22 NOVEMBER 2006

PCT/EP2004/051568

WO 2005/012360

1/33

E) SARS PREP

B 10%FBS

wu z6v do

Figure 1



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568

2/33

OD 492 nm

sc03- sc03- sc03- sc02- No
016 017 018 300 Phage |ESARS prep
H10% FBS

Figure 2



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568

3/33

___SacI(209)
Pmel (414)
5" AOX1 promoter

pUC ori

" BstXI (707)

pPICZalphaB
3597 bp

CYC1 Termination "HindIN (873)

alpha-factor signal

-

N\ I (1230)

\ \XhoI (1251)
\ Notl (1263)

\ Xbal (1276)
'SaII(1319)

ACX1 Termination

BamHI (1682)

sh ble (Zeo)

Nco 1 (2166) ™
EM7 Promoter
TEF1 Promter

Figure 3A



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568

4/33

Sac1(209)
__Pmel(414)
AOX1 promoter

BstXI (707)

pPicZbiFVH
3669 bp

" HindII1 (873)
alpha-factor signal
A Xhol (1185)

S Neol (1198)

CYC1 Termination

\

"-."\\ EcoRI (1213)
\ Sfil (1230)
“Xhol (1251)
Notl (1263)

sh ble (Zeo)

EM7 Promoter
TEF1 Promter

Clal (1335)
\ Xbal (1348)
Sall(1391)

AOX1 Termination
BamHI1 (1754)

Figure 3B



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568

5/33

5’ Cloning site of pPicZaB

KEK2
Cleavage

site
XhoI EcoRI SfiT

~ o ~ oy o " s A s s st Pt s s At

SLEKR*EAEAAGIHVAQPA
1151 TCTCTCGAGA ARAGAGAGGC TGAAGCTGCA GGARATTCACG TGGCCCAGCC GGCCG
AGAGAGCTCT TTTCTCTCCG ACTTCGACGT CCTTAAGTGC ACCGGGTCGG CCGGC

5’ Cloning site of pPicZFVH

KEK2
Cleavage
site

Xhol Ncol EcCoORI SfiT
SLEKR*AMEAAGIHVAQPA
1151 TCTCTCGAGA AAAGAGCCATGGAAGCTGCA GGAATTCACG TGGCCCAGCC GGCCG
AGAGAGCTCT TTTCTCGGTACCTTCGACGT CCTTAAGTGC ACCGGGTCGG CCGGC

Cysteine residues
available for

synthetic hinge fragment disulphlde bonding

Flexible upper
44— hinge region
Notl / \

A A A P K P S T P P G S S C P P C
1l GCGGCCGCGC CAAAGCCAAG TACCCCACCA GGTTCTTCAT GTCCACCATG
CGCCGGCGCG GTTTCGGTTC ATGGGGTGGT CCAAGAAGTA CAGGTGGTAC

Short linker Clal XbaI

v v v

- P G S G G A P I D S G F L
51 TCCAGGCTCT GGCGGTGCGC CAATCGATAG CGGCTTTCTA GA
AGGTCCGAGA CCGCCACGCG GTTAGCTATC GCCGAAAGAT CT

Figure 3C



22 NOVEMBER 2006

PCT/EP2004/051568

WO 2005/012360

6/33

p o2anbtg

obloNB
L9e-zom
810-c0@
y10€0m
£10-€00
600-€00
zoocom
LOO-E0E

&

S © » oo o o L o H» v ©» H L oo oo &

S I T I T I T T T FT I &L
S R S I S S S S S A A i A N SN

NF W FNFTAANNFNETE PSP

i 0

e

- 001

- 0GlL

- 002

(% ) Buipuiq [enpisay




22 NOVEMBER 2006

PCT/EP2004/051568

WO 2005/012360

7/36/

ob) jw/brd L (AN) AeDO
9B jw/Brl | (ewweb) A0DO
ob} jw/br g (AN) Ao M
obj juybr g (ewweb) AoO @

g oanbta

12020 8L0-€0 ¥i0-€0

€10-€0 600-€0 <200-€0 LOO-€0

.

