JP 2004-505761 A 2004.2.26

(19) B REMSEFT (JP) EMNE 33BN - 1) (1) S HEARE S
#53R2004-505761
(P2004-505761A)
(43) 2%E FAR165F2F 268 (2004, 2. 26)
(51) Int.CL.” F 1 F—va—§ (B%)
BO1J 13/04 BO1J 13/02 A 4C076
A61J 3/07 AB11J 3407 P 4G005
A61K 9/14 AB1K 9/14 4G075
BO1J 19/00 BO1J 19/00 N
B82B 3/00 B82B 3/00
SEWR KWK PREEWRE & B A
QL) HEES #FRE2002-518933 (P2002-518933) |(71) HEEA 500106802
(86) (22) EEE SERLL358A 158 (2001. 8. 15) HK—F AT pIAF4—Z AT - H
85 BIRRIREE  FRRISE2A17H (2008.2.17) FAES=ST S - FT 4N A
(86) EREHERE S PCT/US2001/025674 TAVAEREAY /4M61801, F
87 EELMES  ¥02002/013786 —nNF, A -S54 ARY—b 5
(87) HEAME 1452 21 B (2002, 2. 21) 06, "¥)— - FFIZAIL—¥ay
Bl BRIBTREE  60/225,525 CEAF4 VY 352
(32) ®5EH ERZ124E8H 158 (2000. 8. 15) (T4) {RIEA 100109726
(33) B ERE  KREUS) #E+ HE TR
@B1) BEEERES  60/225,620 (74) {RFEA 100101199
(32) B H FERL124E8H 158 (2000. 8. 15) HEL I B
(33) WAEIEXRE  kE (US) (72 BEAE * 4, Fzda—>

TAVALERE 4V./1 61822,
Yr—y, TZA P a—h 17
12

BAIEICHR S

(54) [FREADER] MU/MLF

(57)00 00

ugboooboboobuoooboboooboboobuooboboboobobooobobobod
uoboboobOoo0ooOoo0oobOooobOoo0oobOoo0ooOooooOooOoOobooobooOobooOooodg
gboooboobooboobobooobooboboobonb



e R ey [ s R s [y |

e e e e e e e e s |

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

e e A s e e e e e s [ |

== [ e e e ) I
e [ ey e [ s [y [ |

Ooooooooooooo4o0 oo oooooooDooogogooao

=

(2)

JP 2004-505761 A 2004.2.26

gooobooboobooboaodab

gooobooboboobonb

oooooooboooooogao

gboooboobooboooboaoadab

ugbooobooboboobooadhb

gooobooboboobonb

goooboobppbO0OO0ODODO

10

20

30

40

50



e R ey [ s R s [y |

e e e e e e e e s |

OoooooooooDooooooooDoDooogogogoooao

OOoDooooog4oooooooogoDoooogogogaog
OO0 o0ooDoogg4UoooDoooggUoooDooogogogaog
Ooooooooo0oooooooooooooogoao-g
OoOooooooo0oooooooooooogogogoogoaoQg
OooooooooooDooooooDoooogogogogogoao-g

e e e e e ) e s s Y [ |
OooooDoooooo0DoooDoooOo*®= o oo0ogao

Oo0ooooooo0 oo oooooooDooogog®= ™

OOo0ooooooooooDoooooooooodg

=

)

JP 2004-505761 A 2004.2.26

ugboobooboooboobd

oooooooooooogoao

gboooboboooboooboao
gboooboboboobdaonb

oooooooooooogoao

ooooooboobooooogoao

oooooooboooppO0gan

gooao
oboooboboooboonbad

oooobobooobooDbDao

10

20

30

40

50



e R ey [ s R s [y |

e e e e e e e e s |

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

s e A e e e s e e e e e s Y Y Y
OoOooooocoo0oooooooo0o oo oDooo o oo oDoooo0oooDoooogogooao
Oooooocoo0o0 oo oooo0o0 oo oDooo oD oo oDoDooo0ooDoDooogogooao
[ e e ey e e e s e [y

OO0 oooDoooggogodg
Oooooooooogogoao
OoooooooooQgogooQm
OooooooogogQgogooQg

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

[ Y |
OO ogogog
I [y |

O O0ooo
O 0Oooo
O Oooo

JP 2004-505761 A 2004.2.26

googano

10

20

30

40

50



e R ey [ s R s [y |

OoOoooooo0oooooo4o0 oo oooo oD UooonDoDoDoooDoooDoDooogoggoooao
OOooooo40oUoooooo4o00 oo oDooooo LoD UoooDoDoDoooUoDoooDoDooogoggoooao

e A s e e s e e e e ey e A s [

OooooooooooooooooooooogogoooOoao
Oooooooo0oooooooooDooooogooooao

()

ugboobooboboobdoobad

gbooobooboobao
gbooooobaoaoanb
ooooooooooan
gboboobooboobao
gbogobooobooboad
ooooooooooan

OoooooogoQgogooQg
OoooooogQgogoQg
OOo0oooooggogog
OoooooooOoogoo
OooooooogoQgoo

OoOoo0oooaoo
OoOoo0oooao
O 0Oo0oooo
O0Ooo0oo0ooao
O0Ooo0o0ooao
OoOoo0oooaoo

OOoo0oo0ogao
OOooo0oogao

JP 2004-505761 A 2004.2.26

goooagoaoan

gooobooboboobonb
ugbobooboobooboogobad
oooooooboooooogao
gooobooboboobonb
uobo oobobooodobodghb
oooooooboboOoooogao

goboooboooogoboooobooboobooboboooboobobooboaodo

oooooooOoocooooooboboDboonb
ooao

OJ

OooooooQgoao
OooooooQgoao
OooooogoQgoao
OooooogQgoao
OO0 ooooggogao
Oooo0oooQgoao
OooooooQgoo
OooooogoQgoao
OooooogogQgogoao
Ooooooggogao
Oooooooogoao
OooooooQgoao
OoooooogoQgoao
OooooogogQgoao
Ooooooggogao
OooOoooooogoOoao
Oooo0oooQgoao
OooooooQgoao
OooooogogQgoao
Ooooooggogoao
OO0 oooogQgogaog
OooooooQgoao
OooooooQgoao
OooooogoQgoao
OooooogQgogoao
OO0 ooooggogao
OooooooQgoao
OooooooQgoo
OooooogoQgoao
OooooogogQgogoao
Ooooooggogao
Oooo0oooogoao
OooooooQgoao
OooooooQgoao
OooooogogQgoao
Ooooooggogao

I Y [y
O 0o oo
I [
O 0o oo
O 0Ooogoo
O Ooogo
O 0o oo
I Y [
O 0o o0oo
O 0o oo
O Ooogo
O Ooogoo
I [ [
O 0o 0o o
O 0o oOoo
O 0o oo
O Oooo
O O oo
I ) [
O 0o oOoo
O Ooogoo
O Oooo
O O oo
O O g o
O 0o oOoo
O 0o oo
O Ooogoo

O Ooo0ooooao
O 0Ooo0ooooao
O 0O0Oooooao
O 0Ooo0oo0oooao
O 0Ooo0oo0oooao
O 0Ooo0ooooao
O 0Ooo0ooooao
O O0OoQgooooao
O O0Oo0oo0oooao
O 0Ooo0oo0oooo
O Ooo0ooooao
O 0Ooo0ooooao
O O0OoQgooooao
O O0Oo0oo0oooao
O 0Ooo0oo0oooao
O 0Ooo0ooooao
O 0Ooo0ooooo
O O0O0gooooao
O 0O0OooOoooao
O 0Ooo0oo0oooao
O 0Ooo0ooooao
O 0OoOo0ooooao
O OooQgooooao
O 0OO0ooooao
O 0Ooo0oo0oooao
O 0Ooo0oo0oooao
O Ooo0ooooao
O Ooo0ooooao
O O0O0ooooao
O 0Ooo0oo0oooao
O 0Ooo0oo0oooao

OoooT Oox
O0Ooo0oooao
O 0Oo0oooao
O0Oo0oo0oo0oao
O0Ooo0oooao
O0Ooo0oooo
O0Ooo0oooao
O0Ooo0Ooooog
O0Oo0oo0oo0oao
O0Ooo0oo0ooao
OOoo0oooao
O0Ooo0oooo
O 0Oo0oooao
O 0Oo0oo0oo0oao
O 0Ooo0ooOoo
O Ooo0ooo
O OooOooo
O Ooogoo
O O0OoOgoogog
O O0Ooo0ooOoo
O 0Ooo0ooo
O Ooooo
O Ooogooo
O O0Oo0gogo
O 0Ooo0ooo
O 0Ooo0ooo
O 0Ooooo
O OooOgooo
O Oogoo
O 0Ooo0ooOoo
O 0Ooo0ooOoo
O Ooo0ooo
O Ooogooo
O O0Oogoo

O Ooooo
O Ooooo
O 0OoOooo
O 0Oo0ooOoao
O 0Ooo0ooao
O 0Ooooo
O Ooooo
O 0Ooooo
O 0Oo0ooOoao
O 0Ooo0ooao
O 0Ooooo
O Ooooo
O 0Ooooo
O 0Oo0ooOoo
O 0Ooo0ooao
O 0Ooooo
O oOoooo
O Ooooo
O 0OoOooo
O 0Ooo0ooo
O 0Ooooo
O Ooooo
O Ooooo
O 0OoOooo
O 0Ooo0ooOoao
O 0Ooo0ooo
O oOoooo
O 0Ooooo
O 0OooOooo
O 0Oo0ooOoo
O 0Ooo0ooo
O 0Ooooo
O Ooooo
O 0Ooooo

O

O
O
O
O
O
O
O

O0Ooo0oooo
O0Ooo0oooao
O 0Oo0oooao

10

20

30

40

50



(6) JP 2004-505761 A 2004.2.26

0000000000000 D0000D00000D00000D00O00O0D0O0O0OoOOOoan
0000000000000 0000D00000D00000D0000000000000
0000000000000 O0000O0O0000O00
0oo0o0oo
0000000000000 O000O0OO0O00D0OOO0O00D0OOODO0DOoOODO0OoooOooan
0000000000000 D0000O0O0O00OO0O0O0O0DO0OOODO0O0DOoODO0OoOOooan
0000000000000 D0000D00000D000000000000000000
0000000000000 D00D0OO0OO0O00D0OOO0O0O0DO0OOO0O0DOoOoO0ONOoooOooan
0000000000000 D0000D00000D00000D000Dn
0Oo0oo0o00o
0000000000000 D0000O0O000O0O0O0O00OO0O0O0O0DOoOoO0ONOoooOooan
000000000000 O00 0000000000000 000000 000000
000 00 0000000000000 0000000000 OO0 000 0000
0000000000000 00 000 0O0O0 0000000 00000000 O
0 0000000000 0000 00000000000 000000000000
000000 0000000000000 0000 OO0 000000 000000
00 00000000 0000 0000000000 0000000 00 0000
0000000 00 000 0000000 000000000 000 00000
0000000000000 000 0000000 000000000000 000
00 0000000 0000000000 0000 00000 000000000
000000 OO0 00000000 0000000 OO0 000000 000000
00 00 000000 OO0 0000000000000 000000 000000
00000 00 00000000000 000000 000 00000000000
0000000000000 0 0O00D0000O0000C0 00 0000000 000
00 00 000000 0000000000 00 000000 00000000
00 0000000 000 0000000000 OO0 000000000 0000
0 0000000 0000000000000 000000 0000 OO0 0000
00 0000000000 0000 0000000000000 00 OO0 0000
000 00 OO0 00000000000 OO0 00 OO0 0O 000000 000
000 00000000000 OO0 0000000000 0000 0000000
000000 OO0 0000000000 00000000 0000 000 0000
00000000 00 00000000000 000 0000000 000000

0000000000000 0000D00000D0000000000000000

000000000000 pO0000D000000000000000000000

0000000000000 0000O0000O0O0O00O0O0O0O00oOOo0OoooOO

0000

0000000000000 OO0 0000 OO0 OD00O0 0000 000000

000 00D0O0O000OQ0 " 00000000000 00 000000 0000

OO0 ooooooQgogooQg
OoooooogoQgogooQg

ooogao
oooooao

ooooboobo obooobob OO ooboooboobooboao

ooooooooboooo oooooogooaoe

ooooooo ooao
gboo oog oobao
gbooobooboda aaob
uoooooo oooao
goooog oooooo o

oooo oo 0O ooooobooOo0 Obooooooooao

gooo0 obooboooobooor

g ob booobo ooao

U oobobd oboog obobooooboobooabo bda
oo OO OoobOoOoOo0oO0o40 OO0 ObobooooOogo
goooboooboo oo booboooobo oooo oobao
oooooooobo o0 ocooooobo ooooobooooaor
goog oobooo0 oooboob oboobobooboboo0obO0o obooobooboobao

O

o oo ooo oo

gobooobooboogan
oo oooooobo ocoobob 0o ocobooboobob bOoobooo oog o

g oo ooboboobo bobooog bOao

10

20

30

40



e e e > [ e Y
e Y O 1 e e <= 1 Y A Y [

e == s s Y e e e e e e e e e e e e Y s [ Y o
e A s e e e s e = e e e e e Y Y
[ [ [ A [

O
O
O
O

O
g
u
O
g
u

O O0Oogogaog
O 0Ooo0gooo

O

O

ooooo o
oooooao

googbad
goboooboad
oooooao
gooogbao
g oodgoad
oo ocooooooooobo booao
oo

oooooboobo booobao
oooooooooao

e e e e > [ i e [

OOoo0ooooao
OOoo0ooooao
OO0Oo0ooooao
OO0Ooo0oo0oo0ooao
OoOoo0ooooao
OOoo0ooooao
OOoo0ooooao

Ooooooo0ooooooogooooao
OoDoooooooooooogogooooao
OO0 oDoOo0oooo0oodAogooogoooao
Ooooocoooooooooooooao

O O0OooooogoogooQg
OoT=T oooogogogoodg
Ooooooogogogoog
Oooo<TT ogdgogog
OOoo0ooooogooOod
OoooooooogooQg
OooooooQgogo-g

OoooooogogoaoQg
OooooogogoQg
Oooooogogdg
OooOoooQgeod
OooooooQogoQgQd
OoooooogogoaoQg
OooooogogoaoQg
Oooooogogodg
OoOooooooogoad
Oooo0oooOgooQgaQg
OoooooogogooQg
OooooogogaoQg

O OoOooo
O O0Oo0ooOoo
O Ooo0ooo
O Ooo0ooo

oo oo oooo

O

g
a
O
a
u

OOoo0ooooao
OOoo0ooooao
O O0Ooo0ooooao
OO0Ooo0ooO0oo0ooao
OOoo0oo0oooao
OOoo0ooooao
OOoo0ooooao
O Ooo0ooooao
OO0Oo0oo0oo0ooao
OOoo0oo0oo0ooao
OOoo0ooooao

O Oooo

O Ooogo

O O0ooo

O O0ooo

O Oooo

O Oooo

O Ooogo

gboogooboad

O
U
u
O
g
u
O

OooOoo0Oooood
Oooo0oood
Ooo0oood
OoOoo0oooao
OOoo0oooao
O0Oo0oo0ooao
I o A

OooooooogQgdg
Ooooooggdg
OoOoooooogoOoad
OooooooogoQgodg
OooooooogQg™g

O

O
O
(]
O

O
O
O
O

€]

O
(]

OOoo0oo0oooao
OoOoooooao

oad

OoooooooooooQgdg

JP 2004-505761 A 2004.2.26

ood ooouoo oooooao
ooooooboooobooooooooao

gooboooboooboobooobobonn
gobooobobooboooooboooan
ooooooooboooooogoao
goooboooo " oooboobao
ub obooboob odg g oo
o0 oooooob oooboao

O OooOooo
O OooOooo

000 0DO0O0OO0OO0OO0 0000000
0000000 OO0 0000000
0000000000000 O0OO0OO0O
0000000000000 DOoOOO
0000000000000 D0DO0O00O
000000000 D0DO0DO0OO0OODO0OO0O
0000000000000 OoDO0OO0n
0000000000000 D0O0OO00D
0000000000000 O0OO0OO0O
0000000000000 DOoOOO
0000000000000 D0DO0O00O
000000000 D0DO0DO0OO0OODO0OO0O
0000000000000 OoDO0OO0n
0000000000000 D0O0OO00D
000000000 DO0OO0OO0OOO0OO0O
OupyO0O00D0DD0O00D0O0O0O0D0O0OO0O0O
0000000000000 D0DO0O00O
ooopooooo® 00000000
000000000 D0OwpwO00D00O000
0000000000000 D0O0OO00D
oopoooooooo” 0000000
000000000000 pO0OO0O000
0000000000000 O0OO0OO0O
0000000000000 DOoOOO

O O
O d
O d
[ |
[ |
O O
O O
O d
0O O
[ |
O O
o<
O d
0O O
[ |
O O
O O
O d

goboobooboobooboobonb
uboobooboobooboooboaoadanb
ocooODO0oOooo0ObOy 6eO0O0DbDOOO0OODO
pODobo0oooOooboooboobobnn
u o

10

20

30

40

50



e R ey [ s R s [y |

OoOoo0oooao
OoOoo0oooao
OO0Oo0oooo
O0Ooo0oo0ooao
Oo0Ooo0oooao

e e e e e e A
e e e e e e e e
e e s e e e e ) e e e s e e R v

Oo0oooooooooooooogoQgdg
Oo0ooooooooooooogoQgg

Oo0oooooogoQgoooao
OO0 oooooogoggoooao
OO0 oooDoooggogoooaog
Oo0oooooooogoOoooao
Oo0ooooooogooooao
Oo0ooooooogogoooao
OO0 oooooogoQgoooao
OO0 oooDooggoooao
Oo0oooooooogogoOoooao
Ooooooooogogoooao

O Ooo0ooo
O Ooooo
O Ooogoao
O 0Ooo0ooo
O 0Ooo0ooOoo
O Ooo0ooo
O OooOooo
O Ooogoo
O O0OoOgoogog
O O0Ooo0ooOoo
O 0Ooo0ooo
O Ooooo
O Ooogooo
O O0Oo0gogo
O 0Ooo0ooo

Ooooooooooooooooooooooooao
Ooooooooooooooogdg

O Ooo0oooao
O Oooooao
O Oo0oooao
O 0Ooo0oo0oo0oao
O0Ooo0oooao
OOoo0oooao
OOoo0oooao
O Ooo0oooao
O 0Oo0oo0oo0oao
O0Ooo0ooo0oao
O Ooo0oooao

I [y |

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 oOooo
O Oooo
O 0Ooo
O 0ooo
O O0ooo
O 0Oooo
O Oooo
O Oooo
O 0Ooo
O O0ooo
O 0Oooo
O 0Oooo
OO oo
O 0o o
O 0Oooo
O O0ooo

Ooo0oooogQgoo
OooooogQgoao
OoooogQgogao
Oooo0ooogoao
Ooo0oooogoQgoo
Ooo0oooogogQgoao
Oo0oooogQgoo
Oooooggogao
Oooo0ooogoo
Ooo0ooooogooQgoo
OoooooogogQgoo
Oo0oooogQgoo
Ooooooggoao
OooOoo0ooooogogoo
Ooo0ooooogoQgoao
OoooooogoQgoo
OoooooogogQgoao
Oooooggoao

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

O
O
O
O
O
O
O
O
O
O
O

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

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

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

O Ooo0ooo
O Ooooo

O
O

O
O

O
O

(8)

0O O
[ |

0O 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
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 ) [
O 0o oOoo
O Ooogoo
O Oooo
O O oo
O O g o
O 0o oOoo
O 0o oo
O Ooogoo
I [ [y
I Y o [
O OO o
O 0o oo
O 0o oo
I [ [
I Y [

JP 2004-505761 A 2004.

