JP 2004-534213 A 2004.11.11

(19) BFREREHFT (JP) N NE. - N ()] ()L ELARES
$55R2004-534213
(P2004-5342134)
3 AEE TRIGENA1H (2004, 11.11)
(51) Int.CL." Fl F—va—F (3%
GO1N 33/53 GO1N 33/53 D 4B0O24
A61K 39/00 AB81K 39/00 H 4C0O85
AG1K 39/35 AG1K 39/3%
AG1P 1/18 AG1P 1/18
AG61P 3/10 AS81P 3/10
BLMK KWK TREEZMK A (& B EH) BEECHS
21 HEES $FEA2002-581953 (P2002-581953) | (71) B A 503174475
(86) (22) HEER ERE148E4H 100 (2002. 4. 10) # O E—F FF PFATFA—FX AT
(685) BIRRSCIRILE  TARISEIOA 10F (2003, 10, 10) B V=LK RAVTA—F Va2
(86) EZHEEE PCT/US2002/011358 =7 LZIS—=3T4
87 HELHES w02002/084249 TAVAERE HV"7xA=7TH 5O
(87 EEAHA ERG14F10H 248 (2002.10.24) Tk TN RIS UTFTH 170
(Bl) EEETERSES  60/283, 090 5
(32) ®%xH SER134E4H 108 (2001. 4. 10) (74) fRE A 100102978
(33) BEIETEE  KE (US) #E+ Bk D

(74) {REE A 100108774

#EL WEF —F
(74 fRE A 100128048

H#ELT #HE B

B R ICRE <

(54) [READER] MERENT U7 7 A VOERNELUBHNMERTE

GnHOoooo
0000000000000000000000000
0000000000000000000000000
0000000000000000000000000
/000000000000000000000000
0000000000000000000000000
0000000000000000000000000
0000000000000000000000000
0000000000000000000000000
0000000000000000000000000
0000000000000000000000000
0000000000000000000000000
0D0000000000000000000

MNoarmsl Mo




ooooooooao
oooogoao

0o0O0o0oo0o0oo
00000000
(2)0 000020
0o0O0ooo0ooo
(b)O O (a)0 OO
()OO (b)O OO

0Do0o0o
(DO O(c)DOOODO

O

Iy e ) R Iy Iy
e e e e e I [y

e e e e e I Iy
e e e e e ) e s ) e Y I
e e s e e e ) e s s Y [ |

Ooo0ooooOooo oo oDooooo0o0 oo oDoooo0o oo oDoooooooooaobo

OO0 ooooooo0ooDoooooooooog

OOoo0oooao
O OooOoooao

oooooo
(2)0 0 (a)0
Doooo
0

OoOoo0oOogDo

O 0Oood
O 0Oooo
O Oooo
O Oooo
O Oooo
O

O0Ooo0ooo0oao
OOoo0oooao

(2) JP 2004-534213 A 2004.11.11

oooooooooocooouoooooboboooooooano
ooooooooobooao
ooooooooooboooogoooooboooooooao
loooooooobobooobocooooooaon

goooboobooboobooboboboao

O

u o

O
O
O
O

ugboboobobooboobooobdoobad

OJ
O
O
O
O
O
OJ

00000 ()00@GIOODODDOoDDONDooOooo 10
DO0O0O0O0O0O0O0O0DO0O0OoO0ao
0000000000000 O0OoOOn

OJ
O
O
O
O
O
O
O
O
O

O
O
O
O
O
O
O

goooobi10o0o000gnDb

ooooil1oooogoao

oooooboioooooano

20

gooboo1gooonboad

1i0o0o0o0obao

ooooooboz200000a0

oooooz20o0000a0

gobOagbooDbNAORNAD O DOODOOOOODOOODRDO

ooooooobobOoOoooooooobobDboooo 30

goboo1goboobooboao

oooooiloooooao

oooooooobooboooooi1locooogoo

gooboo1gooonboad

goboo1goboobooboao

40

o1o0o0000d

oool1ooo0oo0ogao

gi1iooogooad

gobooobooobol1lgbooDbDao

ooooooboiloooooobobooooooooao
ooooooooboboboooboi1oboooogd 50



)

JP 2004-534213 A

2004.11.11

Oooo0o0Oooo
0000000000000 O0000O0O00D0O0O0O0O0DO0OOO0O0O0DO0OOO0ONOoooOooaon
0oooo0o0o

()0 00001000000000000000000000000000000000
000
())0D(a)D0D0DD0D0D0D0D0D000O0DO0OD0OODDONOOOODDNOO0OODONOOOOOan
()00 ()OODO0DDDDODODODONDOOODONDODOODONDODOODONODOOODONOOOOOao
Ooooo0ooo
()H)0D0(c)D0D0D0D0D0D0DD0DODDO0ODODONODODO()D0D0((@IODDODDONONDO0DD0DDOn
0000000000000 O0000O0O00D0O0O0O0O0DO0OOO0O0O0DO0OOO0ONOoooOooaon
000000000 ()00(IDO0DDDDNDO0DDNDDNDNDNODDONDNONODNONONOoOoOOOan
0000000000000 D0O0D0O0OO0ODO0ODOOoOOan

Oooooooo

0000000000000 D00000D019000000

ooooooo

0000000000000 D0000D000019000000

Oooo0o0Oooo

0000000000000 O000000019000000

Ooo0o0o0oo

0000000000000 O0000O0O00O0O019000000

Oooooooo

0000000000000 0000D00019000000

ooooooo

0000000000000 00019000000

Oooo0o0Oooo

0000000000000 D0O000O0O0O0O0OO0O0O0O0an
(2)(1)0000020000000000000000000000000000000
0000000000000 10000000000000000000 ()00 ()00
0000000000000 D0O000O0D0D0D0O0O0D0D0DO0OO0OO0Dn()IDE)IDOoODonn
0000000000000 D00O00D0D0000O0D0000D0(@)00(B)I0D00oDnon
000000000 (@G)DO()ID0DD0DNDND0DONONONO0OOONONONoOOoOONoooooan
0000000000000 D0000D000000000000000(ii)D0 ()00
0000000000000 0000D00000D00000D0000O0D0000O0O0nan
000

0000000000000 D00000D00000D000

(0D ()O00D0D0D0OO0DODD0OOODONDOOODONDOOONONODOOODONoOOOOoan
00()0000D0000C0OD0O0O0D0OODONONDOOODONONDOOONONDO0()1I0DNooooan
0000000000000

ooooooo

0000000000000 D0O0000O0000O0O00O00O0O0O0DNAORNAD OO OOO
0000000000000 0000D00000D00000D0000O0D0000O0O0nan
0000000000000 D00D0O0O0O00O0O0O0O0O0D0O0O2000000
Ooo0o0o0oo

0000000000000 D0O0D0O0OO0O0O0O0O0OO0D0O0O0OO0O0O0DO2000000
Oooooooo

OO0DODNADOODODOD28000000

ooooooo

0000000000000 0000D00O000O00O00O0O00

(2)(1) 000000000000 D00DD()DO0()I0D0DNDNDND0DO0DDONDO0DODOan
0000000000000 D00000D0(@)D0(@)I0O0DNNDN0N0NoNonooooan

10

20

30

40

50



OOoo0oooao
O0Ooo0oooao

b

Oooooooodg
Ooooooodg

N I

O 0D oD oDooooDoooooN~oogogoooaog
O 0Oo0oo0ooao

Oo0oooooooooooooc0o0ooooao
O Ooooo

O

000000000000
(HO0O()DODOooooo
00000000 0O0O0o
000000000000

oooooooboooano

4)

JP 2004-534213 A 2004.11.11

000D0(@@)00(3) 0000000000 0NO0ooO
0000000000000 D00000O0O00O0OO
0000000000000 O0(@i)DD0@)O00D
0000000000000 O0000O0O00O0O0OO

ooooooobbooooao
Od(abooogoooooobooboogoooooobooboooooOoooooboboboOoOoo

(HLoooooooooooooooOoooooOoOoooobooOoDoooO@Ioo
oooooobobooooogd

0

O

O
g
O
g
a
O
g

ggooao
DNAD O OOOonoo33pooogod
ogooao
goooooooog@apoMoOoDOOO0OODO0OOOo)yYOOoooooopooobooogooao
gbooboooooboobooboooboodd

ooooooooobooocoooooooooao
gooobooboobogobooboboobonb
gbooobooboooooboobobooboaoadab

O
O
O

O O DNAO RNAO O O
gboooboooag
310 0o0o00oo

0O O
O O
O O

gooobooboboobobooobooboobooobobos31lgooan

()b oooo400MDDMODOOODOCOCDODDODODOODODDODODOODODDODODODODODOODODOO
oooooooobpi1goooboboboobooooooooboboooo

Oo0Ooo0oo0ooao
O Ooo0oooao
O Ooo0oooo

0DO0O0O0O0O0O0O00O0O0O0O
0000000000 IDDMO
0000000 ()00 ()0

ooooooao

gooobooboobooban

gobooobooobdoaoobod
ooooooboooand
googobiboMbo o b o oo
IDbMO DO O O0O0oOoooobODOOoOOoOOoOon
gooooboooboboognno

(ibpbpvOCOO000O0O0O0O0O)H)yoooooobDOOOoOoOooooao

oooooooboooooooao
ipbMO 0D OO O0OO0OOOOoOoOoOODOOOO0OO0OO0oOoooOobODDbODbOObOOO

(Hhob()oooooobobooooobboooobboooobboooobobooooDOo

goooboobooboooboobodnibbMb

O
O
O
O
O
O
O
O
O
O
O
O
O

ibpMoO 0D 000 O0DOO0O0O0O0ODOO0O0OO0O@MOObOG)bDOoDOoOoooDOoOoOonon
oooooooooooooogooooooomwpMoooooooDao

ocoooqpoMOODODOOOO)YOOODODOOODDODOODODODOOD

(b)O O (a)d 1DDMO O O
()0 O(b) DD ODODODO
(DO O(c)DOOD00D0
00000000000
000 ()00 (a)d oo
OOooIDMO O OO0 O
Oooooooo
00000000000
DoooO0oo0oon
()0 0000400

00

(c)O O (b)O

O

(d)O O (c)O
0o0ooo0ao
Ooooooo
0Doooooo
00000

(a)(1)0 0000400
0Oo0o0oo0oo
00000000000
00000000 IDDMO
000 ()ID0()DO00
OooIMO O OO0 O
00000000000
00000000000

iIpbMO DO O O0O0oOoOoOoooObODDODOoOOoOOoOoOooooboDbODbOOoObOno
oooilocooogooooooboooooo0o@@)uuo@H)yooogogooao

O 0Ooo0oooao
O 0Ooo0oooo
O 0Ooo0oooo

uod
ogoao
1DDMO
ugoad
oggaod
uoand

O 0Oo0oooo
O 0Ooo0oooo
O Ooo0oooo
O Ooo0oooao

O O0Oo0gooao

0D0(@)00(@)I0DO0o0Dooooooan
()0 0o INOD D O0O0O000O00O
0000000000000 O0O0O00O
000 (ii)DO0(@)000O00O0IDDMO
OoOooIMOODOO0O0O0O0

Dooo

10

20

30

40

50



(5) JP 2004-534213 A 2004.11.11

(HhOoOOD(UUIODDODDLODO0DODDODODDODDODODDODDODDODDODODOODDODODOODODDO
oo)H)ooooooooDoooooDoooDoooDooDoooDoooD(@@)looooooao

Ooo0ooao
O0oogand
Ooo0oogoaod
Oo0ooao
(a)(1)0
Oooaod
Oooao
Oo0oaod
1DDMO
O0d
Oooaod
Oooao

()OO (a)D OO0 DOO

O

Ooo0ooooooo o0 oo oooo0 oo oD oDoDoo o oo oDooooOoooooo
Oo0ooooooo oo oooo0o oD oDoDooo oo oDoDooooooooao
OoOo0ooooooooooooo00 oo oDooooo oo oDoDoooooooodg
e e e e e e A o
e e e e s e e e s e e e e Y A

Oo0oooooooDooooooooDooooooooooogodg

OooooooooQgooao
oo ooooooQgooo
OO0 oooooogooao
OO0 oooooogogogooao
OO0 oooDooogogogogoao
Ooooooooogooao
oo ooooooQgooao
OO0 ooooooQgooo
Oo0oooooogooao
OO0 oooDooogogogogaoa o

O

O

O
O
O
O
O
O

O
0
O
O
0

(2)00()Dooooooo
(30000000000

O
O
0
O
O

O

oooooooao
Oood

cooooog@aopMoOODoooooOo)y hDOOoooooooooooooooao

goo4001DDMODODO0OODODOODODODOODODOODODODOODOODOO

O
O
(4)0 0 (3)01DDMO 0 O O O
0000000000000 0O0O00O0O00O0O00000
0
O
O
O

0000000000

0000000000000 IDMOO 000000

0000000000000 00000000000
ooooooo

O

0000000000000 O0O0O0O0O0O0OO0O00n
D000O0O0O0O0O0OIDMODOODOCOOD0O0O0O
00000000000 (@G)DO@Q)DO0DOooaon

IDDMO O O O O O

(hoboooooopbMOODDODODODOOOOO

goboooboobobogobooboobobnn

(HLOooooooooooOoooobDOoOooobDOooooDOoOoOooDE))1d

oooooooobobOooooogao
ooogao

O

O

o
[
[N

o
-
~

O

O 0Ooo0oo0oooao
O OoOo0ooooao
O 0Ooo0ooooao
O O0O0gooooao
O 0O0OooOoooao
O 0Ooo0oo0oooao
O 0Ooo0oo0oooao
O 0Ooo0ooooao
O 0OooQooooao
O O0OoQgoooao
O 0O0OooOoooao
O 0Ooo0oo0oooao
O 0Ooo0oo0oooao
O 0Ooo0ooooao
O 0OooQooooao
O O0OoQgooooao
O 0O O0ooOoooao
O 0Ooo0oo0oooao
O oo oooke
O 0OooQgooo

O Ooo0ooooao
O Ooogogoooe
O 0Oo0oo0ooao

O 0Ooo0oo0oooao

O
O
O
O

OOoo0oo0oooaoo
OoOoooooao
OOoooooao
OOooOooooao
O O0Oo0ooooao
O0Ooo0oo0oo0ooao
OoOoo0oo0oooao
OoOoooooaoo
O OooQgooo
O Ooogogooao
O O0OoQgogoao
O 0Ooo0gooOooao
O 0Ooogoooo
O 0OooQoooo
O OooQgooao
O Ooogogooao
OO oQgogoao
O 0OooO0ooOooo
O 0Ooo0oooo
O 0OooQgooo
O Ooogooao
O Ooogogooao
O 0Oo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao
O 0OooQoooo
O Ooogooo
O Ooogogooao
O 0Oo0oo0ooao
O 0Ooo0goooo
O 0OooQgoooo
O 0OooQgooao

=
o’

OO0 o0 oooooogoowQg
OooooooooQgooao
oo ooooooQgooo
OO0 ooooooQgooao
OO0 oooooogogogooao
OO0 oooooogogogogoao
OO0 oooDooogogogoao
OooooooooQgooao
oo ooooooQgooao
OO0 ooooooQgooao
Oo0oooooogogogooao
S O0O0o0o00ooo0oogooogo-g
OoooooooogooOooao
OoooooooQgooao
OoooooogoQgooao
OoooooogoQgg

O

O
O
O
O

O Ooogogoog
OO ogogog
O 0O o0ooo
I [ [ Iy |
I [ |

oooooooao
MHCO O OO OTO

O

O O0Oo0ooooao
O O0OoQgooooao

O
O
O
O

O Ooogooo
OO oQgogoao

000000000
(EAE) D0 DODOODO

O

O

OooooogQgdg

O

Ooooooggdg

OO0Oo0oo0oo0ooao
O0Ooo0oooao
OOoo0ooooao
O Ooo0ooooao
O O0Oo0ooooao
O Oooooese o

g
EAED O 0O 0O
oooogao

obooobooboobaoad

10

20

30

40

50



(6) JP 2004-534213 A 2004.11.11

ODD0O0O0O(Steinmand J. Exp. Med.[ 189:1021-1024(1999)0 0O )O

gooogbad

TouhyD O OOODODDOOOOODO(@J. Exp. Med.[D 189:1033-1042(1999)) 00000 DOOO
oo gooobooboboobobobobooboobobooboboo
Tbooooooobooboooooboobooooobooboooboag

ooooooooooooooooobobooooooooobobobooond
gooobooboboobooboboobooboobooboboo
ubooboobooboooboobad

O Ooo0ooo

oon
oo
ooo
oon

gooagao
ooooao
googao
gooaao

goobooobooobooboobooobooooobooao
oooTocooooooooobooooooooao
gooooboooboboooboobooTtThboonn
goooboooad

O 0ood
O o0ood

OooooooooQogooao
O 0O oo

Ooooooogogogdg
OoooooogogogogooQg
Oooooooggogooao
OO0 oDooooggogoao
OooooooooOoooOoao

TOOO0DDODDDOOOOO0OO0OO0OoO0oDODODDODODOO  (Altmand O Scienceld 274(5284):94-6¢(
l99¢)0 0)oooOoOooooOoOooooOoO0oOoooOoboOoOooooDOoOooooooooao
Oo0O oboooobOO0oO0ooobOoooooObOoo0oooobob0Doobobob0ooooDbDOoOonn
ELISAORIAD D OO0 O0O0OODDDOOODODOOODOOODDOODODOOOOO
OD0DO00O0O0OD0ODO0O0@OODOD0OS5,486,4520 0 0)00000000DOAOAtassi
0O005,578,4960 (1996)0 00D DODOOOO0DO0OO0ODODOODODDODODODOOOOO
O0O0O0O0o0D0ODO0O0O0oooOO00oOoooObDO0O0oooODO0OO0oOoO0DOOOHarleyOo O
5,637,4540 (1997)0 00 0SsADODDOO0O0OOODODOOOODODOOODODOOODO
OoDoOooooOoogoooopooooao

00
oboooobOO0oO0ooobOoooooObOoo0oooobob0Doobobob0ooooDbDOoOonn
oooooooOoOooooDoooooooooooDOoooooDoooooDooo
oobooooooswsooOOoOoooOonNnNMoooobooooobobooobooDOoo
O 0O 0O O KapposO O O O (Nature Medicinel[ 6:1176-1182(2000))0 O O O O Bielek
ovall O O O (Nat. Med.O 6:1167-1175(2000)))0 0000000 O0ODO0OOOODOOO0OGO
Oo0DO0O0ODo0O0OD0D0O0O00D0OO0O0D00OD0ORUIZODDODO (J. Exo. Med.[d189:1275-1283(1
o) o ooooooDooOoooooooooboooOoooooooobooobooogoo
OCODOEAED O ODOODOOOODOOODODDOC(Critchfieldd O Sciencel 263:1139-43(
1994))0 O oobODO0OO0OOoDNAODDODDODDODODDODDODODODDODDOODODODDODODODOODO
ooogoao RuizO (J. Immunol.[ 162:3336-3341(1999))0 0 0 00 O0O0O0OOOO
ooo ocooooooboooooobOooooobDO0oooooOoOono
ogoaod O Garrend (2001)0 040 0D00C0O0O00O0O0O0ODODODOGO
ooo coooooooOoooooooooooOooooooono

OooooooogoQgog
oo o ooooogoQgog
OO0 oooooogogoo

oo ooooooogoogog

O 0Oooo
O Ooo0ooOoo
O Ooo0ooo
O Ooooo
I Ry |
Ry |

ubooobooboboobdooboboobooboobooboobooad
oooooooobooooooooooboboooboo
oboooboobooboobooboooooboooboaa

O 0OoO0oo0ooao
O 0Oooo
O
O
O
O
O
O
O
O
O
O
O

oad
Oood

0000000000000 000000000000
00@)IDD0OD02000000000000000
000 1000000000000 000000000000
00 (a)O 0000000000000 D00000O0000 (c)
pODDODCOO0DODODODCOODODODODODODDOOODDNDOOONODONDOOOOONDOODOO

OoooDooogogooooogod
OO0 ooooogoogdg

O 0Oooo
O oOooo
O 0Oooo
O 0Ooo
O 0Oooo
O o0Oooo
O oOooo
O 0Oooo

O
O
O
0

Oo0ooooooooooooogodg

00
0o
00
0O
0O
00
0O
00
00
0o
00
0O
0O
00
(b)
0 (



(7 JP 2004-534213 A 2004.11.11
O0(O0O0()00000D0D0DN0ND0ODONNDO()IO0(@RIID0D0DDDNDNDODDODDNOan
0000000000000 O0000O0O00D0O0O0O0O0DO0OOO0O0O0DO0OOO0ONOoooOooaon
00000000 (@)D0D(@GIDDO0DDDNDNDODDNDDONDNODNDONDNONODNONONOoDOOOan
0000000000000 O000O0OO0O0D0OOO0O0ODOOO0O0ODOoOO0ONOoooooao
0000000000000 O0000D0O000OO0O0O0O0DO0OOO0O0O0OO0OOD0ONOoOOoOOonoan
0000000 D0D0OO0DONDOONDNDNOODNDNONONODNONONOOOONONooOan(
y0D(a)0OODOODOODDOODO0OODO0DO0OO0OO0O0000O0O0000O0O000o0o0o0ooao (e
yOO()OODODODODODODODODOODO0O00DOO0O0O00O00000O0000ooo0ooooaooao
000O0@OO()I00D0000D0D0D000D0DNO00NO0D0D()00(IOO0OD0DDONOn
0000000000000 O0000O0O00D0O0O0O0O0DO0OOO0O0O0DO0OOO0ONOoooOooaon
0000000000000 D0000()IO0(GR)IDIDNDD0DODDDDNDODODNDDNONDODODOan
0000000000000 O000O0OO0O0D0OOO0O0ODOOO0O0ODOoOO0ONOoooooao
0000000000000 O0000D0O000OO0O0O0O0DO0OOO0O0O0OO0OOD0ONOoOOoOOonoan
0000000000000 0000D00000D0000O0D00O00O0D0O0O0OO0OOO0nan
0000000000000 O0O00O0OO0O00D0OOO0O0ODO0OOO0O0O0DOoOoO0ONOoooOooan
0000000000000 D00D00O0D0O0O00O0O0000O0O00O00O0O0O0OoaGO (MS)
000000000 (RA)DDDODODODODODOODODODOODOOO(SLE) DOODOO0
0000000000000 O0000O0(PBC)DO0O0O0DOO0OOMG)DDDODDO00OON
0000000000000 O0000D00000D00000D0000O0D0000O0O0O0an
0000000000000 O000O0OO0O0D0OOO0O0ODOOO0O0ODOoOO0ONOoooooao
0000000000000 O0000D0O000OO0O0O0O0DO0OOO0O0O0OO0OOD0ONOoOOoOOonoan
0000000000000 0000D00000D0000O0D00O00O0D0O0O0OO0OOO0nan
0000001000000 0000000000100000000000000000
0000000000000 D0O00
0oooo0o0o
0000000000000 O0000O0O00D0O0O0O0O0DO0OOO0O0O0DO0OOO0ONOoooOooaon
0000000000000 0000D00000D00000000000
oooooo
0000000000000 O0000D0O000OO0O0O0O0DO0OOO0O0O0OO0OOD0ONOoOOoOOonoan
0000000000000 D0000D00000D00000000000000
oooooo
0000000000000 O0000D0O000O0D0O0O0O0OO0O0O0OO0ODO0OoOOoOOoOnan
0000000000000 0000D00000D00000D0000O0D0000O0O0nan
0000000000000 D0O00O0O0D0D0O0BOO0O0DOOTOOOOOODOOOOOOO
0000000000000 O0000D00000D00000D0000O0D0000O0O0O0an
0000000000000 O000O0OO0O0D0OOO0O0ODOOO0O0ODOoOO0ONOoooooao
0000000000000 O0000D0O000OO0O0O0O0DO0OOO0O0O0OO0OOD0ONOoOOoOOonoan
0000000000000 D00O000D000
oooooo
0000000000000 O0000D0O000O0D0O0O0O0OO0O0O0OO0ODO0OoOOoOOoOnan
0000000000000 0000D00000D00000D0000O0D0000O0O0nan
0000000000000 D0O0O(@OO0DO0OOODONONOOODO0ODOoOOO0OoNOooo)o0n
0000000000000 O0000D00000D00000D0000O0D0000O0O0O0an
0000000000000 O000O0OO0O0D0OOO0O0ODOOO0O0ODOoOO0ONOoooooao
0000000000000 O0000D0O000OO0O0O0O0DO0OOO0O0O0OO0OOD0ONOoOOoOOonoan
0000000000000 0000
oooooo
0000000000000 O0000D0O000O0D0O0O0O0OO0O0O0OO0ODO0OoOOoOOoOnan
0000000000000 D00000D000000
Ooooo0oo

20

30

40

50



e e [y R e e [y [ A B [

Oooooooo o0 ooooogogoo

Oo0oooooo0oooDoooo0ooDoooooooDooogdg
OO0oooooo0oooooDoooo0ooDoooooooooogg
OO0oooooooooDooooooDoDoDooooooooogdg
e s e e s e Y I o A

OJ
Ooooooooo o0 oo oDooo o0 o0 o0 oD oooo0oooooooogofg

O 0Ooo0ooo

000)0
0000

-uboogano

OO0 o ooooogogooo
OO0 oooooogogoo
OO0 ooooDooogogogo
Oooooooooogogoo

O 0Ooo0oo0oooao
O OoOo0ooooao
O 0Ooo0ooooao
O O0O0gooooao
O 0O0OooOoooao
O 0Ooo0oo0oooao
O 0Ooo0oo0oooao
O 0Ooo0ooooao
O 0OooQooooao
O O0OoQgoooao
O 0O0OooOoooao
O 0Ooo0oo0oooao
O 0Ooo0oo0oooao
O 0Ooo0ooooao

gooad

Oooooooogdg
Oooooooogdg
OOoo0ooooaog
OOoo0ooooaog
OO0Oo0ooooaog
OOoo0oo0oo0ooao
OoOoo0ooooao
OOoo0ooooao
OOoooooaog
OOoooooaog
OO0Oo0ooooog
OoOoo0oo0oooao
OoOoo0ooooaog
OOoo0ooooogo
OOoo0ooooaog
OOoo0ooooaog
O0Ooo0oo0oo0ooao
OoOoo0oo0oo0ooao
OoOoo0ooooao
OOoo0ooooaog

Ooo0oooogoQgdg

Ooo0oo0oood
Ooo0ooood
OoOooooogod
OoOoo0oooogod
OOo0o0oooogod
OooOoo0ooood
Oooo0oood
Oo0o0ooood
OoOoo0oooogod
OoOoo0oooogod

O 0o oo

Oo0oooogoQgdg

oo ooe oo0oQgoao
oo oo® ooogoao
O O oo ‘-”' O Ooogoog

O OooQgog = 0O

OooooogoQgdg

Ooooooggg

OoOoooogoood

O 0Ooo
O 0Ooo0ooo

«

OooooooQgdg

I [ I [y

Ooo0oooogoQgdg

oo oo® ooQgoaog

O Ooogoo

OooooogQgog

OO0 0o

-+

OooooogoQgg

OO0 oDoOo=0Oo0o0oogaog

O oo oQo= oooogodg

Ooooooggdg

(8)

Oo0ooooggdg
OooOoo0ooood
OooOoo0oood
Oo0ooood
OoOoo0oooogod
OoOoo0oooogod
Ooo0Ooo0Ooood
OooOoo0oood
Oo0o0oood
OoOoooood
OoOoo0oooogod
OoOoo0oooogod
OooOoo0Ooood

JP 2004-534213

O 0Ooogoooao
O Ooogooao
O 0Oo0oo0ooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao
O Ooogooao
O O0Oogooao
O 0Oo0ooOooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao

gooaao
ooogao
googao
goodaao
ooogao

g
O
g
u
O

2004.11.11

O Ooogooao
O O0Oogogoao

Tbooooooobooobooboooooogab
TOOODODOBO
BOOOODOTO

O

0
g o
oad
oo
uo
oad

Oooooogod
OoOoo0oooogod
OOo0o0oooogod

oDOo(Le) b ooooooooboobooooobo0Ooo

DDDD%DDDDD
OO0 ooooooodg
oo o oooooogodg
oo o0 oooooogodg

gligooogz2000b0oo0bOO
gooboobooobooboogobd
DNAOD O OOGOGO>ODOODOOSLED
gooboooboooboobogbao
gobobdJoe-1000U0bO0nOd
ooooooobobooood

O Ooo0oooao
O Ooo0oooao
O 0Oo0oo0oo0oao
O 0Ooo0oo0oo0oao
OOoo0oooao
OOoo0oooao
OOoo0oooao
O Oo0oooao
O 0Oo0oo0oo0oao
OOoo0ooo0oao
OOoo0oooao
O Ooo0oooo
O OooOoooao
O OoO0oooao
O 0Oo0ooo0oao
O Ooo0oo0oo0oao

od

gbobooooboogan

O 0OooQooooao
O O0OoQgooooao

OoOoo0Oooao
OOoo0Oooo
OOoo0oo0ogao
OOoo0odao
O0Ooo0Ooooo
OoOoo0ooao
OoOoo0Oooao
OOoo0Oooo

SLEO O
gooao
gooad
ooogao
gooao
ugoaoaad

-boooooooobboboooooooao
ooooooooobobobooooooooaoD
ooooooooboobooooooogoao

oooooooobobooobooogogoao
gobooooobobooobooboogonb
uobooboooboobooobooboadnb
/0000000000000 O0OD0OO0

gobooooobooooobooboaodanb
ooooooooboobooooooogoao
OODNAOD O D ODNADODODOODODO
RNAODOOOOoDOOoooOoooobooboboobooboooooboobooodan

gooooooobooocoooooooooooooooooooobobooooOoOoao
ooooooooooo/0OO0DOO0OO0OU0O0O0QOOoOODDODOODODODOOOOooOODOOD

DNADOODO4Oobouobooouobooboboobooboboouoboobooao

oooooooooboooooooooboboooooooobobobooooodo

10

20

30

40

50



e R e [ [ A [
I [ e, O O e [

Oo0oooooooooooo4o0 oo oooo4ooooDooogogog
Oo0oooooo0oUoooDooo4o0 oo oDoooooooDooogogog
e s e e e e e O s sy [ |
Ooo0ooooooooooooo0oooDooooooooooogooga-g

OoOoo0oo0oooao
O Ooo0oooo

Oooooooo0oooooogogoooao
OOo0ooDoooooooooogogogoooao
OO0 O0DoDooooUoooDoooggoooao
Ooooooooooooooogogoooao

Ooo0ooooQodg

O Ooo0ooo
O Ooooo
O Ooooo
O OoOooo
O O o0goo
O Ooo0ooo
O Ooo0ooo
O Ooooo
O Ooooo
O Oogooo
O O o0gogaog
O Ooo0oono
O Ooooo
O Ooooo
O Ooooo
O OoOgoo
O O0Ooo0ooo
O Ooo0ooOoo
O Ooo0ooo
O OooOooo
O OooOooo
O Oogoo
O O0Oo0ooo
O Ooo0ooo

O 0Oooo

Ooooooooooooooogoooao
Oooooooo0oooooogoooao
Oooooooo0oooooogoooao
OOo0ooDooo4ogoooooogoggoooao
OO0 o0oDooo4doooDoog4goooao
Oooooooooooooogoooao
Oooooooooooooogoooao
Oooooooo0oooooogoooao
Oooooooo0oooooogoooao
OO0 ooDooo4gogoooooogoggoooao
OO0 o0oDooog4doooDoogoggoooao

- O

O Oooo

Ooooooogdg

O

O

€))

O O
O O
0O O
O O
O O
O O

O Oooo
O Oooo
O 0O oOgo
O 0Oooo
O 0Oooo
O Oooo
O Oooo
O Oooo
O 0O ogo
O O0ooo
O Oooo
O Oooo

O

O

O

O

O

O

TOO0O0O0OO
(000000000 0)0

Ooooooogdg
OOooooogdg
OO0Oo0ooood
O0Ooo0o0oood
OOoo0oood
O0Ooo0oooo
O0Ooo0oooao
O 0Oo0oooao
O 0Oo0Oo0ooog
O0Ooo0oo0oo0oao
O0Ooo0oooao
O0Ooo0oooo
OOoo0oooao
O 0Oo0oooao
O 0Oo0oo0oo0oao
O0Ooo0oo0ooao
O0Ooo0oooao
OOoo0ooood
O0Ooo0ooood
O 0OoOooogoaog

O

Oooooooooooooooogogoao

oo ooooooogogoo-g
OO0 ooooooQgogooo
OO0 oooooogogogoo
OO0 oooooogogogoo
Ooo0ooooooogoOooOoao
OoooooooQgogooo
oo oooooooQgogooo
OO0 oooooogogooo
OO0 oooooogogogogoo
OO0 oooDooogogoao
OoooooooogoOooao
Oo0oooooooQgogooo
oo ooooooogogoQg

gboobooboooboooboooaoadao

OO0Ooo0ooooao
OOoo0ooooao
O 0O0o0ooooao
OOoo0oo0oo0ooao
OOoo0ooooao
OOoo0ooooao
OOoo0ooooao
O O0Oo0ooooao
O O0O0o0ooooao
O0Ooo0oo0oooao
OOoo0ooooao

