JP 2005-505245 A 2005.2.24

(19) BFEHFEF(P) WARRBITFLEAN (1) S HBARES
$33%2005-505245
(P2005-505245A)
43 AR RRITE2H24H (2005.2.24)
(51) Int.CL." Fl F—va—F (3%
C12N 15/09 C12N 15/00 ZNAA 2G045
A6 1K 38/00 AB1P 9/08 4B0O24
AG61P 9/08 ABL1P 9/12 4B0O63
A61P 9/12 AB1P 43/00 111 4C084
AG1P 43/00 AB1P 43/00 115 4HO45
ELERER KR THEZHER B (288 H BREEICHES
@) HEES 15 EE2002-573791 (P2002-573791) |(71) HERA 503339487
(86) (22) HEEE FRR144E38 18H (2002. 3. 18) NAFST HFA Tr—wia—F4
85) BIFASCIEEE  FELISEFIALTH (2003.9.17) PR EY O 4
(86) EIREHEESEE  PCT/BR2002/000041 FSUAE Hrsvo 0407 1-9
B7) EELMES  W02002/074782 Q0. 75+ AUYRX. KA M
87) EREAME ER4E9A 268 (2002. 9. 26) VFAS5YFA FwWrizai— 5386
(31) BT HRBE S PI0101088-3 (71) HEE A 503339502
(32) B H ERR13438 198 (2001. 3. 19) TrUERA T TLAT T RAF
(33) ERIEEEE F5 2 BR) + F ZAAFK F O Hravo —

I7z-7 ¥ - Ik ¥
TSUAE Hrvnm 05468-9
Ol, Zh X F5 KX F Ap

»—} 1500
BREEIIMQ

64 [(READEBMR] nUARTFEF—ETF FIHER OBERE D LB A S
(57)0 000
000000000000 0000000000000000000000000000
0000000000000 000000000000000000000000000
0000000000000 000000000000000000000000000
000000000000 00000000O0000D0O00O0O0DONONOOoDONOooooOoan
0000000000000 0O000000O00000000000000000000
0000000000000 000000000000000000000000000
0000000000000 000000000000000000000000000
0000000000000 00O00000O0000



e R e [ [ A [

O Oooo

e e e s s e [ A [

OOo0oooooo0ooooDoooo0 oo oDoooooUoooDoDoooogooooao
Oo0oooooo0ooooDooooooDoDoDoDooogooDoDoooggoao
OO0 o0oooogddUoUoooDooDoUDUUoooDoDooUU4UooDoooggogoaog
OoooooooooooDoooo o0 ooDooooo0o0oooooogoogoao

O 0Oooo
O Oooo
O Oooo
O Oooo
O 0O oo
O 0ooo
O 0Oooo
O Oooo
O Oooo
O Oooo
O 0O oo
O 0ooo
O 0Oooo
O Oooo
O Oooo
O Oooo
O 0oo o
O 0Oooo
O 0Oooo
O Oooo
O Oooo
O Oooo
O 0ooo
O 0Oooo
O Oooo
O Oooo
O Oooo
O Oooo
O 0ooo
O 0Oooo
O Oooo
O Oooo

Ooooooogd
Oooooogd
OOooooogd
OoOoo0oo0ooood

O Ooo0ooo
O Ooooo
O Ooooo
O OooOooo
O Ooo
O Ooo0ooOoo
O Ooo0ooo
O Ooooo
O Ooooo
O OoOooo
OO oOgoo
O Ooo0ooOoo
O Ooooo
O OooOooo
O Ooooo
O OoOooo
O x 0O 0O 0O
O Ooo0ooOoo

O

O Oooo

O Oooo

O Oood

O 0ooo

oo ooooooogodg
oo ooooooogdg

O Oooo

OO0O0Oo0oo0oooao
OOoo0ooooao
OO0Ooo0ooooao
O 0Oo0ooooao
O O0Oo0OooOoooao
OO0Ooo0oo0oooao
OO0o0o0ooooao
OOo0o0ooooao
OOoooo=T O
O O0Oo0ooooao
O 0O0o0ooooao
O0Ooo0oo0oooao
OOoo0ooooao
O Ooo0ooo x O
OOoo0ooooao
O O0Oo0ooooao
OO0Oo0oo0oooao
OO0Ooo0oo0oooao
OO0Ooo0ooooao
OOo0o0ooooao

Oooooooogdg
Oooooooogdg
Ooooooogd
OOooooogd
OOoooooogd
OoOoo0oooogod
Oooooooogod
Ooooooogd
Ooooooogd
OOooooogd
OOoooooogd
OoOooooood
Oooooooogd
Ooooooogd
OOoooooogd
OOoooooogd
OoOoo0oooood
OoOoooooogod

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

O Ooooo
O Ooogoo
OO o0gogog
O 0Ooo0ooo
O 0Ooo0ooo
O Ooo0ooo
O Ooogoo

O Oooo

O oOood

|

O O0ooo

O O0ooo

O Oooo

O Oooo

O Ooogo

O oOood

[

O
O
O
O
O
O
O

(2)

JP 2005-505245 A 2005.2.24

gbobooboobobooboban
obooobooboobooboooband
ooooooboobOooooooao
oboboobooboboobooban
uboobooboboobooad

gbooboboobooobooobodo

gbobooboobobooboban

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
OJ O

O0Ooo0oooao
O0Oo0oooao
O0Oo0oo0ooao
O0Ooo0oooao
OOoo0oooao
OOoo0oooo
O0Ooo0oooao
O0Oo0oooao
O0Oo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
OOoo0oooao
O0Oo0Ooogoao

OO0Ooo0ooooao
OOo0o0ooooao
O Ooo0ooooao
O O0Oo0Oooooao
OO0Oo0oo0oo0ooao
OOoo0oo0oooao
OO0O0o0ooooao
OOoo0ooooao
OO0Oo0ooooao
O O0Oo0Oooooao
OO x OoOooao
OO0Ooo0oo0oooao
OOoo0ooooao

HOooox

O oo oQg
O O0Oo0Oooooao

O O
O d

O Oooo
O 0O oo

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

10

20

30

40

50



e R e [ [ A [
e e e e e e e A [
e e e e ) [ |
LS e e e ) [ e e e e e e [ I =

R ) ) ) R ) ) R [y o
o OooOoooOhoo oOhoo oOhoo O oo0 O oo Lo o oOoocoOooooOoooOoooOoooOoooooooonoO0ooOoan

Ooooooooo0oxoooooooooooooDooooooooooog
Oooooooo0ooooooo0 oo oDoooo0oooDoDoDoooooooog

Oo0ooooooodg
Oo0ooooooogodg
OO0 oooooogogog
OO0 oooooogogdg
OO0 oooooogogdg
Ooo0oooooooodg
Oo0oooooooQodg
OO0 ooooooogodg
Oo0oooooogogodg
OO0 oooooogogdg
OO0 oooooogogdg
Oooooooooodg
Ooooooooogodg
Oooooooodg
Ooooooogod
OOoooooogod
O>>0o0o0ooo
Oooooood
Ooooooood
Oooooooodg
Ooooooogod

O O0Oo0gooao

O 0Ooo0oo0ooao

O 0Ooo0oo0ooao

[ e e e A o A

O
O

O Oo0oooooog

O oo oooooooogogogood
e e Y = S Y Y O O o Y
OooooooooDooooooooDoooooooDoooooooooono

Ooooooggogao

OOoo0oood
OOoo0ooood
O0Ooo0ooood
OO0Oo0ooood
OO0OoO0o0oood
O0Ooo0o0oood
OOoo0oood
OOoo0oooodg
O0Ooo0ooood

O
O
O
O
O
O

SO0 oooogoooo®@®

O 0Oooo
O 0Oooo

O Oooo

O
O
O
O
OJ
O
O

SO oDoooOoQooooo

Oooooooooooooodg
Ooooooogogogogooooodg
OO0 o0DoDooogogooooodg
Ooooooooooooood
Ooooooooooooood

O

|

)

O
O

Oooooooooooodg
Oo0ooooogooooodg
Oo0oDoooggoooo X
OOo0ooooooOoooood
Oo0ooocoooooood

Oo0Ooo0Oooao
OoOoo0Oooaoo
OoOoo0oooao

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

O
O
O
O
O
O

O Ooo0oooo
O Ooo0oooo
O Ooo0oooo
O O0Oo0gooao
O 0Ooo0oo0ooao
O 0Ooo0oo0ooao

JP 2005-505245 A 2005.

goao

O

00O

O
O
O
O
OJ

O Ooogo

O

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

O O0ooo

O

O O0ooo

ooooooao

O

O Ooo0oooo
O 0Ooo0oooo
O Ooo0oooao

O Oooo

O

O Oooo

O

O Oooo

0

-

O
O
O
O
O
O
O

O
O
O
O
O
O

O

O

O

.24

10

20

30

40

50



e R e [ [ A [

Oo0ooooooo0ooooogogooo®X

O0Ooo0oooao
OOoo0oooao
O0Ooo0oooao
OO0Oo0oooao
O0Ooo0oo0ooao
O0Ooo0oooao
O0Ooo0oooo
O0Ooo0oooao
O0Ooo0oooao
OO0Oo0Oo0ooao
O0Ooo0oo0ooao
O0Ooo0oooao
O Ooooo
O Ooooo
O 0Ooooo
O 0O oOooo
O 0Ooo0ooo
O 0Ooooo

Oo0oooooo4o0 oo oooooDooDooogogoo-g

OoooooooDooDoooooooDoooogoooao

Oo0oDooooooooogdg

OooDooooooooooogodg
Oo0oooooogoooooogod
OO0 oDoDooogog4gogoooooogod
OooooocoooooooogoQg X

Ooo0oo0oood

O 0Oooo
O oOooo
O oOooo
O 0Ooo
O o0Oooo
Q OO O

OO0 ooooooggogog
OO0 oooDoooggogog
Oooooooooogoogoo
OooooooogoQgg

O
O
O
O
O
O
O
O

Ooooooooooogogood
Ooooooodgdg

O 0o x O

O O0oo0ooOoo
O Ooo0ooo
O Ooooo
O Ooooo
O OooOooo
O OoOgooo
O Ooo0ooOoo
O Ooo0ooo
O Ooooo
O Ooooo

O
O
O
O
O
O
O
O
O

O
O
O
O
OJ
O
O
O
O

Ooo0oo0oood
Ooo0ooood
OoOooooogod
OoOoo0oooogod
OOo0o0oooogod
OooOoo0ooood
Ooo0Ooo0ooo x O™
Oo0o0ooood
OoOoo0oooogod
OoOoo0oooogod
OOo0o0oooogod

O 0Ooo0oooo
O Oooooao
O OooQgooao
O O0Oo0gogoao
T Oo0ooOgoog
O 0Ooo0oooao
O 0Ooo0oooao
O 0Oooooao
O Oogooao
O O0Oo0oogoao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooo

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

O 0Oooo
O oOooo
O 0Oooo
O 0Ooo

O
O
O
OJ
O
O
O
O
O
OJ

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

O 0Oooo
O 0Ooo
OO x O

L S R |
L S R |
O oOooo
O 0Ooo

O 0Oooo
O 0Ooo
O 0Ooo

O

|

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

O o0ooo
O 0Oooo
O oOooo
O oOooo
O Oooo

O
O
O
O
O

O o0ooo
O oOooo
O o0Oooo
O oOooo
O 0Oooo
O o0Ooo
O o0Oooo
O oOooo
O oOooo
O 0Oooo
O 0Oooo
O 0Ooo
O 0Oooo
O oOooo
O o0Oooo
O oOooo
O 0Oooo
O o0ooo
O o0Oooo
O 0Oooo
O o0Oooo
O oOooo
O 0Oooo

O

O
O
O
O
O

O
O
O
O
O

JP 2005-505245 A 2005.

O
O
O
O
O
O
O
O
O
O
O

O
O
X
O
O
O
O
O
O
O
O

O
O
O
O
O

O
O

.24

O 0Ooo

O

10

20

30

40

50



L [ e e e e e [ e e e e e [ [ [ o [

O

Ooooooooo0ooooooo0oooooogogogoo
OOooooooooooooo4o0oooooogogogoao
OOo0oooooo0oooooog4Qg=oooogogoao

O oOood

O
O
O
O
O
OJ
O
O
O
O
O
OJ
O
O
O
O
O
O
O

Oo0oooooooDooooo4o0oooooogooao

OO0 oooooo0oo0oooDoooogogooooaog
OO0 oooooggoooooogogogogooooaog

O
O

Oooooooooooooooooogoaog
OooooooooooooobooooO0ooOooOoad

OO0 oDooo0gooDoDooUog4goooooogogdg
Oooooooooooooooooooooogdg
OoooooooooDooooooooooogogoQgog

Ooooocooooooooogodg

OooooooQogoooao

Oo0oooogoQgdg

O
O
O
OJ

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

OoooooQgogoao
OooooogoQgogaoQg
OO0 oooogQgogaog
Oooo0oooOgogoao
OooooooQgogoao
OooooooQgogoao
OooooogQgogoaoQg
Oooooogogogaog
OO0 oooogogaog
Oooo0oooOoogoao
OooooooQgogoo
OoooooQgogoao
OoooooQgogoao

O
O
OJ
O
O
O
O
O
OJ
O
O
O
O

OooooogoQgdg

O OooOooo
O Ooooo

Ooooooggg

O

O

OoOoooogoood

OOoo0oo0oo0ooao
OoOoo0ooooao
OOoo0ooooao
O X Ooooog
OOoooooaog
OO0Oo0ooooog

O OoOooo
O Ooo0ooo

O Ooo0ooOoo
O Ooooo

|

O

|

0O 0o0oofd
OoOoo0ooooaog
OOoo0ooooog
OOoooooaog
O0Ooo0ooooaog
O0Ooo0oo0oo0ooao
OoOoo0oo0oooao
OoOoo0ooooao
OOoo0ooooaog
OOoo0ooooaog
OO0Oo0ooooaog
O0Ooo0oo0oo0ooao
OoOoo0oo0oooao
OOoo0ooooao
OOoooooog
OOoo0ooooaog

O

O Ooooo

a

O Oooo

%)

Ooo0oo0ogao

OoOoo0oooogod
Ooo0Ooo0Ooood

50O 0 0O
O Ooo0ooo

[}

O 0Ooo0gooo
O o0Ooooo

I [
O Ooogoog
[ Y
O 0Ooo0oo0oo
O 0Ooo0gooo
O 0Ooo0ooo
O 0OooOgooo

e S

O

[ ]

O Oooo

JP 2005-505245 A 2005.

O 0OooOooo
O 0Oo0ooOoo
O 0Ooo0ooo.o
O 0Ooooo
O Ooooo
O Ooooo
O 0OooOooo

O
O
O
O
O
O
O
O
O
O
O

DEI

DDDDD

DDD DDD
“opo®oo®o0 %0
o"o"oo"onoP "
o"opo®oonp® @

0

0

.24

0

10

20

30

40

50



[m]

Iy e e ) R e [ I Ay By

Oo0ooooooo0 oo oooo0 oD oooDoDoooo0oDoDoooogogQgooao
Oo0oooooo4oooDooooo oD oooDoDoooo0oDoDoooogoggooao
OoOo0oooDooooooDoooggUoooDoDoDooooogoDoDoooogoggooao
o000 oDoo0ogogQUoooDoooUdUUUoUoDoDooUUUooDoooggogooao
Ooo0oooooooo0 oo oooo oo oDoDoo o oo ooooogooao

a

Oo0ooooooooooooaog

0O oo ogdg

[}

00O
Ooooooooooooooaog
OO0 oDoDoooogooooogod

OOooooooooooood

O Oooo

[}

oo oooooooogoQgogoo
Ooooooooooooogodg

Oooooooogoogooao

Ooooooooooooooaogo

O Ooooo
O Ooooo
O Ooooo

Oo0oo0oood
OoOoo0oood
OoOoo0ooood
O Ooooo
O 0OoOooo
O 0Ooo0ooao
O 0Ooooo
O Ooooo
O Ooooo
O 0Ooooo
O 0O oOooo
O 0Ooo0ooo
O 0Ooooo
O 0Ooooo
O Ooooo
O 0OooOooo
O 0Oo0ooOoo
O 0Ooo0ooo
O 0Ooooo
O Ooooo
O Ooooo
O 0OooOooo
O 0Oo0ooOoo
O 0Ooo0ooo
O 0Ooooo
O Ooooo
O Ooooo
O 0OooOooo
O 0Oo0ooOoo
O 0Ooo0ooo.o
O 0Ooooo
O Ooooo
O Ooooo
O 0OooOooo

O
O
O
O
OJ
O
O
O
O
O
OJ
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

Oo0ooooooogooooog

OO0 oooooo4gogooooog

SO oOooOoQgoooodg

O

O

OO0 oooDooogog4Qgooooog
OO0 oDooDooogogdQgoooao
Ooo0oooooogogooo
oo ooooooQgogooo

O
OJ
O
O
O
O
O
OJ
O
O
O
O
O
O
O
O
O
O

OO o0o4goQgooo
OooDooooOooogogo
OooooooooOodg
Ooooooooogogogog
OooooooogoQgg
Oooooooogogg
OO0 oooooogogg
OooDooodgood

[ o R |

O

OoooooogoQg™g
OoooooogoQgdg
Ooooooggdg
OO0 oooogogdg
OooooooogoQgdg
OooooooogQgdg
OooooooogQgodg
OoooooogoQgdg
Ooooooggg

O 0oo o

OooooooooOog
OoooooooogooQgg

(6)

O Oooo

L R

O Oooo

L R |
O OoOgoo
O O O

O Oooo

O 0O oo
O 0Oooo

O 0ooo

50O

O O

O 0Oooo

O Ooo0ooo
O Ooooo
O Oooo
O Oooo
O 0O oo
O 0Oooo
O 0Oooo
O Oooo
O Oooo
O 0Oooo
00O

O Oooo

O Oooo

JP 2005-505245 A 2005.

O Oooo
O Ooogo
O 0ooo
O 0Oooo

I I
O Oooo
O Oooo

O
O
O
O
O

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

O
O

.24

10

20

30

40

50



e R e [ [ A [
e e e e e e e A [
e e e e ) [ |
e e e e e ) e e e e e [ B s [ |
e e e e e e e e e s [ |
) R [ R e e [ A B [

Ooo0ooooooo o0 oo oooo0 oo ooooQgogoo

Oooooooooooooo0ooooooooooao

O0Ooo0oooo
O0Ooo0oooao
O0Ooo0oooao
OO0Oo0Oo0ooao
O0Ooo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Oo0Oo0ooao
O0Ooo0oo0ooao
O0Ooo0Oooao
O0Ooo0oooao
O0Ooo0oooao
O 0Ooo0oooaog
O0Oo0oo0ooao
O0Ooo0oo0ooao
O0Ooo0oooao

O Ooooo
O Ooooo
O OoOooo
O O o0goo
O Ooo0ooo

O Ooooo
O Ooooo
O OooOooo
O 0OoOgooo
O 0Ooo0ooOoo
O Ooooo
O Ooooo
O Ooooo
O OooOooo
OO oOgoo
O 0Ooo0ooo
O Ooooo
O Ooooo
O Ooooo
O OooOooo
O 0Oo0ooOoo
O 0Ooo0ooo
O Ooooo
O Ooooo
O Ooooo

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

OO0 o0Doooooo0ooooogQgogoo
OO0 oo oooo4o0ooDoooggogoo
OO0 0o oDooogooooooggogog

O 0Oooo
O oOooo
O oOooo
O 0Ooo
O o0Oooo
O o0Oooo
O oOooo
O oOooo
O 0Oooo
O 0Ooo
O o0Oooo
O 0Oooo
O 0Oooo
O oOooo
O 0Oooo
O o0ooo
O o0Oooo
O 0Oooo
O oOooo
O oOooo
O 0Oooo
O 0Oooo
O 0Oooo
O oOooo
O o0Oooo
O oOooo
O 0Oooo
O 0Oooo
O 0Oooo

OO0 o0DoDooo4o0ooooooggogaog
OoooooooooooooQgogoao
OoooooooooooooQgogoao

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

O 0o oo
O Ooogoo
O Ooogo
O O oo
I Y
O 0o oo
O 0Ooogoo
I [
O Ooogoo
I ) [
O 0o oo
O 0o oOoo
O Ooogoo
O Ooogoo
I [ [
O O oo
O 0o 0o o
O 0o oo
O Ooogoo
O Ooogoo
I [ [y
O O ogo
O 0o oOo o
O 0o oOoo
O 0o oo
O Ooogo
O 0o oo
O O ogo

OoooooogooQogoooao

O
O
O
(]
O
O
O
O

OO0 o0 oooooogdg
O oo oooooogodg
OO0 oo ooooogodg
oo ooooooogodg
oo o oooooogodg
oo o0 oooooogodg
OO0 o0 oooooogodg
OO0 o oooooogodg

D)

O 0Oo0oo0oo0oao
O0Ooo0oo0oo0oao
OOoo0oooao
OOoo0oooo
O Ooo0oooao
O Oo0ooogoao
O 0Oo0oo0oo0oao
O0Ooo0oo0oo0oao
OOoo0oooao
OOoo0oooo
O Oooo
OO oo
O 0O oo
O 0Oooo
O 0Oooo
O Oooo
OO oo
OO oo

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
O
O
O

JP 2005-505245 A 2005.

goao

O

O Ooogoo

O

O 0ooo

O

O 0Oooo

ooooooao

O

O Oooo

O

O Oooo

O

O Oooo

0

O Ooogo

O

O 0ooo

O

O 0Oooo

O

O Oooo

O
O
O
O

O Oooo

O Oooo

.24

O Ooogo

10

20

30

40

50



SO0 ooo0ooogo

00O
00O

L B

e e e e e [ R Iy

Ooooooogd
Ooooooogd
Oooooogd
OOooooogd
OoOoo0oo0oo0ooao
O Ooo0ooo

O Ooooo

00O

I e [y e e e e e

L S R o |

00O

[ ]

00O

OO0 oooooo0ooooDooodo oo oooooUoooDoDooDoooUoooDoDooogoggogoao

Oo0oooooooooDooooooooDoDooogogooao

50O
o

O

00O
o
O

OO0 oogg QU oDooo4doooooogogooao
Oo0ooooooo0oooooooooooogooao

OoooDoooogogood

0T O 0O

Oo0ooooooodg

O 0Ooo0oo0ooao

t oD oo oo ooooQgogooo
OO0 oooooo o0 oo oooo0o oo oooogooao

OooooooooogogooQg

O

OoooooogoQgoo
Oo0oooogog® ™
Oooooggoao
Oo0ooogoQgogao
Ooooooogoao
Ooo0oooogooQgoao
Ooo0oooogoQgoao
Oo0oooogogh

e [ I |
oo ogogoooooo

OO0 oooooogogQgoooo
OO0 oooooogogogoo

O Ooooo
O OoOooo

Do ooggogoog

Ooooooooooooooogoooao
Oo0ooooooooooooogoooao
Oo0ooooooo0oooooogoooao
Oo0ooooooo0oooooogoooao
OOo0ooooo4ooooooogoooao
OO0 0o ooodoooooogogdgoooao
Ooooooocoooooooogoooao
Ooooooooooooooogogoooao
Oo0oooooooooooogoooao

Ooooooooooogooogo

O O0Oo0ooOoo
O Ooo0ooo

O

O Ooooo
O Ooooo

Ooooooggogao
Oo0DooogQgogao
OooooooQgoao
Ooo0oooogoQgoo
OoooooogoQgoo
OoooooogQgoao
Ooooooggogao
OooOoo0oooogoo
Ooo0oooooQgoo
Ooo0oooogogoo
OoooooogogQgoao
OooooogQgoao
Ooooooggogao
OooOoo0ooogoo
Ooo0ooooogoo
Ooo0oooogoQgoo

O OooOooo

(8)

O Ooog =20
oD oo Qgooooo O

OoooooogoQgdg

O Oooo

O Ooo0ooOoao

b boooQoooooo
OO0 ooDooogog4gogooooogod

OO oo

O O

90 0 O
O Ooo0ooo

[}

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

Oo0Ooo0ooOo 20O

O

I [ [ Iy
I [ |
O 0o oo
O 0o oo
I [ [
O 0o oo
O 0Ooogoo
O 0Ooogoo
O 0o oo
O 0o oo
=]
[ B R |

JP 2005-505245 A 2005.2.24

DDD

oo o"
DDDDDDDDD
o"popo"oo"o"Pp"
oo"o0oo0oo0" "0

O
m]

O
O 0o oo
O Oooo

Ooooooogd
Oooooogd
OoOooooogd
OoOoo0ooooogod
Oooooooogd
Ooooooogd
Ooooooogd
Oooooogd
Ooooo<®T god