O
O
O
O
O

O
O
O
O
O
O
O
O

.26

10

20

30

40

50



e R ey [ s R s [y |

e e e e e e e e s |

OOo0ooooo40ooooooo4o0ooooDoDoooooooooogd
Oo0o0ooodUoooDoooUDUUoDoDoooogUoooUoooooogd
OooooocoooooooooooDooooooooooogod

OO0 0o oDooogooooDooooggogoooo
OO0 0o oDooogQgUoooDoDooogog4gogogooao
OO0 oooooooooooooogoooao

~
©
~

ugboooboobuoboobobpptuobgobobobooboboobaoado
oooooooobOooooooooooao
obooobooboboopg0obOoobobobobooboboobaodnn
ooopOOOODODOOOOOOO0Oo0
gooobooboboobobogobooboobooobao
gboooboobobooboooboobooboobooboobooobadan
oooooooooOooooooooobobobocouooooooobooOoon
ooooboobobooobooobooboobobooboboobodnn
gbooobooodghb

O
oboooboobobooboobooboobooboobobooobaodan
oooooooboooooooooooooboobocoooooooobooOooOon
goooboobobooboboooboobobooobobonn
gboooboobobooboooboobooboobooboobooobadan
oooooooooOooooooooobobobocouooooooobooOoon
obooobobooboobooDbDao
ugboobooboboobooboobooboobooboboobaoado
oooooooooboooooooooobobooboooooooooboDbooOon
oboooboobobooboobooboobooboobobooobaodan
oooooooboobooooooooooobooooogoo
gooobooobobooobooboobgoobobooboboobon
O

oo
ugboobooboboobooboobooboobooboboobaoado
oooooooooboooooooooobobooboooooooooboDbooOon
oboooboobobooboobooboobooboobobooobaodan
oooooooboooooooooooooDboOopbOOoOooobOobobDbOOn
gbpdobooboboobobooboboboboobobooboon
goboooboooogan

O
ooooboobobooobooobooboobobooboboobodnn
uboogbptbboboobobbooboobobooboboobaoadon
ooooooboobooooooooooboooooooooooboooguy
obooobooboboooboooboobooboobooboboogopponn
oooooooboooooooooooooboobocoooooooobooOooOon
gooobooobobooobooboobgoobobooboboobon
gboooboobobooboooboobooboobooboobooobadan
oooooooooOooooooooobobobocouooooooobooOoon
oo boboo ooobooboboob ODO0obo oobooboobooobao

oo oo boocooooooooboDbD oobob ooobobODboOOoOoo
ooooooooboob Obobooo0oO0o40 ocooooooooboo OooOao

obooobooboobogobad

O
gooobooobobooobooboobgoobobooboboobon
gboooboobobooboooboobooboobooboobooobadan
oooooooooOooooooooobobobocouooooooobooOoon
ooooboobobooobooobooboobobooboboobodnn
ugboobooboboobobooboobooboobooboogadnb
oooooooooboooooooooobobooboooooooooboDbooOon

JP 2004-505761 A 2004.

O
O

Ooooooogogooao O OoogogooQg
OO ogogog

Oo0ooooggooao

O Oooo

.26

O Ooogo

10

20

30

40

50



e R ey [ s R s [y |

e e e e e e e e s |

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

e e A s e e e e e s [ |

Oooooooo0 o0 oo oooo0 oo oDooo o0 oo oDo oo o0 oo oDooo0oo0 oo ooooooDoDoooQgooQgaoo

e [ ey e [ s [y [ |

Ooo0ooood
OoOoo0oooogod
OOo0o0oooogod
OooOoo0ooood

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 Ooooo
O Ooooo
O OoOgooo

OoooooogoQgg
Oooooooggg
OO0 oooooggg

OoOoo0oooaoo
OoOoo0oooao
O 0Oo0oooo
O0Ooo0oo0ooao
O0Ooo0o0ooao
OoOoo0oooaoo
OoOoo0oooao
O0Ooo0oooo
O0Oo0oo0ooao
Oo0Ooo0ooao
OoOoo0ooaoo
OoOoo0oooao
OOoo0oooao
O0Oo0oo0ooao
I o A
Oo0Ooo0oooaoo
OoOoo0oooo
OOoo0oooao
O 0Ooo

O o0Oooo

O
O
O
O
O

Ooo0ooood
OoOoo0oooogod
OOo0o0oooogod
OooOoo0ooood
OooOoo0oood
Ooo0ooood

Ooo0ooood
OoOoo0oooogod
OOo0o0oooogod
OooOoo0ooood
OooOoo0oood
Ooo0ooood
Ooo0oooogod
OoOoo0oooogod
Ooo0Ooo0oood
OooOoo0ooood
Ooo0ooood
OoOoo0oooogod
OoOoo0oooogod
Ooo0Ooo0Oooood

O O0ooo

OooOoooooQdgdg

O O0ooo

Ooo0oooogoQgdg

O0Ooo0oooao
OOoo0oooao
OOoo0oooao
O Ooo0oooao
O 0Oo0oo0oo0oao
O0Ooo0ooo0oao
O Ooo0oooao
OOoo0oooao
O Ooo0oooao
O 0Oo0oo0oo0oao
O0Ooo0oo0oo0oao
OOoo0oooao
OOooooao
O Oooooao
O Oo0ooogoao
O 0Ooo0oo0oo0oao
O0Ooo0oooao
OOoo0ooooo
O Oooooao
O Oo0oooao
O 0Ooo0oo0oo0oao
O0Ooo0oooao
OOoo0oooao
O Ooo0oooao
O Oo0oooao
O 0Oo0oo0oo0oao
O0Ooo0oooao
OOoo0oooao
OOoo0oooao
O Ooo0ooogoao

O 0Oooo

OoooooogoQgog

O Oooo

Oo0oooogoQgdg

OOoo0oooao
O Ooo0oooao
O 0Oo0oo0oo0oao
O0Ooo0ooo0oao
O Ooo0oooao
OOooo=T o

O Ooogo

Ooooooggdg

O O0ooo

OooOoo0ooooQgadg

O O0ooo

Ooo0oooogoQgdg

O Oooo

Oo0oooogQgdg

O Oooo

Ooo0oooogoQgdg

O Ooogo

Oooooogogdg

O Ooo0oooao
O 0Oo0oo0oo0oao
O0Ooo0oo0oo0oao
OOoo0oooao
OOooooao
O Oooooao
O Oo0ooogoao
O 0Ooo0oo0oo0oao
O0Ooo0oooao
OOoo0ooooo
O Oooooao
O Oo0oooao
O 0Ooo0oo0oo0oao

(10)

O 0ooo

OooOoo0oooodgadg

O O0ooo

OoooooogoQgdg

O0Ooo0oo0oo0oao
OOoo0oooao
OOooooao
O Oooooao
O Oo0ooogoao
O 0Ooo0oo0oo0oao
O0Ooo0oooao
OOoo0ooooo
O Oooooao
O Oo0oooao
O 0Ooo0oo0oo0oao
O0Ooo0oooao
OOoo0oooao
O Oooo
O 0Oooo
O 0Ooo
O 0Oooo
O Oooo
O Oooo
O Oooo

O O0ooo

Oo0oooogQgdg

O Oooo

OoooooogoQgg

O Oooo

Ooooooggg

O o0ood

OoOoooogoood

|

O O0ooo

OooooooQgdg

Oo0oooogoQgdg

JP 2004-505761 A 2004.

OooooogQgog

Ooooooggdg

Oo0oooogogdg

ugoooaooboadd

O

Ooooooodgdg

O

Ooo0oooogoQgg

O

OooooogQgg

O

OooooogoQgdg

O

Oooooogogdg

O

OooOooooodgadg

O

OoooooogoQgdg

OoooooogQgdg

Oo0oooogoQgdg

O
O

.26

Ooooooggdg

10

20

30

40

50



e R ey [ s R s [y |

e e e e e e e e s |

Ooooooooooooogogoooao

OO0 oo oDooogogogooo

OO0 ooooogdg

OoDooooo4oooooooggoao
OO0 oDoDoogog4oooDoooggogao
Ooooocooooooooogogoao
Oooooooooooooogogoao

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

O
O
O

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

OO0 o0Dooo4dgUoooDooogogooao

Ooo0oooooQgoao
Ooo0oooogoQgoao
Oo0oooogoQgg

Ooooooooodg

Ooooooood
Oooooooodg
OOoo0ooooao
O0Ooo0ooooao
O O0Oo0ooooao
OO0Oo0oo0oo0ooao
OOoo0ooooao
OOoo0ooooao
OOoo0ooooao
O 0Oo0ooooao
OO0Oo0oo0oooao
OO0Oo0oo0oooao

O
O
O

oo ooooooQgodg

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

O Oooo

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
O
O
O
O

Oo0oooogoQgg

O Ooogoo

Oooooogogdg

Oooooogogdg

O 0O oo

Ooooooggdg

Ooooooggdg

O O0ooo

OooOoooooQdgdg

OooOoooooQdgdg

O O0ooo

OoOoo0ooooao
OOoo0ooooaog
OOoooooaog
OO0Oo0ooooaog
O0Ooo0oo0oo0ooao
OoOoo0ooooao
OOoo0ooooao
OOoooooaog
OO0Ooo0ooooaog
O0Ooo0oo0oo0ooao
OoOoo0oo0oooao
OoOoo0ooooao
OOoo0ooooog
OOoo0ooooaog
OO0Oo0ooooaog
OoOoo0oo0oooao
OoOoo0ooooao
OOoooooaogo
OOoooooaog
O OoOgooo
O Ooo0ooo
O Ooo0ooo
O OooOooo
O Ooooo
O OoOooo
O 0Ooo0ooOoo
O Ooo0ooo
O Ooooo
O Ooooo
O OoOooo

Ooo0oooogoQgdg

O 0Oooo

OoooooogoQgog

O Oooo

Oo0oooogoQgdg

O Ooogo

Ooooooggdg

O O0ooo

OooOoo0ooooQgadg

O O0ooo

Ooo0oooogoQgdg

O Oooo

O Ooogo
O Ooogoo
I [ [
O 0o 0o o
O 0o oOoo
O 0o oo
O Oooo
O O oo
I ) [
O 0o oOoo
O Ooogoo
O Oooo
O O oo
O O g o
O 0o oOoo
O 0o oo
O Ooogoo
I [ [y
I Y o [
O OO o
O 0o oo
O 0o oo
I [ [
I Y [

O
O
O

Oo0oooogQgdg

O Oooo

Ooo0oooogoQgdg

O Ooogo

Oooooogogdg

(11)

O
O

O 0ooo
O O0ooo

0O O
[ |

OooOoo0oooodgadg
OoooooogoQgdg

O
O
O
O
O
O
O

O O0ooo

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

Oo0oooogQgdg

O Oooo

OoooooogoQgg

O Oooo

Ooooooggg

|

O o0ood

O

OoOoooogoood

O O0ooo

OoOoo0oo0oooao
OoOoo0ooooao
OOoooooaogo
OOoooooaog
OO0Oo0ooooaog
O0Ooo0oo0oo0ooao
OoOoo0ooooao
OOoo0ooooog

O Oooo

JP 2004-505761 A 2004.

O Oooo

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

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

O
O
O
O
O
O
O

.26

10

20

30

40

50



e R ey [ s R s [y |

e e e e e e e e s |

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

e e A s e e e e e s [ |

Oooooooo0 o0 oo oooo0 oo oDooo o0 oo oDo oo o0 oo oDooo0oo0 oo ooooooDoDoooQgooQgaoo

e [ ey e [ s [y [ |

Oo0oooogoQgg

OOoo0ooooao
O0Ooo0ooooao
O O0Oo0ooooao
OO0Oo0oo0oo0ooao
OOoo0ooooao

O
O
O
O
O
O
O
O

Oooooooooooooogdg
Oooooooooooooogdg
OO0 ooDooogogoooooogd
OOoooooooooooooogod
Ooooooooooooooogodg
Ooooooooooooooogdg
OOo0ooooooooooooogdg
OO0 ooDooogogoooooogd
OOo0ooooooooooooood
Ooooooooooooooogdg
Oooooooooooooogdg
OOooooooooooooogdg

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

Ooooooooogogog
OOooooooogoQgg
OO0 oooooogogg
OoOooooooooOodg
OoooooooogogoQgog
OoooooooogoQgog
Oooooooogogg
OO0 oooooogogg
OoOoooooooOod
OoooooooQgog
Ooooooooogogg
Oooooooogogg
OO0 oooooogogg
OOoooooooOod
OoooooooogooOodg
OoooooooogoQgog

Oooooogogdg

Ooooooggdg

OooOoooooQdgdg

Ooo0oooogoQgdg

O Ooogo
O 0o oo
I Y [
O 0o o0oo
O 0o oo
O Ooogo
O Ooogoo
I [ [
O 0o 0o o
O 0o oOoo
O 0o oo
O Oooo
O O oo
I ) [
O 0o oOoo
O Ooogoo
O Oooo
O O oo
O O g o
O 0o oOoo
O 0o oo
O Ooogoo
I [ [y
I Y o [
O OO o
O 0o oo
O 0o oo
I [ [
I Y [

O
O
O
O
O
O
O
O

OoooooogoQgog

Oo0oooogoQgdg

Ooooooggdg

OooOoo0ooooQgadg

Ooo0oooogoQgdg

Oo0oooogQgdg

Ooo0oooogoQgdg

OO0 oo oDooogogoooooao
Ooo0oooooooooooooao
Oo0ooooooooooooao
OO0 ooooooogooooooo
OO0 oooooogogoooooo
OO0 oo oDooogogogoooooao
OO0 Do oDooogogoooooao
Ooooooooooooooao
OO0 ooooooooooooao
OO0 oDoooooogooooooo
OO0 oo oooogogogooooao
OO0 Do oDooogogoogoooao
Ooo0oooooooooooooao
OO0 ooooooooooooo
oo oooDooogooooooo
OO0 oDooooogogogoooooao
OO0 Do oDoooggogooooao
Oo0oooooooooooooao
Oo0ooooooooooooo
oo oo ooooogooooooo
OO0 oo oDooogogoooooo
OO0 Do oDoooggogooooao

Oooooogogdg

(12)

0O O
[ |

OooOoo0oooodgadg
OoooooogoQgdg

O
O
O
O
O
O

O
O
O
O
O
O

Oo0oooogQgdg

oo ooooogooQgg
Ooooooogogdg
OO0 ooooogoogdg
Ooooooooodg
oo ooooooQgodg
Ooo0oooooogg
Ooooooogogg
OO0 ooooogogg
Ooooooooodg
oo oooooQgdg
oo ooooogooQgodg
OO0 ooooogoogdg
OO0 ooooogogg
OoooooooOodg
Ooooooooodg
oo ooooogooQgodg
oo ooooogogdg
OO0 ooooogggdg

OoooooogoQgg

Ooooooggg

OoOoooogoood

OooooooQgdg

Oo0oooogoQgdg

JP 2004-505761 A 2004.