JP 2004-534213 A 2004.11.11

O O

O

gM0 0D 000000000000 DOIge0 0000000 oooan
0000000000000 DD0DO0O0D
oooOoD10'MO000D010%010 °M0
10°'' 00000000000 OoDOoODDOOan
O0000D00O0O0ODO0O0OC0OD0DO0OO0OC0OD0O0O0O
OO0O00000O00D0O0O0O0D0O0O0OO0OO0O0O0n
0000000000000 D0O0O0O0D0O0O0O
O0DO000D00O0O0ODO0O0OO0ODO0OOCOODOOO

oooooooao
/0000000
oooooooao
gooooooan
gbooooad

O Ooooo
O Ooooo

O
O
O
O
O

gboboooooan
gboooodoaoad
oooooooOooogogao

O
O
O
O
O

TOooobOoooooooan

O 0Oo0oo0oo0oao
O0Ooo0oo0oo0oao
O0Ooo0oooao
O0Ooo0oooo
O0Ooo0oooao
O 0Oo0Oooao
O 0Oo0oo0oo0oao
O0Ooo0oo0ooao
O0Ooo0oooo
O0Ooo0oooo
O0Ooo0oooo
O 0Oo0Oooaog

goboobooboobgobooobobogobgoooboobooboboboboobobno

ooooooooooooooooobooboand
oooooooobooooooooooboooo
ooooooooboooooooooobobooobono
oooooooobooooooooooboboooboo
ooooooooboooooooooobobooonno
r00o0o0oo0oooboOoobocoOoi1s02200000000

g g

OO0 oooooogogooo
S Ooooooogoggogodg
OoooooooogoooOoao
Ooooooooogooao
oo ooooooQgooo
oo oooooogogooo
OO0 oooooogogogoo
OO0 oooDooogogoao

=
> OO0 o0oOoo0ooooogooao

|
el
=
>

gboooboobooanb

O Oooo
O Oooo
OO oo

10

20

30

40

50



(10) JP 2004-534213 A 2004.11.11

ooooooooobooooooooooooboooooooooooboboOoboooOoOogoan
oood

oooooao
TOboooooooogoogooooooboobogoOogoooooboobooogooooooo

0 e I B A B A B B B A M R M A
0000000000000 0O0000O0000010*MO0D0000D0000D0000D0a1
0°MO00D0D0D00D0D00DO

goooogad

I e o o o A A W A A B
0 B A B B B A R W R W A
0oo00oooOo0D00dooDoD0oo0ooooDOo0o0oooDOoDU0UOooDOoDoDoooDoDooOooDoOOo
0 B A B A A W A W A B A R R R N R W A
0 0 R R W R

O0oDO0oooo

0 0 A A B A B B B R B R W A
0 I R W A W B W A W R W R W
oooo0ooooTOOODO0O0OBODUODODODODODDDODDODUDODDDODDODUODDODDODUOODDOO
oooooDoooDooDoooDoWwBPp)DODOoDOODOMSOODOODODODODOTOOOODOB
0oo00Do0oooOo0D0oooooDOoBOO0O0O0OQTOODODODUODODODODODUODODODDODOODDOO
0 B A B A A W A W A B A R R R N R W A
ggoggddgddgdgdgdgdggdydgddygyyyyyyyyyyyyyyyyyyyyydylUdUlUdUdUUUyUg ™
O0oDO0oooo

agodoao

0 A A B B B A W R W R W A
ooo0oO0ooo0oO000oooD0oU0oooDO0DU0oOooDDODO0DUOoOo0DOoODDoDUoOoOXoooyYyoooao
0 B A B B B A R W R W A
0oo00oooOo0D00dooDoD0oo0ooooDOo0o0oooDOoDU0UOooDOoDoDoooDoDooOooDoOOo
0 B A B A A W A W A B A R R R N R W A
(DO0OO0ODODOoDbOo0O0oos5,807,5220 O Robinsond O Nature Medicinel 8:295-301(2002)0 Ro
binsonO O 46:885-93(2002)0 0 )0 00000000 ODODODOOODODODOODODOOOO
0 0 A A B A B B B R B R W A
0 A A B B B A W R W R W A
ooo0o0ooooo0oDU0odooOoOoDU0oo0ooooDoUoooDOoDU0UOooDDODO0oDUoDOooDoODOoDUoooDoDOO
0 B A B B B A R W R W A
0oo00oooOo0D00dooDoD0oo0ooooDOo0o0oooDOoDU0UOooDOoDoDoooDoDooOooDoOOo
0 B B A B R W A B A A A B A o4\ V- N WD)
7 I I 0 0 0 e A O O N O
0oo0oo0oooo00oodoooD0oo0ooooDo0UoooDO0oDU0UOooDOoDoDoooODoOoDoooDoOOo
doddddddddddddddddUdUdUdU0UoUdUdUoooogaoa

goooogad

OooooooDooo

0 B A B B B A R W R W A
0oo00oooOo0D00dooDoD0oo0ooooDOo0o0oooDOoDU0UOooDOoDoDoooDoDooOooDoOOo
0 B A B A A W A W A B A R R R N R W A
0 A W A B B B B B W R W A
0oo0oo0oooo00oodoooD0oo0ooooDo0UoooDO0oDU0UOooDOoDoDoooODoOoDoooDoOOo
0 0 A A B A B B B R B R W A
OO00DD0DD0DD0OD0D0D0D0000000O0D0ODODDODD1eM®00O0O000004000000
D000000D0O00O000O00O0D0O000000DO01en’0010000 000000000
OOD1em 0050000 0000000000000000000000000O0O0ODOOGO



OO0 oooooogooQgodg
Oo0oooooogogodg
OO0 oooooogogodg
OO0 oooooogogdg
OOo0ooooooood

Ooooooooogoogogoao
OoOoo0oo0oooao

(11

JP 2004-534213 A

OO0oooOoO0OELISADOO0ORIADOOOODODOODRO
1000000090000 0001en’0 001000
oooooooooao
oooooooooDoao
oooooooooao
oooooooooao

O

OOoo0oooao
OoOoo0oooogod

OoOoo0Oo0oonoad
OoOoo0oogooogod

O
RodalO

Ooooooood

O
g
a
O
a
u
O
g

Oo0aod
ooao
ooao
O00
Joos[
ooao
000
(Biotechniques 28(3):492-6(2000))0 0000 O

Oooo0oOogaDo

0

OOoo0ooo0oao
OOoo0oooao

O

O

(Electrophoresis

ooooooooao
ooooooooao

O Ooo0ooo
O Ooooo
O0Ooo0oooao

O

O

O Ooogao

O

oad
Oood
o
oo
o
o

2004.11.

O 0Ooo0ooo
O Ooooo
O Ooo0ooo
O OoOoogao
O0Oo0Oo0ooao

O

oooooooao

-0oooooooobDbO-DNNOOOGooo-RNAODODOOOOOoo-oo0ooan

0000000000000 o0o00o0DoDoDoDoDo0O00o0o0o0ooDDOGeGeddnd
Acids Resl] 28(2):e3(2000))0 00 0O 0O O O O Mendozall O O High-throughput
immunosorbent assayl ELISA)O Biotechniques 27:778-780(19
99)0 0 O O O O Luekingd O O Protein microarrays for gene expression and antibody

ay-based enzyme-linked

screeningd O Anal.

O

Oo0oooooooOodg
OooooooogoQgdg

3

(%]

-
OoooOoooOoooOoooOhoooOoooooooo s ooooooogooa.o

Oo0oooooooo0ooDoooooooooooOodg
Oo0ooooooo0ooDooooooooooogodg

O

O

Ooooooogogg
OO0 ooooogogdg
OoooooooQgodg

O

OoooOoooooooooooooooogoao
OoooOooooooooooooogooogoo

Oooooooooooooogooao

0

O

Ooo0oooogoQgdg

O

Oo0oooogoQgdg
OooooogoQgdg
Ooooooggg

oon

OoOoooogoood

O

OooooooQgdg
Ooo0oooogoQgdg
oo ooooogoQgg
OoooooogoQgg
OoooooogQgdg

g o

43:1749-1756(1997)0

O0O00000Do(Robinso

0)0

O

O 0Ooo0goooao
O 0OooQgoooo
O Ooogooo
O Ooogogooao
OO oQgogoao
O 0Ooo0oo0ooao
O 0Ooo0goooo
O 0Ooo0oooao
O OooQgooo
O Ooogogooao
O O0OoQgogoao
O 0Ooo0gooOooao
O 0Ooogoooo
O 0OooQoooo
O OooQgooao
O Ooogogooao
OO oQgogoao
O 0OooO0ooOooo
O 0Ooo0oooo
O 0OooQgooo
O Ooogooao
O Ooogogooao
O 0Oo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao
O 0OooQoooo
O Ooogooo

OooooooooQgodg
oo ooooogooQgdg
OO0 ooooogoogg
OO0 oooooggdg
OO0 oooooogdg

O 0Ooo0ooOoo
O 0Oooo
O Ooooo

O

O

O Oooo
O OooOooo

O

O

RNAD DNAO
gooaao
oooogao

gooagao

O
O
0
O
O
0
4
O
O
O

OOo0ooogoood

S OO0 oooOoooogoag

OoOoooooOodg

Oooooooogogodg

OooooooQgdg

OoooooogoQgdg

OOoo0ooooaog
OOoo0ooooaog
O0O0o0ooooog
OoOoo0oo0oo0ooao

O

O

0

O

977140280
gooooao

Oooooooogogodg

0O O Arthritis R

OoooooooQgodg

g
O
g
t
0
g
U
O
a
O

Ood
Ood
O d
od
od
O d
od
oad
0d
oo O
heum

Biochem.[ 270:103-111(1999)0 0 00 0O O

OoOoo0oo0oooao
OOoo0ooooao
OOoooooaog
OOoo0ooooaog

O

O

O

O

FultonO
Oooo0a

OoooooQgdg

Oooooogoogdg

Ooooooggdg

OOo0ooogoood

OooooooQgodg

OoooooooQgdg

[ i R
O Oooo
O Ooogoo
O 0ooo

O

O 0Oooo

O Oooo

O Oooo

O Oooo

g o
o
o
g o
o
g o
u o
od

O Clinical

OoOoo0oo0oooao
OoOoo0ooooao
OOoooooaog
Ooooooggdg

O

O

O

O

21(13):2641-50(2000)) 0
oooooooao

ooogao
oogao
oooao
ogooao

(Nucleic

microarr

O

O

O0Ooo0ooooaog

0

Che

ooooooao

g o

O 0Ooo0ooo
O Ooooo
O Ooooo
O Ooooo
O 0OoOooo

O 0Oooo

O Oooo

O Oooo

O Oooo

atism 46:885-93(2002)0 O

O Ooogo

iooooooobooooobooo

ooooooobooooooooao
ooooooobDooooogano
oooooooboOooooogao

gboooboboobooboooboaodnb

10

20

30

40

50



I e e e
e e e e e e e A [

e e s e ) e [ [ A [ o

(12) JP 2004-534213 A 2004.11.11

goooooooooooogooooobooooTODoOooOoosooooooOoan
oooooooobooooogoooooooboooboooooooooboboooOogoao
ooooooooooooooooooooooooooooooDbDobooooOoOoao
TboooooooOogoooooboobooboooogooooooobooobobooOoooooao

O

e e e e [ s e e e [ A Y I Y
oo oo o0 oo NoooooD oo oo oo oo oo oo oD oo oo o oo oDoooDooooogoodg

Ooooooood

a
O
g

OoooooooQgoooao
OoooooogooQgooao
OoooooogogQgooao
Oooooooggogoao
OO0 oDoDoooggogoao
OooooOQowoooooao

O 0Oooo
O oOooo
O oOooo
O Oooo
O 0Ooo

oo oooooogogoo
Oo0ooooooooooao
ODooDooooo o« ooo
OO0 ooooogogooooao
ODooDooooo >0 o0oao
OOo0oooooooooooao
Oo0ooooooooooao
Oo0ooooooogoooao
OO0 oooooogoogoooao
OO0 ooooogogoooao
OO0 oo ooogogoooao
OOo0oooooooooooao
Oo0ooooooOoooooao
ODooooooooohoo
Oo0oooooogogogoooao
OO0 ooooogogooooao
OOo0ooooooogogoooao
OOo0ooooocooooooao
oDoooooooeooQooao
Oo0ooooooOoogoooao
Oo0ooooogogogoooao
OO0 ooooogooooao
OOo0oooOoooogoooao
OOoooooooooooao
Oo0ooooooOoogogoooao
Oo0ooooooogoooao
Ooooooogogogoooao
OO0 ooooogooooao
OOo0oooOoooooooao
OOoooooooooooao
Oo0ooooooogoooao
Oo0oooooogoogoooao
OOo0ooooogogooooao
OO0 ooooogooooao

O

g
u
O

Oooooocooooooooo oo oDooooooDoDooooooooooogoogoaog

O 0Ooo0ooo
O 0Ooogoo
O Ooogoo
O O0Oogoog
O O0OoQgogaog
O 0Ooo0ooo

O

gboooboobooboobdoobooboobooboobooboobooag
ooooooooooooooooobobooooooooobobobooond
gooobooboboobooboboobooboobooboboo

OO0 o0o0ooooobobooOoocoooooooboboDboooosoOOOOO
goboooooogoboooTooboao
gboobooooobooboobooobad
gooooooooboooooooooao
p0bODO0o0boOOobOooboobooboognnb
u

Oo0Ooo0oo0ooao
OoOoo0oooao
OoOoo0oooao
OOoo0oooao
OO0Oo0oooo

ooooorT

Oooooooooooao
Oooooooogoooo
OoooooogoQgooao
Ooooooogoggooao

O0Ooo0oooao

O0Ooo0Oo0oood
O0Ooo0o0oood
Oo0oo0oood
OO0oo0ooood
OO0oo0oooogod
OO0Oo0oo0ooogod
O0Ooo0Oo0oood
OO0oo0o0oood
OOoo0oood
OOoo0ooood
OO0Ooo0oooogod
OO0Oo0oo0ooogod
O0Ooo0Oo0oood
Oo0Ooo0o0oood
OO0oo0oood
OOoo0ooood
OOoo0oooogod
OO0oo0oo0ooogod

loocoooooooboobooooooooobooobooooooooao

gooobooboboobooboboobooboobooboboo
ubooobooboboobdooboboobooboobooboobooad
oooooobooooooooooobobooooOooooobDboooo

OooooooobbDobooooosoboobooboooOoooobo220o00000

ooaod
ogaod

O oooooroloooooooOOOOOoOooooao
O

ooogao
O

O

gooooboooboobooboogogboobooboboo
uooobooboooobooboooboooboar
oooooooboboOoooooooooboboooboo

O Oood

oogaod

O
O
O

oooobooboboobooboobooboobooboobooobooag

10

20

30

40

50



I e [ e e e e e s e [y Oy
e e e R e B e e I |

O

ey ey R R R I

g

|

Ooo0oooooooooooooo0oooDoooooooDoDooooooooao

O

e e s e e e e s s e e e s [ |
e e e e e e s e e e Y Y

oooooooooao
oooooooooao

OooooooooQogooao
OoooooogooQgooao
OoooooogogQgooao
Oooooooggogoao

OooooooogoQooo

[ |
O

O
O

O 0Ooo0goooao
O 0OooQgoooo

O

O 0Ooo0oooao
OoOoo0ooood
OO0o0Oo0oooogod

O

(13) JP 2004-534213 A 2004.11.11

TOoOoOooOOoOoOooooooooboboooooodd

O 0O0o0ooooao
OOoo0oooOod
Ooo0oooQgodg
Ooooooogdg
Ooooooogdg
OOooooogdg
OO0 ooooogd
OOoo0oooOod
Ooo0ooooQgodg
Oooooogdg
Ooooooogdg
OOooooogdg
OO0 ooooogdg
OOoo0oooOodg
OooooooQgodg
Oooooogdg
Ooooooogdg
Oooooogdg
OoOoo0ooooodg
OOoo0oooOgodg
Ooooooogdg
Ooooooogdg
Ooooooogdg
OOooooogdg
OOoo0oooOod
OoOoo0ooooOodg
OoooooQgdg
OOoo0ooooao
OOo0oooooogogg

O O
TObooooboobobooboobobooboobooTo
gobooooobooboooboobooboooboooboooboao
ooooooobooboboooooo

OO0 oooooogogdg

uboboobooboboboobooboooooboobooboad
oooooooobooooooooooooboooooOogoao
oboooboobobobooboooboooooboobooboag
looooooooobobOoooooooooboooobod

ooooboobobooboobooooboobooboo
uoboobooboobooboooboobooooobooboobooag
oooooooooOooooooooooobooooooOooao

Oooo0ooogood
OoooOoo0oonod

rf0o0o0b0oo0oboobobbobooisgoboobooobooboe2200

O
O

O

oooooooooooooooooobovyolobObODOoOOoOoOooOoOoan
gooooooobooooooooooobooooooooao

ooooooooooocoouooooooboooobocooooooooao
oooooooobooooOoooooobooboooo
oooogoao

O d
O d
O d
O O
O O
O O
O O
O d

gooobooboobgolgobooboogobooboooboogobooboobod
oooooooooooouoooooobobooboooo200040000
gooooooos3sgooboboOoobocoo0oooooooosboilobDbOOn
gbobooobooooobooboooboobooboooboooooboao

sgoooooooOoooooooooosoobooobooboooooooan
gooobilob200b00b0bb0obo0oobooboobobnn

oooobooOoocooououoooobboOOoOO0OO0oO04U0OoEAEDODOOO

0000000000000 O00O00O0O00OO0O0OO0O(PLP)DODOCOODOO
(MBP)DOODOODDOOOODDOOODODODO(MOG)DODDODOODO0DODDOODOOO
(CNPase) 000 D0DOODDOODDOOOOO(MAG) DDODODOOODODODOODOOOD
0000 (MBOP)O a
0000000000
OSP(0 00000000 ODDONDNO0)IOODOCOODOOOOMBP(B0OODOOOD
0O
0

-p-000Q00O0(@obOOooooooogo)yooooopoo
ooooooboooocoooooooosooobOo0OOO

oumBPOCBOD D OO OOO) DOOOOOODOOO/O00RO
gooooooooorpPlPOOCCOO0OO0OOOOODODODOO

pLPOOODOOODOODOODODODOOODOODODODOODOODODODOODGODGDO

139-1510 103-1160 215-2320 43-640 0 0 178-1910 0 000 0 0 0O O 260 O MBPO O O

OCoOO0DO0DO0OD0DO0OD0O0O0WeinlOOJ. Clin. Invest.[d 92:2633-2643(1993))0 00000
oo0ogd1-110659-7600087-990 00 00D000OO0ODO0DO0OO0O0DO0DODDODDDODOODOOOOOO

10

20

30

40

50



(14) JP 2004-534213 A 2004.11.11

oomMoGO OO OO0OOOOAO11-220 35-550 64-960 O O O

gooogbad

ooooooooobooooooooooboobooOoOoOOOSsSLEC DD D DoooOooOoDODOaoO
gooobooobooboogobgooobobooboboogobooboboboboobobo
gbooobooboooboooboobobooboooobooboobooobooboobad
oad

googobao

ugoooaoobadod
ooooooooobooooooooooooboooooooooooboboOoboooOoOogoan
gobooobooobooobooobooboobooboboooboobooboobooboban
ooooooooboboooOoOo0oooooobObobOO0OCOCOU0OU0O0OEAEODCOD DD DODODDODODOOO
oooooooooooboOoO0ogogoooooobooobooog(PthpoDoooooboOO
cooP) DooooOoooooOoooooOoWwoG) ooooooooooooooo
ODOO(CNPase)D OO ODDODDODODODODODDODOWAG)ODDODODODODODDODODODODODODOO
oooooooweoP)Da -B-ODODOOODO(bOOODOOOOOOH)YOOOoOooOOoODODOOO
ubobooboobooooobobobbooboobooouobooboosgboobooobaadd
gosp(DODODDODDOOODODDO-0DD0DOO) hOOODODDOOOODOMBP(GBOOOOODOO
ocooOoooooOoooooowswBPOCBODODOOOO)Y OODODODODOODODDODOODDOGO
oooooooobOooOoOoorPPOO0OO0OODOODODODOOOOOOOPLPODOOOOO
oooobooboboooboobobooboobob000DbO0a139-1510 103-1160 21
5-2320 43-640 0 0 178-19100 0000000260 0MBPOODOOOCODOOOOODOOW

einld O J. Clin. Invest.[ 92:2633-2643(1993))0 00000000 1-11059-7600 0O
g7-99 0o OoobOoobobbobooboboobooboowceoOoobOoOnn

O

Oooooooooo0ooDooooo0 oo ooooogogooao
OO0 oODOoooDoDOooDoDoDo0ooDoDooo<oogooagad

Oooooooooeoooooooogoaoo

Ooooooogod

1-

O

220 35-550 64-960 0O O O

O O

OoOO0O0O0oooOOo00O0ooDOoOooooDOoOoOooODIA-20 1A-23 O GADO O
ODODO0O0O0ODDODODOHSPOglima 380 1CA6O0 0 0 OO ps20 00000 0D0O0OO
goooobogoao
g
O

OoOoo0oo0odgao

OCoOO00O0OD0OD0ODD0OO0O0OO0O0OD0OO0OO0OO0OO0NDOO0OOO0D0DDOhRnRNPO A2/RA330 Sa
goboooobobobobodgp30oboooobooooborngbivo

O Ooogoooao
O O0Oo0ooooao

OCOoOIIXOOXIODDOOOOQDOADOHSP-65/600 IgM(0D 000 OCO)ORNAODOODOODODOGO

0000O00000A0DDDOOODOOOOODOOODOODOOOOOOOOOOO
0000000000000 0O0O0O0O0O0DO0O0O0OODDOON(@OOODOOoOoooan
0)DIDODODOOODO0OOO0OODO0OO0ODOOOOOOOOOOOOORADDOODOOO
000000000 DO0OC0O0TOOOOODBOOODODODOOODOODOODDOOODOO
DOO0O0C0CNOO0O00O0O0(I)D0000257-2700 0000000000000
000

DO000O0O0OO0O0(SLE) 0000000000000 0O0O00ODNADDODOODDOO
RoOLad UlD OO O OO OO O R060(SS-A)T Ro52(SS-A)0 La(SS-8)0 0 0 D0 OO0
rp780 Scl-700 000 00SN0 000000 O0OC0OOOOOOOOOODOOOOOO

0

0Do00o0O00O0O0O00
000000 (IRBP)O
0
0

|
O

gooDoobooobobosooooooobogonn
goboooboonboad

O
O

DO00O00O0O00a0
DOooo0o0ooOooOoo
000000 TgD OO

SA(Ro)O SSB(La)O O O

goboooboooboobooboogobooboboo
OCoOO0O0O0ooOOoOO0oO0OoOoODONat/I-00D00O0O00OO
TpOOODODDODOOOCOOOOOOODODDODOOOOO

O
0
O
O
0
4
O
S obooobooobooboobooboooooboo

O Oood
O oOood

10

20

30

40

50



(15) JP 2004-534213 A 2004.11.11

oooooooobooo-3g0goo0ooboboODo0o0o0o0o0o0ooo0ooboDbO0OO0CO0OTttRNAOODOO
oco(@oooooooUoOooopDOooooDOoOooooODDOoOoOoDoODDOoOoOoOoODO)OKuY
O PM/SclO SSAO UL sn-0000D0000O0O0MI-10MI-10Jo-10KuO DO O OSRPOODODO
oono g gooad ooOdscl-7o0 00 00O0OooOobobDuvilcOoDoOoOoooOoan
ooao ooooooobooocoooooooooboobobooooao
g E20 -b0oooooobooocooooooobbooood
O

O

O« OO

o O0O000D0DOD0OO0OH/K ATPaseD OO OO OQOpBOO

a
O
g
u g

O Ooooo

a
O
g
u

O0Ooo0oo0ooao
O Ooooo
O Ooooo

10
ooooooooobooooooooooao
gooao
uobooobooboooboooogobaoodan

O
O
O
O
O
O
O
O

ooooooaon
gbobooobogao
gboooobooano

O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O

O
O
O
O
O
O
O
O

Th20O TO
gooao

4 IgE BO O OOOAO
O

gooaoan
O

ooooooooao
ooooooooao
goooao ooooooooao
OD0Do0oo0ooDoOooano g goooano O O O (Dermatophagoi 20
pteryonyssinus)(Der PO OO OO ODOO Lol pl-vO OO O jumper antO OO0 0O
Myrmecia pilosula)dJ OO0 O 0O O OO (Apis mellifera)J OO ODODOOODOA2(PLA2
oogss) 0000 o000 ooooooooDaovVespula maculifronsd O 0O O
000 ODO0DOOD0OO0OO0OD0ODO0O ODOOoOO0Oo0OaobDbolichovespula maculatal 0 0O 0O OO
gooooooooDOooOO0oO0oOogoooooobDoboOoOoOoOoooooDbDOaOParoll (OO
O (Parietaria officinalis)J 000000000000 OCOOOOOOOParjl(
0000 0O0O0O000Parietaria judaicalODO)JO0OODODODOOOOOoOooOooOoaOo
(Olea europaea)d O O O (Artemisia sp.)0 O O (gramineae)J 0000 0DODODOAO
goodooooooooOoUogogooooooDoooU0gogoooooDoooooOogood
(OCDOCOCDOOUOAnopheles OO0 0ODODODAedesDO D DOODCODOOOCulisetal OO DO 30
OCulexODO)ODDOM@MODODDODODOOPHhlIebotomus OO0 0O OO DO (Culicokies))O
0oodooooODoDOoOOoOO0OO0oUOogoooooDo@@DboDDODaDoD(bermacenter sp.)d 000
(Ornithodoros sp.)O 0000 ((Otobius sp.)) 00000 ODOODOOOODOO
O O O (Xenopsylla)O O000Pulex)D OO OODODODO (Ctenocephalides felis fe
is)d Ooooggaod gooooooooboDOooOOU0oU0gUguoooopooooogooao
Oad oooooaod Oo0o0ooooooDoDoooooooooao

Oooooooooooogogood

Oo0oDooooogogogooooodg
Oooo0oooOooOgoao

O
O
O
O

O 0Oooo
O 0Oooo
O Oooo
O 0Ooo
I [y |
Iy |
O 0Oooo
I [ O |
O Ooogogog
OO oQgogog
I [y |
I [y |
[ |
O Ooogogoog

O
O
O
O

oo o ooDoooooooooog

O Ooogogoog
O O ogogog
Iy |

S D OO Oo0ooooooooooogoogooao
I [y |

(¢°]
I [ Y [ e I O

O
O
O
O

O

001.0000000000000000000000000
(M) DO ODOOOOOO(RA)DIODOODODOODOODODO (IDDM)O O 40
O(SLE) 000000000000 O0O0O0O0O0O0OO0O0O0OOo?2.

000

DOoooooogoao
OO0o0o00O0Ogaoao
o e e e s s e R
Doooooogoo
e e e sl s e R
DOoooooOogoao
OO0o0ooood
OO0ooao
OO0ooo
OO0ooo
i R R R
i R R R R
O0o0ooood
O0oooood
OO0oooo
i R R R R
o R R R o B
0000w
OO0oooo
OO0oooo
o e R R o Bl
i R R R o R
O0o0oooao
Oo0oooo
Ooooo
Oo0oooo
Oo0ooo
Oo0ooo
Oo0oooao
Oo0oooo
Ooooo
Oo0oooo
Oo0ooo
Oo0ooo

e I A
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O

Oo0ooooooooooog
Oo0ooooooooooog
Oo0oooooogogoooooogd
OO0 oDooDooogoggogoooooao
Ooooooooogogoooao



Ooooooooo0oooooo o ooDoooogoogogoo
Ooooooooo0ooooooo0oooooogogogoo

O

ao

OOooooooooooooo4o0oooooogogogoao
OOo0oooooo0oooooo4ogooooooogogoao
OO0 o0ooDooo4ddoooooUog4dooooogogogao
Oooooooooooooooooooooogoogooao

OoOoo0oo0oooao
OOoo0ooooaog
OOoo0ooooaog
OOoo0ooooaog
OO0Oo0ooooaog
OOoo0oo0oo0ooao
OoOoo0ooooao
OOoo0ooooao
OOoooooaog
OOoooooaog
OO0Oo0ooooog
OoOoo0oo0oooao
OoOoo0ooooaog
OOoo0ooooogo
OOoo0ooooaog
OOoo0ooooaog
O0O0o0ooooog
OoOoo0oo0oo0ooao
OoOoo0ooooao
OOoo0ooooaog
OOoo0ooooaog
OOoo0ooooaog
O0Ooo0oo0oo0ooao
OoOoo0oo0oooao
OOoo0ooooao
OOoooooaog
OOoo0ooooaog
OO0Oo0ooooaog
OO0Ooo0oo0oo0ooao
OoOoo0oo0oooao
OoOoo0ooooao
OOoooooaog
OOoooooaog
O0Ooo0ooooaog

gooad

Oo0ooooooodg
Oo0ooooooogodg
OO0 oooooogogog
OO0 oooooogogdg
OO0 oooooogogdg
Ooo0oooooooodg
Oo0oooooooQodg
OO0 ooooooogodg
Oo0oooooogogodg
OO0 oooooogogdg
OO0 oooooogogdg
Oooooooooodg
OO oo -4d4o0o0oogoaag

O Oooo

O Ooo0ooo
O Ooooo
O Ooooo
O OooOooo
O OoOgooo
O Ooo0ooOoo
O Ooo0ooo
O Ooooo
O Ooooo
O OoOooo
OO oOgoo
O Ooo0ooOoo
O Ooooo
O OooOooo
O Ooooo
O OoOooo
OO oOooo
O Ooo0ooOoo

(16) JP 2004-534213 A 2004.11.11

oooooooobooboooooooooao
oooooooobooobooooooooao
ooooooooboOoocooooooooao
ooooooooobDooboouooooooao
ooooooooobooobooooooooao
oooooooboooobooooooooooao

O O o0goo

O Oooo
O Oooo
O 0O oo
O O0ooo
O 0Oooo
O Oooo
O Oooo
O Ooogoo
O 0ooo
O 0Oooo
O Oooo
O Oooo
O Oooo
O Ooogo
O 0ooo
O 0Oooo
O Oooo
O Oooo
O Oooo
O Ooogo

O O0ooo
O Oooo
O Oooo
O Ooogo
O 0Oooo
O O0ooo
O O0ooo
O Oooo
O Oooo
O O oo
O O0ooo
O O0ooo
O 0Oooo
O Oooo
O Oooo
O Ooogo

OoO0D0O0OD0ODOD0OO0O0OO0OO0ODOOOCy20cCcy30Cys0 0 oooDOoOooooOoOoOooODOaOaO(Ckl
T 00ooOoOOoOoOoO0oO0ooooooboOoooUoOoOoooooobDoboooogooe-0DDoO0

O

OOo0ooooooo0ooDoooooooooogdg
Oo0ooooooo0ooooooogooooao

O

OO0 ooooooooooDoooooooooog
OOo0oooDooooooooogooooaog
OO0 oDoooogog4gogooDooogogogoao
Oo0oooooooooooooogQgog

O0Ooo0oooao
O0Ooo0oooo
O0Ooo0oooao
O0Ooo0oooao
OO0Oo0Oo0ooao
O0Ooo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O 0O oOooo
O 0Ooo0ooo
O 0Ooooo

O 0Oooo
O 0Oooo
O 0Oooo
O Oooo
O 0Ooo
O 0ooo
O 0Oooo
O 0Oooo
O 0Oooo
O Oooo
OO oo
O 0Oooo
O 0Oooo
O 0Oooo
O Oooo
O Oooo
OO oo
O 0Oooo
O 0Oooo
O 0Oooo
O Oooo
OO oo
O 0o o
O 0Oooo

O 0Oooo
O Oooo

O
O

O
O

O
O

O
O

spikedO
oooao

gooad

O Oooo
O Oooo
O Oooo
OO oo
O 0O oo

0

O

O O

Oo0D0DO00O0e-FAMO2®,7"-00000-4",5"-0000-6-00000000¢06
(JOE)O 6-0 0000 -Xx-OO0ODOO(ROX)YD6-00O0O00-27,4",7",4,7-00 00
O0O0O0O0OMEX)OS5-0000D00000000(-FAM)O
-6-0 000000000 (TAMRA)D

ON,N,N",N"-00
gooad uo

O

OoOoo0ooooao
OOoooooao
O Ooo0oooao
O Oo0oooao
O O0Ooo0ooo
O 0Ooo0ooOoo

g
u
0
g
0
g
/

O0Ooo0oooao
O Ooo0oooao
O Ooo0oooao
O O0Oo0OoOooao
O 0Ooo0oo0oo0oao
O 0Ooo0oooao
O Ooo0oooao
O OooOooo
O Oogoo
O O0Oo0ooo
O Ooo0ooo
O 0Ooo0oooao
O Ooo0oooao
O Ooo0oooao