10

20

30

40

50



e e [y s e e [y [ A [

OoOooooooo0oooooo oo oDoooooD oo oDooDoo0DUoooDoDoDo*® 0o oDoDooooooooao

e e e e e R s [ s [ |

O

L R o [ |

Oo0ooDoooo0oooooo4ogooooogogoao

L R [ o [ |

e I Y |

Oooooooooodg
O Oooo

O Oood
[ I N Ry

Oooo0oogoood

OO oo
O 0ooo
O 0Oooo

OO0 oooooooooogooodg

Ooo0ooooooooooooooooooooogooao

OoooDooo4o0ooDoooog4gogoooooaog
Ooo0oooooooo0 oo oooo0oooooogooao

OoOooooood

Ooo0ooooQodg

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 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 0Oooo
O 0Oooo
O Oooo
O 0Ooo
O 0ooo
O 0Oooo

O
O
O
OJ
O
O

O
O
O
O

O
O
O
OJ
O
O
O
O
O
OJ
O
O
O
O
O
O
O
O
O

O Oooo

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

O
O
O
O
O
O
O
O
O
O
O

-

O Oooo

O 0O oo
O O0ooo

|

|

[ i Ry
O Oooo

[ R |
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
O Oooo
OO oo
O 0o o
O 0Oooo
O 0Oooo
O 0Oooo
O Oooo
O 0Ooo
O 0Ooo
O 0Oooo
O O0ooo
O 0Oooo

O Oooo

O
O
OJ
O
O
O
O
O
O
O
O

O Oooo

O 0Oogo
O 0ooo

|

[

|

O Oooo

€))

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

O
O
O
O
O
O
O
O
O

JP 2005-505245 A 2005.

goao

O

O

O

O
O
O
O
O
O

oooooooao

O

O

O

0

O

o —0O

O
O
O

g o
oad
— 00

O

O
O
O

O
O
O

O
O
O

O
O
O

O
O

O

O

O
O

.24

10

20

30

40

50



e R e [ [ A [
e e e e e e e A [
e e e e e e e [ [ = B [

e e e e e ) e e e e e [ B s [ |
e e e e e e e e e s [ |
) R [ R e e [ A B [

Oooooooogdg

oo ooooooQgooooao
OO0 ooooooQgoooo
OO0 oooooogogQgoooo
OO0 oooDoooggoooo
OO0 oDooDooogogdQgoooao
Ooooooooogogoooao
oo ooooooQgoooo
OO0 oooooogoQgoooo
OO0 oooooogoggQgoooo
OO0 oooDooogoggQgogoooao
OO0 oo oDooogogdQgoooao
Oooooooogoooao

Ooooooooooooao
Oo0ooooooOoooooao
Oo0oooooogoogogoooao
OO0 ooooogogooooao
OO0 Oooooogogogoooao
OOo0ooooocoooOooooao
Ooooooooooooao
Oo0ooooooooooao
Oooooooogoooooao
OO0 ooooogogogoooao
OO0 oo ooogogogoooao
OOo0ooooooooOooooao
Oo0ooooooOoooooao
Oo0ooooooooooao
Oo0oooooogogogooooao
OO0 ooooogogogoooao
OOo0ooooooooOooOoobooao
OOo0oooooooooooao
OoooooooOoooooao
Oo0ooooooOoooooao
Oo0oooooogogogoooao
OO0 ooooogogogoooaog

OooooooooQgodg
oo ooooogooQgdg
OO0 ooooogoogg
OO0 oooooggdg
OO0 oooooogdg
OoooooooOodg
oo ooooooQgodg
oo ooooogooQgodg
OO0 ooooogoQgdg
OO0 ooooogoogdg
OO0 oooooogdg
OoooooooOodg
OooooooooQgodg
oo ooooooQgg
OO0 ooooogoogg
OO0 oooooggg
Oooooooood
OoooooooOodg
oo ooooooQgdg
oo ooooooQgog
Ooooooogogogdg

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

oo o oooooogodg

oo ooooooQgoooo
OO0 oooooogoggQgoooo
OO0 oo oDooogoggQgogoooao
Oo0oooooooogooOoooao
Oooooooogogoooao
OO0 ooooooQgoooo
OO0 oooooogoQgoooo
OO0 oooooogoggQgoooo
OO0 oo oDooogoggogoooao
Ooo0oooooooogooOoooao
Oooooooogogoooao
oo ooooooQgoooo
OO0 ooooooQgoooo
OO0 oooooogoggoooo
OO0 oo oDooogoggogoooao
Oo0oooooooogoooao
Oo0oooooogoooao
oo oooooogoQgoooo
OO0 oooooogoQgoooo

[ |

JP 2005-505245 A 2005.

oooooobooao

Ooo0ooooooood

OOooooocooogogoooao
OoooooooOoogoooao
Oo0ooooooooooao
Oo0ooooogogooooao
OO0 ooooogogogoooao
OOo0ooooooooOooooao
OOooooocooooooao
Oo0ooooooOoooooao
Oo0ooooooooooao
OO0 ooooogogogoooao

0O O

Oooooogogdg
I [ |
OooooooQgodg
OooooooQgdg
Oooooogoogdg
Oooooogogdg
Oooooogogdg
OooOoo0ooooOodg
OooooooQgodg
OooooooQgdg

OooooooQgdg

Ooooooogoggoooao

Oooooogoogdg

.24

OO0 o0ooDooogogogo OO0 ooDoogQgoooao

Oooooogogdg

10

20

30

40

50



e R e [ [ A [
e e e e e e e A [
e e e e ) [ |

OO0 oooooogogogooao
OO0 oooDooogogogoao
Ooooooooogooao

Oo0oooooo0oooooooooDoooDoDooUooUDoooDoDoDoooogoooooogdg
e e e s e e e e ) e Y s [
Ooooooooo oo ooooo oD oo oooo0o o0 oo ooooooooooodg

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 Ooooo
O Ooooo
O Ooooo
O OoOgoo
O O0Ooo0ooo
O 0Ooo0ooOoo
O Ooooo
O Ooooo
O Ooooo
O O o0goo

OooooooooQogooao
OoooooogooQgooao
OoooooogogQgooao
Oooooooggogoao
OO0 oDoDoooggogoao
Ooooooooogooao
Ooooooooogooao
OoooooogoQgooao
OoooooogogQgooao
Oooooooggogooao
OO0 oDoooggogoao
OooooooooQoooOoao
Oooooooogoooao
OoooooogogQgooao
OoooooogogQgooao
OoooooogQgogoao
OooooooooOooOooOoao
OooooooooQgooOoao
Oooooooogooao
OoooooogogoQgooao
Ooooooogogogogooao
Oooooooggogoao
OooooooooOoooOoao
Ooooooooogoooao
OooooooooQgooao
Ooooooogogogooao

O
O
O
O
OJ
O
O
O
O
O
OJ
O
O

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

O
O
O
O
O
O

O O0ooo

OO0O0Oo0oo0oooao
OOoo0ooooao
OO0Ooo0ooooao
O 0Oo0ooooao
O O0Oo0OooOoooao

O
O
O
O
OJ

O
O
O
O
O

O 0Ooo0ooo
O 0Ooogoo
O Ooogoo
O O0Oogoog
O O0OoQgogaog
O 0Ooo0ooo
O 0Ooo0gooo
O 0Ooo0ooo
O Ooogoo
O 0OooQgogoog
Y [ Y
O 0Ooo0ooo
O 0Ooo0gooo
O 0OooOgooo
O Ooogoog
Y [ Y
O 0Oo0oo0oo
O 0Ooo0gooo
O o0Ooooo
I [
O Ooogoog
[ Y

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

O 0Oooo

O Oooo

O Oooo

O oOood

O

O O0ooo

O0Ooo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Oo0Oo0ooao
O0Ooo0oo0ooao
O0Ooo0Oooao
O0Ooo0oooao
O0Ooo0oooao
O 0Ooo0oooaog
O0Oo0oo0ooao
O0Ooo0oo0ooao
O0Ooo0oooao
OoOoo0oooo
O0Ooo0oooao
O0Oo0oooao
O0Oo0oo0ooao
O0Ooo0oooao
OOoo0oooao
OOoo0oooo
O0Ooo0oooao
O0Oo0oooao
O0Oo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
OOoo0oooao
O0Oo0Ooogoao

O O0ooo

O Oooo

O Oooo

O Ooogo

O oOood

O

O O0ooo

O Oooo

(11

oad

O O
O O

O Oooo
O Oooo

O
O

O

O
O
O
O
O
O
O
O
O
O
O

O
O
O
O

O Ooogo

O
O
O
O
O
O
O

O 0ooo

O O0ooo

O O0ooo

O
O
O
O
O
O
O
O
O
O
O
O
O
O
OJ

JP 2005-505245 A 2005.

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

OOo0oooooogoQgg

OO0 oooooogogg

OoOo0oooooooOod

Oooooooooodg

OoooooooogooQgog

OO0 oooooogoQgog

OOo0oooooogogg

.24

OO0 oooooogogdg

10

20

30

40

50



e R e [ [ A [

Oo0ooooooQgoooao
Oo0oooooogoQgoooao
OO0 oooDooogoggoooaog
OO0 oooDooogoggoooaog
Ooooooooogogoooao

O 0Ooo0oo0ooao
O Ooo0oooo
O Ooo0oooo
O O0Oo0oooao
O O0Oo0gooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O Ooo0oooo
O Ooo0oooo
O O0Oo0oooao
O O0Oo0oooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O Ooo0oooo
O Ooo0oooo
O O0Oo0gooo
O O0Oo0oo0ooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O Ooo0oooao
O Ooo0oooao
O O0Oo0gooao
O 0Ooo0oo0ooao
O 0Ooo0oo0ooao
O 0Ooo0oooo
O Ooo0oooo
O Ooo0oooo
O Oo0ogooao
O O0Oo0oo0ooao
O 0Ooo0oo0ooao
O 0Ooo0oooo
O Ooo0oooo
O Oooooao
O O0Oo0oooao

I s e e e e e s s e I
e s e e e e s s e I o
e s e e s e e e A e s s e Y o A
e e s e s s e e e ) e e s s e Y o
oo oooOoooo0 o oo ooo o o0 o oD oo oo o0 oo oD oo oo ooooo

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

OO0 ooooooooooooao
oo oo ooooogooooooo

O0Ooo0oooao
O0Ooo0oooo
O0Ooo0oooao
O0Ooo0oooao
OO0Oo0Oo0ooao
O0Ooo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Oo0Oo0ooao

O
O
O
O
OJ
O
O
O
O
O
OJ

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

OoOoo0oo0oooao
OOoooooao
OO0Ooo0ooooao
OOoo0ooooao
O 0O0o0ooooao
OOoo0oo0oo0ooao
OOoo0ooooao
OOoo0ooooao
OOoo0ooooao
O O0Oo0ooooao
O O0O0o0ooooao
O0Ooo0oo0oooao

O0Ooo0oo0ooao

OOoo0oooo

Oooooooooooogdg
Ooooocogogooooogdg
OO0 O0OoDoogogooooogd
Ooooocoooooooogodg
Ooooocoooooooogdg
Oooooooooooogdg
Ooooooooooooogdg
OO0 oDoDooogooooogdg
OO0 Oo0ooDoogogooooogd
Ooooocoooooooogd
Ooooooooooooogdg
Ooooooooooooogdg
OooDoooooooooogdg
OoDooDoogogooooogd
Ooooooooooooogod
Ooooocoooooooogod
Ooooooooooooogdg
Oooooooooooogdg
OoooDoooooooogdg
OoDoDoDoo4gogooooogd
Ooooocooooooood
Ooooocoooooooogod
Oooooooooooogdg
Oooooooooooogdg
Oooooooooooogdg
OoDoDoDoogogooooogd
Ooooocoooooooogod
Ooooooooooooogdg
Ooooooooooooogdg
Oooooooooooogdg
Ooooooogoooooogdg
OO0 oDoDooogooooogd

OOoo0oooo

O0Oo0oooao

OoOoo0oo0odao

O0Ooo0oo0oo0oao

O0Ooo0oooao

O0Ooo0oooo

O0Ooo0oooao

O 0Oo0oooao

OoOoo0oo0odgano

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 Ooooo
O Ooooo
O Ooooo
O OoOgoo
O O0Ooo0ooo
O 0Ooo0ooOoo
O Ooooo
O Ooooo
O Ooooo
O O o0goo

O0Ooo0oo0oo0oao

Oo0Ooo0Oooaoo
OoOoo0oooao
OoOoo0oooao
OOoo0oooo
O0Oo0oo0ooao
O0Ooo0oo0ooao
OoOoo0oooaoo
OoOoo0oooaoo
OOoo0oooao
OO0Oo0ooogoao
O0Oo0oo0ooao
O0Ooo0oooao
OoOoo0oooaoo
OoOoo0oooao
OOoo0oooo
O0Oo0oooo
O0Oo0Ooo0ooao
Oo0Ooo0ooao
OOoo0oooao
OoOoo0oooao
OoOoo0oooao
O0Oo0oooo

O0Ooo0oooao

(12)

O O
O O

O0Ooo0oooo
OOoo0oooao

O
O
O
O
O
O
O
O

O
O
O
O
O
O
O
O

O 0Oo0oooao

O 0Oo0oo0oo0oao

O0Ooo0oo0ooao

O0Ooo0oooao

O0Ooo0oooo

O0Ooo0oooao

O
O

JP 2005-505245 A 2005.

O 0Oooo
O 0Oooo

O
O
O
O
O
O
O
O
O
O

N
n

10

20

30

40

50



e R e [ [ A [
e e e e e e e A [
e e e e ) [ |
e e e e e ) e e e e e [ B s [ |
e e e e e e e e e s [ |
) R [ R e e [ A B [

O Ooo0ooOoo
O Ooooo
O Ooooo
O Ooogoo
OO o0gogog
O 0Ooo0ooo
O 0Ooo0ooo
O Ooo0ooo
O Ooogoo
O Ooogoo
OO oOgogo
O 0Ooo0ooo
O Ooo0ooo
O Ooo0ooo
O OooOooo
O Oogoao
O 0Ooo0ooo
O 0Ooo0ooOoo
O 0Ooooo
O Ooooo
O OooOooo
O Ooogoo
O 0Ooo0oo0oo
O 0Ooo0ooo
O Ooooo
O 0Ooo0ooo
O Ooogooo
O Oogoo
O O0Oo0ooo
O 0Ooo0ooOoo
O 0Ooo0ooo
O OooOooo
O Ooogooo
[ Y

O 0o oo

O Ooo0ooOoo
O Ooooo
O Ooooo
O Ooogoo
OO o0gogog
O 0Ooo0ooo
O 0Ooo0ooo
O Ooo0ooo
O Ooogoo
O Ooogoo
OO oOgogo
O 0Ooo0ooo
O Ooo0ooo
O Ooo0ooo
O OooOooo
O Oogoao
O 0Ooo0ooo
O 0Ooo0ooOoo

Ooo0ooooQodg

O 0Ooo0ooo
O 0Ooooo
O Ooooo
O 0Ooooo
O 0OoOooo
O 0Ooo0ooao
O 0Ooo0ooo
O Ooooo

OooooooQgogoao
OooooooQgogoao
OoooooQgogoao
OooooogoQgogaoQg
OO0 oooogQgogaog
Oooo0oooOgogoao
OooooooQgogoao
OooooooQgogoao
OooooogQgogoaoQg
Oooooogogogaog
OO0 oooogogaog
Oooo0oooOoogoao
OooooooQgogoo
OoooooQgogoao
OoooooQgogoao
Ooooooggogaog
OoOoo0oooOooOoao
Oooo0oooQgogoao
OoooooQgogoao
OoooooQgogoao
OooooogQgogoao
Ooooooggogaog
OoOoooooOoogoao
Oooo0oooQgogoao
OoooooQgogoao
OoooooQgogoao
Oooooogogogoaog

Ooooooog

Ooooooogdg

Ooooooog

Ooooooogdg

O oo oooog

OOooooogdg

O Oo0oooooog

Oooo0oogoood

Oooo0ogoooogo

OOoo0oooOod

Ooooooooo

Ooo0oooQgodg

Ooooooooog

Ooooooogdg

Ooooooog

Ooooooogdg

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

O oo oooog

OOooooogdg

O O0ooooog

OoOooogoood

Oooo0ooogo

OOoo0oooOod

Ooooooooo

Ooo0ooooQgodg

Ooooooog

(13)

O
O

Oooooogdg

Ooooooog

Ooooooogdg

OOoooooog

OOooooogdg

O Oo0ogooooog

OO0Oo0oo0oo0ooao
OOoo0oo0oo0ooao
OOoo0ooooao
OOoo0ooooao
OOoooooao
O O0Oo0ooooao
OO0Ooo0ooO0oo0ooao
O0Ooo0oo0oooao
OOoo0ooooao
OOoo0ooooao
O Ooo0ooooao
O 0Oo0ooooao
OO0Oo0oo0oo0ooao
OOoo0oo0oooao
OOoo0ooooao
OOoo0ooooao
O Ooo0ooooao
OO0Oo0ooooao

OoOooOoooooo

Oooooooo

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

Ooooooog

Ooooooog

OoOoooooog

JP 2005-505245 A 2005.

goao

O

O 0O0ogooooog

O

OoooOoooooo

O

Oooooooo

oooooooao

O

OOoo0ooood
OOoo0ooood
O0Ooo0ooood
O0Ooo0ooood
O0Oo0Oo0oood
OoOoo0o0oood
OOoo0ooood
OOoo0ooood
O0Ooo0ooood
O0Oo0ooood

O

O
O
O
O
O
O
O
O

OOoooooogod
OoOooooood
Ooooooood
Oooooooodg
Oooooooodg
OoOoooooogod
OO0 ooooogod

.24

10

20

30

40

50



Ooooooooooooooogogoooao
Ooooooooooooooogoooao
Oooooooo0oooooogogoooao
OOo0ooDoooooooooogogogoooao

OoOoooOoooDooooooooogoog

Ooooooooooooooogogogoao

OO0O0Oo0oo0oooao
OOoo0ooooao
OO0Ooo0ooooao
O 0Oo0ooooao
O O0Oo0OooOoooao
OO0Ooo0oo0oooao
OO0o0o0ooooao
OOo0o0ooooao
OO0Oo0ooooao
O O0Oo0ooooao
O 0O0o0ooooao
O0Ooo0oo0oooao
OOoo0ooooao
OOo0oo0ooooao
OOoo0ooooao
O O0Oo0ooooao

O0Ooo0oooao
O0Ooo0oooo
O0Ooo0oooao
O0Ooo0oooao
OO0Oo0Oo0ooao
O0Ooo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao

O
O

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 Ooooo
O Ooooo
O Ooooo
O OoOgoo
O O0Ooo0ooo
O 0Ooo0ooOoo
O Ooooo
O Ooooo
O Ooooo
O O o0goo

(14)

O0Oo0oo0ooao
O0Ooo0oo0ooao
O0Ooo0oooao
OoOoo= oo

O0Ooo0oooao
OOooo<T O

JP 2005-505245 A 2005.

O0Oo0oo0ooao
O0Ooo0oooao
OOoo0oooao
OOoo0oooo
O0Ooo0oooao
O0Oo0oooao
O0Oo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
OOoo0oooao
O0Oo0Ooogoao

10



L T e T e T e T e T e T e T s TR e T T T e T e T s T e T e T s T s T e T e B

—

ocT oDooooooooooolb

(15) JP 2005-505245 A 2005.2.24

= 7]
I pp'aa‘aa?aa’p*aa®aa®pP’P®
1 pp'laa‘'aa’aa’aa*P®aa®aa’P°P®
[ pp'laa'aa?aa’aa‘*aa’P®aa’aa’P®P'®
1V pplaa'aaaa’aa‘*aa®aa®P’aa’aa’P'°P"’
\Yj pp'aa'aa’aa®aa‘aa®aa’aa’Paa’aa'°P''P'?
Vo pp'aa'aa’aa’aa‘aa’aa®aa’aa®P®aa’'aa''P'*P’
3
=2
PlIXEIzFAONLTHY., BYIEIZIL—FS/BTH-T. —XFRBICE>THS
h (REEsR).

pp IEIN—RBETHY, FOFILEEL (KE) FEEATI/BTH>TLL, C
hiTEEEEY (non—basic) Tldk<:

aa'lIE—KEETI/BTHY., EEW. S, GELRENTHY,

aalldE—BUH7TI/ BTHY. BEP. G. WELIEIRTHY,

aallFE—BEFI/BTHY. BEP. A, RELRWTHY.

aatlEX 1 [ZOVTHEPTHY. BYDA ) IRIFFRIZOVLWTIXTZI/ETHY. &
wT. P. G, H. R. WEKLIZETHY.

aaFXIIzo2LWTIZTEEQ. N, PELIIGTHY.

£ 1oL TOaas 11 1iZoWTPaa’, X1 VIZOWTDaa’, LU
HVIZDOWTDa a(FE—EREE7I/BETHY., E¥Q. N, P, E=XGTHY.
HIZOWTHaas. 1 HIzoWTDaal’, X1 1 I[Z20WVTDaal’ HKIVIC

SNTDaa’, BEUPEVICOWTDaa'®FEIZI, AFRIETTHY.
BmE7I/8 D, E

EEH7I/B K, R

5EEFE/ B OFLW. Y

G — Juiv N — FRISF¥Y

A — PS5y Q — JILEE

P — Zoyyw D — TFANSEUR

v — nyy E — JILazUER

I 7= B 2 K — Uvu

L — a4y R — 7IL¥=

S — Y F — Z2z=ZI72=V

T — AlLA=Y H — EBEAFIY

W — RUFTrTFY Y — FRiy

<E - tEa#iLazn]

Oooo0ooao

goooooooooooooooooooaoa

oooooo”oo00o0000
oooo”ooDOoooo0OoOo0o0DOoODOoOo0oooDoD®ooDOooOoOOD0DOoOOoOoOoOoaOoan
godoooooooooooootoooooooooooooooooooooao
Ooo0oo0ooooao
goooooooooooooooooboooooobooooooooboooooooao
O0oo0gano

Oooo0ooao
0 A W A W A W R W R
Ooooooooooooooooooooooooooooooooooboao0Oaoao
I A A W R W R
godoooooooooooootoooooooooooooooooooooao
Oooooooooooooooooooooooooooooooooo0ano0anooan

Ooo0oo0oogao
Ooo0oo0ogano

10

20

30

40

50



e R e [ [ A [
e e e e e e e A [

N 5 N s e e s ey e e s [ |
“OooooooooooUo o oo oo Do oDoDooUUDoooDooDoggggoooooogdg

R ) I ) ) ) e e e e [y o

Ooooooood
Ooooooogod

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

Oo0oooooooooooogogoooo
Oo0oooooooooooogogoooao
Oo0oooooooooooogoooao
OOo0oooDooooooooogogooao
OO0 oDooDoogogoooDooodgogooao
Oooooooooooooogoogoooao
Oo0oooooooooooogogoooo
Oo0oooooooooooogogoooao
Oo0oooooooooooogogoooao
Oo0oooDooooooDo*®odogooao
OO0 oDoooogogoooDooodgogooao
Oo0oooooooooooogogoooao
Oooooooooooooogogoooao
O X Oooooooooooogoooao
Oo0oooooooooooogoooao
OO0 oooDoogogoooDooodgogooao
Ooo0ooooooooooooogoogoooao
Oooooooooooooogogogoooao
Oo0oooooooooooogogoooao

O Oooo

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
OJ
O
O
O
O
O
OJ
O
O
O
O
O
O
O
O
O
O
O
O
O

Oo0oooooooooogdg
OoDoooooooooogdg
Oooooooooooodg
Ooooo X »Oooooood
OO0 oDooo4Qgooooodg
Oo0ooooooooood
Oo0ooT= oo0oooooodg
Oooooooooooog
Ooooooogooooog
OO0 oDooogoooood
OO0 o0Dooo4gogooooodg
Oo0ooocoooooood
Oo0oooooooooodg
Oo0oooooooooodg
OoDooooogooooodg
Oo0DoDooo4gogooooodg
OOo0oOoooooOoooood
Oo0ooocoooooood
Oo0oooooooooodg
Oo0oooooooooog
Oooooo4gogooooodg
OO0 oDooo4gooooodg
OOo0ooooooooood
Oo0ooooooooood
OoDoooooooooodg
Oooooooooooog
OoDooooogoooood

Oo0oOoogQgogao
Oooooooogoo
Ooo0oooogooQgoao

oo ooooooogodg
oo o0 oooooogog
OO0 o0 oooooogg
OO0 o oooooogodg
OO0 oo ooooogdg
oo ooooooodg
oo o oooooogog
oo o0oooooogodg
OO0 o0 oooooogdg
O oo oooooogodg
OO0 oo oooogdg
oo ooooooogodg
oo o oooooogodg

Ooooooog

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

(16)

O
O
O
O
O
O
O
O
O

OOoooooog

O OooQgo x oodg

OoOooOoooooo

Oooooooo

Ooooooog

Ooooooog

Ooooooooooooodg
OOo0oooooogooooodg
OO0 ooooogooooodg
OOo0ooooooooooboood
OOooooooooooood
Ooooooooooooodg
Ooooooooooooog
Oooooooogooooodg
OO0 ooooo4gogoooood
OOo0ooooooooooood
OOoooooooooooodg
Ooooooooooooodg
Ooooooooooooog
OoDooooo4ogooooodg
OOooo0O X oog4goooood

OoOoooooog

O Oooo

JP 2005-505245 A 2005.

