Lhe
T tend Loy DBESE Aldo® EONGROR AN Fhrb ot uind GO Noquonces using

Sequence- € ‘sequence; were then transl at
VH R indicadng dih@ﬂpﬂﬂﬂh@lﬁnﬁw&%? teEivesy) @edh de aggprested dendrogram.

%&%%&ds 4 Bl o VbR - A RGndnads €&k mquamag the

assess sonati c yper mut at I ons. FI gure shows

CP GBRA CRRD owp LR gREieTs, 2 the pepeiated deagigeipme JEE fih shows a
C¥ebtbei L Zmpidriast SFahd-REPL N Ghdes gt HE DA W CORITDR 1, CDR2,
regi ons, and t he ted dendrogram Figure 8

reiens, pod aW‘E?ﬁPS%P“F%%?Fof anti MCP-1 sequences
using V K-113, i ndi catlw CDRI, CDR2, and
CDR3 regi ons,. ang gram Figure 9

(]
e

equences
and CDR3

reg an ol o ; o ’Unﬁ Og . £
shom@% 3 tﬂ%*%m%%mﬂ%ﬁ% SUE u Metection o
MG+ heptistein 3 suhmielis davelorgl i tieemay. GioHy of acpirpliter Blg seshes 2 6-
e HUiQhSer I o 8848 7N0RRERADISE NG 0G5BH FEXAMEL Routk QuiltSLhirst

of Anti-MCP-1 Anti bodi es asaD|a i G
Sy eGP bR T e b “GiHTD, DR D Aoy sees
2B &yl é:hﬁi@dbﬂaﬂjﬁbmﬂsﬁihm:at Aﬂﬁ ay prefehil iBA)lesf @inpleh @he wells are

e g e B e R Sl LR i

a%rpﬁmdpﬂlhmﬂmilter plate or a 384 vveII mcrotiter

pl at re

full mngﬁhgs%@gﬁ%éﬁ% ?r¥§%%h§| rect e agsgﬁ]st thenm]lllg
Ueerdniigpenor P ai spictidsi doitainile a stedatsiamoyesiof the antigen. Such a sample may
be, for examplc, a serum sample from a subject suspected of having levels of circulating suligen

considered Lo be diagnostic ol pathology.
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as a capture antibody for any of the antigen that

be present in a test sanple, The wells are ri nseo]nErEEB 2007

treated with a bl ocki ng agent such as milk protein or

to prevent nonspecific adsorptlon
w@&nﬁ#ﬁ?fs‘fky [ 02031 Subsequently the wells are trea?ﬁ 26232

W t h a test l.e suspected cont ai ni
ant i {7241 gﬁ“ﬁﬂ%‘i‘&?d‘ﬁ 6t ® s?ﬁnﬁséd’alﬂg?ﬁﬁ&mrt&ﬁmm“
se&jﬁdlﬁ]l}r ]:ﬂfnﬂﬂ Mencelvhil gehMCBUGhtiRdg dapis éabated by damjugﬁtmn with biotin.

Ty S L SRR o, f ROl Bl URREINER <Rl sroes

swlmﬂgmihedy (ﬂflﬂ@f’ﬂllp arerilgmbdowgith, avidgizeonjugaterd horseradish Pﬂmﬂdﬂm [HRI') and

%'f)';ﬁgf%%%%ﬁer Finsi né%ﬁa%%ﬁ%est Séﬁ%’éﬁm e tost. somaples i

detarmincHnycPompirisonpith mﬂfrpmﬂweee@ﬁhﬁmelpa y

h 1 5 T
s %ﬁﬂ%% B e

Veatiggming lgepmple ng anti body- After rinsing

A&t .pefiddCsailesk S are treated

with avidia con ate orser I sh i dase RP

A meeuu%mr@m%m@ﬁp CES TR S M Tvels it . seru.