O
O
O
O
O
O
O
O
O
O

O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O

10

20

30

40

50



I [ e [ e e e /2 e Y [ O

I [ e e [ O

e [ s Y e e s e s e e o e e e [ o [

Oooo0oooboogogoo
Oooo0ooogogogoo

O
O
O
O
O

OoOoo0oo0oooao
OOoooooao
OO0Ooo0ooooao
OOoo0ooooao
O 0O0o0ooooao
OOoo0oo0oo0ooao
OOoo0ooooao
OOoo0ooooao
OoOoo0oooao
OOoo0oooao
OO0Oo0oooo
O0Ooo0oo0ooao
Oo0Ooo0Oooaoo
OoOoo0oooao
OoOoo0oooao
OOoo0oooo
O0Oo0oo0ooao
O0Ooo0oo0ooao
OoOoo0oooaoo
OoOoo0oooaoo
OOoo0oooao
OO0Oo0ooogoao
O0Oo0oo0ooao
O0Ooo0oooao

w

~
)
@
>
o
=
@
o)
@
Y Y o 4

~

Oo0o0oogao
Ooooaog

ooooagw
Oo0o0oogao
oooogo
Oooooogo
oooog®Rr

oo ooooooogodg
oo o0 oooooogog
OO0 o0 oooooogg
OO0 o oooooogodg
OO0 oo ooooogdg
oo ooooooodg
oo o oooooogog
oo o0oooooogodg
OO0 o0 oooooogdg
DDDDD::DDDD
OO0 oo ooooogodg
OO0 ooooooodg
oo o oooooogodg

OooooooQgoao
OooooogoQgoao
OooooogogQgogoao
Ooooooggogao
OO0 oOoooogQgogaog
OooooooQgoao
OooooooQgoao
OoooooogogQgogoao
OooooogQgogoao
Ooooooggogao
OO0 oOoooogoQgogaog
OooooooQgoao
OooooooQgoao
OooooogoQgogoao
OooooogogQgoao
Ooooooggogao
Oooo0oooOgoOoao
OooooooQgoao
OooooooQgoao
OooooogoQgoao
OooooogogQgogoao
OooooogQgogao
OooOoo0oooOgoOoao

OO0 o0oOoooo4o0ooooooo oo ooDoUoo oo oooDoDooUUUoooDoDooogogooooao
OooooooQgoao

) ) R I Ay
OooooooooooooOoooOooobOhooobOhooobOhoooOooooooooooonOoadd

oooooooooooao
ooDODO0oO0ooooODO0OO0oooD)o
ooooooobobooooo
oooooooooooano

©

Oo0ooOoow

[ R |
O 0Oooo
= O 0O o0goQg

O

(o))

o/
A

a7

ooooao

O Oooo

O OooOooo
OO oOooo
O O0Ooo0ooOoao
O Ooo0ooOoo
O Ooooo
O Ooooo
O OooOooo
OO oOgooo
O O0Oo0ooOoo
O Ooo0ooo
O Ooo0ooo
O Ooooo
O OooOooo
OO oOooo
O O0Oo0ooOoao
O Ooo0ooOoo
O Ooooo
O Ooooo

OoooooQgogao
OooooogoQgogoao
Oooooogogaog
OoOoo0oooOoogoao
Oooo0oooQgooQgoao
OoooooQgogoo
OoooooQgogoao
OooooogogQgogoao
Oooooogogogaog
OoOoo0oooOooOoao
Oooo0oooQgogoao
OoooooQgogoao
OoooooQgogoao
Ooo0ooogogogoaog
Ooooooggogaog
OoOoo0oooOoogoao
Oooo0oooQoogoao
OooooooQgogoao
OoooooQgogoao
OooooogogogoaoQg
Ooooooggogaog

O0000O0OD0Onaive Bayesian a

[ I R |

0 O
O O
O O
ooao
0

gorithm

O
O
O
oooooooobobooooooooooao
O
O
O
O

I |
OO oOoogog
OO ogogoQg
O O ogogog
I [y
I [y |
I |
s Y |
O OoogogoQg
O O ogogog
I |
I [ I |
[ |

oooobooboboboboogoboonn
ubobooboobdooboobooobaodab

O
O
O
O
O

O
O
O
O
O

2004-534213 A 2004.11.11

oooooooboooao

gboooboobgnb
gooooboobooahnb
2000000000
oooobz20000
goodaao
ooagogao

O
O

O oOooo
O 0Ooo0ooo
O Ooogooo
O Oogoo
O O0Oo0ooo
O 0Ooo0ooOoo
O 0Ooo0ooo
O OooOooo
O Ooogooo
[ Y

O

O
O

ugoad

O

O

O

O Ooooo
OO oOgooo

iooooooooao

gboooboobgnb
goooogoaoaao
ogoao

O

O

O

O

O

O

O

O

O

O

O

uond
oad

oo
goao
oo
oo

ogaod

gooooboobonDb
/000000000

10

20

30

40

50



O O
O O
O O
O O
O O

OO oo
O 0ooo
[ |

Oooooooggogog

O 0OoOooo
O 0Ooo0ooOoo
O o0Oooo
O 0Oooo
O oOooo
O 0Oooo
O 0Ooo
O 0Oooo
O 0Oooo
O oOooo
O oOooo
O Oooo
O 0Ooo
O o0ooo
O 0Oooo
O oOooo
O oOooo
O Oooo
O 0Ooo
O 0Oooo
O 0Oooo
O oOooo
O oOooo
O 0Oooo
O 0Ooo
O o0Oooo
O 0Oooo
O oOooo
O 0Oooo
O 0Ooo
O 0Ooo
O 0Oooo
O oOooo
O oOooo
O oOooo
O =00

O0Ooo0oooao

OooooooQgooQgQd
OooooooogogoaoQg
Oooooogogaog
Oooooogogaodg

OoOoooooo0ooooooo0 oo oDoooo o0 oo oDooDooDooDoDooooooooao
OOooooogogodg

Oo0oooooo0oooDooooo oo oDoDooooUoDoooDoDoDoooooDoDoooogogaog
OO0 0o oODooo4o0ooDoooog oo oDoDoooggooooodg

OoOoOooo0oooooooooo oo o oo oooooogoogogo

Iy ) R e [ [ A
Ooo0oooogoQgdg

Oooooooo0oooooooooDooooooooood

O

O
O

O
O

oad

O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O
O

O
O
O
O
O
O

O

|

0 (RA)O O

TNFa

O

O

O

O

[

(18)

|

2004-534213

O
O
O
O
O
O
O
O
O

2004.11.

11

O
O
O

opo.sOOO0OO0DO0DO0OoOoooOobObDDOODODOOOoOoO
RAODOOOOOOOODOODODDODOOOOOOOOODODDODOOOOOOOO

gobooobooobobogoboooboobooboobobogoboboboao

gboooboobooboobdoobooboobooboobooboobooag
oooooooooocooooooooboooooooao

g
O
g

Oo0oooogoQgdg

g
O
g

O
O
0

Oo0ooo
OoDooo
Oo0D0oo0o
OoDooo
Oo00oo0ao
CD44(Swissprot P22511)0
OoDo0oooooDooooao

ooano

O

g
O
g

PannusO
oooad
OONSAIDOD DO ODDODOOoDDODOoOoDODOoOooDoooDoooDooooonDoaD
00o0o0oA0DODOODOODDODOODOODDODOODODOODOGOd
o0o0ooao

O

O Oooo
O Ooooo
O Ooooo
O 0OooOooo
OO oOooo
O 0Ooooo
O Ooooo
O Ooooo
O Ooooo
O 0OooOooo
OO oOooo
O oOoooo
O Ooooo
O Ooooo
O 0Ooooo
O 0OooOooo
O 0Ooo0ooOoo
O Ooooo
O Ooooo
O Ooooo
O 0Ooooo
O 0OooOooo
O 0OooOooo
O Ooooo
O Ooooo
O Oooooo

O

O

O
O
O
O

O

goodaao
oooggao
gooagao
ooooao
googao

gbobooooao

O

O

O

O

O

O

O

g
u

4
O
O
O
0

0
4

goodaao
ooogogao
gooagao
ooooao
googao

oodd
oood

O

O

O

Oo0o0oooao
Oooooao
O00o0ooao
Oo00oooao
Oo0o0oogoao
ICAM-1(Swissprot P05362)0
oooDooooood

gooao

O

0

O

O

u
O
g
O
g

u
O
g
O
g

oooogobao

O

O

O

0

O

O

OooooogogoQg

Oo0ooooodg
OOo0ooooodg
OO0 oooood

O 0Ooooo
OO oOooo

ooooooooooocooooTococooooooobODOOOMSOOOE

gooboooboooboobooMscoboonoobO

DOoTOOO0OO0ODOMSODOOODOOOODOOODOO/0
0000000000000 D0O0O00DO0O0O0DO0OOO0DaO
O0000D00000O0O0O0OO0OD0O0OO0DODO0OO0ODODOOoOoaO
HLAO O 0 O O O DRB1 15010 DQA1 01020 DQB1 06020 O O O
0000000000000 D0O0O0D0DO0O0O0DO0OOO0DaO
0DO0O000D0000D0O0O0O0OD0ODO0OO0DODOODOOOOoaO

g
g
0
g
U
O
g

OO0Ooo0oo0oo0ooao
O0Ooo0oo0oo0ooao
OOoo0ooooao
OOoo0ooooao
OOoo0ooooao

g
a
0
g
U
0
M

R

g
a
O
g
u
O
|

O0Ooo0o0ooao
O 0Ooo0ooo

O

/0 0

aoano
ogaod
oo
uod
gagaod

gooogano

10

20

30

40

50



Oo0oooooooOodg

Ooo0oooogogQgoo

O OooOgooo
O Ooogoo
O O0OoOgoogo

O

oggaod
uond
oo
1DDMO

Oo0ooooooood

OOoo0oo0oooao
OOoo0ooooao
OOoo0ooooao
OOoo0ooooao
O O0Oo0OooOoooao

O

O
O

O
O

(19)

JP 2004-534213 A 2004.11.11

MI)DDODODODODOODODDOODOOO0OOODO0O0OO0O0O0O0O0O0OO0(IDDM2)O
000000000000 0O00DaviesI OO0 OOOOKennedyO O
:1293-298(1995)) 0

Ooooocooogooooao

O
O
O
O

O

Ooooooooogogog
OoooooogogQgooao
Oooooooggogooao
OO0 oDoooggogogoao

O

O
O
O
O

400

u
O
a

a
m
O
O
O

O
O

OooooooooQgooao
OO0 ooooooQgooao

u
O
a

O

O
g
a
O
g
u
O
a
O
g

Oo0oooooogoQgoooao
OO0 oooDooogoggoooaog
OO0 oooDooogoggoooaog

O

O Oo0ooooog

0

Oooo0oooogo

O

OooooooQgodg

O

OOo0ooooooooooorer oooooood

O 0Ooo0goooao
O 0OooQgoooo
O Ooogooo
O Ooogogooao
N e Y [ Y I [
O 0Ooo0goooo
O 0Ooo0goooo
O OooQoooo
O OooQgooo
O Ooogooao
OO oQgogoao

O
O

MO oOooOoogoooog

OoooooooQgooao

oad

gooao

O

O 0Ooo0gooao
O 0OooOoooo
O OooQgoooo
O OooQgooo
OO 0dog©wo

I I B

O 0Ooo0goooao
O 0Ooo0oooao
O OooQgoooo
O Ooogooo
O Ooogogooao
O 0Ooo0oo0ooao

OOoo0oooao

=
QD

# OO0 000goQO
S oD oOoOgoood

u

e

O 0Oo0oo0ooao

G

oooooooooobooooooooooobooboooooOogoao
oooooooboooOoano

ooogopO0O0ODbOOOOO0OO0DO0OOoOoooooboooooOogOoOoao
TOooooooooooooooooobooooooogop -0
poooOOO0O0OOoOOOO0oOooDbODboDOoOoooOaO
Ooogda2somg/dlDD0OOCOO0OOO0OOOOODOO
ocoooooooOoooooopoOoDOO
oooooooooboboboooooooao
oooboooboboobooboooogoboooao

000
000
0o0o
000
0O (1DD
00O

oad
0 d
oad
Ooad
0od
oo
eneticsO 9

goooboobobonn
MHCO OO ODODOOADO
oThbooooooooao
gooooboobooband
poOoODOO0OOO0OOD0OO
goooooboaod

g0 000000000 COO0OO0O0O0O0O0ODbODDOD0OO0OO0OO0
gooobooboboobooboboobooboobooboboo
Ilgeb 0 0b0doboboobooboobouoboobooobooobooboadnn
ODODOoO0oOoOoODODTODODOOOOTh2000000000000
-ijo0ogoooooobooooo0ooooooobooboooooooooboboobooogoo
oooooooooooououooooooobooooooooooboobobooooao

OO 0OooOoooao
O 0Ooo0ooooao
O 0Ooo0ooooao
OO0 oooao
O Ooo0ooooao

Oooooogood
Oooo0o0ooonod

OoooooooQgodg

Oooooogoogdg

Oooooogogdg

o
oo
ogd
800
oo
oo

O 0Ooo0ooo

Ooooooggdg

O 0O0Oo0ooooo
O 0Oo0ooooao
O O0O0ooooo
O OoQgooooao
O Oo0ooooao
O O0Oo0ooooao
O O0Oo0ooooo
O 0Oo0ooooao
O 0Ooo0ooooao
O O0O0ooooao
O 0O0gooogoao

O O0ooo
O Ooooo
O Ooooo
O Ooooo
OO oOgooo
O Ooo0ooo

O

IL-40 IL-50 00 1IL

O 0Oooo
O OO
[ i R

O Oooo

O Ooogo

00
(FAD)O O

FADDDOODOOODOOOD
0Do(@O)Doooooo
000000000000

FADODDODOODODOOODOoDOOoOOobOooooDbao
uboboobooboobobooobooboaoobooad

oooooooboooooogao
gbooobooobooboobonb
ugbouobooboobooboadnb
ooooooboboooogoeonan
gboooboobooboooboaodnb
oooooooboooooogano
gboooboobooboobonb
googan

goooboobooboobonb
ugbouobooboobooboadnb
oooooooboooooogao
oco(@oooooooogoo)d
oooooooboooooogano
gboooboobooboobonb
gboooboobooboooboaoadhb
oooooooboooooogao
goooboobgnDb

gbooobooobodghnb

oooooooooaon

ooooooobobooooooooobDboooboo

10

20

30

40

50



(20) JP 2004-534213 A 2004.11.11

ooooooao

gobooobooobooobooobooboobooboboooboobooboobooboban
oooooooooooooooooooobooooooooooooboboOoooooOoOoan
gooobooobooboogobgooobobooboboogobooboboboboobobo
gbooobooboooboooboobobooboooobooboobooobooboobad
ooooooooooooooooooooboooooooooooboboOobooooOoOoan
ooooooooobooooooo@@Q)ooogogoooooooobooOoOoooooDoDaD AN

nu Rev Immunol.O 12:809-37)0 (2) D000 O0O0OODOOO (Scienced 258:1491-40 J Neur
ol Sci.0152:31-8)0(3)) 00 0000CDODO0ODDODOOOO (Natured 379:343-5)0 (4)
0000000 0DnD(Scienced 263:1139)0 00 -0 0000000O0DO0DODODODOOOO0ODNA
ooooooooooUooUooU0ooUoooooooUooU0ooUoooopoDooDooDooDo
Rheumatologyd 28:257-65)0 0 0 0 0 0 000 0000D0OOCOOOOOOOODODODO
OooooDooooooood (J. ImmunolO 162:3336-410 Curr. Dir. AutoimmunO 2:20
3-16) 0 000000000 DODDOD0DOO0DDODU0DUODO0DDODDODUODODDODOOO((OO0OODNADD
0O0o00odo) oooDOooOooooDOoDOooOoOoDO0DO0DOoOoOoODO0Do0DO0OoDOoDOoDOoDOooOooDOoDOoOOo
I A o o o A A o A o A W A W A B
2000000000000 O0ODO0DO0O30000DOD0DO0DO0DO0ODDODODOODODIODOODOGO

gobooobooobooobooobooboobooboboooboobooboobooboban
oooooNOOOoooobobDbOOoOoOooooobobobboboobooooobobobbooon
gbooobooboboobooboDobobNADDODODOODDODODODODbOoOoDDOo1I0DOO
oooooooboz2ooooooboOOoOOoO0oOoOosoooooooobooobooooooan
ooooooooooooooooooooboooooooooooboboOobooooOoOoan
gooooboooboooboogoboooboboobooboobooboboobooboobodnb
ugboodagbad
ooooooooobooooooooooooboooooooooooboboOoboooOoOogoan
gobooobooobooobooobooboobooboboooboobooboobooboban
oooooooooooooooooooobooooooooooooboboOoooooOoOoan
gooobooobooboogobgooobobooboboogobooboboboboobobo
gbooobooboooboooboobobooboooobooboobooobooboobad
ooooooobobooooogao

googobao

OCoo00O0ooOO0OO00oOo0OOO0oO0ooOOoDODO0O0OO0oOoODODOO0OOPCTO OUSOO/06230 00000
oooooooobooooooooooooboocoooOooooobDNADDODDDODODODRO
gooobooobooobooobooT-0obo0oobooboobobobooboobooobooobao
oooooooooboooooooooooooboooobDNAOOOOOOOooooooDoao
goooobooobooboogoboobooboogoboobooboTbboboobobogT
hidoooooooooooooao

oooooao
gooobooobooboooboobobooboboobooboobobobooboobobn
ugboooboobooooobooboboobooboobooboboouobooboobad
ooooooooobooooooooooooboooooooooooboboOoboooOoOogoan
oooobooboobobooboobooboao

oooooao
gooobooobooboogobgooobobooboboogobooboboboboobobo
uoboobooboooboooboobobooboobNADODDOODDOOOOODOODDOODOO
ooooooooooooooooooooboooooooooooboboOobooooOoOoan
gboooboobobooobobobobooboboogcepgsonogcepgseonboonOad
unboobooboooooboooboobooboooobooboobouoboooTOoO
ooooooooobooooooooooao

gooogbad



(21) JP 2004-534213 A 2004.11.11

gooDNADODODOODODDODODODDODODODODODODODODODODODODODDDODDODODODODDDODOOO
oo0ooooooooDoDooos" 000300000000 ooooDoDooooooooao
0oo00oooOo0D00dooDoD0oo0ooooDOo0o0oooDOoDU0UOooDOoDoDoooDoDooOooDoOOo
oooglIllr MiCOODDOOODODOOODOODODDODOODOODO0OOTODOO0DOOOoOoOoODOaO
0o0oo0Do0oooOo0D0o0ooDo0Doo0ooDoDooooDOoDo0oooDOoDoDooDoDoDoDooDoOano
I e 1 o o o A o A W A o A
0000000000000 o0oo0ooooDo0o0oooDo0DU0oooDoDo0DoDOoooDoDoooDoOao
0oo00oooOo0D0oo0ooDo0D0oo0oooDoDo0ooDOoDU0ooo0DOoDoDooDoDoOoDooOooDoOOo
ooo0o0ooooo0oDU0odooOoOoDU0oo0ooooDoUoooDOoDU0UOooDDODO0oDUoDOooDoODOoDUoooDoDOO
OooDooooDOooo
O0oDoooao
00000 oo0o01l00D00o0o0o0Do0o0oooo0D0Do0o0oo0oDo0Do0Do0ooDoDoDooooDoOoOad
0o0oo0Do0oooOo0D0o0ooDo0Doo0ooDoDooooDOoDo0oooDOoDoDooDoDoDoDooDoOano
O0D00O0D00D000OO0D0ODO0OO0O0OdLeadbetterd OO 0O (J. Immunol.O 161:504-512(1998))
0000000000000 o0oo0ooooDo0o0oooDo0DU0oooDoDo0DoDOoooDoDoooDoOao
ooo0o0o/000000000O0OODODODOODODODODOODODODODOODODODODOODODODOOO
oooooooTOO0OODO0DO0O0oODO0DO0OO0oOoODODO0DO0DO0OO0DODODO0DO0OODDODDODO0DOO0DDoODDOOO
Oo0o0Do0DooooDooooooOoao
O0oDoooao
000000000000 DOD00Oo00D000DO0DO0D0O0DO0DOO0OO0ODO0Krieg 0D OO (Tr
ends Microbiol.[ 6:23-27(1998))0 0 000 0OCpcO0 0 OCODODOOODOKIngd OOO (Nat
Med.O 4:1281-1286(1998)) 0 0 00000 0DO0DO0OOQCDODODODODODODODOODDODOOO
0O00ooooooDocpG00DDDD0DO0OOOODNADDDODDODDDODDODODOOOOO
OoDOoDooooO(p6-SO00O0) I 0DO0DQ0DODODOODDODDODODODODODODODOODODOOO
Oooo0oooo
O0D0o0ooo
0oo00oooOo0D00dooDoD0oo0ooooDOo0o0oooDOoDU0UOooDOoDoDoooDoDooOooDoOOo
0000000000000 o0oo0oooDo0DO0oooDO0oDUoooOoDo0DoDOoooDoDooOooooOao
0o0oo0Do0oooOo0D0o0ooDo0Doo0ooDoDooooDOoDo0oooDOoDoDooDoDoDoDooDoOano
0oo0oo0oooo00oodoooD0oo0ooooDo0UoooDO0oDU0UOooDOoDoDoooODoOoDoooDoOOo
0000000000000 o0oo0ooooDo0o0oooDo0DU0oooDoDo0DoDOoooDoDoooDoOao
O0D0D0O0D0D0DO0D0DO0OO0OO0OYACOBACOODODODOODDODDODUODODODODDODODODODDOODODODODOO
ooo0o0ooooo0oDU0odooOoOoDU0oo0ooooDoUoooDOoDU0UOooDDODO0oDUoDOooDoODOoDUoooDoDOO
0000000000000 o0oo0ooDoDo0Do0ooDDOo0DU0Do0oo0DoDO0oDo0DOooDoDOoDoDoOooDoOano
0000000000000 0DU0oo0oDO0D0DO0oo0DoODOoD0DOoOoDOoDDoDOoDOooOoDoOOoODNADDOO
0000000000000 o0oo0oooDo0DO0oooDO0oDUoooOoDo0DoDOoooDoDooOooooOao
0o0oo0Do0oooOo0D0o0ooDo0Doo0ooDoDooooDOoDo0oooDOoDoDooDoDoDoDooDoOano
00000000000 oDOD0oU0oooDO0D0DO0ooDoODOoD0DO0OOo0DO0oDDoDO0DO0OO0DOoODOOOeEBVO
0o0oo0oooooDoDooo/000000000O0DDDODODODODOOODODODDDODODOOO
Oo0Do0oooao
oooo0ooooo0D0odoooDO0oUooooDo0DU0oooDoODOoDU0DOooDoDoDoDOooDooDooTDODOO
0000000000000 o0oo0ooDoDo0Do0ooDDOo0DU0Do0oo0DoDO0oDo0DOooDoDOoDoDoOooDoOano
0oo00oooOo0D00dooDoD0oo0ooooDOo0o0oooDOoDU0UOooDOoDoDoooDoDooOooDoOOo
0000000000000 o0oo0oooDo0DO0oooDO0oDUoooOoDo0DoDOoooDoDooOooooOao
0o0oo0Do0oooOo0D0o0ooDo0Doo0ooDoDooooDOoDo0oooDOoDoDooDoDoDoDooDoOano
0000000000000 OmMRNACODODODODDODDODUODOOODODUOODODDODODODODOO
0000000000000 o0oo0ooooDo0o0oooDo0DU0oooDoDo0DoDOoooDoDoooDoOao
Ooao
OoDo0oooo
0000000000000 o0oo0ooDoDo0Do0ooDDOo0DU0Do0oo0DoDO0oDo0DOooDoDOoDoDoOooDoOano



Oooooooo0ooDoooooooooooOgodg

(22) JP 2004-534213 A 2004.11.11

oooooooboooooooogoooooboooooOooooooboboDobobooOoOoao
oooobooobooboobooobobooboobooobooobooboobooobobooboodnb
ooooooooooooooooooobooooooooooobobooboooOoOoan
goooboooobogoboboogobooboboooboobooboobooDbonb
gboooboobooboobobobooboobooooobooboooboooboobooboodnb
coooooobooooooboooobbbooooboboooop-0oo0DoOoooDoDOO
gsvioubooooboobobooobooboooobooboboobobooboonb
uboobooboboobooboogoLtrROObO0oobooboobooboooobad
oooooooboooooooogoooooboooooOooooooboboDobobooOoOoao
ooooboobooboobooboobooboobooboooan

ooooao
goooboooboobos"bobooboooobooboboooboooboobogonb
gboooboobooboobobobooboobooooobooboooboooboobooboodnb
ooooooobooboooooooooobobooooodd

googao
oogoz2000b000000o0ooooboik0cooooooooobobobooooooan
oooooooboooooooogoooooboooooOooooooboboDobobooOoOoao
oooobooobooboobooobobooboobooobooobooboobooobobooboodnb
ooooooooooooooooooobooooooooooobobooboooOoOoan
gooobooobobibboobobooboooobooboboooboobobno
oboooboobooboobosooobooobooboooboooboonbaa

ooooao

DNADOOOOooooboobooboogoboobgobogobgooboboogoboobaodnno

u
O
a
O
g

ugboouobooboboobobobooboobooooobooboboooboobooadnb
oooooobooboooooouououopiObODOOO0OO0OO0OOOOODODOOODOOOOOO
OCooDO0oOoooOoO0oO0ooooDOooooooOobDNAOODODODDODDODOOOODOOdIIng/miO
ocoOO1omg/mIO00CDOOOOCDOOOOOCDOROIL00p g0 1Img/mlODOC 0O

googao

DNAOD O O Ooob200000D0DO0CO0ODO0O0O0OO0OO0DOoOODDODOOO0OOoOoO0ocoogoooan

O
O

Oooooooooooo o9 ooogoaog
Oo0oDooOooooDooooOo2>00o0n0gaog

OO0 oooooogoQgooao
OO0 oooooogogogooao
OO0 oooDooogogogoao
Ooooooooogooao

N

oooobobilwygOODOOO0OOOOOODODDOOO10pgOODODDODOOOOOOOOO
lmgO 00040001000 000O0O0O0O0ODDDODOOODOODOODODODDDOOO
ooooooooooooouooooooboooooooooooboDoboooooooao
ooooz200ogoooobobo40b0DOO0OOCO0O0OO0OO0OOoOOoODbDODDODOOOOOOooOoan
2400000020000 000000000000DDOCOO0OOOOODODODGDO
loooooooobobooooboou0ooboz2c00oo400ooobobobDDbOOOOOO
oooooooooao

oooao
ooooooooooooooooooobobooooooooooobooooooOoOoao

O0Ooo0oo0oo0ooao
OoOoo0oo0oooao
OoOoooooaoo
OOoooooao
O Ooo0ooooao
O O0Oo0ooooao
OOoo0oo0oo0ooao
OoOoo0ooooaoo
OoOoooooao
OOoo0ooooao
O Ooo0ooooao
O 0O0o0ooooao
OoOoo0oo0oo0ooao
OoOoo0ooooaoo
OoOoo0ooooaoo
OOoooooao
O Oo0ooooao
OO0Ooo0oo0oo0ooao
OoOoo0oo0oo0ooaoo
OoOoo0ooooaoo
OOoooooao
OOoo0ooooao
O0Oo0ooooao
OO0Ooo0oo0oo0ooao
OoOoo0oo0oooao
OoOoo0ooooaoo
OOoooooao
OOoo0ooooaog
O 0Oo0ooooao

0
4
O
O
O
0
O
1

Oooo0oooQgdg
OoooooQgdg
OooooogoQgdg
Oooooogogdg

ooooooboboooooooooobobDbooooao

O
O
O
O

gogboooobooboboobooboobooobooboobdd
oooooooobbooooooooobobobooooao
oboooboooboooboooboooboooboooboooooboooboooboaodnb

O
O
O
O
O
O
O
O
O

10

20

30

40

50



00000
0oo0O00
00000
EGF)O O O
ooo0o00

O

(23)

JP 2004-534213 A 2004.11.11

oooooooobooboooooooooobobobooooooooooboDboood
ooooooooobooboooooooooobobooboooooooobDbDDoODOoD
O0DO00O0O0CD0ODO0O0O0D0ODODD0OO0OO0O0D0DORO(PDGF)O gCSFOgMCSFO O DO O O O DO (
IL-40 00 O

PNAOOODODODODODODDODODODDODODDODODDODU0D0ODODO0OO0DOoDO0DOoDOoDoOoDUooDoooooood
g0 UoUoUoUouoooao
iU UouUououoo o
O (Sciencel 258:1491-4)0 00000000000
(J Neurol Sci.O 152:31-8)0

O

e [ A e s e e e e B [ A

Oooooooooooooogooooaoo

O

OoOoo0oood

Ooooooooooooodg

~
—

g
u
O
g
O
g

Ooo0oo0oOoood
Oooo0oogoood

O
O
O
O
O
O
O
)

OooDooooogoooogoogodg

u
O
g
O
g
g
O
g
u
O
g
O
g
g

R

O 0D oD ooo~oOoooog® oocooor Ooogaog

l_
1
N
Oooooooooooooooogao
OoooOooooooooooooOooOgoano

OO0 ooooooogdg
OooooooooQgodg

[ e e O e Y Y Y e A e s [ Y I O
O
O
O

ogoogao
goodaao
oogogao
googao

ogoogao

Ooooooooogogogoo
Oooooooogoogoao
Oooooooogogoao
Ooooooog 9 gogao
OO0 ooDoooogogogao
Ooooooooogoogooao
Ooooooooogogogoo

gooagao
goodaao
oogogao
gooagao

googao

ooooooooooan
oooooooooooorTo

OOoooooogdg
OOooooogd

O
O
O
O
O
O
O
O
)
O

[ Ry

OOoooooogd
OoOoo0ooooOod
Oooooooogod
OOoo0ooooogo
OOoo0ooooaog
OOoo0ooooaog
O0O0oOooooog

g
g
O

gbooobooboboobogobogoboooboboo

O
O

ocoo@oOoOoooooDOooooDOoOoOooA

goooooooooboooooooooobooao

rboooooobooocooo0oooooooDbao
ol10o0ooo0oo0ooooooobDbao

gbooobooboobooboad

gooag
good

oooao
oooao

OoOoo0oo0oooao

oono
uond
ogagad
oon
oo

Oo0oo0ogao

APLO O DO TO O
0O 00APLOTO

ooano
uoano

ood
ood

O Ooogogooo
O OooQgogoao
OO oQgogooo
O 0Ooo0oooo
I s [ |
I [ [ |

goobooobooobooboboogogboobobooboo
ooooooooooboooooogoc-oo0booOo0Oaon
ooooooobobooooooooobDbooboo
g4-0 000000 OO0OO0oDbOO0OO0OO0OO0OOOobOnO
oooooooboboOoooooooooboboooboo
ybooocec-oooooooooobDbooooooooobbDboOooo
gboooboobooboobdoobooboobooboobooboobooag
ooooooboooODoOocoo0oooooobobobOOoOO0oO0o00oOon0oaoHpPLCh
gooobooboboobooboboobooboobooboboo

O

Uoooo0oo0ob0OD0O0O00CO0OO0dAPLE

O

O Oo0ogooooog

OooOoo0oooogo

Oo0ooogoooogo

000 2000L-0
Ooooooooo
oooooooo
(00O0O0a -00
Ooooooooo
ODooo0Ooo0oo

O 0Oo0ooo

Oooooooo
Ooooooog
Oooooooog
OOo0ogooooog
O 0O0ooooog

O
g
a
O
g
u

0o0O0oo0o0on
0D4-000000
OB -00000
00O0)oDOOoO
oooooc-00
oo(@Ooooao

gooooobooOoobooooooooobooboooOooao
oooooooooboooooooooboboooooao
ooooooooboOoocooooooooooao

goooboTaooaoadao
ooooooooooao
0 000APLDO OMHCO O
Tboooooodobad
oogao
gooagao
APLO TO O
googao
IiL-1o0000ooooboboooboo0o0ooooobooon

goao
TO O
ood

O
g
O
g o /0

O Ooogoo
O 0o oo
O O oo

000
000
000
00O
(0O

O 0Ooo0ooo
O Ooo0ooo
O Ooooo

ooooomiCOOOOOOOODDOOODOOOOOoOOODODDTODODDODORO

10

20

30

40

50



O
OOo0o0oDoooo0ooDooooooooDoDooo4gogooooog

S OOoOoDoODooOooDoDoooDoODoooDoDooooDoOogoooogooao
O

-—
o

000D oDo0oo0o0oDoDOo>0000O000 000D 000D 000D ODO0OO0O0DOoDOO0OOoDOoODOoOOoOo0DoOooOoooao
O

Y e Y Y Y O Y A
OOooooogdg

Oooooooogdg

O

Ooo0oooooooo oo oo o oo oD oo ooooDooogooogao

OoooooooooooooooooooooogooooOoao

-
Y
O

O OoOgooo
O O0oo0ooOoo
O Ooo0ooo

O
O

(24)

JP 2004-534213 A 2004.11.11

goooooooboooooooooooboooooooooooobobooooOogoao
ooooooooooboooogooooooobooooTOOODDoooooooDaO
ooooooooooooooooooooooooooooooDbDobooooOoOoao
TboooooooOogoooooboobooboooogooooooobooobobooOoooooao

gotTooobooboboobooooobooboooTObobobooboonand
oooooooboooooogao

O

O

O
O

O 0Oooo
O
O

O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O
O O

Oo0oo0oood
OoOoo0oood
OoOoo0ooood
O Ooo0oooao
O 0Oo0oooao
O 0Ooo0oo0oo0oao
O 0Ooo0oooao
O Ooo0oooo
O Ooo0oooao
O Oo0oooao
O 0Oo0oooao
O 0Ooo0oo0oo0oao
O 0Ooo0oooao
O Ooo0oooo
O Ooo0oooao
O Ooo0oooao
O 0Oo0ooOooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O Ooo0oooo
O Ooo0oooo
O O0Oo0oooo
O 0Oo0oo0oo0oao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O Ooo0oooo
O Ooo0oooao
O Oo0oooao
O 0Oo0oo0oo0oao
Oo0Ooo0oo0ooao
O 0Ooo0oooao
= O0Oo0ooOoao