O 0O0ogooooog

o= OO
O 0ooo

OoooOoooooo

Oooooooo

O 0Oooo

ooooooao

O

Ooooooog

O Oooo

O

Oooooooog

O Oooo

O

O oo oooog

O Oooo

0

O
O
O

O
O
O

O Oo0oooooog

O Ooogo

O

Oooooooo

O 0ooo

O

Oooooooo

O 0Oooo

O

Oooooooogd
Ooooooogd
OOooooogd
OOoooooogd

Ooooooog

O Oooo

OOooooooog

O Oooo

O0Ooo0ooood
O0Oo0ooood

O Oooo

.24

O Ooogo

10

20

30

40

50



e R e [ [ A [
e e e e e e e A [
e e e e ) [ |
e e e e = e ) e e e e e e [ B [
e e e e e e e e e s [ |

OoOoo0oo0ooood
Oooooooogdg
Oooooooogdg
Ooooooogd
OOooooogd
OOoooooogd
OoOoo0oooogod

O Oooo
O Oooo
O Oooo
OO oo

Ooooooooogo® ogdg

O
O
O
O
OJ
O
O
O
O
O
OJ
O
O
O

Oo0ooooooooDooDooooooooooooooooaoo

Oo0ooooooooooog
Oo0ooooooooooog
Oo0ooooooogoooog
OO0 ooooogogogogoooog
OO0 oDooDoogog4gogoooog
Oo0ooooocooooooonOo
Oo0oooocooooooog
Oo0ooooooooooog
OO0 oooooogooooog
OO0 oooDoogogogogoooog
OO0 o0ooDoogogogogoooog
Oo0ooooocooooooondo
Oo0ooooooooooog
OO0 oooooogoooao
OO0 oooooogogoooao
OO0 oooDoooggoooao
Oo0oooooooOgooOoooao
Oo0oooooooogoooao
Oo0ooooooogogoooao
Oooooooogogoooao
OO0 oooooogoggoooao
OO0 oooDoooggoooaog
Oo0oooooooogogoOoooao
Oo0ooooooogoooao
Oo0ooooooQgoooao
Oo0oooooogoooao
OO0 oooooogoggoooao
OO0 oooDooogoggoooaog
Oo0ooooooogogoOoooao
Oooooooogogoooao
Oo0oooooogoQgoooao
OO0 oooooogogoooao
Oo0oooooogoggoooao
OO0 oooDoooggogoooaog

O
O
O
O
OJ

=

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

O Ooo0ooOoo
O Ooooo
O Ooooo
O Ooogoo
OO o0gogog
O 0Ooo0ooo
O 0Ooo0ooo
O Ooo0ooo
O Ooogoo
O Ooogoo
OO oOgogo
O 0Ooo0ooo
O Ooo0ooo
O Ooo0ooo
O OooOooo
O Oogoao
O 0Ooo0ooo

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

OooooooooQgooao
OoOooOo>o00000n0g00
OO0 oooooogooao
OO0 oooooogogogooao
OO0 oooDooogogogogoao
Ooooooooogooao
oo ooooooQgooao
OO0 ooooooQgooo
Oo0oooooogooao
OO0 oooooogogogogoao
OO0 oo oDooogogogoao
OooooooooQgooao
oo ooooooQgooao
OO0 ooooooQgooao
OO0 oooooogogooo
OO0 oooooogogogogoao
OooooooooOgoOooao
OooooooooQgooao
oo ooooooQgooo
OO0 ooooooQgooo
OO0 oooooogogooao
OO0 oooooogogogoao
Oo0oooooooOgoOooao
OooooooooQgooao
O X OoooooQgooao

O
O
O
O
O
O
O
O

O
O
O
O

O
O
O
O
OJ

a7

ooooooao
ooooooao
ooooooao

O
O
O

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

O O
O d
0O O
O O
O O
O O
O d

JP 2005-505245 A 2005.2.24

oooooooOooogogao
oooooooDoooogao
ooooooooao

O oOooo
O 0Ooo

O d
0O O
O O
O O
O O
O d
O d
0O O
O O
O O
O O
O O
O d

X Ooooooooogogdg
OO0 oooooogogogooao

oD oo oOoooooo
SO oO0oo0ooo0oooooo
oo ooooooQgooo
oo ooooooQgooo
oo oooooogooo
OO0 oooooogooao
OO0 oooDooogogogogoao

O

10

20

30

40

50



e R e [ [ A [

Oo0oooooooooooogogoooao
Oo0oooooooooooogoooao
OOo0oooooooooooogogoooao
OO0 oooDoogog4oooDooodgogooao
Oooooooooooooogogogoooao

OOoooooo0ooooooo0 oo oDooooooDoooogoQgoao
OOooooooooooooo0 oo oDooooooDooogogoao

O
O
O

OOoDoDooDooo4o0ooooooooooDoDooogogogoooao
OO0o0ooDooo0ddoooooUogUDoooDoDooogooooao
Oooooooo0oooooooooDoooooooooao

O
OJ
O

Ooo0oo0oood
Ooo0ooood
OoOooo x Ood
OoOoo0oooogod
OOo0o0oooogod

O0Ooo0oooao
OOoo0oooao
OOoo0oooao
O Oooooao
O 0Oo0ooogoao
O0Ooo0oo0oo0oao
O0Ooo0oooao
OOoo0oooao
OOoo0oooao
O Ooo0oooao
O OoO0ooogoao
O0Ooo0ooo0oao

Ooo0oooogoQgdg

O
O
O
O
O
O

O0Ooo0oooao
OOoo0oooao
OOoo0oooao
O Oooooao
O 0Oo0ooogoao
O0Ooo0oo0oo0oao
O0Ooo0oooao
OOoo0oooao
OOoo0oooao
O Ooo0oooao

OoOoo0oo0oooao
OOoo0ooooaog
OOoo0ooooaog
OOoo0ooooaog
OO0Oo0ooooaog
OOoo0oo0oo0ooao

Oo0oooogoQgdg

OooooogoQgdg

Ooooooggg

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

|

50O

OooOoo0oood
Ooo0ooood
OoOoo0oooogod
OoOoo0oooogod
OO0 o0oooogod
OooOoo0ooood
OooOoo0oood
Oo0ooood
OoOoo0oooogod
OoOoo0oooogod
OoO0Ooo0Ooood
OooOoo0oood
Oo0o0o0oood
OoOoo0ooood
OoOoo0oooogod
OoOoo0oooogod
I B
OooOoo0ooood
OoOoo0oood
Ooooood
OoOoo0oooogod

O o0Oooo

O 0Ooo0oooao
O 0Ooo0oooao
O 0Oooooao
O Oogooao
O O0Oo0oogoao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooo
O Ooogoooo
O Ooogooao
O 0Oo0oo0ooao
O 0Ooo0oo0ooao
O 0Ooo0oooo
O 0Ooo0oooao
O 0Ooogoooao
O Ooogooao
O 0Oo0oo0ooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao
O Ooogooao
O O0Oogooao
O 0Oo0ooOooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao
O Ooogooao
O O0Oogogoao

Y [ Y
O 0Ooo0ooo
O 0Ooo0gooo
O 0OooOgooo
O Ooogoog
Y [ Y
O 0Oo0oo0oo
O 0Ooo0gooo
O o0Ooooo
I [
O Ooogoog
[ Y
O 0Ooo0oo0oo
O 0Ooo0gooo
O 0Ooo0ooo
O 0OooOgooo
O 0Ooogoog
O O0Oogogaog
O 0Ooo0ooo
O 0Ooo0ooo
O 0Ooogooo
O 0Ooogooo
O Ooogoo
O O0Oogogog

O 0Ooo0gooo
O 0OooOgooo
O Ooogoog
Y [ Y
O 0Oo0oo0oo
O 0Ooo0gooo
O o0Ooooo
I [
O Ooogoog
[ Y
O 0Ooo0oo0oo
O 0Ooo0gooo
O 0Ooo0ooo
O 0OooOgooo
O 0Ooogoog
O O0Oogogaog
O 0Ooo0ooo
O 0Ooo0ooo
O 0Ooogooo
O 0Ooogooo
O Ooogoo
O O0Oogogog

(18)

JP 2005-505245 A 2005.

O Oo0oooao
O 0Oo0oo0oo0oao
O0Ooo0oo0oo0oao
OOoo0oooao
OOoo0oooao
O Ooo0oooao
O Oo0ooogoao

.24

10

20

30

40

50



e R e [ [ A [
e e e e e e e A [
e e e e ) [ |
e e e e e ) e e e e e [ B s [ |
e e e e e e e e e s [ |
) R [ R e e [ A B [

OooooooogoQgg
OooooooogoQgdg
OooooooogoQgg
Oooooooggg
OO0 ooooogogg
OoooooooQgodg
OooooooogoQgdg
oo ooooogoQgg
OoooooogoQgg
OoooooogQgdg
OO0 ooooogogdg
OoooooooQgodg
OooooooogooQgdg
OooooooogoQgdg
OooooooogoQgg
OOoooooogod
OoOooOooOooood
Oooooood
Ooooooood
Oooooooodg
Ooooooogod
OOoooooogod
OoOooooood
Ooooooood
Oooooooodg
Ooooooodg
Ooooooogod
OOoooooogod
OoOooooood

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

OooooooooQodg

OoooooooogogoQgoog

Ooooooooooooooaogo
Ooooooooooooooog
Oo0ooooooooooooaog
Oo0ooooooggogoooooaog

OoooooooogogoQgodg

oo ooooogooQgdg
OO0 ooooogoogg
OO0 oooooggdg
OO0 oooooogdg
OoooooooOodg
oo ooooooQgodg
oo ooooogooQgodg
OO0 ooooogoQgdg
OO0 ooooogoogdg
OO0 oooooogdg
OoooooooOodg
OooooooooQgodg
oo ooooooQgg
OO0 ooooogoogg
OO0 oooooggg
Oooooooood
OoooooooOodg
oo ooooooQgdg
oo ooooooQgog
Ooooooogogogdg
OO0 ooooogogdg
Oooooooood
Ooooooooodg
oo ooooooQgg
oo ooooooQgog
Ooooooogoogdg
OO0 ooooogogdg
OoooooooOodg
Ooooooooodg
oo oooooQgdg
oo ooooogooQgdg
Oo0oooooogoogdg
OO0 oooooggg

Oo0oooooogogog

OO0 oooooogogdg

|

OoooOooogogood

Ooooooooooogooogo

OooooooooOodg

Oo0oooooooogoooooao.o

Oooooooooog

Oo0ooooooogoooooono

Ooo0oooooogoQgog

OO0 ooooooogooooog

Oo0oooooogoQgg

OO0 ooooooQgooooog

OO0 oooooogogdg

OO0 oo oDooogog4Qgooooaog

|

Ooooooodgood

OO0 Do oDooggooooog
OooooooooQgogooao
oo ooooooQgogooo
OO0 ooooooQgogooo
OO0 oooooogogogoo
OO0 oooooogogogoo
Ooo0ooooooogoOooOoao

OoOoooooooodg

Ooooooooogogog

(19)

Ooo0oooooogoQgog

Oo0oooooogogg

OO0 oooooogogdg

OoOoooooooOod

OoOoooooooodg

O O

Ooooooood

OoooooooogooQgog

oo oooooooQgogooo
OO0 oooooogogooo
OO0 oooooogogogogoo
OO0 oooDooogogoao
OoooooooogoOooao
Oo0oooooooQgogooo
oo ooooooQgogooo
OO0 oooooogogooo
OO0 oooooogogogogoao
OO0 oooDooogogogoao
Ooo0ooooooogogooao
oo ooooooQgogooo
oo ooooooQgogooo
OO0 oooooogogooo
OO0 oooooogogogogoo
OO0 oo oDooogogogoao

OoOo0oooooogoQgog

Oo0oooooogoQgg

JP 2005-505245 A 2005.

ooooooooooan

O

OO0 oooooogogdg

Ooo0oooooooOod

OooooooooOodg

OoooooooogoQgodg

Ooo0oooooogooQgog

OOo0oooooogoQgg

OO0 oooooogogg

OoOo0oooooooOod

Oooooooooodg

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

O
O
O
O
OJ

O
O
O
O
O

OoooooooogooQgog

OO0 oooooogoQgog

OOo0oooooogogg

.24

O oD oooooogdg

10

20

30

40

50



e R e [ [ A [

oo oo ooooogooooooo
OO0 oDooDooogogoooooo
OO0 oDooDooogoggogooooao
OO0 Do oDooogogoooooao

O 0Ooo0ooo

OOoooooo0ooooooo0 oo oDooooooDoooogoQgoao
OOooooooooooooo0 oo oDooooooDooogogoao
OOo0Do0ooooo0Uooooooo0oDoDoDooooooDooogogoao
OO0o0oooUdUoooDoooUddUooDoDooUoUoUoooDoooggogao
OooooooooooooooooDooooooooooogogoao

Oooo0oooQgdg

O
O
O
OJ
O

O
O
O
O
O

OooooooQgoao
Ooo0oooogoQgoo
OoooooogogQgoo
Ooo0oooogQgoo
Ooooooggoao
Oo0oooogoQgogao
OooooooQgoao
Ooo0oooogooQgoo
Ooo0oooogogQgoao
OooooogoQgoo
Oooooggoao
Oo0o0oogoQgogao
OooooooQgdg

O
O
O
O
O
O
(]
O
O
O
O

O
O
O
O
O
O
(]
O
O
O
O

O0Ooo0oo0ooao

OOoo0oo0oooaoo
OoOoooooao
OOoooooao
OOooOooooao
O O0Oo0ooooao
O0Ooo0oo0oo0ooao
OoOoo0oo0oooao
OoOoooooaoo
OOoooooao
O Ooo0ooooao
O O0Oo0ooooao
OOoo0oo0oo0ooao
OoOoo0ooooaoo
OoOoooooao
OOoo0ooooao
O Ooo0ooooao

I [ |
O Ooogogoog
OO ogogog
Y Y
I [y |
Iy |
I [ |
I [ O |
O Ooogogog
OO oQgogog
I [y |
I [y |
[ |
O Ooogogoog
|
I [y |
I [ [ |
I [ |
I [ |
O Ooogogoog
OO ogogog
O 0Oo0oo0oo
I [y |
I |
I [ |
O Ooogogoog
OO ogogog
O 0O o0ooo
I [ [ Iy |
I [ |
[ |
O Ooogogog
OO ogogog

OoooooQgdg

OooooogoQgdg

Oooooogogdg

[

Oooooogoood

|

Oooo0oooOodg

OooooooQgdg

OoooooQgdg

OooooogoQgdg

Oooooogogdg

]

Oooooogoood

|

(]
O Oo0oooogoQgdg

(]
O

O 0Ooo0gooOooao
O Ooooo
O Ooooo
O Ooooo
O OooOooo

O 0Oo0oo0ooao

O 0OooO0ooOooo

O

(20)

OoooooogoQgdg

O
O
O
O

O
O
O
O

O

Oooooogogg

O

Ooooooggdg

O

OooOoo0oooodgadg

O 0Oo0oo0ooao
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 Ooogooo
OO oQgogoao

transformed
Ooooooao

oooooao
oooogoao

OooooooQgdg
Oo0oooogoQgdg

O
O

O
O

O Ooooo
O Ooooo
O Ooooo
O OooOooo
O 0Oo0ooOoo
O 0Ooo0oooao
O 0Ooo0oooao
O 0OooQoooo
O Ooogooo
O Ooogogooao
O 0Oo0oo0ooao
O 0Ooo0goooo
O 0OooQgoooo
O 0OooQgooao
O Ooogooo
OO oQgogoao

O

OooooogQgdg

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

Oooooogogdg

O

JP 2005-505245 A 2005.

Ooooooggdg

O

OooOoo0oooodgadg

O

OoooooogoQgdg

OoooooogoQgdg

O Ooooo
O Ooooo
O 0OooOooo
O 0Oo0ooOoo
O 0Ooo0ooo.o
O 0Ooooo
O Ooooo
O Ooooo
O 0OooOooo

O
O
O
O
O
O
O
O
OJ

.24

lymphocytesO DO OO QO OOODOO
OoDo0o0ooooODOoDooooDooooao

ooooooooboboooooogao
ooooooooboooooos

oond

10

20

30

40

50



O o0Oooo
O 0Oooo
O oOooo
O 0Oooo

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

O 0Ooo0ooo
O 0Ooooo
O Ooooo
O 0Ooooo
O 0OoOooo
O 0Ooo0ooao
O 0Ooo0ooo
O Ooooo
O Ooooo

Ooo0oo0oood
Ooo0ooood
OoOooooogod
OoOoo0oooogod
OOo0o0oooogod
OooOoo0ooood

O
O
O
O
OJ
O

O 0Ooo0oo0ooao
O Ooo0oooo
O Ooo0oooo
O O0Oo0oooao
O O0Oo0gooao
O 0Ooo0oo0ooao
O 0Ooo0oooao

O O0ooo

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

O
O
O
O
O

O 0Oooo

O Oooo

O Oooo

O
O
O
O
O
O
O
O
O

[

O oOood

|

O O0ooo

O0Ooo0oooao
OOoo0oooao
OOoo0oooao
O Ooo0oooao
O OoO0ooogoao
O0Ooo0ooo0oao
OOoo0oooao
OOoo0oooao
OOoo0oooao
O Ooo0oooao
O 0Oo0oo0oo0oao
O0Ooo0oo0oo0oao
OOoo0oooao
OOoo0oooo
O Ooo0oooao
O Oo0ooogoao
O 0Oo0oo0oo0oao
O0Ooo0oo0oo0oao
OOoo0oooao
OOoo0oooo
O Ooo0oooao
O Oo0ooogoao
O 0Oo0oo0oo0oao
O0Ooo0oo0oo0oao
O Ooo0oooao
OOoo0oooaoo
O Ooo0oooao
O Oo0ooogoao

O O0ooo

O Ooooo
O Ooooo
O 0Ooooo
O 0OoOooo
O 0Ooo0ooao
O o0Ooooo
O Ooooo
O Ooooo
O 0Ooooo
O 0Oo0ooOoo
O 0Ooo0ooao
O oOoooo
O Ooooo
O 0Ooooo
O 0OooOooo
O 0Oo0ooOoao
O 0Ooo0ooao
O o0Ooooo
O Ooooo
O 0Ooooo
O 0OoOooo
O 0Oo0ooOoo
O 0Ooo0ooao
O Ooooo
O oOoooo
O 0Ooooo
O 0OoOooog

O Oooo

O Oooo

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

O Ooogo

]

|

O oOood

O

O O0ooo

O Oooo

21)

O
O

O Oooo
O Oooo

O
O

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

O Ooogo

O
O
O
O
O
O
O
O

O 0ooo

O O0ooo

O O0ooo

O Oooo

e e R [y [ A [
e e e e e e e e R e [ [
e e e e e e e [ B [
e e e e e e e e e e e ) e e e e [ B s [
e e e e e e e e e s e e e e e e e B s [
I e R I e [ A B [

Iy Iy I
Iy I I
I I I
I sy I I [
s I o I [
Iy I I
Iy Iy I
Iy Iy I
Iy I I
I I I [
O O Og|jog|g
Iy Iy I
Iy I I
Iy I I
I I I
I I I

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

O Oooo

JP 2005-505245 A 2005.

O Ooogo

O 0Oooo

O
O
O
O
O
O
O
O
O
O
OJ

O
O
O
O
O
O
O

.24

=

10

20

30

40

50



O Ooo0ooo
O Ooooo
O Ooooo
O OoOooo
O O o0goo
O 0OooOoo x
O Ooo0ooo
O Ooooo
O Ooooo
O Oogooo
O O o0gogaog
O Ooo0oono
O Ooooo
O 0Oooox
O Ooooo
O OoOgoo
O O0Ooo0ooo
O Ooo0ooOoo
O Ooo0ooo
O OooOooo
O OooOooo

(22)

JP 2005-505245 A 2005.

O O oo
O 0o 0o o
O 0o oo
O Ooogoo
O Ooogoo
I [ [y
O O ogo
O 0o oOo o
O 0o oOoo
O 0o oo
O Ooogo
O 0o oo
O O ogo

Oo0oooooooQo|g
OoooooogoQg|g
Oo0oooooogog|g
OOo0ooooooggl|g
OO0 o0ooooogoglg
Oooo0oooooo|™g
OoooooooQg|g
Oo0oooooogooQg|g
Oo0oooooogog|g
OOo0ooooogoogl|g
OO0 o0ooooogglg
Oooo0oo0ooooQo|g
OooooooooQg|g
Ooooooogog|g
Oo0ooooogog|g
O 0O0ooooogglg
Oooo0oooooo|™
OO0oo0ox oooo|g
OooooooogooQg|g
Ooo0ooooogooQg|g
Oo0ooooogog|g
O 0o0ooooogglg
Ooooooooo|™
Ooooooooo|g
OoooooooQg|g
Oo0oooooogoog|g

OOo0oooOoocooooDooo|oogooooao

O 0Ooo0oooi&
O 0Ooo0oooio
O 0Oooooijio
O 0Oooooio
OO o0Oo0ooio
O 0Oo0oo0oaoi.o
O 0Ooo0oooio
O x O o0 oo
O 0Ooo0oooio
O 0Oooooio
OO o0Oo0ooio
O 0Ooo0oooi.o
O 0Ooooo
O 0Ooooo
O Ooooo
o= Ooog
O 0Oo0ooOoo
O 0Ooo0ooo
O 0Ooooo
O Ooooo
O Ooooo
O 0OooOooo
O 0Oo0ooOoo
O 0Ooo0ooo
O 0Ooooo
O Ooooo
O Ooooo
O 0OooOooo
O 0Oo0ooOoo
O 0Ooo0ooo.o
O 0Ooooo

OoOoo0oooogglg

O Ooo0oo|i.
O Oooo|i;o
O Ooogoo|io
O OO oo
O O og oo
O Ooo0oo|i.;
O OooOoo|i.
O Oooo|io
OO oo
O O og oo
O O o0 oo
O Ooo0oo|i.
O Ooogoo|i.
O Oooo|i.
O Ooogoo|io
O O og oo

O
O
O
O
O
O
O

O 0o oo
O Ooogo
O Ooogoo
O O oo
I O [
I [ I [y
O 0o oo

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

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

I [ Iy
I [ Iy
I [ Iy
I o Iy
I o I |
I s o I
O 0o oo
I [ Iy
I [ o Iy
I o Iy
I o I

OOoo0oooogglg

O
O
O
O
O
O
O

Ooo0Ooo0ooool|d

e ey e R R [y [ A [
e e e e e R e [ A B [
e s e e e e e e s e B [

OoOo0oooDoo oo oo ooDo4oooooDoDoDooogoggooiooaog

e e e e s e e e e e o e e [ e 1 B s s [ |
[ R [y [ A [

Oo0Oo0ooooi™m
Oo0Oo0ooooi™
Oo0Oo0oooogi™
O 0Oo0oooogi™
OO0Oo0oooogi™»
O OO0 x 0Oooi™g
Oo0Oo0oooi™
Oo0Ooo0ooooi™
O0Ooo0oooogi™

[ o I
I Y o I
O 0o o0goo|jio;o
O 0o ogojo
[ I I R i I [
O 0o ogoijo
O O ogogig
O 0o 0o oo
O 0o o0goo|io;o
I [ I
O 0o ogoijo
O 0o ogoio
I [ o I
O 0o o0oojio;o

O 0o o).,
OO o|;;.
O o o|;i;
O 0o o|;i;
O O oo
O 0o o).,

1 [y |
Oo0oo0oood
OOoo0ooood
OOoOo0ooood
OoOooOo=T o0oogod

O
O
O
O
OJ

O
O

O Oooo
O Oooo
O 0O oo

=

10

20

30

40

50



O0Ooo0oo0ooao
O0Ooo0oooao
O0Ooo0oooo
O0Ooo0oooao
O0Ooo0oooao
OO0Oo0Oo0ooao
O 0Ooo0ooao
O 0Ooooo
O oOooo
O oOooo
O Oooo
O 0Ooo

O
O
O
O
OJ
O
O
O
O
O
OJ
O
O
O
O
O
O
O

=

Ooooocooogogomooooogoogoooao

|

e e R [ [ A [
e e e e e e [
e e e e [ e s e [ [ A B [
e e e e e ) e s e e e [ B s s [ |

ey

Ooooooooooooooooooooogoogo)ioo

O
O
O
O
OJ
O
O
O
O
O
OJ
O
O

O 0Ooo0goooao
O 0OooQgoooo
O Ooogooo
O Ooogogooao
OO oQgogoao
O 0Ooo0oo0ooao
O 0Ooo0goooo
O 0Ooo0oooao
O OooQgooo
O Ooogogooao
O O0OoQgogoao

