WO 2009/042962

41

PCT/US2008/078014

o
2

o]

PrePro

CATALYTIC DOMAIN

10 20 30 40 EXY 50
| | | !
Light Chain 1 ANSFLEEMEK GHLERECMEE TCSYEEAREYV FEDSDRTNEF WNKYEDGDOO ETSDCONQGK
LA DOMAIN (:1-45)
51 CROGLOGEYS FGEN CRLFTRELCS SVVCE CARGYTLADN
} i

12F  GKAC R

Heavy Chain SUAQATSS SGEAPDIIIW KBYDARAI TENBELLLDE

NOTGPERGDN

{RER} ACTIVATICN FEE

NLTRIVGGOE CRDGECPUHON LLINEENEGE CGGTILSEYNY WMHCLYQ

141 ARRFEVRVGE
301 ACQLPERDWAE
361 HNMPFCAGYDTH
421 WIDRSMKTIRG

= b n o ‘) > T \: T TN ]
RNTEQEEGSE AVHEVEVYIK HNRPTRETYD FDIAVLRLET 2ITFRMNVA

ASP282 (D102}
STLMTORTGT VSGFGRTHEX GRESTRLEML EVZYVDRMNEC KLSSEFIITO

QEDAC TEVTGIVERG BEGCARKGREYG IYTEVIAFPLK
P
LE

LC

HC 448

GLA EGHY

AP CATALYTIC DOMAIN

T

CHYMOTRYPSIN
Tyrd4-Lysds

ACTIVATION
Argi94-Tle195

FIG. 3



WO 2009/042962

2/

.Y

2

300006

PCT/US2008/078014

g; S8 TF+Vila (50 nM)
200000 HENAN 223 TF+Vila (100 nM)
- N ST TR+Vila (200 nM)
iz N
s S
100000 \
X
N
X
Betrixaban {(nM)
1003 a B 24nMXa
75 L G 2.4 nM Xa+12.5 nM
%’ o Betrixaban
5 S0t & Buffer
3
& 25 N O
0 Fang nnnnn P— U —
L i i 1 L i
0 100 200 300

Gla anhydro-FXa (nM)

FIG. 5



WO 2009/042962 PCT/US2008/078014

3/12

Thrombin Generation in PPP

300000+
~ 200000
5%
[+

100000+
D £ /% m LT LT SET ST LY
38 77 115
Gia anhydro-FXa (nM)
Digestion
1.0
= {0 min

.y & 15 min

iy

4 = 30 min

e

e

fa 3

£

S

&

O'O{) 25 50 75 100

Time {8}

FIG. 7



WO 2009/042962 PCT/US2008/078014

4712

Xal: 1.25 nM  [SpXal: 100 uM

:g o (0 nM Betrixaban
a A 1.25 nM Betrixaban
% T © 5nM Betrixaban
=
G
£
o
-
5
E O } H i ] ]
0 10 20 30 40 50 60
des-Gla anhydre-FXa (nM)
FIG. 8
300000 [TINo Antidote
{7224 680 nM Antidote
2000001 ¥ % %
& a_ % %
/ .
100000+ %
.
.
0 mm

3125 6250 12500 250.
Betrixaban {ni)

FIG. 9

o
O



WO 2009/042962 PCT/US2008/078014

5/12

[Betrixaban]: 250 nM

750 ¢

&

o S00F

E X

e -

o

£ -

§ 250 " petos

(¥

0
PPP 0 152 304 456 808 780
Antidote {(n)
T No Antidote
50r B2 +Antidote (583 niv)
% 4-0 " "E‘“
©
¥ 30+
z =
§ 20 " E
3
0.0

G 0.3125 3.625 1.25
Encxaparin (Uimi}

FIG. 11



WO 2009/042962

PCT/US2008/078014

6712

T Hila (5 nM) lia (5 nM)+Argatroban (B0 niM)

{ta Activity (mOD/min}

aPTT (s}

100

75

50

25

E]

f e

0 90 179 269 359 448 538
Antidote {nd)

FIG. 12

Control {(PPP)
Betrixaban+Antidote
1Control+Antidote

Antidote (nM)

FIG. 13



WO 2009/042962

PCT/US2008/078014
7112
Xbal{z)
~GLAdeletion
PstI{6g2s5) Psitl{g1e}
EFia Promoter RVV delstion
Pstl {(6420) — X a triple mut

~—alad19
S~ Bami {1a255)
Sacl{zooz)