I [y |
I [ |
O Ooogogoog
OO ogogog
Y Y
I [y |
Iy |
I [ |
I [ O |
O Ooogogog
OO oQgogog
I [y |
I [y |
[ |

ooooooboooooogd
lkgD OO 0O O OO0 100ngd
gboooboobobaoagan
ooooooboboooood
goboooboobooboonn

O
O
O
O

O
g
u
O
g

O
O

0
O

[

O

ugboilgooboooouoboobooobobooboobooooobooboadnb
uooooboboocoooooooobobobooooAPLOO0OO0OOonn
0o.501o0mg/00C0D0O0OO0CDODOOODODODODOODODODDOODODODOO

obooboobooboooboooboaoobooboad

O
O
O
O

ugboooboobooaoad

(Sciencel 263:1139)0

uo

O Ooogogog
OO ogogog

uod

ODOTh2D0 OO OOTh1IODDOOOOTO
IgE 0000 00D0DODDOOOO0O0O0OO0IIgGHd
oooooooooooooooooooao
ooooooobooobooooooao

goooooooooooooooooooao
O00oo0oooooboDbDi1kg0 OO 1ImgOd OO O
oooooooboooio00001,000,0000
ooooooooooooooooooao
ol1o020000000000000DDGO?2

ooooooooooooooooooboobooooooooobooobooooao
gooobooboboobobobobooboobobooboboo
gboooboobooboobdoobooboobooboobooboobooag
180240000 0000000O0ODDOOCOCOOOOOOODODDODOOOOO
go3posobooogobooboooboboobooboobooobobobobodd
ebl120 00 00OoooobOODOOO0OUOOoOoOooOooOoODOOOOOOn

ooooooooooooooooooboboooooooooobobooobond

oooooooOoOooOO0oO0oOooooobD@oooooooooo)yoooi1oOoOig

Ebbogobooboobooboowgeb00b0oboooboooboooboobooobooobaoado

ooogao
oooag
gooad
ooogao
gooad

O
0
4
O
O

oooooooobooboooooooooobboooooooooobooObon
gooooboooboboobooboobooboogoboobooboooboobodab
Igeb 0000 o0oboobooboboboobooboobobooboobdd.igeEd
oooooooobooboooooooooobboooooooooobooOon
gooooboooobooboooboooboobobooboooboobobooboooboaoadan

OO oogog

10

20

30

40

50



Ooooooooooooao

=

OoooooooooDooDooooooooooogooao

T

e e [ O

oo oooooo0ooooDoooooooDoooogogooao

O

Oo0oooooogoooooao
OO0 ooooogogooooaog
OO0 ooooogogogoooao
OOo0ooooooooOooooao
Oooooooooogogoao
Ooooooooogogogoao
Oooooooogogogogoao
OO0 oooooogogdg

OOo0ooooooooooDooo4ogoooooogogg
OO0 ooooUogUooooDooo4ggoooooogoogdg
Oooooooooooooooooooooogodg

1

oogao

I [y |
I [ |
O Ooogogoog
OO ogogog
Y Y
I [y |
Iy |

O 0Oooo
O 0Oooo
O oOooo
O oOooo
O 0Ooo
O o0Oooo
O o0Oooo
O oOooo

O0Ooo0oooao
OOoo0oooao
OOoo0oooao
O Oooooao
O 0Oo0ooogoao
O0Ooo0oo0oo0oao
O0Ooo0oooao
OOoo0oooao
OOoo0oooao

O
O
O
O
O
O
O
O
O

O
O
O

OoooOooogogood

|

OooooooooOodg

Oooooooooog

Ooo0oooooogoQgog

O 0Oooo
O 0Oooo
O Oooo
OO oo
O 0Oooo
O 0Oooo
O 0Oooo
O Oooo
O Oooo
O 0o o
O 0Oooo
O 0Oooo
O 0Oooo

Oo0oooooogoQgg

O
O

(25) JP

OO0 oooooogogdg
OO0 oooooogogg
OoOoooooooodg
Ooooooooogogog
Ooo0oooooogoQgog
Oo0oooooogogg
OO0 oooooogogdg
OoOoooooooOod
OoOoooooooodg
OoooooooogooQgog
OoOo0oooooogoQgog
> OO0 o0ooOooooogoag
EDDDDDDDDD
©C O-0oo0o0Qgoooao
=0 0o0o0o0oooodg

ooao
oggao
ooao
ooao

O 0Oooo
O 0Oooo
O 0Oooo
O Oooo

0 (0 ad O
00O
ooooo

|

and O O thed )O
00 oooao
ooooDoooao

O

O
O
O
O
O
O
O
O

O
O

gooooobooooooooao
gbooboooboobogoboo
(0oooooooooooo)o
goooooobooooooooao
gbooboooboobogoboo
gboogooad

oooooooboooogoooao
gooooobooooooooao

C

O 0Ooogoo
O 0Ooogoo
O Ooogoog

O

OO0 oooooogdg

2004-534213 A

o
g o
o
g o
u o
od
g o
o
o

2004.11.

OoOoo0ooooOodg
oo ooooooQgdg

O

OO0 oooooogdg

O oo ooooogdg

11

O oD oooooogdg

O FK-5060 O ODOO

O
O

O 0Oooo
O O0ooo
O 0Oooo
O Oooo
O 0Ooo

O

O
O
O
O
O

O

O 0Ooogoo
O 0Ooogoo
O 0Ooogoo
O Ooogoo
O O0Ooogog

O O

bbb eAEd 00 googgodoodgoogodoogoddan

EAED 00 0O0O0DDODDODOOOO0OO0OUO0OoOoooOoODDODOOOOoOoooooboDbODoOOoObOoOoOogao

gboooboooboobooobooboobobooboobooban
oooooao

O

O 0Ooo0oo0ooao
O 0Ooo0ooo

ioooooboooooboogobobobobouobobooboobooboboooboboDbDao

O

O Ooo0oooo
O Ooo0oooo

O

goboooboooboobooboobooboboobooboobooobooOi1Aa-pbann

obo0o@ALOOooooooooobooooboboooobooooobDooooao

OODUOEAEOCDOODODOOODODDDO33DODOO0OO0OLewisDOOO(B-D)DOOO
Cy-s0booooobigb0boooooboboboobobooooooooboDOanO

od
00

10

20

30

40

50



(26)

JP 2004-534213 A 2004.11.11

10

20

30

40

0000000000000 0000000010000000000000000O00
Ooo0d0oo0o0oo0ooDo00oo0ob0o000b000b0DEAEDD DD 0D O0DOOO0DOOOOGODGO
0000000000000 0000010000000000000Q@O0000)000
o000 0000000000000 O0DO0OO0Db0OO0O0OO0O0ELISADOO0DOOODOGOOGOAGO
Ood00oo00d0Oo0O0U0O0DO0EAED DD 0D DO 00000 OO0 oODUoUoDoODoUooOoOoOooaoOodn
00000000000

Ooo0o0oooao

o000 oo0o0b0DOo0D0U0DO0DEAED DD 0D DO 000000 OO0DOoODOoOoDoOOn

[ - —

: 7> F EAE-1 | v F EAE-2 Z v ~ EAE-3

[ MBP 68-86 | PLP 139-151 MOG 35-55

[ | MBP 68-86 117.7 1.0 1.0

" 'PLP 139-151 1.0 67.6 1.0

[

- [GPvBP 25.4 1.0 1.0

. | MOG 35-55 1.0 1.0 15.6

. | MBP Ac 1-11 10 4.0 1.0

Lo owk/oR 2.3 0.8 2.1

E = 18 07 25

| T vERT =2 1.0 1.0 1.0

SR E YL 1.0 1.0 10

[ [BSA 1.0 1.0 1.0

LIF5o7 1.0 1.0 1.0

[ \

NEEEZ 1.0 1.0 1.0

[ | A pep-127 1.0 1.0 1.0

[ | xI#  pep-128 1.0 1.0 1.0

LT XM pep-129 1.0 1.0 1.0

E X pep-130 1.0 10 1.0

. | X pep-131 1.0 10 1.0

[

Ooo0oOoooao

0Doo?2

000000000000 0000000000000000 000
Oo0o0oooo0oooosogooooooooooooooooooooobooobooboaooao
Doooo

so0 0000000 oo0oO0oo0oO0oo0o0Dbooo0oooOo0ooooDooooooooooOooaodd
0000 (02)0

oooooo
oodoooo0ooooooooootooo0o0oooo0Dbooo0DbooooDoboD400 00000
0001920000000000000000000000000001152000000
ood0oooO0oooo0oooooooto0ooo0oo0ooo0obooooooooooooOosenononUan
O00D0DO0D0DO0OO0D0O000O0D0RS20La0 000 OO -tRNAO O OO O O (Jo-1)O SRO O O
00000 OD DO H2A(H2A)O Sm-B/B"0 U0 0000000000 DOOO70kbal O 0 CO O (
Ul-70kDad UlsnRNP-C)O Sm-B/B"0 hnRNP-B10O Sm/RNPO 0 D O DO O OO O OO O I(topo 1)
O0O0D0OODODOOD0OOB(CENP BY) D ODODODODODDODOODOOO(PMKHWYDODOODOAO
D0D0DO0DODDODNA(dSDNA)D OO OO OO ODNA(ssDNA) D D DD 60000000000 DO
OO00OO0OO0OO0OO0OsnRNPOOODOOOSMOOOOOOOODODOODRDODOHHLD H2AO H3O O O H4O



27) JP 2004-534213 A 2004.11.11

0000001540 0000000000000000000 196000 IgM(a -1g60 00
a -lg\)0000C0O000ADDDOOODODOCO(OOODOOOOOOPReunovaxd)I OO OO

0000000000000 O0O0O00O0O00O0O00O00O000O00000000000Cy
-3000Cy-500000000000(@OD0D0)I000D0N0D0OONDO0ON0OODDOOOdGO
0000O000O0(@@IDDOND0DODODO0NDDDNONOOOO0ONDO0ODDOOO0(00)0(b)Ro52
000La0 0000000000000 00O00000000O000O0(c)DNADDODODOO
H2AO U1-70kDa0 OO OSRO OO DO OOODDOOODOOOOOOOSLED (d)Jo-10 O O Rob
20000000000000PMD (e)DNAD O O O O H2AO Ro520 0 O O U1-70kDad O O O
0000000 OO0MCTDO (F)PDPHOO DO CO OO OO0 OO O PBCO (g)topo 100000

OO0OO0OOODODODOSsclero-D O(Ch)CENP BOOOODODOOOOODOUOSsclero-LOOO0OO
O(i)hnRNP-B1IOODODOODOOODOOOODORADOODOODOOODDODODODODODODODOO
gooobooobooboogobgooobobooboboogobooboboboboobobo
gbooobooboooboooboobobooboooobooboobooobooboobad
ooooooooooooooooooooboooooooooooboboOobooooOoOoan
ooooooooobooooUogogooooooboooboooooooooDODD (MBP 68-86
yboooooooooooooOocy=3gooooooDIgw/Ige0 00 0ooooooD0OoOd
ooogao

gooogbad
OCoo0DO0o0oooOO0OO0O0oOoOObOO0oOoOoOODOSLEDPMODOODOOOODOWCTD)OPBCOODODO
OO0O0O0O0O00D0DO(sclero-DOO0Osclero-L)D00O0OODODODODOORAODODODO
gbooobooboooboooboobobooboooobooboobooobooboobad
Ooo0DO0OooOO0OO0O0OoODNADDDOODODODOOOSLEDODDODDODODODODDODDODODCO?2
c)DDNAO O ODDODDOOODODO0OO0DOoOoooDbDDODOODO0DO0ODOoOooDoooDbDDboObODOoOoQOoo
ocooO0ooooOOoO0ooooOboO0oOobobfJdo-1000DO(@2d)0DODODOoOoPMODDOOODODOGO
ooooooooobooooooooooooboooooooooooboboOoboooOoOogoan
OoooooooDbDoODOoO0oO0oO0ooooooDbDDbDOO0OO0OO0OOgtopo IDDOOCENP BODODOODO
OoOO0D0O0OD0(@2g000NK)OCENP BOODODODDODODODOODODODOODDODOOODDODOOO
gooobooobooboogobgooobobooboboogobooboboboboobobo
oooooooooboooooooooooooooboioooooooooooooaon
ooooooooooooooooooooboooooooooooboboOobooooOoOoan
ooooooooboooo0oooooooD(@z2)yoooooooobobooooooo
uboboobouoboobouobooboobooobooboooogan

oooooao
gobooobooobooobooobooboobooboboooboobooboobooboban
oooooooooooooooooooobooooooooooooboboOoooooOoOoan
gooobooobooboogobgooobobooboboogobooboboboboobobo
ubooboobooboooboobooboobooooad

oooooao

gonos

bbogboggodgogoggodgdioogoogiodoodagoogodagondgan
ooooooooobooooooooooooboooooooooooboboOoboooOoOogoan
coooooooOoooooOoooooDoOooooDoooo@3)oo3cooooooo
OCoo0DO0OooO0OO0OO0OOouBP)ODMBPO OO O1-20MBPO O OO DO 1-2000 0 )0 MBPO OO
0e68-860 0 0 000 O0O0DODODDOOOOOOMOG)OMOGD D O O35-550000O0O00OO
ocooOooooo(LP) DOOO139-1510000000000D0ODO00O0O0ODDODOODODOGO
ooooooobobz200b000C0C0000O0O0O0OO0OODOOOOO0OO0OO0OOODODODDOOOO
oooobooboboboboobooboboo

ugboodagbad

00000 0DO0OODO0DODOODOOOOOOOOODODDODOOOOOOOOODODDOODOO
oooooooooboooooooooooboooooooooobDboobOoooOogooaoecy

10

20

30

40

50



-30 0
0o0o
alalls
PLP)O
000
000
00O

O O0Ooo0ooooao
O O0Oo0Oooooao
OO0Ooo0oo0oooao
OO0o0o0ooooao
OOoo0ooooao

(28) JP 2004-534213 A 2004.11.11

g0 0000000000 D0DO0OO0O0OD0OD0ODGenePixO0ODODDOOOOD
ugbooobooboboobooboooboooboobooooobooboobao
I I I o 1 Y
ooooooooooMoGg) OooOogoooooobobooogOoooao
Oo0D0ODO00O0O0CDOO0O0O0O0DODO0OO0O0OO0OODOOOO0ODOCCNPase))b O DOOO
(mMO)D0ODODODODDOODDODODOODODDOOODODOOODDOWBOP)ODD
gboooboboboobooboboooboobobbooboobaodnbd4o

opooooOoOOOOOO0OOoOoOooOooOobOOOOOOoOoOoooooboDOaoO
oooooao
O0oo0ooo0oooDbDDOoOD0OO0oU00oo0ooo0ooboDbDDoOOO0O0O000anaonStreptococcus pneumo
nia0 00 0O0OOO0OO0O0OOODODO0OOODODO0DO0OOODODODODODODDODODODOODOOODOGOD
goooboooboooboogoboboobooboobobooobooowsbbloboooboOon
ocooOooooOoOooooooooooePp)DOODOOOOOODODDOOODODODOO (oG
ooooooooDbDO0OO0OO0OOoOMMoGhO O O 0O35-550mMBPpO00001-2000 00 0MBPOOOO
68-86 D DO DO ODODODODODOOOODODODODODOMSOD200000000000MGO
ooooooowswcooonozs-4200000000C00OMSO03 00O0O0O0OODODOOO
OoODo0DO0DOoooODoOOooooOg(PLP,) D00 O139-151000000000000OD000ODODOGO

a

oooooao

gono4
boogbogoogogoggodiobogbogooioogboogoodboogoagoodnad
oogogoggoooao
oooooooooboooboooogooooo@ecnphphooobobobooogogooooDooo
ugoooaoobadod

os00nNnoooooocnoIicomioowoovooIxXooooXxiooooooaOoecee-
9000000 ob0DbSsSa D0 00O0O0O0O0ORADODDODODODODADDODOOOODDDRO
gceo0 06000 OOD0O-6-0000O0CDODOOOOODOOOOOSBIPDODOOODODOGO
oooobooobobogobooboboobooboobooboboboboOobaodnnd4as
opoooO0oO0oO0oooODO0U00ooODODO0O0OO0DODODO0OOO0ORA/CIADDDDOOODDODOOOO

O

googobao
gsooOciA0DODODO0OOO0OO0OO0OooooooboOOooooooooooboDbooooooOoan
oooooooobooooooooooooboboooooOoooezo0o0DOOODOoOooooOoan
gobooobooobooobooobooboobooboboooboobooboobooboban
ciAO0bOOO0OO0OCoOOoouoOocdy-3sbbOoococuoobowgbobbbOobobooooooooDoOao

oono
ooano

g
u

/1lLacJO

ooano

Ooooooood

OoOoo0oood
Oooooooodg
Ooooooodg

O

O

Oooooooogooogoo

g
g
O

g
u
O
g
O
g
g
O
g

goooboooboobogobooboobooboooboobooobooDbonb
uoboobooboobooboooboobooobooobooboobfbA-s0000ODBA
(A)O O DO CIAODBA/1LacdO OO (B)DODODODODODDODODODODDODODODDGO
goonoooooboooboobooobnobobogbobOanaasr-2700

ooooooobooboDoOOoOO0oOogELISA D0 DD DO ODDbODDODOOOoOoOoooao
ooooooooboooooooooobboooooooooobobooobod
ocooOooooOoOg(ECLIsph)oooDpoooooDooooooooo/oooO
ooooooooooooooooooboboooooooooobobooobond

OoooooooDoDOoODNAODDODDOOODNADO OO OOOCIADOOUOCIAD
ooogoooooao

DNADOOOobouoboobosuoboboouobooboboobooboooobado
oooooociIAbogsooooouooooooouooooooboooobooooooao
OCoOO0O0OoooOOoOoOonNnNoooooocccinyociip2s7-2700 000000000 ODNAO

10

20

30

40

50



O0Ooo0oo0ooao
O Ooooo

(29) JP 2004-534213 A 2004.11.11

gooooobooOooooogoooooboosoboboOoOocOoOoOoOooooociAonoan
ooooooooDoooooooooooboDbDnNoo0oo0oooooboDbDDOO0ODNADDDO
goooociIAogoooobooooooooosgooooobobooboooooooan

oooao
ooano

[ DNAEE 2 1R CIAGE A5 EBEDCIAR a7
L st ONA 2 7 — D3, KHR) 0.53 22
E P I+TL~4 (DNAR 7 & —+11L-4, %) 0.4 32
[ X =IEAT (CIIp257-270% = — F9" HDNA) 0.13 4
[ I =lnf+IL-4 0 4
[ CIT(2CI1% =— 3 %DNA) 0.13 8
[ CIT+IL-4 0.06 4
[

0

DBA/1LacdO O DO OOODOOODODODOODODDOODDOODOODODCNIDOOCIADODODOGO
CHnooooooE@cn)oooooobNAD 010D 00100 0DNAOD DD DOOOD100p gO

20000000000 o0oooODbOOOO0200000D0OD0OCO0O0OOOO0OODODDODOC

Nnooooooooboooboooobooboboogobooboboboobooboboo
goooobooboaoanb

oooooao

gonos
bogbogogoagoggodioogibggiodgoogoggodgoodgoagoodnad
ogogggooao

booobO0OO0EAED DD OODODOODOODODOOOOOOODODOOOGOGn

o400 MBPODODDOOOOODOOOOODO(PLHODOODOODOOODODOOODDMWOG)D
gooobooobooboogobgooobobooboboogobooboboboboobobo
OCOO0DO0OOD0OD0OO(CNPase) DD D OQCODDODODOODDODDODOWMWAG)ODODODDDODODODODDODOO
ocooooooOoOooooBOoP)DOODDODODODDODDODDODODODODDODDODODODDODDODOODDOGO
gbobooboobooboogobgobobo400b0b00DbO0OO0bDO0oOb0ODO0obOoOobDOobOO
OoOO0DO0O0OO0OD0OD0OO0240000000MS/EAED OO DDOOOODODOOODOGO

oooooao

40 0 EAEODOD DO DODO0OODODOOOODODOOOOODOODOOOOODOODOODODOO
oooooooobOoooooooooooboboOoOoOooOoOe400000O00OO0OO0OOoOoooOoO
gooobooobooboogobgooobobooboboogobooboboboboobobo
Ooooooo0oo0oDDD0DOEAEDDDOOOOOOOOCy-30 0000000 ODODOO
ooooooooooooooooooooboooooooooooboboOobooooOoOoan
gboooboobooboooboboobobooboooobooboboOobOoAa-CchbOon
OCoO0O0@MIOODOODODO0ODODOODOODODPLPp139-1510 00 EAED DO 87O O DO 200 83

Looo(@GguoocoooboobooboooooooooobbDbooooOoOoooobDbDoDooOo
O00OPLPp139-1510 0 0 00 0000000 D0ODUODUOUO200EAEDD DD OOO
ooooooooao
0oo0ooooooao
MOGp66-7801 CNPase
Ooogogao
ooogooaod
ooogaod

oogaod
oonf
uod
oggaod
uond

O

gooooand

Oo0oooooooePLpp89-106000000D00COOOOOOOO
oobo-10o0boo0obogobo0ooboobooboowwceoonDOd
p343-3730 0 0 OMBPpl-200 0 0 0 000O0O0O0DODOOOOOO
OooouoOoO0EAED D ODO0DDODODOOCOOOOOOOOODODO
ELISADODODO0OO0ODODODOO0ODODO0OO0oDODOooOoOooboobDoDbDaO

O 0O (CFA)O O PLPp139-1510 EAED 0D 0 OO DO OO O0ODOOSJILO

10

20

30

40

50



Ooooocooooooooogoogogoao
Oooooooo o0 ooooogogoo
Oooooooooooooogogoao
oo ooo~~oooooooogogoao

O

(30) JP 2004-534213 A 2004.11.11

LPOODO0DODODODODODODODOOODONMBPO MOGD OO CNPase 0 O30 00O
O 0000000000 ooDD0oo0ooDDoDOoDoooDoDoDoDooooOano
(04B0 0 0C) DEAED SJLO 0D 0D ODDODODODODOODOODODDOOO
000000 oooDoDoooo0ooo@@s)uooooooood
00000 ooODo0ooooDo0DooooDoDooooDoDoooooao
00000 ooODOo0o0ooooODo0ooooODoDUooooDoDoooooo
0000000000000 o0ooooDoDooooDoDoooooOoano
(ELISsAH DD DO O0DDDODO0DODO0DODDODD0DO0DO0DOoODO0DOoOooODOoOOO
O0D000D00D0D0DU0OO0OO0ODO0OD0ODUOEAEDTOODODODDODDOODOODOO
0000000000000 o0Do0ooDoDoDo0ooooDoDoooDooOoano
0000oooODO0O0ooooDo0DooooDoDooooDoDoooooo
O 00000 o0o00Do0ooooo0DooooDoDoooooDoooooao
IsMHOO0OOD0Do0Do0oo0oDoDooooDoooo/00000000DODO0DO0OO0DODOO0
O0D0DO0ooDoDOoooooDooooao

0o

000000000 O0OO0ODODOODNAODDO OO

O0ODO0OOEAED OPLPOODDODDOODODOOODNAODDODDODOODODOOOO
O00o0oooooDoDoDDoDO0OO0O ((J- Immunold 162:3336-410 Curr. Dir. Autoimm

OooooooogogogoQg
oo o ooooogoQgg
oo o0 ooooogogog
OO0 o oooooggg

oo ooooooodg
OO0 oooooog

P
O
O
0
O
O
0
4
O
O
O
0
L

E

un.[02:203-16002) 0 0000000000000 0OOOCDNADDODODOOOEAEDDODOO

00000000000 OoDOD(@20003)0000000000000O0DNADODOON
L-40 0000000000 DODO0OO0o0DOoOO0OO0oOooDoaodos3)d

Oo0oo0ooogaod
O00OU0ODO0OUOD0ODUODEAEDD DD D00 0O0DUO0DbDU0oU0oOougoogopbboopooyoogbobgouodog
OO0O00O0O000D>0O0O0O00OOCODNAD OO O

I: — N

[DNA n R R B 7T B LT pfE

VAL 17 2.94 0.0064

[~y x—pn 16 3.875 <0.0001

[

o BTN 16 1.563

[

O

'0 0000000000000 00001000100400000000000000MB
PO MOGO MAGO D D PLPOODODOOODOOSOMgOODODOOOOODDODOODOOOOO

OooooooQoogoao

O
O
a
O
a
u
O
a
O

A0 00000CC0CO0OO0O0oO0ooOoOODNADDDODOCCOUOUOEAECOD D DD ODODODODOOO
gooobooboogogbsrooobooobooboogobooboobooobooobobodo
ocoooooooOoooooooos/ocobogooo(@o)yoboooooOoooo
gooooooooocooouooooooboboocouoUopbooobobODOOO
tO0o0ooooogogboao

ugoaoadg
ooobobObOEAED0DODDODDODDODOOOOOOOOOODODDODOOOOOOOOOOGO
gbooboooogoobpNAOD DO ODIL-4d000000DNAODDOODODOOOODOOO
oooao

10

20

30

40



G

JP 2004-534213 A 2004.11.11

" DNA TR A 912 T4 & Hole U pfis
E TRIEEAI 20 2.45 0.0018

[ IL4 14 2.93 0.0003

[ PLP139-151/IL-4 17 1.94 0.0158

L wrs5 18 1.44 0.1714

E B0 F /14 17 0.941

O

'0 0000000000000 001000100400000000000000MBPOM

OGO MAGD D OPLPODOUDDOUDDOO2pg0D00ODO0ODODUODDDODOUODDODDOO
00040 000000000 0O0OOODNAOOOOODOOODOODNAOOIODODODIOODOON
O0bDO0oo0oDoDogsopg D0 0D000OD0D0OD0ODD0D0OD0OEAED0DDDODDDOODOODOOO
0o0ooDbO0oooOoos1lgooo0ooDo@o)YbobOoOooDOOoODOoODOoODOODOODDODODOOO
gooboobuoobuoobuoobboobpobbobbbDboobootboobo o
ooooao

O00Ooo0oOoad

EAED D 000000 o0o00ooo0oooooooooo0ooboooooooooooonoan
00000
oodoooo0oooooooootoootoooo0oooDoboooooooooooooOoaoao
O0O0O0OO00O0OO0OO0OO0OO0OO0ODNAOODOOODOOODSJILOOODOOODOOOODODOAOEAEO O
O0D0O0OD400 (DHEAED 00D ODODODOOD(2)DO0DOO0ODOEAEDODOODOODOO
Oo0dO0ooobDNAOO OO OOOoOooOooooooooboooboooooobooonOnoaad o
I I e I I 1 Y e I 0 B A A R e A A e N A I N N A
000000000000 00EAED D 0DDO0OO0ODODODODODOODODODODOODOODOG OO
ooo(ooDoooDobDoo0oDo0oDoo0ooDo0oo0ooDooDoooDooOo) oooDoooooad
oo0oooooboobooobooboooboob oo bo0ooboob0ooboooboOoao
oodoooo0oooooooootoootoooo0oooDoboooooooooooooOoaoao
oooOooooaod

Oo0o0oo0oOoa

O00O000O0OO0O0ODNAODOODUODOUOUOEAED OO ODODODODOOOGOOGOGO

E B ALDNASLF EAER FB DK

E IL-472 L IL-4% Y

[/\ﬁ§7~$@ - bl

L | MOG -+ ++

E PLPp139-151 + ++

L B2 7/v: MBP, MOG, MAG, PLP +++ +4+++

[

L

Oo0o0oonoa

O00e6

000000000000 0o000doo0fd0oo0o0oooooooodtanan

DNAO O OOUOOODOEAED OO DODODODDODODODODODODDODODOODOODDODOOODOODOOOOAO
0o0o0o0bo0oo0oDo0ob0o0oo0obOU0oo0o0D0oDbU0oo0ooDoo0DD0DO0oDbUoOo(@e)y oo ooODOXd
I I I I e e 1 I A A O N A B B R 4
oOo0oooooboobo0o0oob oo o0ooboob oo b0oDoDboobooboobOoao
oooooooooooooootooo0oooo0DboooDbo0ooooDooooooooOoaoaa

10

20

30

40

50



(32) JP 2004-534213 A 2004.11.11

OoOo0D0o0ooOD0O0O0O0O0ODDOO00O0O0ODODD0DO0O0ODoODODDOO0O0OO0OO0ODODODODODODODOD(NMS
yboooooooooooooooooooooooooooopoooooDooooao
O EAED OO SJLOO0O0oOoooao O (o0 c)yoo
oooooooDooooOogao oooao oood
ooooooooooogoao oooao oo
gosr0o00O0O0O?2.40 3.50 (0 O0)HOo ooad
O O O
O O O

O 0Ooo0ooo
O0Ooo0oooao
OOoo0oooao
OOoo0oooao

O o0Ooo0ooo
OOoo0oooao

O OooOgooo
O OooOoooao

goooooag oooaog gooadg oo
u DNAO O O O (O ugoaodg u U goaoaao u o
EAED D00 O0O0DOO0OO0OODDOOOODOO4ppooooooboOooOoDbDOO
gooooboooboobooboobooboobooboboboobooboobooboao
ooooooooboboOoooooooobobooboboocooooooobobDbOOo0ond
goboooboogobosrboboobooobo1.5000000

g
0OO0ogoooaobDbDNAD
oooag
uon

O OoO0oooao
OoOoooOodgdaDo
O 0Oo0ooOoo0oao
O0Ooo0oo0oo0oao

O O
g g
a a
O O
a g
u u

OOoo0oogao
OOooo0odgdao

Ooooooooogogogogoao
Oooooooogogogoao

Oooooo0oo0b0DEAEDODODODODDOOCOOOOOOOODODODO
goboobooboboboobooboboooboobobaDad
ubobooobobouobobobooboobNAO O DOOOOBODOOOAO

O

OOo0oo0oooooooooaoo

Oooooo4oooogoooogoo
Oooo0Oo0ooooOodd

O

OooooooQgogoao

000
(O 20

O
O
O
O

O Ooo0oooao

O

O

O

obD(@e)ooooooobbbOoDoboobb0DooboDbDOoOonn
O30o0e) oo oooobDoooooDooo
ooooooooobobooooooooooooboobooooooOogoano
ooooooooooboooOoo0oOoOooooooobooooooOogoao
oooooooooobooooooooooooboooboooOooao
oooooooooboboooooooooooboobooooooOogoano

ThiD DD OoOOOOoOoOooOogeloDooge3 0 ooooooooood

O

O
O
O

O

O oOood
O oo d

O
O O
O O
O oooao

ooooao

O
O

O
O

ooooooao
ooooooao

LR N ) ) e e e e e [ O

I I Y I Y e e e e e e e e Y [ A

a

OooooooogoQodg

OooDooOoooooDooooooooooao
oo ooNOoOoOo o oo ooooooogoaog

O
OO o oo
O 0o o0oo|.;
O 0o oo|i.;
O Oooo|io;
Ooooooogog|g
OOo0ooooogg|g

MHCO O O
0Doo0oo0
0Doooo
00000
0ooo
/c(H-2)D
MHCO

-
O

Ooooooood
O Ooo0ooooao
O O0Oo0ooooao
Ooooooood
OooooooogooQgg

10

O

OO0 ooooooogg

O
O
O
O

O

Oo0oooooooQgo|g
Oo0ooooogooQg|g
Oo0ooooogog|g
OO0o0ooooogogl|g
OO0 o0ooooogglg
Oooo0oooooQo|™g
Oo0oooooooQg|g
Ooooooogog|g
Oo0ooooogog|g
OO0 ooooogogl|g

Balb/k(H-2)O
0ooooooo

O
O

O
O

O
O

O
O

O
O

O
0

OoOo0ooogoooi™

O
O

Ooo0Ooo0ooooQgi|o

O

Oo0oo0oooogooQgi|g

O

OoO0oooogogig

O

OoOooooogglg
OO0Oo0oooogglg
O0Ooo0o0oood
OOoo0oood
OoOoo0ooood
OoOoooood
OOoOo0oooogod
OO0Oo0oo0ooogod
Iy A
O0Ooo0oood
OOoo0ooood
OOoo0ooood