O Ooo0ooOoo
O Ooooo
O Ooooo
O Ooogoo
OO o0gogog
O 0Ooo0ooo
O 0Ooo0ooo
O Ooo0ooo
O Ooogoo
O Ooogoo
OO oOgogo
O 0Ooo0ooo
O Ooo0ooo
O Ooo0ooo
O OooOooo
O Oogoao
O 0Ooo0ooo
O 0Ooo0ooOoo
O 0Ooooo

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

O
O
O
O
OJ
O
O
O
O
O
OJ
O
O
O
O
O
O
O
O
O
O

[

|

O

]

O 0Ooo0ooo
O Ooooo
O Ooooo
O Ooooo
O OooOooo
O 0Oo0ooOoo
O 0Ooo0ooo
O Ooooo
O Ooooo
O Ooooo
O OooOooo
O 0Oo0ooOoo
O 0Ooo0ooo
O Ooooo
O Ooooo
O Ooooo
O OooOooo
O 0Ooo0ooOoo
O 0Ooo0ooo
O Ooooo
O Ooooo

(23)

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

JP 2005-505245 A 2005.2.24

O Ooooo
O 0OoOooo

O
O
O
O
O
O
O
O
O
O
O
O
OJ

10

20

30

40

50



OooooooQgoao

O
O
O
O
O
O
O
O
O

O Ooooo
O Ooooo
O Ooooo
O Ooooo
O 0OoOooo
O 0Ooo0ooao
O 0Ooooo
O Ooooo
O Ooooo

O
O
O
O
OJ
O
O
O
O

O O0ooo

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 0Oooo

O Oooo

O Oooo

O oOood

O O0ooo

I ) ) ) ) [y I A

Ooo0ooooooo o0 oo oooo0o o0 oo oD oo oo oDooooQgoo

O 0Ooo0oo0ooao
O Ooo0oooo
O Ooo0oooo
O O0Oo0oooao
O O0Oo0gooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O Ooo0oooo

OooooooQogoooolio
OooooooQgoooolio
OoooooogoQgoooaolo
OoooDooogogQgoooaoilo
OO0 Oo0oDooogo4Qgoooaolo
OOoo0ooooOogoooolio
OoooooooQooooao

O O0ooo

O Oooo

OoooooooQgoooao

O Oooo

OoooooogooQogoooao

O
O
OJ
O
O

O
O
O
(]
O

O Oooo
O 0O oo
O 0ooo
O 0Oooo
O Oooo
O Oooo
O Oooo
O 0oo o
O 0Oooo
O 0Oooo
O Oooo
O Oooo
O Oooo
O 0ooo
O 0Oooo
O Oooo
O Oooo
O Oooo
O Oooo
O 0ooo
O 0Oooo
O Oooo
O Oooo
O Oooo
O 0O oo

O Ooogo

OOoDooooogoQgogoooao

O O

O oOood

Ooooooooooogoogo

O O0ooo

Ooo0oooooOooOooOooao

O Oooo

OoooooooQooooao

(24)

O Oooo
O Oooo

OooooooQgoooao
OooooooQgoooao

O O
O O

O Ooogo

OO0 ooooogogQgogogooao

O
O
O
O

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

O 0ooo

OOoo0oooooOooOooOooOoao

O O0ooo

OoooooooOooOooOooao

O O0ooo

OooooooQooooao

O Oooo

Oo0oooooogogQgogooQg
OO0 ooooooggogoQg
OO0 ooooooggogodg
OooooooooogooOgood
OooooooooQgoogoo
Oo0oooooogogogoogooQg
OooooooogogogogooQg
Oo0oooooogoggogoog
OO0 ooooooggogg
Ooo0oooooooogoogoo
OooooooooQgoogoQo
Ooo0oooooogogQgogooQg
OO0 oooooogogogooQg
Oo0ooooooggogoQg
OO0 oooDoooggogdg

O Oooo

JP 2005-505245 A 2005.

O Ooogo

O 0Oooo

O O0ooo

O 0o oo
O Ooogoo
O Ooogoo
I [ [y
O O ogo
O 0o oOo o
O 0o oOoo
O 0o oo
O Ooogo
O 0o oo
O O ogo

O O0ooo

O Oooo

O Oooo

O O oo

e e R e e [ [ A [
e e e e e [ e e R e e [ [ A [
e e e e e e e e e e e [ B [
e e e e e e e e e e ) e e e e B s [ |

O Ooogioiooo
O OooOoio;oo;oao
Iy Iy I
Iy I I
I I I
I sy I I [
s I o I [
Iy I I
Iy Iy I
Iy Iy I
Iy I I
I I I [
O O Og|jog|g
Iy Iy I
Iy I I
Iy I I
I I I
I I I
I I I
Iy Iy I
Iy Iy I
I ey Iy I
Iy I I
I I I [
Iy I I
Iy I I
O 0o o).

O 0o oo

O o oo

O O oo

O O0ooo

O
O
O
O
O
O

O O0ooo

O 0Oooo

O Oooo

O Oooo

.24

OJ

10

20

30

40

50



O0Ooo0oooao

OoOo0ooooooo0 oD ooDoooo00 oo oDooooD oo oDoDooo0ooooodg

00O

e e e e e s e s e Y A [y
OO0 000D oDooQo4Qd X ogooogoo4ooooooooo4ooooooogogo4gogooooogogogogoao
I e ) A [y

O 0Ooo0oooao
O 0Ooo0oooo
O Oooooao
O OooQgooao

e e e e A e e s s e
O OoQg x oo

O
O
O
O

O
O
O
O

O 0Oooo
O Ooogo
I [ [
I ) [
O O ogo

O 0Oooo
O 0Oooo
O oOooo
O oOooo
O 0Ooo
O o0Oooo
O o0Oooo
O oOooo
O oOooo
O 0Oooo
i B = |

O0Ooo0oooao
OOoo0oooao
OOoo0oooao
O Oooooao
O 0Oo0ooogoao
O0Ooo0oo0oo0oao
O0Ooo0oooao
OOoo0oooao
OOoo0oooao
O Ooo0oooao
O OoO0ooogoao
O0Ooo0ooo0oao
OOoo0oooao
OOoo0oooao
OOoo0oooao
O Ooo0oooao
O 0Oo0oo0oo0oao

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

O
O
O

O
O
O

O 0Ooo0oo0oooao
O OoOo0ooooao
O 0Ooo0ooooao
OO0 o0oooge o
O 0O0OooOoooao

O

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

O
O
O
O
OJ
O
O
O
O
O
OJ
O
O

[}

O
O
O
O
O
O
O
O
O
O
O

O d
O

OJ
O
O
O
O
O
OJ
O
O

O 0O o0oo
O 0O ogoo
O 0o oo
I [
I ) [
I O Y

=00
=00

I [y |

Iy |

O OoOo0ooooao
O 0OooQooooao
O O0OoQgoooao
O 0OO0ooOoooao
O 0Oo0oo0oooao
O 0Ooo0oo0oooao
O Ooo0ooooo
O 0Ooo0ooooao
O O0OoQgooooao
O 0Oo0oo0ooo0oao
O 0Ooo0oo0oooao
O 0Ooo0ooooao
O 0Ooo0ooooo
O Ooo0ooooao
O O0Oo0gooooao
O O0Oo0oo0ooo0oao
O 0Ooo0Ooo0oooao
O 0Ooo0ooooao

O 0Ooo0gooOo x O

O 0Ooo0oooao
O 0Ooo0oooao
O 0Oooooao
O Oogooao
O O0Oo0oogoao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooo
O Ooogoooo
O Ooogooao
O 0Oo0oo0ooao
O 0Ooo0oo0ooao
O 0Ooo0oooo
O 0Ooo0oooao
O 0Ooogoooao
O Ooogooao
O 0Oo0oo0ooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao
O Ooogooao
O O0Oogooao
O 0Oo0ooOooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao
O Ooogooao
O O0Oogogoao

O
O

O 0o oOo o
O 0o oo
O Ooogo
I ) [
O O ogo
O 0o 0o o
O 0o oOoo
O 0o oo
O 0o oo
I [ [
O O oo
O 0o oOoo
O 0o oOoo

I o

O 0Oooo
O oOooo
I o

(25)

O O
O O

[ |
O O

O oOooo
O 0Ooo

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 0Ooo x

O 0Ooo0gooo
O o0Ooooo
I [
O Ooogoog
[ Y
O 0Ooo0oo0oo
O 0Ooo0gooo
O 0Ooo0ooo
O 0OooOgooo
O 0Ooogoog
O O0Oogogaog
O 0Ooo0ooo
O 0Ooo0ooo
O 0Ooogooo
O 0Ooogooo
O Ooogoo
O O0Oogogog

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

JP 2005-505245 A 2005.

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

O
O
O
O
O
O
O

-

OOoo0oooo

O0Ooo0oooao

O 0Oo0Ooooao

O

O 0Oo0oo0oo0oao

O

O 0Oooo

O0Ooo0oo0oo0oao

O
O
O
O

O0Ooo0oooo

O0Ooo0oooo

O
O

O0Ooo0oooo

.24

O 0Oo0oooaog

DDDDDDEI|I:IDI:IDEIDDEII:IDI:IDEIDDEII:IDEIDDDDDDDDDDDDDDDDDDDDDDDD

OOoooooao
OOoo0ooooao
O Ooo0ooooao
O O0Oo0ooooao
OO0Ooo0oo0oo0ooao

O 0Oooo

O
O
O
O
OJ
O
O
O
O
O
OJ
O

O Oooo

O Oooo

O Oooo

|

O 0Oood

O 0Oooo

O 0Oooo

O Oooo

O Oooo

O Oooo

O

O O0ood

O O0ooo

O Oooo

O Oooo
O Oooo

O Oooo

O 0ooo

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

10

20

30

40

50



oooooooobooooooooao
obooooboboobooobooobooobaodan
ooooooboobooooooooao
oooooboobooooboooboogoboo
ucbooboobooboobooooobaoadao
ooooooooboooooooooao
ooooobooboobooboogoboao
uboboboobooboobooobadd
oooooao
oboogoogoogoogooogogdnd
ooooooboobooooooooao
oooooboobooooboooboogoboo
ucbooboobooboobooooobaoadao
ooooooooboooooooooao
ooooobooboobooboogoboao
uboboboobooboobooobadd
oooooooobooooooooao
obooooboboobooobooobooobaodan
ooooooboobooooooooao
oooooboobooooboooboogoboo
ucbooboobooboobooooobaoadao
ooooooooboooooooooao
ooooobooboobooboogoboao
uboboboobooboobooobadd
ooooooooao

gooogbad
ooooooboobooooooooao
oooooboobooooboooboogoboo
ucbooboobooboobooooobaoadao
ooooooooboooooooooao
ooooobooboobooboogoboao
ugboobooboobooboado
oooooao
obooooboboobooobooobooobaodan
ooooooboobooooooooao
oooooboobooooboooboogoboo
Ubxgboobooobooooobaoadd
ooooooooboooooooooao
ooooobooboobooboogoboao
ubbooboobdoobxbooobadadd
oooooooobooooooooao
obooooboboobooobooobooobaodan
ooooooboobooooooooao
ooAaNOOODODDDOOODOOOOOO
ucbooboobooboobooooobaoadao
oad

googobao
oboogbogoogodggan
oooooooobooooooooao
obooooboboobooobooobooobaodan

Oooooooogd
Ooooooogd
OOoooooogd
Oo0oOoOoogoogoo>oOg

Ooooooooooooox

O 0Ooo0gooo
O 0OooOgooo
O Ooogoog
Y [ Y
O 0Oo0oo0oo
O 0Ooo0gooo
O o0Ooooo
O Oooo

Oooooooooogooao
Oo0oooooogoQgooao
OoOoooOx ooogoogooao
OO0 oooooogoggogoao
Ooo0oooooooOgoOooao
Ooooooooogooao
OooooooogoQgooao
Oo0oooooogoQgooao
Oo0oooooogogooao
OO0 oooooogoggogoao

OoOoo0oooOgoOooB

(26)

Ooooooooooooogodg
Oooooooog= oooogodg

OO0 ooDoooggogooooogod
OOooooooooooood
Ooooooooooooodg
Ooooooooooooodg
Ooooooooooooogodg
Ooooooooooooogodg
OOoDooDooog4gogooooogod
OOo0oo0oooooooooood
Ooooooooooooodg
Ooooooooooooogodg
OoooooogogQg xoooogod

OoOoo0oooood
Oooo>0000
Ooooooogd

OOo0o0ooooao
O Ooo0ooooao
O O0Oo0Oooooao
OO0Oo0oo0oo0ooao
OOoo0oo0oooao
OOoo= ooao

O Oooo

JP 2005-505245 A 2005.

O Ooogo

O 0Oooo

[ B |

O O0ooo

OOoooooo x Ogoooao

O O0ooo

Ooo0oooooogogooao

Oooooogogo

OOoo0ooooao
OO0Oo0ooooao
O O0Oo0Oooooao
OO0Oo0oo0oo0ooao
OO0Ooo0oo0oooao
OOoo0ooooao
O Ooo0ooooao
O O0Oo0ooooao
O O0Oo0Oooooao

O Oooo

[ I R |

Ooooooooooooogodg
OO0 ooDooogog4gogooooogod
Oooooooooooood
Ooooooooooooodg
Ooooooooooooogodg
Ooooooooooooogodg
OoooDoooogooooogodg
OO0 oDoDooogogogooooogod

O Oooo

Oo0oooooogogooao
OO0 oooooogoggogogoao

O O oo

O O0ooo

OoooooooogoOooao
OooooooooQg x oo

O O0ooo

Q OO O

OooooooogoQgooao
Oooooooogooao
OOoooo x oogoogooao
OO0 oooooogoggogogoao

e B R
|
O O ogo

10

20

30

40

50



O0Ooo0oo0ooao
OoOoo0oooaoo
OoOoo0oooao
OO0Oo0oooao
O 0Oo0Oooo
O0Ooo0oo0ooao
Oo0Ooo0oo0ooao
OoOoo0oooao
OoOoo0oooao
OOoo0oooao
OO0Oo0oooo
O0Ooo0oo0ooao
Oo0Ooo0Oooaoo
OoOoo0oooao
OoOoo0oooao
OOoo0oooo
O0Oo0oo0ooao
O0Ooo0oo0ooao
OoOoo0oooaoo
OoOoo0oooaoo
OOoo0oooao
OO0Oo0ooogoao
O0Oo0oo0ooao
O0Ooo0oooao

O
O
O
O
OJ
O
O
O
O
O
OJ
O
O

O
O
O
O
O

O O

X
O
O

O
O
OJ
O
O
O
O
O
OJ
O
O

[m]

O
O
O
O
O
O

Ooooooooooooaogl|™g
Ooooooooooooaogi™g
Oooooooogooooaoglig
OoDooDooogogogogooooaoglig
OO0 o0ooDooogogogogooooogli™g
OOoo0oooooooooaol|™
Ooooooooooooaogli™
Ooooooooooooogli™g
Ooooooogogogooooaoglig
OO0 ooooogoggogooooaoglig
OO0 o0oDooo4Qgooooao
OOo0oooooooooooao
OoooooooOoooooaoo
Oooooooogooooao
Ooooooogogooooao
OO0 ooDooo4gooooao
OOo0ooooooo0ooOooobooaoo
OOo0oooooooooooaoo
OoooooooOoooooao

O 0Ooo0gox oo

O0Ooo0oooao
O0Ooo0oooo
O0Ooo0oooao
O0Ooo0oooao
OO0Oo0Oo0ooao
O0Ooo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Oo0Oo0ooao
O0Ooo0oo0ooao
O0Ooo0Oooao
O0Ooo0oooao
O0Ooo0oooao
O 0Ooo0oooaog
O0Oo0oo0ooao
O0Ooo0oo0ooao
O0Ooo0oooao
OoOoo0oooo
O0Ooo0oooao
O0Oo0oooao

O 0Ooo0oooo
O Oooooao

O OooQg =900
O O0Oo0gooao
O 0Oo0ooOooao
O 0Ooo0oooao
O 0Ooo0oooao
O 0Ooo0oooo
O Ooogooao
O O0OoO0oogoao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao
O 0Ooogoooao
O Ooogooao
O 0Oo0ooOooao

|

O

|

27)

ogagad

O
O
O

O
O
O

O
O
O
O
O

O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao
O 0Ooogoooao
O OooQgooao

OO0 oooooogogooo
OO0 oooooogogogogoo
OO0 oooDooogogoao
OoooooooogoOooao
Oo0oooooooQgogooo
oo ooooooQgogooo
OO0 oooooogogooo
OO0 oooooogogogogoao
OO0 oooDooogogogoao
Ooo0ooooooogogooao
oo ooooooQgogooo
oo ooooooQgogooo
OO0 oooooogogooo
OO0 oooooogogogogoo
OO0 oo oDooogogogoao

JP 2005-505245 A 2005.

ooooooooooan

O Ooooo
O Ooooo
O Ooooo
O OoOooo
O O0Oo0ooOoo
O Ooo0ooo
O Ooooo
O Ooooo
O Ooooo
O OoOgooo

O
O
O
O
O
O
O
O
O
O
O

O 0Oo0ooOoo
O 0Ooo0ooo
O 0Ooooo
O Ooooo
O Ooooo
O 0OooOooo
O 0Oo0ooOoo
O 0Ooo0ooo
O 0Ooooo
O Ooooo
O Ooooo
O 0OoOooo

O O0Oo0ooo
O Ooo0ooo
O Ooooo
O Ooooo
O Ooooo
O OoOgoo
O O0Ooo0ooo
O 0Ooo0ooOoo
O Ooooo
O Ooooo
O Ooooo
O O o0goo

e e e e e e e e e e ) e e e e e e e e e e e e e e e ot Y e e Y o A
Iy e e e e e ) e I s e e R [y
e e e e e e e ) e I e s e e ) e e Y Iy
e e e e e e e ) e I e s e s ) Y
e e e e e e e ) e e s e e e s Y Y
Iy A R ) ) B I Iy

.24

10

20

30

40

50



OooDoooooogogood
OoooOoobooobooOoonOodd

Ooooooooogogogoao
Oooooooogogooao
Oooooooogogogoao
Oooooooogogoao
OO0 ooDooogogoogao

O 0Oooo
O 0Oooo

O 0Ooo0oo0ooao
O Ooo0oooo
O Ooo0oooo
O O0Oo0oooao

O
O
O
O
O
O
O
O
O
O
O

O

O 0OoOooo
O 0Ooo0ooao
O 0Ooo0ooo
O Ooooo
O Ooooo
O 0Ooooo
O 0OoOooo
O 0Ooo0ooao
O o0Ooooo
O Ooooo
O Ooooo
O 0Ooooo
O 0Oo0ooOoo
O 0Ooo0ooao
O oOoooo
O Ooooo
O 0Ooooo
O 0OooOooo
O 0Oo0ooOoao
O 0Ooo0ooao
O o0Ooooo
O Ooooo
O 0Ooooo
O 0OoOooo
O 0Oo0ooOoo
O 0Ooo0ooao
O Ooooo
O oOoooo
O 0Ooooo
O 0OoOooog

Ooo0oooooooodg
Oo0oooooooQodg
OO0 ooooooogodg
Oo0oooooogogodg
OO0 oooooogogdg
OO0 oooooogogdg
Oooooooooodg
Ooooooooogodg
OO0 oooooogoogodg
OO0 oooooogogodg
OO0 oooooogogdg
Ooooooooood
Ooooooooodg
Oo0oooooogooQgodg
Oo0oooooogoogog
Oo0oooooogogdg
OO0 oooooogogdg
Ooo0ooooooood
Oooooooooodg
oo oooooogooQgodg
Oo0oooooogoogodg
Oo0oooooogoogodg
OO0 oooooogogg
Oo0ooooooood
Ooooooooodg
Oo0oooooogooQgodg
OO0 oooooogoogog
OO0 oooooogogdg
OO0 ooooooggdg

O

OooooooQogoooolio
OooooooQgoooolio
OoooooogoQgoooaolo
OoooDooogogQgoooaoilo
OO0 Oo0oDooogo4Qgoooaolo
OOoo0ooooOogoooolio
OooooooQgoooolio
OooooooQgoooaoiio
OoooooogogQgoooaoiio
OO0 ooDoogQgoooaoilo
OO0 o0oDooogo4Qgoooaoilo
OOooooooogooooolio

oo ooooooQgoo|i;o
OooooooogogogooQg
Oo0oooooogoggogooQg
OO0 ooooooggogog
Ooo0oooooooogoogood
OooooooooQgoogoao
OoooooooogogogoogooQo
Oo0oooooogogQgogooQg
OO0 ooooooggogoQg
OO0 ooooooggogodg
OooooooooogooOgood
OooooooooQgoogoo
Oo0oooooogogogoogooQg
OooooooogogogogooQg
Oo0oooooogoggogoog
OO0 ooooooggogg
Ooo0oooooooogoogoo
OooooooooQgoogoQo
Ooo0oooooogogQgogooQg
OO0 oooooogogogooQg
Oo0ooooooggogoQg
OO0 oooDoooggogdg

(28)

O
O

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

e e R [y [ A [
e e e e [ e e e [
e s e e e e e e R e [ B [
e e e e s e e e e e e e e e [ B s [ |

) ) ) ) ) I B

Ooo0ooopoOooo o0 oo ooo o o000 oo oo oo oD oD ooo o oooooobo

O Ooogoo|i.
I I I
I o I
O 0o ogo|i.g
Y [
O Ooo0oo|i.
O Oooo|i.
O Ooogoo|i.
I o I
O O ogo|i-g
Y o I [
O O0oogoo|i.
O Oooo|i.
O Ooogoo|io
O Ooogoo|im
O 0o ogo|i-g
O 0Ooo0oo|i.;o
O Ooo0ooi.
O 0Oooo

O Oooo

O Oooo

JP 2005-505245 A 2005.

