WO 2021/228800 PCT/EP2021/062400

1/12
A B 50
2% 151
25 —
[*] —
o8 i % 60-
o
% @ 1.0 = &
Sa s Q
ES O 404
23 £
= %
L& 05 o ©
o . £ i
S : S 2
Kl o
Qe o
38
2& g9 . ; 0y r r y )
alteplase OptPA 0.00 0.05 0.10 0.15 020 0.25
quantity protein (ug)
C 1.500+ D
“E
2
5 o= oo oo =]
€ 1.0004 B Y s, s
=2 =
£ §T
5 e E
b= e =
g 0.5004 8 g
= £
@
0.000-L 58 21 “ |
0.0 15 2.0 2.5 0 50 200 400
protein concentration (ug/mi) Time to reach 50% clot lysis (min})

FIG. 1



PCT/EP2021/062400

WO 2021/228800

2/12

o Vinax OptPAs

B Vmgy alteplase

¥k k%

T

0.5+

0.4+

- o~
& =3
(wwigo
XewA

000 0.05 010 0.15 020 0.25

0.0+

- - o
(uuqu ou ‘esejdelie ydM = | ase

<
q)

Protein quantity (ug)

A Alanoe spewAzus xewA uj ebueys pjoj

-\«.\bmv@
ogo o -
oo@o‘
%
& w8 % - 4.
%
| )
s6 B ® -
%,
¥ A ¥ 1) \J L @\0

N e ® @ | N 9
- o e e o O

(uuqy ou ‘asejdalje Y4y = | aseq
O Aanoe onewAzus xewp uj sBueys pjoy

assay 2

assay 1

FIG. 2



PCT/EP2021/062400

WO 2021/228800

3/12

hyaido ©
sseideje o

% %k

oo

T
=l
w

Ajanoe jo 9,

-001

-0S1L

€ 'Oid
(W) uoiesIUd2UO)
8 9 1 4 [4 0
i L L L °°°.°
-G00'0
% % %k %
F0L0°0
B L5100
IShydido e
osejdeye -B-
-020'0

1ao

Xew ujw



PCT/EP2021/062400
4/12

WO 2021/228800

¥ '9Oid

{iwyBrl) uonenussuod {1wyBrl) uonesuadIUOD {jw/Bri) uonenussUCDH
6'0 20 6'0 6'0 90
. . -0
-00G
2 g ,
3 m. 000
E) 3
w: .WI -00GL
2 o ; .
b ki -000Z
-]
5 -0062
{jwBrl) uonesussuc)
60 90 (1u/Bri) uonesussuoy {juyBri) vonenussuo)
60 9’0 &0 o0
, A I
o -0z
=
3 3
3 5 Loy
® 3
2 2
09
| MO )
Py a ®
b 08

{s9s) LON

(se8) Lo



WO 2021/228800 PCT/EP2021/062400
5/12

1201
100
80-

604 ' tPA0.001pg/ml

~—t— rtPA 0.01pg/ml

% Remaining clot (relative
weight vs initial weight)

404~ FtPA 0.1pg/mL
20 \ - =gt MPA 1pg/ml
. Camogin. I i
0 . r
0 10 20
Time (hours)
- 30
£
o
= 20
<
o
t 10
8
e
=]
3
S 04
3¢ "
w
0.0 e T e s
0 10 20

Time (hours)

FIG.5



WO 2021/228800 PCT/EP2021/062400
6/12

120-
o
> o
% £ 100 , .......... l ............ l ..................................................................
S o
[
L)
R R
ng | I b P PO sham
g)_:_ 604 1 ................................... ' . PA 1pg/mL
c? = FtPA 30pg/mL
© | SO | U | DO e T ——
Eg 40 { PA 10pg/mL
e FtPA 3x30ug/miL
-2 204
®
0 v - r
0 10 20
Time (hours)
~ 30
E
o
2 20
<
o
T 10
L
2
3
8
o 0.1+
¢
w
0.0 el g o peepemery
0 10 20

Time (hours)

FIG. 6



WO 2021/228800 PCT/EP2021/062400
7/12

17-P407 20-P407 23-P407
-rtPA -itPA -tPA

sham rtPA

<:TO
Before experiment
Clotted blood

K&V T+24hrs

17-P407  20-P407  23-P407
-tPA -rtPA -rtPA

Remaining clotted
blood

Liquefied blood

FIG. 7



WO 2021/228800 PCT/EP2021/062400
8/12

100+
S
£ 804
3 @ Exp2-181211
£
® 60 —
L
L
'9
q;; 40- ® Exp1-181206  Exp2-181211
o W Exp1-181206 , Bxp2-181211 © ppzeia
- A Exp2-181211
® 201 s Expl-181206
©
(14 ¥ Exp1-181206
4 Exp1-181206
o L] 3 T L] %
& S & & &
& &V SV $v
b b b
Qv § b s
& Q o v
FIG. 8

SUBSTITUTE SHEET (RULE 26)



WO 2021/228800 PCT/EP2021/062400

9/12
IR £
%,
[
® :I oo % WOé
%, o
> L3
e +’ > % L <z
%e. ol’o
0& %
= 14 % % %0 <z
2[ 002 o
Bw # 1] %, &%06‘ <
q? \’o‘s
% %
» odse L &0 .
<&
S8 8 8 & & ° o
M (%) ue 1eye yblam sanejey (9.
(T
| %
%,
o
- . { b
%, <o
o *®
> b <
LN [ S % 0',4,.
] > %, O
L "o, %,
< « le %,
<4 4 @% (o
¢ .
* . A
| a %, <z
o B B8 " 3 /0 ~(o
= %8 %,
%, "«
-
“ uo1o L] L &, K
14
(-4
g 8 8 g 8 e

< (%) u6 1oye Jybiom anneRy



WO 2021/228800 PCT/EP2021/062400
10/12

— 02L-001
OptPA

- 0
.. ©
N
L. O
-
. @
P
- (D) o
i
™ :
E 9
® Ll
- N
' l 1 s ,-n»;m,, %’ °
o o e Q e
© © - ™

vdido papeoj Jo%,



WO 2021/228800

>

L
(4
A

fold-modification
of the enzymatic activity
(=]

0.0

HG4 HG25 HGEPS TG25

=
(2]

E

o

2

<

o

'*3 1.2+

E ns
)

©

e

o

Q

<

o. = -

E =1

= 0 20 40 60

Time to initiate coagulation
{50% of A405nm max in min)

PCT/EP2021/062400

11/12
2.0+ ns
.g‘
e i v
-.2_ ‘E 1.5 v R v
:D g e g
SE1] —+— —~
g [ ¥ A v
h- L3
S £ o
g
)
0-0 L} L] L] 1]
TG20-1 TG20-2 TG20-3 TG20-4
1 ”3“’ rtPA Stock Soiution
- B8 TG20-1
3 T620-2
1.2 TG20-3
& =% TG20-4

&
o

]*} 4 *

e
-

tPA concentration (pg/ml)

0 50 100 150 200
Time to reach 50% clot lysis {min)

FIG. 11



WO 2021/228800 PCT/EP2021/062400

12/12
A - B 2.0,
z; o] =]
> 1 J——— o o
_§_§ 1.54 1.5-. @
22 ° ~F
= ® 1 1 o Y .
B E 1.0 1.04 —eo—
2 & 1 a8 1 o a0
Eg { o
e _ .
2 £ 05 . 0.5
B L] 4
o L
L . 2 -
0.01— v T - ol— . v ,
HG20 HG4 TG20 TG4 HGA HG20 TG4 TG20

FIG. 12



