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Fig 9
HSA fusion molecule structures

Construct module1 Module 2 Module 3 Linker1/2

nickname
801T scFv8168 HSA scFv6475 AAS/AAAL
802T scFv6475 HSA scFv8168 AAS/AAAL
803T scFv8168 HSA scFv6475 G4SGG/3G4S
804T scFv6475 HSA scFv8168 G4SGG/3G4S
801T-notag (NT) scFv8168 HSA scFv6475 AAS/AAAL
802T-notag (NT)  scFv6475 HSA scFv8168 AAS/AAAL
802T-nolinker(NL) scFv6475 HSA scFv8168 No linker
808T scFv6475 HSA scFv8168 KTHT/KTHT
812T scFv6487 scFv8168 3G4S
812T-HSA scFv6487 scFv8168 HSA 3G4S/DKTHT
809T scFV8168 HSA G4S
810T scFv6475 HSA G4S
801TF scFv8168 HSA scFv6475 No linker
802TF scFv6475 HSA scFv8168 No linker
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Fig 10A

Purification of 801T and 802T using Ni-NTA




15/61
WO 2013/067355 PCT/US2012/063330

Fig 10B

Purification of 801T-no tag and 802T-no tag
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Fig 10C

801 T-Finaland 802TF purification
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Fig 12A
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Fig 12B
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Fig 14
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Thermostability by DSF
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Fig 15A contd.
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Fig 15B
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Fig 17A
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Fig 17C
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Fig 17D
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Fig 17E
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Fig 18B
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Fig 19A
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Fig 19D
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Fig 19E
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Fig 21A
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Fig 21B
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Fig 22

802T, rat PK, single 5 mpk IV dose
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Fig 25

scFv-Fc-scFv fusion molecule structure

Module 1 Module 2 Module 3

9INMT scFv8168 Fc scFv6475
912T scFv6475 Fc scFv8168
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Fig 26




000000000000000000000000000000

Fig 27




52/61
WO 2013/067355 PCT/US2012/063330



Fig 28

WO 2013/067355

53/61

PCT/US2012/063330



Fig 29

WO 2013/067355

54/61

AR

s
ST
A

&

S o b

DI
LR {,’\ o 0%
Neoy, M SR

o

.;&N&NNwmwmwmw;

PCT/US2012/063330

{freeze-thawed once)

9127




55/61

WO 2013/067355 PCT/US2012/063330
Fig 30
4
o O11T
3 m 9127
=l 8 v 802T
<
(]
@)
14
0 T I !
10+ 102 10° 102 104

[HSA fusion], nM
coating LRP6-Fc at 2.5 ug/ml



56/61

WO 2013/067355 PCT/US2012/063330
Fig 31
Wnt1
1.5 - -~ 3802T
-— 11T
- 9127
21.0 4
2
©
<
L
w 05 -
®
0.0 T T : —
-3 -2 -1 0 1 2
LOG10 nM
Wnt3a
1.0 - - 3802T
0-8 J — 91 1T
> 8- 912T
:g 0.6 -
Q
2 oa-
(7))
0.2 4
0.0 T Y
-3 -2 -1 0 1 2

LOG10 nM



57/61
WO 2013/067355 PCT/US2012/063330

Fig 32

~

Tm of single point mutations in scFv0B8475

ConstuctiD  mutaton® 7 onprotein W S0
from E coli iign? ;2 aj}ea'g
SCFV0B4T5 WT 59 61
6475-52  VH.G34V 61 64
6475-53 VH:I3TF 61 84.5
6475-S6  VHVESE 50 625
6475-S8  VHMSE 615 545
£475-89  VLDIIN 595 60.5

“Both kabat and Chothia numbering system have been
used. The numbering is the same for all mutations but VH:
G34V in scFv6475. This would be VH: G32V in Chothia
numbering system. The numbering system in the text is
Kabat system.
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Fig 33

T of single point midations in scFv08168

Constructip mtation Ten QN protein from

E.coli®
WT WT 48.50
BO2 VHVO3IEN 50.50
BO3-S1 ViHI034M 56.00
BO4 VH:I034F 52.50
Co8 VH S0494 54.00
co7 VH.GOB0S 51.50
Ca8 VHW0E2aG 5550
C10 VHHOS8Y 52.Q0
F11 VEVO4TL 51.00
G2 VL. GOB4V 50.50
G07 VLTO78Y 51.00

*Proteins were expressed from Acella strain.Samples were
analyzed by DSF without removal of imidazole.
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Fig 35
Activity of scFv06475, scFv08168 and the variants in different assays
Construct ID Mutations EC50 by Affinity by IC50 by IC50 by STF
ELISA Proteon STF assay for
assay for Whnt3a
nM nM wnt1 inhibition (nM)
inhibition
(M)

scFv06475 WT 0.76 - - 1.48

scFv06475-S2 VH:G34V 274 - - -

scFv06475-S3 VH:I37F 43 - - -

scFv06475-S6 VH:V85E 0.73 - - 1.33

scFv06475-S8 VH:M95F 1.0 - - 0.96

scFv06475-S9 VL:D93N 0.88 - -

scFv08168 WT 2.04 3.82 7.41 -
scFv08168 B0O3-S1 VH:134M 0.98 - 5.19 -

scFv08168-D1 VH S49A, 134M 1.61 2.55 2.44 -

scFv08168-D2 VH S49A, 134F 1.68 - 2.59 -

scFv08168-D4 VH 134M, G508 1.47 - 5.56 -

scFv08168-D5 VH 134M, H58Y 1.22 - - -

scFv08168-D6 VH 134M, V48l 1.24 - 0.74 -

scFv08168-D7 VH 134M, VL 822T 1.15 - 4.81 -

scFv08168-D8 VH 134M, VL V47L 0.91 - - -

scFv08168-D9 VH 134M, VL G64V 1.26 - 11.11 -