O Ooogoo

O 0ooo

O 0Oooo

O Oooo

O Oooo

O Oooo

O Ooogo

O 0ooo

O 0Oooo

O Oooo

O Oooo

O Oooo

N
n

O Ooogo

10

20

30

40

50



e R e [ [ A [
e e e e e e e A [
e e e e ) [ |
e e e e e ) e e e e e [ B s [ |
e e e e e e e e e s [ |
) R [ R e e [ A B [

Oooooooodg
Ooooooood
Ooooooodg
Ooooooogod
OOo0Dooooogod
Ooooooood
Oooooooodg
Oooooooodg

Oooooooo0ooooooooooooogogogoao-g
Oooooooo0oooooooooDoooogogoog
OOooooooo0oooooooooooooogogog

OooooooogoQgQg
OooooooogoQgdg
OoooooogQgdg
Ooooooggodg
OO0 ooooogogdg
OooooooogoQgdg
OooooooogQgdg
OoooooogoQg™g
OoooooogoQgdg
Ooooooggdg
OO0 oooogogdg
OooooooogoQgdg
OooooooogQgdg
OooooooogQgodg
OoooooogoQgdg
Ooooooggg
OoOooooooOoad
OooooooogoQgdg
OooooooogoQgdg
OoooooogQgg
OooooogQgdg
Ooooooggdg
OoOoooooogogoad

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
OJ
O
O
O
O
O
OJ
O
O
O
O
O
O
O
O
O
O

Oo0ooDoooo4oooDooogog4gogooooog
OO0 0Do0ooDoogog0ooDoDoogogogooooodg

a

OOo0oooooooooooooooooooodo
Oo0oooooo o0 ooDoooooooooog

[ ]

OoooooooDooDoooooooooog
OO0 ooooooo0ooDoooooooooog

OoOoo0oooogod
Oooooogox
OOo0o0oooogod
OooOoo0ooood
OooOoo0oood
Oo0ooood
OoOoo0oooogod
OoOoo0oooogod
OooOoooooov
OooOoo0oood
OoOo0o0oood
OoOoo0ooood
OoOoo0oooogod
OoOoo0oooogod
OooOooO0ooood
OooOoo0oood
OoOoo0oood
OO0 oood
OoOoo0oooogod
OoOoo0oooogod
O0Oo0Ooo0ooao

Oo0Ooo0ooao

OOoo0oooao

OoOoo0oooao

OOo0oooDooo4oooooooogooooao
OO0 0Do0oDoogg0oooDoDoogogUoooooodg

OOo0oooO>soooooDoooooooooogd

c

T OO0 o0 ooooooOooogogooogoao

-+

O 0Ooo0ooo

(29)

Oo0oooscs oo ooDoooooooooog
e L N o e o Y [ o A |

O Ooogoo
O O0Oo0ooo
O 0Ooo0ooo
O 0Ooo0ooo

[ ]

OO0 Do oDooogogogoooooodg
Oooooooooooooood
oo ooooooooooooog
oo oooDoooooooooog
oo o0oooDoooooooooog
OO0 oo oDooooogoooooog
OO0 oo oDooogoggogooooodg
Oooooooooooooooood
oo ooooooooooooog
oo oooDoooooooooog
OO0 oo oDoooooooooog
OO0 o0oooDooogogogogooooo
OO0 0o oDoooggogogogoooao
oo ooooooooooooao
oo o0 oooooooooooo
oo o0 ooDoooogooooooo
OO0 o0oooDoooogogogoooooo
OO0 o0 oooooggogogooooo
OO0 0o oDoooggoggogoooao

O oOooo
O Ooogooo
O Ooogogo
O O0Oo0oo0oo
O 0Ooo0ooo
O 0Ooooo
O 0Ooo0ooo
O Ooogooo
O 0Oogoao
O 0Ooo0ooo
O 0Ooo0ooo
O 0OooOooo
O Ooogooo
O Ooogooo
O O0Oogogaog

JP 2005-505245 A 2005.2.24

H6.O O OO

OoOoo0oooao
O0Oo0oooo

uooobooobobooboobooooobaodd

Oooooooo
Ooooooog
Oooooooog
O oo oooog
O Oo0oooooog
Oooooooo
Oooooooo
Ooooooog
OOooooooog
O Ooooooog
OO0 ooooog

O Od
O O
O O
O O
O O
O O
O O
0O O
O O
O O
O O
|
O O

10

20

30

40

50



OoooooooooooooooDooooooooao

I e s e e A s s [ |
e e e e s [
OO0 ooo 0o oooooUooUo0 oo ooDoggoooooooggdg

OooooooOooooo oo oo oooooogooogao

O 0Ooo0ooo
OO0Oo0oo0oooao

I ) [
O 0o oOoo
O 0o oo
O Ooogo
O Ooogoo
O O oo
I O [
I [ I [y
O 0o oo
O Ooogoo
O Ooogo
O O oo
I Y
O 0o oo
O 0Ooogoo
I [
O Ooogoo
I ) [
O 0o oo
O 0o oOoo
O Ooogoo
O Ooogoo
I [ [
O O oo
O 0o 0o o
O 0o oo
O Ooogoo
O Ooogoo
I [ [y
O O ogo
O 0o oOo o
O 0o oOoo
O 0o oo
O Ooogo
O 0o oo
O O ogo

Oooooooooooooooogoggoao

Ooooooooooooaoo
OoooooooQogooooaoo
Ooooooo4Qgooooao
OO0 ooDooogog4Qgooooaog
OO0 o0DoDooogog4Qgooooao
OOoo0oooooooooao
Ooooooooooooaoo
OoooooooQogooooao
OooooooQgooooao
OO0 oDoDoogog4Qgooooaog
OO0 o0DoDooogogooox

O 0o oo
O Ooogo
O Ooogoo
O O oo

O
O
O
O

O
O
O
O
O
O
O
O
O

OooooooooQgooao
oo ooooooQgooao
OO0 ooooooQgooao
OO0 oooooogogooo
OO0 oooooogogogogoao
OooooooooOgoOooao
OooooooooQgooao
oo ooooooQgooo
OO0 ooooooQgooo
OO0 oooooogogooao
OO0 oooooogogogoao
Oo0oooooooOgoOooao
OooooooooQgooao
oo ooooooQgooo
OO0 oooooogooao
OO0 oooooogogogooao
OO0 oooDooogogogogoao
OoooooooogoOooao
OooooooooQgooao
oo ooooooQgooo
OO0 ooooooQgooao
OO0 oooooogogogooao
OO0 oooDooogogogoao

(30)

O
O

O
O
O

JP 2005-505245 A 2005.

10

20

30



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

G

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

(19) World Intell I Property O izati
Tnternational Bureau

(43) International Publication Date

26 September 2002 (26.09.2002) PCT

0 0 0D

(10) International Publication Number

WO 02/074782 A2

(51) International Patent Classification” CO7K
{21) International Application Number:  PCT/BRO2/00041
(22) International Filing Date: 18 March 2002 (18.03.2002)
{25) Filing Language: Linglish
(26) Publication Language: English

{30) Priority Data:
PIDI01088-3 19 March 2001 (19.03.2001)  BR

(71) Applicants (for all designated States except US): BIOLAB
SANUS FARMACEUTICA LTDA. [BR/BR]; 5386 Dos
Bandeirantes Av., Planalto Paulista, S3o Paulo 04071-900
(BR). FUNDACAO DE AMPARO A PESQUISA DO
ESTADO DE SAO PAULO - FAPESP [BR/BR]; 1500
Pio Xi St., Alto Da Lapa, Sfio Paulo 05468-901 (BR).

(72) Tnventors; and

{75) Inventors/Applicants (for US only); MARTINS DE CA-
MARGO, Anténio, Carlos [BR/BR]; 55 Mirio Ferraz St.
Rm. 11, Jardim Liuropa, $3o Paulo 01453-010 (BR). CAL-
HETA VIEIRA PORTARO, Fernanda |BR/BR]; Centro
de Toxicologia Aplicada "Cal/Cepi”, 1500 Vital Brasil
Av., Bulanid, Sdo Paulo 05503-900 (BR). FERRAGINI
MURBACK, Alessandra [BR/BR]; Centro do Toxicolo-
gia Aplicada "Cat/Cepi”, 1500 Viral Brasil Av., Butantd,
Siio Panlo 05503-900 (BR). ALVES IANZER, Danielle
[BR/BR]; Centro de Toxicologia Aplicada "Cat/Cepi”,
1500 Vital Brasil Av., Bulanid, Sdo Paulo 05503-900

(BR). POLISELLT FARSKY, Sandra, Helena [BR/BR];
Ceniro de Toxicologia Aplicada "Cat/Ce 1500 Vital
Brasil Av., Butanta, Sao Paulo 05503-900 (BR). PALMA,
Mario, Sergio |BR/BR]; Centro de ‘Loxicologia Aplicada
"Cat/Cepi”, 1500 Vital Brasil Av., Butantd, Sio Paulo
05503-900 (BR).

(74) Agent: LLC INFO CONNECTION LTDA.; 60 ITermen-
garda St., RM 403, Méicr, 20710-010 Rio de Janeiro (BR).

(81) Designated States (narionalj: AT, AG, AL, AM, AT, AU,
A7, BA, BB, BG, BR, BY, BZ, CA, CTI,CN, CR, CU. (7,
DE, DK, DM, DZ, EE, ES, FI, GB, GD, GE, GII, GM, IR,
HU, ID, IL, IN, 18, JP, KL, KG, KP, KR, KZ, LC, LK, LR,
LS, 111, LU, LY, MA, M3, MG, MK, MN, MW, MX, M,
NO,NZ, PL, PT, RO, RU, SD, ST, SG, ST, SK, ST, TJ, TM,
TR, TT, TZ, UA, UG, US, UZ, VN, YU, ZA, ZW.

(84) Designated States (regional): ARLPO patent (GIL, GM,
KIi, LS, MW, MZ, SD, SL, SZ, 1%, UG, 7M, ZW),
lurasian patent (AM, AZ, BY. KG, K7, MD, RU, 13, TM),
Buropean patent (AT, BE, CII, CY. DE, DK, ES, FI. FR,
GB, GR, [E, IT, LU, MC, NL, PT, SE, TR), OAPI patent
(BE, BJ, CH, CG, CL, CM, GA, GN, GQ, GW, ML, MR,
NI, SN, TD, TG).

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

For two-letier codes and other abbreviations, refer io the "Guid-
ance Notes on Codes and Abbreviations” appearing at the begin-
ning of cach regular issue of the PCT Gazetic.

(54) Title: I[SOLATION AND PURIFICATION PROCLDURL OIF VASOPLPTIDASL PUPTIDL INHIBITORS

074782 A2

(57) Abstract: 'The present invention patent refers to the isolation and purification of f peptides secrsted by serpent venom glands,
= specificallyBorhrops jararaca; to the peptide thus oblained, as well as 1o the by genetic engineering tech-
niques in procaryotic and eukaryolic systems; 1o the engineered peptide thus obtained; io the production of said peptide by chemical
synthesis, as well as 1o the peptide resulting from this chemical processing. Tt also refers to the wrilization of said peptides, obtained
by different procedures, in distinet pharmaceutical composirions, and introduced into the organism by a variety of means, in order
for them to act as inhibitors of vasopeptidases, and consequently reduce systemic arterial blood pressure, and show local vasodilating
action.

002

JP 2005-505245 A 2005.2.24



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

10

15

20

25

30

(32)

WO 02/074782 PCT/BR02/00041

“ISOLATION AND PURIFICATION PROCEDURE OF VASOPEPTIDASE
PEPTIDE INHIBITORS, SPECIFIC FOR THE CARBOXYLIC SITE OF THE
ANGIOTENSIN CONVERTING ENZYME, SECRETED BY SERPENT VENOM
GLANDS (BEPPS), PARTICULARLY Bothrops jararaca, OR PRODUCED
ENDOGENOUSLY (EVASINS), PRESENTING VASODILATOR AND ANTI-
HYPERTENSIVE ACTION; PROCEDURE FOR THE AMINO ACID SEQUENCE
DETERMINATION OF PEPTIDE INHIBITORS SECRETED BY SERPENT
VENOM GLANDS (BPPs), OR ENDOGENOUSLY PRODUCED (EVASINS)
AMINO ACID SEQUENCING PROCEDURE OF THE BPPs BY DEDUCTION OF
THE ¢DNA OF THE PRECURSORS OF THESE MOLECULES EXPRESSED IN
SERPENT TISSUES, PARTICULARLY Bothrops jararaca; AMINO ACID
SEQUENCE DETERMINATION PROCEDURE OF THE EVASINS BY
DEDUCTION OF THE ¢DNA OF THE PRECURSORS OF THESE MOLECULES
EXPRESSED N SERPENT TISSUES, PARTICULARLY Bothrops
jararaca; cDMA AMPLIFICATION PROCEDURE FROM SERPENT BRAIN
AND/OR PANCREAS cDNA LIBRARIES, PARTICULARLY FROM Bothrops
Jjararaca; SOLID PHASE SYNTHESIS PROCEDURE OF VASOPEPTIDASE
PEPTIDE INHIBITORS WITH VASODILATOR AND ANTI-HYPERTENSIVE
ACTION, OF VASOPEPTIDASE PEPTIDE INHIBITORS WITH ANTI-
HYPERTENSIVE ACTION; USE OF VASOPEPTIDASE PEPTIDE
INHIBITORS WITH VASODILATOR AND ANTI-HYPERTENSIVE ACTION TO
OBTAIN PHARMACEUTICAL COMPOUNDS; DETERMINATION PROCEDURE OF
THE INHIBITORY ACTIVITY ON VASQOPEPTIDASES AND OF THE
BIOLOGICAL  ACTIVITY ON SMOOTH MUSCLE, AND ON THE
MICROCIRCULATORY AND CARDIOVASCULAR SYSTEMS.”

The invention refers to the isolation and purification
procedures of vasopeptidase peptide inhibitors, specific
for the carboxylic site of the angiotensin converting
enzyme, secreted Dby serpent venom glands (BPPs), or
endogenously produced (EVASINS), presenting anti-
hypertensive and vasodilator actions. It also refers to the
isolation and determination procedures of the amino acid
sequence of the peptide inhibitors secreted by serpent

venom glands (BPPs), or endogenously produced (EVASINS). It

JP 2005-505245 A 2005.2.24



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

20

25

30

(33)

WO 02/074782 PCT/BR02/00041

also refers to the amino acid sequence determination
procedure of BPPs by deduction of the cDNA of the
precursors of these molecules, expressed 1in serpent
tissues, particularly Bothrops Jjararaca; to the
amplification procedure of the c¢DNA from brain or pancreas
¢DNA libraries, particularly from Bothrops jararaca; to the
solid phase synthesis prodedure of vasopeptidase peptide
inhibitors; to the use of vasopeptidase peptide inhibitors
with vasodilator and anti-hypertensive action. It furthex
refers to the determination procedure of the inhibitory
activity on vasopeptidases, and of the biological
activities on smooth muscle, and on the microcirculatory
and the cardiovascular systems.

Specifically, the invention refers to the isolation of
the peptides secreted by serpent venom glands (BPPs), or
found endogencusly, particularly in the brain of Bothrops
jararaca. We suggest the generic name EVASINS (endogenous
vasopeptidases inhibitors) for the endogencus peptides; to
the peptides thus obtained, as well as to the procedure of
producing them by genetic engineering methods in prokaryote
and eukaryote systems; to the engineered peptides thus
obtained; to the production of sald peptides by chemical
synthesis as well as to the peptides resulting from the
proteolytic processing. It also refers to the use of the
peptides obtained by the referred procedures in
pharmaceutical compounds with  inhibitory action on
vasopeptidases, and consequently lowering blood pressure,
and the use of the referred peptides to lower blood
pressure.

Thus the invention refers to peptides with
cardiovascular action, known as bradykinin potentiating
peptides, secreted by serpent venom ' glands (BPPs), or

produced in other tissues of Bothrops jararaca (EVASINS).

JP 2005-505245 A 2005.2.24
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The serpent venom is composed of a complex mixture of
biologically active proteins and peptides. Among known,
characterized biologically active peptides, we list
bradykinin potentiating peptides {BPPs}, natriuretic
factors (C-type natriuretic peptides, CNP), saraphotoxins
(SRTx), among others. These bicactive peptides (hormones,
neuropeptides, toxins, etc.) are generated by the
hydrolytic action of enzymes on the proteic precursors of
these peptides, which contain one or more biocactive
peptides per molecule. Toxins secreted by the venom glands
of wvarious serpents, such as Bothorps jararaca, contain a
large number of peptides with hypotensive action (BPPs),
whose mechanism of action is related to its inhibitory
effect on the angiotensin-converting enzyme (ACE), klocking
the conversion of angiotensin I into angiotensin II
(hypertensive), and preserving bradykinin (hypotensive).

The primary structure of these peptides allows their
classification into two families: those peptides smaller
than 7 amino acid residues, and those larger than 7 amino
acid residues, showing a high degree of homology among
them.

Research in this specific field showed that a large
variety of applications can be found for ‘toxins,
particularly the venom toxins of serpents, or the
modifications of some of these molecules, such as the
bradykinin potentiating peptides (BPPs), which can be
specific agents of anti-hypertensive action in mammals,
including man.

The amino acid sequence of other bradykinin
potentiating peptides, having high degree of homology with
the amino acid sequence of BPPs, were not obtained from the
venom of snakes. In fact, these were deducted from the
nucleotide sequences of their precursors found in other

serpent tissues, such as the brain, pancreas and spleen

JP 2005-505245 A 2005.2.24



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

[

23

30

(35)

WO 02/074782 PCT/BR02/00041

tissue, using molecular biology techniques. These
endogenous peptides, in their synthetic form, like the BPPs
secreted from the venom gland of the Bothrops jararaca,
acting on the angiotemsin converting enzyme (ACE) of the
vascular endothelium, preventing the formation of
angiotensin 11 {hypertensive) and preserving the

hypotensive action of bradykinin.

The angilotensin converting enzyme (ACE) is a
peptidase with two catalytic sites (carboxy- or C-site, and
amino— or N-site), which are mainly located to the
cytoplasmic membrane of endothelial cells. The C-terminal
active site 1s more specific for angiotensin I and
bradykinin. The BPPs act by inhibiting the ACE and, up to
this invention, the specificity of the inhibition of the C-
or N-sites was unknown, and the result of this inhibition

is the reduction of arterial blood pressure.

Inhibition of the ACE, not selective for a specific
active sites, led to the development of the site-directed

inhibitor called captopril.

The N site metabolizes the natural circulating
peptide hormone (Ac - Ser - Asp - Lys - Pro), which
regulates hematopoiesis. The carboxylic domain of the
enzyme (C site) 1is more specific for convertion of
angiotensin I inte angiotensin II and inactivates
bradykinin. Up to this moment, it was not known whether
all the described BPPs presented any preference for the C
site, turning them into more specific antihypertensive

agents.

There still are a number of unknown toxins from the
the venoms of snakes, which may have the potential to act
as anti-hypertensive agents. These molecules may not only
inhibit specifically the C-site of the ACE, but even, and

simultaneously, inhibit other peptidases of the wvascular
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endothelium, as the neutral endopeptidase (NEP) and the
endothelin converting enzyme (ECE). The ECE inactivates
bradykinin, natriuretic peptides, hypotensive agents, and
generates endothelins (hypertensive). The ACE, NEP and ECE
are known as vasopeptidases, and are responsible for most
of the arterial blood pressure control. These double and/or
triple inhibitors are not only more specific, but alsc more
efficient because they act on the metabolism of endogenous
molecules regulating the arterial blood pressure. The
distinction between the two catalytic sites of the ACE has
been well-defined in: Dive, V.; Cotton J.: Yiotakils, M. A.;
Vassiliou, S.; Jiracek, J.; Vazeaux, G.; Chauvet, G.;
Cuniasse, P.; Corvol; RXP 407, a phosphinic peptide, is a
potent inhibitor of angiotensin I converting enzyme able to
differentiate between its two active sites. Proc. Natl.
Acad. Sci. USA, 13, 4330-4335, (1999).

It is known from the scientific literature that
some peptides from the venom of Brazilian and Asian
serpents, presenting hypotensive action, have already been
isolated and sequenced (Ondetti & Cushman, Ann.Rev.Biochem.
51, 293 - 308, 1982), and that the antihyperstensive
efficiency of one of them has been demonstrated in humans
(Gravas et al. N. Engl. J. Med. 291, 817 - 821, 1974).

Several BPPs have been deduced from the amino acid
sequences of their precursors using molecular biology
techniques (Murayama et. al., Proc. Natl. Acad. Sci. USA,
94, 1189 — 1193, 1997).

The pharmaceutical industry developed a new
antihypertensive drug of non-peptidic nature and without
any chemical analogies with endogenous molecules. It was
called OMOPATRILAT, displaying inhibition properties for
both the ACE and the NEP, presenting long-term anti-
hypertensive efficiency in rats with high concentration of

circulating renin. Besides, this substance improves cardiac
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performance, ©prolonging the survival of spontenously
hypertensive rats, SUR, a model for human essential
hypertension. The OMAPATRILAT is the f£first site-directed
inhibitor for two vasopeptidases, the ACE and NEP, in
advanced phase of clinical trials.

The major differences between the OMAPATRILAT and the
BPPs and EVASINS are:

1- the BPPs and EVASINS are of polypeptidic nature;

2- they are synthetic molecules identical or homolog
to peptides secreted by exocrine glands, or endogenously
produced in vertebrates;

3- as ACE inhibitors, the BPPs and EVASINS of 8 to 13
amino acid residues show preference for the C-site, and
also inhibit the NEP X;

4~ they are degraded mainly by humoral and tissue
proteolytic enzymes;

The US 55383991 patent, published July 23", 1996, and
the US 5559135 patent, published September 24, 1996,
describe the inhibitor secreted by serpent venom glands -
PCA-W—-P-R-P-E-I-P-P- SQ 20881 - an ACE inhibitor, which
consequenitly reduces the arterial ©blood pressure in
animals, and which showed efficient reduction of arterial
blood pressure in hypertensive individuals. However, these
patents do no describe or reveal the specificity of action
of this inhibitor on one or the two catalytic sites of the
ACE. The patents do not show either the importance of other
enzymes capable of regulating the arterial blood pressure,
therefore no research was done on BPPs with higher
specificity of action.

The present invention differs from the aforementioned
patents by demonstrating specificity of action of the
EVASINS on vasopeptidases; it alsc establishes a clear
relationship between the chemical structures of several

dozens of these molecules with their activity on the

JP 2005-505245 A 2005.2.24



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

10

15

20

25

30

(38)

WO 02/074782 PCT/BR02/00041

cardiovascular system. This invention also establishes one
structural motif and the endogenous origin of the leader
molecules proposed here, features not predicted in the
references quoted above.

The same arguments mentioned above can be used do
differentiate the present invention from the USPTO patents
US 3819831, published Jume 25, 1974, US 3714140,
published January 30%%, 1973, US 3832337, published August
27, 1974, US 3849252, published November 19*%, 1974, US
3947575, published March 30*", 1976, US 3973006, published
August 3%, 1976, US 4731439, published March 15*, 1988, US
4774318, published September 27, 1988, and US 5550127,
published August 279", 1996.

Aiming at solving the existing technical problems,
in order to obtain a final product of superior quality in
terms of efficiency as anti-hypertensive agents, the
present invention proposes, for the first time and in a
novel manner, BPPs and EVASINS, presenting: (1) a defined
structural motif; (2) specificity for the C-site of the
ACE; and (3) high inhibitory specificity for the NEP X.

These novel specific anti-hypertensive agents for
the C site of the ACE, presenting inhibitory action(on
vasopeptidase were isolated and sequenced from the vencm of
the Brazilian serpent Bothrops Jjararaca, or identified by
cloning and cDNA sequencing, obtained from the tissues of
this serpent. These peptides, which can also be obtained by
chemical synthesis, and which contain the same amino acid
sequence as the natural peptides, show long-term anti-
hypertensive action in rats. The use of these synthetic
peptides, which have the same sequence as the natural
peptides, used as such, or chemically modified in order to
maintain the characteristics described above, can be useful
as therapeutic agents in the treatment of cardiovascular

disorders or in local circulatory actions, particularly in
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hypertensive disorders in humans and other cardiovascular
disorders.

Twenty-two (22) BPPs found in the venom and in
tissues of Bothrops jararaca, were sequenced by mass
spectrometry, or their sequences were deduced from cDNA
sequences of the precursors of those molecules expressed in
the tissues of the serpent. The corresponding synthetic
peptides were tested as inhibitors of the C-site of the
recombinant ACE and of NEP, and also both as potentiating
agents of the bradykinin contractile activity on isolated
guinea pig ileum, and as bradykinin hypotensive activity in
rats. They were found both as BPPs (secreted) and as
EVASINS (endogenous). They can be divided in two groups
according to the specificity of action on the C site of the
ACE:

a) non-specific. One peptide, the pentapeptide <E K W
A P (Pyroglutamyl (<E)~Lysine (K)— ‘tryptophane (W) -
Alanine(A)- Proline (P), which, although not presenting a
defined selectivity for the C-site of the ACE, presents
high potentiating activity of bradykinin, as observed on
the preparation of isolated smooth muscle as well as by its
hypotensive effect. It was found as BPP (secreted from the
serpent venom glands) as well as EVASINS (endogenous, from
the serpent brain tissue). It presents Ki values in the uM
range, for both the N and C sites of the ACE. It also
inhibits, with low affinity, the NEP with Ki values ranging
from 50-150 pM. It potentiates the contractile action of
bradykinin on isolated guinea pig ileum with concentrations
‘that wvary from 15-300 nM. The hypotensive effect of
bradykinin was also potentiated by 60% in concentrations of
300 nM, showing a 5-fold (five) increase in the duration of
the hypotensive effect, when compared to the duration of

the effect of bradykinin alone.
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b) specific. These peptides present molecular nasses
ranging from 1000 to 1700 Daltons, containing 8 tc 13 amino
acid residues. In this group, the most selective and
effective potentiators of the contractile action of the
bradykinin on isolated guinea pig ileum and on rat arterial
blood pressure, were found as BPPs or EVASINS. They were
chemically modified generating other peptides with similar

pharmaccological properties.

The table 1 below presents the synthetic
oligonucleotides derived from the inhibitors described in

group b) for this present invention:

Table 1

Formula Sequences

I pplaataa’aa’Plaa’aa’p’p®

IT pplaalaa’aa’aa’P’aa’aa’P?p?

I11 pplaataa’aa’aa‘aa®PPaa’aa’p’Pl®

v ppaataa’aa’aa’aa®aa’p’aa’aa’ptptt

v pplaataa’aa’aa‘aa’az’aa’PPaa’aat Pt Pt

vI pplaa‘aa‘aa’aa‘aa’aa’aa’aa’p’zalaa pHipt?
Where:

P is always proline. A1l others are always L-amino acids
and are presented in the one-letter-code (see below).
pp' is the N-terminal and can be also pyroglutamyl (<E) or
any other simple amino acid, generally non-basic.
aa® is a non-basic amino acid, generally W, S, G or N;
aa” is a non-acid amino acid, generally P, G, W or R;

aa® is a non-acid amino acid, generally P, A, R or W;

aa* is P for formula I and it is generally the amino acid

T, P, G, H, R, W or E for all other oligopeptides;
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aa® is gemerally Q, N, P, or G for formula I;
aa® for formula II, aa’ for formula III, aa® for formula IV
and aa® for formula V are non-basic amino acids,

generally Q, N, P, or G.
aa® for formula I, aa’ for formula II, aa® for formula III,

aa’ for formula IV and aa'® for formula V are always I, A

or T.

Acid amino acids - D, E
Basic amino acids - K, R

Aromatic amino acids - ¥, W, Y

G-glycine N-asparagine
A-alanine O-glutanine
P-proline D-aspartic acid
V-valine E-glutamic acid
I-isoleucine K-lysine
L-leucine R-arginine
S—serine F-phenylalanine
T-threonine H-histidine
W-tryptophan Y-tyrosine

<E- pyroglutamine
Of particular interest in group (b) are the peptides

of 8 to 13 amino acids presenting their general formula the

carboxy-terminal motif of the oligopeptide:
STRUCTURAL FORMULA [P X' X2 P P]

where X' can be any amino acid and X® is generally I, and
the N-terminal amino acid is blocked, generally by <E.

