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Construct Name

Expression mg/L

A — hu<Dig> igG

18.8

(disulfide-stabilized)

B — <IGF1R-DIG>2321 6.4
(disulfide stabilized)
C — <Her2-DiG>2321 34.3
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Sample % {(mg) Aggregates
Her2DIGHuU2-2320 1 22 %
Her2DIGHuU2-2321 31 0 %




W 2013/003780

PCT/EP2O18/059243
10/103

Fig. 10 a)

RU

%]
L]

]
fa]

Resp, Diff,

AT e, o
: R T o

,._
)
U
4
By

= ot o, »
/*’"M e U N

ey

Razsp, TAIT

114

............ e eeeoeermese i seeene e sae e gty cegmsenee ey e nep e nes e

Sal Ao T T

e AR A e v s s

RIS

e

1 B Qi

fome



WO 20611/003788 i PUT/EP2010/039243
11/103

Fig. 10 ¢)

RU
20

10

Resp. DifT.

400 500 600 700 800
time (8)

Fig. 10 d)

RU
30

20

14

0 100 200 300 400 500 600 TFO0O O &GO
fime



WO 2011/603780 PCT/EP2010/059243
12/103

Fig. 10 e)

RUJ_‘D_

400 500 BCO 00 800 00 10C0 1100
time

Fig. 10 )

Rl
30 + r - ,-: "r'«"": -

e

Sttt Ay L
et

v E: .“-‘\ "T:)E' E‘ ot

400 500 800 700 300 QD0 000 1100
tims



WO 2051/003780 PCT/EPZ010/035243

13103
Fig. 11 a)
RU
30
2{] ! e '“‘"‘M | e
W

| A e, )
{j“ E

O 100 200 300 400 500 600 700 800
tima
Fig. 11 b

U

A00 500 80C FOO 800 900 1000
time




PCT/EP2010/059243

WO 2011/003780

14/103

Fig. 12

004 009

(s) sl

00S  00v

00t

00c

00l

0D0C

00%

N




POCT/EP2010/059243

WO 2011083786

15/103

Fig. 13 a)

S

004}

000}

006




PCE/EPIOION59243

WO 2011003780

16/103

Fig. 13 b)

009

006
mn
0
e
- w ]
“0s
Lo o
-0
.
Log
g
n



WO 2011/00378¢0 PCT/EP2010/059243

17/103
Fig. 14
0O
Sy ' Ty o
H Nj\eri Peptide 5 4
pra H
O Phosphate \2 : H 0
+ o buffer H "O‘\H’N"‘/\S{ﬁ
O O
OH § O g
H
H NLWN{ Peptide
2
9 y OH C
s
(N %/‘o Y

O



WO 2011/00378¢

Fig. 15 a)

18/103

PCT/EP2010/059243

320000~
280000
240000
w
'5 ==
O
- 200000 -
®
D _
gs
160000 |-
120000 -
-t
80000 |~ 4

Fig. 15 b)

10

320000
280000 -
240000 |-

w -

©

S 200000 |-

E*

3]

S .

ke
160000 |-
120000 b

80000f,

T




WO 2011/603780

Fig. 15 ¢)

Luminescence

19/103

PCT/EP2010/059243

210000}
190000 -
170000}
150000
130000
110000
90000
70000
300007

Fig. 15 d)

Luminescence

100
nM[Conc]

280000 :,
240000 :
200000 :
160000 i
120000 :.
80000 :..
40000 ; o

................................