THTR

wu g6 ao



22 NOVEMBER 2006

PCT/EP2004/051568

Y9 @anbtg

00€-20 810-€0 tl0-€0 €10-€0 00€-C0 600-€0 <¢00-€0 10O-€0

8/33

vsdaOd
peinjeusp SriA

SNIAE

WO 2005/012360

wu g6y o




22 NOVEMBER 2006

PCT/EP2004/051568

WO 2005/012360

9/33

g9 Sanbta

vsano
painjeusp sNIAE

SNIAE

00€e-¢0

810-€0 ¥l0€0 €10€0 00€-20 600-€0 <2O00-€0

100-€0

€0

wuge¥ ao




22 NOVEMBER 2006

PCT/EP2004/051568

09 @anbta

00e-20 8i0€0 V¥i0-€0 €100 00g-20 100-€0

10/33

WO 2005/012360

vsad
paimeusp sniIAE - €0
STUINE
- ¥0
- G0
90

wu sy ao



22 NOVEMBER 2006

PCT/EP2004/051568

WO 2005/012360

11/33

a9 =anbta

00g-20

vsda0d
painjeuap sniA |

SN B

8L0€0 7viIO€

€L0-€0 00e-20 600-€0 <200-€0

100-€0

- 200

- ¥0°0

- 90°0

- 80°0

- L0

- 210

- ¥1°0

910

wu z6v Ao




22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568
12/33
Hindll1 (2)
SF105)
M13Rev / NeoT (99)
Asel (126)
. /[/"::“"" Xhol (154)
o BT Sall(202)
f : Nofl (534)
FdSeq
£VSVG3TS _/BamHI(n6B)
PDV-CO5-VS fd-Genelll
4914 bp
" Clal (1476)

AmpR -
. "EeoR1 (1805)

Figure 7



WO 2005/012360

0D 492 nm

22 NOVEMBER 2006

PCT/EP2004/051568

13/33

3.000

2500 -

2.000

o
8

17
(izza

03-009 03-014

Figure 8

M Sars-CoV
S565
ONC

[ Control




22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568
14/33

1.5
§ 1 1
S mN
¥ [] Conirol
8

0.5

oljrﬂlum,-cy ,
015 018 (ontr

Figure 9



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568
15/33
2.0
1.5
10 -1+ 02-027
B 1 ~o-009
S -0-018
<
8 0.51
0
1-‘12 1-10 1—08 . 1—Ub
IgG (M)

Figure 10



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568
16/33
[=)]
:5 1004
4
Q
75
g —[J~ 009-bio
- comp. 009
a 504
K
25 —— 009-bio
* | comp. 018
0 T L
0 25 50

Competitor (pg/ml)

Figure 11



WO 2005/012360

17/33

10000

tensity

Mean fluorescense in

N

N

X
N

S
TR

TS

Figure 12

i i

22 NOVEMBER 2006

PCT/EP2004/051568

Absorbance (492 nm)

W 293T-S
0 S565
S318-5610




22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568
18/33 '
1.0
0.75 A
-1~ 02-027
g 0-50 - -0— 006
- 013
a
s —@—-014
8 0.25
0 +— ; .
1-12 1-—10 1-uu 1-Ub
IgG (M)

Figure 13



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568
19/33
g
.~ 100
d
<1
-
Q
75
g -@ 0l4-bio
™ comp. 006
g 50
e
» 25 —0O-014-bio
i comp. 014
0 . : —O
0 25 50

Competitor (pg/ml)

Figure 14



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568

20/33

Events

I

FL2-H

Figure 15



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568

21/33

Events
1

T T T P T

10° )

Figure 16



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568

22/33

Everts
L

FL2-H

Figure 17



WO 2005/012360

- N
g (=]
e 8

SCV equiv.
e
2

2000+

1500~

SCV equiv.
g 8
(=] o

] 1

o
1

22 NOVEMBER 2006

PCT/EP2004/051568

23/33

SARS-CoV excretion

Chalienge dose 10 4 l4 animals sacrificed

©
N -~
s
~

Challenge dose 103

l 4 animals sacrificed

- D W = A o e e O

Figure 18

Control
A 10E4
v 10E3

CR3014

4o 10E4
v 10E3




WO 2005/012360

TCID50/mL

10e74
10e6-
10e5
10e4-
10e34
102+

10

24/33

SARS-CoV lung titers (7C/D50/mi)

s ¥
4 Yy
A
v
et R N
day 4 day 7

Figure 19

22 NOVEMBER 2006

PCT/EP2004/051568

Control

A 10E4
v 10E3

CR3014
A 10E4
v 10E3




22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568
25/33
Lung-pathology score
Control
4 4 A A 10E4
3 v 10E3
@ v A
3
n 24 A v CR3014
A 10E4
15 v 10E3
0- M w vy Wy
day 4 day 7

Figure 20



WO 2005/012360

TCID50/mL

10e7-
10e6
10e5-
10e4-
10e3+

10e1-

22 NOVEMBER 2006

PCT/EP2004/051568

26/33

SARS-CoV lung titres

p<0.001

control CR3014

Figure 21



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568

27/33

10e6-
10e5-

10e3-

SCV equiv.

Figure 22



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568

28/33

Figure 23



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568

29/33




22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568

30/33

Figure 24B



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568

31/33

Figure 24C



22 NOVEMBER 2006

WO 2005/012360 PCT/EP2004/051568

32/33

Figure 24D



22 NOVEMBER 2006

PCT/EP2004/051568

WO 2005/012360

33/33

O anti-His6 mAb

W mADb 03-14

T
(=]
(=] [Tp) 7
-—

(ebejuaniad) Buipulg

Figure 25



