PCT/1B2008/002109

WO 2008/155658
1/21
Figure 1A
2&0‘ ﬂ
15
z !
E
&
8 1,0
&
1
2
g
0.0 - . , . " .
0 5 10 15 20 25 30 35. 45 Min.
AV;I AV AV AV-IV AVV AV-VI-VIII
NC e«ee| NC NC NC ee - -
SO o) Q@
1.51 T
*
1
*
*
1.0
3
=4
O
& *
Figure 1B 8 * y
© *®
2
(o]
8
<05
' &
0.0

10 15 20 25 30 35 Min.




PCliawew w81 002109

WO 2008/155658 PCT/1B2008/002109
2/21
Figure 1C AV 5/5
e AV 3/5
N
(6}
(6]
[ o~
(1Y)
2
2
L0
<
0.0 S : :
15 . 20 25 30 Min.
1.04 AV 6/5
Figure 1D

Absorbance (210 nm)
o
[9,]

0.0 T T T
20 25 30 35 Min.




PClnbey yy 4 4y 2109

PCT/1B2008/002109

WO 2008/155658

3/21

(Wu) [uiBiaiea]

() [uiBaren]

04 8 8 14 4 0 00} ol 3 o 100 €31
el ] r L. L A 1 ] O.O [y 1 112 ) Steas oy lutis s g Lusss s 3 Iuagsss v 3 Lieey
- TTT—— — % g
x g e
FRRaN . 3 3
x \\ m
/// - v'0 < \ - o MO”
‘= b £y
/K Loo © \ - 09 M.
/ - 80 e o 5
—
. - oot
* Loy
)
(s) swyy
009 00S cor 00e 00z 1413 0
1 ! N ! " 1 " 1 . 1 ol 0
2 71, BREORFFFFE 20 lxply CCyxg
Lz 3
m A4
" o ~-~0IAEId IV (OddY DA IYATO0AS G/GAY
IO tDQNu
. 2 d o8
3 -~-~TX30d TYIIqO0IYNIETIA0VIYOas G/€AY
Q.
ol 5
=Ch mmun m
e SEAIIRIHA IVAIQIdqY DM IVATO0AS utbetaes

)

F AR



k}

g

‘l

e

Pcllu‘mv UBI ﬂﬂz1u

PCT/1B2008/002109

WO 2008/155658

4/21

"€ 331y
sesesjoid aulieg
uisdAll T usdAsowAys uia.bjiey ,m,__\,mm BXId - BXd BIXd BliXd 2d¥ assuoin Vdl uiwised ujgquoy ),
- g 7 a
2
“
— ¥ 0w W
oy :
fie]
\ r Op @
w\\\ =4
=3
N\..n m
e \s\\“n- m
|||||||||||||||||||||| 'y F 09 m
l“" -
= 3
=
e =
lllllllllllllllllllllllllll —1n Om
!
||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||| L‘ DD—.




PCLweaw g8 ¢ UL Y HS

WO 2008/155658 PCT/1B2008/002109
5121

i, 3
g |2
3 “. 8
; L
1 EE
£~ tot.... s
= T —.Ds P a2
. ., 182
L g 1 EE =
3 . adld
g T W LB E
i L E O£
w, bf =
E X e
; IF
i s Y clz ; é ¥ é T & ;
L T g =
"2 & @ © o ° g 8 8 § & ¢
o0 (o) uonigmul Jo sBejuaniad o {s} awn Bugoo uobBouLiqiy
.8 T =
T ®
i
¥ -8 1 =
3\ ' % 1 _
\E\ E g
\a\ o E‘ , 4 s &
. 2 &
. 3
" P T
\\ P
Y 2 =]
BEF 4
\ b
o 24 ,_,_..{M -
e e e i ,
E 4 g R ° 3 E] =
<« {0} uoRiqiyyy jo sbiejuadtag 0 (%} uoneanoe so oBEIUBIB

Figure 4.



Plliwew vor yuz 14 8-

WO 2008/155658 PCT/1B2008/002109

6/21

T T J
300
x
T 1
120 140

o

=

o~

I -8

_ 8

i i

i
— . O =
g = E

| 32 =
z 8

L8 & - o
& -8 W,
3

=
T T
100
T T
40

T
50
¥
T
20

. : S T T T ¥ A
T T T T T T o T A
L A S S SR T % % % ¥ 3
Q
) ! s 3 & § 3 ¢
m i N
(] sty
l‘ o
qar (=]
AR 2
H i Wl el N 2 YERLER -
FEREA it A Y \, 3 =3
fo0 g L ] 3, -8
LI S F n\\ AV <
i N
HE ¥R A “r\" \‘!-‘k \‘. 2
il ! ; / - NN -3

emal,,
—

i ) AN h\:\\'\ \;’ ™

; ! : . \._\\ \\ \2‘\\.\ \\\X\* A

*HG A W erim / s NN % ]
. /.{/ i

7 g
A A Jol \\
p? “ Ra \'.