T%@ﬁﬁﬁ&hm~0 nEodieh Gsd 1t iigedndwich BEISAP %fmmw@me different
eterm.n C ar.i son t ard curye

<RIBS P 5B G FOPTIIS GPE BT AT b i FIOOA oo i el 0t of

capfiBEshipECRL deshody i @iing bafleqe.] i NaFdOy,qitl/5.§en icbicesiration of

2i0RF s B0 ERISACROE (Rt | S GRREE AR GHF Rl WA Ak =

triaddi mmtzns@mm&ldn@m@e]r (5% mﬂyw o9 Thalekd£S20, i091% ahiaeadn PES)

s AP Tt o Eied ) PP 78 TN 20 EBP Gesking butt,

wmef Biaal yr pRemg Ry ﬂ:lﬁhlﬁifcﬁrmﬁtbclamudnpm&sdmdt inchlddthg| buffer

mol_ecu dat a not ho . ELI SA | erforrred o
o050 SR 138 BEGY e B SR BB T % G
wadhad g ‘ibﬂ.faf:ﬂ 1(1&. Ve i RIGEBL00 kel [ﬁ')bl{ainy]ated detection ant-MCP-1

EBrUrEr | B k' AR BIAAER SHF BF e GOBIAY MU MR 1

i, Qrashbd @ibefdrt, Whd thendRted it 100l 0aKdfMgphiny fcﬁ:ﬁlimﬁﬁh b HpBHMigma

0.1% Tvvcea 2 0, 01% Thi ner.osal i n. PBS r hr._a
deistoion RO PRk s o5 BB G SRFHYLT 1 %ﬂﬂo\s@b HLue spH2504
[m :BBMWB&L@&:DHIIEETPMG MB)er siN@Eim! CRliceptedion of Pmmﬂlgmm

S S S 8 L, BRI o

pnmuhaﬁ:edﬁmnghugmmum sanpl es overnight at 4C, washed

w t h,V\B afnd t hen My ubated with 100N1/wel | of
% ot%%%%e&%ﬁ@n anti--MP-1 antibody for I hr
at 2Ban71Al t Brwilldehippresialehidatiesedam the eesulhovalb@tt’e @ndylisdyssed in

I et %FQH |ﬁ ]i ] ”}éﬁﬁ,ﬁm ible
tlﬁéa{t&gedﬁ%@hlﬂi ol T'we ff enyl ened| am neﬁllﬂi(ril:":‘:‘iS ol

ma@‘-@cm mmeweqﬂmgus‘ewm iimlﬂﬂffﬂaﬁrM’é&lemsm Por a given type

g SO4 %I\/p and anal zed u3| ng an BLI SA plat ‘eoﬁ-%rngsadegr e
pmmm evéﬁ@déwg PRIRS e fhaapeufi bytshe caneer. The
cSRBiaGsh dfhOHPl | AlRA pRYenf RIMRASILRIOAm!Ss ﬁldaewneﬂamaé a method

purified MCP-1 antlgen us fouy- parapeter
e Oy FAPREAGR (PPt R R b PEch oo fymglhod includes

EDEA 28had] Gaf 72k thd mahdd dehzelbapmmmﬂ:e toA-Das, Usised populalion of

resul %%f%%@h a@d Idr%lﬁ%lgoﬁ’ed in %@“ﬁ‘%‘iﬁ%%& Dy, a

descrl bed herein, it is possible to stage a cancer m
a subj ect based on expressign | evels of the MCP-1
antigen. For a given type
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of cancer, sanples of blood are taken from subject
l di agnosed as being at various stages in the 15"‘* FEB 2007
_1 progressi on of the disease, and/or at various points

wa SudlioRzdeher apeutic treatment of the cancer. P&Jﬂ%ﬁnuamﬁzaz
concentration of the MCP-1 antigen present int

bl o%[]d sagy.es | dgﬁ}t}%%nﬂ?%#ﬁoﬁﬁfﬁo&t hod hgt(gﬁa"thr?t"tgem

désfpnyggedsent . Such a nmet hod i ncl udes an ELI SA nmet hod,

h h 1, d i
fngcn'g a :JOSIDI |on g‘fet% rl%%fil gfﬁgt prow&%’im&rsm@'mm

clerateriztlhemitogse of wisiliiechiote sousedd Iherﬁm'r a ermlﬁ afthdggd isofiken from

"ﬂ%ﬁ%&?&%%@f%%%g%%@z‘@ﬁaﬁ%% T e

cqrigentalinn g ohtainprhis used lotidenkily s iwhish sense W#@ yghue falls.