'

100
nM[Conc]

10000



W 2011/603730 PCE/EP2010/059243
20/103

Fig. 15 ¢)

lLuminescence
190000 o

170000} |
150000 |- ,;
130000 - 3
110000 |
90000 |- |
70000 4

50000

1 100 10000
nM[Conc]

Fig. 15 f)

Luminescence

280000 |- e
240000 |- /

. i

200000 -

160000 |- ;
120000 |~ }r

80000

40000 |-y E‘! I

1 100 10000
nM[Conc]




WO 20117063786 PCT/EP2010/059243
21/103

Fig. 16 a)

- DIG-INF7 + IGF1R
~IGF1R + DIG-INF7

— Buffer

i i i 1 i
600 700 800 900 1000
Time

\
500

I
400

I
300

200

Q (o) [an] [
=F (3] [aY) ~

Qg dsoy

60 -
50 -
0

-10

RU



WO 2023/603786

16 b)

~ DIG-FALL +IGF1R
—— |IGF1R + DIG-FALL

—— Buffer

5
y
N
\
\
N
Y
M
\
K
)
s
g =
4 i
i H
y :
: ;
' ;
i
i )
b i
= S
5 {
" H
5\ !
L
ST
N
"~ ",
™

22/103

RU.
90 -+
70

“Hiq "dssy

10

-10 -

300 400 500 600 700 800 a00 1000
Time

200

PCT/EP2010/039243



WO 2011/603780
23/103

Fig. 17 a) <Her?> &

. Dig-Peptide

Fig. 17 b)

PCT/EPIG10/059243

— <Her2-DIG>DIG-
FALLvI/KPLA

30000

... <Her2-DIG>DIG-
FALLvI/H322M

- <Her2-

20000

DIG>/KPL4

10000 ~

- DIG>/H322M

.. DIG- |
FALLv1/KPL4

Luminescence above background

... DIG-

0 200 400 000 800
conc [nM]

? FALLvI/H322M
1000

Fig. 17 ¢)

- <Her2-DIG>DIG-
FamSb/KPL4

16000 -

<Her2-DIG>DIG-

FamSb/H322M

10000 -

o <Her2-

DIG>/KPL4

. <HerZ-
DIG>/H322M

6000

DIG-

Fam5Sb/KPL4

Luminescence above background

L DIG-
" FamSb/H322M

660 800
conc [nMj



WO 20117903780

PCT/EP2O10/059243
24/103
Fig. 18

0
o)
OH N\
OMeO O O OV
N P9 w OH BN
z Iy
OH 2 —
Ciw " G
0
0
& OH &
T
Cide o oH O
e
e
oR -k
-
o T

T e P
{4 ®
‘ g



WO 2011/003780 PCT/EP2010/059243
25/103

Fig. 19 a)

6
4.0 i | 4
2

2.0 AN

10 20 30 min.

Fig. 19 b)




WO 2011/063780

Fig. 20 a)

no. of living cells

Fig

no. of living cells

170000

150000

130000

110000

80000

70000

50000

30000

.20 b)

158000
154000
150000
146000
142000
138000
134000
130000

126000

26/103

PCT/EP2010/059243

0,0001 0,1
conc. [pM]

0,0001 0,1
conc. [UM]




W 2011/00378¢ PCT/EP2O10/039243
277103 :

Fig. 20 ¢}

170000 Fr
160000 |-
I —
140000 |- L
. 19

130000 |~

120000 |-

no. of living cells

110000 -

100000 -

90000 = i | | I i i i 1
1x10 7 0,0001 0,1
concentration of complex [uM]

Fig. 21 a)

90000
80000
70000
60000
50000
40000
30000
20000
10000

0 H i g i | § i L i |

1x107 0,0001 0,1 100
cong. [UM]

+
)

no. of living cells

e rrrrrrrre ey




WO 2011/003780 PCT/EP2010/059243
28/103

Fig. 21 b)

90000 FF T
80000 |-+
70000 |-
60000 -
50000 |
40000 [

no. of living cells

30000 -
20000 -
16000 |-

0 .
1x10" 0,0001 0,1 100
conc. [pMj

Fig. 21 ¢}

68000 FF

64000

60000 |-
56000 - +
52000 ;.