[s-variegin] (nW)

///-}// < L .

G >
O

A

5 A

— —

1000 1500 2000 2500 3000 3
Time (s)

T
2
&,
A,
A
e
1] i T
500

T
0

0

25
0
5
[*]
5

o

0.4
0.2
0.0

(efowu) paussoy end Jo Junouwry

Figure 5.




PC’IILDL\I it + h Uz 1 U 9 B
WO 2008/155658 ‘ PCT/IB2008/002109 S

721

o o
2 53
@ hd
3 3 ke
Q o
®
2 Q
@
2 ¥ $
&
o
a 8
Q o o
54
v E 2% of
B T =
ac NE Sg
@ b3
o
SE a o8
a E
< .- "s
o:g os £,
- &3 83
- 8 s
H 3 2
=4 b5 b
o=
& £ 8t
)
8 o
=]
2
o

(%) uopteqnau) jo abruaniag

{%) uoneqnauy jo sbeuaciag

C L1 P —

R
(=
e
m {%) s19npoid abeaes)n

D 10

rﬁ%

3609 Da
= 2582 Da

MW =
MW

+
0
Elution volume (ml}

= 1045 Da e
J
J

MW

A

M
i
JL/
i

o

o~
b

Figure 6.



WO 2008/155658

PCliuveo ub s buz 109
PCT/IB2008/002109

8/21

rﬂ—variegin

S—~variegin
EP25
AP18

Hirulog-1

Hirudin variant 1

TTI

SDQGDVAE Pmﬂfgf’.i‘;APPF DEEAT PEEYLDDES
SDQGDVAE PKMHK’EAPPFDF EATPEEYLDDES
‘ EPKMHXI(TAPPE‘DFEAIPEEYLDDES

APPFDFEAT PEEYLDDES

RPGGGGNGDFEEIPEEYTL

a2
VVYTDCTE SGQNLCLCEGSNVCGQG\IKCILGS DGEXNQCVTGEGT PKPQSHNDGDFE EI PEE@E‘FLQ

GEPGAPIDYDEYGDS SEEVGGTPLHET PGIRL

D M K;=146.4 + 13.6 pM

&

Figure 7.




PClanw kw7 109,

WO 2008/155658 PCT/IB2008/002109
9/21
45 -
40 - I
35 -
30 1

E 25-

E -

O 20+

O -

£ 15
-

810 -
&€
> p
5 -
0 -
-5
1 T T T T T T T T T T —
0 20 40 60 80 100
[S2238] (M)
Figure 8
—_ 2.5 Wavelength (nm)

"-'6 . 200 210 220 230 240 250 260
£ 00 S T I R T R S
-c T a-‘-,-,:"";‘:%::;-—ﬁs—-l

NE - , e T
o -25- -~
m -

()
2 50-
o J
e
X -7.5
% oo~ 7d ] e n-variegin
s -10.0 — =Y
2 i s-variegin
o 125 ===~ EP25
= 4 N 7| = AP18

3
@ -15.0
2 -4
c
& 175 _
=

Figure 9



Flliwew wo i buz 109

AT N

0 10 30 60 120 180
Incubation time (min)

Cleavage products (%)

0 10 20 30 60 120 180 240 300 360
Incubation time (min)

Figure 10



anvifwew O | WU L lUH

WO 2008/155658 PCT/IB2008/002109
11/21
Figure 11
100.] Pre-incubation time
= O min
80 * 10 min
T 4 20min
v 30 min
g %7 + 120min
= 1 + 1080 min (18 h)
E 40+ X 1680 min (28 h) y
2
20 -
X
04 = x
-20 ¥ I ; . ””"‘ -
0.01 0.1 1 10 100 1000
[MH22] (nM)
Figure 12

1004 1680 min pre-incubation with different concentrations of BSA
» 1 mg/mi BSA
8o- * 5mg/ml BSA
A 10 mg/ml BSA
60
s
Q
S 40-
=
£
X 204
0-
-20 AL L L LL S N R R L ne s o
0.01 0.1 1 10 100 1000

[MH22] (nM)



Pcllu:;;; ko W2 1 u-g

WO 2008/155658 PCT/IB2008/002109
12/21
Figure 13
20': Plot of apparent K, (K) vs. substrate (S2238) concentrations
18 — = averageK =13.16 £ 0.91 nM
16 -
14 -]
] 1
.10
8 -
& ol
4
2 W
0 T ¥ T 4 T y T 4 T ¥ 1
0 50 100 150 200 250
[$2238] (uM)
Figure 14
100 -
preincubation time
80 = 0 mu?
* 20 min
4 30 min
60 -