TEaREeSh 3B coflfISIRAGhe: bPZARssibR 005 s&a{ otfqmﬁ{;ﬁﬁennﬁad in
t he progression of the cancer in a subject under

thvaggns pepulatigns ofjdigemnsed pybjeglsy lh@eh?ergﬂ*eﬁg% a5ieEg Mt Fkjest pader
sth@y.@ course of therapy, a sanple of blood is taken

from the subject and t%ﬁtration of the MCP-I
anligen present in the determ ned. The
concentrati ---, QTP el Thwgord Theshdnf v | N whi ch
rang co ntratlons th The ran

[ denfuﬁ'ﬁl ed Hecet?lh"t es " {»anc gaélgﬂ& otbbnde}étsr?%ﬁgtgr%émm
p3ieply e-.uthfhmdm mqh)humde pitiedts e mjmtrﬂtm waﬁrtaarugnomt of time wilh an

Eﬁ&ggée I'n the s'u ec{'ﬁiﬁ&ger mﬁ%ym%ﬁ?ﬁl H{ﬁ%& (59 tfhoan,
p@nentﬁ/@ﬁ-mwwmwﬁfégﬂ#n@mhvm thafr upRoofrogressdiatranivilare witber the
b Par i oE6ih 3,c0f anti - MCP-1 antibody treot in human
patients with tunors, such human patients are

i nj elRHY,  oddrmer padrs dicefed Hifh amit-MGE-) imibodist s gdower level of
niddk eRbrilvaRd aistte i3 fnpaeH 1b M EdveiloraithdrRehth il mddBtakiO6k timors in

tinmes durlngthetret t he atients are

RS PR P H&%@Fwﬂ@%ﬁéﬁhe@%ﬂu TR gl Ielnde

ahHboflied A G hrad istfiRlah ek adHICPL Rfioateg tefldd Addduriber, may not have the
t ast asi 02101 ..A tunor patient treated with

ﬁﬁ?&{ﬁ@?ﬁn{%%as a lower level of tunor

gr owfiziind W fasfraisg sTidanmpeiBatidnGs téraideed ¢ beofulifcigntoie enable
rgﬂg.a ta [ EH wgo ' lé Hﬂfﬁr tden thed

%re V\Ataﬁ%gﬁaﬁ&l'ﬁe nti %n rol an LB Em%dﬁ

hethiataremal/io be lindetin senpt Bdge cramncbdmw@lsd, clnct fe d@aﬁbd embodlmﬂnt

Qﬁn% &@ﬁ.iuéﬁ&h P e Oved i a.ﬁ#%sﬁu tha
lE!furt er, nay not %avet e abllkalt to hlnﬂg&jto -GE are

WIWW%MM@WDEWWQ witten
speCanﬁat | @R Lﬁm‘lé&gé @8&Rflod Oarlde ERBfles| &l (Rrizin  proferred

enab one s in the art to practice the

exupgrimms ofLhe fryentien ars fistrabes dhedrst mode canirEiriaied By te dwpaters gt will
bhapRbdhial Bowtotr, thet Hﬁﬂwmﬁcﬁmﬂaﬂsﬂl@ [Fredhing M8y §PES th WSt the

.de OSIte si pce. t he deposi,ted enb i's 1ntende
SHERR s DoRET e Py S B R br crgg e ko

with enppedded aidfinsaid anyepiui@sthadfit are functional ly

equi valent are within the scope of this invention.

[ 02131 The foregoi ng description and Exanpl es det ai

certain preferred enbodinents of the invention and

descri bes the beat nade contenplated by the inventors.

IL will. be appreciated, however, that no matter how

detail ed the foregoing may appear in text, the

i nvention may be practiced in many ways and the

i nvention should be construed in accordance wth the

appended cl ai ns and any equgial ents thereof.
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-69 i: 14 FEB 2097 WHAT is CLkMMIS: 1. A human
ncooel oxad anti body that binds to MCP-1 and conpri ses
a henms chain amno acid sequence selected fromthe
group consistng of SEQ 1A NOS, 2,410, 14, 18, 22. 26 ,
34, 38, 42,46, 50, 54, 58, 62, 66 70, 74 7t 812& s 2007
90, 94, 98, 102, 106, 110, 114, 118, 122, L,
126, 130, 134, 138, 142and146. 2. The anti body of Caim
’]’15 I_unprisirg a ligbt chain amno acid

selected fromthe group consisti ng of SEQ
I b M@mﬂﬂ,mﬂ@clﬂm RlLGJy (B bids 0 24CP-32nd S@upridkd a

e 100
:mmlﬁd mq%‘gs et o B Gonsifs of S P HOE 7 6 Y6 14-11362 250 44
0, St 12 & 50, 34, S5if2, G6uHaTh HoB% 86,001, WnlEBOGY, 106, 104, 318112,
126, lmhmﬂe]‘.’.a, mi]ﬁdlnmvy chain am no sequence conprises the