48000 -

no. of living cells

44000 -

40000 -

36000 i ] i i i i i + i
1x167 0,0001 0,1
concentration of compiex [uM]




WO 2011/003780 PCT/EP2010/0589243
29/103

Fig. 22 a)

Fig. 22b)

Fig. 22 ¢)




WO 2611/003780

Fig. 23

:!.:; =

PCE/EP2010/059243
30/103



WO 2611/003780
31/103

Fig. 24 a)

it

B0

PCT/EP2010/059243

—ho W in oo i

10 26 30 min.

Fig. 24 b)




PCT/EP2010/059243

32/103

\,\\kf 4 M "
A AU PP o
RO ki = i\k‘.\.ﬁs\ -
RS EOTLS : s AR
a5 e s&\\\b\\is\\..“.c\.....\.\...\\..s\ G 3
e bR

et oW ) it I

rratiions e :

RO - AT e

g i J— :
o, E Sraptissy, ~

otiierpiriny, kS trnpra ;

A kg
st e,

sy

L

A b e,

ey
At

ST
ot LT

e 2t
e i T T

AR AT
AT

‘\\ ]
e RO E
i L ~
s gt e ] #

e, imeasragra. T g
et L g B
s, s petssenseasere gy, oo
= oo, . - i

100

WO 2011/603780

ig. 25 a)

=3 P s s} S
o ££1 g ¢

i
- o s i s -
XEW 10-% 2 : @ g

Xel 10 %

Fig. 25 b)



POCT/EP2010/059243

WO 2011/003780

33/103

Fig. 26 a)

Fig. 26 b)




PCT/EP210/0659243

WO 2011/003780

34/103

Flg. 27 a)

<o -




WO 2011/003780 PCT/EPZO1D/059243
35/163

Fig. 28 a)

Fig. 28 b)

<HER2><DiG> + DIG-Cy

1.0

0.8

0.6

0.4

.

0.2

o

N

15 min. 30 min. 60 min. 5h 24h




WO 2011/003780 PCT/EP2010/059243

36/1G3
Fig. 29
R—0O o B
O
O X
“O—p B oH A\ i

11 O
Y

p X i "
mo—ﬁ—o\/\/\\/\N/“\/\/\/N o OH

I Y o



WO 2011/003786 PCT/EP2OT0/059243
37/103

Fig. 30 a)

Fig. 30 b)

my [
il
i

3 O T T D R I MR

I 1
20 ] + 3
t‘;\%\,& ,,,,,,,,,,,,,,,, e
A RO K&{Q“c&‘g‘.\\t",’ M\&\\W\\.\kﬁ‘@wﬁm‘m&}k@mﬁ%\\m A e §
{
,,,,,,,,,,,, S




WG 2011/0037860 PCT/EPZOLIO/059243
38/103

Fig. 31 a)

105 [+
o0 F
75 F F
§ 3
80
. - “%}
30 ¢ N
u \j_‘_\' N &
i i | ! i

0,001 0,1 10

Fig. 31 b)

105
90
75

60
45
30
15

LI S I e I S T S A




W 2011/00378¢

Fig. 31 ¢)

105 1
90
75
60

45
30
15

T T T T

39/103

Fig. 31 d)

17500
16500
15500
14500
13500
12500
11500
10500

9500

6 [ I N B S A A T R B L N B B

IHERR i bl LLLLE

[ NN

PCT/EPAI/089243



WO 2011/003789 PCT/EP2010/659243

40/103
Fig. 31 ¢)
23000} *
21000} 4
19000} y
17000} i
15000} 5 +
- \j\\\'\‘\\\\‘;ntxh\\\m\ .
13000} +
s LAELf b1y 151l [ NN L1 151
1 10 100
Fig. 31 )
= +
e
18000
16000|- X
» =+ “a
Y
14000} ™,
» Sy
LN
12000} AN
. \\\
10000} N\
e \\\
8000k \\
» \\%‘
600011:1” b b B il [ I NN I |

