PCT/SG2018/050602

WO 2019/117807 1/16
A B G
3 ! o RIS kv — ERP-Z one e BRAPL2 alon
' w HRpETin By .. s Dk By -~ BpR S g
& o6 oo Hepuind0pg  TROE 3\’* \ A AT ¥ § < D8 19 g
J ! §
g A
g & LU e s i
& Mo
o i R SN
& e ™ S T Yoot
@1 200 IBG 450 5I0 8 8 200 BH 408 8GO B 400 250 308 409 500
E ¥
e B2 akenin e BREPR aliee e BRAP-R fiGiHE
B 1 T T — opsisys L e TRt G
o L AL

e Rt 18 g

& - Dplh 1R
#
&
a8
&
b —
2 . ;
24 : - ghod ;
LT & 66 IO W00 SO0 SO0 @ 100 200 300 400 S0P
H i
- SR aione

- B2 ol

e ERAR2 Rian
e DeeBS S pg

-

2 , e PipB-L08 H i Do 8 & g g

Eawgr N DoRas gy 1 \ CDesSingy O § o DENER 10

5 sof E\.‘N\\ sob

% i 3 \\\‘\ ™ ! ‘ :

& o L pled ‘ : ‘ L T— . . .
¢ §90 200 300 458 500 U 108 209 30Y 400 500 § 0% 266 308 400 &9

Time (s}

Time {5}

Time (s}

Figure 1



2/16

WO 2019/117807 PCT/SG2018/050602

Givoosaminogiycans

A 8
. 3 & %
§ & & @ @
: » ko bl b *
SUAAEEE - 4 GloHH TACK _——
Chondroitiey Msascharide € 3 Hepsrin oligosaccharides
N 5 £ o
s > 5 F 2 2 15 =
E ; 2 = & « = =
ey »itv»\
SRS B3 Dol A 6 &8, ¥ 88
o 3
F = 8,28 nM § 0,
= 425 alt =
00 w28 ol = 80
@ - RO i 2 )
¥ 5 - 100 £ o
o
% &9 %
3 4
¢ 5 £
& 2 o
% 20
53 Do
o DO I— R .
& 68 309 M8 4B 580 &
Tine {8}
o
F ST G 2 v
- R S :
= & )
o Looson 5 g
g = g} i
g8 £
C el = §8
8 Eson00n =
§ & -
a3 ERE
w3 # L
© 200600} 2
pY g Qfg =
& N
A s B T W SR X B &8 G
Tanperatire {0} ng ‘Q“& ESE ,-,g‘;?‘&ﬁh
Heparin oligosaccharide

Figure 2



3/16 PCT/SG2018/050602

WO 2019/117807

““““ %
¥4
B =3
. B
= fa] e
2 = - K
2 & o o E
4 M M .EM
i3 ] , & B
= ¢ g 28
, 22
& @ & T
-
y
pp——— Mr % e — SRR TS @
-1 & - . G 4 b . =4 B fg o B

052798

19 15 26 25 30 35 40

Retention Hime {min}

y = 4
g HE B St % k
4 - , 2N
| \_wﬂw ;;;;; m m m ....... M«Nkmu_. . “.N mﬂ ” % » = B m ...... m .......... m nw ........ 4 m ......... M m o w Q >
L wuzez D ooueuosqy D3 wuzez B sousqiosqy &0 wuzez B eoueqiosqy ) wuzez B sousqiosqy

Figure 3



WO 2019/117807 PCT/SG2018/050602
A io28m sBMP-2  H 48 +BMF‘2 w T2 *BMP2
5 ﬁ W
g O ¥ O S
SRS c}’% Qb«‘ﬁ?ﬁ a& SEEEREET (o)
g 2 = i 78
pSmadtisie = . W e gg
. %5
smad1!5sa ....... N A ~ R o 5@
s a7
- - 50
Actirnn 37
- 29
Ea? Car g
40 nre P20
% L alpd : % runx? =
& = B T | E
;-E i § 1.5k )
_—§ & % S
g r T E 1‘3 B ‘ -
£ % ‘ £ iy
% 2- s . g 05 ;
£ L : 3R EE &
[H ) 3 3
z a«r«ml!«i ;%;i * S - NI e s
) .80 : & & N
R S %@ »b“pb Wi - Go‘z%?%‘% es»%%q @*Qﬁbo%"\‘b'\ >
0 « BNEP2 + BMPE £ - B + BMP
'ﬁ RRIR ey
a !
¥ogB. 3 ns
& L ospr - =5 1
@ L T
& & )
¥ 1o £t o
% 0 23
E N &
g | a 2
L EL- ) NE— )
< £
g ;: e ok
[} % S ..
i ; g %o N S ha0Gato b bSO
“ 8 %“%‘é“&a SRR fﬁ’a " & PRGN FEIEERICRG T s
SE o B ¥

- BMP.d

+ BMP-2

4/16

- BMP-2

Figure 4

+ BMP-2



WO 2019/117807 5/16 PCT/SG2018/050602
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HS3 010 heplll fragments - total sulfation
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Figure 15
HS3 <dp12 HS3 >dp12<dp18 HS3 >dp18<dp36 HS3 >dp36 HS3 full length
AUA-GIcNAC 44.23 32.13 21.54 17.40 31.27
AUA-GICNS 2962 | 3375 " 2551 V1841 | 2205
AUA-GIcNAc,6S 1058 1513 1648 1448 ' 11.79
AUA,2S-GlcNAC 9.87 | 3.49 T 334 312 207
AUA-GICNS,6S 0.00 = 330 " 8.96 " 1297 967
AUA,2S-GIcNS 569 | 9.28 " 8.91 816 575
AUA,2S-GIcNAc,6S 000 0.00 " 0.00 " 000 0.00
AUA,2S-GIcNS,6S 0.00 =~ 292 v 15.26 V2547 U 17.40

Figure 16
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HS3 010 heplll fragments - disaccharide analysis (AMAC)
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HS3 010 heplll fragments - total sulphation
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HS3 010 heplll fragments - disaccharide analysis (AMAC)
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HS3>%%6 | Heparin %12
AUA-GIcNAc 17.40 3.92
AUA-GIcNS 18.41 1.65
AUA-GIcNAc,6S 14.48 2.88
AUA,25-GIcNAc 3.12 0.00
AUA-GIcNS,6S 12.97 6.03
AUA,25-GIcNS 8.16 5.13
AUA,2S-GIcNAc,6S 0.00 1.37
AUA,2S-GIcNS,6S 25.47 79.02

Figure 20