2 d.the light ch d
conpr = cfdﬁe??gtﬁ'ﬂgh@'\l’éo‘hﬁf&ggﬁ@g ? ﬂ;-'?mc &&LQ-HS?H;E@?FCI
mlwhﬁ@n@&cm copfittingd S GQ @ NOBof, 8012, 16yd0ez4ei ) 32, he 4b,9\4y, 52,
56, 60CAAREE) 727, 136, aﬁ%.%”?@hmciﬁlpfoh.sﬁi ﬁEg %ﬁ?ﬂ;%a{l SEQ 'D

6 and dun 1ight c¢hain amno "acl
144 nd ‘bﬂuence of SEQID NO 8. 5. The human nonocl onal

aht Mmmamrmmmemmwhmm?ﬁs d_-nla% ol g%ﬁ 4.
ence o an
conpri S Eictee RERID D med sl 1 RS S FeTEES of _
SEQ IRN@#Q 1NO 12. 6. The hunmm nonocl onal ant i body of
o, AT neman MRS e
rdnmiie ol E"@Eﬂe‘é’? 9‘*““‘&%% RO St Sl svepn
“m%“ﬁgﬁgﬁ“ﬁﬁ?f%“%{% 6 frpstthediglt chaippangan pid werepriss IBBEENENDIIL6.
SEQIDINOFXhe human nonocl onal Sibody of elaint 2, whereh the

[ ' uence . C rpses the sequence of
S AR el 3B 55 BRER bRy e SEb P e
COTROLER Be §38W R TR SEQ 8P NOEOmd[theNi@t2Bain uind ivdl dampiisss EDRGehanal
of SEQaDNcnady of claim 2, wherein the heavy chain am no

eqyence conprises the sequence of SEQ I D NO 22 and
BotF Pt mepeElorRL Pl OfHE ZcwHeR e e ibain e Haeacs
sompriss§ HESIIDMD 02 SEQ B N4 2rd BeaiRi e REEb O coRpriskNIas Ma@ice

ufgm(ﬁhﬁb%z wherei n the heavy chain am no sequence
cogﬁ%ﬁl ses the sequence of SEQ ID NO: 26 and the |ight

hugmn menoglened entibedy of dleig 2t Wisteinde fsaryerhain fmiBEQukRe
mmmsh[ﬁBsaqtﬂ:ch of S8 NGBS ERRRUARRL: A0hI m%mﬁ&sa%?ﬁ?n%ﬁ
conposes the

of SEQ gbn t he heavy chai n anmi ne sequence
seg nce of S13Q ID NGO 30 and the light chain am no

8c Tyt bonp mewelona intibsie af i @, wlﬁfenﬁE@é:&; gﬁu&mThe
f. cl wh
N TG R L L e

heav%/gbc
NO: 34 and the right chain am no aci d conpri ses B}
vh EIhSEﬂdEﬁSxﬁn‘Ioﬂf anibedy btV Ifrerein the heavy chain 2mino sequence

compriscs Lhe sequence of SEQ ID NO:26 and the light clmin amino acid coroprises the sequemes
of SEQ [D NO25.

10, The humzn monoclonal antfbody ef claim 2, wherciz Lhe heavy chzin ereing sequence
comprises the sequence of SEQ ID NO:30 and ¢he light ehain amino acid comprizes the sequence -
of 3EQ) 1D NO:32,

11. The hunmn monoclonal antibody of cluim 2, wherein 1he heavy chain amine Seuence
comprises Lhe sequence of SEQ ID NQ:34 and the Hght chzin amino acid comprises the sequepce
af SEQ I NO:35.
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-70 1 FEB 2001 12. The human nonocl onal anti body of
claim2, wherein the heavy chain am no sequence

conpri ses the sequence of SEQ ID NO -38 and the |ight
chain am no acid conprises the sequence of

NO 40. 13. The human nonocl onal aettbody of §$ﬁﬁ gﬁ[”
wherein the heavy chain am no sequence eo<cndgx* the
sequence of SEQ ID NO 42 and the |ight ohain am no
acid conprises the sequence of SEQ ID NO 44. 14. The
Iﬂnﬁntﬂmﬂn gokooiarl angibrdy pHlsym G.fwlmte'ai Lo lﬁlmrwmr BRif steﬂmaum

comprisBEBY ¥afha PSRN 058 5 R GiEht o Miicha
SE§0I5N046 and the ligh chaln am no %@l% rlses
quence of SEQ DNO. 48. 15. The human m)nocl onaI