OooooogQgog

Ooooooggdg

Oo0oooogogdg

Ooooooodgdg

Ooo0oooogoQgg

OooooogQgg

OooooogoQgdg

(]
O
O
O
O
O

Oooooogogdg

OooOooooodgadg

OoooooogoQgdg

OoooooogQgdg

Oo0oooogoQgdg

.26

Ooooooggdg

10

20

30

40

50



OOo0oooooooDooDoooooooooodg

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

OoooooooooDoooooooDoDoooooooooaono
OoooooooooDoooo0ooooDoDoooooooooao

OoooDoooooooooogoooooodg

OOo0ooooooUoooDooooooooDoDooooogooooao
Oo0oDooodUoooDoDooUo4dooDooogogogogoooao
Ooooooooooooooooooooooooao
Oooooooooooooo0ooDooooooooao

OoooooogoQgogoaoQg
OoooooogQgogaoQg
Oo0oooooggogodg
OoooooooOooOgoo
OooooooogooQoogoo
OoooooogoQgogoaoQg
OoooooogQgogooQg
Oo0oooooggogog
OoooooooOooOoo
OooooooogoQoogoo
OoooooogogQgogoog
OoooooogQgogooQg
Oooooooggogaog
OoooooooOooOono
OooooooogoQooOgoo
OoooooogogQgogooQg
OoooooogQgogooQg
OooooooggogaoQg
OO0 oooogQgogog
OoooooooOooOgoo
OooooooogogQgogooQo
OoooooogoQgogooQg
OoooooogQgogoQg
Oo0DoDooooggogog
OoooooooOooQgoo
OooooooogogoQoogoo
OoooooogoQgogoog
OoooooogQgogooQg
Oo0ooooggogog
OoooooooOoogood
OooooooogoQoogoo
OoooooogQgogoaoQg
OoooooogQgogooQg
Oo0oooooggogog

O 0Ooogooog
[ Y |
OO ogogog
I [y |
I [y |
[ |
O Ooogogoog
OO ogogog
I [ |
I [y |
I [ |
[ Y |
OO ogogog
I [y
I [ |
I [ |
O 0OoogogooQg
O Ooogogoog
OO ogogog
I [ |
I [y |
I [ I |
O Ooogogoog
OO ogogog
O 0oo0oogoo
Iy |
I [ |
O Ooogogoog
O O ogogog
I [ |
I [y |
I s [ |

O
O

Oooooooodg

OO0 o0DoDoooggooooood
Ooooooooooooood

O

O

O

O

gooao

ugboodgboad
ooogan
ooogboad
oooooano
googbad
goboooboad
O ODoooogao
goooboo ooo ooobooaob
U oboooobdo ooob o4
oooooboobooooo booao

Oooooooogod
OOoooooogd
OOoooooogd

O
g
u
O
g
O
O
O
O

OooooooQgoao
OoooooogQgoao
OooooogQgoao

g oboboooo oboooboaoaob
ooooo0o o0 ooooooao
goooo O
gbobooooano
U0 ODoOOoOOoOOoao
gboooboag

goodaao

Oooooooooooogdg
Oooooooooooogdg
OO0 oDoDooogooooogd

ooog oboogch

O

OooooooooooooooQgodg
Oooooooooooooogg
Oooooooooooooogogdg
Ooooooooooooood
OO0 oDoDooogogooooood
Oo0oooooooooooood
Ooooooo*®= ooooood

Ooooooooooooood
Ooooooooooooood
OoDoDoDooogogooooood
OOo0oooooooooooood
Oooooooooooooodg
Ooooooooooooood

O O0Oo0goooao

g
u
O
g
O
g

(13)

O 0Oo0ooOoo0oao

g
u
O
a
O
g

O
O

O
O

oooooobooooOogao

O
O

O

0

O

O

JP 2004-505761 A 2004.

O

O

O

gbooobooao
ubooobooboobaoobad

O

O

O

O

ogoon

oboooboobooobooobdd
oooooooobooooogon
gooo0o obob boooboob boooad
goobooboobooboodg ob0 oooboooao
ood OO0 0O oooooob ooooooao
gboboooboooooboob oobo o
ub boboob ocoboobooboodaobd
oooooooboooooooooooao
gboboooooboob 0bobo ooao
oooooooooOo0o0 OoOoO0 boboOooo
oooob0 obooboboobobao
goboobooboobooboobooboobooooboooboaodnb
ooooo0 oo oocooooooob oooobobobooo o0 O
gbooboooogobo ooo

Oo0oooooogoooooao
OO0 ooooogogogoooaog
OO0 o0ooooogogogoooao
OOo0ooooocooooooao

ugod

Ooooooooooooodg
Oo0ooooooogooooooaog
Oo0oooooogogoooooao
OO0 oDoDooogogooooogodg
OOo0oooooooooooog
OoooooooOoooooao
Oo0ooooooOoooooao
OO0 oooooogogogoooao
OO0 ooooogogoooao
OOo0ooooooooOogoooao
Ooooooooooooao
Oo0ooooooooooao
OO0 oooooogoogoooao
OO0 ooooogogogoooao

O
O
O
O
O
O

O0Oo0oo0oo0oao

O0Ooo0ooao

O0OooOoooo

O 0Oooo
O Oooo

O0OooOoooo

OO0OoOoooao

goooboo oboao
gbooobooodd

10

20

30

40

50



e R ey [ s R s [y |

e e e e e e e e s |

e e s e e e e e e e s = s s [ [ |

e e A s e e e e e s [ |

Oooooooo0 o0 oo oooo0 oo oDooo o0 oo oDo oo o0 oo oDooo0oo0 oo ooooooDoDoooQgooQgaoo

e e ey e [ = [ [ |

OoOoT oOoooog
OoT Ooooog
OO0Oo0ooooaog
O0Ooo0oo0oo0ooao
OoOoo0ooooao
T OO0 OooQgoxs
OOoooooaog
OO0Oo0ooooaog
O0Ooo0oo0oo0ooao
OoOoo0ooooao
OOoo0ooooao
OOoooooaog
OO0Ooo0ooooaog
O0Ooo0oo0oo0ooao
OoOoo0oo0oooao
OoOoo0ooooao
OOooooox
OOoo0ooooaog
OOooOo= o0ooog

O 0Ooo0oooao
O OooQgooao
O O0OoQgooao
O 0Oo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao
O Ooogooao
O OooQgooao
O 0Oo0oo0ooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooo
O Ooogooao
O 0Oo0oo0ooao
O 0Ooo0oo0ooao
O 0Ooo0oooo
O 0Ooo0oooao
O Ooogooao
O O0OoOgogoao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooo
O Ooogooao
O O0Oo0gooao
O 0Oo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao
O 0Ooogoooao
O O0OoQgooao

Oo0oooooogoogog
OO0 oooooogogdg
OO0 oooooogogdg
Oooooooood
Oo0ooooooogodg
OO0 oooooogoogodg
Oo0oooooogogodg
OO0 oooooogogdg
Oooooooood
Ooooooooodg

OOoo0ooooao
OOoo0ooooao
O Ooo0ooooao
OO0Oo0oo0oo0ooao
OOoo0oo0oo0ooao
OOoo0ooooao
OOoo0ooooao
O Ooo0ooooao
O 0O0o0OooOoooao
OOoo0oo0oo0ooao
OOoo0ooooao
OOoo0ooooao

oo oooooogodg

O Ooo0ooooao
O 0Ooo0ooooao
O 0O0Oooooao
O 0Ooo0oo0oooao
O 0Ooo0oo0oooao
O 0Ooo0ooooao
O 0Ooo0ooooao
O O0OoQgooooao
O O0Oo0oo0oooao
O 0Ooo0oo0oooo
O Ooo0ooooao
O 0Ooo0ooooao

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

O oo ooooogdg

OO0 oooooogdg

Oooooooood

oo oooooogodg

oo oooooogodg

OO0 oooooogdg

OO0 ooooogdg

Oooooooood

Ooooooooodg

O
O
O

O
O
O

oo ooooooQgodg

OO0 oooooogdg

OO0 oooooogdg

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

O

(14)

0O O
[ |

Oooooooood
Oooooooodg

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

OO0 ooooooQgdg

O
O
O
OJ
O
O
O
O
[
O
O
O
O
(]
O
O
O
O
O

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

oo oooooogdg

OO0 oooooogdg

Ooocogooogoo

|

OoOoo0oo0oooao

Ooooooooodg

O 0Ooo0oooao
O 0Ooo0oooo
O Ooooox

OO0 ooooooQgodg

JP 2004-505761 A 2004.

ugboobooaooboodoboad

OO0 oooooogodg

OoOoo0oooo
OO0Oo0oo0ooo
O0Ooo0oo0ooao
O0Ooo0oooao
OoOoo0oooaoo
OoOoo0oooo
O0Oo0oooo

OOooooogdg

T O0Oggog
O 0Oo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao
O 0Ooogoooao
O O0OoQgooao
O 0Oo0ooOooao
O 0Ooo0oooao
O 0Ooo0oooo
O oOooQgoooao
O Ooooo=

Oooooogdg

OoOoo0ooooOod

OoooooQgodg

Ooooooogdg

Ooooooogdg

Oooooogdg

O 0Oo0ooOoo
O 0Ooooo
O Ooooo

OoOoo0ooooOod

Ooo0oooOodg

Oooooogdg

O
O

Ooooooogdg

.26

OOooooogdg

10

20

30

40

50



e R ey [ s R s [y |

e ) e e e

OoooooogogaoQg
Oooooogogaog
OO0 oooogogdg
OoooooooOgoad
OoooooooQgooQgQd
OoooooogogoaoQg
OooooogogoQg
Oooooogogdg
Ooooooooogoad
OooooooQogoQgQd
OoooooogogoaoQg
OooooogogoaoQg
Oooooogogodg
OoOooooooogoad
Oooo0oooOgooQgaQg
OoooooogogooQg
OooooogogaoQg
Oooooogogodg
OoOooooooOoand
OooooooQgoQgad
OooooooQgogoQg
OooooogogaoQg
Oooooogogog
OO0 ooooogogdg
OooooooOogao
OooooooQgoQgaog
OooooogoQgaoQg
OooooogogaoQg
Oooooogogodg
Oooooooogoogod
OoooooooQgoQgQd
OooooogogaoQg
OooooogogaoQg
Oooooogogog
Oooo0ooooogogoad
OooooooQogoQgQd
OoooooogogoaoQg
OooooogogoaoQg
OOooooogogdg

e s e e e e e e e Y

e A s e ) s e e s e e e e Y B

OoooooooDooooooo0 oo ooooooooDooooooDoDoooooooooao

Oooooooo0oooooooo0 oo oooooooDooogogooao

Ooo0oooogQgoo
Oooooogogdg

OooooooogoQgg
Oooooood
Ooooooogod
OOoooooogod
OoOooooood
Oooooooodg
Oooooooodg
Ooooooogod
OOoooooogod
OoOoooOooood
Oooooooodg
Ooooooood
Ooooooogodg
Ooooooogod
OoOoooOooood
Ooooooood
Ooooooood
Oooooooogodg
Ooooooogod
OOo0Dooooogod
Ooooooood
Oooooooodg

O Ooooo
O Ooogooo
O O0Oo0gogo
O 0Ooo0ooo
O 0Ooo0ooo
O 0Ooooo
O OooOgooo
O Oogoo
O 0Ooo0ooOoo
O 0Ooo0ooOoo
O Ooo0ooo
O Ooogooo
O O0Oogoo

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

OO0 ooooooQgogooo
OO0 oooooogogogooo
OO0 oDooDooogogogoao
Ooo0ooooooogogooao
oo ooooooQgogooo
OO0 ooooooQgogooo
OO0 oooooogogooo
OO0 oooDooogogogoao
OoooooooogoOooao
OoooooooQgogooo
oo ooooooQgogooo
OO0 oooooogogogoo
OO0 oooooogogogoao
Ooo0ooooooogoOooao
oo ooooooQgogooo
oo ooooooogodg
OO0 ooooooogdg
OO0 ooooooogdg
oo oo ooooogdg
Oooooooooogodg
oo ooooooogog
oo ooooooogodg
OO0 ooooooogdg
OO0 ooooooogdg
Oooooooooogodg
oo ooooooogodg
oo ooooooogg
OO0 ooooooogdg
OO0 ooooooogdg
Oooooooooodg
oo ooooo® Oog

Ooooooggdg

OooOoooooQdgdg

Ooo0oooogoQgdg

OoooooogoQgog

Oo0oooogoQgdg

Ooooooggdg

O 0Oo0ooOoao
O 0Ooo0ooao
O 0Ooooo
O Ooooo
O 0Ooooo
O 0Oo0ooOoo
O 0Ooo0ooao
O 0Ooooo
O oOoooo
O Ooooo
O 0OoOooo
O 0Ooo0ooo
O 0Ooooo
O Ooooo
O Ooooo
O 0OoOooo

OooOoo0ooooQgadg

Ooo0oooogoQgdg

Oo0oooogQgdg

Ooo0oooogoQgdg

Oooooogogdg

~
[EnN
a1
~

OooOoo0oooodgadg
OoooooogoQgdg

Oo0oooogQgdg

OoooooogoQgg

Ooooooggg

|

OoOoooogoood

OooooooQgdg

Oo0oooogoQgdg

JP 2004-505761 A 2004.

O
O
[
O
O
O
O
(]
O
O
O
O
O

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

OooooogQgog

Ooooooggdg

Oo0oooogogdg

O
O
O
O
OJ
O
O
O
O
O

Ooooooodgdg

Ooo0oooogoQgg

OooooogQgg

OooooogoQgdg

Oooooogogdg

OooOooooodgadg

OoooooogoQgdg

OooooooQgoao
OooooogogQgoao
Ooooooggogao

OoooooogQgdg

Oo0oooogoQgdg

N
(o2}

Ooooooggdg

10

20

30

40

50



e R ey [ s R s [y |

e e e ey e e e e = s s [ |

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

Oo0o0ooooUogUoooDoDoDoUgUooDoDooogogooao
OooooooooooooooooooooogogoooOoao
Oooooooo0oooooooooDooooogooooao

OO0 o0ooDoogg4UoooDoooggUoooDooogogogaog
Ooooooooo0oooooooooooooogoao-g
OoOooooooo0oooooooooooogogogoogoaoQg

OoOoo0ooood
OO0oo0ooood
OO0Oo0oo0ooogod
O0Ooo0Oo0oood
Ooo0oo0oood
Ooo0ooood
OO0oo0ooood
OO0Oo0oo0ooogod
O0Ooo0Oo0oood
Ooo0oo0oood
OoOoo0oood
OoOoo0ooood
OO0oOo0oooogod
O0Ooo0Oo0oood
Ooo0Ooo0o0oood
Oo0o0o0ooood
OOoo0oooo
O0Ooo0oooao
O0Oo0Oo0ooao
O0Ooo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
OOoo0oooao
O0Oo0Oooo
O0Ooo0oo0ooao
O0Ooo0oo0ooao
OOoo0oooao
O0Ooo0oooao
O0Oo0oooaog
O0Ooo0oo0ooao
O0Ooo0oooao
OOoo0oooaoo
O0Ooo0oooao
O0Oo0oooao

O
O
O
O
O
O
O
O
O
]
O

OoooooogooQogoooao

O0Ooo0oooo
OOoo0oooao
O 0Oo0oooaog
O0Oo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O 0Oo0oooao
O 0Oo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Oo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
OOoo0oooo
O0Ooo0oooao

OoooooogogoaoQg
OooooogogoQg
Oooooogogdg
Ooooooooogoad
OooooooQogoQgQd
OoooooogogoaoQg
OooooogogoaoQg
Oooooogogodg
OoOooooooogoad
Oooo0oooOgooQgaQg

O 0Ooo0oooao
O OooQgooao
O O0OoQgooao
O 0Oo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooao
O Ooogooao
O OooQgooao
O 0Oo0oo0ooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O 0Ooo0oooo
O Ooogooao
O 0Oo0oo0ooao
O 0Ooo0ooo
O 0Ooo0gooo
O Ooogoo
O Ooogoog
O O0OoQgogog
O 0Ooo0ooo
O 0Ooooo
O 0Ooogoo
O Ooogoog

OoooooogQgoooao

OO0 ooDooogQgoooao

OooooooogooOoooOoao

OoooocoooQogoooao

OoooooogooQogoooao

OoooooogogQgoooao

OO0 oooogQgoooao

OooooooooOoooOoao

Oooooooooooao

OoooooogoQooooao
OoooooogQgooao

OOoo0ooooao
OO0Ooo0ooooao
O O0Oo0ooooao
OO0Oo0oo0oo0ooao
O0Ooo0oo0oooao
OOoo0ooooao
OO0O0oo0ooooao
O O0Oo0ooooao
O O0Oo0Oooooao
OO0Ooo0oo0oooao
OOoo0ooooao
OOoo0ooooao
OOoo0ooooao
O O0Oo0Oooooao
OO0Ooo0oo0oooao
OOoo0oo0oooao
OOo0o0ooooao
OOoo0ooooao
O 0Oo0ooooao
OO0Oo0oo0oo0ooao
OO0O0oo0oo0oooao
OOoo0ooooao
OO0Oo0ooooao
O O0Oo0ooooao

OO0 oooooogogdg

(16)

O
(]

OoOoooooooOod

Oooooooooodg

OoooooooogooQgog

Ooo0oooooogogodg

Oo0oooooogogg

|

OooDoooodgogood

O O o0goaog
O Ooo0ooo
O Ooooo
O Ooooo
O Ooooo
O O oOgooao
O Ooo0oono
O Ooo0ooo
O Ooooo
O Ooooo
O Oogoo
O Ooo0ooo
O Ooo0ooOoo
O Ooooo
O OooOooo
O O0OoOgoo

OooooooooOodg

OoooooooogooQgodg

JP 2004-505761 A 2004.