% inhibition
3
i

TTYTTy TTTTTTTTET TTTTTYT T T LANE St 2t i i

0.1 1 10 100 1000
[EP25A22E] (nM)



PCLAL b 11B2008/002109 Ug-
WO 2008/155658 ’

13/21
Figure 15

7.5x10™
7.0x10"
6.5x10™ ]

6.0x10™ ~ I
5.5x10"
5.0x10 -
4.5x10 -
4.0x10"
3.5x10" -}
3.0x10™ 4
2.6x10"
2.0x10™
1.5x107
1.0x10™

5.0x10° .
0.0 T T v T T T T
0 50 100 150 200 250 300

[EP25A22E] (nM)

—=

k(s

T T T T T ¥

Figure 16

100+ preincubation time

1 ® 0 min
80 ~ * 20 min

% inhibition

LKA ¢ TTTTETTT TTTTETTTYTY YT LML A B Y | LI B it t t §

0.1 1 10 100 1000
[MH22A22E] (nM)



.

pCe y
WO 2008/155658 PCT/IB2008/002109 £ 1 4 §

Figure 17 14121
1.0
K'=15.1+1.04 nM
0.8~
0.6~
2
>
0.4 -
0.2 - x
] =
0.0 T T 1 v T ' T ! )
0 50 100 150 200
[MH22A22E] (nM)
Figure 18
100 -
pre-incubation time
80 - * (O min
* 20 min
- 4 30 min
5 60+
2
2
£ 40
2
20 S
0+ L)
LR LR L | ML ALY | LAY | ML LR L) | R AL L { bl
0.1 1 10 100 1000 10000

[EP21] (nM)



PClitbey w4 yy 7 108

WO 2008/155658 PCT/1B2008/002109

15/21
Figure 19

1.1x10° 5

1.0x10°
9.0x10™
8.0x10™
7.0x10™
6.0x10™

5.0x10™

k(s

4.0x10"
3.0x10*
2.0x10"

1.0x10™
0.0

TR WV TINE SENTOON: NSNS UEC TS NN S O W I AT

80 160
[EP21] (nM)

-t
=

T "
120 140 160

©
fvg
L=
5
O
fe2]
O

Figure 20

pre-incubation time
= (Omin
¢ 20 min

100 -

@
Q
i

O
(o)
1

i

% inhibition
o
{w]
1

)
o]
1

o
11

TTITaY T TYTI T UTTITIY LR L) | T Ty T3

0.1 1 10 100 1000 10000
[MH18] (nM)




WO 2008/155658

Figure 21

VIV,

Figure 22

% inhibition

1.0

0.8

0.6

0.4 -

0.2 -

PClwes v huz 19 9.
PCT/1B2008/002109 h

16/21

Ki'= 14.9 + 3.50 nM

E

0.0

100 -

80

60 -

40 4

20 ~

50

T
200

T T
100 150

[MH18] (nM)

L) -

preincubation time
= 0 min
s 20 min

TTTey T L R AL KL |

Ty L e
10 100 1000

[DV24] (nM)



" WO 2008/155658

PCl/1b.pCT/1B2008/002109], §.

17/21

Figure 23

1.0

0.8 -]

0.6 -

vy,

0.4 -

0.2 -

0.0

0 C s C w0 10 200
[DV24] (n\M)

Figure 24

100

®  no preincubation
« 20 min preincubation

80

60

40 -

% inhibition

20 4

ll‘l' T 1 llllll. T T lllllll L) T l||l|l| T ¥
0.1 1 10 100 1000

[DV24K10R] (nM)



PCl/p

WO 2008/155658 - PCT/IB2008/00210_9_J] g R

Figure 25 18/21

1.0 4

| \ ' K'=8.22% 0.48nM
0.8 4
0.6
S

0.4

0.2~

0.0 . . : : : , . . : _

0 50 100 150 200
[DV24K10R] (nM)

Figure 26




PClw.w 4B 1 002108

WO 2008/155658 PCT/1B2008/002109

19/21

Figure 27

Level 1
Kidney”
Level 2 e
Level 3
Level 4

s Kidneyre

g

Level 5




PCljwey y it 4 oz ng/

WO 2008/155658 PCT/1B2008/002109

20/21

Figure 28

Level 1

Level 2

Level 3

Level 4

Level 5




Pllpweo w7 002109

PCT/1B2008/002109

WO 2008/155658

21/21

Figure 29