AN tThd helyin Gibmoelohl EBITBody MdfiR 2 widhE RSy

f EOQO I D 20 and
woapr B R LRI S e e SR ag%#slmg Eﬁesaee“c”of

of SEQBEN®44.D NOX 52. 16. The human nonocl onal anti body of

§4. i Ytnam WRREBhaDantiBily Bﬁ@é{ﬁ{z%ﬁmﬁng BEIER Bqucger
conpri ses the sequence of D NO 54 and the [i1ght
comprisgs £ $5auere AESEP Hyed Se élﬂ‘ﬁ@%ﬁé@@mwmmuew t

ufSEQIII!}IE@E 17. The bwnanmonocl onal auhbody of claim 2,

h ea ai m i ses the
sequence WP%W%% |g t R

comprispicthaypegusngg iof TRGID: XS0 and the gk nhauxﬁueecaorﬂ eum@waohe secuBiet The
ofsthj’lﬂ‘ﬁlsﬂDﬂOd onal antibody of claim2. wherein the heavy

igqég m no seﬁrenc%%ﬁéq?ﬁn];]p %F%mé%ebag%quence of “%BQ I D

o oDSERHD) m iad the 1ight cHekri mﬁumramﬁmm@ecm@hm
ofSEQﬁﬂ,bggdy of claim2. wherein the heavy chain am no

sequence conprises the sequence of SEQ I D NO 66 and
ﬂ%ﬁ%%pwmmumzm.@@wmm of

N an!) 6 8pht BRAOG] 18 caiidsB At eeifne: -

2, wherein the heavy chain am no sequence
ﬁmﬂoﬁ%ﬁses ‘the sequence of SEQ ID NO 70 and the |ight

t8h dhebuagn mmoelonaﬂmﬁmdpufm lehmemebpmwehamﬁuﬁm&@ 72.

mgm%&m 1%%5&3 f :g! ﬂi S%\GE ei n
avy cEa# n am no sequence conprl Ses the sequence

of SEQEINGEH | D NO 74 and the light chain ani no aci d
m MHE hie R mbddSIoSLGRLHAE 61 clfh 2 Sﬁ@cﬂﬂﬂ)e hu@y

wh 12‘amtshm&lh
R0l REL R NG 2 il b Pl i be ee

nfSEQB-Tl)TOﬂD 78 and the I|ght chin am no aC| d conprises the

80, Th i fEnah Rshocl ﬂ?ﬁmﬂ%mﬁﬁ ﬂl&@ﬂ&k@na'
ant i body of cI a|m2 erein t eﬂh:eavy chal n am no

comprizes Ry fequece of RESHIR Y & thacrgunca ng
of SEQIDM0:2.ght chai n am no and conprl ses the sequence of
ﬁEgm umNgl)nlgélnﬂclunﬂ g’f cﬁamll:EB hgrgi?'l?‘hﬂ‘h::ﬂw chﬂlnammuﬂaqumoe

comprises the seqnance of SEQ ID NO:74 and ihe lipht chain eming acid comprises the esquence
of SEQ ID NO:76.

22. The buman memoclonal antibady of claim 2, wherein the heavy chain eming sequenece
comprises the sequencs of SEQ ID N(:78 end the lipht chain amino acid comprises the sequence
of SEQID NO; 50,

23. The human menoclonal atibody of claim 2, wherein the heavy chain aminoe squence
coroprses the sequence of SEQ ID NO:82 and the Eght chain amino acid comprisss the sequence
of SEQ ID NO:54. )
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24. The human nonocl onal anti body of claim2, wherein
t he heavy chain am no sequence conprises the sequence
of SEQ I'D ND:86 and the |ight chain amno acid
conprises the sequence of SEQ ID NGO BB. 25. The hi
an nonocl onal antibody of claim2, wherein t He Haﬁ/ﬂﬂﬂ?
chai n am no sequence conprises the seguearc of SEQ ID
NO 90-and the light chain amno acid conprises the
seqﬁgnce of SryQ 1D NOM 26. The human nonocooaal
W%Hlﬂa?lmml‘oﬂmﬁ Elpie; 2 whetrin thebeayy obiim umine sravroce

comprisee (Hid @dtéce (¥ B 1D ﬂaﬂlﬁﬂﬁ&hﬁgﬁt&ﬂﬂﬁmﬂﬁ acFeempiRed Wk Sfuehdnd
fSEQ.Dlﬁ dl' ght chain am no acid conprises the sequence of
A8