1 10 100



W 2013/003780 PCT/EP2010/059243
431/163

Fig. 31 g)

l 20 S e

100 -

80 3

60

20 -

Fig. 32

binding

R

¢ <Her2-Dig>




PCT/EP2610/059243

42/103

WO 2012003780
100 -

Fig. 33 a)

e
o o pane 5
AT y
\\.t)r.“tx\sw\v“s\ss\%\.‘ytx!fa{\\\. ...
‘\.l\.\,.r D&.\v}k\%ﬁ( |
Lt T e )
NIV o 8
L pppraraa e R o
N s, B
et N: .
x\m\.\\‘,‘.\..\\. | l
S .l
i, |
s, -
ey, - ..
e ey e R LA .
\ e e 3
EE
e SR L .J
. \\\.(\.....n..f,\\\\.\”,\\\\\l.l\\.. ored L ! w. -?h
arp A e _ |
’ N %
A e, L.
K - “...
R g, :
i, w.
e L
i, . .
"y .
i N :
=t SO
- b
.“ . \ m .
. . H El H T 5 1 y ; . : w 5
Lo 3 = g W
e 5o = &

100
au
E‘:
AT
2

ERP D %

Fig. 33 b)



WO 20117003780 PLCE/EP2010/039243
43/103

Fig. 34 a) Fig. 34 b) Fig. 34 ¢)




WO 20117003780 PCT/ER2010/059243
44/193

Fig. 35 ¢} Fig 35 §)




WO 2011/003780 PCT/EP2010/059243
45/103

Fig. 36 2)

<Her2>
{or other target)

<Her2> S i
(or other target) Sk

Fig. 36 b)




WO 20117003784 PCT/EP2010/059243
46/103

Fig. 37 a)

Dig-siRNA-Cy5




WO 2011/003780 PCT/EP2010/059243
47/103

Fig. 38 a)

Alexa (green) + Cy5 (red)
S

“Thi

S

2

Alexa (green) only



WO 2011/003780 PCT/EP2010/059243
48/1G3

Fig. 38 b)




W 261 1/002780 PCT/EP2G10/059243
49/103

Fig. 38 ¢)

Nu547 (red)



WO 2011/003760 PCT/EP2010/059243
50/103

Fig. 38 d)

- Cifrine



WO 201 1/063786 PCT/EPIOI/059243

51/1063
Fig. 39
<IGFIR> <IGF1R>
Dig-siRNA ¢~
DigHINFT
Eg5 mRNA (%) Eg5 mRNA/ GAPDH mRNA (ratio)
A e

4 ™\ - TN

>
==
@)
<



PCT/EP2010/059243

WO 2011/003780

52/103

Fig, 40 a)

<IGFTR>

pRra

1

L A R A B R A P A

e R AT T
e R Ceiwemt
x\\:»hu...&un\mwh\.ixiﬁ...?sk\.i

e

w ; _M . ﬁ
" % [ E o A
¥ e " oA ¥
&5 33 o fagt]

L




WO 20114003780 PCT/EP201G/059243
53/103

Fig. 41




PCT/EPI010/059243

W 2011/003780

54/1063

Fig. 42




PCY/EP2010/0659243

WO 20117003780

55/103

e

A A

. poeca 2
e
Ny,

.««V..L{;..?
e,
N\Q»\\\‘ ”

e s TS

\h\i\s\\\n\x%.