ABI-triple-mut
7303 bp

NotI{ig68)

~Ngel{iB8zg)

Sacl{az21}
~DHFR
~Neol {(2582)
SVAOE Poly (A)
Sacl{e8sy)

AMP 1

pUC ori

HG. 14



WO 2009/042962 PCT/UGS2008/078014

8712

FXa r-Antidote FXa r-Antidote

| | I |

Anti-HC ab Anti-LC ab

FIG. 15

1000 LV linjection —a- Betrixaban
"-v'-E«f —~g- Botrixabantpd-Aniidois
B
=
joue
2]
2
T
A
=
233
m

Time {Hr)

FIG. 16



WO 2009/042962 PCT/US2008/078014

9/12
600 3.0
: .| g
£ 400} 381.3 e g 20 %o o
& 2 o ° 4
8 o = WSQ 1.250
R 2008 o 2 100 Y -1~ S
% g 64.82 5
(14 0 Oﬂgnc ‘ : 2

T8 maikg 15 malkger-Antdote 00 T makg 15 malketr-Antidote

FiG. 17A ~1G. 178

501 T INo r-Antidote
i
40 ez 508 nM r-Antidote
= .
2
= 30+ l
o
=
8 20F
O
-l lli %
OG ] i H H

0 0.3125 0.625 1.25

Enoxaparin (U/ml}

FIG. 18



PCT/US2008/078014

WO 2009/042962

10712

% m %,
2, %
L % -
4, %,
% %, o
2
b7 e % O
% e,
% e,
L \.mv\\ m nw\ xAx
7 %, 7,
) g (7
KG £ &
% m 7,
L < )
A %, O
5 -
\@0 ), \x g [ .@\\v s
A (% <« ¥e) £
mv.“«ﬂ\ A\.@ , .\u\\m‘\ X ﬂ\
%, 4 G . %
% “Z @@ | % Pa %k
%, x ‘T 9y S0 Q,
.\A\@ ...m“NW kL. s ..m.\.u.\ < % mwu.\
A 7,
4, v ‘. %,
% 7 4 0, %
2 2 | o e % ”
2% & % g z Ko
O, Tx 72 O, £ “%
.“\.ﬁ \.@&n 3 A\”_..O X T
-, Y %, % 4
%, > W ® %, % 2
2 %, g 2 Y, ¢
A & 7 < < <
&.._N 4 ¥ ¥ T ¥ ¥ .\N\ * Ow\m.
$\m\ . 0o W ® % “
1 Py @ o ™ b A Q\Q e \W
7 ), %, {spuooas) swity UGS < ,\@,
% ..Nv & o
) < S
xm.\o ﬁvmw_? \v\
A S St e A A M O
COoODOOO0 00O © i
S @ M D10 ) N .@\@
{spucass) §id4e e

FIG. 20



PCT/US2008/078014

WO 2009/042962

11712

+3
Wd

o
PERy
€
8]
FERN
9]
2

agt

- e v
QLCCLdoLe

cchogt

a

TCCaCT

sy
i
19

[

goct

o
(o)
=

<t

Lk

tgg

1CCay

g2

atgg

g
3

yaatac

Azla

kg

=~
[SEy

geecaatteettottt

N
aa

tgtttagaa

(1]

+
[

=

Caggyge

R

K

{

—
.

ggaatgraaggac
A

tgage

crecohgogcooguyyy
Jagyned

e
<.

gtgtg
g

=

be]

Ctg'.
ols]

o

1-

.

aalt
14

el

cag

L=3

gagys

~

[

(=]

aatg

v

cagtgtac

g

osls)
cE

2

sbcagon

atoe

-

C

caget

gabgacy

.
L

tcecag

e
=

o

e
Py

~
[

aacagcety

Holsls
Y

G

togtg

Ctoaaggacacctacct

Halote ey

o

ggatcth

o

aaggogaagtac

cgecttecteaagtggategan

cattaaagtyga
L

-

cie

tcet

FIG. 21

K



WO 2009/042962 PCT/US2008/078014

12712
1500
o &
E ! 9956
‘,@ 1000 oo
= 5418
S soof
B 83,18 1590
*53 o GO oS
4] 0 —OalsT L g :
N o o 2
& & &
ol & el ¥
3%
40
3.0F
24
= o
® 20F o ©
e o @
8 o
E 1op . o
0.0 , : [
0 1 2 3 4

r-Antidote/Betrixaban

FIG. 228