The peptides described in the above table show
higher | selectivity for the C-site of the ACE as
characterized by the Ki values, ranging from 2 nM to 100

pM, while for the N site of the ACE these values were above
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50 pM. These peptides are also inhibitors of NEP with Ki
values ranging from 5 to 150 pM. All of them potentiate the
contractile activity of bradykinin on the isolated guinea
pig ileum, doubling the contractile effect of bradykinin,
in concentrations varying from 5 to 300 nM. The hypotensive
effect of bradykinin was also potentiated by 30-80% in
concentrations varying from 10-700 nM, increasing the
duration of this hypotensive effect from 5 to 15 fold, as
compared to bradykinin alone.

The present invention proposes for the first time: an
isolation and purification procedure for vasopeptidase
peptide inhibitors with anti-hypertensive action, secreted
by serpent venom glands, particularly Bothrops jararaca,
comprising the following steps:

A - ISOLATION AND PURIFICATION OF BPPs FROM THE VENOM OF
Bothrops jararaca:
- 800 to 1500 mg of total venom obtained from a venom

pool of Bothrops jararaca were dissolved in 7.0 to 15

nl of deionized water and centrifuged at 1500 to 2000

rpm for 15 teo 30 minutes; the supernatant was removed

and applied to a 1.2 x 101 cm Sephadex G-25 M gel
filtration column (25-80 u, Sigma); the column was

equilibrated with ammonium acetate buffer (30 to 50

md, pH 5.0 to 6.0) at room temperature. The sample was

added to the top of the column and the components were

eluted at a flow rate of 1.0 to 2.0 mL/min. The
absorbance profile for each aliquot at 214 nm defined
the constitution of the pools, based on the bradykinin
potentiating activity on guinea pig ileum.
B — PARTIAL ISOLATION OF THE POOL COMPONENTS SHOWING
BRADYKININ POTENTIATING ACTIVITY:
- High performance liquid chromatography — HPLC
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The compcnents of the pools obtained in step A,
showing bradykinin potentiating activity, were
partially isolated by high performance liquid
chromatography — HPLC (Merck-Hitachi model L-6200R),
with the UV-vis detector set at 214 nm, and the
reverse-phase column C-18/Beckman (5p, 4.6 x 250 mm).
Solvent A was 0.5 to 1 % TFA (trifluoracetic acid) in
H;0, and solvent B was a 5% to 60 % gradient of
acetonitrile (ACN), at a flow rate of 0.2 to 0.5
mi/min. The gradients used varied with the sample. The
peptides were obtained by manual collection of the

absorbance peaks at 214 nm.

C - DETERMINATION OF THE MOLECULAR MASS AND OF THE PRIMARY
STRUCTURE OF THE BRADYKININ POTENTIATING PEPTIDES BY MASS
SPECTROMETRY (ES-MS-MS) .

Another aspect of the invention is related to the
procedure for the amino acid sequence determination of
‘the BPPs purified from serpent venom, more
specifically Bothrops Jjararaca, by mass spectrometry
performed in the Micromass Quattro IT mass
spectrometer (ESMS-MS / Micromass), in the positive
ionization mode, with an electrospray ion source
{Micromass), and the Mass Lynx software (Micromass)
used for data acquisition. The samples were dissolved
in 50% H.O/ACN with 0.1% formic acid, and injected
with a constant flow of 5 uL/min, by means of an
injection pump. The data were acquired in the first
quadrupole (ESMS), by scanning the ratio mass/charge
(m/z) between 400 and 1600 with a scanning time of 5
seconds during the whole analysis process. Sequencing
was performed on selected peptide, displaying a
protonated ion, as characterized in the first
quadrupole, followed by fragmentation by induced

dissociation collision (IDC) with &a pressure of
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argonium of 3 x 107°, and finally, the data were
acquired by scanning at the second quadrupole (ESMS-
MS). The software Mass Lynx (Micromass) was used for
data acquisition. The machine’s parameters were
optimized using synthetic bradykinin as a standard.

Characterization and sequencing can alsoc be performed
with the HPLC system coupled to the mass spectrometry
system (LC-ESMS-MS), using the Hewlett-Packard HPLC
model 1100 with an automatic injector, the UV-vis
detector set at 214 nm, and the reverse-phase column
C~18/The Separations Group (4.6 x 250 mm/5p), for the
isolation of total venom components. Solvents used
were: Solvent A: 0,1% TFA/H,0 — Solvent B: 10% A/ACN
solvent, with a flow rate of 0.6 mL/min. The gradient

used was:

t=0- 5min: 0% B

t=5—- 65min: 0 - 60% B
t = 65 — 70 min: 60 — 100% B
t =70 - 75 min: 100% B

t =75 - 80 min: 100 - 0% B

out of the 600 pL/min flow used in the HPLC, 20
pul  were automatically injected into the mass
spectrometer, and the remaining 580 pl went to the UV-
vis detector.

Mass spectrometry was accomplished in a Micromass
Quattro II (ESMS - MS/Micromass) mass spectrometer in
the positive ionization mode with an ilon electrospray
source {(Micromass) . The acquisition of the
characterization and sequencing data was performed by
means of a software created to this end, the Mass Lynx

software {(Micromass).
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Another aspect of this invention is the determination
of the amino acid sequence of the BPPs by deduction of
the cDNA sequence of the precursors of these molecules
expressed in serpent tissues, specifically Bothrops

jararaca, through the following steps:

Total RNA from the brain of a single B. jararaca
specimen was isolated by the guanidine isothiocyana\‘:e
— phenol - chloroform extraction method, and the
messenger RNA was purified by passing the total RNA
solution twice through a pre-packed oligo-dT cellulose
column. The integrity of the purified mRNA was checked
by agarose gel electrophoresis followed by
hybridization with radioactive probes, composed of
sequences encoding the precursor of the BPPs and the
CNP, previously identified by Northern blot assays.
Preparation of the cDNA library in XA ZAP phages
(Stratagene) was carried out using 5ng of this sample,
following the manufacturer’s instructions by common
and usual methods. The initial packaging of the
recombinant phages generated a titer of approximately
2 x 10° pfu/mL, with less than 1% of non-recombinant
clones. This library was immediately amplified, with a

final titer of approximately 9 x 10° pfu/mL.

¥ — PCR AMPLIFICATION (Polymerase Chain Reaction):

The goal of the initial approach was to amplify the
cDNA of interest from B. jararaca brain cDNA libraries
by PCR, using oligonucleotides specific for the cDNA
sequence encoding the precursor of the BPPs and the
CNP. The reactions were carried out with materials and
nethods described here and it was possible to clone
only one fragment of approximately 250 base pairs from

the total phage lysate from the serpent brain cDNA
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»n

library (there was no amplification of any other
fragment from the serpent brain 1library). Conplete
sequencing of this cDNA insert showed a very high
degree of similarity with the cDNA sequence identified
from the venom gland library, except for the insertion
of a few nucleotides (12 bases) in the segment that
precedes the natriuretic peptide and some point
mutations (4 residues substituted), of which three are
silent (encoding the same amino acid residue) and the
fourth was “conservative” (a substitution for an amino
acid with the same chemical characteristics). In spite
of the numerous amplification attempts, changing
reaction conditions, and/or the polymerase and
oligonucleotide used, it was not possible to clone
other fragments from any of the libraries studied.
Approximately 5 x 10° clones were independently
analyzed using the segment encoding the mnatriuretic
peptide as a template for the synthesis of radicactive
probes used for the hybridization experiments, which
made it possible to identify only 13 positive clones.
The plasmid vectors containing the cDNA inserts were
recovered by mini-preparations of DNA and then
sequenced using oligonucleotides, which anneal to
sequences adjacent to the plasmid vector’s
(pBluescript SK+) multiple cloning site (commercial
primers T3 and T7).

Clone selection by hybridization of the cDNA library
from the brain of B. jararaca allowed the isclation of
a cDNA encoding the precursor for the BPPs and the
CNP. (Figure 1). By analogy to the BPPs isolated from
the venom of Bothrops Jararaca, 7 peptides were
identified, whose sequences are listed among those in
table 1). Based on these sedquences, peptides were

s;}nthesized that presented the same pharmacological
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properties as the venom peptides, as well as

inhibition of ECA and NEP.

Figure 1 shows the primary sequence of the EVASINS
precursor from Bothrops jararaca brain, deduced from the
corresponding CDNA sequence. Abbreviations for the
nucleotides: A-adenosine; C-cytidine; G-guanosine; T-
thymidine. CNP- Type C natriuretic peptide. Nucleotide
sequence of the cDNA encoding the precursor protein of the
EVASINS and CNP, isolated from the cDNA library £from
Bothrops jararaca brain, and the deduced amino acid
sequence. The amino acid sequences of the EVASINS are
underlined and the CNP sequence is shown in bold.

Another aspect of the invention is the procedure for

the synthesis of the peptides in solid phase, using two
specific strategies:
A -~ Use of the tert-butyloxycarbonyl group (Boc) as a
temporary protector for the amino group and of benzyl
derivatives (Bzl) for the protection of most of the amino
acid reactive side chains.

~ The first step in this synthesis strategy is to
remove the Boc group from the first amino acid residue,
bound tec the resin.

Removal of the Boc group occurs in 30% TFA in
dichloromethane (DCM), containing 2% anisole, for 30 min.
The resin is then washed successively with disopropancl
containing 0.5% anisole, DCM and MeOH. For the next amino
acid coupling, the amino group is deprotonated by treatment
with TEA 10% or DIPEA 5% in DCM for 10 min. The peptidyl-
resin is then washed with DCM, MeOH, DCM and with the
solvent used for the coupling.

Coupling of the amino acid starts with an activation
phase, usually accomplished with coupling agents:
diisopropylcarbodiimide (DIC) or 2- (1H- benzotriazolyl)-
1,1,3,3~tetramethyllurone tetrafluorborate (TBTU). Usually

JP 2005-505245 A 2005.2.24



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

20

25

30

(48)

WO 02/074782 PCT/BR02/00041

the Boc-amino acid (carboxylic component, CC) and the
coupling agent are used in a 3-fold molar excess, as
compared to the amount of amino groups (amine component,
CA) in the resin.

- When DIC is used, the proportion of the reagents
CA:CC:DIC is 1:3:3. When TBTU is used, the proportion of
the reagents CA:CC:TBTU:DIEA is 1:3:3:4. Final
concentration of these reagents is between 0.05 and 0.1 M.

- When coupling Asn (asparagine) or Gln (glutamine),
hydroxibenzotriazol (HOBt) is used with the coupling agent
to prevent formation of nitrile from these amino acids. For
these couplings the final proportion of the reagents
CA:CC:TBTU:HOBt:DIEA is 1:3:3:3:5. The coupling reaction,
which normally tekes 2 hours, is monitored using the
ninidrine qualitative method, in which a blue staining of
the peptidyl-resin is indicative of incomplete coupling. In
this case, recoupling is generally performed changing the
solvent used in the previous coupling reaction and/or the
coupling agent itself. When the coupling phase is finished,
the next cycle is initiated with the deprotection of the
amino group until the next residue is coupled. The process
continues in cycles until the end of the elongation of the
desired sequence.

At the end of the synthesis procedure, the peptide is
cleaved from the resin, and its side chains are deprotected
in a single step by treatment with anhydrous HF at 0° C for
60-90 min in the presence of p-cresol and dimethylsulfide
(DMS3) (5%, v/v of each) which act as suppressors for
collateral reactions induced by carbocations released
during the HF treatment. When the peptide sequences contain
Trp residues, ethanol-1,2-dithiol (EDT) is added to remove
the formyl group that protects the side chain of this amino
acid simultaneously to the cleavage. EDT is used in the

same proportion as the other suppressors (5% v/v, of each).

JP 2005-505245 A 2005.2.24



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

10

15

20

25

30

(49)

WO 02/074782 PCT/BR02/00041

After cleavage, the resin is washed with ethyl acetate and
the peptide is eluted by washing the resin with 5% (v/v)
acetic acid in water, and lyophilized. A white powder is
obtained, generally amorphous.

B - Use of the base-labile protector 9-
fluorenylmetoxicarbonile (Fmoc) and tert-butyl derivatives
(tBu).

- Differently from the previous strategy, in this case
the amino group protector Fmoc is used, and removed from
the amino acid by treatment with a 20% piperidine solution
in DMF for about 20 min. This treatment deprotonates the
amino groups for the forthcoming coupling step. The
coupling methods are the same as the Boc chemistry’s and
the final cleavage is performed using a weaker acid
solution, because both the protector’s bond to the side
chains (generally of the tert-butylic type) and the
peptide’s bond to the resin are more labile than in the Boc
chemistry’s. Usually, the resin is treated with 85-95% TFA
(v/v) and a mixture of different suppressors of collateral
reactions for about 2 h. After this treatment, the peptide
is precipitated with the resin in ice-cold ethylic ether,
and centrifuged at a speed of 2,500g for 5 min. The
supernatant is discarded and the pellet is resuspended in
ethylic ether, vortexed and centrifuged. The procedure is
repeated 5 times and the resin/peptide mixture is dried
under vacuum. Finally, the peptide is removed from the
resin with 5% AcOH in water (v/v) and filtered. The
filtered solution is lyophilized until an amorphous white
powder is obtained.

Both strategies A and B are based on the following
references: l1-Barany, G. & Merrifield, R.B. (Gross, E. &
Meinhofer, J., Eds.) (1980), The Peptides: BAnalysis,
Synthesis and Biology, wvol. II, 1, Academic Press, New

York. 2- Stewart, J.M. & Young, J.D. (1984), Solid FPhase
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Peptide Synthesis, Pierce Chemical Company, Rockford. 3-
Fields, G.B. (1997), Methods in Enzymology, Academic Press,
California; 3- Atherton, E. & Sheppard, R.C. (1989), Solid
Phase Peptide Synthesis: A Practical .Approach, I.L.R.
Press, Oxford. 4- Fields, G.B. & Noble, R.L. (1990) Int. J.
Pep. Prot. Res. 35, 1l6l.

Following the methods described in this invention, a
pool of 1isolated peptides is obtained, presenting
bradykinin potentiating activity, as tested by its
contractile activity on smooth  muscle, caused by
bradykinin, and measured using a preparation of isolated
guinea pig ileum, as shown in Example 5.

To determine the bradykinin potentiating activity, a
log-dose response curve of the effect of bradvkinin on the
isolated guinea pig ileum was plotted.

The hypotensive effect of the bradykinin potentiating
activity was tested in normotensive and hypertensive (SHR)
male and female Wistar rats, anesthetized with ethylic
ether.

In the present invention, the peptides of particular
interest are natural anti-hypertensive peptides. These will
eventually be used as such, or in association with other
substances. These synthetic molecules can be conjugated to
a variety of ligands, such as acid groups, like sulfonyl,
carboxyl and phosphoryl, or other groups, such as thiols,
olefins, dithio, azo or diazo compounds, aldehydes and
similar compounds.

BPPs bound to specific ligands (peptide sptamers), can
be used to identify target proteins, such as enzymes and
receptors. For example, specific cells can present target
proteins that may be recognized or affected by these
modified BPPs. Thus, the use of specific ligands conjugated
to the BPPs can drive these molecules preferentially to the

cells that possess the specific target proteins. These
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ligands can be, for example, methylene blue, crystal
violet, aspirin, saccharin or others.

In addition to these, several other compounds can be
used as ligands, such as steroids, low density
lipoproteins, growth factors, V,iral proteins, etc.
Compounds containing such ligands may be preferentially
identified by immunoglobulins or their fragments,
recognizing them as antigens, wherever they are located.
The immunoglobulins of interest are some of the subtypes of
IghA, IgD, IgM, IgE and IgG. Immunoglobulins can be derived
from any source, particularly from mice and humans. The
immunoglobulins can be derived from hybridomas, such as
transformed lymphocytes, or obtained by recombinant DNA
methods.

Particularly, the variable part of the mice
immunoglobulin can be linked to the human immunoglobulin,
to form a chimeric immunoglobulin with low immunogenicity.
Only the use of the Fab fragments, F(ab’)2, Fv, or similar,
would be necessary.

Ligands can be coupled to the toxins in question, in
order to help them enter the cells and identify the target
protein(s) inside. Disulfide bonds can be used to release
the toxins from the ligands as they are reduced inside the
cell.

The compounds in guestion can be used in vivo and in
vitro. For the in wivo use the compounds can be
administered trans-mucosa, parenterally, or by injection,
particularly intravenously. The dosage will possibly vary
from around 1 ug to 10 my, usnally 0,5 mg/kg of body
weight.

Depending on the means of administration and the
synthetic toxin wused, presenting the same aninc acid
sequence as the naturally occurring toxin, or a meodified

form, the compound may eventually be used at a very low
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dosage. The compound may eventually be diluted in a
physiologically acceptable medium, such as a phosphate-
saline buffer, saline solution or other more convenient
solution.

These compounds may eventually be used in cases of
chronic or acute cardiovascular disturbances, in which the
micro—circulation would be the target of the treatment. In
particular, these compounds may eventually be used in human
hypertensive disturbances and their consequences, such as
those causing vascular lesions, hyperplasia, etc. A
possible recommended use might be in cases of acute
pulmonary edema. They may eventially be used in modified or
unmodified form, for pathophysiological diagnosis, where
the identification or interaction of these toxins with the
target proteins {(enzymes, receptors, etc.) can be useful.

The BPPs and EVASINS in this invention are used in
cardiovascular pathologies.

The dinnovations presented in this invention, in
general terms, consist in adding to the less than 20 known
BPPs, dozens of other synthetic peptides with amino acid
sequences identical to the natural BPPs and EVASINS, or
their chemically modified homologues, which present
structural motifs defined here, as well as in
characterizing their biological actions through their
inhibitory activity on the carboxylic site of the
angiotensin converting enzyme (ACE) and also on NEP and
ECE.

The peptides with these characteristics will be
generically designated as BPPs (bradykinin potentiating
peptides) and EVASINS (endogenous vasopeptidase
inhibitors). The BPPs and EVASINS from this invention
correspond to the peptides secreted by the venom gland and
to peptides produced in endogenous tissues of Bothrops

Jjararaca.
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The sequences of the BPPs were determined by mass
spectrometry; the sequences of the EVASINS were determined
by deduction of the nucleotide sequence of the CcDNA
encoding the precursors of these molecules, expressed in
serpents, specifically Bothrops jararaca.

EXAMPLES
Example 1:
- PARTIAL ISOLATION OF THE PQOOL COMPONENTS SHOWING
BRADYKININ POTENTIATING ACTIVITY:
- High performance liquid chromatography - EPLC

The components of the peptide pools displaying
bradykinin potentiating activity were partially isolated by
high performance liquid chromatography — HPLC Merck-Hitachi
model L-6200R, UV-vis detector set at 214 nm, with a
reverse phase column: C-18 / Beckman (4.6 x 250 mm/5p
resin) in 0.5% TFA (trifluoracetic acid) in Hp0, and & 5%
to 60% gradient of acetonitrile (ACN) at a flow rate of 0.2
to 0.5 mL/min. The gradients used varied according to the
sample. The peptides were obtained by manually
fractionating the eluate according to the shape of the
absorbance peaks at 214 nm.

Purification of the anti-hypertensive peptides £from

the venom of the Brazilian serpent Bothrops jararaca.

The total wvenom, obtained from a venom pool of Bothrops
jararaca (1200 mng) supplied by the Venom Section of
Instituto Butantan, was dissolved in 10 mL of deionized
water and centrifuged at 800g for 30 min. The supernatant
was collected and loaded onto a Sephadex G-25 (25-80 [,
Sigma) gel filtration column (1.2 x 101 cm). The column was
equilibrated with 30 mM ammonium acetate buffer, pH 5.5 at
room temperature. The sample was loaded onto the top of the
column and the components were eluted with a flow rate of
1.2 mL/min. The absorbance profile of each aliquot, at 214
nm, defined the constitution of the pools.
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High performance liquid chromatography — HPLC

The HPLC eguipment used was a Merck-Hitachi, model L-
6200A UV vis detector set at 214 nm, with a reverse phase
column: C-18 / Beckman (4.6 x 250 mm/5 p resin) for the
partial isolation of the pools with bradykinin potentiating
activity, in 0.5% TFA (trifluoracetic acid), and a 5% to
60% gradient of acetonitrile (ACN) at a flow rate of 0.5
mL/min.

Example 2:

DETERMINATION OF THE MOLECULAR MASS AND OF THE PRIMARY
STRUCTURE OF THE BRADYKININ POTENTIATING PEPTIDES BY MASS
SPECTROMETRY

The Mass spectrometry experiments were performed in a
Micromass Quattro I mass spectrometer (ESMS-MS/Micromass)
in the positive ionization mode with an electrospray ion
source (Micromass). The Mass Lynx software was used for
data acquisition.

The mass spectrometer’s parameters were optimized
using synthetic bradykinin as a standard.

The samples were dissolved in 50% ACN/H0 and 0.1%
formic acid, and injected at a constant flow rate of 0.5
pL/min, by means of an injection pump. The data were
acquired at the first quadrupole (ESMS), by scanning of the
mass/charge ratio (m/z) between 400 and 1600 using a
scanning time of 5 seconds during the whole analysis
procedure.

The peptide, with protonated ion as characterized at
the first guadrupole, was sequenced and fragmented by
collision of induced dissociation (CID) with a pressure of
argonium gas of 3 x 1073, and, finally, the data were
acquired by scanning at the second quadrupole (ESMS-MS) .

HPLC system coupled to the mass spectrometer (LC-ESMS-
MS) .
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The HPLC system used was a Hewlett—Packard model 1100,
with automatic injector, UV-vis detector set at 214 nm,
with a reverse phase column: C-18 / Beckman (4.6 x 250 mm/5
U resin) for the isolation of components from total venom.

- Solvent A: 0.1% TFA/H.Q

- Solvent B: 10%‘solvent A/ACN, with a flow rate of 0.6

mL/min.
The gradient used was:
=0 - 5 min: 0% B
=5 — 65 min: 0% - 60% B
65 — 70 min: 60% - 100% B
= 70 - 75 min: 100% B

[ S o N A
Il

= 75 - 80 min: 100% - 0% B

The HPLC flow rate was 600 ulL/min, out of which 20 ul
were automatically injected into the mass spectrometer,
while the remaining 580 upl were sent to the UV-vis
detector.

Mass spectrometry was carried out in a Micromass
Quattro mass spectrometer (Micromass). Sequencing and
characterization data were acquired using a software
specially developed for this end.

Example 3:
Synthesis of peptides in solid phase

Two strategies were used for peptide synthesis.

The first, more traditional strategy, uses the tert-
butyloxicarbonyl group (Boc) as a temporary protector for
the amino group and benzyl derivatives (Bzl), for the
protection of most of the reactive side chains of the amino
acids.

The second and most recent strategy alternates between
the base labile protector 9-fluorenylmetoxicarbonyl (Fmoc)

and tert-butyl derivatives (tBu).
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a) The Boc/Bzl strategy — The first step in this strategy
is the removal of the Boc group from the first amino acid
residue bound to the resin.

Removal of the Boc group occurs in 30% TFA in
dichloromethane (DCM), containing 2% anisole, for 30 min.
The resin is washed with iscpropancol containing 0.5%
anisole, DCM and MeOH. For the coupling of the forthcoming
amino acid, the amino group is deprotonated (neutralized)
with 10% TEA or 5% DIPEA in DCM for 10 min. The peptidyl-
resin is then washed with DCM, MeOH, DCM and the solvent to
be used in the coupling phase.

Coupling of the amino acid starts with an activation
phase, usually accomplished with coupling agents:
diisopropylcarbodiimide (DIC) or 2- (1H- benzotriazolyl)-
1,1,3,3-tetramethyllurcone tetrafluorborate (TBTU). Usually
the Boc—amino acid (carboxylic component, CC) and the
coupling agent are used in a 3-fold molar excess, &as
compared to the amount of amino groups (amine component,
CA) in the resin.

When DIC 1is wused, the proportion of the reagents
CA:;CC:DIC is 1:3:3. When TBTU is used, the proportion of
the reagents CA:CC:TBTU:DIEA is 1:3:3:4.

Final concentration of these reagents is between 0.05
and 0.1 M. When coupling Asn (asparagine) or Gln
(glutamine), hydroxibenzotriazol (HOBt) is used with the
coupling agent, to prevent the formation of nitrile from
these amino acids.

For these couplings the final proportion of the reagents
CA:CC:TBTU:HOBt:DIEAR is 1:3:3:3:5. The coupling reaction,
which normally takes 2 hours, 1is monitored using the
ninidrine qualitative method and a blue staining of the
peptidyl-resin is indicative of incomplete coupling. In

this case, recoupling is generally performed changing the
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solvent used for the previous coupling and/or the coupling
agent.