NO 96. . 27. The human nonocl onal anti body of
GAsaThmbiqzmaiveycin sttibalylvé diin 2chiridn Gabdaey RS LHERE Squence
comprife? BR i Gd: dr B¢ f NGO 98 and sEe LI it
chai n “am noaﬁ%lﬁg c%ﬂrrp&ﬁ%e the gequen'icE:;:e““’i:“o""t"ri e
ofSEQIBNS200. 28, The human nonocl onal antibody of claim
225. Waaﬁ:ﬁunrhnhd&mvndl SRy GNEIR 200Wiciish BERNE R ekt RipleR@S

n O and.theI| ht chain
compitcfie ST St NGk b b Vo s 0 copiiore e Neaes
of SEQIDNOPe human nonocl onal "anti body of claim2, wherein

t ol FY eguence
o AL KRRl BR o PO e R  Hi, 2ge”
comprises, (b prdusaee of F@Q DHOH ad m%tﬂllsm PG FoapisUTe Fence
of SEQIDNanosom el aaa3 anti body of claim2, wherein the

B bRt R T R A S PR <o

comprisehibs oo REREQ BYNSEZBAGbdli! ©h84 amidheidwompisevibneqiznesl
Dfsgqgmm%.;jy of claim 2, wherein the heavy chain am no

?_ﬁg[%gp niorl ses the seg-gence of SEQ I D NG 114 and
opl aRipoty eodein SoviRs Rulsaw shain wEusegence

comprises BE%&MSELHD 1R2105 BB WP Rl BRQE A Rinpradd (h@4line

nfsmﬁ},ﬁb , Wherein the heavy chain am no sequence

ggﬁlsrrs t he sequence of SEQ ID NO 116 and the Iight
hmn@mbﬂwmhﬁmpfmhwmmmqwmg

Bihq hID: W IRy MAQE R Bakho AR DG
[s 5% S@ ein the heavy chain am no sequence conpfises
of SEQ N g{tuence of SEQID NO 118 and Ve |ight chain anino

AL Te browmp mopelsml dibale gideio @, mfmnmmhr

QMI&%H% WA
heav ain am no sequen"h%ﬂt conpr | secLR%ﬁEmg%ue

“SEQEE@‘-Iltﬁ NO. 192 and the light chain amino acid-

G2 "AE iR mbdbElomeAHBIRE BF o1t 2 ShiRein
.hupan nonogl onal __ant 1 body of claim 2, V\haesn the heavy

domprisgs fis ERAUSRE dEREE G R CEl ARSI PISIRE) | D
ofSEQNONOAPE and the |ight chain amino acid Domt' the

3% WG ploaninlly oGk 2 Walich e ooy RO sl |
comprises the sy@erey of YR IR NERA 1B enddisd ightrebain amino mﬂ compriges the saquence
of SEQ ID NO:120.

34. The hwmn monoclosal entibody of claim 2, wherein the heavy chain amine sequence
comprises the sequence of SEQ ID NC: 122 and e Kght chain amiro acid comprises the szquence
of SEQ ID NO:124.

35. ‘The humen monoclonzl aniibody of elaim 2, wherein the heavy chain amizo sequence
comprises the sequence of SEQ ID NO:126 and the light chain amino acid comprises the smuence
of SEQ ID NO:128
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conprises the Se apoe of SFQ ID NO 130 and the |ight
chain am no acid conprises the sequence ofS13Q D NO
132. 37. The bwnan nonocl onal anti body of e]egi

wherei n the heavy chain am no sequeuee conpflhnEEB ?ﬂg?
sequence of SEQ ID NO 134 and the light chain am no
acid conprises the sequence of SEQ ID NO 136. 38. The
human nonocl onaI anti body of claim2, wbeaeia the

352%%Vy cha| @J u? yﬁ&gﬁﬁpﬁ whsQH B h80¢ claifomimgemrmee  of

e Ilght chai.n no_aci gﬂm‘;l ses
mmmuh&@mdm&@mﬂﬂ 180 fiyo Ligjehehay o aﬂ]'xf'ﬂ%mﬁut%an
anEQIDr{ﬁﬁ] IonaI anti body of claim2, wherein the h;;?vy

ain am no se npr SRHERGRS RiueBBQ | D
SWWW"W&“Q'T"S’%R &%aldﬁ%dﬁc@%‘gl d COI‘I[R%I ses_the
::mpn'weaffﬁqt. of 5 ISEQL B4 hi@ e lishehaimguinorsiid CRERREFT HHHEET Onal
of SEQ ant i ay

n e ey

B R L L PR )

ody of claim 2, wherein t he heavy chai n am no

conprises the segt unct 1 | mmmem d
38, ITae hingh mowptlaizhantbacy ef M & STy ‘:i_‘,ﬁé e sequence