Th20 0O O0O0O0O0CDOOOIgG200 0 1g640 000000
ooooooboooooooooooobobooboooogoao
gooooooaoan

ooooooooonon
oooooooooaon

00 0H-2°0
DO0o0O0O0O0O0o0a0
0000000000000 O0D0O00H-200000K-200000
0000000000000 ODOONO0OODONDOoODOoONoOOoO

0)DOOODODODOODOOODODOODODOOOODOODOCOOOD

MHCODODODDOODODODODOOODODODOOOODOODOOOOO

0000000000000 0OD0O00D00OO0D0ODO0ODOOO0OODOOndGO
0000000000000 O0OD0O00O00O0DO0DODOOOOOoOOdGd
000000000000 0O0D0O00O000O0DO0DOOoOoOoooOod
000000000000 D00OD0O00O0D0OO0DO0ODODOOO0OODOOdGO

oo
oo

OO0oOo0oooogod
OO0Oo0oooogod

Ii0ogoao
oooooao

20

30

40

50



(33) JP

Ooo0oooooo0oooooo 00 oo oDooooDoooDoDoooooooiope|d

OoOoooooooo0 oo oooo0o oo oo ooo o oo oD oD oo o0o o0 oo ooio|jgoogooo
OoooooogogQgooao

O

OoOo0ooooooo0oooooogogoio;i|e o

O

OO0 O0o0oo0Oooogoaoiljgile O

OO0 ooooogogogo|io
Oooooooooogoo|i;
Ooooooooogoogoo|i;o
Oooooooogoogoo|i;o
Oooooooogogogoo|io
Oooooooogogoo|io
OO0 oooooogogogao|io
Ooooooooogoogoo|i;o
Ooooooooogoogoo|i;o
Oooooooogoogoo|i;o
Oooooooogoogoo|io
OO0 oooooogogoo|io
OO0 oooooogogogao|io
Ooooooooogoogoo|i;o
Ooooooooogoogoo|i;o
Oooooooogoogoo|i;o
Oooooooogogoo|io
OO0 ooooogogogo|io
OO0 oooooogogogao|io
Ooooooooogoogoo|i;
Oooooooogoogoo|I;o
Ooooooooogoogoao
Oooooooogogoao
Ooooooogogogao
OooooooooogooOoao
Ooooooooogoogoao
Ooooooooogoogoao
Ooooooooogogogooo
Oooooooogogoao
OO0 oooooogogogao
Oooooooooogoao
Ooooooooogoogoo
Ooooooooogogoo
Oooooooogogogoo
Oooooooogogoao
OO0 ooDoooogogogao

O

2004-534213 A 2004.11.11

oooooooboooao

/0000000 O0ODODO0O0O0OODODO0OO0DO0DODOODOODOODODODDODOODODODOO
ooooooooooooooooooobobooboboooooooonoD

O
O

oooooan
O0d

OO0O0OC0OOOOODEAEDDODOCOODODOODOODOOODOODOOOOOOOOOOO
(00000000000 )I0O0DO0D0O0O0OO0O00O0O0O
000000000000
Do0O0o0O0O0O0O0O0O0O0o
Do0O0o0O0O0O0O0O0O0O0O
300000000 (B-D)O

Oooooooogogogoao

O

O 0Oogogaog
O0Ooo0oo0oo0oao
O0Ooo0oooao
OOoo0oooao
OOoo0oooao
O Oooooao
O 0Oo0ooogoao
O Ooo0ooOoo
O Ooo0ooo
O Ooooo

O

O

O

O

0
0000000000000
(01000)0A-DO0O0 OO
000000000000
O
0O

O

0O00oooaocy-30
O (imaged)d O O OO

OooooooogoQgog
OoOoooooogd
OO0Oo0ooooaog

O0Ooo0oooao

OOoo0oooao

O Ooo0oooao

O 0Ooo0oooao

O
O
O
O
O
O

Ooooooo
0Ooooooo
(MO DODOODo
EAED 0 OO O
Oilgd 0000
0 ELISAD O O

gooooboobolobooobooooobogonn
oooooooobooOOoOOosSLe0c0oDoooooan
1000000000000 @OooODO0O)DDOOoeso
UoboDobo0oo0obOO0O0DDEAEDDODOOODOORD

giooooobOoooo0ouooooooboooboooooooooobooooooOogoao

o(@ooooooooog)yooooopooooopooooooooooooo
oooooobooODoooooooobo4000000D00D0192
oooooooboooOi1k200000000C000O0O00OO
ooooooooooos3soooooboooooooan
-tRNAD OO0 D00 (Jo-1)ODSROODODOOODOODODOH2ACH

oooooan
gooogooaon
goooaoan
Ro520 LalO O

2A)0 Sm-B/B*0 UlO O
)0 Sm-B/B*0 hnRNP-B10O

MDD OO0
ooDooao
Oo00ooad
O 0 IgM(a
ooDooao

O
0
O
O
g

ood
ooano
uoano
oo
ooano

Oo0oo0oo0oooDDovyokbalh OO CO O (Ul-70kball UlsnRNP-C
SW/RNPO O OO OOOCODOOODOI(topol) DODODOOODODOADOBC
CENP B) OO OODDODODODOODDODODODDODDODDOO(DH O ODODODOODOODDODODDNA(ASDN

ODOOODODNA(ssDNA) D OO D600 0000O0O00O00O0O0C0O0O00OsnRNPO
SO0 00O000O0O0O0O00OHIOHAOHIOOOH4O OO OO OO0 1540 O
0000000000000 O0DO0O0O0O
-1g60 00 a -IgW) 00000000 AD
0000000000000 O00O000
-3-000Cy-50 000000000000 (@O0
000000000000 O0O00O00O00(@O)0
000000000000 O000O00O(c)DNAD O
000000000000 O00O0O0SLED (d)Jo-10

0000000000000 O0Igen
000O000(@OO0O00O0O00)0on
0000000000000 O000Cy
0)DO0DO0DO0DO0OO0ODO0O00()IOO0O
(b)RO520 00 Lad 00000000

0 O O H2AO U1-70kDad O O O SRO O

OO0OR52000000000O0000

10

20

30

40

50



(34) JP 2004-534213 A 2004.11.11

PMO (e)DNAO O O O O H2AO Ro520 0 0O DO Ul-70kba0 0 0 O OO DO ODOODAOMCTDO (F)

POHO O OO CDODOOOOOOOPBCO(topolD 00 O0ODOOODODOO
BOOOOODODOOOOODOOSsclero-LOOO0ODOGDO (i)hnRNP-BL1O

)CEN
00

Ooooooog

I [y e [ A

I:II:II:IDDDQDDDDDDDDDDDDDDDDDDD

1
[
|

od

EAED 000 0O0D0DDDODOO0OO0OO0O0O0O0oOooDODDOOO0OO0OO0O0OooooDDDODODDELISA

O

Oooooooodg
OOoooooao
O OooOgooo
O Ooogoo

P

Oooooooogdg

o o0ooooooo o0 ooDoo o g =

O

«

OOooOoooooooooogoooOodd
OoOo0oooooooooogogood

O oo ooooogdg

O

Ooo0oo0ogao

RAO

g
O
g
u

a
O
g
u

Cy-30
000
000
000

Ooooooogdg

O

ocooogoo)o

ooogad
ooano
uoano

24000
uod

w
O
O

uond
oo
PLPp139-1510 O O EAEO
gbooooaoan
0 0 0O EAEO 20 O
0 0 PLPp89-1060
gboooooaoand
0 d MBPpl-200 O

O

Oo0ooooooooooooogod
Ooooooo o~ o0o0ooooooogodg

O

O

O

mel

O

C=E=E0000o00o0oaog

T O

O Ooo0oooo
OO oDooooN~eQooooooooo

O0Ooo0ooood

O

Ooooooogogooooao
OO0 ooDooo4gooooao
OO0 oDoDooo4gogogoooao

Oooo0oooogooo
Oooo0ooogoo

OoOoo0oo0oo0ooao

OOoo0oo0oo0ooao

g
a
O
a
u
O
a

O 0Ooo0oooao
OOoo0ooooao
OOoo0oooao

O

ooof

OO0
000
0Do0o0o
IgM/lge0 0 00000000000
0000000000000 0O0D00D0O00O00000O(
y0OODODDODODODOOOODOOOOOOODO24000000000
0000000000000 D0O0O00DO0O0D0OOODOO0OoOOoGOO
000000000000 O0O0O0O0O0O0O0OOOOCy-300000
0000000000000 00O00O0O00O000000000
0000000000000 0O0O00DO0O0D0OO0O0OO0O0O0OOGOO
OMBPOOODOODDOOODOODOOO(PLA)DDOOODDOOODDOO
(M0G)0 000000000000 0DONDDNDO0OOOOONDOODODOODOOOOn
(CNPase)J 00D O0DODDOOODDODOCO(MAG) DD O OODO
OOO(MBOP) DD DOODDODODOODOOODODODDOOODOO
Dpo4000 0000000000000 00O0000O0
0000000000000 0O0O0O0O0O0O0O0O0O00O
0000000000000 0O0O00O0O00O00O000
O
O

g
ogooad
O
0

O sclero-D0O (h
OooDO0oooo
Oo0o0o0ooooooooooooao
O
O

googobao 0
ooboobooboooooboaonb goooaoand
ooooooooboooooooa oooooao
goboooboooboobooboogobooboboo
OoOO0O0o0oo0DODO0OO0OO0OoaDODBP 68-86)0 0000

0000000000 OMSODO1000000000
(MBP)DDO ODOODDOOODODOOODOOOD (M0G)D O
MOGO O O O 35-550 MBPO 0 O O 1-200 0 O O MBPO O O O 68-86
000000 000O0O0ONMSOD0200000000000MOGH

ooooz2s-420000000000MSO030000O0O0O0O0ODODOOO
gbo0ooi139-1510 0000000 bo0oobo0obooboag

OD0DO0OO0OO(GAB DODODOODODODODOOODODOOOODOOO
oob(q@oooooboobooooo)oooobooooobooobooDbOoo
gobooooobooboboobooboboooboobobd
gboboboouoboobobouobUdb0EABEDODODOOOODOOO
OigbboooobooOooooouoooobobooooooooao
gobooooobooboobooboobooooobooboobad
ODO0O4A-CODODDOOUODODODDODODODODODMODODOODDODDOOODO
ogogr0o0o2008JL000g0ooooD@BOoooOoc)yoooan
OoooooobobODDOOoOO0OO0O0OOaoePLPpl3e-15100 000000
ooooooooobooooooooooobooboooooooooao
gooboooooboboboboo-2000000000000000
ooooooooobowdwecOODODDODO MOGp66-780 CNPase p343-373
oooooooooboboooooooooobooboooooooooao

oooooooooao
PLPO O O O 139-1510

O

O

O O0Oo0oooao
O 0Ooo0oo0ooao
O 0Ooo0oo0ooao
O Ooo0oooo
O Ooooo
O Ooogoo
OO o0gogog
O 0Ooo0ooo

O

O

O

O

oooooooooboooooooooooooooooooao
gooogsSJjtbooogoboobobogoboooePObOO
MBPO MOGU O O CNPaseD D O30 0O DODOOOOOOOOO
oooooooboooocoooooooooboboooooooao
gooobooboboobooboboooboobobn
gboooboobNAODODOODOODLDOObOOOoOOobOo
Uoooo0oo0ob0O0OD0ODO0OOCO0OU0OU0OOEAEDODOOOOODODODRDO

O

10

20

30

40

50



Ooooooooogoogogoao
Ooooo/~o0Oo0oogoogoo

Ooooooooooooooodg
oo oo ooooogooooooo

gd

(35) JP 2004-534213 A 2004.11.11

obDbo0oo0oooobODOoOooo(CIAHDODDOD DO ooobobDoooooDoooDoaD

(oooooooooOo)ybooooobooooopooooooDooooooooao

oad
oad
oo
oad

oooooooooboooooooooobobo-L-0cOb0D-000D0OD0O0C0O000
goobooboogbRrRAODDODDOODODOODODODDODOODDODODDODOO
OoooooooooimionooonoobDoo0OoCcHp257-2700 Ro520 LalOl
O-tRNAD O OO O0OD @o-1)JUlD0O0OO0DOOODODODOOOOT7T7o0kbaO OO CO

Ul-70kDall UlsnRNP-C)O hnRNP-B1O O O OGP D DD ODOOOOOOOODODODO

u o
O
g
O
g

O

Oo0oooooo4o0ooDooooooooooogdg

OO0 oDooooogogooooooggg

oooooooooboobooooooooobobbooooooooocy-30oood
Ob0Dbo0oO0ooobOD(@DbODOo0ooooObOO0O0oo)ooDO0OO(a) ODODBA/LILacJO O
(MHCFRAOD O O ODODOCIHOOOCIADDDODDOOODQODDOOOODBA/LILacO OO 10
Oo0D0@e00)yoooooDbOoOoooobOoOooooObDOoOoooDbDOooooDaOCcy
Oo0oO0oOooo0iigwige0 0 ooooOoOOoCcHoooclHip2s7-2700 000000

cirAiDoooooooooooano

EAED 00 O0O0O0O0ODODDODOOOO0OO0OooooobobOoooooooooboooodbD

gooboooogoboobobooboobobooboboboobooboboboo
goboooboouobobobobooboboooboxocooboooboobooooadho
oooooooooboboooooooooobobboooooyYyooooooooao
gooooboooboobooboobooboobooboboboobooboobooboao
ooooooooboboOoooooooobobooboboocooooooobobDbOOo0ond
O00oO0ooooooDDbOooO0oOO0oO0oOoooooboDboDOoOoOO0oO0oOoOoooonaDeNus)o 20
goboooboooboobooboobooboboobooboboboobooboobooboag
ODOEAED O OSJLOODODDOOOOODOOOODOOO(@wOOOCDODOO
goboooboogobooboboobobobooboobobobobooboboboao
gogboooboouoboobobooboobooboobooboobooboobooaa
Ob00s7000002.403.500000000(@OH)oo0oboooobooDOO
gooooboooboobooboobooboobooboboboobooboobooboao
ooboOooobNACODDODOUODODDOD(MODODODODODODODODODODDODODDODOO
OODO0OU0OEAEOCOODOOODODDODDDDOOODOOOO4pooOODOoOoOoooo
goboooboooboobooboobooboboobooboboboobooboobooboag
oooooooobobooooooooooboboooooooooobobDbOOobon 30
oobooooobooboobsroboboobo1.sg0b000n0OaO



(36) JP 2004-534213 A 2004.11.11

ooogao googao

R RG

FH 7 o b

La
U1-70kDa

~ O

i

SR v
hnRNP-B1
CENP B
Topol

Jo-1

PDH

LT A

HURREE

B. MBPp68-86 T3 L7~% v NFAR

Rme sy A

MBP 68-86
C. PLPpl139-151TFHEH L7~F v MEAE
S 23 B
R HE RN [ 50 PM  MCTD PBC Sclero-D Sclero-L RA
DNA 78 0 5,001 1 34 37 26
LA b 1)-A 9 44 3,009 0 918 1 100 60 0
B - N Ra52 374 20,934 196 17,386 1,818 93 280 121 143
D. MOGp35-55TiEE L7=7 » MEAE " 08 8102 564 O I . s o
Ui-70kDa 190 135 6825 31 2,315 159 274 77 153
SR vyl 262 829 8.745 112 135 342 237 182 0
hnRNP B1 379 269 1,416 428 978 381 458 N7 713
CENP B 12 33 435 21 '] 262 11 11,947 0
Topo t 91 13 551 ] 1" 1 10,095 27 0
Jo-1 24 7 334 28,753 [ 1 485 i 3
PDH 180 40 377 40 75 6,609 222 526 279
A w7y 15085 19,809 13,521 1,266 18686 1 11,641 475 9,134
g e 16,580 8,153 29,669 2,779 30,473 1 20.509 5729 18,374
MBP 68-86 99 13 314 8 0 7 46 a0 0

oooag gooag

FRE L OZ S (R B R OB iR o
B ORISR UCR BIEOTUR T L A 47
o

Clip257-270

RMLZBT D00 7 KT 59 Al 300 2 1 CHBQE s Tty w5 = b) 7 LA 3 i

gooagd

3.5 (B,C) 15(A)  24(C) 4(B) O(NMS) 23 (ABC)

A=HUdn

| :
Smpp——— e Y <9 5 ==l

A SIL YA KGRI B. SILEAE 7%+t C. SILEAE 7% -2

BAlwe 7 2024501 2 PR WO BT L o R

A S T

PEEUS R

2 VT LB RBE O I A IS B 3 = 4
Whs i e

WY 5 A - fif



L T e T e T e T e B T T e T e O e Y e O e O s O e, T e, R e T e, IO e, T e O e R e O e O e T e T e T e T e T e T e

oooooooooooano

WO 02/084249 A2

37

(12) INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT)

(19) World Intellectual Property Organization
International Burcau

(43) International Publication Date

0 00O

(10) International Publication Number

24 October 2002 (24.10.2002) PCT WO 02/084249 A2

(51) Tnternational Patent Classification”: GOIN
(21) International Application Number:  PC1/US02/11356
{22) International Filing Date: 10 April 2002 (10.04.2002)
(25) Filing Language: Linglish
(26) Publication Language: English

{30) Priority Data:
60/283,090 10 April 2001 (10.04.2001)  US

(71) Applicant (for all designated States except 1iS): THE
BOARD OF TRUSTEES OF THE LELAND STAN-
FORD JUNIOR UNIVERSITY [US/UST; 900 Welch
Road, Suite 350, Palo Alto, CA 94304 (US).

(72) Tnventors; and
(75) Inventors/Applicants (for LS omiy): ROBINSON,
William, H. [US/US]; 880 Roble Avenue, No. 2, Menlo

{74) Agent: SHERWOOD, Pamela, J.; Boui

Park, CA 94025 (US). HIRSCHBERG, David, L.
[USAUS]; 919 Fremont Place, Menlo Park, CA 94025
(US). STEINMAN, Lawrence [US/US]; 1704 Ouk Creck:
Drive, Palo Alte, CA 94304 (US). RUIZ, Pedro, Jose
LCO/US]; 1 Miller Court, Redwood City, CA 94061
(US). UTZ, Paul, J. [US/US]; 300 Pasteur Drive, CCSR
Building, Room 2215-A, Swnlord, CA 94035-5166 (US).
GARREN, Hideki [US/US]; Beckman Center, Room
B002, Stanford, CA 94305-5429 (US).

ic, Ficld &
200, Menlo

Francis, L.L.P, 200 Middleficld Road, Su:
Park, CA 94025 (US).

{81) Designated States (national): AE, AG, AL, AM, AT, AU,

AZ BA, BB, BG, BR, BY, BZ, CA, CH, CN, CO, CR, CU,
C7, DI DK, DM, DZ, 1C, LI 1S, 1, GB, GID, Gl GH,
GM, HR, HU, D, IT., N, IS, JP, KE, KG, KP. KR, K7, 1.C.
LK, LR, LS, LT, LU, LV, MA, MD, MG, MK, MN, MW,
MX, MZ, NO, NZ, OM, PII, PL, PT, RO, RU, SD, SE, SG,

[Continued on next page]

(54) Title: TITERAPEUTIC. AND DIAGNOSTIC USES OF ANTIBODY SPECIFICITY PROFILES

A. Normal Rat Sarum

B. Rat EAE induced with MBPp68-86

C. Rat EAE induced with PLFPp139-151

0. Rat EAE induced with MOGpS5-55

(57) Abstract: This invention provides a method for determin-
ing the antibody specilicity profile in an individual. This speci-
ficity profile reveals the individual’s immune response o mul-
tiple antigens and/or epitopes of autoantigens, allergens, graft
antigens, ctc, ‘The antibody specificity profile is determined
through the binding of patient samples comprising antibodies
10 the arrays. ‘The array can comprises antigens and epilopes.
The invention also provides the means and methods for deter-
‘mining antigen orepilope specificily profiles that can be used in
the development of cither generic and individualized diagnosis
and treatment for immune related diseases, including autoim-
mune disease, allergy and graft rejection.

JP 2004-534213 A 2004.11.11



—m —m ~m @ @ @ @ @ ™@ ™@ ™@ & & s & & & & /s s /s /s /s /s /o

WO 02/084249

(38) JP 2004-534213 A 2004.11.11

A2 | IR 0T L R

349

81, 8K, SL, TI, TM, TN, TR, T, TZ, UA, UG, US, UZ,
VN, YU, ZA, ZM, ZW.

Designated States (regional): ARIPO patent (GH, GM,
KIL, LS, MW, M7, SD, SL, 8% 17, UG, /M, 7ZW),
Burasian palent (AM, A7, BY, KG, K7, MD, RU, TI, TM),
European patent (AT, BE, CII, CY, DE, DK, ES, FL FR,
GB, GR, IE, IT, LU, MC, NL, PT, SE, TR), OAPI patent
(BL}, BI, CI, CG, CL, CM, GA, GN, GQ, GW, ML, MR,
NI, SN, 13, TG).

Published:
—  without inlernational search report and to be republished
upon receipt of that report

For two-letier codes and other abbreviations, refer (o the "Guid-
ance Notes on Codes and Abbreviations” appearing af the begin-
ning of each regular issuc of the PCT Gazeite.



—m —m ~m @ @ @ @ @ ™@ ™@ ™@ & & s & & & & /s s /s /s /s /s /o

20

25

30

35

(39)

WO 02/084249 PCT/US02/11356

THERAPEUTIC AND DIAGNOSTIC USES OF ANTIBODY
SPECIFICITY PROFILES

BACKGROUND OF THE INVENTION

The astonishing complexity of the immune system is its greatest strength. The
10'%-10" possible antibody specificities, the delicate interplay between the various
regulatory and effector ceils, the restriction of T cell responses according to MHC antigens;
all these contribute to the ability of the host to effectively react against infectious agents and
other antigens perceived as foreign. But this diversity has its drawbacks. Mistakes happen:
the target of a response may turn out to be a normal self protein; inflammatory responses
are misregulated; and normal responses are undesirably directed against grafts and
transplanted cells. Under these circumstances, the complexity of the system makes
diagnosis and therapy extremely difficult.

For most autoimmune diseases, atopic states and undesired immune responses, no
effective diagnostic blood tests or therapeutic agents exist. For example, current
therapeutic strategies are often based on system-wide immune suppression. Since this
treatment is not antigen specific, the result is a global decrease in immune function,
resulting in susceptibility to infection and disease. Therefore, there is a tremendous clinical
need for antigen-specific diagnosis and tolerizing therapies, which will specifically turn off
undesired immune responses, but will leave the remainder of the immune system intact.
However, in order to provide antigen specific therapy, the antigen specificity of reactive cells
needs to be defined.

The importance of defining antigenic targets in autoimmune disease is in part related
to the progression of these diseases. For example, immune responses in the
neurodegenerative diseases such as multiple sclerosis (MS) and experimental autoimmune
encephalomyelitis (EAE) may be directed against one or more myelin sheath proteins, for
example myelin basic protein, myelin oligedendroglial glycoprotein, proteolipid protein, and
various other myelin antigens. As the disease progresses, reactivity to the initiating antigen
diminishes, and an orderly and definable set of new immune reactivities arises. Over time,
antigen-specific autoimmune responses can spread to different epitopes on one protein,
termed "intramolecular epitope spreading”, or to other epitopes on other structural proteins,
termed “intermolecular epitope spreading”. During the course of EAE initiated by
immunization to one epitope, both intramolecular and intermolecular epitope spreading
allow the autoimmune response to evolve to encompass detectable T cell responses to
other epitopes on the initiating antigen and to other myelin antigens (see Steinman (1999) J.
Exp. Med. 189:1021-1024).

As described by Touhy et al. (1999) J. Exp. Med. 189:1033-1042, patients lose

1
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reactivity to the myelin epitopes that were recognized during the initial immune response,
and develop T cell immune reactivity to other myelin epitopes. The immune response to the
initiating self-antigen in autoimmunity can eventually disappear, as the disease enters the
stage where clinical progression and then chronicity prevail. However, critical immunogenic
epitopes can still be found in chronic disease states, and these provide a key to antigen
specific therapy.

Before antigen specific therapies can be provided, a more precise and high
throughput method of diagnosis is required, as well as a means of delivering specific
immunosuppressive agents. Achieving diagnosis is particularly difficult where there is a
strong T cell component to the autoimmune disease, due to the T cell receptor recognition
of antigen only when bound to an appropriate major histocompatibility protein.

Although precise identification of the cognate antigen for T cells remains challenging
(see Altman et al. (1996) Science 274(5284):94-6), techniques exist for serotyping of
antibody specificities. Many assays are known and used in the art for detection of

antibodies with a particular specificity, including ELISA, RIA, competitive and non-
competitive sandwich assays, solid phase immunoassays, e.g. on porous supports (see
U.S. Patent no. 5,486,452), and the like. For example, Atassi et al. (1996) U.S. Patent no.
5,578,496 define the fine specificity of autoantibodies by solid-phase radicimmunoassay
using overlapping peptides derived from a target antigen. Similarly, Harley (1997) U.S.
Patent no. 5,637,454 performed solid phase anti-peptide assays to determine the specificity
of autoantibodies against the SSA protein.

Therapies aimed at antigen specific responses are being developed. In some
instances, peptides are being delivered to the host in a manner that induces tolerance to the
antigen. For example, phase Il clinical trials are underway for the treatment of MS with
myelin basic protein altered peptides. The results of clinical trials are described in Kappos
et al. (2000) Nature Medicine 6:1176-1182; and Bielekova et al. (2000) Nat. Med. 6:1167-
1175 Microbial peptides that act as altered peptide ligands are described by Ruiz et al.
(1999) J. Exp. Med. 189:1275-1283. Delivery of purified myelin proteins targeted by the
autoimmune response have also demonstrated efficacy in treating EAE (Critchfield et af
(1994) Science 263:1139-43). DNA sequences encoding autoantigens have also been

used to promote antigen-specific immunosuppression. Ruiz ef al. (1999) J. Immunol.
162:3336-3341 vaccinate with a minigene encoding a dominant epitope of myelin
proteolipid protein, and demonstrate protection from disease. Garren et al. (2001)
vaccinate with a cocktail of minigenes encoding 4 antigens, demonstrating enhanced
protection and treatment of active disease.

There is an unmet need for methods of accurately and quickly performing diagnosis
of the autoantigen repertoire being recognized by immune cells in clinical disease states,

2
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and for the translation of this knowledge into specific therapeutic modalities. The present

invention addresses this issue.

SUMMARY OF THE INVENTION

Objects of the present invention are accomplished by a novel method of determining
an antibody specificity profile in a patient with an immune-related disease comprising:
(a) preparing an antigen array comprising at least two disease associated antigens wherein
said "antigens further comprise one or more immunologic epitope(s); (b) physically
contacting the antigen array from step (a) with a patient sample comprising antibodies; (c)
identifying the disease associated antigens within the microarray that bind to antibodies
within the patient sample from step (b); (d) comparing the antibodies bound to the disease
associated antigens in step (c) with (1) antibodies binding to the disease associated
antigens within the microarray of step (a) wherein the antibodies are known to be
associated with the disease; and, (2) antibodies binding to the disease associated antigens
within the microarray of step (a) wherein the antibodies are not associated with the disease.
Objects of the present invention are also accomplished by a novel method of determining
an antibody specificity profile in a patient with an immune-related disease comprising:
(a) preparing an epitope array comprising one or more disease associated epitope(s); (b)
physically contacting the epitope array from step (a) with a patient sample comprising
antibodies; (c) identifying the disease associated epitope(s) within the microarray that bind
to antibodies within the patient sample from step (b). (d) comparing the antibodies bound
to the disease associated epitope(s) in step (c) with (1) antibodies binding to the disease
associated epitope(s) within the microarray of step (a) wherein the antibodies are known to
be associated with the disease; and, (2) antibodies binding to the disease associated
epitope(s) within the microarray of step (a) wherein the antibodies are not associated with
the disease. The novel method of determining an antibody specificity profile also provides
the ordinarily skilled artisan with an antigen profile or an epitope profile, as the case may be.
The methods and compositions of this invention are used for diagnosis and for design and
selection of specific therapies for immune-related diseases. More specifically the methods
and compositions related to determining an antibody specificity profile can be used for
autoimmune disease, including immune related disorders such as multiple sclerosis (MS),
rheumatoid arthritis (RA), autoimmune diabetes, systemic lupus erythematosus (SLE),
myositis, scleroderma, psoriatic arthritis, primary biliary cirrhosis (PBC), myasthenia gravis
(MG), polychondritis, and tissue transplant rejection. Further, the method for determining
an antibody specificity profile is used in allergy. In one embodiment, a high throughput
determination is made of the spectrum of disease relevant antibodies present in patient
serum by detailed binding analyses of these antibodies. The antibody specificity profile

3
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reveals the individual’s complex immune response directed to one or more antigens having
one or more epitopes.
The invention provides a method for determining the antibedy specificity profile to identify
those patients likely to develop an immune-related disorder, but who have not yet
manifested symptoms.
The invention also provides a method for the identification of patients likely to develop a
more severe form of disease, enabling selection of more aggressive therapy based on a
patient's antibody specificity profile.
The invention also provides a method for the design of treatment regimens, including
antigen-specific and non-antigen specific therapies. In one embodiment, antigen-specific
therapies are selected based on the antibody-specificity profile. The patient antibody
specificity profile provides information about both B cell and T cell mediated responses,
Individualized cocktails of antigen specific treatments can be formulated based on the
patient's specificity profile. In another embodiment, identification of a consensus of
common antibody specificity profiles between patients with the same immune disorder
provides for formulation of a generic antigen-specific therapy to treat patients with that
disease.

In yet another aspect of the invention, there are methods for determining the
antibody specificity profile for monitoring therapeutic response in patient receiving treatment
for immune-related disorders. Therapeutic responses are d based on al ions in

the antibody specificity profile including changes in antibody targets (i.e. the antigen or
epitope profile), changes in antibody titers, changes in antibody isotypes, and changes in
large-scale patterns of antibody recognition. In another embodiment, antibody specificity
profiles can be utilized to predict adverse outcomes in individual patients, thereby enabling
selection of alternative therapies.

In another aspect, the antibody specificity profile enables identification of novel antigens
associated with the disease and novel epitopes associated with the disease.

BRIEF DESCRIPTION OF THE DRAWINGS

Figures 1A to 1D shows an antibody specificity profile including an antigen array
characterization (antigen array profile) of the myelin peptide-specificity of the autoantibody
response in EAE in rats. Antigen arrays were generated by spotting the immunodominant
myelin peptide epitopes and purified native myelin basic protein (listed in Table 1). A-D
represent scanned imaged of arrays probed with serum from a normal control rat (A) and 3
Lewis rats induced to develop EAE with different myelin protein peptides in complete
Freund’s adjuvant (B-D), followed by Cy-3 labeled anti-rat Ig secondary antibody. Results
were confirmed by ELISA. Quantitative computer analysis of the scanned images is

4
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presented in Table 1. The reported numbers represent the ratio of the fluorescence
intensity of antigens recognized by SLE relative to control serum adjusting for background
levels such that ratios greater or less than 1 (1 = no difference) represent a statistically
significant difference with a >95% confidence interval. Antigen arrays powerfuily identify the
peptide-specificity of the autoantibody response in EAE.

Figure 2 shows an antibody specificity profile including an antigen array identification
and characterization (antigen array profile) of the auteantibody specificity in 8 different human
autoimmune diseases. Ordered autoantigen arrays were generated by spotting 192 distinct
putative autoantigens in quadruplicate sets using a robotic microarrayer to create a 1152-
feature rheumatic disease autoantigen array. Spotted antigens include: 36 recombinant or
purified proteins including Ro52, La, histidyl-tRNA synthetase (Jo-1), SR proteins, histone H2A
(H2A), Sm-B/B’, the 70 kDa and C component of the U1 smail nuclear ribonucleoprotein
complex (U1-70kDa, U1snRNP-C), Sm-B/B’, hnRNP-B1, Sm/RNP complex, topoisomerase |
(topo 1), centromere protein B (CENP B), and pyruvate dehydrogenase (PDH); six nucleic acid-
based putative antigens including several forms of mammalian double-stranded DNA (dsDNA)
and synthetic single-stranded DNA (ssDNA); and 154 peptides representing snRNP proteins,
Sm proteins, and histones H1, H2A, H3 and H4. In addition, we spotted antibodies specific for
human IgG and IgM (a-igG and a-IgM); the vaccines for influenza A and pneumocaccus
{Pneumovax); and a mixture of antibodies pre-labeled with Cy-3- and Cy-5 to serve as marker
spots to orient the arrays (the yellow features). Autoantigen arrays were incubated with diluted
patient serum samples from (a) a heaithy individual (normal) for which no specific autoantibody
reactivities were detected; (b) Sjogren’s syndrome demonstrating autoantibody reactivity
against Ro52 and La; (c} SLE demonstrating reactivity against DNA, histone H2A, U1-70kDa,
and SR protein; (d) PM demonstrating reactivity against Jo-1 and Ro52; (e) MCTD
demonstrating reactivity against DNA, histone H2A, Ro52, and U1-70kDa; (f) PBC
demonstrated reactivity against PDH; (g) sclero-D demonstrating reactivity against topo I; (h)
sclero-L demonstrating reactivity against CENP B; and (i) RA demonstrating reactivity against
hnRNP-B1. The autoimmune disease serum used to probe each array is indicated along the
top of the figure, and each column of cut and pasted antigen features contained within a gray
box are representative antigen features from a single array. A myelin basic protein peptide
recognized on arrays by autoantibodies in serum from rodents with experimental autoimmune
encephalomyelitis was included as a representative negative control (MBP 68-86). Bound
antibodies were detected using Cy-3-conjugated goat-anti-human igM/IgG prior to scanning.