uod

O

Oo0oooooogoQgog

O

OO0 oooooogogdg

0

OO0 oooooogogdg

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

ugoooaooboadd

O

OoOoooooooOod

O

OoooooooooQodg

O

Ooo0oooooogoQgg

O

OO0 oooooogogdg

O

OO0 oooooogogg

O

OoOoooooooOod

O

OooooooooOodg

Ooo0oooooogoQgodg

Oo0oooooogogg

.26

OO0 oooooogogdg

10

20

30

40

50



e R ey [ s R s [y |

e e e e e e e e s |

O Ooo0oooao
O 0Oo0oooao
O 0Ooo0oo0ooOoao
O 0Ooo0oooao
O Ooo0oooo
O Oooooao
O Oo0oooao
O 0Oo0ooO0oo0oao
O 0Ooo0oo0ooao
O Ooo0oooao
O Ooo0oooao
O Ooo0oooao
O 0Oo0oo0oo0oao
O 0Ooo0oooao
O Ooo0oooao
O Ooo0oooo
O Ooo0oooao
O O0Oo0oo0oo0oao
O 0Ooo0oo0ooao
O Ooo0oooao
O Ooo0oooo
O Ooo0oooao
O 0Oo0oooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O Ooo0oooo
O Ooo0oooao
O Oo0oooo
O 0Ooo0oo0oo0oao
O 0Ooo0ooOooao
O Ooo0oooo
O Ooo0oooao
O Oo0oooao
O 0Oo0oo0oo0oao
O 0Ooo0oo0ooao
O Ooo0oooao
O Oooooo
O Ooo0oooao

e A e e e e e R

O
OJ
O
O

e A s e e e e e e e e e I A

Ooooooooo0oooooo0oo0oonDoDoooo0oooDoDoooo0oooDoDooooooooaoo

OoooooooQooooao

OoOooooooo0ooDooooooDoDoooooooooaoo

O Ooooo
O Ooooo
O 0OoOooo
O 0Oo0ooOoao
O 0Ooo0ooao
O 0Ooooo
O Ooooo
O 0Ooooo
O 0Oo0ooOoao
O 0Ooo0ooao
O 0Ooooo
O Ooooo
O 0Ooooo
O 0Oo0ooOoo
O 0Ooo0ooao
O 0Ooooo
O oOoooo
O Ooooo
O 0OoOooo
O 0Ooo0ooo
O 0Ooooo
O Ooooo
O Ooooo
O 0OoOooo
O 0Ooo0ooOoao
O 0Ooo0ooo
O oOoooo

OoooooogoQgogoaoQg
OoooooogQgogaoQg
Oo0oooooggogodg
OoooooooOooOgoo
OooooooogooQoogoo
OoooooogoQgogoaoQg
OoooooogQgogooQg
Oo0oooooggogog
OoooooooOooOoo
OooooooogoQoogoo
OoooooogogQgogoog
OoooooogQgogooQg
Oooooooggogaog
OoooooooOooOono
OooooooogoQooOgoo
OoooooogogQgogooQg

OoOoo0oooo
OOoo0oooao
OO0Oo0oo0ooo
O0Ooo0oo0ooao
OoOoo0oooaoo

O
O
O
O
O
O
O
O

OoooooQgogoao
OooooogoQgogoaoQg
Ooooooggogaog
Oooo0oooOoogoao
OooooooQgogoao
OooooooQgogoao
OoooooQgogoao
Ooooooggogaog
Oooo0oooOooOgoao
OooooooQgogoao
OoooooQgogoao
OoooooQgogao
OooooogoQgogaog
OoOoo0oooOooOoao
Oooo0oooQgogoao
OooooooQgogoo
OoooooQgogoao
OooooogogQgogaoQg
OO0 oooogoQgogaog
Oooo0oooQgoogoao
OooooooQgogoao
OoooooQgogoao
OooooogoggogaoQg
OO0 ooooggogaog
Oooo0oooOooOgoao
OooooooQogogoao
OoooooQgogoao
OoooooQgogoaoQg
Ooooooggogaog

OOoo0ooooao
O Ooogooo
O O0Oo0gogo
O 0Ooo0ooo

O
O
O
O

O
O
O
O

an

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

O
O
O
O
O

[

JP 2004-505761 A 2004.

O
O
OJ
O
O
O
O
OJ

O
O

O
O
O
O
O
O
O

OooooOooood
Oooooooodg
Oooooooodg
Ooooooogod
OOoooooogod

10

20

30

40

50



e R ey [ s R s [y |

Ooooooo0oooooooo0ooooDoDoooooooooogdg
Oo0oooooo0ooooooo4ogoooDooooggogoao

OO0 o0Dooo4dgUoooDooogogooao

OO0 0o oDoooooooDoooogoQgoooo
OO0 0o oDooogooooDooooggogoooo
OO0 0o oDooogQgUoooDoDooogog4gogogooao
OO0 oooooooooooooogoooao
OO0 o0 ooDoooo oo oDooooQgoooo

(18) JP 2004-505761 A 2004.2.26

OooooooooooooogoQgog
Ooooooooooooooggg
Oo0DoDooogog4ooooooggg
OooooooooooooogogoQgodg
OooooooooooooogogQgg
OooooooooooooogQgog
Ooooooo4oooooooggg
Oo0DoOooDooo4oooDoooggog
OooooooooooooogooQgodg
OoooocooooooooogogQgg
OooooooooooooogQgg
Ooooooooooooooggog
Oo0Dooooo4ooooooggg
Oooooooooooooogogadg
OooooooooooooogogQgog
OooooooooooooogoQgg
OooooooooooooogoQgog
OoDooooo4ooooooggg
OO0 ooooogog4ooooDooogogdg
Ooooocooooooooogogdg
OooooooooooooogoQgdg
OooooooooooooogoQgog
Oo0ooooooogogoooooaog
OO0 ooDoooogogogoooooaog
OOoooooooooooooao
Ooooooooooooooao
Ooooooooooooooaog
Oo0ooooooooooooaog
OO0 ooDoooogogogogoooooaog
Oo0oooooooooooooao
Ooooooooooooooogo
Oo0ooooooooooooaog
Oo0ooooooogooooooaog
OO0 ooooogogogogoooooaog

oooooooooooouooooooooboooooooao
ooooooooobooO0oQ0 0O oooo0 oooooooboao

oo ooobo oooobooboooboobob bo oooaa

oooo ooooao
gbobooobooboonb
gbooboobdaoan

0 od

O

O
ooooooooooan

O

O

O

ooooooao

[ i Ry |

oooooooDoao
ooooao
ooooao
O
ooooooooocoooooooao

O O0Oo0ooooao
O
O

O O0Ooo0oo0oooao
O 0Ooo0oo0oooao
O 0OooQgooo

O Ooogooao

O Ooogooo

O O0Oo0oo0oooao
O O0Ooo0oo0oooo
O 0Oo0ooooao
O O0Oo0gooooao
O O0O0Qgoooao

O
0
4
O
g
O
0

O 0Ooo0oo0ooo
O 0OooQgoooo
O 0Ooogooo
O Ooogooao
OO oQgogoao
O 0Ooo0ooOooao
O 0Oooooo

O 0Ooo
O 0Oooo
O oOooo
O oOooo

O
O
O
O
O
O
O
O
O
O

Ooo0oooogQgoo
OooooogQgoao
OoooogQgogao
Oooo0ooogoao
Ooo0oooogoQgoo
Ooo0oooogogQgoao
Oo0oooogQgoo
Oooooggogao
Oooo0ooogoo
Ooo0ooooogooQgoo
OoooooogogQgoo
Oo0oooogQgoo
Ooooooggoao
OooOoo0ooooogogoo
Ooo0ooooogoQgoao
OoooooogoQgoo
OoooooogogQgoao
Oooooggoao
Oo0oooogoQgogao
OoooooogoQgoao
Ooo0oooogooQgoo
Oo0oooogogQgoao
OooooogQgoao
Oo0ooogogogao
OooooooQgoao
Ooo0oooogoogoo
Ooo0oooogogQgoo
Oo0oooogQgoao
Oooooggogao
Oooo0oooogoao
Ooo0oooogoQgoo
Ooo0oooogogQgoo
OooooogQgoao
Oooooggogao

O 0OooOgooo
O Ooogoo
[ Y
O 0Ooo0ooo
O 0Ooo0ooo
O 0Ooogoo
O Ooogoo
O 0Oooo
O o0Oooo
O oOooo
O oOooo
O 0Oooo
O 0Ooo
O 0Oooo
O 0Oooo
O oOooo
O 0Oooo
O 0Ooo
O o0ooo
O 0Oooo
O oOooo
O Oooo
O 0Ooo
O 0Oooo
O oOooo
O oOooo
O oOooo
O 0Oooo
O 0Oooo
O o0Oooo
O 0Oooo

Ooooocooooooooogooooao
O O0OoQgogog

Oooooooooooooogoogoooao

OoOoo0oooogod

(]

ugboobooouoboobobouoboooboooboobooboobooaod

ooooao
oooao
ooooao
gog O

O oOooo
O 0Oooo

10

20

30

40

50



e e ey ) s s [ |

e e e ey e v e e A s [ |

e s e e ey e s e e s e e e s s [ [ |

o e A s e e e e = A s e e s e s s [ |

) = = [ I

OoOoooooo0ooooooo0o oo oDooooD oo oDoooooooDoDoDooooooooogdg

OOoo0oood

O Ooo0oooo
O Oooooao
O Oo0oooao
O 0Oo0ooO0oo0oao
O 0Ooo0oo0ooao
O Ooo0oooao
O Ooo0oooao
O Ooo0oooao
O 0Oo0oo0oo0oao
O 0Ooo0oooao
O Ooo0oooao
O Ooo0oooo
O Ooo0oooao
O O0Oo0oo0oo0oao
O 0Ooo0oo0ooao

Ooooooooooooogoooao

OoooooQgogoao
Ooooo<T ogodgogaog

oo ooooooogogooQg
OO0 oooooogogog
OO0 ooooooogogogdg
OooooooooogooOgodg
Oooooooooogogoo-g
oo ooooooogogoo-g
OO0 oooooogogoog
OO0 oooooogogogog
Oooooooooogoogod
OooooooooogogooQg

Ooooooooooooogogoooao

Oo0DoDooo4o0gUoooooogogooao

Ooooooggogaog
Oooo0oooOoogoao
OooooooQgogoao
OooooooQgogoao
OoooooQgogoao
Ooooooggogaog
Oooo0oooOooOgoao
OooooooQgogoao
OoooooQgogoao
OoooooQgogao
OooooogoQgogaog
OoOoo0oooOooOoao
Oooo0oooQgogoao
OooooooQgogoo
OoooooQgogoao
OooooogogQgogaoQg
OO0 oooogoQgogaog
Oooo0oooQgoogoao

Oooooocooooooooogogogoooao

Ooooocooooooooogooooao

Ooooooooooooogogoooao

Ooooooooooooogogogooao

Oo0DoDooo4gogoooooogogooao

OooooooooooooogoogooOooOoao

Ooooooooooooooao
Ooooooooooooooaog
OOo0ooooooooooooaog
OOo0oooooogogogogoooooag
OOo0oooooooooooooao
Ooooooooooooooao
Ooooooooooooooaog
Ooooooooooooooaog

OOoo0ooooaog
OO0Oo0ooooaog
OoOoo0oo0oooao
OoOoo0ooooao
OOoooooaogo
OOoooooaog
OO0Oo0ooooaog
O0Ooo0oo0oo0ooao
OoOoo0ooooao
OOoo0ooooog
OOoo0ooooaog
OO0Oo0ooooaog
O0Ooo0oo0oo0ooao
OoOoo0ooooao
OOoo0ooooao
OOoooooog
OOoo0ooooaog

OoooooogQgogodg
Ooooooogog<x Ooog

Oooooooggogg
OOoo0ooooooOod
OooooooooQgoogooQg
OooooooQgoao
OooooogogQgoao
Ooooooggogoao
OO0 oooogQgogaog
OooooooQgoao
OooooooQgoao
OooooogoQgoao
T OoOo0oogoQgoog

(19)

I [ |
O 0OoogogooQg
O Ooogogoog
OO ogogog
I [ |
I [y |
I [ I |
O Ooogogoog
OO ogogog
O 0oo0oogoo
Iy |
I [ |
O Ooogogoog
O O ogogog
I [ |
I [y |
I s [ |

OOoo0ooooaog
O Oo0ooogoao
O 0Ooo0oo0oo0oao
O0Ooo0oooao
OOoo0ooooo
O Oooooao
O Oo0oooao
O 0Ooo0oo0oo0oao
O0Ooo0oooao
OOoo0oooao
O Ooo0oooao
O Oo0oooao
O 0Oo0oo0oo0oao
O0Ooo0oooao
OOoo0oooao

Oooooooodg
Ooooooodg
Ooooooogod
OOo0ooooogod
Ooooooood
Oooooooodg
Oooooooodg
Ooooooogod
O 0Oo0ooooao
OO0Ooo0oo0oo0ooao
OOoo0oo0oooao
OOoooooao
OOoo0ooooao
O O0Oo0ooooao

JP 2004-505761 A 2004.2.

OO0 ooooggogao
OooooooQgoao
OooooooQgoo
OooooogoQgoao
OooooogogQgogoao
Ooooooggogao
Oooo0oooogoao
OooooooQgoao
OooooooQgoao
OooooogogQgoao
Ooooooggogao

O OoogogooQg
OO ogogog

OOoo0oooao
O Ooo0ooogoao

ooooao

10

20

30

40

50



e e ey [ s [y |

e e e ey e e e e I s sy |

[ e e ey e e e s e ) e s [y s [ |
s R s e e e e e e e e [ R s [ s [
[ e e e e [ [ [ By |
Oooooooo0o0oooooo00 oo oDooo oD oo oDoDoDoDoo0 oo oDoDooo0ooDoooogogoQgog

O Ooo0oooao
O 0Oo0oooao
O 0Ooo0oo0ooOoao
O 0Ooo0oooao
O Ooo0oooo
O Oooooao
O Oo=T oOooo
O 0Oo0ooO0oo0oao
O 0Ooo0oo0ooao
O Ooo0oooao
OOoooox

Oo0ooooooooooooodg
Oo0oooooogoooooood
OO0 Do oDoooggooooood

OO0 oooooogoogog
OO0 oooooogogdg
OO0 oooooogogdg

OoooooogoQgooao
Oooooooggogooao
OO0 oooooggogooao
OoooooooQogooOoao
OooooooooQgoooao
OoooooogooQgooao
OoooooogogQgogooao
Oooooooggogooao
OoooooooogooOooao
OooooooooQoooao
OoooooogooQgooao
OoooooogQgooao
OoDoDoDooggogogx=®E o

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

Oo0oooooooooooood
Ooooooooooooood
OooDooooooooooodg
Oooooooogoooooood
OO0 oDoDooogooooood
OOo0oo0oooooooooood
Ooooooooo=ooood
Ooooooooooooood
Ooooooooooooood
OoDoDoDooogogooooood
OOo0oo0oooooooooood
OoooT 0o0oooooogoood
Ooooooooooooood
Ooooooooooooood
OoDoDoDooogogooooood
OO0 O0DoDooogog4gogogoooood
Ooooooooooooood
Ooooooooooooood
Ooooooooooooood
Ooooooogogooooood
OO0 oDoDoooggogooooood
Oo0oooooooooooood
Oooooooooo=oood
OooDoooooooooood
OooDooooogooooood
OoDoDooDooogogooooox®dg
Oo0oooooooooooood
Ooooooooooooood
OoooooooooooT od
Ooooooooooooood
OO0 oDoDooogogooooood

OOooooooood
OooooooogooQgodg
OooooooogoQgg
OoooooogoQgg
OO0 oooooggg
OoooooooQgodg
OooooooogooQodg
OooooooogQgdg
OooooooogoQgdg
Oooooooggdg
OoooooooOoadg
OooooooogoQodg

O Ooo0oooao
O 0Oo0oo0oo0oao
O 0Ooo0oooao
O Ooo0oooao
O Ooo0oooo
O Ooo0oooao
O O0Oo0oo0oo0oao
O 0Ooo0oo0ooao
O Ooo0oooao
O Ooo0oooo
O Ooo0oooao
O 0Oo0oooao
O 0Ooo0oo0ooao
O 0Ooo0oooao
O Ooo0oooo
O Ooo0oooao
O Oo0oooo
O 0Ooo0oo0oo0oao
O 0Ooo0ooOooao
O Ooo0oooo
O Ooo0oooao
O Oo0oooao
O 0Oo0oo0oo0oao
O 0Ooo0oo0ooao
O Ooo0oooao
O Oooooo
O Ooo0oooao

(20)

OoOoooooooOod
OoOoooooooodg

Oo0oooogQgdg

OoooooooogooQgog

Ooooo<T ogooQg-g

Oo0oooooogogodg

Ooooooggg

Oo0oooooogogdg
O0o0Dooooogogdg
OooooooogoQgdg
OooooooogQgdg
OoooooogoQgdg
OooooogQgg
OO0 oooogogg
OooooooogoQgdg
OooooooogoQgdg
OooooooogoQgdg
OoooooogQgdg
OOoooooggdg
OooooooogoQgadg
OooooooogQgdg
OoooooogoQgdg
OoooooogQgdg
Ooooooggdg

OoOoooogoood

[

OooooooQgdg

Oo0oooogoQgdg

JP 2004-505761 A 2004.

