WO 2012/093158 PCT/EP2012/050145
1/22

TRAIL121-281

linker
VEGF fragment i

173 aa
Ex. 1

VEGF fragment TRAIL95-281

linker
B

199 aa

Ex. 2

MMP,uPa cleavage site

linker tumstatin fragment | and I

TRAIL121-281 linker

VEGF fragment T

230 aa
Ex. 3
VEGF fragment
MMP cleavage site linker
linker TRAIL121-281
VEGF fragment
187 aa
Ex. 4

VEGF fragment
uPa, MMP cleavage site
linker

TRAIL121-281
VEGF fragment

187 aa

Ex. 5

VEGF fragment
uPa, MMP cleavage site
linker

TRAIL95-281
VEGF fragment

222 aa

Ex. 6
Fig. 1



WO 2012/093158 PCT/EP2012/050145
2/22

CD13 binding peptide TRAIL119-281

|

168 aa

Ex. 7

linker
CD13 binding peptide TRAIL95-281

201 aa

Ex.8
uPa, MMP cleavage site TRAIL119-281
PDGF fragment
192 aa
Ex.9
uPa,MMP cleavage site TRAIL95-281
PGF fragment

216 aa

Ex.10

linker

uPa, MMP cleavage site
TRAIL95-281

PDGF fragment

226 aa

Ex.11

Fig. 2



WO 2012/093158 PCT/EP2012/050145
3/22

linker

uPa, MMP cleavage site
tumstatin peptide | and ||

TRAIL121-281

217 aa

Ex. 12

linker

TRAIL121-281 tumstatin peptide |

uPa,MMP cleavage site

tumstatin peptide Il linker

220 aa

Ex.13

uPa, MMP cleavage site TRAIL120-281
EGF fragment

181 aa

Ex.14

uPa, MMP cleavage site
TRAIL95-281

EGF fragment linker

217 aa

Ex.15
Fig. 3



WO 2012/093158 PCT/EP2012/050145
4/22

60
1
40 1

20 -

Ellipticity [ndeg*cm2*g-1]

-40 -

Wavelenght [nm]
Ex. 1

60

&
(=]

[
[=4

190 200 210 220 2 240 250

Ellipticity [mdeg*cm2*g-1]

Y
o

40 Wavelenght [nm]

Ex. 4
Fig. 4

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158 PCT/EP2012/050145

Ellipticity [ndeg*cm2*g-1]

Ellipticity [ndeg*cm2*g-1]

5/22

GOW

40 -

20

190 200 250

-40 -

Wavelenght [nm]
Ex. 5

25 -

20 A

15 1

10

1?0 200 210

Wavelenght [nm]

Ex. 9

Fig. 4 continued

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158 PCT/EP2012/050145
6/22

[
o
1

-
o
!

o

—
o—
o

Ellipticity [mdeg*cm2*g-1]

200 210 220 230 240 250

]
-
o

Il

N
o
L

Wavelenght [nm]

rhTRAIL 114-281

a1
(=]
J

I
=

(5]
o
1

N
(=]
s

—_
o

Ellipticity [mndeg*em2*g-1]

0 T T T T = e |
190 200 210 \ 220 230 240 250

Wavelenght [nm]

Ex. 14

Fig. 4 continued

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158

PCT/EP2012/050145
7/22
760
| o Control
700-] | o rhTRAIL114-281
660- . Ex.A
)o: -O— EX.9
50+ e  Ex.5
10 ¥ Ex.4
E so—:
E o]
Q 4
E 50+
3 E
g o
5 504
° -
£ o+
3 4
[ 50
100
0 - Lo BT T e
) *’*.
7 8 91011 1213141516171819_202‘!2%232425262728293031 32333435
administration Time (days)
Fig. 5
100

Tumour Growth Inhibition (TGI)

% of control

—¢ rhTRAIL114-281
90-_ - Ex.1
80 o Ex.9

1 - EX.5
701 - Ex. 4

-10-
-20

T T T T T T 1 T 1 T T ) T T ¥ T L) T T T T T T T T T
789 1'01112131415161718192021 222324252627 2829303132333435
Time (days)

Fig.6

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158

Tumour volume mm®

Tumour Growth Inhibition (TGI)

% of control

8/22

PCT/EP2012/050145

100

Time (days)

Fig. 7

40

Control
rhTRAIL114-281

- Ex.1

% Control
- Ex.1

T T T iy

20 25 30 35
Time (days)

Fig.8

SUBSTITUTE SHEET (RULE 26)

40



WO 2012/093158 PCT/EP2012/050145
9/22

uPa,MMP cleavage

VEGF inhibitor VEGF inhibitor TRAIL95-281

211 aa

Ex.16

Pa, MMP cleavage sites

VEGF inhibitor linker TRAIL120-281

VEGF inhibitor
linker

200 aa
Ex.17

uPa cleavage site

VEGF inhibitor VEGF inhibitor linker TRAIL120-281

192 aa
Ex.18

Pa, MMP cleavage sites

PDGF inhibitor linker TRAIL120-281

linker

206 aa

Ex.19

Fig. 9

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158 PCT/EP2012/050145

10/22
Control
T : hrTRAIL114-
700
o 28
e Ex. 9
Ex. 1
6007 * x4
@ Ex.5
Jé' 500
g 400
-
S
>
g 300-
=
.—
200+
100
0
7
100 4 L TRAIL114-281
© x99
-+ Ex, 1
- Ex.4
o Ex.5

Tumor Growth Inhinition (TGI)