Figure 3 shows an antibody specificity profile including an antigen array
characterization (antigen array profile) of the autoantibody response in cerebral spinal fluid
from human multiple sclerosis patients. 2400-spot ‘myelin proteome’ arrays were produced

by spotting putative myelin antigens {described in text) using a robotic microarrayer, probed
5
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with cerebral spinal fluid followed by Cy-3-labeled anti-human |g secondary antibody,
scanned using a GenePix scanner, and images analyzed using GenePix software to
determine levels of autoantibody binding to each spot. These arrays contain 400 different
myelin protein and peptide epitopes including MBP, proteolipid protein (PLP), myelin
oligodendrocyte protein (MOG), overlapping peptides representing these proteins, and
peptides representing dominant epitopes from additional myelin autoantigens including
cyclic nuceotide phosphodiesterase (CNPase), myelin-associated glycoprotein (MAG), and
myelin-associated oligodendrocytic basic protein {(MBOP) In the control patient, although
antibodies specific for common and ubiquitous human pathogens including influenza virus
and Streptococcus pneumonia are detected, no antibodies specific for myelin proteins and
peptides are detected. In MS patient 1, antigen arrays detect autoantibodies specific for
whole myelin basic protein (MBP), whole myelin oligodendrocyte protein (MOG), as well as
autoantibodies recognizing MOG peptide 35-55, MBP peptide 1-20, and MBP peptide 68-
86. In contrast, in MS patient 2 autoantibodies are detected against MOG protein and MOG
peptide 25-42. In MS patient 3, autoantibodies specific for proteolipid protein (PLP) peptide
139-161 are identified.

Figures 4A to 4C shows an antibody specificity profile including an antigen array
characterization (antigen array profile) of the diversity and similarities of the autoantibody
response in mice with experimental autoimmune encephalomyelitis (EAE). 2400-spot 'myetin
proteome’ arrays were produced by spotting putative myelin antigens using a robotic microarrayer,
probed with EAE mouse serum followed by Cy-3-labeled anti-mouse 1g secondary antibody, scanned
using a GenePix scanner, and images analyzed using GenePix software to determine levels of
autoantibody binding to each spot. A-C represent scanned images of arrays probed with serum from
a control mouse (A) and 2 SJL mice 87 days post-EAE induction with PLPp138-151 that developed
relapsing disease (B & C). Autoantibody reactivity against the inducing peptide PLPp139-151 is
significantly stronger in the 2 mice with EAE relative to the control, autoantibody reactivity against an
adjacent intra-molecular epitope PLPp89-108 is observed in mouse-2 but not mouse-1 or the control,
and autoantibody reactivity against inter-molecular proteins and epitopes including MOG protein,
MOGp66-78, CNPase p343-373, and MBPp1-20 are observed in both mice with EAE but not the
control. Results were confirmed by ELISA and are representative of autoantibody reactivity observed
in additional mice. Thus, SJL mice induced with PLP peptide 139-151 undergo spreading of their
autoimmune response to adjacent peptide epitopes on PLP as well as to epitopes on 3 additional
myelin proteins including MBP, MOG, and CNPase, These results demonstrate antigen array
identification of the specific autoantigens targeted by the autoantibody response. Antigen-specific
DNA tolerizing vaccines encoding a greater number of the antigen array-identified targets of the
autoantibody response had greater efficacy for preventing and treating EAE than vaccines encoding
a singte of the autoantibody targets or non-targeted myelin antigens.

Figure 5A and 5B shows an antibody specificity profile including an antigen array

6
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characterization (antigen array profile) of the autoantibody response in mice with coliagen-
induced arthritis (CIA). Antigen arrays were generated using a robotic capillary arrayer to spot
putative synovial peptide and protein autoantigens in RA into ordered arrays on poly-L-lysine-coated
microscope slides. Spotted antigens include collagens type 1, Il, and I, Clip257-270, Ro52, La,
histidyl-tRNA synthetase (Jo-1), the 70 kDa and C component of the U1 small nuclear
ribonucleoprotein complex (U1-70kDa, U1snRNP-C), hnRNP-B1, and overlapping peptides for GP-
39. We spotted antibodies pre-labeled with Cy-3 as ‘marker features’ to orient the arrays (the vast
majority of the green features). Arrays were incubated with (a) normal DBA/1LacJ serum or (b)
serum obtained at disease onset (day 29) from a DBA/1LacJ mouse induced to develop CIA with

chick Cil in CFA. Bound antibodies were using Cy-3-conj d donkey-anti-mouse
IgM/IgG.  Autoantibodies specific for Clt and Clip257-270 are detected only in the CIA serum
sample.

Figure 6 provides cluster analysis demonstrating that DNA tolerizing therapy

encoding multiple epitopes from the antigen array identified autoantigens in EAE reduces
clinical disease activity and reduces spreading of the autoimmune response. Individual
mice are listed on the X axis, and peptide and protein antigens present on the 'myelin
proteome’ array on the Y axis. Green indicates lack of reactivity, and red indicates
autoantibody reactivity. The cluster analysis algorithm groups mice based on similarities in
the antigen array determined specificity of their autoantibody responses. This image
represents a small region of the overali cluster. Normal mice (NMS) cluster and the
predominance of green indicates lack of autoantibody reactivity to the listed antigens. SJL
mice with chronic relapsing EAE treated with control vector or buffer (B and C) cluster and
have significant autoantibody reactivity, indicated by red, against various myelin antigens.
This observed spreading of the autoantibody response in these mice correlates with their
more severe disease course, with an average of 2.4-3.5 relapses over the 87 day period.
The average number of clinical exacerbations of paralysis (relapses) are presented at the
top of the figure by the numbers over the bars indicating the relevant group of mice. In
contrast, mice treated with the myeiin protein cocktail DNA tolerizing vaccine (containing a
large number of the antigen array identified targets of the autoimmune response, and
demonstrating the greatest efficacy in treating EAE [Table 4]) cluster and have a significant
reduction in the spreading of their autoantibody response as indicated by the increased
green relative to the other groups. This reduction in spreading of the autoimmune response
correlated with their less-severe clinical course with an average of 1.5 relapses over the 87

day period.

DETAILED DESCRIPTION OF THE EMBODIMENTS
In one embodiment, high throughput determination is made of disease relevant

antibodies present in patient serum by detailed binding analyses of these antibodies. The
7
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antibody specificity profile reveals the individual's immune response to multiple epitopes of
autoantigens, allergens, graft antigens, etc. Such antibody or antigen specificity profiles are
used in the development of individualized diagnosis and treatment of immune associated
disease, including autoimmune diseases, allergies and graft rejection. By tracking epitope
spreading, antigen specificity, and quantitative binding data the staging and progression of
disease can be determined.

It has been found that the specificity of the autoantibody response can correlate with
that of the autoreactive T cell response. In several human autoimmune diseases the
autoimmune T and B cell responses recognize the same immunodominant epitopes. In
those cases where there is discordance between the fine specificity of the B and T celi
responses in an autoimmune disease, the ability to identify the specific self-protein(s)
against which an individual is autoreacting can be sufficient to study the specificity and
evolution of the autoimmune response and to select appropriate antigen-specific treatment.
Knowledge of the specificity of the autoantibody response in individual patients can facilitate
early diagnosis, serve as a prognostic indicator, and help guide development and selection
of the appropriate antigen-specific tolerizing therapy.

For certain autoimmune diseases, including autoimmune diabetes, systemic lupus
erythematosus (SLE), myasthenia gravis, and Grave's disease, the detection of antibody
reactivity against one or two self-proteins has diagnostic utility. Certain antibody reactivities
have also been demonstrated to have prognostic utility. For example, autoantibodies
directed against DNA are pathogenic in some models of SLE, are generally associated with
renal involvement, and their titers frequently correlate with disease activity. In polymyositis,
Jo-1 autoantibodies frequently predate clinical disease by months to years, and predict
development of interstitial lung disease and a poor prognosis.

Human autoimmune disease is extremely heterogenous in terms of its clinical
manifestations. For example, patients with SLE have a spectrum of clinical disease that
varies from patient to patient. Certain patients have disease that primarily involves their
skin and joint manifestations, while others have disease that causes fluid accumulation on
the heart and lungs (serositis), while others have disease that primarily affects the kidneys
and brain. in multiple sclerosis, certain patient have relapsing-remitting disease that follows
a benign course with no disability, others initially have relapsing-remitting disease that
evolves to chronic progressive disease causing paralysis and disability, while yet another
groups develops chronic-progressive disease from the onset. It is likely that the different
clinical forms of each of these diseases represent distinct subtypes of disease, in which the
autoimmune response is directed against different autoantigens and which will differentially

respond to specific therapies.
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In one embediment of the invention, the antibody specificity profiles are determined
through the binding of antibodies from a patient sample to antigen(s) comprising an array,
where the peptides correspond to potential epitopes of antigens. Small amounts of the
sample are sufficient to screen a large number of different peptides. The array may
comprise individual spots of protein complexes, whole proteins and/or fragments of
proteins, where the fragments may be overlapping peptides that encompass the complete
protein, or a partial representation of the protein, which may include known
immunodominant peptides. The array may also comprise spots of other molecules inciuding
single stranded DNA, double stranded DNA, oligonucleotides, RNA, fipids, carbohydrates,
or other molecules. In the case of autoimmune disease the antibody specificity profile
provides a means of monitoring and/or predicting the antibody response to antigen-specific
vaccines or treatments, which vaccines or treatments may be DNA-based, peptide —~based,
protein —based, or based on other molecules. The antibody reponse profile can indicate
whether efficacious therapy has been delivered to the patient.

The information obtained from the antibody specificity profile is used to monitor
treatment, modify therapeutic regimens, and to further optimize the selection of therapeutic
agents. With this approach, therapeutic and/or diagnostic regimens can be individualized
and tailored according to the specificity data obtained at different times over the course of
treatment, thereby providing a regimen that is individually appropriate. In addition, patient
samples can be obtained at any point during the treatment process for analysis.

Mammalian species that provide samples for analysis include canines; felines;
equines; bovines; ovines; etc. and primates, particularly humans. Animal models,
particularly small mammals, e.g. murine, lagomorpha, efc. may be used for experimental
investigations. Animal models of interest include those for models of autoimmunity, graft
rejection, and the like.

Antibodies, Autoantibodies and T Cell Receptors: The antigenic specificity of the
immune system is provided by the group of proteins known as antibodies (or
immunoglobulins) and T cell receptors. Each is produced in a variety of classes,
subclasses and isotypes, which are all well known in the art and are included in this
definition for the purposes of the invention. Through processes of genetic recombination,
and in some cases somatic mutation, a very large repertoire of different protein sequences
is generated in the variable regions of these proteins. The non-covalent binding interaction
of these variable regions enables the immune system to bind to antigens, which are
molecules such as polysaccharides, polypeptides, polynucleotides, efc. The “specificity” of
an antibody or T cell receptor therefore refers to the ability of the variable region to bind with
high affinity to an antigen.
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The binding site of antibodies typically utilizes multiple non-covalent interactions to
achieve high affinity binding. While a few contact residues of the antigen may be brought
into close proximity to the binding pocket, other parts of the antigen molecule can also be
required for maintaining a conformation that permits binding. The portion of the antigen
bound by the antibody is referred to as an epitope. As used herein, an epitope is that
portion of the antigen which is sufficient for high affinity binding. Where the antigen is a
protein, generally a linear epitope will be at least about 7 amino acids in length, and not
more than about 15 to 22 amino acids in length. However, antibodies may also recognize
conformational determinants formed by non-contiguous residues on an antigen, and an
epitope can therefore require a larger fragment of the antigen to be present for binding, e.g.
a protein or ribonucleoprotein complex domain, a protein domain, or substantially all of a
protein sequence. In other instances, e.g. haptens, the epitope can be a very small
molecule, e.g. digoxin, digoxigenin, efc. Autoantibodies are also well established to bind
complexes of proteins, lipids, nucleic acids, or nucleoprotein complexes in systemic lupus
erythematosus and other autoimmune diseases. In addition, autoantibodies can be directed
against post-translational-modifications on self proteins. Self protein as used herein are
proteins encoded within the genome and produced by the organism. . Examples of post-
translational modifications against which autoantibodies have been detected include
phosphorylated and citrulline-modified amino acids as well as differences in glycosylation.
In certain diseases autoimmune responses are directed against DNA, RNA, lipid and other
molecules.

The level of affinity of antibody binding that is considered to be “specific’ will be
determined in part by the class of antibody, e.g. antigen specific antibodies of the IgM class
may have a lower affinity than antibodies of, for example, the IgG classes. As used herein,
in order to consider an antibody interaction to be “specific’, the affinity will be at least about
107 M, usually about 10°**° M, and may be up to 10" or higher for the epitope of interest.
It will be understoed by those of skill in the art that the term “specificity” refers to such a high
affinity binding, and is not intended to mean that the antibody cannot bind to other
molecules as well. One may find cross-reactivity with different epitopes, due, e.g. to a
relatedness of antigen sequence or structure, or to the structure of the antibody binding
pocket itself. Antibodies demonstrating such cross-reactivity are still considered specific for
the purposes of the present invention.

The T celi receptor recognizes a more complex structure than antibodies, and
requires both a major histocompatibility antigen binding pocket and an antigenic peptide to
be present. The binding affinity of T cell receptors is lower than that of antibodies, and will
usually be at least about 10* M, more usually at least about 10°° M.
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Autoreactive antibodies, or autoantibodies, and T cell receptors are those antigen
receptors that bind with high affinity to molecules present in the host, usually molecules that
are normally present in the host, e.g. in autoimmune disease or tumor antigens in the case
of certain cancers. Antigens present from grafts of foreign tissue are generally not
considered to be autoantigens. The initiating immunogen may be the autoantigen, or may
be a cross-reactive molecule with the autoantigen.

The disclosed method is in part based on the correlation of the specificity of the
autoantibody response with that of the autoreactive helper T cell response, which drives
autoimmune responses. In several human autoimmune diseases the autoimmune T and B
cell responses recognize the same immunodominant epitopes. The immunodominant
myelin basic protein (MBP) epitope is recognized by both autoreactive T and B cells in MS.
Even in those cases where there is a discordance between the fine specificity of the B and
T cell responses, the ability to identify the specific self-protein(s) against which an individual
is autoreacting is sufficient to guide selection of antigen-specific tolerizing therapy.

Arrays. An array is a collection of addressable elements. Such elements can be
spacially addressable, such as arrays contained within microtiter plates or printed on planar
surfaces where each element is present at distinct X and Y coordinates. Alternatively,
elements can be addressable based on tags, beads, nanoparticles, or physical properties.
The microarrays can be prepared according to the methods known to the ordinarily skilled
artisan (See for example, US Patent 5,807,522; Robinson et al. (2002) Nature Medicine
8:295-301; Rabinson et al. (2002) 46:885-93). Arrays as used herein refers to any biologic
assay with multiple addressable elements. In one embodiment the addressable elements
are antigens. In another embodiment the addressable elements are epitopes. A microarray
is a miniaturized form of an array. As used herein, elements refer to any antigen that can
be bound by an antibody. Antigen as used herein refer to any molecule that can bind
specifically to an antibody. Molecules can be, but are not limited to, proteins, polypeptides,
peptides, RNA, DNA, lipids, glycosylated molecules, carbohydrates, polypeptides with
phosphorylation modifications, and polypeptides with citrulline modifications, aptamers,
oxidated molecules, other molecules, and other molecules.

Addressibility:  For the elements described herein, addressibility refers to the
location, position, tags, cleavable tags or markers, identifiers, spectral properties,
electrophoretic properties, or other physical properties that enable identification of the
element. One example of addressability, also known as coding, is spatial addressability,
where the position of the molecule is fixed, and that position is correlated with the identity.
This type of spatial array is generally synthesized or spotted onto a planar substrate,
producing, for example, microarrays, where a large number of different molecules are
densely laid out in a small area, e.g. comprising at least about 400 different sequences per
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cm? and may be 1000 seguences per cm?, or as many as 5000 sequences per cm?, or
more. Less dense arrays, such as may be found in ELISA or RIA plates where wells in a
plate each contain a distinct antigen, may comprise from about 96 sequences per plate, up
to about 100 sequences per ecm?, up to the density of a microarray. Other spatial arrays
utilize fiber optics, where distinct antigens are bound to fibers, which can then be formed
into a bundle for binding and analysis. Methods for the manufacture and use of spatial
arrays of polypeptides are known in the art. Recent articles include Joos et al. (2000)
Electrophoresis 21(13):2641-50 describing a microarray-based immunoassay containing
serial dilutions of antigens; Roda et al. (2000) Biotechniques 28(3):492-6 describing a
system obtained by adapting a commercial ink-jet printer and used to produce mono- and
bidimensional arrays of spots containing protein on cellulose paper; and Ge (2000) Nucleic
Acids Res 28(2):e3 describing a universal protein array system for quantitative detection of
protein-protéin, protein-DNA, protein-RNA and protein-ligand interactions. See also,
Mendoza et al. {1999) “High-throughput microarray-based enzyme-linked immunosorbent
assay (ELISA)" Biotechniques 27:778-780; and Lueking et al. (1999) “Protein microarrays
for gene expression and antibody screening” Anal. Biochem. 270:103-111.

An alternative to this type of spatial coding array is the use of molecular ‘tags,”
where the target antigens or epitopes are attached to a detectable label, or tag, which
provides coded information about the sequence of the antigen or epitope. In certain cases
these tags can be cleaved from the element, and subsequently detected to identity the
element. In another emodiment, a set of antigens or epitopes may be synthesized or
attached to a set of coded beads, where each bead is linked to a distinct antigen or epitope,
and where the beads are themselves caded in a manner that allows identification of the
attached antigen or epitope. The use of a multiplexed microsphere set for analysis of
clinical samples by flow cytometry is described in International Patent application no.
97/14028; and Fulton et al. (1997) Clinical Chemistry 43:1749-1756). It is also possible to
use other addressable particles or tags (reviewed in Robinson et al. (2002) Arthritis
Rheumatism 46:885-93).

in this type of “tag array,” where the antigen is bound to beads or microspheres, one
may utilize flow cytometry for detection of binding. For example, microspheres having
fluorescence coding have been described in the art, where the color and level of
fluorescence uniquely identifies a particular microsphere. The antigen is thus covalently
attached to a “color coded” object. A labeled antibody can be detected by flow cytometry,
and the coding on the microsphere used to identify the bound antigen.

Antigen Array: One embodiment of an array is an antigen array. An antigen array
as used herein, refers to a spatially separated set of discrete molecular entities capable of
binding to antibodies which are arranged in a manner that allows identification of the
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specificity of the antibodies contained within the patient sample. In other words, a set of
target antigens having distinct sequences, three dimensional shapes, or molecular
structures, where each target antigen is coded for identification. The array may comprise
one or more of proteins, polypeptides, peptides, RNA, DNA, lipid, glycosylated molecules,
polypeptides with phosphorylation modifications, and polypeptides with citrulline
modifications, aptamers, other molecules, and other molecules, where different classes of
molecules may be combined in an array.

Antigens: Antigens include molecuies such as nucleic acids, lipids, ribonucleoprotein
complexes, protein complexes, proteins, polypeptides, peptides and naturally occurring
modifications of such molecules against which an immune response involving T and B
lymphocytes can be generated. For each antigen, there exists a panel of epitopes that
represent the immunologic determinants of that antigen. Antigens include any molecule
that can be recognized, all or in part, by an antibody or T cell receptor. As used herein
include antigens associated with autoimmune disease, allergy or tissue transplant rejection.
With regard to autoimmune disease, the antigens herein are often referred to as
autoantigens. With regard to allergic disease the antigens herein are often referred to as
allergens. Antigens comprise immunologic epitopes.

Epitopes: Epitopes are portions of antigens that are recognized by B lymphocytes, and
specifically by the antibodies expressed on the cell surface and secreted by B cells.
Epitopes can also be recognized by specific receptors on T lymphocytes. An individual
antigen typically contains multiple epitopes, although there are instances in which an
antigen contains a single epitope. In one embodiment of this invention, peptide fragments
derived from a whole protein antigen are used to represent individual epitope(s) targeted by
the antibodies produced by B cells. In another embodiment, portions of molecules
representing post-translational modifications, carbohydrates, lipids and other molecules can
be used to represent individual epitopes. Epitopes represent shapes recognized by
immune B and T cells, and can also be represented by non-antigen derived peptides and
other molecules that possess the same epitope shape that is present within the native
antigen. An example of an element with an epitope shape is an aptamer. An aptamer is a
molecule that provides a shape that can mimic an immunologic epitope. Using a plurality of
aptamers a library of epitope shapes can be generated.

For the purposes of the invention, arrays of autoantigens and autoantigen-derived epitopes
can be used to determine a patient’s antibody specificity profile for the identification or
determination of: 1. patients likely to develop disease; 2. patients likely to develop more or
less severe disease; 3. patients likely to respond to a particular therapy, or to have an
adverse event related to a particular therapy; 4. patient-specific therapy; and, 5. whether a
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particular therapeutic intervention has been successful, unsuccessful, or detrimental. An
autoantigen array comprises the various autoantigens either known to be associated with
disease, suspected to be associated with a particular disease, or a library of potential
autoantigens. An autoantigen array, in one instance may include autoantigens optimized
for a particular disease, while in another instance mai include a library of unknown antigens
to identify targets of the antibody response in patients with a disease. An autoantigen array
consisting of panels of autoantigens may be used for screening purposes, where the panel
reflects the different epitopes associated with a particular disease. Antigen epitope panels
of interest include panels optimized for specific diseases of interest, which may include one
or more whole proteins, peptide and overlapping peptides within the sequence of these
proteins, and peptides representing dominant epitopes. The term polypeptide, as used
herein, designates any of proteins and peptides. Where short peptides are used, preferred
peptides are at least about 7 amino acids in length, may be at least about 15 amino acids in
length, and as many as 22 amino acids in length. The peptides may be overlapping by 7-10
amino acids, and can encompass the whole sequence of the protein of interest. The
peptide can also be a mimic of a native peptide shape, for example a cyclic peptide, nucleic
acid aptamer, or can be another molecule, drug, or organic molecule that mimics the 3
dimensional shape recognized by the antibody or T cell receptor.molecule

Immunologic epitope:  Immunologic epitope is the portion of any peptide,

polypeptide, protein, lipid, carbohydrate or other molecule that is recognized by an antibody
or T cell receptor.
Autoantigens: are any molecule produced by the organism that can be the target of an
immunologic response. In one aspect, such molecule are peptides, polypeptides, and
proteins encoded within the genome of the organism. In another aspect, such molecule are
post-translationally-generated modifications of these peptides, polypeptides, and proteins,
such as cleavage, phosphorylation, deimination of arginine to citrulline, and other
modifications generated through physiologic and non-physiologic cellular processes. In yet
another aspect, such molecules include carbohydrates, lipids and other molecues produced
by the organism. Examples of autoantigens as used herein, include endogenous proteins
or fragments thereof that elicit a pathogenic immune response. Of particular interest are
autoantigens that induce a T cell mediated pathogenic response. Autoimmune diseases
characterized by the involvement of T cells include multiple sclerosis, experimental
autoimmune encephalitis, rheumatoid arthritis, insulin dependent diabetes mellitus, efc.

For the purposes of the invention, panels of autoantigens or autoantigen epitopes
may be used for screening purposes, where the panel reflects the different epitopes
associated with a particular disease. Antigen epitope panels of interest include panels
optimized for specific diseases of interest, which may include one or more of whole
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proteins, peptide and overlapping peptides within the sequence of these proteins, and
peptides representing dominant epitopes. The term polypeptide, as used herein,
designates any of proteins and peptides. Where short peptides are used, preferred
peptides are at least about 7 amine acids in length, may be at least about 15 amino acids in
length, and as many as 22 amino acids in length. The peptides may be overlapping by 7-10
amino acids, and can encompass the whole sequence of the protein of interest.

Antigen arrays contain panel(s) of antigens representing self-proteins, modifications
of these self-proteins, and other molecules present in tissues targeted by autoimmune
diseases or the aberrant immune response in tissue transplant rejection.

Usually a panel or an array of antigens will comprise one or more different antigenic
molecules, i.e. a protein, lipid, polysaccharide, polynucleotide molecule, and will usually
comprise two or more different antigens, more usually three or more antigens, and may
comprise as many as five to ten different antigens, or more. Each antigen may be
represented by one or more different epitopes, usually three or more different epitopes,
more usually five or more, and may be as many as ten to twenty different epitopes.
Examples of arrays for specific diseases are; antigen panels or arrays for demyelinating
diseases, such as multiple sclerosis and EAE, and may comprise antigens and/or epitopes
from proteolipid protein (PLP); myelin basic protein (MBP); myelin oligodendrocyte protein
(MOG); cyclic nuclectide phosphodiesterase (CNPase); myelin-associated glycoprotein
(MAG), and myelin-associated oligodendrocytic basic protein (MBOP); alpha-B-crystalin (a
heat shock protein); viral and bacterial mimicry peptides, e.g. influenza, herpes viruses,
hepatitis B virus, etc.; OSP (oligodendrocyte specific-protein); citrulline-modified MBP (the
C8 isoform of MBP in which 6 arginines have been de-imminated to citrulline), etc. The
integral membrane protein PLP is a dominant autoantigen of myelin. Determinants of PLP
antigenicity have been identified in several mouse strains, and inciude residues 139-151,
103-116, 215-232, 43-64 and 178-191. At least 26 MBP epitopes have been reported
(Meinl et al. (1993) J. Clin._Invest. 92:2633-2643). Notable are residues 1-11, 59-76 and
87-88. Immunodominant MOG epitopes that have been identified in several mouse strains
include residues 1-22, 35-55, 64-96.

Panels or arrays may be specific for a disease, e.g. multiple sclerosis, arthritis, SLE,
etc., for a class of diseases, e.g. transplant related disorders, allergic disorders, efc., or may
be a broad based antigenic panel or array for multiple diseases.

Disease associated antigens. Disease-associated antigens, are antigens known to
be associated with, or are not currently known to be associated with but ultimately shown to
be associated with, an immune-related disease. Examples of autoimmune disease

associated antigens are described below. Antigen panels or arrays for demyelinating
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diseases, such as multiple sclerosis and EAE, may comprise epitopes from proteolipid
protein (PLP); myelin basic protein (MBP); myelin oligodendrocyte protein (MOG); cyclic
nucleotide phosphodiesterase (CNPase); myelin-associated glycoprotein (MAG), and
myelin-associated oligodendrocytic basic protein (MBOP); alpha-B-crystalin (a heat shock
protein); viral and bacterial mimicry peptides, e.g. influenza, herpes viruses, hepatitis B
virus, efc.; OSP (oligodendrocyte specific-protein); citrulline-modified MBP (the C8 isoform
of MBP in which 6 arginines have been de-imminated to citrulline), efc. The integral
membrane protein PLP is a dominant autoantigen of myelin. Determinants of PLP
antigenicity have been identified in several mouse strains, and include residues 139-151,
103-116, 215-232, 43-64 and 178-191. At least 26 MBP epitopes have been reported
{Meinl et al. (1983) J. Clin_Invest. 92:2633-2643). Notable are residues 1-11, 59-76 and
87-99. Immunodominant MOG epitopes that have been identified in several mouse strains
include residues 1-22, 35-55, 64-96.

Antigen panels or arrays for insulin dependent diabetes mellitus may comprise the
antigens and epitopes derived from IA-2; 1A-2beta; GAD; insulin; proinsulin; HSP; glima 38;
ICA69; and p52

Panels or arrays for rheumatoid arthritis may comprise epitopes from type I
collagen; hnRNP; A2/RA33; Sa; filaggrin; keratin; citrulline; cartilage proteins including
gp39; collagens type I, lll, IV, V, IX, XI; HSP-65/60; IgM (rheumatoid factor); RNA
polymerase; cardiolipin; aldolase A; citrulline-modified filaggrin and fibrin, efc.
Autoantibodies that recognize filaggrin peptides containing a modified arginine residue
(deiminated to form citrulline) have been identified in the serum of a high proportion of RA
patients. Autoreactive T and B cell responses are both directed against the same
immunodominant type Il collagen (Cll) peptide 257-270 in some patients.

Antigen panels or arrays for systemic lupus erythematosus (SLE) may include DNA;
phospholipids; nuclear antigens; Ro; La; U1 ribonucleoprotein; Ro60 (SS-A); Ro52 (SS-A),
La (SS-BY); calreticulin; Grp78; Scl-70; histone; Sm protein; and chromatin, efc.

Antigen panels or arrays for autoimmune uveitis may include S-antigen, and
interphotoreceptor retinoid binding protein (IRBP), efc.

Antigen panels or arrays for myasthenia gravis may include epitopes with the
acetylcholine receptor. For Grave’s disease epitopes may include the Na+/l- symporter;
thyrotropin receptor; Tg; and TPO. Sjogren’s syndrome panels may include SSA (Ro); SSB
(La); and fodrin. Panels for pemphigus vulgaris may include desmoglein-3. Panels for
myositis may include tRNA synthetases (e.g., threonyl, histidyl, alanyl, isoleucyl, and glycyl);
Ku; PM/Scl; SSA; U1 sn-ribonuclear protein; Mi-1; Mi-1; Jo-1; Ku; and SRP. Paneis for
scleroderma may include Scl-70;centromere proteins; U1 ribonuclear proteins; and
fibrillarin. Panels for primary biliary cirrhosis may include pyruvate dehydrogenase E2 and
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alpha-ketoglutarate dehydrogenase components. Panels for pernicious anemia may
include intrinsic factor; and glycoprotein beta subunit of gastric H/K ATPase.

Autoantibodies: Autoantibodies are any antibody that recognizes or binds a self-
antigen or self-epitope. Self-antigens or seff-epitopes include polypeptides, proteins,
peptides, lipids, polysaccharides, and modifications of these self-antigens that are encoded
within the genome or produced within an organism.

Allergens are immunogenic compounds that cause an enhanced Th2-type T cell
response and IgE B cell response in a susceptible individual, including asthma associated
allergens. Allergens of interest include antigens found in food, such as strawberries,
peanuts, milk proteins, egg whites, efc. Other allergens of interest include various airborne
antigens, such as grass pollens, animal danders, house mite feces, efc. Molecularly cloned
allergens include Dermatophagoides pteryonyssinus (Der P1); Lol pl-V from rye grass
pollen; a number of insect venoms, including venom from jumper ant Myrmecia pilosula;
Apis mellifera bee venom phospholipase A2 (PLA; and antigen 5S; phospholipases from
the yellow jacket Vespula maculifrons and white faced hornet Dolichovespula maculata; a
large number of pollen proteins, including birch pollen, ragweed pollen, Parol (the major
allergen of Parietaria officinalis}) and the cross-reactive allergen Parjl (from Parietaria
Judaica), and other atmospheric pollens including Olea europaea, Artemisia sp., gramineae,
efc. Other allergens of interest are those responsible for allergic dermatitis caused by blood
sucking arthropods, e.g. Diptera, including mosquitos (Anopheles sp., Aedes sp., Culiseta
sp., Culex sp.); flies (Phlebotomus sp., Culicoides sp.) particularly black flies, deer flies and
biting midges; ticks (Dermacenter sp., Ornithadoros sp., Otobius sp.); fleas, e.g. the order
Siphonaptera, including the genera Xenopsylfa, Pulex and Ctenocephalides felis felis. The
specific allergen may be a polysaccharide, fatty acid moiety, protein, etc.

Methods of Specificity Analysis

’ Immune related diseases include: 1. autoimmune diseases in which the immune
response aberrantly attacks self-antigens, examples of which include but are not limited to
multiple sclerosis (MS), rheumatoid arthritis (RA), type | autoimmune diabetes (IDDM), and
systemic lupus erythematosus (SLE); 2. allergic diseases in which the immune system
aberrantly attacks molecules such as pollen, dust mite antigens, bee venom, peanut oil and
other foods, etc.; and 3. tissue transplant rejection in which the immune system aberrantly
attacks antigens expressed or contained within a grafted or transplanted tissue, such as
blood, bone marrow cells, or solid organs including hearts, lungs, kidneys and livers.
Samples are obtained from patients with clinical symptoms suggestive of an immune-
related disease or with an increased likelihood for developing such a disease based on
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family history or genetic testing.

Formats for human patient sampling include time courses that follow the progression
of disease, comparisons of different patients at similar disease stages, e.g. early onset,
acute stages, recovery stages, efc.; tracking a patient during the course of response to
therapy, including drug therapy, vaccination and the like. Data from animals, e.g. mouse,
rat, rabbit, monkey, efc. may be compiled and analyzed in order to provide databases
detailing the course of disease, antigens involved in diseases, etc. Biological samples from
which patient antibodies may be collected include blood and derivatives therefrom, e.g.
serum, plasma, fractions of plasma, etc. Other sources of samples are body fluids such as
synovial fluid, lymph, cerebrospinal fluid, bronchial aspirates, and may further include saliva,
milk, urine, and the like. Both antibodies and T cell receptors may also be obtained from
the appropriate lymphocytes, which may be collected from blood, tissues such as spleen,
thymus, lymph nodes, fetal liver, tissues at the site of autoimmune lesions, e.g. pancreas,
joints, kidneys, cerebrospinal fluid, etc. The lymphocytes may be analyzed intact, or lysates
may be prepared for analysis. Patient samples contain antibodies, and antigen arrays are
used to profile these antibodies.

In a typical assay, a patient sample containing antibodies is physically contacted
with the antigen array, under conditions that permit high affinity binding, but that minimize
non-specific interactions. In one embodiment, patient samples are pippeted onto the array
or into a space containing the addressable elements. The array is washed free of unbound
material, and the presence of bound antibodies is detected, and correlated with the cognate
antigen.