OooooogQgog

Ooooooggdg

Oo0oooogogdg

Ooooooodgdg

Ooo0oooogoQgg

OooooogQgg

OooooogoQgdg

Oooooogogdg

OooOooooodgadg

OoooooogoQgdg

OoooooogQgdg

Oo0oooogoQgdg

Ooooooggdg

10

20

30

40

50



R e e ey R [ [y |

e e e e e R [ s [ |

e e e s e e = s s I A
e s e e s e e e s s e A
Ooooooooo0oooooo o0 oo ooooooDoDooooDooDoDooooooooofdg
Ooo0ooooooo0oooooo o0 oo ooDoo0o oo oDoDooooDooDoDoDoooooooodg

OooooooooooooogoggogooQg
OOoooooooooooooggogoQg
OO0 oDoooo4gogogooooooggogog

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

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

OoooooooQooooao

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

O Ooooo
O Ooooo
O 0OooOooo
O O0oo0ooOoo
O 0Ooooo
O Ooooo
O Ooooo
O 0OooOooo
O 0Oo0ooOoo
O 0Ooo0ooo
O 0Ooooo
O Ooooo
O Ooooo
O 0Oo0ooOoo
O 0Ooo0ooo
O Ooooo
O Ooooo
O Ooooo
O 0OoOooo
O 0Ooo0ooo
O 0Ooooo
O Ooooo
O Ooooo
O 0OooOooo
O 0Ooo0ooOoo
O 0Ooooo
O Ooooo
O Ooooo
O 0OooOooo
O 0Oo0ooOoo
O 0Ooooo
O Ooooo
O Ooooo
O 0OooOooo

OooooooQgogoooao

OO0 ooDooogoQgogooao

Ooo0oooooOooOooOooao

O0Ooo0Oo0oood
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
OoOoo=T oo

O 0ooo
O O0ooo
O 0Oooo
O Oooo
O Oooo
O 0Ooo
O O0ooo
O 0Oooo
O 0Oooo
OO oo
O 0o o
O 0Oooo
O O0ooo
O 0Oooo
O Oooo
OO oo
O 0Oooo
O 0Oooo
O oOooo
O Oooo
— O 0O o

OoooooooQooooao

OoooooooQgoooao

OoooooooggogooQg
OO0 ooooooggogodg
Ooo0oooooooogooOgoo
OooooooooQgoogoo
Oo0oooooogogogogooQg
Oo0oooooogogogoQg
OO0 ooooooggogog
OooooooooOooOood
OooooooooQgoogoao
OoooooooogogQgogooQg
Oo0oooooogogogogooQg
OO0 ooooooggogoQg
OO0 oooDoooggogdg
OooooooooQgoogoo
OO0 ooooooQgogooQg
Oo0oooooogogogogooQg
Oo0ooooooggogoQg
OO0 oooDoooggogodg
OooooooooOgoogod
OooooooooQgogooQo
Oo0oooooogogQgogooQg
Oo0ooooooggogooQg
OO0 ooooooggogog
T OoOo0oogoogao
OooooooooQgogogooQo
Oo0oooooogogogogoo-g
oo oooooogoggogooQg
OO0 ooooooggogodg

O 0Oo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Ooo0oooao
O0Oo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
OOoo0oooo
O0Ooo0oooao
O0Oo0Oo0ooao
O0Ooo0oo0ooao
O0Ooo0oooao
O0Ooo0oooao
OOoo0oooao
O0Oo0Oooo
O0Ooo0oo0ooao

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

~
N
[
~

O
O

O
O

JP 2004-505761 A 2004.

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

O
O

O
O
O

N
(o2}

10

20

30

40



good

oooao
A 588 T—— BT
1 Eeoroop [ T [
[ I | [ A T
! ! ! i | i | ! ! !
: : ]' ¢ o ; !l || .
!
% X [ | | " ! { | -
i B i | Co b
N I ; o ;
1 I P
E | { t i
u{h 3 J I .r | 1‘ B : ! ¢
20 40 60 80 100 120 20 40 60 80 100 120
#E (um) #if% (o)
I 458 D 625

20 40 60 80 100 i20
#E (um)

20 4 80 100 (20
#if2 (m)

(22)

ugooad

200 um

ooogao

JP 2004-505761 A 2004.

2.

26



(23) JP 2004-505761 A 2004.2.26

ugooad

20




L T e T e T e T e T e T s T T T e T e T s T e T e T e T e T e T e T e T e B e R T e T e T e T e T e R e T e B e

ugbooobooodoboado

)
<
)
®
[
lag]
—
=
N
=

© (57 Abstract: & method of forming particles comprises accelerating a stream comprising a liquid; and vibrating the stream, to form

=

(24)

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

(19) World Intellectual Property Organization
International Bureau

(43) International Publieation Date
21 February 2002 (21.02.2002)

PCT

OO OO A

(10) International Publication Number

WO 02/13786 A2

(51) International Patent Classification”: AGIK 9/00
(21) International Application Number:  PCT/USO1/25674
(22) International Filing Date: 15 August 2001 (15.08.2001)
(25) Filing Language: English
(26) Publication Language: English
(30) Priority Data:

60/225,525
60/225,620

15 Angust 2000 (15.08.2000) US
15 Angust 2000 (15.08.2000) US

(71) Applicant: BOARD OF TRUSTEES OF THE UNI-
VERSITY OF ILLINOIS [US/US); 352 Henry Adminis-
tration Building, 506 S. Wright, Urbana, IL 61801 (US).

Inventors: KYEKYOQON, Kim; 1712 Brighton Court,
Champaign, TL 61822 (US). PACK, Daniel, W.; 3105
Goldmedal Drive, Campagne, IL 61822 (US). BERK-
LAND, Cory, J.; 1001 Country Squire, Urbana, IL 61801
(US).

Agent: RAUCH, Paul, E.; Brinks Hofer Gilson & Lione,
P.O. Box 10087, Chicago, 60618 (US).

(81) Desiguated States (national): AE, AG, AL, AM, AT, AU,
AZ,BA, BB, BG, BR, BY, BZ, CA, CH,CN, CO, CR, CU,
Cz, DE, DK, DM, DZ, EC, EE, ES, FI, GB, GD, GE, GH,
GM, HR, HU, ID, IL, IN, IS, IP, KE, KG, KB, KR, KZ, LC,
LK, LR, LS, LT, LU, LV, MA, MD, MG, MK, MN, MW,
MX, MZ, NO, NZ, PL, PT, RO, RU, SD, SE, SG, SI, SK,
SL,TI, TM, TR, TT. TZ, UA, UG, UZ, VN, YU, Z4, ZW.

(84) Desiguated States (regionalj: ARIPO patent (GH, GM,
KE, LS, MW, MZ, SD, SL, SZ, TZ, UG, ZW), Eurasian
pateni (AM, AZ, BY, KG, KZ, MD, RU, TJ, TM), Buropean
patent (AT, BE, CH, CY, DE, DK, ES, FI, FR, GB, GR, IE,
IT, LU, MC, NL, PT, SE, TR), OAPI patent (BF, BI, CF,
CG, CI, CM, GA, GN, GQ, GW, ML, MR, NE, SN, TD,
TG).

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

For two-letter codes and other abbreviations, refer to the "Guid-
ance Notes on Codes and Abbreviations” appearing at the begin-
ning of each regular issue of the PCT Gazette.

(54) Title: MICROPARTICLES

particles. The particles may have a diameter that js smaller than the diameter of the nozzle used to form the stream, allowing for the

formation of micro- and nano-sized particle.

JP 2004-505761 A 2004.2.26



L T e T e T e T e T e T e T e T T e T e T s O s O s O e TR s T e O e, T s T e, O e, T e, O e T e TR e O e, IO e T e T s R |

(25)

WO 02/13786 PCT/US01/25674

-1-

MICROPARTICLES
RELATED APPLICATIONS

The present application claims the benefit of two provisional applications,
Provisional application serial number 60/225,525 filed August 15, 2000, to
Kyekyoon Kim and Daniel W. Pack, entitled "PRECISE, CONTROLLED
POLYMER FABRICATION FOR BIOMEDICAL APPLICATIONS"; and
Provisional application serial number 60/225,620 filed August 15, 2000, to
Kyekyoon Kim, entitled "APPARATUS AND METHOD FOR FABRICATION
OF UNIFORM SOLID AND HOLLOW SPHERICAL PARTICLES IN THE
MICRON- AND SUBMICRON-RANGE AND SUCH PARTICLES OF
CONTROLLED SIZES, ELECTRICAL CHARGES, CHEMICAL
COMPOSITIONS AND STOICHIOMETRIES USING FIELD-INJECTION
CHARGING AND ELECTROHYDRODYNAMIC SPRAYING"; both of which

are hereby incorporated by reference.

BACKGROUND

Rapid advarices in biotechnology have led to the discovery of numerous
protein and peptide therapeutics, many of which have recently reached the
marketplace or are currently under regulatory review by the United States Food
and Drug Administration. Unlike traditional small-molecule drugs, however,
proteins and peptides generally cannot be administered orally; injection or infusion
is most often required. Further, because of their fragility and short in vivo half-
lives, encapsulation of proteins in biodegradable polymeric devices, from which
the drug can be delivered, locally or systemically, for a prolonged period of time,
has been a promising and intensely studied solution to these problems.
Biodegradable microspheres comprising a variety of polymers have been the most
studied devices due to relatively simple fabrication and facile administration to a
variety of locations iz vivo through a syringe needle.

Several methodologies for microsphere fabrication have been described,

including precipitation, spraying, phase separation, and enmilsion techniques. The

JP 2004-505761 A 2004.2.26



L T e T e T e T e T e T e T e T T e T e T s O s O s O e TR s T e O e, T s T e, O e, T e, O e T e TR e O e, IO e T e T s R |

(26)

WO 02/13786 PCT/US01/25674

2

emulsion and spraying approaches have been commonly used both at the bench
and industrial scales. Sphere size and size distribution are reproducible but often
poorly controllable. Standard deviations equal to 25-50% of the mean diameter
are not uncommon.

Conirol of sphere size and size distribution has several important
implications for controlled-release drug delivery. For example, there typically is
an ideal sphere size that provides a desired release rate and route of administration.
Spheres that are "too small" exhibit poor encapsulation efficiency, may migrate
from the site of injection, and may exhibit undesirably rapid release of their
payload. Spheres that are "too large" may not easily pass through a syringe
needle. Thus, the typically polydisperse spheres generated by conventional
fabrication techniques must be filtered or sieved to isolate particles within the
desired size range, and the polymer and drug composing spheres outside that range
are wasted.

‘Uniform microspheres approximately 1-5 pum in diameter would be ideal
for passive targeting of professional antigen-presenting cells (APCs) such as
macrophages and dendritic cells. Similarly, microspheres 10-20 pm in diameter
could be used to target the tortuous capillary bed of tumor tissues by chemo-
embolization. A system capable of precise microsphere fabrication could allow
the optimal size for such applications to be identified and provide an efficient
route to commercial manufacture and clinical implementation.

A long-sought goal for controlled-release drug delivery technologies is the
ability to precisely control the release rate of encapsulated compounds, and
microsphere size is a major determinant of release kinetics. Larger spheres
generally release encapsulated compounds more slowly and over longer time
periods, other properties (polymer molecular wéight, initial porosity, drug
distribution within the sphere, etc.) being equal. A constant (i.e., zero-order)
release rate is often preferred, while variable drug release rates can be beneficial
for many important indications. For exarnple, intermittent high doses of
antibiotics may alleviate evolution of resistance in bacteria, and discontinuous

administration of vaccines often enhances the immune response.
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Methods to control drug release rate include () choice of polymer
chemistry (anhydrides, esters, etc.) and comonormer ratios, (i) conjugating the
drug to the polymer, (iif) varying the microsphere formulation parameters, and
thus the physical characteristics of the resulting particles, and (iv) manipulating
the sphere size and distribution. The success of the latter studies was limited by
the relatively broad microsphere size distributions.

In recent years, there have been several reports of the fabrication of
biodegradable polymer microspheres with controlled, uniform size (P. Sansdrap
and A. J. Moes, Influence of manufacturing parameters on the size characteristics
and the release profiles of nifedipine from poly(DL-lactide-co-glycolide)
microspheres. Int. J. Pharm. 98 (1993) 157-164; B. G. Amsden and M. Goosen,
An examination of the factors affecting the size, distribution, and release
characteristics of polymer microbeads made using electrostatics. J, Control.
Release 43 (1997) 183-196; K. Shiga, N. Muramatsu and T. Kondo, Preparation of
paly(D,L-lactide) and copoly(lactide-glycolide) microspheres of uniform size. J.
Pharm. Pharmacol. 48 (1996) 891-895; B. Amsden, The production of uniformly
sized polymer microspheres. Pharm. Res. 16 (1999) 1140-1143; and N,
Leclarasamee, S. A. Howard, C. J. Malanga and J. K. H. Ma, A method for the
preparation of polylactic acid microcapsules of controlled particle size and drug
loading. J. Microencapsul. 5 (1988) 147-157). However, none of these methods
was successful in generating particles in a size range appropriate for drug delivery
(~1-100 pm) while maintaining narrow size distributions. In addition, these
previous methods appear to be difficult to scale-up for commercial applications.

Hollow sphere fabrication techniques are disclosed in N.K. Kim, K. Kim,
D.A. Payne, and R.S. Upadhye, “Fabrication of hollow silica acrogel spheres by a
droplet generation method and sol-gel processing,” J. ¥ac. Sci., Technol. A.,
vol. 7,n0. 3 pp. 1181-1184 (1989) and K. Kim, K.Y. Jang and R.S. Upadhye,
“Hollow silica spheres of controlled size and porosity by sol-gel processing,”

J. Am. Ceram. Soc., T4:8, pp. 1987-1992, (1991).
Electrostatic spraying technique is disclosed in K. Kim and R.J. Turnbull,
“Generation of charged drops of insulating liquids by electrostatic spraying,”

JP 2004-505761 A 2004.2.26
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J. Appl. Phys., vol. 47, no. 5, pp. 1964-1969, May 1976, U.S. Patent No. 5,344,676
to Kim et al., and U.S. Patent No. 6,060,128 to Kim, et al. )

Previously developed techniques designed to fabricate hollow spheres
employ a dual-nozzle scheme in which two coaxially mounted nozzles carrying
different materials in liquid phase (the material in the inner nozzle conld also be a
gas) produce a smooth cylindrical jet which, in turn, is broken up into uniform
droplets by an acoustic excitation. (See N. K. Kim, et al., “Fabrication of hollow
silica aerogel spheres by a droplet generation method and sol-gel processing,”
infra and K. Kim et al., “Hollow silica spheres of controlled size and porosity by
sol-gel processing,” infra). The smallest drops that can be made with this method
are roughly twice as large as the opening of the outer nozzle. This in turn
indicates practical difficulties associated with fabricating uniform solid and hollow
spheres of small sizes (less than about 50 pm in diameter) especially spheres in the
submicron-size range. The reason is that the smaller the nozzle opening, the
greater the chances for it to get plugged up, especially if the pharmaceutical
compounds to be encapsulated are suspended as a particulate in the sphere-
forming liquid. This problem becomcé worse when the materials being used are
viscous. :

‘With previous technologies for spraying microdroplets from nozzle-type
devices, the minimum sphere size typically obtainable is limited by the size of the
nozzle opening. Usually, it is not possible to make drops smaller than the nozzle
opening; typically, droplet diameters are 1-4 times the diameter of the nozzle.

This presents several difficulties as the desired sphere size decreases. One
problem is that fabrication of the nozzles themselves becotnes more difficult as
size decreases. This is especially true for large-scale fabrication methods in which
it is necessary to form droplets through arrays of nozzles (perhaps 1000-2000). A
second limitation stems from the pressure needed to pump fluids through small

nozzles. The pressure required is given by

8l
ﬂR‘O

Ap=
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where Ap is the pressure drop across the nozzle, p is the viscosity of the fluid, L is
the length of the nozzle "passage”, Q is the volumetric flow rate of the fluid
passing through the nozzle, and R is the radius of the nozzle opening. Thus, the
pressure required scales with R™. If one wishes to make microdroplets of ~5 pm
diameter, traditional methods may require a nozzle with a diameter of 5 pm or
less. For example, at a flow rate of 1 mL/min and a fluid viscosity of 100
centipoise (100-times more viscous than water), a 5-pm diameter orifice would
require 2 pump head of ~1.1x10"° Pa (~110,000 atm). This is clearly an
impossibly high pressure. Even water, i ~1lcp, requires a pressure of 1,100 atm to
be pumped through a 5-pm diameter nozzle at 1 mL/min. Thus, pumping virtually
any liquid through a nozzle of 5-um diameter would require special equipment, if
it could be done at all.

Another problem with traditional methods of forming small spheres is that
some compounds to be encapsulated, such as plasmid DNA, may be damaged by
shear forces. Damage depends on the product of the shear rate, y, and the time
spent in the shear field, 8. The average value of this product for a fluid flowing
through a pipe is given by

09),,=16/3-@/D)

where L is the length of the pipe and D is the pipe diameter. The orifice of 2
nozzle can be approximated as a pipe. However, entrance effects will tend to
increase the shear rate meaning this equation will give a low estimate. Regardless,
the value of v0 is approximately inversely proportional to the diameter of the
orifice. Thus, decreasing the nozzle diameter from 100 to 5 um would increase
the damage done to any encapsulated compound by a factor of 20.

U.S. Patent No. 6,116,516 describes stabilized capillary microjets, that

produce aerosols. The microjets are formed by forcing a gas around a liquid

JP 2004-505761 A 2004.2.26
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stream. Under the correct conditions, micron-sized aerosols are produced, where

preferably 90% or more have the same diameter plus/minus 3% to 30%.

BRIEF SUMMARY

It is an object of this invention to produce micro-and nano-sized spherical
particles by pumping material through a small orifice and then shaking said liquid
with an acoustic type-wave.

Tt is also an object of this invention to produce micro-and nano-sized
spherical particles by pumping a material through a small orifice and adding an
additional downward force, said downward force comprising either
electrohydrodynamic technique or a second liquid stream adjacent and parallel to
the liquid at a velocity greater than the first liquid. It is also an object of this
invention to produce unifozm micro-and nane-sized spherical particles by using
acoustic type waves with the above process.

It is a further object of this invention to produce hollow micro-and nano-
sized spherical particles by utilizing an inside and outside liquid that are passed
through one or the other of two coaxially mounted nozzles to produce a smooth
cylindrical jet of the outside liquid coaxially containing the inside liquid (or gas).
This jet can be further broken into uniform droplets by acoustic waves,

It1s yet a further object of this invention to provide a novel process for
hardening micro-and nano-spheres by utilizing any of the above processes for
producing micro-and nano-spheres, wherein the nozzle or orifice utilized is placed
beneath the surface of an aqueous bath, to allow hardening of the spheres with a
minimum of deformation. '

It is still a further object of this invention to produce therapeutic
compounds, encapsulated by any of the above techniques useful as biomedical
compositions for medical treatment of humans and therapeutic value.