L

KO 0 %

Fig. 43 b)

R i(ii_l

lI[I.lill

100

10"



WO 2011/083784 PCT/EP2010/059243
56/103

Fig. 44 a)

108 -

B0 -

% of bax

bt
[}

o

10
FiTa-~a

Fig. 44 b)

100

o0
]

[]]
]
et et oy 24
%“‘.""-7!/;//.-.-_-7"2
s il |
carepi e
RS

Y T KgE

1 S

‘ Y A B
R H H \ ‘




WO 2011/003780

57103

Fig 45 a)

complex

murine Fab

DIG-Cy5
Data collection
Beamline X06SA (SLS)
Space group P42 2] 2
Cell dimensions
a, b, c (A) 138.103 138.103 123.696
a, B,y () 90.00 90.00 90.00
Wavelength j0.9795
[Resolution {A) 50.0-2.80
Rsym 10.1 (32.1)
1/s 26.38 (9.11)
Completeness (%) 98.1 (95.0)
IRedundancy 14.7
Refinement

Resolution (A)

46.040 — 2.798

No. reflections (test)

29999 (1534)

Rwork / Rfree 20.340 /23,12
No. atoms

Protein 6660

Ligand 2x28

Water 348

B-factor (A %)

Protein 23.65

Ligand 16.00

Water 32.29

R.m.s deviations

Bonds (A) §0.006

Angles (%) 1.292
Ramachandran

Core (%) 87.4
Disallowed (%) 0.4 |

PCT/EP2010/059243
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Affinity to siRNA-DIG kd {1/s) KD (nM)
<IGF1R-DIG> Dig on CH3 9,81E-03 20
<IGF1R-DIG> Dig on Ckappa 9,71E-03 23
<|GF1R-DIG-DIG> hexavalent 9,17E-03 24
Affinity to IGF-1R kd (1/s) KD {(nM)
<IGF1R-DIG> Dig on CH3 1,09E-03 5
<IGF1R-DIG> Dig on Ckappa 7,99E-04 3
<|GF1R-DIG-DIG> hexavalent 7.64E-04 3
Affinity for DIG-siRNA kd (1/s) KD (n)
<|GF1R-DIG> 2321 5,03E+0 1,17E-02 23
<IGF1R-scFab-DIG> 2321 8,32E+0 1,12E-02 14
<|GF1R-dsFab-DIG> 2321 5,79E+0 7,82E-02 14
Affinity for DIG-siRNA |
Capture Antibody ka (1/Ms) kd (1/5) KD {M)
human VEGFR2-Fc <VEGFR2(D1F7}-DIG>_001 3.44E+08 6.54E-03 1.90E-09
<VEGFR2(D1F7)-scFab-DIG> 4,98E+08 6.70E-03 1.35E-08
<VEGFR2{D1F7)-dsFab-DIG> 2.49E+06 2.68E-03 3.89E-09
mouse VEGFR2-F¢ VEGFRZ{DNF7)-DNG>_001 3.88E+06 6.56E-03 1.69E-09
<VEGFR2(D1F7)-scFab-DIG> 3.21E+06 8.92E-03 2.78E-09
<VEGFR2(D1F7)-dsFab-DIG> 2.01E+06 1.14E-02 5.85E-089
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cell surface antigen molecule format
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Capture Antlbody ka (1/8s) kd (1/s) KD {M)
human VEGFR2-F¢ | <VEGFR2(D1F7)-DIG>_00+ 344E+086 8.54E-03 1.90E-09
<VEGFR2(D1F7)-scFab-DIG> 4.98E+06 B8.70E-03 1.36E-08
<VEGFR2{D1F7)-dsFab-DIG> 2.49E+086 9.68E-03 3.89E-09
mouse VEGFR2-Fc § <VEGFR2(D1F7)-DiG>_001 3.89E-+08 6.56k-03 1.68E-09
<VEGFR2(D1F7)-scFab-DIG> 3.21E+08 8.92E-03 2.78E-09
<VEGFR2(D1F7)-dsFab-DIG> 2.01E+06 1.14E-02 5.65E-09
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Fig. 51 h)
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ka (1/Ms) | kd (1/s) | KD (nM)
CDCP1-ECD| 2.02E+05 | 1.32E-03 7

2.02E+05 | 1.60E-03 8
DIG-siRNA | 4.37E+05 | 0.0097 22

5.54E+05 | 0.011 20
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Fig. 55 a)
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