The means for identifying the disease-associated antigens within the array that bind
to the antibodies within the patient sample utilize methods for detection that are known in
the art. Those methods of identification may include pre-labeling the sample directly or
indirectly; adding a second stage antibody that binds to the antibodies or to an indirect label,
e.g. labeled goat anti-human serum, rat anti-mouse, and the like. Other methods of
identification inciude analysis of addressable elements such as beads, nanoparticles, tags,
cleavable tags and other physical properties of or conferred upon the elements within the
array. Varying concentrations of a single epitope may be present in order to facilitate
quantitation of the bound antibody.

Useful labels include fluorochromes, e.g. Cy2, Cy3, Cy5, fluorescein isothiocyanate
(FITC), rhodamine, Texas Red, phycoerythrin, allophycocyanin, 6-carboxyfluorescein (8-
FAM), 2',7’-dimethoxy-4',5"-dichioro-6-carboxyfluorescein (JOE), 6-carboxy-X-rhodamine
(ROX), B-carboxy-2',4',7',4,7-hexachlorofluorescein (HEX), 5-carboxyfluorescein (5-FAM) or
N,N,N’,N’-tetramethyl-6-carboxyrhodamine (TAMRA)). indirect labels include haptens, such
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as digoxin and digoxigenin, biotin, etc., where a second stage binding partner, e.g. avidin,
anti-digoxin antibody, efc., may be labeled with an enzyme, e.g. horseradish peroxidase,
fluorochrome, radioactive label, etc. Preferably, where a control sample is included, the
fluorescent reporter used to label the control sequences emits a fluorescent signal at an
excitation and/or emission wavelength detectably distinct from that of the fluorescent
reporter used to label the test sequence.

Detection may also occur using methods that do not require labeling. Examples
include detection of changes in charge or mass of the bound self-antigen using methods or
devices such as single electron transistors, proteins applied to carbon nanotubes or
meshworks of nanotubes, surface plasmon resonance, atomic force microscopy, and other
methods known to those skilled in the art.

Generally assays will include various negative and positive controls, as known in the
art. These may include positive controls of “spiked” samples with known autoantibodies,
patients with known disease, and the like. Negative controls include samples from normal
patients, animal serum, and the like.

Binding of the antibody containing sample to an antigen array is accomplished
according to methods well known in the art. The binding conditions and washes are
preferably carried out under conditions that allow only high affinity binding partners to be
retained.

Two-color labeling of different antibodies can be utilized in binding to the same or to
separate arrays, in order to assay the level of binding in a patient sample compared to a
control sample. From the ratio of one color to the other, for any particular array element,
the relative abundance of antibodies with a particular specificity in the two samples can be
determined. In addition, comparison of the binding of the two samples provides an internal
control for the assay. Competitive assays are well known in the art, where a competing
antibody of known specificity, or an epitope containing molecule, may be included in the
binding reaction.

Arrays can be scanned to detect binding of antibodies, e.g. using a scanning laser
microscope as described in Shalon ef al., Genome Res. 6:639 (1996). A separate scan,
using the appropriate excitation line, is performed for each of the fluorophores used. The
digital images generated from the scan are then combined for subsequent analysis. For
any particular array element, the ratio of the signal from one sample is compared to the
fluorescent signal from the other sample, and the relative abundance determined.

Various methods are used to determine the antibody specificity profile from a patient
sample. An antibody specificity profile is initially determined for an individual patient, and as
used herein is means the antigens or epitopes that are bound by the antibodies from a
patient sample. The comparison of a binding pattern obtained from a patient sample and a
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binding pattern obtained from a control, or reference, sample is accomplished by the use of
suitable deduction protocols, Al systems, statistical comparisons, pattern recognition
algorithms, etc. Typically a data matrix is generated, where each point of the data matrix
corresponds to a readout from specific array or antigens or epitopes. The information from
reference patterns can be used in analytical methods to determine antigen or epitope
spreading, relative abundance, changes over time, changes in antibody isotype produced,
and other related changes.

The antigen or epitope readout may be a mean, average, median or the variance or
other statistically or mathematically-derived value associated with the measurement. The
antigen or epitope readout information may be further refined by direct comparison with the
corresponding reference or control pattern. A binding pattern may be evaluated on a
number of points: to determine if there is a statistically significant change at any point in the
data matrix; whether the change is an increase or decrease in the epitope binding; whether
the change is specific for one or more physiological states, and the like. The absolute
values obtained for each epitope under identical conditions will display a variability that is
inherent in live biological systems and also reflects individuat antibody variability as well as
the variability inherent between individuals.

Classification rules for identifying reference patterns will be constructed from sets of
training data (i.e. data matrices) obtained from multiple repeated experiments.
Classification rules will be selected when they correctly identify repeated reference patterns
and successfully distinguish distinct reference patterns.  Classification rule-learning
algorithms may include decision tree methods, statistical methods, naive Bayesian
algorithms and the like.

In order for novel test patterns to be effectively identified and classified, the
knowledge database must be of sufficient complexity. This can be accomplished by several
approaches for generating a sufficiently encompassing set of classification patterns, and
sufficiently powerful mathematical/statistical methods for discriminating between them.

In one embodiment, the information obtained from analysis of serum and other
pathologic tissue samples is used to refine and build a database of antibody specificity
profiles. For example, the identification of specific binding moieties may be used to track

disease and develop therapeutics.

Patient antibody specificity profile: Antibody specificity profile as used herein refers
to the antigen or epitope array-determined spectrum of antigens or epitopes recognized by
the antibodies derived from a patient sample.

Once the subset of specificities for a particular sample are identified, the data is

used in developing new diagnostic agents, and in selecting the most appropriate therapy for
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an individual. By analysis of autoantibody specificity on an individual basis, the specific
epitope targets that are present in the disease state are determined. One or more
therapeutic agents can then be selected, which have the best specificity for the individual

patient and disease.

Conditions for Analysis and Therapy

Rheumatoid arthritis (RA) is a chronic autoimmune inflammatory synovitis affecting
0.8% of the world population. Current therapy for RA utilizes therapeutic agents that non-
specifically suppress or modulate immune function. Such therapeutics, including the
recently developed TNFa. antagonists, are not fundamentally curative, and disease activity
rapidly returns following discontinuation of therapy. Tremendous clinical need exists for
fundamentally curative therapies that do not cause systemic immune suppression or
modulation.

Degenerative joint diseases may be inflammatory, as with seronegative
spondylarthropathies, e.g. ankylosing spondylitis and reactive arthritis; rheumatoid arthritis;
gout; and systemic lupus erythematosus. The degenerative joint diseases have a common
feature, in that the cartilage of the joint is eroded, eventually exposing the bone surface.
Destruction of cartilage begins with the degradation of proteoglycan, mediated by enzymes
such as stromelysin and collagenase, resulting in the loss of the ability to resist
compressive stress. Alterations in the expression of adhesion molecules, such as CD44
(Swissprot P22511), ICAM-1 (Swissprot P05362), and extracellular matrix protein, such as
fibronectin and tenascin, follow. Eventually fibrous collagens are attacked by
metalloproteases, and when the collagenous microskeleton is lost, repair by regeneration is
impossible.

There is significant immunological activity within the synovium during the course of
inflammatory arthritis. While treatment during early stages is desirable, the adverse
symptoms of the discase may be at least partially alleviated by treatment during later
stages. Clinical indices for the severity of arthritis include pain, swelling, fatigue and
morning stiffness, and may be quantitatively monitored by Pannus criteria. Disease
progression in animal models may be followed by measurement of affected joint
inflammation. Therapy for inflammatory arthritis may combine the subject treatment with
conventional NSAID treatment. Generally, the subject treatment will not be combined with
such disease madifying drugs as cyclosporin A, methotrexate, and the like.

A quantitative increase in myelin-autoreactive T cells with the capacity to secrete
IFN-gamma is associated with the pathogenesis of MS and EAE, suggesting that
autoimmune inducer/helper T lymphocytes in the peripheral blood of MS patients may

initiate and/or regulate the demyelination process in patients with MS. The overt disease is
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associated with muscle weakness, loss of abdominal reflexes, visual defects and
paresthesias. During the presymptomatic period there is infiltration of leukocytes into the
cerebrospinal fluid, inflammation and demyelination. Family histories and the presence of
the HLA haplotype DRB1*1501, DQA1*0102, DQB1*0602 are indicative of a susceptibility
to the disease. Markers that may be monitored for disease progression are the presence of
antibodies in the cerebrospinal fluid, “evoked potentials” seen by electroencephalography in
the visual cortex and brainstem, and the presence of spinal cord defects by MRI or
computerized tomography. Treatment during the early stages of the disease will slow down
or arrest the further loss of neural function.

Human IDDM is a cell-mediated autoimmune disorder leading to destruction of
insulin-secreting beta cells and overt hyperglycemia. T lymphocytes invade the islets of
Langerhans, and specifically destroy insulin-producing f-cells. The depletion of B cells
results in an inability to regulate levels of glucose in the blood. Overt diabetes occurs when
the level of glucose in the blood rises above a specific level, usually about 250 mg/dl. In
humans a long presymptomatic period precedes the onset of diabetes. During this period
there is a gradual loss of pancreatic beta cell function. The disease progression may be
monitored in individuals diagnosed by family history and genetic analysis as being
susceptible. The most important genetic effect is seen with genes of the major
histocompatibility locus (/DDMT), although other loci, including the insulin gene region
(IDDM2) also show linkage to the disease (see Davies et al, supra and Kennedy ef al.
(1995) Nature Genetics 9:293(1298).

Markers that may be evaluated during the presymptomatic stage are the presence of
insulitis in the pancreas, the level and frequency of islet cell antibodies, islet cell surface
antibodies, aberrant expression of Class Il MHC molecules on pancreatic beta cells,
glucose concentration in the blood, and the plasma concentration of insulin. An increase in
the number of T lymphocytes in the pancreas, islet cell antibodies and blood glucose is
indicative of the disease, as is a decrease in insulin concentration. After the onset of overt
diabetes, patients with residual beta cell function, evidenced by the plasma persistence of
insulin C-peptide, may also benefit from the subject treatment, to prevent further loss of

function.

Allergy, or atopy is an increased tendency to IgE-based sensitivity resulting in
production of specific IgE antibody to an immunogen, particularly to common environmental
allergens such as insect venom, house dust mite, pollens, molds or animal danders.
Allergic responses are antigen specific. The immune response to the antigen is further
characterized by the over-production of Th2-type cytokines, e.g. IL-4, IL-5 and IL-10, by the

responding T cells. The sensitization occurs in genetically predisposed people after
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exposure to low concentrations of allergen; cigarette smoke and viral infections may assist
in the sensitization process.

Included in the group of patients suffering from atopy are those with asthma-
associated allergies. About 40% of the population is atopic, and about half of this group
develop clinical disease ranging from trivial rhinitis to life-threatening asthma. After
sensitization, continuing exposure to allergens leads to a significant increase in the
prevalence of asthma. Ninety per cent of children and 80% of adults with asthma are
atopic. Once sensitization has occurred, re-exposure to allergen is a risk factor for
exacerbations of asthma. Effective management of allergic asthma includes
pharmacological therapy and allergen avoidance. The specific physiological effects of
asthma associated allergies include airway inflammation, eosinophilia and mucus
production, and antigen-specific IgE and IL-4 production.

In addition to allergies affecting human populations, non-human mammals are also
known to suffer from allergic conditions. Fleas, Ctenocephalides felis felis and others, are
now recognized as a major cause of physiological disorders among mammals. These
insects are ectoparasites that attack dogs, cats, and humans. Certain species (ie., dogs
and cats), and individuals of these species are more allergic to fleabites than others,
resulting in a clinical disorder called flea allergy dermatitis (FAD) or flea bite
hypersensitivity. The hallmark of FAD is intense pruritis (itching) not only at the site of the
flea bite but in a distinctive, body-wide distribution. This allergic reaction is a systemic
response to a variety of protein substances in the oral secretions which the flea injects
intradermally when it bites. Chronic FAD leads to scarring and permanent bald spots and is
often associated with seborrhea, giving the dog a foul odor which pervades the household.
Flea allergy also is recognized as a contributory cause of the common dermatitis of man

known as papular urticaria.

Antigen Specific Therapeutic methods

The antigens or epitopes recognized by the antibodies present in a patient sample,
as described above, can be utilized to develop and select antigen or epitope specific
therapies which comprise administration of an antigen or epitope specific therapeutic agent,
where the agent is defined by binding of patient antibodies to the addressable elements on
the array. The patient antibody specificity profile can be utilized to devetop, select, and
monitor responses to antigen or epitope specific therapeutic methods including: (1) oral
administration of specific-antigens, termed ‘oral tolerance’ (Annu Rev immunol. 12:809-37);
(2) administration of native peptides (Science 258:1491-4; J Neurol Sci. 152:31-8); (3)
administration of altered peptide ligands (Nature 379:343-5), (4) administration of whole
proteins (Science 263:1139); administration of fusion-proteins or peptides; administration of
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other molecules, such as DNA or allergens including pollen, dust mites, cat salivary antigen
{J. Rheumatology 28:257-65); administration of polynucleotide sequences encoding the
targeted self-proteins or allergens (J. Immunol 162:3336-41; Curr. Dir. Autoimmun. 2:203-
16). For all of these therapies, the antigens administered (or encoded in DNA) for purposes
of immune suppression may comprise all or a portion of the epitopes identified by antibody.
In one embodiment, one or more of the epitopes thus identified are administered, usually
two or more, more usually three or more, and may comprise as many as ten or more
different epitopes. Individual peptides or DNA encoding peptides may be administered.
Alternatively, whole proteins, or DNA encoding all or substantially all of the antigenic protein
may be administered. One or more, usually two or more, and as many as three of more
different protein antigens may be thus administered. Antigen-specific therapy as used
herein refers to a therapeutic regimen based upon an antigen specificity profile determined
by the novel method of this invention.

In another embodiment of the invention, the knowledge based methods described
above are used to identify patterns of disease, where a particular patient sample can be
mapped to a pattern of disease progression. In such cases the suppressive epitopes may
comprise not only epitopes currently recognized by patient antibodies, but may anticipate
the progression of the disease and administer peptides that are likely to be disease-
associated in a later stage of the disease, thus preventing the epitope spread observed in
many autoimmune diseases.

In one embodiment, treatment comprises the induction of an antigen-specific,
suppressive T-cell response by administration of a DNA expression cassette injected into
host tissue, for example muscle or skin, for example as described in PCT application
US00/0623. The vector comprises a DNA sequence encoding at least a portion of an
autoantigen, transplant antigen, etc. In response to this vaccination, a suppressive
response is evoked. Antigen-specific T cell proliferation is inhibited and Th1 cytokine
production is reduced.

The prevention of autoimmune disease involving the targeted antigen, is
accomplished by administration of the vaccine prior to development of overt disease. The
treatment of ongoing disease, where the suppressive vaccination stabilizes or improves the
clinical symptoms of the patient, is of particular interest. Such treatment is desirably
performed prior to complete loss of function in the affected tissues.

A DNA expression cassette encoding all, substantially all, or a portion of an antigen,
encoding at least one complete epitope, usually as part of a vector, is introduced into tissue
of the recipient. The gene, or minigene, is expressed in the tissue, and the encoded
polypeptide acts as an immunogen, or antigen. It may be hypothesized that the

24

JP 2004-534213 A 2004.11.11



—m —m ~m @ @ @ @ @ ™@ ™@ ™@ & & s & & & & /s s /s /s /s /s /o

20

25

30

35

(63)

WO 02/084249 PCT/US02/11356

presentation of the antigen sequence by a “non-professional” cell, lacking co-stimulatory
molecules such as CD80 and CD86, stimulates a suppressive T cell response.

The DNA expression cassette will comprise most or all of the sequence encoding an
antigen fragment. The coding sequence may be truncated at the 5' or 3’ terminus and may
be a fragment of the complete polypeptide sequence. In one embodiment of the invention,
the sequence encodes a peptide fragment that is known to be presented to pathogenic T
cells, for example peptides presented by Class Il MHC molecules of the host. Such
peptides have been described in the literature, and are typically of about 8 to about 30
amino acids in length. In another embodiment, the sequence encodes the complete
antigenic protein, or substantially all of the antigenic protein. In yet another embodiment,
the sequence encodes a self protein in which portions of the self protein that may be
deleterious if injected, or that may reduce the effectiveness of the tolerizing regimen, are
removed.

The vaccine may be formulated with one epitope or a cocktail of epitope sequences.
It may be desirable in some cases to include multiple sequences, where each encodes a
different epitope. For example, see Leadbetter et al. (1998) J. Immunol. 161:504-512. A
formulation comprised of multiple coding sequences of distinct epitopes may be used to
induce a more potent and/or sustained suppressive response. By specifically targeting
multiple autoreactive T cell popuiations, such a formulation may slow or prevent the
development of autoantigen resistance.

In addition to the specific epitopes and polypeptides of autoantigens, the immune
response may be enhanced by the inclusion of CpG sequences, as described by Krieg et af.
(1998) Trends Microbiol. 6:23-27, and helper sequence, King et al. (1998) Nat. Med.
4:1281-1286. Biological effects of DNA motifs like unmethylated CpG dinucleotides, in
particular base contexts (CpG-S motifs), may modulate innate immune responses when
injected into animals.

The antigen sequences are inserted into an apprapriate expression cassette. The
expression construct is prepared in conventional ways. The cassette will have the
appropriate transcriptional and translational regulatory sequences for expression of the
sequence in the recipient cells. The cassette will generally be a part of a vector, which
contains a suitable origin of replication, and such genes encoding selectable markers as
may be required for growth, amplification. and manipulation of the vector, prior to its
introduction into the recipient.  Suitable vectors include plasmids, YACs, BACs,
bacteriophage, retrovirus, adenovirus, and the like. Conveniently, the expression vector will
be a plasmid. Prior to introduction into the recipient, the cassette may be isolated from
vector sequences by cleavage, amplification, efc. as known in the art. For injection, the
DNA may be supercoiled or linear, preferably supercoiled. The cassette may be maintained
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in the host cell for extended periods of time, or may be transient, generally transient. Stable
maintenance is achieved by the inciusion of sequences that provide for integration and/or
maintenance, e.g. retroviral vectors, EBV vectors and the like.

The expression cassette will generally employ an exogenous transcriptional initiation
region, j.e. a promoter other than the promoter which is associated with the T cell receptor
in the normally occurring chromosome. The promoter is functional in host cells, particularly
host cells targeted by the cassette. The promoter may be introduced by recombinant
methods in vifro, or as the result of homologous integration of the sequence by a suitable
host cell. The promoter is operably linked to the coding sequence of the antigen to produce
a translatable mRNA transcript. Expression vectors conveniently will have restriction sites
located near the promoter sequence to facilitate the insertion of antigen sequences.

Expression cassettes are prepared comprising a transcription initiation region, which
may be constitutive or inducible, the gene encoding the antigen sequence, and a
transcriptional termination region. The expression cassettes may be introduced into a
variety of vectors. Promoters of interest may be inducible or constitutive, usually
constitutive, and will provide for transcription in the recipient cells. The promoter may be
active only in the recipient cell type, or may be broadly active in many different cell types.
Many strong promoters for mammalian cells are known in the art, including the B-actin
promoter, SV40 early and late promoters, immunoglobulin promoter, human
cytomegalovirus promoter, retroviral LTRs, efc. The promoters may or may not be
associated with enhancers, where the enhancers may be naturally associated with the
particular promoter or associated with a different promoter.

A termination region is provided 3' to the coding region, where the termination region
may be naturally associated with the variable region domain or may be derived from a
different source. A wide variety of termination regions may be employed without adversely
affecting expression.

A small number of nucleotides may be inserted at the terminus of the autoantigen
sequence, usually not more than 20, more usually not more than 15. The deletion or
insertion of nucleotides will usually be as a result of the needs of the construction, providing
for convenient restriction sites, addition of processing signals, addition of a consensus
Kozak sequence, ease of manipulation, improvement in levels of expression, or the like. in
addition, one may wish to substitute ane or more amino acids with a different amino acid for
similar reasons, usually not substituting more than about five amino acids in the region.

The DNA vectors are suspended in a physiologically acceptable buffer, generally an
aqueous solution e.g. normal saline, phosphate buffered saline, water, etc. Stabilizing
agents, wetting and emulsifying agents, salts for varying the osmaotic pressure or buffers for

securing an adequate pH value, and skin penetration enhancers can be used as auxiliary
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agents. The DNA will usually be present at a concentration of at least about 1 ng/ml and
not more than about 10 mg/ml, usually at about from 100 pg to 1 mg/ml.

The DNA tolerizing therapeutic may be fractionated into two or more doses, of at
least about 1 ug, more usually at least about 100 pg, and preferably at least about 1 mg per
dose, administered from about 4 days to one week apart. In some embodiments of the
invention, the individual is subject to a series of vaccinations to produce a full, broad
immune response. According to this method, at least two and preferably four injections are
given over a period of time. The period of time between injections may include from 24
hours apart to two weeks or longer between injections, preferably one week apart.
Alternatively, at least two and up to four separate injections are given simultaneously at
different parts of the body.

The DNA therapeutic is injected into muscle or other tissue subcutaneously,
intradermally, intravenously, orally or directly into the spinal or synovial fluid. Of particular
interest is injection into skeletal muscle. The genetic therapeutic may be administered
directly into the individual to be immunized or ex vivo into removed cells of the individual
which are reimplanted after administration. By either route, the genetic material is
introduced into cells which are present in the body of the individual. Alternatively, the
genetic therapeutic may be introduced by various means into cells that are removed from
the individual. Such means include, for example, transfection, electroporation and
microprojectile bombardment. After the genetic construct is taken up by the cells, they are
reimplanted into the individual. Otherwise non-immunogenic cells that have genetic
constructs incorporated therein can betaken from one individual and implanted into another.

Bupivacaine or compounds having a functional similarity may be administered prior
to or contemporaneously with the vaccine. Bupivacaine is a homologue of mepivacaine and
related to lidocaine. It renders muscle tissue voitage sensitive to sodium challenge and
effects ion concentration within the cells. In addition to bupivacaine, mepivacaine, lidocaine
and other similarly acting compounds, other contemplated cell stimulating agents include
lectins, growth factors, cytokines and lymphokines such as platelet derived growth factor
(PDGF), gCSF, gMCSF, epidermal growth factor (EGF) and IL-4.

As an alternative, or in addition to DNA tolerization, specific peptides, altered
peplides, or proteins may be administered therapeutically to induce antigen-specific
tolerance to treat autoimmunity. Native peptides targeted by the autoimmune response can
be delivered to induce antigen-specific tolerance (Science 258:1491-4), Native peptides
have been delivered intravenously to induce immune tolerance (J Neurol Sci. 152:31-8).

Delivery of peptides that are altered from the native peptide, is also known in the art.

Alteration of native peptides with selective changes of crucial residues (altered peptide
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ligands or "APL") can induce unresponsiveness or change the responsiveness of antigen-
specific autoreactive T cells.

"Peptide analogs" are at least seven amino acids in length and contain at least one
difference in amino acid sequence between the analog and native antigenic peptide. An L-
amino acid from the native peptide may be altered to any other one of the 20 L-amino acids
commonly found in proteins, any one of the corresponding D-amino acids, rare amino acids,
such as 4-hydroxyproline, and hydroxylysine, or a non-protein amino acid, such as f3-
alanine and homoserine, Also included with the scope of the present invention are amino
acids that have been altered by chemical means such as methylation (e.g., a-methylvaline),
amidation of the C-terminal amino acid by an alkylamine such as ethylamine, ethanolamine,
and ethylene diamine, and acylation or methylation of an amino acid side chain function
(e.g., acylation of the epsilon amino group of lysine), deimination of arginine to citrulline,
isoaspartylation, or phosphorylation on serine, threonine, tyrosine or histidine residues.

The mechanism of action of how altered peptide ligands are efficacious may involve
incomplete mobilization of the T cell receptor (TCR). There are several possible functional
alterations that the APL can induce and these include: Simple antagonist, where the APL
may compete for MHC binding with the native peptide on the antigen presenting cell and not
altow for complete T cell activation. This implies that there is no signal transmitted through
the T cell receptor by the APL. Anergy, where the APL induces a state of complete
nonresponsiveness in the T cell such that the T cell does not respond to the native peptide.
Phenotypic switching, where the APL may induce a functional switch in the T cell such that
it decreases the production of proinflammatory cytokines and/or increase the production of
noninflammatory cytokines such as IL-4 or IL-10.

Peptides and peptide analogs may be synthesized by standard chemistry
techniques, including synthesis by automated procedure. In general, peptide analogs are
prepared by solid-phase peptide synthesis methodology which involves coupling each
protected amino acid residue to a resin support, preferably a 4-methylbenzhydrylamine
resin, by activation with dicyclohexylcarbodiimide to yield a peptide with a C-terminal amide.
Alternatively, a chloromethyl resin (Merrifield resin) may be used to yield a peptide with a
free carboxylic acid at the C-terminus. After the last residue has been attached, the
protected peptide-resin is treated with hydrogen fluoride to cleave the peptide from the
resin, as well as deprotect the side chain functional groups. Crude product can be further
purified by gel filtration, HPLC, partition chromatography, or ion-exchange chromatography.

Candidate peptide analogs may be screened for their ability to treat disease by an
assay measuring competitive binding to MHC, and an assay measuring T cell proliferation.
Those analogs that inhibit binding of the native peptides and do not stimulate proliferation of

auto-reactive T cells are useful therapeutics. Candidate peptide analogs are further tested
28

JP 2004-534213 A 2004.11.11



—m —m ~m @ @ @ @ @ ™@ ™@ ™@ & & s & & & & /s s /s /s /s /s /o

20

25

30

35

(67)

WO 02/084249 PCT/US02/11356

for their property of stimulating or inhibiting proliferation of T cells, by measuring the ability
of the analog to cause proliferation of T cells in a direct fashion, or measuring the ability of
the peptide analog to inhibit proliferation of T cells induced by a native peptide.

The peptides are administered to the patient as one or a cocktail of different
epitopes, through a route, for example intravenous or subcutaneous, that provides for
suppression of the immune response. APL and native peptides have been delivered both
{V and subcutaneously in doses of 0.5-100 mg/dose on a bi-weekly to monthly basis.

In another embodiment, whole protein antigens targeted by the autoimmune
response can be delivered to restore immune tolerance to treat autoimmunity (Science
263:1138).

Allergen immunotherapy, or hyposensitization is the parenteral administration of
allergenic extracts as antigens at periodic intervals, usually on an increasing dosage scale
to a dosage that is maintained as maintenance therapy. Indications for immunotherapy are
determined by diagnosis of antibody specificity as described above. Allergen
immunotherapy is performed by providing injections of the allergen to the allergic subject on
a regular basis, with the goal of reducing the symptoms and signs of an allergic reaction or
prevention of future anaphylaxis against antigens such as insect venom, penicillin, efc. This
is usually done initially with low doses, with gradual dosage increases over a period of
weeks.

Immunctherapy is specific to the allergen injected. It results in the following
immunologic changes: a shift in T cell response from a Th2-type response to a Th1-type
response with corresponding changes in cytokine production, decreased allergen-specific
IgE production, increased allergen-specific IgG production, decreased inflammatory cells,
decreased mediators of inflammation and decreased histamine-releasing factors. These
changes result in decreased reactivity to the allergen in the target organ.

The amount of allergen to be injected may be empirically derived, and will depend
on the size of the recipient, usually at least about 100 ng allergen/kilogram of body weight,
and not more than about 1 mg allergen/kilogram body weight. Frequently the dose will be
increased through the course of injections by as much as about ten to one million fold.
Injection schedules vary with individual patients. For example, Allpyral preparations are
administered every 1-2 weeks until a maintenance dose is reached. Maintenance injections
are administered every 2-4 weeks. It should be re-emphasized that immunotherapy
schedules are individualized and fixed schedules are not recommended. Allergy injections
rarely go on "forever" but can usually be stopped after a patient has experienced no allergic
symptoms and has required no medication for 18 -24 consecutive months while on the
maintenance schedule. Duration of treatment for the average patient is 3 to 5 years but
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could be longer in certain clinical settings. If symptoms recur after a 6 to 12 months
observation period following discontinuation of immunotherapy, re-evaluation is warranted.

Allergen immunotherapy is appropriate for the following indications: Severe,
seasonal (lasting 2 or more years) or perennial, IgE-dependent allergic rhinoconjunctivitis
in which optimal allergen avoidance and medication have not been sufficiently effective in
controlling symptoms. IgE-mediated allergic asthma; particularly where there is a clear
temporal association between exposure to the allergen and signs and symptoms of asthma,
and those in which symptoms have occurred during two or more allergy seasons in
successive years. IgE-mediated asthma caused by house dust mites or ragweed pollen
may be treated with allergen immunotherapy. IgE-mediated anaphylactic reactions to insect
stings. Immunotherapy with venom from yellow jackets, yellow hornets, white-faced
hornets, wasps and honey-bees, and with whole-body extracts of fire-ants, is effective.

Tissue Transplant Rejection Immune rejection of tissue transplants, including lung,
heart, liver, kidney, pancreas, and other organs and tissues, is mediated by immune
responses in the transpiant recipient directed against the transplanted organ. Allogeneic
transplanted organs contain proteins with variations in their amino acid sequences when
compared to the amino acid sequences of the transplant recipient. Because the amino acid
sequences of the transplanted organ differ from those of the transplant recipient they
frequently elicit an immune response in the recipient against the transplanted organ.
Rejection of transplanted organs is a major complication and limitation of tissue transplant,
and can cause failure of the transplanted organ in the recipient. The chronic inflammation
that results from rejection frequently leads to dysfunction in the transplanted organ.
Transplant recipients are currently treated with a variety of immunosuppressive agents to
prevent and suppress rejection. These agents include glucocorticoids, cyclosporin A,
Cellcept, FK-506, and OKT3.

It is to be understood that this invention is not limited to the particular methodology,
protocols, cell lines, animal species or genera, and reagents described, as such may vary.
It is also to be understood that the terminology used herein is for the purpose of describing
particular embodiments only, and is not intended to limit the scope of the present invention
which will be limited only by the appended claims.

As used herein the singular forms "a", "and", and "the" include plural referents
unless the context clearly dictates otherwise. All technical and scientific terms used herein
have the same meaning as commonly understood to one of ordinary skill in the art to which
this invention belongs unless clearly indicated otherwise.
The following examples are put forth so as to provide those of ordinary skill in the art
with a complete disclosure and desclription of how to make and use the subject invention,
30
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and are not intended to limit the scope of what is regarded as the invention. Efforts have
been made to ensure accuracy with respect to the numbers used (e.g. amounts,
temperature, concentrations, efc.) but some experimental errors and deviations should be
allowed for. Unless otherwise indicated, parts are parts by weight, molecular weight is
average molecular weight, temperature is in degrees centigrade; and pressure is at or near
atmospheric.

All publications and patent applications cited in this specification are herein
incorporated by reference as if each individual publication or patent application were
specifically and individually indicated to be incorporated by reference.
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EXPERIMENTAL
Example 1

Antigen Array Characterization of the Specificity of the Autoantibody Response in EAE in
Rats and Mice

To determine the autoantibody specificity profile in the serum of animals with EAE,
an assay was performed testing the binding of serum antibodies to a protein microarray.

Antigen arrays were generated by spotting the immunodominant myelin peptide
epitopes and purified native myelin basic protein, as listed in Table 1. Figures 1A-D are
scanned imaged of arrays probed with serum from a normal control rat (A) and 3 Lewis rats
induced to develop EAE with different myelin protein peptides in complete Freund's
adjuvant (B-D), followed by Cy-3 labeled anti-rat Ig secondary antibody.

Quantitative computer analysis of the scanned images is presented in Table 1. The
reported numbers represent the ratio of the fluorescence intensity of antigens recognized by
serum derived from animals with EAE relative to control serum adjusting for background
levels such that ratios greater or less than 1 (1 = no difference) represent a statistically
significant difference with a >35% confidence interval. Results were confirmed by ELISA.
These results demonstrate that antigen arrays powerfully identify the peptide-specificity of
the autoantibody response in EAE.

TABLE 1. Antigen array characterization of the specificity of the
autoantibody response in EAE in lewis rats.

Rat EAE-1 Rat EAE-2 Rat EAE-3
MBP 68-86 PLP 138-151 MOG 35-55
MBP 68-86 177 1.0 1.0
PLP 139-151 1.0 676 1.0
GP MBP 254 1.0 1.0
MOG 35-55 1.0 1.0 156
MBP Ac 1-11 1.0 4.0 1.0
Green/Red 2.3 0.8 21
Green 1.8 0.7 25
alkaline phosphatase 1.0 1.0 10
influenza A/B 1.0 1.0 10
BSA 1.0 1.0 1.0
blank 1.0 1.0 1.0
flag 1.0 1.0 1.0
Control pep-127 1.0 1.0 1.0
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Control pep-128 1.0 1.0 1.0
Control pep-129 1.0 1.0 1.0
Control pep-130 1.0 1.0 1.0
Control pep-131 1.0 1.0 10
Example 2

Determination of the Patient Antibody Specificity Profile in Autoimmune Rheumatic Diseases

Autoantigen arrays identify autoantibody profiles characteristic of eight distinct
human autoimmune rheumatic diseases. Representative examples of autoantigen array
analysis of over 50 highly-characterized autoimmune serum samples are presented (Figure
2).