It is yet another object of this invention to produce multi-shelled micro-and
nano-spheres of controlled sizes, shell thicknesses and number of shells with
different shells comprising different materials useful for biomedical applications

for humans and animals including controlled-release drug delivery systems.

JP 2004-505761 A 2004.2.26
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Tt is still a further object of this invention to produce micro-and nano-
spheres of the types described above, and other types, for biomedical applications
including passive or active targeting to desired cells, tissues or regjons of the
body.

It is a further object of this invention to provide an apparatus and process
for producing micro- and nano-spherical particles of precisely controlled sizes and
size distributions for biomedical applications, especially controlled-release drug
delivery systems.

It is a further object of this invention to produce stable micro- and nano-
spheres of a desired size, chemical composition and stoichiometry.

It is a further object of this invention to produce micro- and nano-spheres
of controlled sizes for biomedical applications including controlled-release drug
delivery systems.

Tt is yet a further object of this invention to produce hollow micro- and
nano-spheres of controlled sizes for biomedical applications including controlled-
release drug delivery systems.

These and other objects are provided in this invention which is described in
more detail hereafter.

In a first aspect, the present invention is a method of forming particles,
comprising accelerating a first streamvcomprising a first liquid; and vibrating the
first stream, to form particles.

In a second aspect, the present invention is a method of forming particles,
comprising accelerating a first stream comprising a first liquid. The accelerating
comprises applying charge to the first stream. The particles comprise a core and a
shell.

In a third aspect, the present invention is particles having an average
diameter of 50 to 100 pm. Ninety percent of the particles have a diameter that is
within 2% of an average diameter of the particles.

In a fourth aspect, the present invention is particles having an average
diameter of 1 to 50 pm. Ninety percent of the particles have a diameter that is
within 1pm of an average diameter of the particles.

JP 2004-505761 A 2004.2.26



L T e T e T e T e T e T e T e T T e T e T s O s O s O e TR s T e O e, T s T e, O e, T e, O e T e TR e O e, IO e T e T s R |

(32)

WO 02/13786 PCT/US01/25674

8-

In a fifth aspect, the present invention is particles, prepared by the above
method.

In a sixth aspect, the present invention is an apparatus for forming particles,
comprising (i) a first nozzle, for forming a first stream of a first liquid, (ii) a
second nozzle, oriented for forming a second stream of a second liquid in contact
with the first stream, and (i) a vibrator, for forming particles from the first
stream.

In a seventh aspect, the present invention is an apparatus for forming
particles, comprising (i) a first nozzle, for forming a first stream of a first liquid,
(ii) a charge source, for applying charge to the first stream, and (iii) a vibrator, for
forming particles from the first stream.

In an eighth aspect, the present invention is an apparatus for forming
particles, comprising (i) means for forming a first stream of a first liquid, (if)
means for accelerating the first stream, and (iii) means for vibrating the first
stream.

In a ninth aspect, the present invention is an apparatus for forming
particles, comprising (i) a first nozzle, for forming a first stream of a first liquid,
(ii) a second nozzle surrounding the first nozzle, for forming a second stream of 2
second liquid surrounding the first stream, (iif) a charge source, for applying
charge to at least one of the first and second streams.

In a tenth aspect, the present invention is a method of making particles,
comprising forming particles with the above apparatuses.

BRIEF DESCRIPTION OF THE DRAWINGS

Figure 1 displays free-falling spheres illuminated with a strobe lamp and
the images were captured on videotape using a 10x microscope objective and a
CCD camera.

Figure 2 illustrates the homogeneity of sphere diameters within a single
preparation from 15-500 pm.

JP 2004-505761 A 2004.2.26
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Figures 3A and B show the size distribution of sphere populations
measured using a COULTER multisizer. -

Figure 3C demonstrates the ability to manipulate size distributions by
instantaneously changing the flow rate and acoustic frequency.

Figure 3D demonstrates the ability to generate continuously varying size
distributions.

Figure 4 demonstrates that the electrohydrodynamic apparatus réduces the
size of PLGA/ethyl acetate particles.

Figure 4D demonstrates application of an increasing potential to the nozzle.

Figures 5A and B demonstrate the small sphere size obtainable even with
crude, non-optimized apparatus. '

Figures 5C and D demonstrate collected smaller spheres from 3 pm down.

Figure 6 demonstrates the ability to encapsulate drugs within the polymer
microspheres using a mode} compound, thodamine B, via fluorescence
microscopy.

Figure 6 also demonstrates the rhociaminc B release from spheres over the
course of 7-10 days of incubation in PBS and 37°C. The release rate was faster “
when spheres contained more drug as would be expected.

Figure 7 illustrates an embodiment of an apparatus of the present invention.

Figure 8 illustrates another embodiment of an apparatus of the present

invention.

DETAILED DESCRIPTION

The present invention relates to a process wherein micro-and nano-sized
particles, preferably spherical, are produced by pumping material through a small
orifice and then shaking said liquid with an acoustic type-wave, where the velocity
of the fluid is increased beyond the velocity produced by pressure behind the
liquid. The nozzle diameter may be larger than the particles produced. For
example, 5-um droplets can be prepared from a much larger nozzle, for example a
nozzle of 100 pm diameter. The particles are formed within a surrounding liquid,
helping to prevent deformation.

JP 2004-505761 A 2004.2.26



L T e T e T e T e T e T e T e T T e T e T s O s O s O e TR s T e O e, T s T e, O e, T e, O e T e TR e O e, IO e T e T s R |

34)

WO 02/13786 PCT/US01/25674

-10-

The pressures needed to form very small particles are greatly reduced with
the present invention. For example, a 100-cp solution pumped through-a 160-pm
diameter nozzle at 1 mL/min would require a pump pressure of only ~68,000 Pa
(~0.67 atm), or a solution as viscous as glycerin (u ~500 cp) can be punped
through a 100-pum diameter nozzle at 5 mlL/min with a pump head of 15 atm.
These pressures are easily obtained with commercial high-pressure purps such as
those commonly supplied with high-pressure liquid chromatography systems.
Furthermore, the shear forces are greatly reduced for a given particles size, and the
difficulties encountered with very small diameter nozzles are also eliminated.
Aspects of the invention are described in "Fabrication of PLG microspheres with
precisely controlled and monodisperse size distributions" J. Controlled Release
73(1):59-74 (May 18, 2001), hereby incorporated by reference.

The present invention also relates to a process wherein micro-and nano-
sized sphe@wl particles are produced by pumping a material through a small
orifice and adding an additional downward force, said downward force comprising
cither electrohydrodynamic technique or a second liquid stream adjacent and
parallel to the liquid at a velocity greater than the first liquid. Acoustic type waves
can also be utilized with the above process. As used herein, the term "particle”
includes both liquid particle (droplets) and solid particles.

The present invention further relates to a process for producing hollow
micro-and nano-sized spherical particles wherein an inside and outside liquid are
passed through one or the other of two coaxially mounted nozzles to produce a
smooth cylindrical jet of the outside liquid coaxially containing the inside liquid
(or gas). This jet can be further broken into uniform droplets by acoustic waves.

The present invention further provides a novel process for hardening
micro-and nano-spheres wherein the nozzle or orifice utilized to produce said
spheres is placed beneath the surface of an aqueous bath, to allow hardening of the
spheres with a minimum of deformation.

This invention still further provides therapeutic compounds, encapsulated
by any of the above techniques useful as biomedical compositions.

JP 2004-505761 A 2004.2.26
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One embodiment of the present invention employs “Electrohydrodynamic
Spraying” and “Dual-nozzle Method” independently or in combination to produce
very small uniform solid, hollow or multi-shell spheres. The incorporation of
electrohydrodynamic spraying to enable fabrication of hollow and multi-shell
micro-and nano-spheres is new. This technique is novel and very useful in that it
is particularly suited to fabricating micrometer-and nanometer-size hollow and
multi-shell spheres which would be essentially impossible to create with any other
existing techniques. Further, encapsulation of therapentic compounds in very
uniform spheres, and especially in hollow and multi-shelled spheres, is novel and

. very useful for controlled-release and targeted drug delivery with precisely

controlled release rates which can not be obtained using spheres fabricated by
other existing techniques.

The apparatus and method of this invention allow for the encapsulation of a
first material in a spherical shell of a second material which will be particularly
useful for various biomedical applications.

The apparatus and method of this invention also allows for the production
of solid spheres of only the second material by blocking the supply of the first
material though the inner nozzle.

Another unique and novel aspect of this invention is that this approach can
be utilized to choose the electrical polarity (neutral, positive or negative) of the
resulting micro-and nano-spheres.

This concept can be extended to fabricate multi-shell spheres comprising
more than two kinds of materials. The fact that the invention allows one to
produce very small multi-shell spheres smaller than 50 or 100 pm in diameter
makes it particularly useful in applications involving drug delivery systems
(DDS). Numerous applications other than the DDS should also be possible.

The instant invention also provides for solid or hollow uniform micro-and
nano-spheres of controlled sizes, shell thicknesses, electrical charges, chemical
compositions and stoichiometries. Such spheres have many unique applications in
the biomedical field.
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The instant invention relates to a process for making micro-and nano-sized
spherical particles comprising pumping a material through a small-orifice and then
shaking said liquid with an acoustic type-wave to produce micro-and nano-sized
spherical particles.

The instant invention further relates to a process for making micro-and
nano-sized spherical particles comprising pumping a material through a small
orifice and adding an additional downward force to said liquid to pull the liquid
through the orifice. The additional downward force can be an
electrohydrodynamic technique or a second liquid stream, adjacent and parallel to
the liquid, at a velocity greater than the sphere forming liquid. These processes
can be further modified by the addition of acoustic type waves.

The instant invention further relates to a process for making hollow micro-~
and nano-sized spherical particles comprising an inside and outside liquid,
wherein the inside and outside liquid are passed through one or the other of two
coaxially mounted nozzles, wherein a smooth cylindrical jet is generated of the
outside liquid coaxially containing the inside liquid (or gas) inside of said outside
liquid. This jet can be broken into uniform droplets by acoustic waves. The size
and ratio between the radius and thickness of the hollow spheres is controlled by
varying the relative flow rates of the outer and inner liquids, the relative sizes of

the nozzles, the relative positioning of the nozzles, and the amplitude and

“frequency of the acoustic excitation.

This method further facilitates fabrication of hollow spheres of large ratios
between the radius and thickness of the hollow spheres since the surface tension of
the bath liquid helps retain the spherical shape and integrity of the hollow spheres.

The instant invention further relates to a process for hardening micro-and
nano-spheres by utilizing any of the above processes for producing micro-and
nano-spheres, wherein the nozzle or orifice utilized is placed beneath the surface
of an aqueous bath, to allow hardening of the spheres with a minimum of
deformation. Any of the above nozzle types work with this embodiment of the

invention.
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Tﬁs invention further relates to therapeutic compounds, encapsulated by
any of the above techniques given to humans for medical treatment.

The instant invention relates to a process for the production of micro and
nano-spheres comprising the use of the dual nozzle system and the
electrohydrodynamic concept to produce micro and nano-sized spherical particles.

This invention further relates to the use of a very sharp hypodermic type
needle in the inner nozzle of the dual nozzle system, to produce solid, hollow and
multi-shell micro- and nano-sized particles useful as semi-conductors and
biomedical applications.

This invention further relates to novel biomedical compositions comprising
uniform solid, hollow and multi-shell micro- and nano-sized particles, hollow and
filled.

In this application &e terms spheres, beads and particles are used
interchangéably to describe the micro-and nano-spheres of the instant invention.
Also, the term “hollow” is used to indicate that the core is empty or contains a gas.
The term “multi-shell” includes particles wherein the core is a liquid (aqueous, oil,
efc...) or a solid such as another polymer. Although the terms “hollow” and
“multi-shell” are utilized differently in the instant application, these terms shounld
be read as including the other.

A need exists in the biomedical industry for the production of micro-and
nano-sized spheres. The ability to form spheres with precisely controlled sizes,
size distributions and morphologies (e.g. hollow, multi-shelled, solid, porous, etc.)
has several very important applications, especially in the field of biotechnology.
This methodology will allow and/or significantly improve upon many drug
delivery technologies.

One embodiment of this invention relates to an apparatus and process for
producing solid, hollow and multi-shell, micro-and nano-particles of precisely
controlled sizes, size distributions and morphologies for biomedical applications,
especially controlled-release drug delivery systems. This invention also relates to

novel micro-and nano-spheres, comprising a first material. This invention further
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relates to novel hollow micro-and nano-spheres of a first material encapsulating a
second material.

Another embodiment of this invention relates to an apparatus and process
for producing micro-and nano-particles of precisely controlled sizes, size
distributions and morphologies for biomedical applications, especially controlled-
release drug delivery systers.

An embodiment of this invention allows for‘pa.tticle or sphere formation by
pumping a liquid material (e.g., polymer dissolved in organic solvent, polymer
melts, etc.) through a small orifice wherein the small orifice can be from several
millimeters to about I micrometer in diameter. The orifice can even be as small as
500 nm in diameter. The stream of liquid exiting the orifice is broken into ’
droplets by vibrating or shaking the device at a controlled frequency and
amplitude.

The vibration or shaking can be achieved by, for exaniple, a piezoelectric
transducer driven by a wave generator. It is believed that the mechanical
excitation launches a wave of acoustic energy along the liquid jet generating
periodic instabilities that, in turn, break the stream into a train of uniform droplets.

Droplet size is determined by the orifice diameter, the solution flow rate,
the vibration frequency and amplitude. Thus, by varying these four parameters
droplet size can be controlled. Furthermore, given an apparatus with a fixed
orifice, droplet size can be varied within a range from a minimum size slightly
larger than the orifice opening to a maximum at least 10-times the orifice opening.

This approach represents an improvement over conventional ultrasonic
nozzles as the acoustic wave intensity is lower auci one can tightly control the
match between the frequency and solution flow rate.

In yet another embodiment of this invention, sphere size can be further
controlled by employing an additional downward force that will “pull® the liquid
jet through the orifice, reducing the jet size below the diameter of the orifice. One
example is an electrohydrodynarmic technique in which electrical forces act to
reduce the diameter of the liquid jet and the resulting droplets. The
electrohydrodynamic technique is activated through injection of charge of desired
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polarity into the liquid by applying a high voltage either to the nozzle or directly
into the liquid, for example, with a battery, or with a transformer and a rectifier to
convert household current. Outwardly directed electrical tension forces result at
the charged liquid meniscus of the nozzle opening, enabling a smaller drop to fall
from the nozzle (the “drip mode™). Not to be bound by theory, the reason for this
reduction in drop size is believed to be that there are two forces present,
gravitational and electrical, that are working together to pull the liquid off of the
nozzle, while surface tension forces hold the liquid at the nozzle. As the amount
of charge injected increases, the electrical tension forces accordingly increase,
eventually dominating the gravitational and surface-tension forces and reducing
the drop size. Further increase in charge injection beyond a certain threshold
value results in very powerful electrical tension forces that literally pull the liquid
out of the nozzle to form a thin charged liquid jet, which in turn breaks up into
fairly uniform droplets (known as the “jet mode”). Jet mode changes from single-
jet to multi-jet mode as charge injection is further increased.

Another example of an additional downward force employed is a separate
liquid stream (typically immiscible) through the orifice, adjacent and parallel to
the sphere-forming liquid, at a velocity greater than the sphere-forming liquid.
The sphere-forming liquid is pulfed along by the drag forces at the liquid/liquid
interface. The sphere-forming jet is reduced in diameter by a factor that is
proportional to the difference in linear velocities of the two sireams.

The technique of this invention can be further modified to generate
“hollow” or multi-shell particles comprised of two or more concentric spheres of
different materials. Spheres consisting of a polymer shell surrounding a drug-
containing aqueous phase, for example, can be generated. Such spheres can be
formed using the dual nozzle method which consists of utilizing two coaxially
mounted nozzles. By passing the two liquids through one or the other of the
nozzles, a smooth cylindrical jet of one liquid coaxially containing another liquid
(or gas) inside of it can be generated. The jet can then be broken into uniform
droplets using acoustic waves, as described above, resulting in the “hollow” or
multi-shell spheres. The size and the ratio between the radius and.thickness of the
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spheres can be controlled by varying the relative flow rates of the outer and inner
fluids, the relative sizes of the nozzles, the relative positioning of the nozzles and
the amplitude and frequency of the acoustic excitation.

Another embodiment of this invention allows for the novel hardening of
micro-and nano-spheres while allowing the spheres to retain their uniformity.
Droplets falling from the apparatus can be hardened to form micro-spheres by any
of several standard methods depending on the type of material comprising the
spheres. An important consideration is maintaining the uniform size or desired
size distribution during sphere collection, hardening (phase inversion) and drying.
If the droplets exiting the nozzle are allowed to fall through the air and then enter a
liquid bath (often aqueous or liquid nitrogen) where the organic solvent is to be
exiracted, for example, the impact of the spheres with the liquid surface may
deform, or even completely disrupt the sphere morphology. Another embodiment
of the instant invention overcornes this inherent problem in the art, wherein the
embodiment is a method in which the orifice is placed beneath the surface of an
aqueous bath, thus avoiding the impact with the surface, The spheres are
subsequently agitated to allow the organic solvent to be efficiently extracted. But
the agitation must be gentle; normal stirring speeds cause too much shear force
and break the particles, ruining the size distribution. This is believed to be novel
since other spraying methods do not utilize a nozzle placed below a liquid/air
interface.

