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Supplementary Figure Legend

Supplementary Figure 1. Optimisation of detection antibodies for in vitro binding studies of
PEGylated A1A2A3-VWEF variants.

(A) All A1A2A3 cysteine variants were equally detected using polyclonal sheep anti-VWF-A2
and anti-sheep HRP. (B) Following PEGylation within the A2-domain, this anti-A2 antibody
displayed significantly reduced binding affinity for A2-PEGylated variants. (C-D) A polyclonal
rabbit biotinylated anti-His tag antibody and strep-HRP were used to ensure equal detection

of the A2-PEGylated variants (M1545C-PEG, L1591C-PEG and Q1652C-PEG).
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Supplementary Figure 2. PEGylation attenuates A1A2A3-VWF binding to GPlba in vitro.
Binding of cysteine and PEGylated variants with extended half-lives to GPlba was assessed
using immunosorbant assays in the presence of ristocetin. All data is graphed as mean values
1+ SEM (* p <0.05, ** p <0.01, *** p <0.0001 respectively).

Supplementary Figure 3. Site-specific effects for A1A2A3-VWF PEGylation in modulating
binding to collagens lll and IV in vitro.

(A-C) Binding of cysteine and PEGylated variants with extended half-lives to collagen type lli
and collagen type IV (D-F) was assessed using immunosorbant assays. All data is graphed as
mean values + SEM (* p <0.05, ** p <0.01, *** p <0.0001 respectively).

Supplementary Figure 4. LRP1 mediates the binding of A1A2A3-VWF to differentiated THP-
1 macrophages in vitro. (A) Expression of VWF clearance receptor LRP1 on differentiated THP-
1 macrophages was confirmed by flow cytometry. (B) Inhibition of LRP1, with an anti-LRP1
antibody, significantly attenuated binding of WT-A1A2A3-VWF suggesting VWF adhesion

occurs in LRP1-dependant manner.

-28 -



PEGylation and N-glycosylation of A1A2A3-VWEF in regulating clearance

Fazavana et a/

Supplementary Figure 1

A3

A2

A1l

A

Anti-A2 antibody

A1 A2 A3

Anti-A2 antibody

AR

[ .-

F—ESaN\AN\NNN

1.4
1.24

1.4
1.24

A3

A2

Anti-HIS antibody A1

Anti-HIS antibody

AMNN—- %
MANNN-. e,v.oa@
Vo %,
LN o&.\
- 090\ o
S &
] e&a&rx
BRSO o,vﬂ&w.mv%
0, 0
- L
wuosy go
2 o«@e
9 g
< &Mo
%
o
< e,
< 5
oeso °

1.04
0.8
0.6+
04

wugsy ao

0.21

0.0

%,
&

-35-



Fazavana et a/ PEGylation and N-glycosylation of A1A2A3-VWEF in regulating clearance

Supplementary Figure 2
100+
g
g 801
o
3 g0
§ Arx
a 40+
T}
2
5 O 0 O 0o O 0
F oF L& L R
» 9 & & g O
& &
& & & %

-36 -



Fazavana et a/ PEGylation and N-glycosylation of A1A2A3-VWEF in regulating clearance

Supplementary Figure 3
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