Ordered autoantigen arrays were generated by spotting 182 distinct putative
autoantigens in quadruplicate sets using a robotic microarrayer to create a 1152-feature
rheumatic disease autoantigen array. Spotted antigens include: 36 recombinant or purified
proteins including Ro52, La, histidyl-tRNA synthetase (Jo-1), SR proteins, histone H2A
(H2A), Sm-B/B', the 70 kDa and C component of the U1 small nuclear ribonucleoprotein
complex (U1-70kDa, U1snRNP-C), Sm-B/B’, hnRNP-B1, Sm/RNP complex, topoisomerase
| (topo 1), centromere protein B (CENP B), and pyruvate dehydrogenase (PDHY); six nucleic
acid-based putative antigens including several forms of mammalian double-stranded DNA
(dsDNA) and synthetic single-stranded DNA (ssDNA); and 154 peptides representing
snRNP proteins, Sm proteins, and histones H1, H2A, H3 and H4. In addition, we spotted
antibodies specific for human 1gG and IgM (a-lgG and o-IgM); the vaccines for influenza A
and pneumococcus (Pneumovax); and a mixture of antibodies pre-labeled with Cy-3- and
Cy-5 to serve as marker spots to orient the arrays (the yellow features). Autoantigen arrays
were incubated with diluted patient serum samples from (a) a healthy individual (normal) for
which no specific autoantibody reactivities were detected; (b) Sjogren’s syndrome
demonstrating autoantibody reactivity against Ro52 and lLa; (c) SLE demonstrating
reactivity against DNA, histone H2A, U1-70kDa, and SR protein; (d) PM demonstrating
reactivity against Jo-1 and Ro52; (e) MCTD demonstrating reactivity against DNA, histone
H2A, Ro52, and U1-70kDa; (f) PBC demonstrated reactivity against PDH; (g) sclero-D
demonstrating reactivity against topo |; (h) sclero-L demonstrating reactivity against CENP
B; and (i) RA demonstrating reactivity against hnRNP-B1. The autoimmune disease serum
used to probe each array is indicated along the top of the figure, and each column of cut
and pasted antigen features contained within a gray box are representative antigen features
from a single array. A myelin basic protein peptide recognized on arrays by autoantibodies
in serum from rodents with experimental autoimmune encephalomyelitis was included as a
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representative negative control (MBP 68-86). Bound antibodies were detected using Cy-3-
conjugated goat-anti-human IgM/IgG prior to scanning.

Shown are published, highly characterized serum samples derived from patients
with Sjégren's syndrome, SLE, PM, mixed connective tissue disease (MCTD), PBC, diffuse
and limited scleroderma (sclero-D and sclero-L), and rheumatoid arthritis (RA), identifying
distinct and diagnostic autoantibody specificity patterns. For example, SLE-specific
autoantibodies directed against DNA and histone were detected (Figure 2¢). DNA-specific
autoantibodies are pathogenic in some models, and their titers frequently correlate with
disease activity. Jo-1 autoantibodies (Figure 2d) frequently predate clinical PM by months
to years, and predict development of interstitial lung disease and a poor prognosis.
Autoantibodies derived from patients with either diffuse or limited scleroderma uniquely
target topo | and CENP B, respectively (Figure 2g and h). CENP B autoantibodies are
associated with a low incidence of interstitial pulmonary and renal disease, while the
presence of topoisomerase autoantibodies correlates with heightened risk of pulmonary
fibrosis and reduced survival. Autoantigen reactivity was not observed when sera from 10
healthy individuals were employed as probes, despite reproducible detection of antibodies
to pneumococcus and influenza (Figure 2a). These array profiles correlated precisely with
previously described results of conventional assays.

These results demonstrate that antigen arrays detect autoantibodies specific for
proteins, peptides, nucleic acids, posttranslationally modified antigens, and protein
complexes. Such information can be used for diagnosis, prognostication, monitoring
respense to therapy, and to develop and select antigen-specific therapies.

Example 3
Determination of the Autoantibody Specificity Profile from the Cerebral Spinal Fluid from
Human Multiple Sclerosis Patients

Antigen arrays containing myelin proteins and peptides were used to characterize
the specificity of the autoantibody response in cerebral spinal fluid samples derived from
human patients with multiple sclerosis (Figure 3). The arrays in Figure 3 demonstrate
detection of cerebral spinal fiuid autoantibodies specific for whole myelin basic protein
{MBP), MBP peptide 1-20 (corresponding to amino acids 1-20 of MBP), MBP peptide 68-86,
whole myelin oligodendrocyte protein (MOG), MOG peptide 35-55, and proteolipid protein
(PLP) peptide 139-151. As in Example 2, such information can be used for diagnosis and
to develop, monitor and select specific therapy.

2400-spot ‘myelin proteome’ arrays were produced by spotting these putative myelin
antigens using a robotic microarrayer, probed with cerebral spinal fluid followed by Cy-3-
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labeled anti-human Ig secondary antibody, scanned using a GenePix scanner, and images
analyzedv using GenePix software to determine levels of autoantibody binding to each spot.
These arrays contain 400 different myelin protein and peptide epitopes including MBP,
proteolipid protein (PLP), myelin oligodendrocyte protein (MOG), overlapping peptides
representing these proteins, and peptides representing dominant epitopes from additional
myelin autoantigens including cyclic nucleotide phosphodiesterase (CNPase), myelin-
associated glycoprotein (MAG), and myelin-associated oligodendrocytic basic protein
(MBOP).

In the control patient, although antibodies specific for common and ubiquitous
human pathogens including influenza virus and Streptococcus pneumonia are detected, no
antibodies specific for myelin proteins and peptides are detected. In MS patient 1, antigen
arrays detect autoantibodies specific for whole myelin basic protein (MBP), whole myelin
oligodendrocyte protein (MOG), as well as autoantibodies recognizing MOG peptide 35-55,
MBP peptide 1-20, and MBP peptide 68-86. in contrast, in MS patient 2 autoantibodies are
detected against MOG protein and MOG peptide 25-42. In MS patient 3, autoantibodies
specific for proteolipid protein (PLP) peptide 139-151 are identified.

Example 4
Use of Patient Autoantibody Specificity Profiles to Guide Selection of Antigen Specific
Therapies to Treat Rheumatoid Arthritis

Antigen array analysis of the autoantibody response in an animal model for
rheumatoid arthritis, collagen-induced arthritis (CIA). Figure 5 presents images of the
RA/CIA array containing approximately 450 different synovial joint proteins and peptides,
including type Il collagen (Cll), collagen types I, Ill, IV, V, IX, and XI, GP-39,
immunoglobuiin, Sa, calpastatin, RA33, Aldolase A, heat shock protein-60 and -65, glucose-
6-phosphate isomerase, the molecular chaperone BiP, and citrulline-modified fibrin and
filaggrin peptides and proteins.

Figure 5 shows an antibody specificity profile using an array of antigens and
epitopes derived from synovial joints to determine the specificity of the autoantibody
response in CIA. 2000-spot ‘synovial proteome’ arrays were produced by spotting putative
synovial joint antigens using a robotic microarrayer, probed with CIA mouse serum followed
by Cy-3-labeled anti-mouse |g secondary antibody, scanned using a GenePix scanner, and
images analyzed using GenePix software to determine levels of autoantibody binding to
each spot. A-B represent scanned images of arrays probed with serum from a control
DBA/1LacJ mouse (A) and a DBA/1Lac) mouse with CIA (B). Autoantibody reactivity
against type |l collagen and the immunodominant type Il coliagen peptide 257-270 is
observed. Results were confirmed by ELISA and are representative of autoantibody
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reactivity observed in additional mice. For the purposes of diagnosis and treatment
determination of the specificity of the autoantibody response can also be accomplished
using conventional methods including radioimmunoassays, enzyme-linked immunosorbent
assays (ELISA), fluorescent-based autoantibody tests, and/or Western blot analysis.
Treatment of CIA with antigen-specific tolerizing DNA treatement encoding the
antigen array identified targets of the autoantibody response in CIA. A DNA tolerizing
treatment was designed based on the epitope specificity profile determined in Figure 5
according to this invention.  CIA was prevented or treated using the DNA tolerizing
treatment encoding the epitope of type Il collagen (CII), Cllp257-270, identified as being
targeted by the autoantibody response using antigen arrays as demonstrated in Figure 5.
Additionally, tolerizing DNA encoding whole type 1l collagen, which is also identified as a
target of the autoimmune response in CIA using antigen arrays as demonstrated in Figure
5, also effectively prevented and treated CIA. Table 5 presents data from a representative

experiment.

Table 5. Tolerizing DNA Treatment Group Incidence of CIA Net CIA Score
pTarget (DNA vector only, control) 0.53 22
ptarget + IL-4 {DNA vector plus IL-4, control) 04 32
Minigene (DNA encoding Cllp257-270) 0.13 4
Minigene + |L-4 0 4
C1i (DNA encoding whole Cll) 0.13 8
Cll + L4 0.06 4

The DNA encading type Il collagen (Cll) was administered to DBA/1LacJ mice intramuscularly on a once
per week basis at a dose of 100 pg of each DNA plasmid twice before induction of CIA with Cil
emulsified in Complete Fruend’s Adjuvant. Animals were boosted with Cll in Incomplete Fruend's

Adjuvant at day 20. Each mouse was scored daily for arthritis using the visual scoring system.
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Example 5
Use of Antibody Specificity Profiles to Guide Development and Selection of Antigen
Specific Therapies to Treat Multiple Sclerosis

Antigen array analysis of the autoantibody response in an animal model for multiple
sclerosis, EAE. Figure 4 presents images of the 2400-spot MS/EAE array containing
approximately 400 different myelin protein and peptide epitopes including MBP, proteolipid
protein (PLP), myelin oligodendrocyte protein (MOG), overlapping peptides representing
these proteins, and peptides representing dominant epitopes from additional myelin
autoantigens including cyclic nucleotide phosphodiesterase (CNPase), myelin-associated
glycoprotein (MAG), and myelin-associated oligodendrocytic basic protein (MBOP).

Figure 4 demonstrates use of this array containing a spectrum of myelin antigens
and epitopes to study the specificity of the autoantibody response in EAE. 2400-spot
‘myelin proteome’ arrays were produced by spotting putative myelin antigens using a robotic
microarrayer, probed with EAE mouse serum followed by Cy-3-labeled anti-mouse Ig
secondary antibody, scanned using a GenePix scanner, and images analyzed using
GenePix software to determine levels of autoantibody binding to each spot. A-C represent
scanned images of arrays probed with serum from a control mouse (A) and 2 SJL mice 87
days post-EAE induction with PLPp139-151 that developed relapsing disease (B & C).
Autoantibody reactivity against the inducing peptide PLPp139-151 is significantly stronger in
the 2 mice with EAE relative to the control, autoantibody reactivity against an adjacent intra-
molecular epitope PLPp83-106 is observed in mouse-2 but not mouse-1 or the control, and
autoantibody reactivity against inter-molecular proteins and epitopes including MOG protein,
MOGp66-78, CNPase p343-373, and MBPp1-20 are observed in both mice with EAE but
not the control. Results were confirmed by ELISA and are representative of auteantibody
reactivity observed in additional mice.

SJL mice induced to develop EAE with PLPp139-151 in Complete Freund’s
Adjuvant (CFA) undergo intra- and inter-molecular spreading of their autoantibody response
to adjacent epitopes on PLP, and to epitopes on 3 additional myelin proteins including MBP,
MOQG, and CNPase (Figure 4B and C). In SJL mice with EAE, mice with fewer clinical
relapses have significantly less spreading of the autoantibody response (Figure 5). This
observation that increased epitope spreading of the autoantibody response to additional
myelin antigens is associated with relapsing and more severe disease provides further
evidence that autoantibody specificity profiling using antigen arrays can be used to predict
clinical outcomes in individual animals. Side-by-side enzyme-linked immunosorbent assay
(ELISA) analysis identified and confirmed the antigen array determined specificity of the
autoantibody response. Spreading of the autoantibody response and its correlation with
more severe disease in EAE, a T cell-mediated disease, has not been previously described
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and demonstrates diagnostic and prognostic utility of determination of autoantibody
specificity profies. For the purposes of diagnosis and treatment determination of
autoantibody specificity profiles can also be accomplished using conventional methods
including radicimmunoassays, enzyme-linked immunosorbent assays (ELISA), fluorescent-
based autoantibody tests, and/or Western blot analysis.

Antigen-specific DNA tolerizing therapeutics as an example of antigen-specific
therapies. Chronic relapsing EAE can be prevented and treated by introduction of DNA
plasmid minigenes encoding epitopes of PLP (J. Immunol 162:3336-41; Curr. Dir.
Autoimmun. 2:203-16; Table 2). DNA vaccines encoding several whole myelin proteins
were even more effective at treating EAE (Tables 2 and 3). Delivery of DNA vaccines
encoding both myelin antigens in combination with IL-4 further enhanced the protective
effects (Table 3).

Table 2. Antigen-specific DNA tolerizing therapeutics encoding antigen identified using the
antibody specificity profile to treat chronic relapsing EAE.

DNA n mean relpase rate p value compared to cocktail
vehicle 17 2.94 0.0064

vector only 16 3.875 <0.0001

cocktail 16 1.563

'Mice that were administered cocktail therapy were treated intramuscularly on a once per week basis at a
dose of 50 ug of each the four major myelin plasmids, MBP, MOG, MAG, and PLP. The cocktail consists
of DNA encoding these four myeiin antigens, Treatment was begun immediately after recovery from the
initial acute onset of EAE. Sera were collected when the mice were sacrificed at day 87 and used on the
myelin protein arrays. Each mouse was scored daily for and the mean number of exacerbations of
clinical paralysis (relapses) over 87 days is presented for each group of mice. p value calculated using
the Student’s two-tailed unpaired t test.

Table 3. Antigen-specific DNA tolerizing therapeutics encoding antigen identified using the
antibody specificity profile to treat chronic relapsing EAE, inclusion of a DNA plasmid encoding
IL-4 potentiates this effect.

DNA n mean relapse rate p value compared to cocktail/lL-4
vehicle 20 2.45 0.0018

L4 14 293 0.0003
PLP139-151/1L-4 17 1.94 0.0158

cocktail 18 1.44 0.1714

cocktail/IL-4 17 0.941

Mice that were administered cocktail were treated intramuscularly on a once per week basis at a dose of
25 pg of each the four major myelin piasmids, MBP, MOG, MAG, and PLP. The cocktail consists of DNA
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encoding these four myelin antigens, All other DNA was given at a dose of 50 ug of plasmid per animal
on a once weekly basis. Treatment was begun immediately after recovery from the initial acute onset of
EAE. Each mouse was scored daily for and the mean number of exacerbations of clinical paralysis
(relapses) over 81 days is presented for each group of mice. p value calculated using the Student's two-
tailed unpaired t test.

Use of the specificity of the autoantibody to

d antigen-

specific tolerizing therapy for more efficacious treatment of EAE. We treated chronic
relapsing EAE in SJL mice with DNA plasmids encoding various myelin antigens identified
by the antigen array determined antibody specificity profile. Table 4 presents the
culminated results from multiple experiments using antigen-specific DNA tolerizing
therapeutics to: (1) prevent induction of EAE, and (2) to treat established EAE. Table 4
demonstrates that antigen-specific DNA plasmids encoding a greater number of the protein
array identified autoantigens targeted by the autoimmune process have superior efficacy in
treating EAE compared to plasmids only encoding one of the targeted autoantigens (or
encoding non-targeted myelin proteins). Use of antigen-specific therapies developed and
selected based on the antigen array determined antigen specificity profile results in more

efficacious therapies.

TABLE 4. Cumulative Results for Prevention and Treatment of EAE with Antigen-Specific
DNA Tolerizing Therapeutics.

Tolerizing DNA Formulation EAE Disease Reduction
Without IL-4 With IL4
Vector alone - -
MOG -1+ ++
PLPp139-151 + -+
Cocktail: MBP, MOG, MAG, PLP +++ +Ht+
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EXAMPLE 6
Use of Antibody Specificity Profiles to Monitor Response to Therapy

Analysis of animals protected against or treated for EAE with DNA plasmids
demonstrated reduced epitope spreading of the autoantibody response on protein array
analysis (Figure 6). Individual mice are listed on the X axis, and peptide and protein
antigens present on the ‘myelin proteome’ array on the Y axis. Green indicates lack of
reactivity, and red indicates autoantibody reactivity. The cluster analysis algorithm groups
mice based on similarities in the antigen array determined specificity of their autoantibody
responses. This image represents a small region of the overall cluster. Normal mice (NMS)
cluster and the predominance of green indicates lack of autoantibody reactivity to the listed
antigens. SJL mice with chronic relapsing EAE treated with control vector or buffer (B and
C) cluster and have significant autoantibody reactivity, indicated by red, against various
myelin antigens. This observed spreading of the autoantibody response in these mice
correlates with their more severe disease course, with an average of 2.4-3.5 relapses over
the 87 day period. The average number of clinical exacerbations of paralysis (relapses) are
presented at the top of the figure by the numbers over the bars indicating the relevant group
of mice. In contrast, mice treated with the myelin protein cocktail DNA tolerizing therapeutic
(containing a large number of the antigen array identified targets of the autoimmune
response, and demonstrating the greatest efficacy in treating EAE [Table 4)) cluster and
have a significant reduction in the spreading of their autoantibody response as indicated by
the increased green relative to the other groups. This reduction in spreading of the
autoimmune response correlated with their less-severe clinical course with an average of
1.5 relapses over the 87 day period.

Figure 6 presents cluster analysis of the antigen array resuits from mice with EAE
treated with antigen-specific DNA tolerizing therapeutics. The myelin protein cocktail DNA
tolerizing regimen encoding 4 of the myelin antigens identified by antigen arrays as targeted
by the autoantibody response powerfully reduced B cell epitope spreading (Figure 6). This
correlated with its significant reduction of disease activity as measured by relapse rate
(Tables 2 and 3, Figure 6). Thus, antigen array-based autoantibody profiling, in addition to
having utility in guiding the selection of antigen-specific therapy, can also be utilized to
monitor responses to antigen specific therapy. Although not shown, isotype analysis of
antibodies binding to individual antigen features on the array will allow even more detailed
analysis and prediction of therapeutic response. For example, in human autoimmune
disease therapeutic efficacy may be indicated by antigen array identification of a shift in the
antibody isotype subciases from the Th1 isotype subclasses IgG1 and IgG3 associated with
tissue injury to the Th2 isotype subclasses 1gG2 and IgG4 associated with protection
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against tissue injury in autoimmune disease. Use of the specificity of the autoantibody
response to select antigen-specific therapy fundamentally treats the autoimmune process
by suppressing the spreading of the autoimmune response and this correlates with

reduction of disease activity.

Example 7

Patient Antibody Specificity Profile-Based Therapy for Tissue Transpiant

A major limitation of tissue transplant is the rejection of tissue transpfants by the
recipient’s immune system. Tissue transplants include transplant of blood and blood-
derived cells, as well as transplant of solid organs including heart, lung, kidneys, liver and
other organs. Immune rejection is mediated by the recipients’ immune system which
recognizes allelic variations in the tissue transplant proteins. Tissue transplant rejection is
mediated by recipient immune responses against the MHC class | and Il proteins in the
tissue transplant, and against other histocompatibility and additional antigens with allelic
variation in the tissue transplant as compared to the recipient. When the transplant
recipient'’s immune system reacts against the transplant it produces antibodies that bind

antigens within the transplant.

Using tissue transplants between Balb/c (H-2%) and Balb/k (H-2) mice, antigen
arrays containing antigens and epitopes representing the H-2° class | and Class Il MHC
molecules are used to determine antibody profiles. Using standard protocols, hearts are
transplanted from H-2° mice into ectopic abdominal locations in H-2* mice (ectopic
transplantation enables close monitoring of the transplanted heart by simple palpation).
Serum derived from recipient mice are analyzed using the described antigen arrays to
identify antibody reactivity against the donor MHC molecules. Identification of antibody
profiles enables identification of recipient animals rejecting the transplanted heart. Antibody
profiles also enable assessment of the severity of rejection for prognostication, and guiding
selection of non-specific therapy. Antibody specificity profiles can also be used to develop
and select antigen-specific therapy to treat tissue transplant rejection to prevent demise of
the transplanted tissue. In this example, graft survival is monitored by palpation of the
transplanted heart.

Example 8

Antibody Specificity Profile-Based Therapy for Allergic Disease
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Allergic diseases are mediated by aberrant immune responses directed against
exogenous allergens to which a patient is exposed. Examples include allergic reactions to
pollens, house dust mite antigens, bee venom, peanut oil, and other molecules existing in
the environment. In allergic responses patients generate antibodies directed against the
offending allergen(s). Arrays containing allergens, and immune epitopes representing
allergens, are generated and used to determine a patient's profile of antibody specificities
directed against allergens. Identification of a patient's antibody profile will facilitate
diagnosis of the allergic disease and identification of the allergen against which the patient
is reacting. The patient antibody specificity can be further used to develop and select the
appropriate allergens to use to tolerize the patient. Tolerizing the patient involves
administration of the offending allergen in a manner that turns off the patient's aberrant
allergic immune response directed against it. The patient antibody specificity profile can
also be used to monitor the patient's response to allergen tolerizing therapy, based on
alterations in the anti-allergen antibody reactivity, titers of anti-allergen antibodies, and/or
the isotype subclass use of anti-allergen antibodies.
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What is claimed is:

1.

A method for determining an antibody specificity profile in a patient with an immune-

related disease comprising:

2.

(a)

(b)

(d)

preparing an antigen array comprising at least two disease associated
antigen elements wherein each antigen element further comprises at least
one immunologic epitope(s);

physically contacting the antigen array from step (a) with a patient sample
comprising antibodies;

identifying the disease associated antigens within the array that bind to
antibodies within the patient sample from step (b);

comparing the antibodies bound to the disease associated antigens in step
(c) with (1) antibodies binding to the disease associated antigens within the
array of step (a) wherein the antibodies are known to be associated with the
disease; and, (2) antibodies binding to the disease associated antigens
within the array of step (a) wherein the antibodies are not associated with the

disease;

provided the disease is not insulin dependent diabetes mellitus.

The method of claim 1 wherein the immune-related disease is an autoimmune

disease.

9.

The method of claim 1 wherein the immune-related disease is an allergy.

The method of claim 1 wherein the immune-related disease is transplant rejection.

The method of claim 1 wherein the patient has not developed clinical symptoms.

The method of claim 1 wherein the patient has clinical symptoms.

The method of claim 2 wherein the autoimmune disease is rheumatoid arthritis.

The method of claim 2 wherein the autoimmune disease is multiple sclerosis.

The method of claim 1 wherein the antigens are selected from the group consisting

of protein, polypeptide, peptide, DNA, RNA, lipid, glycosylated malecules, polypeptides with
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phosphorylation modifications, polypeptides with citrulline modifications, polysaccharides or
other molecules.

10. The method of claim 1 wherein the antigen array is a microarray.

1. The method of claim 1 wherein the antigen array has addressable elements.

12.  The method of claim 1 wherein the antigen array is a low density array.

13. The method of ctaim 1 wherein the antigen array is a high density array.

14. The method of claim 1 wherein the patient sample is a blood sample.

The method of claim 1 wherein the patient sample is a cerebrospinal fluid sample.
16.  The method of claim 1 wherein the patient sample is a synovial fluid sample.

17. The method of claim 1 wherein the patient sample is taken from an autoimmune

disease lesion.

18. The method of claim 1 further comprising the step of treating the patient by
administration of a therapeutic agent comprising one or more of the antigens bound by
antibodies comprising the antibody specificity panel.

19. A method for determining an antibody specificity profile in a patient with an immune-
related disease comprising:

{a) preparing an epitope element array comprising at least one epitope element;(b)
physically contacting the epitope array from step (a) with a patient sample
comprising antibodies;

(c) identifying the disease associated epitopes within the array that bind to antibodies within
the patient sample from step (b); (d) comparing the antibodies bound to the disease
associated epitopes in step (c)} with (1) antibodies binding to the disease associated
epitopes within the array of step (a) wherein the antibodies are known to be associated with
the disease; and, (2) antibodies binding to the disease associated epitopes within the array
of step (a) wherein the antibodies are not associated with the disease.

20. The method of claim 19 wherein the array is a microarray.
44
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The method of claim 19 wherein the immune-related disease is an autoimmune

disease.

22.

23.

24.

25.

26.

The method of claim 19 wherein the immune-related disease is an allergy.

The method of claim 19 wherein the immune-related disease is transplant rejection.

The method of claim 19 wherein the patient has not developed clinical symptoms.

The method of claim 19 wherein the patient has clinical symptoms.

A method for treating autoimmune disease comprising:

(@

(b)

determining the antigen specificity profile of a patient comprising the steps of:
(1) preparing an antigen array comprising at least two disease associated
antigens wherein each antigen element further comprises at least one
immunologic epitope(s); (2) physically contacting the antigen array from step
(1) with a patient sample comprising antibodies; (3) identifying the disease
associated antigens within the array that bind to antibodies within the patient
sample from step (2); (4) comparing the antibodies bound to the disease
associated antigens in step (3) with (i) antibodies binding to the disease
associated antigens within the array of step (1) wherein the antibodies are
known to be associated with the disease; and, (ii) antibodies binding to the
disease associated antigens within the array of step (1) wherein the
antibodies are not associated with the disease;

designing a patient specific treatment regimen based upon the antigen
specificity profile of step (a) comprising the steps of: (1) determining the
antigens bound by the antibodies in the patient sample; and, (2)
administering one or more antigens to the patient.

27. The method of claim 26 wherein the antigens administered to the patient are selected

from the group consisting of proteins, polypeptides, peptides, DNA, RNA, lipid, glycosylated

molecules, polypeptides with phosphorylation modifications, polypeptides with citrulline

modifications, polysaccharides or other molecules.

28. The method of claim 26 wherein the antigens administered to the patient is a nucleic

acid encoding said antigen.
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29. The method of claim 28 wherein the nucleic acid is DNA.

30. A method for treating autoimmune disease comprising

(a) determining the epitope specificity profile of a patient comprising the steps of: (1)

preparing an epitope array; (2) physically contacting the epitope array from
step (1) with a patient sample comprising antibodies; (3) identifying the
disease associated epitopes within the array that bind to antibodies within the
patient sample from step (2); (4) comparing the antibodies bound to the
disease associated epitopes in step (3) with (i} antibodies binding to the
disease associated epitopes within the array of step (1) wherein the
antibodies are known to be associated with the disease; and, (ii) antibodies
binding to the disease associated epitopes within the array of step (1) wherein
the antibodies are not associated with the disease;;(b) designing a patient
specific treatment regimen based upon the epitope specificity profile of step
(a) comprising the steps of: (1) determining the epitopes bound by the
antibodies in the patient sample; and, (2) administering one or more epitopes
to the patient.

31. The method of claim 31 wherein the epitopes administered to the patient are selected

from the group consisting of proteins, polypeptides, peptides, DNA, RNA, lipid, glycosylated

molecules, polypeptides with phosphorylation modifications, polypeptides with citrulline

madifications, polysaccharides or other molecuies.

32. The method of claim 31 wherein the epitopes administered to the patient is in the form

of a nucleic acid, encoding said antigen.

33. The method of claim 33 wherein the nucleic acid is DNA.

34. A method for determining an antibody specificity profile in a patient with insulin-

dependent diabetes mellitus (IDDM, autoimmune diabetes) comprising:

(a)

(b)

(c)

preparing an antigen array comprising at least four IDDM-associated

antigens wherein each antigen element further comprises at least one

immunologic epitope(s);

physically contacting the IDDM antigen array from step (a) with a patient

sample comprising antibodies;

identifying the IDDM-associated antigens within the array that bind to
46
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antibodies within the patient sample from step (b);

(d) comparing the antibodies bound to the disease associated antigens in step
(c) with (1) antibodies binding to the IDDM associated antigens within the
array of step (a) wherein the antibodies are known to be associated with the
IDDM; and, (2) antibodies binding to the disease associated antigens within
the array of step (a) wherein the antibodies are not associated with IDDM.

35. A method for determining an antibody specificity profile in a patient with insulin-
dependent diabetes mellitus (IDDM, autoimmune diabetes) comprising:
(a) preparing an epitope array comprising at least four IDDM-associated epitope
elements;
(b) physically contacting the epitope array from step (a) with a patient sample
comprising antibodies;
(c) identifying the IDDM-associated eptiopes within the array that bind to
antibodies within the patient sample from step (b);
(d) comparing the antibodies bound to the IDDM-associated epitopes in step (c)
with (1) antibodies binding to the disease associated epitopes within the

array of step (a) wherein the antibodies are not associated with IDDM.

36. A method for treating insulin-dependent diabetes mellitus (IDDM, autoimmune
diabetes) comprising:
(a) determining the antigen specificity profile of a patient comprising the steps of:
(1) preparing an antigen array comprising at least four IDDM-associated
antigens wherein each antigen element further comprises at least one
immunologic epitope(s); (2) physically contacting the antigen array from step
(1) with a patient sample comprising antibodies; (3) identifying the IDDM-
associated antigens within the array that bind to antibodies within the patient
sample from step (2); (4) comparing the antibodies bound to the IDDM
associated antigens in step (3) with (i) antibodies binding to the IDDM
associated antigens within the array of step (1) wherein the antibodies are
known to be associated with IDDM; and, (ii} antibodies binding to the IDDM
associated antigens within the array of step (1) wherein the antibodies are
not associated with the IDDM;
(b) designing a patient-specific treatment regimen based upon the antigen
specificity profile of step (a) comprising the steps of: (1) determining the
antigens bound by the antibodies in the patient sample; and, (2)
administering one or more antigens to the patient.
47
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37. A method for treating insulin-dependent diabetes mellitus (IDDM, autoimmune
diabetes) comprising:

5 (a) determining the epitope specificity profile of a patient comprising the steps of: (1)
preparing an epitope array comprising at least four IDDM-associated epitope
elements; (2) physically contacting the epitope array from step (1) with a patient
sample comprising antibodies; (3) identifying the IDDM-associated epitopes
within the array that bind to antibodies within the patient sample from step (2);

10 (4) comparing the antibodies bound to the IDDM-associated epitopes in step (3)
with (i) antibodies binding to the IDDM associated epitopes within the array of
step (1) wherein the antibodies are known to be associated with IDDM; and, (ii}
antibodies binding to the IDDM-associated epitopes within the array of step (1)
wherein the antibodies are not associated with IDDM;

15 (b) designing a patient specific treatment regimen based upon the epitope
specificity profile of step (a) comprising the steps of: (1) determining the epitopes
bound by the antibodies in the patient sample; and, (2) administering one or
more epitopes to the patient.
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Figure 1.

A. Normal Rat Serum

B. Rat EAE induced with MBPp68-86

C. Rat EAE induced with PLPp139-151

D. Rat EAE induced with MOGPp35-55

2004-534213 A 2004.11.11



—m —m ~m @ @ @ @ @ ™@ ™@ ™@ & & s & & & & /s s /s /s /s /s /o

(88)

WO 02/084249 PCT/US02/11356

2/6

Figure 2.

Antigen Feature

Autoimmune Serum

DNA |

Histone H2A

Ro52

La

U1-70kDa

SR Proteins

hnRNP-B1

CENPB

Topo |

Jo-1

PDH

Influenza A el

Pneumovax -

MBP 68-86
J. Quantitative Analysis
Ag Feature Norm  Sjégren  SLE PM  MCTD PBC Sclero-D Sclero-L RA
DNA 78 352 16905 0 5001 1 314 37 26
Histone I-A 93 44 3009 0 918 1 100 80 0
Ro52 374 20934 196 1739 1818 93 280 121 143
La 108 8102 564 0 0 1 119 6 0
U1-70kDa 190 135 6825 31 2315 159 274 77 153
SR protein 262 629 8745 112 135 342 237 182 0
hnRNP B1 arg 269 1416 428 978 381 458 317 3
CENPB 12 33 435 21 0 262 1 11,947 0
Topo | 91 13 551 0 1 1 10,095 27 o
Jo-1 24 97 334 28753 O 1 485 0 3
PDH 190 40 377 40 75 6609 222 526 279
Influenza 15085 19.809 13,521 1,266 18686 1 11,641 475 9,134
Pneumoc 15,580 8,153 29,669 2779 30473 1 20,509 5729 18374
MBP 68-86 99 13 314 8 0 7 46 40 0
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Figure 3.
Antigen array analysis of the specificity of the autoantibody response in cerebral spinal fluid

from control and multiple sclerosis patients.
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Figure 4.

A. SJL. Mouse - normal control B. SJL EAE Mouse-1 C. SJL FAE Mouss-2

Antigen array characterization of the specificity of the autoantibody response in mice with
EAE.
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Figure 5.

" anpasr2ro
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8. Collagen-induced arthritis mouse serum
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Figure 6.
3.5(B,C) 15(A) 24(C) 4(B) 0(NMS) 2.3 (AB,C)

i A = Cocktail
L e e ) b e, e B = Vector alone
<3 iza C = Buffer
NMS = normal mouse

Cluster analysis demonstrates that DNA tolerizin: tr

spreading of the autoantibody response in relapsing EAE.
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