In one embodiment the instant invention utilizes electrohydrodynamic
spraying in combination with a dual nozzle method to produce very small uniform
spheres which are hollow. Micro- and nano-spheres of desired size, chentical
composition and stoichiometry can be produced in the most stable manner through
this novel process, named flow-limited field injection electrostatic spraying»
(FFESS). This embodiment combines the basic ideas of hollow sphere fabrication
technique and the electrostatic spraying technique. Hollow sphere fabrication
technique is disclosed in N.X. Kim, K. Kim, D.A. Payne, and R.S. Upadhye,
“Fabrication of hollow silica acrogel spheres by a droplet generation method and
sol-gel processing,” J. Vae. Sci., Technol. A., vol. 7,n0. 3 pp. 1181-1184 (1989)
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and K. Kim, K.Y. Jang and R.S. Upadhye, “Hollow silica spheres of controlled
size and porosity by sol-gel processing,” J. Am. Ceram. Soc., 74:8, pp. 1987-1992,
(1991). Electrostatic spraying technique is disclosed in K. Kim and R.J. Turnbull,
“Generation of charged drops of insulating liquids by electrostatic spraying,”

J. Appl. Phys., vol. 47, n0. 5, pp. 1964-1969, May 1976, U.S. Patent No. 5,344,676
to Kim et al.,, and U.S. Patent No. 6,060,128 to Kin, et al. In this embodiment, the
present invention overcomes the above difficulties by incorporating the concept of
electrohydrodynamic spraying. Unlike the usual hollow spheres fabrication
techniques in which only mechanical forces are wtilized to breakup a smooth liquid
jet into uniform hollow draplets, this embodiment of the presert invention creates
charging of the world?g liquid and utilizes the resulting electrical tension forces to
reduce the size of the liquid jet well below the size of the nozzle opening. This, in
turn, reduces the size of the droplets that result from breakup of the liquid jet. In
this way one can fabricate uniforrn multi-shell spheres containing different
materials that are very small: smaller than 50 pm in diameter. This particular
capability of the present invention should enable one to encapsulate nano-meter-
size particles inside a spherical shell comprising a chosen material which
coincides with the requirements of many sought after biomedical applications
involving controlled drug release or drug delivery systems. The ability to control
the thickness of and the material comprising the outer spherical shell should also
facilitate formulation of a variety of scenarios for the control of drug release
dynamics. If must be emphasized that the same method applies to coaxial nozzies
containing more than two nozzles allowing for fabrication of small multi-shell
spherical particles with two or more layers of different materials.

The particles of the present invention may have a very narrow size
distribution. Preferably, at least 90% of the particles have a diameter that is within
2%, more preferably within 1%, of the average particle diameter. Alternatively,
preferably at least 95% of the particles have a diameter that is within 10%, more
preferably within 5%, even more preferably within 2%, and most preferably
within 1%, of the average particle diameter. Alternatively, preferably, at least
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95% of the particles have a diameter that is within 10%, more preferably within
5%, even more preferably within 2%, and most preferably within 1%, of the
average particle diameter. Alternatively, preferably, at least 98% of the particles
have a diameter that is within 10%, more preferably within 5%, even more
preferably within 2%, and most preferably within 1%, of the average particle
diameter. Alternatively, preferably, at least 99% of the particles have a diameter
that is within 10%, more preferably within 5%, even more preferably within 2%,
and most preferably within 1%, of the average particle diameter. As used herein,
the term "diameter" and "average diameter”, in the context of particles, means
number average diarneter.

Another way to describe a narrow size distribution, preferably with
particles have an average diameter of at most 50 pm, more preferably 1 pm to 50
m, most preférably 1 pm to 30 pm, is by the percent that have a diameter that is
within a specific length of the average diameter. Preferably, 90% of the particles
have a diameter that is within 1um of the average diameter of the particles, more
preferably within 0.5 pm of the average diameter of the particles, most preferably
with 0.1 ym of the average diameter of the particles. Alteratively, preferably
95% of the particles have a diameter that is within 1pm of the average diameter of
the particles, more preferably within 0.5 pm of the average diameter of the
particles, most preferably with 0.1 pm of the average diameter of the particles.

This invention relates to an apparatus and process for producing micro- and
nano-particles of precisely controlled sizes and size distributions for biomedical
applications, especially controlled-release drug delivery systems. This invention
also relates to novel micro- and nano-spheres, comprising a first material. This
invention further relates to novel bollow micro- and nano-spheres of a first
material encapsulating a second material.

This invention relates to an apparatus and process for producing micro- and
nano-patticles of precisely controlled sizes and size distributions for biomedical
applications, especially controlled-release drug delivery systems.
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This invention further relates to the use of a very sharp hypodermic type
needle in the inner nozzle of the dual nozzle system, to produce solid, hollow and
multi-shell micro- and nano-sized particles useful as semi-conductors and
biomedical applications.

Tlustratively, particle or sphere formation is accomplished by pumping a
liquid material (e.g., polymer dissolved in organic solvent, polymer melts, etc.)
through a small orifice (several millimeters to 10 micrometers in diameter). The
stream of liquid exiting the orifice is broken into droplets by vibrating or shaking
the device at a controlled frequency and amplitude.

The vibration or shaking can be achieved by, for example, a piezoelectric
transducer driven by a wave generator. It is believed that the mechanical excitation
Jaunches a wave of acoustic energy along the liquid jet generating periodic
instabilities that, in turn, break the stream into a train of droplets.

Yet another embodiment of this invention relates to therapeutic
compounds. Therapeutic compounds (e.g. peptides, proteins, nucleic acids,
polysaccharides, lipids, steroids and organic and inorganic pharmaceutical
compounds and the like) can be encapsulated in the spheres by a variety of
techniques. Compounds that are soluble in the liquid phase can simply be
dissolved. Non-soluble materials can be suspended in the liquid in the form of
small particles. Alternatively, non-soluble materials can be dissolved in an
immiscible phase and emulsified with the sphere-forming liquid prior to droplet
formation. For example, a protein can be dissolved in an aqueous buffer solution
while a polymer (the sphere-forming material) can be dissolved in an organic
solvent such as methylene chloride or ethyl acetate. The aqueous and organic
solutions can be mixed and homogenized to form a water-in-oil emulsion that
subsequently becomes the droplet-forming liquid.

An embodiment of this invention utilizes the biodegradable polymer
poly(lactic-co-glycolic acid)(PLGA). PLGA is a well-studied pelymer for drug
delivery and is FDA-approved for a number of in vive applications. The

techniques can, however, be generalized to other materials including
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poly(orthoesters), poly(anhydrides), poly(phosphoesters), poly(phosphazenes) and
others.

Nonlimiting examples of orifices useful for the practice of this invention
consist of tapered nozzles, capillary tubes, simple holes in a flat plate, or even an
array of multiple orifices of any of these types.

Nonlimiting examples of materials useful for particle formation include
polyesters (such as poly(lactic acid), poly(glycolic acid) and poly(lactic-co-
glycolic acid)), poly(lactic acid-co-lysine), poly(lactic acid-graft-Iysine),
polyanhydrides (such as poly(fatty acid dimer), poly(fumaric acid), poly(sebacic
acid), poly(carboxyphenoxy propane), poly(carboxyphenoxy hexane), copolymers
of these monomers and the like), poly(anhydride-co-imides), poly(amides),
poly(ortho esters), poly(iminocarbonates), poly(urethanes),
poly(organophasphazenes), poly(phosphates), poly(ethylene vinyl acetate) and
other acyl substituted cellulose acetates and derivatives thereof,
poly(caprolactone), poly(carbonates), poly(amino acids), poly(acrylates),
polyacetals, poly(cyanoacrylates), poly(styrenes), poly(vinyl chloride), poly(vinyl
fluoride), poly(vinyl imidazole), chlorosulfonated polyolefins, polyethylene oxide
and copolymers and blends thereof.

For applications outside of drug delivery, spheres can be made of virtually
any material from polymers (e.g., polystyrene) to metals to inorganics (silica) to
cryogenics (frozen hydrogen) so long as the starting precursors are in a liquid
phase or solution.

Spheres which can be generated by the instant invention range from about
one nanometer to about one millimeter. For drug delivery applications, sizes from
about 10 nm to about 100 microns are possible. The term sphere or spheres, as
used throughout the application, is not limited to particles having an aspect ratio of
1, but rather includes particles which deviate significantly from perfect spheres.
Preferably the particles have an aspect ratio of 1 to 10, more preferably 1 to 2.

The term nano- defines a size in the range of from about 1 to about 1000
nanometers. The term micro-defines a size in the range of from about 1 to about

1000 microns.
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The outer shell thickness of a two component bead could be from about
99% of the bead radius to about 1% of the bead radius depending on the
application. However, a minimum achievable thickness of the outer shell will
depend on the total size of the hollow bead and the properties of the material
comprising it. The absolute minimum thickness achievable should be greater than
that of a few molecular layers.

The spheres of this invention have many possible biomedical uses.

Passive targeting of phagocytosis. Cells of the immune system, especially
macrophages and dendrocytes, are targets for immunization. These “professional”
antigen-presenting cells (APCs) can elicit a desired T-cell response to vaccine
components. APCs are typically capable of phagocytosis of particles in the range
of I to 10 wum; most other types of cells in the body cannot internalize such large
particles. By generating in this size range particles containing vaccine
components, one can passively target delivery of the vaccine to APCs. Current
technologies allow formation of particles of this size, but only with significantly
broad size distributions. Our methodology allows generation of vaccine-
encapsulating microspheres in which essentially 100% of the spheres are of the
desired size. APC targeting can be optimized with no waste of expensive vaccine
components in spheres that are too large or foo small.

Capillary embolization. Blood vessel size varies throughout the body with
the smallest vessels being the capillaries. Tumor tissues typically exhibit
particularly tortuous capillary beds that feed the rapidly growing cancer cells. One
approach to targeting tumor tissues is to deliver a therapeutic encapsulated in
mricrospheres of a size such that they can become lodged in narrow capillaries.
The microspheres are then injected into an artery feeding the tumor. Spheres
which are too large will become lodged in larger vessels and the therapeutic may
be blocked from reaching all of the tumer. Spheres which are too small will pass
through the tumor and could deliver the therapeutic to other healthy tissue; a
setious problem since many anti-cancer agents are, of course, cytotoxic. Qur

ability to generate spheres of a precise size will allow us to maximize the number
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of spheres lodged in the smallest capillaries and therefore, the amount of
therapeutic delivered to the desired location.

Targeting by nano-spheres. Biodegradable polymer spheres less than 1 pm
in diameter (nano-particles or nano-spheres) have several specific applications in
drug delivery. For example, particles less than 150 nm in diameter can be targeted
for recaptor—médiated endocytosis by many different types of cells. Nanoparticles
are also useful for oral administration wherein the particles can traverse the
intestinal epithelium and be taken up by the M-cells and Peyer’s patches. Particles
that are too large are poorly taken up, particles that are too small contain little
therapeutic. Most current methods for biodegradable ~polymer nanoparticle
formation, of which there are many, result in wide variations in particle size. For
example, phase inversion nanoencapsulation, in which polymer and drug are
dissolved in a solvent (e.g., methylene chloride) and subsequently poured into a
non-solvent phase (e.g., petroleum ether), results in particles of from 100 to 5000
nm. Our ability to wn&ol particle size with a maximum variation of a few percent
around the average size will allow optimal nanoparticle targeting.

Control of drug release rate from solid microspheres. Many controlled-
release drug delivery systems consist of microspheres formed from biodegradable
polymers. Therapeutic compounds encapsulated in the microspheres are released
as the polymer erodes, most often by hydrolysis, in the aqueous environment
within the body. The drug release rate depends on several factors including
polymer composition, polymer molecular weight, microsphere porosity, etc. A
critical parameter, however, is sphere size. In general, smaller spheres with larger
surface area/volume erode and release the therapeutic more quickly than larger
spheres.

The ability to precisely control sphere size distribution gives us
unprecedented control over drug release rates. By varying liquid flow rate,
vibration frequency and amplitude, sphere size can be controlled. Furthermore, by
continuously and smoothly varying these three parameters, pre-defined size
distributions can be generated. Since drug release rate depends on sphere size
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distribution, an appropriate size distribution that will provide a desired release rate
profile (e.g., zero-order release, pulsatile release, etc.) can then be determined.

Fabrication of composite core/shell microparticles. 'With the multi-nozzle
methodology, composite particles of two or more different materials can be
fabricated. Core/shell micro-particles for drug delivery have been produced
previously, but only with immiscible core and shell phases. In addition, conirol of
sphere size and shell thickness was poor. Fine control of shell thickness and
sphere diameter are possible. The two phases could comprise: a gas core within a
polymer shell; a drug-containing aqueous core within a polymer shell (the shell
could also encapsulate a second or the same compound); a polymer core
encapsulating a drug compound within a polymer shell (of the same or different
material) encapsulating a second or the same compound. Such particles could
produce novel and useful drug-release rate profiles.

Control of drug release rate from microshells. Encapsulation of water-
soluble compounds in hydrophobic polymer microspheres typically requires a
double-emulsion method in which a drug/aqueous phase is emulsified with a
polymer/oil phase. The physical forces necessary for forming the water-in-oil
emulsion and contact of the drug with the aqueous/oil interface can be damaging
to drug compounds including therapeutic proteins and nucleic acids.
Encapsulation in microshells can alleviate this problem as no physical forces are
employed and the aqueous/oil interface is greatly reduced in area.

More importantly, microshells present an unprecedented opportunity for
controlling drug release rate. Our methodology allows precise control of both the
diameter of the sphere and the thickness of the polymer shell. Drug release from
biodegradable-polymer microshells, especially those composed of surface-eroding
polymers (e.g., polyanhydrides), would be expected to occur in one “burst” once
erosion has reduced the shell integrity to some critical minimum. By continuously
varying in a particle population the shell thicknesses and the number of
microshells of any given shell thickness, virtually any desired drug release rate

profile can be generated.
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Fabrication of nanoshells. Combination of the electrohydrodynamic and
dual-nozzle methodologies will allow fabrication of polymer nanoshells. As
above, virtually any compound can be encapsulated in the interior phase of the
particle. If DNA (or other nuclejc acids) are encapsulated, “artificial virus”
particles that may be particularly useful for gene delivery can be produced.

Pharmaceutical compounds which can be encapsulated/released by the
instant invention include but are not limited to nucleic acids, proteins and peptides,
hormones and steroids, chemotherapeutics, NSAIDs, vaccine components,
analgesics, antibiotics, anti-depressants, and the like. .

Nucleic acids useful for the practice of this invention include but are not
limited to DNA, RNA, peptide-nucleic acids, oligonucleotides, modified to
improve stability (e.g., phosphorothioates, aminophosphonates or
methylphosphonates).

Proteins and peptides useful for the practice of this invention include but
are not limited to human growth hormone, bovine growth hormone,
erythropoietin, thrombopoietin, tissue plasminogen activator and derivatives,
insulin, monoclonal antibodies (e.g., anti-human epidermal growth factor
receptor2 (Herceptin), anti-CD20 (Rituximab), anti-CD 18, anti-vascular
endothelial growth factor, anti-IgE, anti-CD 11a) and their derivatives, single-
chain antibody fragments, human deoxyribonuclease I (dornase alfa, Pulmozyme),
type- 1 interferon, granulocyte colony-stimulating factor, lentenizing hormone
releasing hormone inhibitor peptides, leuprolide a‘cetaﬁe, endostatin, angiostatin,
porcine factor VIII clotting factor, interferon alfacon-1, pancrelipase (pancreatic
enzymes) and the like.

Hormones and stexoids (corticosteroids) useful for the practice of this
invention include but are not limited to norethindrone acetate, ethinyl estradiol,
progesterone, estrogen, testosterone, prednisone and the like.

Chemotherapeutics useful for the practice of this invention include but are
not limited to taxol (Paclitaxel), vinblastine, cisplatin, carboplatin, tamoxifen and
the like. ’
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NSAIDs useful for the practice of this invention include but are not limited
to piroxicam and the like.

Vaccine components useful for the practice of this invention include but are
not limited to Hepatitis B, polio, measles, mumps, rubella, HIV, hepatitis A (e.g.,
Havrix) and the like.

Analgesics useful for the practice of this invention include but are not
limited to aspirin, acetaminophen, ibuprofen, naproxen sodium and the like.

Antibiotics useful for the practice of this invention include but are not
limited to amoxicillin, penicillin, sulfa drugs, erythromycin, streptomycin,
tetracycline, chlarithromycin, ciproflozacin, terconazole, azithromyecin and the
like.

Anti-depressants useful for the practice of this invention include but are not
limited to Zoloft, fluoxetine (Prozac), paroxetine (Paxil), citalopram, venlafaxine,
fluvoxamine maleate, imipramine hydrochloride, lithium, nefazodone and the like.

Other biopharmaceutical compounds useful for the practice of the instant
invention include but are not limited to sildenafil (Viagra), acyclovir, gancyclovir,
fexofenidine, celecoxib (Celebrex), rofecoxib (Vioxx), androstenedione,
chloroquine, diphenhydramine HCI, buspirone, doxazocin mesylate, loratadine,
clorniphine, zinc gluconate, zinc acetate, hydrocortisone, warfarin, indinavir
sulfate, lidocaine, novacaine, estradiol, norethindrone acetate,
Medroxyprogesterone, dexfenfluramine, Dextroamphetamine, Doxycycline,
thalidomide, fluticasone, fludarabine phosf)hate, etanercept, wmetformin.
hydrochloride, hyaluronate, tetrazocin hydrochloride, loperamide, ibogaine,
clonazepam, ketamine, lamivudine (3TC), isotretinoin, nicotine, mefloguine,
levofloxacin, atorvastatin (Lipitor), miconazole nitrate (Monistat), ritonavir,
famotidine, simvastatin (Zocor), sibutramine HC] monohydride, ofloxacin,
lansoprozole, raloxifene (Evista), zanamivir (Relenza), oseltamivir phosphate, 4-
phenylbutyric acid sodium salt, chlorpromazine, nevirapine, zidovudine, cetirizine
hydrochloride (Zyrtec) and the like.