"20 1 T I T ] 1 1 1 T 1
7 9 1 13 15 17 19 21 23 25 27
Days
Fig. 11

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158 PCT/EP2012/050145

11/22

- Control
900- <9~ hrTRAIL114-281
800_ A Ex 6
. 8 Ex. 11
700-
"E ]
= 6001
g .
3
g 5001
E‘ 4004...
3004
2004
100
100 -9 hrTRAIL114-281
-] Ex. 6
B e 11
804
e
e
c
S
:‘560—
L
£
g
° 404
040
g
=
[
20+
0
Days
Fig. 13

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158 PCT/EP2012/050145
12/22

1000 - Control
4~ hrTRAIL114-281
& Ex. 6
800 € w19
P
g 600
g
3
4
= 4001
g
3
[
200-
0..
t2 14 1o 18 20 22 24 26 28 30 32 34 36 38 40
Days
Fig. 14
- hrTRAIL114-281
100- -
e Ex. 19
~ 80+
0]
e
[ =
S 60
€
=
£
£ 404
3
? 20
£
=]
'—
0_
-20_
10 1'2 14 16 18 20 22 24 26 28 30 32 34
Days
Fig. 15

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158 PCT/EP2012/050145
13/22

Tumor volume [nm3]

1400 4 Control
- hrTRAIL114-281
.E. Ex. 6
1200- A Ex. 11
1000
800+
600+
4004
200
16 32
Days
Fig. 16
80
2 g hrTRAIL114-281
8 Ex. 6
A Ex. 11

Tumor Growth Inhinition (TGl)

'20 ¥ T v T T T T T v T T T v T v
16 18 20 22 24 26 28 30 32
Days
Fig. 17

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158

PCT/EP2012/050145
14/22
450 ~ | Control
4 hrTRAIL114-281
400 - Ex. 1
350
E 300
g
2 260+
[=]
>
5
E 200
-
150-
100
5018 34
4~ hrTRAIL114-281
- Ex. 1
— 40-
o
L
o
=]
£
£
g 204
4
(o]
g
=
0
T ¥ ¥ T v T v T N T T T T T T
18 20 22 24 26 28 30 32 34
Days
Fig. 19

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158 PCT/EP2012/050145
15/22

- Control
- hrTRAIL114-281

10004
&~ Ex.6

800

600

400

Tumor volume [mn3]

200

12
Days

Fig. 20

100 - hrTRAIL114-281
& Ex. 6

EY [e)] 0]
S 2 .9

Tumor Growth Inhinition (TGI)
2

Days
Fig. 21

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158 PCT/EP2012/050145
16/22

1000
Control
€~ ' hrTRAIL114-281
8 x 11
- Ex. 5
800- A )
Ex. 6
t
g 600
3
[«]
>
g
~ 400+
200
18
60 @ hrTRAIL114-281
£ Ex 11
9 Ex.5
A Ex.6

Tumor Growth Inhinition (TGI)

18 20 22 24 26 28 30 32 34 3B 38
Days
Fig. 23

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158 PCT/EP2012/050145
17/22

Control
< hrTRAIL114-281

3200
l ® Ex.5

2800
2400
20004

1600+

Tumor volume [mn‘"’]

1200
800

400-

30
Days

Fig. 24

< hrTRAIL114-281
@ Ex.5

Tumor Growth Inhinition (TGI)

30

Days
Fig. 25

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158

PCT/EP2012/050145
18/22
800 == Control
< hrTRAIL114-281
Ex.
700- & B3
==  Ex. 1
600-
t
= 500-
g
2
S 400
g
=
" 300-
200-
100-
16
60

Tumor Growth Inhinition (TGI)

48 hrTRAIL114-281

Days
Fig. 27

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158 PCT/EP2012/050145
19/22
Controlt
1600 T - hrTRAIL114-281
| 2 Ex. 6
1400 8 e 11
| T
1200_ -
'E‘ ]
= 10001
g !
3
9 800+
£ eoo]
'—
4004
200
0 T T T T 1| 1 L) 1 1
30 32 34 36 38 40 42 44 46 48 50
Days
Fig. 28
100 < hrTRAIL114-281
.& Ex. 6
'E Ex. 11
801
]
=
e 60+
K]
€
€
= 40-
3
T
O
E 20
=)
-
0_
-20
30
Days
Fig. 29

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158 PCT/EP2012/050145
20/22

Control
hrTRAIL114-281
1400- <"
-+ Ex. 6
© Ex. 19
1200+
&
E 1000-
£
3 800-
>
g 600+
[
400+
200+
18 34
Days
Fig. 30
100 < hrTRAIL114-281
.A. Ex. 6
.e. Ex. 19
O
Ll
| =
K]
k=
£
£
s
o
| ™
o
g
|—
34
Days
Fig. 31

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158

PCT/EP2012/050145
21/22
— - Control
250 ¢ NrTRAIL114-281
= Ex. 11
225-
200 4
vig -
= 175
g
: -
s
> 150-
g 1
=)
l- -
125 N
100 & L OSNGE o I ................. l .....
26 28 30 32 34 40
Days
Fig. 32

Tumor Growth Inhinition (TGI)

9 hrTRAIL114-281
 Ex. 11

26 28

Days
Fig. 33

SUBSTITUTE SHEET (RULE 26)



WO 2012/093158 PCT/EP2012/050145
22/22

48 Control
1400 -9~ hrTRAIL114-281
A Ex. 6
1200- © Ex. 19
¥ ol
E 1000
£
-6 800"
e
g 600
-
4004
2004
18
Days
Fig. 34
100 - hrTRAIL114-281

A Ex. 6
6 Ex. 19

Tumor Growth Inhinition (TGI)

Fig. 35

SUBSTITUTE SHEET (RULE 26)