5,@?}%9 ot 1 1N0: 138 axithe Ibtishain mmipiéchd W Wy sequence
mwﬁ%so e rnahi x, wherein the anti bodyi s the anti body
of SBQ YNG4t np. 42 An |nproved met hod for as ayi level
39 I BEHRA Yookt antibaip obsaia VST el ﬁ@“ E‘j‘&'
ient s . wﬂmmnmmnew ses
N e oo

e ant | MCP- anti body of Claim2 far
ufSEQIHEDﬁMlon of the |evel ofI\/CP | in the assay of a

ol %m%&mm afkBodyA | HEitd 1) et be biayigchel 1RGSR o

B
g oy 4 SE Bl Bl o i on.

ongQ[a,Ncﬁmd_ a pharnaceuti caI |y acceptable wier 45. Use of
AT a3 g%%(m i Rl e AP R o RN irnthomeibuir it DHYAY ¢ he
f |

ntent of a nooplastic disease in on
of Clim2nt nnl, wherein said nonocl onal anti body speC| ficall y

% SrbrveARRBARY b assaying tho-fevet sfapanemyt BREAUIT
The use

ai ﬁgaﬂtdfhﬂdm-MGP-a
MCP‘I}IBFWHP SIT"'EW) d%émd E use of claim 45 ~wher eat
mtibodySe C&mmpﬂmﬂmofmlwwé‘q?sl@&éﬁyé’a“?"ﬁ% € group
ga 2%&%}! B&E%Qtﬁﬁﬁxzmﬁﬁm;mmmmmbmﬁer. bl adder
a un

ancer bl ﬁ.gg%. Bl OB Claimef)@ad 2
ﬂ;dompﬂﬁ‘w“r pogmesme foe Yy chr?m . ctol on tauter,

pharma alebnicam@er, and p cancer 43. [Ise of an

ant | bod & deQneRfantnNChe effgie: thgment ¢fe
41 e i epapdy i EhERBIAL b
e A Ly

elfl%%‘cP ds to nonocyte chenp-attractant

{ ﬁl , Wher ei n-

gm'ﬂmamofﬁmyiﬁ'éﬂaﬂﬁﬂ“i“ytmﬁ% Emg |-%?)dy : -3| 4 14
fBJ[.hgqgg o Blaim 43¢ wikeréin 6fid obeplastio Fseasp it &l

I n

i s e v e

arthrltls

oatcer Gh D o) e H T IR Qe T e e
;@ISQ T?nl SeodFil e pRBEHNSn 6§ sSRaRAnenpctherifeptivg lugatment of an

infammmalory nnndluun i an eniml, whercio said munnulunal antibady specifically binds

maonocyte chemo-atiraciant protein-1 (MCP-1).
49, The use of claim 48, wherein said antibody iz 2 flly hunan antibody.
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51. A nethod of effectively treating an Ani nal
suffering froma neopl astic di sease, conprising

sel ecting an enanel in need of treatnent For a

neopl asti c di sease; and adm nistering to sppd [

a therapeutically offective dase of a full yﬁgaﬁgﬂn m?
nmonocl onal anti body fiat specifically binds to
m)nocyte cheno-attractant protein-l 52. The, method

clalm rei dinfla C0 onls
& i e o s 4 oy i BB BT g SerRE it 1 B
consistivgy bih rrllntlms.mﬂ galrﬂnﬁm ulomndphphrlﬁii, sathegistlgvars Q@RS |quwnums.
. aut oi mune di sease, and
mmmanﬁo | smP OSIS 53 A mst hod of effectlvel
fhﬂth%ﬁ?ﬁqm?méﬁw h o’ﬁ"i‘ﬁ‘h"'s‘l ng

comprisAg: ani mal in need of treatment for an inflarmatory

condi t.i qn; and er t 0=5ai d_ani
theréﬂ%ﬂ?ﬁ“@m%’? “E#F’\gﬁ ose“ﬁﬁﬁsﬂ% uman

Mo N O Glhainatkring |sbi)dgrnﬂlhah=r@émll&'|ﬁa¢ﬂv§/ﬂw 988 filly humm
E;ﬁ% %f-l m%ﬁ%dsp{u%&l oBnel chelelBackint prikn-17heE
nmet hod of ¢ alm ereln said |nflammtory