Materials which can further be utilized for the practice of this invention can
be found in Physician's Desk Reference 2000, 54th Bdition, ISBN: 1563633302,
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AHFS 99 Drug Information, Amer. Soc. of Health System, ISBN: 1879907917
and U.S. Patent No. 5,019,400 all incorporated herein by reference in their
entirety.

The spheres of the instant invention can have other materials incorporated
therein. Materials which can be incorporated into the spheres of the instant
invention are selected from the group consisting of salts, metals, sugars, surface
active agents, acids, bases, stabilizers and release enhancing agents.

The spheres of this invention can comprise materials incorporated (such as
polymers, biopharmaceutical compounds and other ingredients) into the outer
shell, into the core, in each shell individually or at various levels of thé concentric
shells. '

An embodiment of this invention comprises a heterogenous mixture of the
selected polymer(s) and pharmaceutical compound(s).

One aspect of this invention is an apparatus that will allow practicing of the
present invention. The apparatus comprises coaxial multi-nozzle systems
connected to appropriate instruments for the control of flow rates of the feed
materials, injection charge, and temperature, and for visual characterization of the
resulting hollow or multi-layered drops, all of which are in turn controlled by a
computer. This apparatus can be controlled by a computer which optimizes
processing conditions most suitable for fabricating certain spheres of particular
interest and would allow the instruments to produce the multi-shell spheres
desired. Such a system can be developed as a complete experimental apparatus for
fabricating multi-shell spheres of controlled size, shell thicknesses, chermical
composition and stoichiometry. Or such a system may be operated at a central
facility to produce spheres that can meet the desired requirements of certain
outside users.

An embodiment of an apparatus of the present invention is illustrated in
Figure 7. The apparatus 10 includes a nozzle 12 through which the solution 20
passes, forming a jet 14. A carrier stream 18 of a non-solvent liquid flows around
the jet, increasing the velocity of the jet. Vibrations are induced to breakup the jet

into particles, in this case using a piezoelectric transducer 16 driven by a
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frequency generator 24 through an amplifier 22. The particles may be collected in
a collection flask 26.

Another embodiment of an apparatus of the present invention is illustrated
in Figure 8. The apparatus 28 mcludes a nozzle 12 through which the solution 20
passes (the jét is not illustrated). The nozzle is within a carrier liquid 30 held
within a collection flask 26. A charge source 32 is attached to the nozzle to charge
the exiting jet, increasing its velocity. Alternatively, a sharp needle may be
attached to the charge source, and inserted into the liquid, to charge the exiting jet;
in the case of nmltiple nozzles (and multiple liquids), the needle may be placed in
the most responsive liquid. A ground plate may be included at the collection site.
Preferably, vibrations are also induced in the jet, to control the breakup of the jet
into particles.

EXAMPLES
The examples herein are illustrations of various embodiments of this

invention and are not intended to limit it in any way.

Example 1 - Fabrication of uniform solid PLGA microspheres

PLGA was dissolved in ethyl acetate (50 mg/ml) and the solution was
puraped through a 60-pum orifice at varying flow rates from 2-3 ml/min.
Simultaneously, the acoustic excitation frequency was varied from 14 to 70 kHz.
The free-falling spheres were illuminated with a strobe lamp and the images wefc
captured on videotape using a 10x microscope objective and a CCD camera. As
shown in Figure 1, spheres that are homogenous in size from 65 to 120 wm have
been fabricated (note that the minimum sphere size is only slightly larger than the
orifice diameter). The sphere size increased with increasing polymer solution flow
rate and decreasing ultrasound frequency.

Uniform spheres have been formed over a wide range, from 15-500 pum,
using the satne technique, but varying the orifice diameter, polymer solution flow
rates and ultrasound frequency. The microspheres were hardened by solvent

extraction/evaporation in an aqueous solution of 1% poly(vinyl alcohol). Aliquots
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of the microsphere suspension were placed on a microscope cover slip and imaged
by light microscopy. The representative images shown in Figure 2 illustrate the
homogeneity of sphere diameters within a single preparation and the size range
over which microspheres are obtained using this simple apparatus. The
microspheres spontaneously assembled into hexagonal close-packed arrays; the
hexagonal pattern and size uniformity extended over the entire sample on the
cover slip.

The size distribution of the sphere populations was measured using a
COULTER multisizer (BECKMAN INSTRUMENTS). As shown in Figures 3A
and B, the distributions are very narrow. The peak width is similar to that of the
commercial size standard used to calibrate the instrument. Figure 3C
demonstrates the ability to manipulate size distributions by instantaneously
stepping up the flow rate and shifting down the acoustic frequency mid-way
through the experiment, causing the particle diameter to shift from 73 to 82 pm.
To generate the distribution shown in Figure 3D, the flow rates were manually
increased and the acoustic frequency decreased, maintaining each set of conditions
for decreasing times. Because the parameters were varied manually, the
distribution is not smooth, but it nevertheless shows that pre-defined microsphere

size distributions, can in fact be generate.

Example 2 — Preparing PLGA of smaller sphere size

The minimum sphere diameter obtainable with this basic technique is
governed by the size of the nozzle. Decreasing the orifice size beyond ~30 pum is
problematic for several reasons. First, reproducible fabrication of the nozzles, by
pulling capillaries for example, is increasingly difficult as the size decreases.
Second, very small nozzles are easily clogged by aggregated polymer or foreign
dust particles, and careful washing of all equipment and filtering of solutions is
required. These are simply technical problems that could be overcome with
carefuil engineering of the system. A confounding problem, however, is that
passing the viscous polymer solutions through the small orifices becomes

increasingly difficult and generates larger shear forces as the orifice diameter is
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decreased. Thus, the electrohydrodynamic spraying technique has been explored

_ to produce microspheres less than about 30 pm in diameter.

The electrohydrodynamic apparatus reduces the size of PLGA particles. In
these preliminary experiments, a PLGA/acetone solution was passed through an
800 pm nozzle. As shown in Figure 44, in the absence of an applied charge, the
drops exiting the nozzle were several millimeters in. diameter, approximately four
times the nozzle diameter. As an increasing potential to the nozzle was applied,
however, the drop size quickly decreased, ultimately resulting in PLGA particles
of ~10 pm diameter (Figures 4B-D). Further increase in the electrical charge
generated the “multi-jet mode” of particle spraying in which the polymer solution
was ejected in a fine mist and the individual particles were too small to be
observed using our existing imaging apparatus,

To demonstrate the small sphere size obtainable even with our crude, non-
optimized apparatus, PLGA particles were generated from a smaller {100 pm)
glass nozzle using the electrohydrodynamic technique. The particles were
collected by two different methods. Spheres ~3-30 pm in diameter were collected
by allowing them to fall into a bath of liquid nitrogen, where the spheres froze,
and subsequently extracting the solvent in cold ethanol. Spheres of approximately
10 and 5 pm in diameter are illustrated in Figures SA and B, respectively. Smaller
spheres from 3 um down to 100 nm in diameter were collected, on a silicon EM
stub placed beneath the stream and subsequently imaged by SEM (Figures SC and
D). Because the spheres were captured after only minimal drying time during
their fall to the stub, the spheres were not individually isolated. Rather, the
polymer/solvent droplets tended to aggregate on the silicon surface. The particle
size and spherical shape is nevertheless apparent in this image. Most importantly,
the spheres are approximately 1 um in diameter with a significant fraction of
spheres in the nanometer range. Furthermore, acoustic excitation was not
employed in this experiment, and the resulting spheres are not completely
homogeneous. The size distribution nevertheless appears rather uniform. As

these spheres were fabricated with a relatively large nozzle and primitive
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experimental set-up, there is little doubt that it will be possible to consistently

-generate submicron spheres using a more refined version of this technique.

Example 3 — Encapsulation of Drugs

Finally, the ability to encapsulate drugs within the polymer microspheres
using a model compound, thodamine B has been demonstrated. The rhodamine B,
in its free base form, was dissolved in PLGA/ethyl acetate solutions at theoretical
loadings of 1, 3 and 5%(mass drug/mass polymer). Microspheres of uniform 35,
50 and 65 pm diameters were fabricated, hardened and collected using the
procedures described in the above examples. The presence of rhodamine had no
observable effect on particle uniformity. Encapsulation of thodamine (~70%
efficiency) was confirmed by fluorescence microscopy (Figure 6, right). The
thodamine B is released from the spheres over the course of 7-10 days of
incubation in PBS and 37°C. The release rate was faster when spheres were

smaller (not shown) or contained more drug (Figure 6, left) as would be expected.

Example 4 — Fabrication of PLG polymer shells containing an oil core

A dual nozzle system baving an inner nozzle (100 pm orifice) carrying a
core material and an "outer" nozzle (250 pm orifice) carrying a shell material was
oriented inside a third nozzle generating a stream of non-solvent for the
acceleration of the core/shell stream. In this case, canola oil was pumped through
the inner nozzle. PLG was dissolved in methylene chloride (50 mg/mL) and
pumped through the "outer" nozzle carrying shell material . A small amount of
thodamine B (~1%) was dissolved in the PL.G phase in some instances for imaging
the shell of the particles and to demonstrate the ability to encapsulate a model
drug. A solution of 1% (wit/wt) PVA in water flowed from the third nozzle around
the core/shell stream to narrow this stream and to facilitate the entry of the
resulting particles into an aqueous, non-solvent bath for methylene chloride
extraction and particle hardening. The nozzle was acoustically excited at various

frequencies depending on the particle size desired (0-50 kHz).
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Overall particle size, shell thickness and core radius were manipulated
independently. By varying the velocity of the 1% PVA stream, the overall
diameter of individual particles was adjusted. Increasing the velocity of the 1%
PVA stream causes an acceleration of the core and shell streams resulting in a
decrease in overall particle size. Further adjustment of overall particle size was
possible by changing the acoustic excitation frequency as described in Example 1,
and both parameters (narmely, the velocity of the 1% PVA stream and the acoustic
excitation frequency) were adjusted to achieve a desired particle size. Also, by
careful adjustment of the oil (core) and PLG (shell) stream flow rates, patticles
having various ¢ore radii or shell thickness were obtained. Changing the PLG
stream flow rate produced shells having a consistent core radius and varying,
controlled shell thickness. Changing the oil stream flow rate while holding other
parameters constant produced shells having a consistent shell volume and a
controlled core radius.” In this way, it is possible to fabricate core/shell particles
exhibiting controllable and well defined overall size and ratio of shell thickness to
core radius. In this case, by modulating the relative flow rates of the streams as
well as the acoustic excitation frequency, uniform particles were produced ranging
from 20 to 70 pm in diameter baving a controlled and uniform shell thickness over
arange of 3 to 35 pm.

Particle size distribution and aspect ratio were verified by optical
microscopy and by fluorescent detection of the encapsulated rhodamine B. Size
distributions were found to be comparable to distributions obtained when.
producing solid particles (Figure 3). Alse, particles bad a consistent and uniform
shell thickness and core radius across a given sample as verified by optical cross-
sectioning using confocal fluorescence nicroscopy.

Thus, it is apparent that there has been provided, in accordance with the
instant invention, a process that fully satisfies the objects and advantages set forth
herein above. While the invention has been described with respect to varions
specific examples and embodiments thereof, it is understood that the invention is
not limited thereto and many alternatives, modifications and variations will be

apparent to those skilled in the art in light of the foregoing description.
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Accordingly, it is intended to embrace all such alternatives, modifications and

variations as fall within the spirit and broad scope of the invention.
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CLAIMS

1 A method of forming particles, comprising:
accelerating a first stream comprising a first liquid; and

vibrating the first stream, to form particles.
2. The method of claim 1, further comprising solidifying the particles.

3. The method of claim 1, wherein the particles comprise a core and a
shell.

4, The method of claim 3, wherein the particles comprise a plurality of
shells. '

5. The method of claim 1, wherein the particles comprise a

pharmaceutical composition.

6. The method of claim 3, wherein the core comprises a
pharmaceutical composition.
7. The method of claim 1, wherein the accelerating comprises

contacting the first stream with a second stream, and

the second stream comprises a second liquid.

8. The method of claim 7, wherein the second stream surrounds the

first stream.

9. The method of claim 1, wherein the accelerating comprises applying
charge to the first stream.

10.  The method of claim 9, wherein
a second stream comprising a second liquid swrrounding the first
stream, and

the accelerating further comprises accelerating the second stream.
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11.  The method of claim 10, wherein the particles comprise a core and a
shell.

12. The method of claim 11, wherein the particles comprise a plurality
of shells.

13.  The method of claim 1, further comprising forming the first stream
by passing the first liquid through a nozzle.

14.  The method of claim 10, wherein the nozzle has a diameter greater
than 1/2 an average diameter of the particles.

15, The method of claim 11, wherein the nozzle has a diameter at least

the average diameter of the particles.

16.  The method of claim 1, wherein the particles have an average

diameter of at most 100 pm.

17.  The method of claim 1, wherein the particles have an average

diameter of at most 5¢ pm.

18.  The method of claim 17, wherein the particles have an average
diameter of 10 nm to 50 pum.

19.  The method of claim 17, wherein the particles have an average
diameter of 1 pm to 50 um.

20.  The method of claim 1, wherein the particles have an average
diameter of 50 to 100 pm , and 90% of the particles have a diameter that is within

2% of an average diameter of the particles.

21, The method of claim 1, wherein the particles bave an average
diameter of 1 to 50 um , and 90% of the particles have a diameter that is within
1pm of an average diameter of the particles.
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22.  The method of claim 1, wherein
the accelerating is a step for accelerating the first stream, and

the vibrating is a step for vibrating the first stream.

23. A method of forming particles, comprising:
accelerating a first stream comprising a first liquid;
wherein the accelerating comprises applying charge to the first
stream, and

the particles comprise a core and a shell.

24.  The method of claim 23, further comprising solidifying the
particles.

25.  The method of claim 23, wherein the particles comprise a plurality
of shells.

26.  The method of claim 23, wherein the particles comprise a
pharmaceutical composition.

27.  The method of claim 23, further comprising forming the first stream
by passing the first liquid through a nozzle, and
wherein the nozzle has a diameter at least 1/2 the average diameter
of the particles.

28.  The method of claim 23, wherein the particles have an average

diameter of at most 100 pun.

29.  The method of claim 23, wherein the particles have an average

diameter of 10 nm to 50 pm.

30.  Particles having an average diameter of 50 to 100 um , wherein 90%
of the particles have a diameter that is within 2% of an average diameter of the

particles.
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31.  The particles of claim 30, wherein 95% of the particles have a
diameter that is within 1% of an average diameter of the particles.

32, Particles having an average diameter of 1 to 50 um , wherein 90%
of the particles have a diameter that is within 1yum of an average diameter of the
particles.

33.  The particles of claim 32, wherein the particles have an average
diameter of 1 pm to 30 pm.

34.  The particles of claim 33, wherein the particles have an average
diameter of 1 pm to 10 pm.

35.  The particles of claim 30, wherein the particles comprise a core and
a shell.

36.  The particles of claim 35, wherein the particles comprise a plurality
of shells.

37.  The particles of claim 30, wherein the particles comprise a
pharmaceutical composition.

38.  The particles of claim 35, wherein the core comprises a
pharmaceutical composition.

39.  Particles, prepared by the method of claim 20.
40.  Particles, prepared by the method of claim 21.

41.  Anapparatus for forming particles, comprising:
(6] a first nozzle, for forming a first stream of a first liquid,
(i)  asecond nozzle, oriented for forming a second stream of a
second liquid in contact with the first stream, and

(iii)  a vibrator, for forming particles from the first stream.
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42, The apparatus of claim 41, wherein the second nozzle is coaxial

with the first nozzle.

43, The apparatus of claim 41, wherein the vibrator comprises a

piezoelectric iransducer.

44.  The apparatus of claim 41, wherein the first nozzle has a diameter of
at least 30 um.

45.  The apparatus of claim 41, wherein the first nozzle has a diameter of
at least 100 pm.

46.  An apparatus for forming particles, comprising:
(i) a first nozzle, for forming a first stream of a first liquid,
(i)  acharge source, for applying charge to the first stream, and
(iii)  a vibrator, for forming particles from the first stream.

47.  The apparatus of claim 46, wherein the charge source comprises a

rectifier and a transformer.

48.  The apparatus of claim 46, wherein the vibrator comprises a

piezoelectric transducer.

49.  The apparatus of claim 46, wherein the first nozzle has a diameter of
at least 30 pm. ’

50.  The apparatus of claim 46, wherein the first nozzle has a diameter of
at least 100 pm.

51.  The apparatus of claim 46, further comprising (iv) a second nozzle
surrounding the first nozzle, for forming 4 second stream of a second Hquid
surrounding the first stream.

52.  An apparatus for forming particles, comprising:

(1)  means for forming a first stream of a first liquid,
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(i) " means for accelerating the first stream, and

(i)  means for vibrating the first stream.

53.  The apparatus of claim 52, wherein the means for accelerating the

first stream is a second nozzle.

54.  The apparatus of claim 52, wherein the means for accelerating the

first stream is a charge source.

55, An appératus for forming particles, comprising:
(@)  afirstnozzle, for forming a first stream of a first liquid,
(if)  asecond nozzle surrounding the first nozzle, for forming a
second stream of a second liquid surrounding the first strean,
(iif)  a charge source, for applying charge to at least one of the

first and second streams.

56.  The apparatus of claim 55, wherein the charge source comprises a

rectifier and a transformer.

57.  The apparatus of claim 55, wherein the first nozzle has a diameter of
at least 30 pm. ’

58.  The apparatus of claim 55, wherein the first nozzle has a diameter of
at least 100 pm.

59. A method of making particles, comprising forming particles with
the apparatus of claim 41.

60. A method of making particles, comprising forming particles with
the apparatus of claim 46.

61. A method of making particles, comprising forming particles with
the apparatus of claim 52.
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A method of making particles, comprising forming particles with

the apparatus of claim 55.
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