When the coupling phase is finished, the next cycle is
initiated with the deprotection of the amino group until
the next residue is coupled. The process goes on cyclically
until the end of the elongation of the desired sequence.

— At the end of the synthesis procedure, the peptide is
cleaved from the resin and its side chains are deprotected
in a single step by treatment with anhydrous EF at 0°C for
60-90 min in the presence of p-cresol and dimethylsulfide
(DMS) (5%, v/v each) which act as suppressors for
collateral reactions induced by carbocations released
during the HF treatment.

When the peptide sequences contain Trp residues,
ethanol-1,2-dithiocl (EDT) is added to remove the formyl
group that protects the side chain of this amino acid
simultanecusly with the cleavage. EDT is used at the same
proportion as the other suppressors (5% v/v, each). After
cleavage, the resin is washed with ethyl acetate and the
peptide is eluted by washing the resin with 5% (v/v) acetic
acid in water, and lyophilized. A white powder is cbtained,
generally amorphous.

b) The Fmoc/tBu strategy
- Differently from the previous strategy, the amino
group protector Fmoc is used, which is removed from the
amino acid by treatment with a 20% piperidine solution
in DMF for about 20 min. This treatment deprotonates the
amino groups for the next coupling step. The coupling
methods are the same as the Boc chemistry’s and the
final cleavage i1s performed using a weaker acid solution
because both the protector’s bond to the side chains

(generally of the tert-butylic type) and the peptide’s

bond to the resin are more labile then the Boc

chemistry’s. Usually, the resin is treated with 85-95%
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TFA (v/v) and a mnixture of different suppressors of
collateral reactions for about 2 h. After this
treatment, the peptide is precipitated with the resin in
lce-cold ethylic ether, and centrifuged at 2,500g for 5
min. The supernatant is discarded and the pellet is
resuspended in ethylic ether, vortexed and centrifuged.
The procedure is repeated 5 times and the resin and
peptide mixture is dried under vacuum. In the end, the
peptide is released from the resin with 5% AcCH in water
(v/v) and filtered. The filtered solution is lyophilized
until an amorphous white powder is obtained.
1- Atherton, E. & Sheppard, R.C. (1989), Solid Phase
Peptide Synthesis: A Practical Approach, I.L.R. Press,
Oxford.
2~ Fields, G.B. & Noble, R.L. (1990) Int. J. Pep. Prot.
Res. 35, 161.

Example 4:

Peptide sequences deduced from the ¢DNA encoding the

precursors. of the BPPs.

Northern blot assays

Total RNA from several tissues of Bothrops jararaca
was 1isolated using the extraction method with guanidine
isothiocianate - phenol -~ chloroform. Ten micrograms of
total RNA from each of the serpent’s tissues were separated
by denaturing agarose gel electrophoresis (1.7%
formaldehyde}, and transferred by capillarity to nylon
membranes. The RNA was blotted to the membrane at 80°C in a
vacuum-oven for 1 hour followed by UV treatment in a
Crosslinker (model REN 2500 - ZAmersham), at 70.000 wJ/cm®
for 5 minutes.

The membranes were pre—hybridized at 42°C, over night
(approximately 16 hours), in a buffer containing 50%
formamide, 2.5 mM KzPO4, 5 X Denhardt’s solution, 50 pg/mL
herring sperm DNA and 10% dextran sulfate.
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The ¢DNA fragments used as templates for the synthesis
of radicactive probes were obtained by digestion of the
clone containing the cDNA insert encoding the BPPs and CNP
(clone NM87, Murayama et al., Proc. Natl. Acad. Sci. USA,
94, 1189-1193, 1997), with the appropriate restriction
enzymes (Sma I or Sma I + Bam HI, for the sequences
encoding the BPPs and the CNP, respectively).

The excised inserts were separated by low melting

agarose gel electrophoresis and the DNA was recovered by

phenol/chloroform extraction followed by ethanol
precipitation.
The radiocactive probes were prepared using

approximately 25 ng of template DNA, obtained as described
above, for each reaction, following the instructions of the
manufacturer of the RediPrime kit (Amersham), based on the
incorporation of @ [¥P]-dCTP in the presence of random
hexanucleotides and polymerase {Klenow or T4 DNA
polymerase). The non-incorporated radioactive nucleotides
were separated from the probe in inverse molecular sieve
columns (“spin columns S-200” Pharmacia).

Hybridizations with the radioactive probes were
carried out at 42°C, for 16 hours, after adding the
radioactive probe to the pre-hybridization solution at a
concentration of approximately 1.5 x 10° com/mL.

Finally, the membranes were washed at high stringency
conditions, i.e., washed four times at 65°C with a 2X SS8C;
0.1% SDS solution for 15 minutes each, and three times at
65°C in a 0.1X S$SC; 0.1% SDS solution. The membranes were
exposed to X-rays films (LS - Kodak) in appropriate
cassettes, for the appropriate time, depending on the
strength of the radicactive signal observed for each
membrane. For a better detection of the weaker signals, the
cassettes, contained a pair of screens, the film and the

membrane, and were kept at — 80°C.
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Purification of the messenger RNA and preparation of the
cDNA library from B. jararaca brain

Total RNA from the brain of B. jararaca was isolated
using the guanidine isothiocyanate - phenol - chloroform
extraction method.

The messenger RNA was purified by passing the total
RNA solution twice through a pre-packed olige-dT cellulose
column (GibcoBRL). One aliguot of the purified messenger
RNA was submitted to denaturing agarose gel electrophoresis
(containing 1.7% formaldehyde) followed by staining with
ethidium bromide. The RNA was transferred by capillarity to
nylon membranes to confirm the integrity of the samples
through hybridizations with probes specific for the
sequences encoding the BPPs. The preparation of the cDNA
library in A ZAP phages was carried out using a cDNA
preparation kit from Stratagene (La Jolla, CA). After
cloning the double stranded c¢DNA inserts, obtained from 5
pg of brain messenger RNA into the A ZAP phages, these were
packaged in vitro and titered to verify the cloning
efficiency. This phage library was amplified and the
aligquots were stored at —20°C and -80°C, in the presence of
chloroform and DMSO, respectively.
Amplification of the ¢DNA from the total phage lysate

Using 10 pl of the total phage lysate obtained for the
brain c¢DNA library, PCR (Polymerase Chain Reaction)
amplification was carried out using specific
oligonucleotides, derived from the sequence of the cDNA
encoding the precursor of the BPPs and the CNP from the
venom gland. The phage lysate was initially incubated at
100°C for 5 minutes, then cooled down to 4°C and, finally,
added to the other components of the amplification
reaction, composed of 10 pmol of each primer, 2.5 U of Tagq

polymerase {(Zmersham), 200 pM dNTPs and 1X PCR buffer,
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supplied with the enzyme. The reactions thus prepared were
then submitted to a denaturing cycle at 94°C for 4°C and,
then, to 35 more cycles of 1 min at 94°C, 1 min at 60°C, 1
min at 72°C. Subsequently, the reactions were kept at 4°C
until the PCR products were analyzed by agarose gel
electrophoresis, after staining with ethidium bromide. The
PCR products of the expected size, based on the cDNA
sequence from the venom gland, were subcloned in a plasmid
vector pCRscript SK+ (Stratagene), following the
manufacturer’s instructions (by usual methods), and
sequenced using oligonucleotides that anneals to adjacent
regions of the vector’s multiple cloning site (primers T3
and T7).

Selection and identification of the clone encoding the
precursor of the BPPs:

The fragments obtained by digestion of clone NM87 with
Sma I or Sma I and Bam HI (approximately 450 bp and 432 bp,
positions 164 — 610 and 610 - 1044, respectively) were used
as templates for the synthesis of radioactive probes (&*°P)
using the random primer method (Rediprime kit/Amersham).
The nitrocellulose membranes (Schleicher & Schuell)
prepared from plates containing approximately 50 thousand
phage plaques each, were submitted to hybridization with
the radicactive probes in 6X SSPE (1X SSPE: 0.15 M Nacl, 15
oM NaH,POs;, pH 7, 1 mM EDTA), 50% formamide, 0.,1% SDS and
5X Denhardt’s at 42°C for 16 hours. The membranes were theh
washed twice in 2X SSC/0.1% SDS and three times in 0.1X
$5C/0.1% 8DS, at 65°C, for 15 minutes each (1X S5C: 0,15 M
NaCl, 15 mM sodium citrate, pH 7).

Positive phage plaques were identified by autoradiography
and were isolated for the analysis of the DNA insert. In
vive excision of the phagemid pBluescript from the vector A

ZAP was carried out using the “helper phage”, following the
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instructions of the manufacturer, and the extremities of
the insert were sequenced.
Sequencing of the DNA inserts:

The sequencing reactions were carried out following
the chain termination method with dideoxy-nucleotides,
using the kit Big Dye (Perkin Elmer), followed by the
analysis in the ABI 310 automatic sequencer, following the
manufacturer’s instructions.

Total RNA from the brain of a single B. jararaca
specimen was isolated by the guanidine isothiocyanate -
phenol - chloroform extraction method, and the messenger
RNA was purified by passing the total RNA solution once
through a pre-packed oligo-dT cellulose column. The
integrity of the purified mRNA of the sample was checked by
agarose gel electrophoresis followed by hybridization with
radioactive samples synthesized from de cDNA encoding the
precursor of the BPPs and the CNP (identified by Northern
blot assays).

Preparation of the ¢DNA library in A ZAP phages
(Stratagene) was carried out by common and usual methods
using 5 ng of this sample, following the manufacturer’s
instructions.

The initial packaging of the recombinant phages
obtained generated a titer of approximately 2 x 10° pfu/mL,
with less than 1% of non-recombinant clones. This library
was 1lmmediately amplified, with a final titer of
approximately 9 x 10° pfu/mk.

PCR {Polymerase Chain reaction) amplification

The goal of the initial approach used was to amplify
the cDNA of interest from B. jararaca brain cDNA library by
PCR, using oligonucleotides specific for the cDNA sequence
encoding the precursor of the BPPs and the CNP. The
reactions were carried out with materials and methods

described herein. Only one fragment of approximately 250
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base pairs was cloned from the total phage lysate
containing the brain cDNA library {there was no
amplification of any other fragment from the serpent brain
or pancreas library). Complete sequencing of this cDNA
insert showed a very high degree of similarity with the
cDNA sequence identified in the venom gland library, except
for the insertion of a few nucleotides (12 bases) in the
segment that precedes the natriuretic peptide and some
point mutations (4 residues substituted), of which three
are silent (encoding the same amino acid residue) and the
fourth was “conservative” (a substitution for an amino acid
with the same chemical characteristics). In spite of the
numerous amplification attempts changing reaction
conditions and/or the polymerase and oligonucleotide used,
it was not possible to clone other fragments from any of
the libraries studied.

Approximately 5 x 10° clones were independently
analyzed using the segment encoding the natriuretic peptide
as a template for the synthesis of radiocactive probes used
for the hybridization experiments, which made it possible
to didentify 13 positive c¢lones. The plasmid vectors
containing ‘the cDNA inserts were vrecovered by mini-
preparations of DNA and sequenced using oligonucleotides
that anneal to adjacent regions of the plasmid wvector’s
(pBluescript SK+) multiple cloning site (commercial primers
T3 and T7).

Screening of clones by hybridization of the cDNA
library from the brain of B. jararaca allowed the isolation
of a cDNA encoding the BPPs as part of a precursor protein
for these peptides (figure 1). Seven peptides (the
sequences of which are listed among those in table 1) were
identified by analogy with the BPPs isolated from the venom
of Bothrops jararaca. Based on these sequences, peptides

were synthesized that presented the same pharmacological
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properties as the venom peptides, as well as inhibition of
ECA and NEP.
Example 5:

Testing the bradykinin potentiating activity of the
BPPs and EVASINS:

Biological assay on guinea pig ileum:

The potentiating activity of the pools of isolated
peptides was tested on the contractile activity of
bradykinin on smooth muscle, measured using a preparation
of isolated guinea pig ileum. Female guinea pigs with a
body weight between 160 and 180 g were used. Before
starting the assays, the ileum was kept in TYRODE solution
at 37°C for 30 min. One of the ends of the isclated ileum
segment, measuring 1.5 to 2.0 cm, was tied to a semi-ring
located at the bottom of a glass container with a capacity
of 5 mL, containing the TYRODE physiological solution at
37°C under constant oxygen bubbling through a capillary.
The other extremity of the ileum segment was tied to a
previously calibrated registering arm. The tension on the
arm was of 1 g, and the ileum contractions were recorded by
an REC101 recorder {Pharmacia Biotech).

The samples were prepared in delonized water at the
time of use, and the volume used for the biclegical
preparation did not exceed 0.2 mL.

In order to determine the bradykinin potentiating
effect of the samples, a log-dose curve of the effect of
bradykinin on the ileum was plotted. Bradykinin activity
was determined by measuring the contractions of the
isolated guinea pig ileum, and the potentiating activity
was expressed as a function of the increase in tissue
response to a standard dose of bradykinin.

Pools and fractions were assayed individually and were
added 30 seconds before the addition of a simple dose of

bradykinin. The measured response was interpolated in the
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linear section of the log dose-effect curve, giving the
potentiating activity as a function of the raise in tissue
response to a standard dose of bradykinin. TYRODE solution:
20 mL of stock solution I, 40 mL of the solution II, 1 nL
of difenidramine solution (1 mg/mL), 1 nL of atropine
solution (1 mg/mL), 5.60 mM D-glucose and Hp0O to 1 L.

All reagents used in this experiment were of analytic

grade.

Examplie 6:

Effect on the systemic blood circulation and
microcirculation

The hypotensive potentiating activity effect of
bradykinin was tested in normotensive and hypertensive male
and female Wistar rats, anesthetized with ethylic ether; a
cannulae was introduced in the femoral wein for drug
administration and in the femoral artery for blood pressure
recording. A Gould polygraph was used coupled to a Statham
Gould physiological transducer. The arterial pressure
variation values were obtained by integration of the areas
delimited by the pressure base line, and by comparing them
with the values obtained in the control experiment. Toxin
effect tests were carried out in normotensive and
hypertensive rats by intra-vital microscopy using the
mesenteric circulation. The animals were anesthetized, and
their body temperature maintained by a heated plate, while
the mesentery was trans—illuminated and observed through
lenses coupled to a television camera. The vase diameters
of these animals were measured with a micrometric screw.
Tested substances were administered by a constant £flow
peristaltic pump or injected in bolus.

Example 7
Enzymatic assays for the determination of ACE inhibition by
the BPPs.
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The wild-type human angiotensin converting enzyme
(ACE) and two mutants, containing only one functicnal
active site, were obtained through stable transfection of
chinese hamster ovary cells with the ACE encoding cDNA. The
two ACE mutants were expressed as full-length proteins,
presenting one ¢f the catalytic sites, N- or C- terminal,
inactivated by substitution of the zinc binding histidine
residues by lysine residues.

The enzymatic assays were carried out at 25°C with the
substrate Mca-Ala-Ser-Asp-Lys-DpaCH, in a 50 =nM Hepes
buffer, pH 6.8, containing 200 mM NaCl and 10 pM 2ZnCl:. The
reactions were continuously monitored by determining the
raise in fluorescence at 390 nm emission wave length, and
excitation at 340 nm, caused by the cleavage of the
substrate (S = Xm, 40 uM) by ACE, in a fluorimeter
Fluoreolite 10000 (Dynatech). The bradykinin potentiating
peptides (BPPs) (inhibitors, were pre-incubated with the
enzyme 90 min before the addition of the substrate.

Example 8:

Characterization of the effect of the BPPs in vivo -
arterial blood pressure and microcirculation

Wistar male rats with a body weight between 180 and
220 g were anesthetized with sodic pentabarbital {Hypnol®
Cristalia, 50 mg/kg of body weight, intraperitoneally),
while the body temperature was maintained between 36.5°C
and 37°C by a heated plate. After tracheotomy, the
ventilation of the animals was controlled by a mechanical
ventilator (Harvard Rodent Ventilator, model 683, Harvard
Apparatus, South Natick, Mass, USA), under standard
conditions, as follows: freguency: 57-65 inspirations/min;
passing volume: 2-2.5 mL; inspired oxygen fraction: 0.25-
0.40. Cannulae were introduced in the right carotid artery
and the jugular vein (PE-50 catheters, 58 mm ID, Portex,

Hythe, UK) for the continuous monitoring of the arterial
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blood pressure (TSE System Technical & CHM Scientific
Equipment GMBH), and for the administration of liquids,
respectively. The mesenteric bed was exposed. After
trichotomy of the abdominal region, the skin was ruptured
and the mesentery was reached through an incision at the
alba line. The mesentery was exposed under controlled
temperature on the transparent area of the plate, which was
placed on the microscope charriot. The temperature of the
plate was kept at 37°C. The exposed tissue was kept moist
and heated by perfusion with Ringer-Locke solution, pH 7.2-
7.4 containing 1% gelatin (154 mM NaCl; 5.6 mM KCl; 2 mM
CaCly 2H»0; 6 mM NaHCOz; 5 mM glucose) at 37°C.

The study of mesenteric microcirculation Iin situ was
carried out wusing an optical microscope (Akioskop-Carl '
Zeiss, Germany} coupled to a colored image projection
camera (JVC-TKC 6000), which transmits, simultanecusly or
not, the images obtained in the microscope to a computer
and/or to a TV monitor. Image analysis software, MS Windows
compatible, (Kontron KS 300, Xontron Bild Analyse-GMBH,
Germany) , is installed in the computer allowing
quantitative measurements of the stored images at fixed
time intervals. A video tape recorder capable of recerding
the entire course of the experiment is connected to the TV
monitor.

Thus, the images wvisualized during the experiment can
be guantitatively evaluated through the fixed image on the
computer’s monitor, and at the same time the course of the
experiment observed on the TV monitor can be stored by the
video tape recorder for later analysis.

The optical microscope has a system of amplifying
lenses (Optovar), localized between the lenses and the
projection camera. The image transmitted to the monitors
results from magnifications determined by the lenses,

amplifying lenses and projection camera. In the studies
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described here, magnification on the computer monitor was
of 860 times and on the TV monitor, of 1530 times.

Determination of the red blood cells speed in the
microcirculatory vessels (diameters between 15 and 30 um)
was carried out by the photometric method described by
BORDERS & GRANGER (1984) and complemented by Davis (1987).
Through an optical doppler velocimeter (Microcirculation
Research Institute, Texas A&M Colleqge of Medicine),
installed between the eye piece of the optical microscope
and the image projection camera of the intravital
microscopy equipment, the blood flow was determined in situ
on the computer monitor. The equipment is composed of two
sensors (Planar photodiodes and low capacitance), which are
placed at the center of the image of the vessel under
observation on the computer monitor. The sensors, at an
established and known distance between them, are capable of
detecting alterations in the light intensity produced by
the passage of red blood cells and transform them into
voltage signals, which are proportional to the speed of
those cells.

The sensors determine the diameter of the vessel and
the speed of the red blood cells at the center of the blood
flow.

Experimental protocols
Surgical procedures
- 10 minutes for stabilization of the microcirculatory
net and blood pressure.
- Administration of BPPs or equivalent volume of sterile
saline solution (5 mL in 10 minutes). Immediately
after administration of BPPs or saline solution,

injection of bradykinin in bolus (3 pg/300 pl).
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CLAIMS

i- Procedure for the isolation and purification of
vasopeptidase peptide inhibitors, showing specificity for
the carboxyl site of the angiotensin-converting enzyme,
secreted by serpent venom glands (BPPs), particularly
BOTHROPS JARARACA, or produced endogenously (EVASINS),
having vasodilating and anti~hypertensive action,
consisting of the following steps:

a) 800-1500 mg of total wvenom, obtained from a poocl of B.
jararaca venom are dissolved in 7.0-15 ml deionized water
followed by centrifugation at 1500-2000 rpm for 15 to 20
minutes; the supernatant is passed through a gel-filtration
column, Sephadex G-25 (25-80 p, Sigma), 1.2 x 101 cm; the
column is equilibrated with 30-50 mM ammonium-acetate
buffer, pH 5.0 to pH 6.0, at room temperature;

b) the sample is to the top of the column and the
components are eluted at a flow rate of 1.0 to 2.0 mL/min;
c) the absorbance profile is obtained for each aliquot at
214 nm in order to define the constitution of the pools

d) the components of the pools showing potentiating
activity are partially purified by high performance liquid
chromatography, for which 0.1 to 1.0 § TFA (trifluoro
acid)/ H,0 and acetonitrile/H:0 (9:1) are used as solvents,
and a gradient of 5% to 60% of solvent B, with a flow rate
of 0.2 to 0.5 nL/min.

e) the molecular mass and the primary structure of the
bradykinin potentiating peptides are determined by mass
spectrometry (ESMS-MS)

2~ Procedure for the isolation and purification of
vasopeptidase peptide inhibitors, showing specificity for
the carboxyl site of the angiotensin-converting enzyme,
secreted by serpent wvenom glands (BPPs), particularly
BOTHROPS JARARACA, or produced endogenously (EVASINS),
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having vasodilating and anti-hypertensive action, according
to claim 1, characterized by the fact that in step (d) the
HPLC Merck-Hitachi, model L-6200A is used, with the UV-vis
detector set at 214 nm, and the reverse-phase column C-
18/Beckman (54, 4.6 =x 250 mm). The gradients varied
according to the sample.

3 — Procedure for the amino acid sequence determination of
the BPPs, characterized by the fact that it was performed
by mass spectrometry analysis, by dissolving the samples in
50% HO/ACN with 0.1% of formic acid and injecting them
under constant flow of 5 plL/min by means of an injection
pump. The data are acquired at the first quadrupole (EM-
MS), scanning the mass/charge ratio (m/z) between 400 and
1600, using a scanning time of 5 seconds during the whole
analysis process. The sequencing is performed by selecting
the peptide displaying a protonated ion, as characterized
at the first guadrupole, followed by fragmentation by
collision induced dissociation (CID) under 3 x 107°
argonium gas pressure, and data acquisition by scanning the

second quadrupole (ESMS-MS) .

4- Procedure for the amino acid sequence determination of
the BPPs, according to claim 3, characterized by the fact
that it is performed in a mass spectrometer Micromass
Quattro II (ES-MS-MS/Micromass) in the positive ionization

mode with the eletctospray ion source (Micromass) and the

software Mass Lynx (Micromass) is used for data
acquisition.
5 - Procedure for the amino acid sequence determination of

the BPPs, characterized by the fact that the
characterization and the sequencing can be performed by the
HPLC system, coupled to a mass spectrometry system (LC-
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ESMS-MS), where the Hewlett-Packard HPLC, model 1100 is
used, equipped with an automatic injectoxr, a UV/vis
detector set at 214 nm. The reverse-phase column is a C-
18/The Separations Group (5 um, 4.6 x 250 mm) for the

purification of total venom components.

6 — Procedure for the amino acid sequence determination of
the EVASINS by deduction using the cDNA of the precursors
of these molecules expressed in serpent tissues,
specifically of Bothrops Jararaca, consisting of the

following steps:

a) Isolation of total RNA from various B. jararaca tissues
employing the isothiocyanide guanidine-phenol-chloroform
extraction method; 1.0 to 5.0 micrograms of total RNA of
each serpent tissue are submitted to denaturing agarose
eletrophoresis (1.0 to 2.5% formaldehyde), and transferred
by capillarity to nylon membranes; the RNA is blotted to
the membrane in a vacuum-oven at 80 °C for 1~2 hours.

b) the membrane is exposed to UV light at 70.000 J/cm® in a
Crosslinker (RPN 2500 model -~ ZAmersham) for 30 to 50
minutes.

c) pre-hybridization is performed at 42°C overnight, or for
16 hours, in a 50% formamide solution, containing 2.5 mM
K:POs, pH 7.4, 5X Denhardt’s solution, 50 pg/ml herring
sperm DNA, and 10% dextran sulfate

d) c¢DNA fragments, used as template strands for the
synthesis of the radioactive probes, re obtained by
digestion of the clone containing the c¢DNA insert coding
for the BPPs and CNP precurscr, clone NM87, with the
restriction enzymes Smal, and Swal + BamHI, for the coding
sequences of EVASINS and CNP, respectively

e) the inserts are obtained by gel electrophoresis, using

low melting point agarose,
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f) followed by extraction with phenol and chloroform, and
ethanol precipitation.

g) radioactive probes are prepared using approximately 50-
100 ng of template DNA in a reaction based on the
incorporation of «[*P]-dCTP in the presence of random
hexanucleotides and polymerase (Klenow or T4 DNA
polymerase) .

h) spin-columns $-200 from Pharmacia are used to separate
the probes from non-incorporated radioactive-labeled
nucleotides

i} pre-hybridizations are performed at 65°C, for 30 to 45
minutes using the radiocactive labeled cDNA probes,

j)} and the radioactive labeled probes are added to the pre-
hybridization medium at a concentration of approximately
1.5% 10° cpm/ml.

k) membranes are washed at high stringency conditions (4
washes at 65°C in 2 X $S8SC/0.1% SDS for 15 min each, and 3
washes at 65°C in 0.1 X SSC/0.1% SDS for 10 min each;

l) membranes are exposed to X-ray films in apropriate
cassettes and for the time needed, depending on the
observed intensity of the radicactive signal of the
membrane;

m) the films are kept at -80°C.