@& ion i s selected fromthe group consisting of:
£ ERERIACh ATath 51, wih&ein @lid HllEnrueep iniifitibia selected from H:u:

sons oG 5% e ot BhP000 5 Pl LIS

mtmmrrﬁﬁ:diseasb.mianmlhpmdcthwal anti body that binds to MCP-I
'mﬂe!ﬂﬁh am&rﬁﬁjr 5%1}]“ rity
gﬁterm ni nga{a‘%l on )"E"'(‘Jf E(!:mbgl 8 C%ﬁ%s
sel edHeryngan P@WWS@%“P‘D 2,
6 17Q0mnﬂ;ﬂuarm;h7 : sﬁd’.amaﬂ,a tﬁﬁa;wﬂ:hﬂg raﬁmﬁedﬂa&&faﬂ’ﬂbhﬂ&l
I%é"tﬁ'ﬁ Em h%’ ’%255 as shovvn ||’?ml%%gures

Mfaﬂd IOA 56 A hurran m)nocl onal antibody that binds
iNarrfdlad Ban@iGoH 1Btk thte

determ nin i Qn CDR of CDR1 .and .CDR3
sroup oEFDE PE &uq%.maﬁa%%é gwllaf%m IRt B ORE. 4

autoimtine dszse, hbd maihle 28psi82, 40, 44, 48, 52, 56, 60, 64,
68, 72, 80, 84, 88, 92, 96, 104, 108, | 12, 116, 124,
128, 136, 140, or 144, as shown in Figures 8A and 9A
57 A human nonocl onal antibody that binds to MCP-1
conprising it heavy chain conplenentarity determ.ning
region (CDR) of CDRI, CDR2 and CDR3 selected fromthe
group consisting of SEQ ID NOS: 2, 6, 10, 14, 18, 22,
26, 30, 34, 38, 42, 46, 50, 58, 66, 70, 74, 78, 82,

86, 90, 94, 102, 106, 110. 114. 122, 126, 130, 134,
138, and 142, as shown in Figures 7A and 10A, and a
ight chain conplenentarily determ ning regi on (CDR)
of CDR], CDR2 and CDR3 selected fromthe group
consisting of SEQID NCS: 4, S. 12, 16, 20, 28, 32,

40, 44, 48, 52, 56, 60, 64, 68, 72, 80, 84, 88, 92,
96, 104, 108, 112, 116, 124, 128, 136, 140, or 144, as
shown in Figures 8A and 9A. -75
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55. A human monoclonal anlibody that binds 10 MCP-1 comprising a heavy
chain complementarity determining region {CDR) of CDR1, CDR2 and CDRJ selecled
from the group consisting of SEQ ID NOS: 2, 6, 10, 14, L8, 22, 26, 30, 34, 38, 42, 46, 50,
58, 66, 70, 74, 78, 82, 86, 90, 94, 102, 106, 110, 114, 122, 126, 130, 134, 138, and 142,
as shown in Fipures 7A and 10A.

56. A human monoclonal aﬁﬁhud}r that hinds lo MCP-1 comprising a light
chain complemenlarity determining region (CDR) of CDRE.L, CDE2 and CDR3 selected
from |he group consisling of SEQ ID NOS: 4, 8, 12, 16, 20, 28, 32, 40, 44, 48, 52, 56, 60,
64, 68, 72, 80, 84, 88, 92 96, 104, 108, 112, 116, 124, 128, 136, 140, or 144, as shown in
Figures 8A and 9A.

57. A human monoclonel antibedy that binds lo MCP-1 comprising e heavy chain
conplementarity determining region (COR) of CDR1, CDR2 and CDR 3 selected from Lhe group
congisting of SEQ TD NOS; 2, 6, 10, 14, |8, 22,25, 30, 34, 38, 42, 45, 50, 58, 66, 70, 74, 78, 82,
86,90, 94, 102, 106, 110, 114,122 126, 138, 134, 138, and 142, as shown in Figures 7A and
10A, and 2 light chain complementarily determining region (CDR) of CDRI, CDR2 and CDR3
selected from the group consisting of SEQ) ID NOS:- 4, 8, 12, 16, 20, 28, 32, 40, 44, 48, 52, 56,
60, 6d, 68, 72, B0, 84, 88, 92,96, 104, 108, 112, 116, 124, 128, 136, 140, or 144, as shown in
Figures 8A and 9A.
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