7 - Procedure for the amino acid sequence determination of
the EVASINS by deduction, using the ¢DNA of the precursors
of these molecules expressed in serpent brain tissues,
specifically of Bothrops Jararaca, consisting of the
following steps:

a) Total RNA from B. jararaca brain is isolated using the
guanidin isothiocyanate-phenol-chloroform extraction
method,

b) messenger RNA is purified by passing total RNA solution
twice through a pre-packed oligo-dT cellulose column
(Gibco/BRL) .
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¢) One aliquot of the purified messenger RNA is submitted
to denaturing agarose gel electrophoresis (1.0-2.5%
formaldehyde) and stained with ethidium bromide

d) the RNA is transferred by capillarity to nylon membranes
to confirm its integrity by hybridizations with probes
specific for the region coding for the BFPs;

e) the cDNA library is constructed in A ZAP phages using
common. technigues;

f) the double stranded ¢DNA inserts, obtained from 5 pg of
brain messenger RNA are cloned into A ZAP phages:

g) which are packaged in vitro; the titer is determined to
verify the cloning efficiency;

h) the phage library is amplified and aliquots are kept at
-20°C and -80°C, in the presence of chloroform and DMSO,
respectively.

8 - Procedure for the amino acid sequence determination of
the EVASINS by deduction of the oDNA of the precursors of
these molecules expressed in serpent brain tissues,
specifically of Bothrops jararaca, consisting of the

following steps:

a) total phage lysate (10 pl) from the brain cDNA library
was employed for PCR {Polymerase Chain Reaction)
amplification, wusing specific oligonucleotides, designed
according to the c¢DNA sequence coding for the precursor of
the BPPs and CNP from the venom gland. Incubation is at 42°
C for 15 minutes, followed by cooling at 4°C;

b) the other components are added to the amplification
reaction, consisting of 10 pmol of each primer, 2.5 U of
Tag polymerase (Amersham), 200 UM dNTPs and 1X PCR buffer,
supplied with the enzyme;

c)reactions mixes, thus prepared, are submitted to a

denaturing cycle at 94°C for 4°C and, subsequently, to 35
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additional cycles of 1 min at 94°C, 1 min at 60°C, and 1
min at 72°C;

d) the reaction mixes are kept at 4°C wuntil the PCR
products are analysed by agarose gel electrophoresis, and
stained with ethidium bromide;

e) the PCR products are subcloned into the pCRscript SK+
(Stratagene) plasmid vector by wusual methods, and are
sequenced using oligonucleotides which anneal to sites
adjacent to the vector’s multiple cloning site (primers T3
and T7).

9 - Procedure for the amino acid sequence determination of
the BPPs by deduction of the cDNA of the precursors of
these molecules expressed in serpent brain tissues,
specifically of Bothrops jararaca, consisting of the

following steps:

a) Nitrocellulose membranes prepared from plates containing
approximately 50 thousand phage plagues each, are submitted
to hybridization with radioactive probes in 6X SSPE (iX
SSPE: 0.15 M NaCl, 15 nM NaH;PO;, pH 7, 1mM EDIR), 50%
formamide, 0.1% SDS and 5X Denhardt’s at 42°C for 16 hours;

b) The membranes are washed twice in 2X SSC/0.1% SDS and
three times in 0.1X 8SC/0.1% SDS, at 65°C, for 15 minutes
each wash (1X SsSC: 0.15 M NaCl, 15 mM sodium citrate, pH
7Y

¢) After autoradiography phage plaques identified by the
probes are isolated for the analysis of the DNA insert;

d) In order to analyse the inserts, their ends are
sequenced after iIn vive excision of the phagenid
pBluescript from the vector A ZAP, performed using the
“helper phage”.
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10 - Procedure according te claim 9, characterized by the
fact that f£ragments obtained by digestion of clone NM87
with Smal or Smal and BamHI, approximately 450 bp and 432
bp, positions 164-610 and 610-1044, respectively, are used
for the synthesis of radioactive probes (o * P) by the
random-priming method (Rediprime kit/Amersham).

11 ~ Procedure to determine the amino acid sequence of the
BPPs by deducing from the ¢DNA of these precursor
molecules, expressed in serpent brain tissue, specifically
Bothrops jararaca, characterized by the fact that they

comprise the following steps:

a) Total RNA is isolated from the brain of a sole B.
jararaca serpent, employing the isothiocyanide guanidine-
phenol-chloroform extraction method, and the messanger RNA
is purified by one passage through the ready-packed oligo
dT-cellulose colummn;

b) the integrity of the messenger RNAs of the preparation
is verified by agarose gel eletrophoresis, followed by
hybridization with the radiolabeled probes, syathesized
according to the ¢DNA sequence coding for the BPPs and CNP
Precursor;

c) a cDNA library is constructed by common techniques in A
ZAP phages (Stratagene), using 5 pg of this preparation,

d) the library dis amplified, and the final titer
determined, which should be around 9 = 10° pfu/ml.

12 - Procedure according to claim 11, characterized by the

fact of cbtaining sequenced DNA inserts.

13 - Procedure of amplifying the cDNA from serpent brain
cDNA libraries, specially Bothrops jararaca, characterized

by the following steps:

JP 2005-505245 A 2005.2.24



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

w

20

25

(76)

WO 02/074782 PCT/BR02/00041

e
b

a) oligonucleotides specific for the cDNA sequence coding
for the BPPs and CNP precursor are used;

b) a fragment of approximately 250 base pairs is clomed
from the total phage lysate of the serpent brain cDNA
library;

¢) complete sequence of this ¢DNA insert is determined;

d) a high level of similarity is found to the cDNA sequence

identified in the venom gland library;

e) approximately 4x10° independent clones are analysed,
employing a coding segment of the natriuretic peptide as
a template for the synthesis of radioactive probes used
in hybridizations and identification of the plasnid
vectors containing the cDNA inserts for the DNA mini-
preps, and the sequencing of the iInserts, wusing
oligonucleotides (primers) which anneal to the regions
adjacent to the multiple cloning site of the plasmid
{pBluescript SK+) (primers T3 and T7).

14 - Procedure according to c¢laim 13 characterized by the
fact that the selection of clones through hybridization
of the cDNA library of the B. jararaca brain allows the
isclation of a cDNA coding for the BPPs precursor within

the precursor protein of these biocactive peptides.

15 - Preocedure according to claim 14 characterized by the
fact that by analogy to the EVASINS with the BPPs isolated
from the venom of B. jararaca, six (6) peptide formulas are

identified.

JP 2005-505245 A 2005.2.24



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

15

20

25

30

a7

WO 02/074782 PCT/BR02/00041
46

16 - Procedure according to claim 14 characterized by the

fact that the six (6) peptide formulas are:

Formulas Sequences

I prraataa’aa’Plaa’aa’®P’p?

II pplaataa’aa’aa’Piaa’aa’P’p?

IIL pplaa‘aa’aa’aataa’®P®aa’aa’p’p™®

v prlaalaa’aa’aa‘aa’aa’P’aa’aa’® Pt

\% ppaa‘aa‘aa’aa’aa’aa’aa’Plan’aa’Pt et

VI pp'aa‘aa’aa’aa’aa’aa’aa’aa’P’aa’aa PP
where:

P is always proline. The remaining are always L-amino
acids, and are presented by the one-letter code (see
bellow) *.

pp’ is the N-terminus, and may be pyroglutamyl (<E) or a

simple amino acid, usually not basic;

aa' is a non-basic amino acid, usually W, S, G or N

aa’ is a non-acid amino acid, usually P, G, W or R;

aa’ is a non-acid amino acid, usually P, A, R or W

aa® is P for formula I , and is an amino acid, usually T,

P, G, H, R, W or E for the remaining oligopeptides;

aa® is usually Q, N, P, or G for formula I;

aa® for formula II, aa’ for formula III, aa® for formula IV,

® for formula V is a non-basic amino acid, usually Q,

and aa’
N, P, or G.

aa® for formula T, aa’ for formula II, aa® for formula III,
aa® for formula IV, and aa'® for formula V are always I or A
or T.

* .
acid amino acids D, E

basic amino acids X, R
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Aromatic amino acids F, W, Y

G-glycine N-asparagine
A-alanine Q-glutamine
P-proline D~ aspartic acid
V-valine E- glutamic acid
I-isoleucine K~lysine
I-leucine R-arginine
S—-serine F-phenylalanine
T-threonine H-histidine
W-tryptophane Y-tyrosine

<E- pyroglutanyl

17 - Solid-phase synthesis procedure of vasopeptidase
peptide inhibitors exhibiting vasodilating and anti-

hypertensive action, consisting of the following steps:

a) the Boc group from the first aminc acid residue bound to
resin is removed in the presence of 30% TFA in

dichlormethane (DCM), containing 2% anisol, during 30 min.

b) a wash with 1/2% anisol, DCM and MeOH follows. For the

coupling of the next amino acid,

c¢) the amino group is neutralized by treatment with 10% TEA
or 5% DIPEA in DCM for 10 min;

d) the peptidyl-resin is washed with DCM, MeOH, DCM and the

solvent that will be used in the coupling phase;

e) the amino acid is coupled by activation using acylating
agents based on diisopropylcarbodiimide (DIC) or 2— (1H-
benzotriazolyl)-1,1,3, 3-tetramethylurone tetrafluorborate

(TBTU), and a 3-fold molar excess of the Boc-amino acid

JP
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(carboxylic component, CC) and of the coupling agent, as
compared to the amount of amino groups (amine componént,
CA) in the resin; the coupling reaction is monitored for 2
hours, using the ninidrine guantitative method:

£f) the following cycle is initiated by deprotecting
the amino acid until the forthcoming residue enters the
reaction, and the process continues in cycles until the end
of the elongation of the desired sequence;

g) the peptide is cleaved from the resin, and its side
chains are deprotected by treatment with anhydrous HF at 0°
C for 60-20 min in the presence of p-cresol and
dimethylsulfide (DMS) (5%, v/v of each) which act as
SUpPPressors for collateral reactions induced by

carbocations released during the HF treatment;

h) the resin is washed with ethyl acetate and the peptide
is extracted with 5% acetic acid (BRcOH) in water (v/v),
followed by lyophilization in order to obtain a white

powder, which is usually amorphous.

18- Solid-phase synthesis procedure for the vasopeptidase
peptide inhibitors exhibiting vascdilating and anti-
hypertensive action, according to claim 17, characterized
by the fact that in step (e) the proportion of the reagents
CA:CC:DIC be 1:3:3, when DIC is wused, and 1:3:3:4 of
CA:CC:TBTU:DIEA, when TBTU is used. The final concentration
of these reagents lies between 0.05 and 0.1 M.

19 - Solid-phase synthesis procedure for the vasopeptidase
peptide inhibitors exhibiting vasodilating and anti-
hypertensive action, according- to claim 17, characterized
by the fact that in step (e) hydroxybenzotriascl (HOBt) is
used together with the acylating compound in the coupling

of Asn and Gln, in order to prevent the formation of nitril

JP 2005-505245 A 2005.2.24



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

10

20

25

30

(80)

WO 02/074782 PCT/BR02/00041
49

of  these amino acids. The final  proportion  of
CA:CC:TBTU:HOBt:DIEA is 1:3:3:3:5.

20 - Solid-phase synthesis procedure for the vasopeptidase
peptide inhibitors exhibiting vasodilating and anti-
hypertensive action, according to claim 17, characterized
by the fact that in step (g} ethane-1,2-dithiol (EDT) 1is
added, such that the removal of the formyl group, which
protects the side chain of this amino acid, occurs
simultaneously to the cleavage in sequences containing Trp

residues.

21~ Solid-phase synthesis procedure for the vasopeptidase
peptide inhibitors exhibiting vascdilating and anti-

hypertensive action, consisting of the following steps:

a) the aminic protection group Fmoc is removed from the

amino acid, by treatment with 20% piperidine sclution in
DMF during approximately 20 minutes, thereby deprotonating
the amino groups;

b) the amino acid is couple by activation with acylating
agents containing diisopropylcarbodiimide (DIC) or 2- (1H-
benzotriazolyl)-1,1, 3,3-tetramethylurone tetrafluorborate
(TBTU), with a 3 molar excess of the Boc amino acid and the
acylating agent, as compared to the amount of amino groups
at the resin; the coupling reaction followed during 2 hours
using the ninidrine gqualitative method;

¢) cleavage is performed in a medium, which is weaker
acidic than HF, using 85-95% TFA (v/v), and a mixture of
different suppressor types of collateral reactions is added
for approximately 2 hours;

d) the peptide is precipitated in ice-cold ethyl-ether
together with the resin and centrifuged at 8000 rpm for 3

minutes. The supernatant is discarded;
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e) the residue is ressuspend in ethyl-ether, vortexed and
centrifuged, and the procedure are repeated 5 times; a wash
and a precipitation follows;

f) the misture of resin and peptide is dried in vacuum, and
g) the peptide is extracted from the resin with 5% AcOH in
water v/v), and

h) the filtrate is liophylized to obtain an amorphous white

powder.

22 - Solid-phase synthesis procedure of the vasopeptidase
peptide inhibitors exhibiting vasodilation and anti-
hipertensive action, according to claim 21, characterized
by the fact that in step (c¢) the cleavage is performed in a
weaker acidic medium than HF, because the binding of the
protectors of the side chains {usually of the tert-butylic
type), as well as the binding of the peptide to the resin,

is weaker than the one observed in the Boc chemistxy.

23 - VASOPEPTIDASES PEPTIDE INHIBITORS with anti-
hipertensive and vasodilating action, characterized by the
following formula:

Group (a) showing no specificity for the C site of ACE:
<EKWAP

Group (b) showing specificity for the C site of ACE:

I pptaa‘aa’aa’Ptaa’aa’p’p®

II pp'aa‘aa’aa’aa’P’aa’aa’pPp’

IIT pplaalaazaazaa“aaﬁl?aaﬁaaEPst

v ppaa‘aa‘aa’aa’aa’aa®p’aa’aa’p P!’

v pplaa’aa’aa’aa’aa’aa’aa’PPaa’aa PPt

VI pptaa’aa’aa’aa’aa’aa’aa’aa’p’aa'®aa™ PP
where:

P is always proline. The remaining are always L-amino acids
and are presented in the one-letter code (see bellow*).
pp* is the N-terminus, and may be pyroglutamyl (<E) or a

simple amino acid, usually not basic;
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aa' is a non-basic amino acid, usually W, 8§, G or N

a=? is a non-acid amino acid, usually P, G, W or R}

aa® is a non-acid amino acid, usually P, B, R or W

aa' is P for formula I , and is an ‘amino acid, usuwally T,
P, G, H, R, W or E for the remaining oligopeptides;

aa® is usually Q, N, P, or G for formula I;

aa® for formula II, aa’ for formula ILI, aa’® for formula IV,
and i@ for formula V is a non-basic amino acid, usually O,
N, P, or G.

as® for formula I, aa’ for formula IT, aa® for formula IIT,

aa’ for formula IV, and aa'® for formula V are always T or A

or T.

G-glycine N-asparagine
A-alanine Q-glutamine
P-proline D— aspartic acid
V-valine E~ glutamic acid
I-isoleucine K-lysine
L-leucine R-arginine
S-serine F-phenylalanine
T-threonin H-histidine
W-tryptophane Y-tyrosine

<E- pyroglutamyl

In which:

- The peptides described in the above Table have higher
selectivity for the C-site of ACE, which is characterized
by the Ki values between 2 nM and 100 uM, while the values
where above 50 pM for the N-site of the ACE; these peptides
are also inhibitors of NEP, showing K; values between 5-150
WM; all of them potentiate the contractile action of
bradykinin on isolated guinea-pig ileum, doubling the
contractile effect of bradykinin, when used in
concentrations varying from 5-300 nM; the hypotensive
effect of bradykinin was also potentiated by 30 to 80%,
when concentrations between 10 and 700 nM were used,
amplifying the duration of the hypotension between 5 and 15
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fold, when compared to the duration of the effect of

bradykinin alone.

24 ~ VASOPEPTIDASE PEPTIDE INHIBITORS with vasodilation and
anti-hypertensive action, according to claim 23,
characterized by the fact that D and E are acidic amino
acids, K and R are basic amino acids, and F, W, and Y are

aromatic amino acids.

25 - VASOPEPTIDASE PEPTIDE INHIBITORS with vasodilation and
anti-hypertensive action, according to claim 23 (group b),
characterized by the fact that they are peptides of 8 - 13
amino acids presenting a general formula, which contains
the sequence motif at the carboxyl-terminus of the

oligopeptide:
PX X*PP

where X' can be any amino acid and X* usually is I, and the

N-terminal aminc acid is blocked, usually by <E.

26 — VASOPEPTIDASE PEPTIDE INHIBITORS with vasodilation and
anti-hypertensive action, according to claims 23 and 25,
characterized by the fact that they show higher selectivity
for the C-site of ACE [group (b)], which are characterized
by Ki values between 2 nM a 100 uM, while the values for

the N-site of ACE are above 50 uM.

27 ~ VASOPEPTIDASE PEPTIDE INHIBITORS with vasodilation and
anti-hypertensive action, according to elaims 23 and 25,
characterized by the fact that they are also inhibitors of

NEP, showing K; values between 5-150 pM.
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28- VASOPEPTIDASE PEPTIDE INHIBITORS with vasodilation and
anti-hypertensive action, according to claims 23 and 25,
characterized by the fact that they potentiate the
contractile action of bradykinin on isolated guinea-pig
ileum, doubling the contractile effect of bradykinin, in

concentrations between 5-300 nM.

29- VASOPEPTIDASE PEPTIDE INHIBITORS with vasodilation and
anti-hypertensive action, according to claims 23 and 25,
characterized by the fact that they potentiate the
hypotensive effect of bradykinin by 30-80% in
concentrations between 10-700nM, amplifying the duration of
this hypotension by 5- to 15-fold when compared to the
duration of the effect by bradykinin alone.

30 - VASOPEPTIDASE PEPTIDE INHIBITORS with vasodilation and
anti-hypertensive action, according to claims 23 and 25,
characterized by the fact that they can be conjugated to a
vast variety of ligants: acid groups like sulfonyl,
carboxyl, phosphoryl, or other groups like thiols and
olefines, dithio, azo or diazo compounds, aldehyds or

alike.

31- VASOPEPTIDASE PEPTIDE INHIBITORS with vasodilation and
anti-hypertensive action, according to claim 30,
characterized by the fact that they are used in systemic
cardiovascular disorders, in general or localized, where

microcirculation is the affected target.

32 - VASOPEPTIDASE PEPTIDE INHIRITORS with vasodilation and
anti-hypertensive action, according to claim 31,
characterized by the fact that they are used in human

hypertensive disorders and their consequences.
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33 - VASOPEPTIDASES PEPTIDE INHIBITORS with vasodilation
and anti-hypertensive action, according to claim 32,
characterized by the fact that they are used in vascular

lesions and hyperplasias.

34 - VASOPEPTIDASE PEPTIDE INHIBITORS with vascdilation and
anti-hypertensive action in obtaining pharmacentical
compounds characterized by the fact that diluted in
physiogogically acceptable medium, like phosphate-saline

buffer, saline solution or other more convenient carriers.

35 - Utilization of VASOPEPTIDASE PEPTIDE INHIBITORS in

vitro and in vivo.

36 —~ Utilization of the VASOPEPTIDASE PEPTIDE INHIBITORS in
vivo, via trans-mucosa, parenterally, or by injection,
particularly intravenously for systemic action or localized

action in tissue microcirculation.

37 — Utilization of the VASOPEPTIDASE PEPTIDE INHIBITORS in
vivo, in dosages varying between approximately 1 Og to 10

mg, usually 0.5 mg/kg of body weight.
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Figure 1

1 CGGCACGAGG ARAGCGATGC CGACGCTGCG AGCGRATCTA GGCCAAGCAG ACARGCGCGE
61 CTTGACGAGA CGCTCTTGCG GCARAGCGCC CGGCTCGACT CGGUTCCCTT CGGCTCAGCG
121 GTCCGCGCCG TCGAGGATTC TCACTCTTGC TCGCTCGCTC GCTCGCTCTC GCCCACCCTC
181 TCTGCCGGLG CCTGCGCAGC CCGGGATGGT CCTCTCCCGC CTGECGECCA GCGGGCTGCT
M vV L 8 R L A A s & L

241 GCTCCTGECC CTGCTEGCGC TCTCGETCGA CGGEAAGCCG GTECAGCAGT GGGCGCAAGG
L L. L. A L LA L SV DGZXZP VQQ W AZQ

301 GGGGECTEGCC GCGCCCCGET CC! TC CGCCGCTGAA GGIGCAGCAG TGGGCGCAAG
G G W P R P G Y B T P P L KV Q Q W A Q

361 GGBGCTGGCC GCECCCCGET CCTGAGATTC CGCCECTGAL AGTGCAGCAG TECECGCAAA
G ¢ w ©? R P G P E T B P L TV QQ W AZQ

421 ACTGGECCGCA TCCTCAGATT CCGCCGCTGA CGGTGCAGCA GTGGGCGCAA TGGGGGCGGC
N W P H P QI P P L TV Q QWAQ W

481 CGCCGGGICC TCCGATTCCE CCGCTGACGG TGCAGCAGTG GECGCAAGCE CGGCCGCCEC
P P G P P I P P L T VQOQ WAQOQA RPEP

541 ATCCTCCGAT ACCGCCGGLE CCGCTGCAGA AGTGGGCGCC GETGCAGAAG TGEGCECCEL
H p P I P P A P L Q K WA PV QK WA P

601 TGCTGCAGCC CCACGAGAGT CCGGCGAGCG GCACGACGGC CTTGCGGGAG GAGCTGAGCC
LQPHESPASGTTALREELS

661 TGGGGCCAGA AGCGGCETCGE GGCGTCCCGT CTGCTEEAGC AGAGETCGEG CGCAGCGGCT
L 6 P EAA S &6V P S A G AEVYV 6 R 5 C

721 CGAAGGCGCC CGCTGCACCC CATAGGCTGT CGAAGAGCAA AGGGGCGGCE GCGACCTCGE
S K A P A A P HRIL 8 KS K GAA AT 8

781 CGGCGETCGCG GCCGATGCGE GACTTGCGUC CCGACGGCAA GCAGGCGCGG CARRACTGGG
A A S R PMUR DLR P DG KQAUR QN W

841 GUCGGATGGT GCACCACGAC CACCACGCAG CAGTAGGAGE CGGCGECEGC GGCGGAGGAG
G R M V HHD HHA AV G 6 6 6 6 & 6 G

901 GAGGAGCGCG TCGTCTGAAG GGGCTGGCCA AGAAAGGGGC GGCCAAGGGC TGCTTCGGCC
G & A RRLX 6 L A XK KOG A A K G CF G

961 TGARGGTCGA CCGCATCGGC ACCATGAGTG GCCTGGGCTG CTGAAGCCET CGAGGGLGEC
L K _V D R I & T M S 6 L G c

1021 GCGAAGGCGA CACCTGGCGE CGGTCTITTGA ACTGAGACCC CACCCCATCC GCGGACATTT
1081 CTGGACATCC CCTGCAATTC ATCCAGGGAT CCCAGGCCCA CACAGCCTGT CTCCTGTTGE
1141 TACGAGCAAC TTGAAGAAGC CATTTTTCAG TGGGAGGGTT CTGGGTAGGG TTGGACIGAG
1201 TTTTGCGCCC CCAAATCTTC CTATCTTACC TAATATATAC CTAGATGCCA TATATATATC
1261 GATAGATACA AGTACACCCA ACACARAARA CACGCCCGCC CACAACTTCT TCCCCGCGAC
1321 AAAGGACGGT GTC AC AGAGAACC AGCTGCGTAT GCCATCGAGA TTGCTGETTG
1381 TACATTCGTG TCACGCATAA ATGTATTTAA GTTGTAAAAG CTATTTATAT ATTGTTTATA
1441 ARGAGATATT TATAAARAAAA AATTTTATTT ATGTAARACTA AACGARAAGG GGTCGAGCAT
1501 TGTAAACTTT TTTTTTTTCC CCCTTTCTCA TCCTGAATAG TCGGAAGGAR AGRARAARAA
1561 AATCATGGAC GATTTGATAA CCTGICITGC ATTTTAATCG GATGCAGTCT TTCTTTCCGA
1621 AATGGGCTGGT TTGAACAAGG CTTTTAGATA CCACGGATAR GAGTAAAARA TGCATTTGTA
1681 AAGAAATCGC ACGCTATCTA CCARAGGTGT AAAAGAACCT GACGEC
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