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Figure 1

M - Novex Sharp Standard

1

b

SlyD/FKBP12-cril; 2.5ug MW: 33kD

2 - SlyD/FKBP12-cril; 5.0ug
3 - SlyD/FKBP12-cril; 10pg
M - MagicMark
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Figure 3

M 1 2 3

M - Novex Sharp Standard
1 - thermoSilyD-I1GF1; 2.5ug MW: 14kD
2 - thermoSiyD-IGF1; 5.0pg
3 - thermoSlyD-IGFY; 10ug
WM™ - MagicMark
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Figure 4
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Figure 5
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Figure 12A

PCT/EPZ012/038207

i Binding Late | Stability Lale kd 172
Antibody Analyte g ty .
(RU) {(RU) (1/s} (min}
SlyDIFKBP12-ERCC 1 48 49 < 1E-05 > 1155
5.001.015 SlyDIFKBP12-crtl 0 0 - -
SlyDIFKBP12-ERCC1 58 69 5.86E05 197
5.001.017 SlyDIEKBP12-crtl 0 -1 - -
SlyDIFKBP12-ERCC1 68 63 1.17E-D4 99
5.001.019 SlyDIFKBE1 2-crtl - -1 - -
5 001025 | SYDIFKEP12-ERCCH 58 5g g.42E.05 123
SfyDIFKBE4 2-crt] o ) - -
SlyDIFKBP12-ERCC1 138.2 138.8 5.66E.05 204
5.001.035 StyD/FKBP12-crtl £.2 0.1 - -
5 001,041 SlyD/FKBP1 2-crl ) 4 - -
SIYDIFKBP12-ERCG1 ] 0 - -
SIyDVFKBP12-ERCC1 51 52 8.19E-05 141
5.001.060 SlyD/FKBP12-crtl o e - .
SiyD/FKBP12-ERCC1 70 71 6.98E.05 165
5.001.062 SIyDIFKBP1 2-crtl 0 1 - -
SlyD/FKBP12-ERGC1 84 55 3.90E-95 296
5.002.015 SIyDIFKBP1 2-crél o 0 - .
SlyDIFKBP12-ERCC 1 59 70 6.43E.05 180
5.062.017 SiyDIFKBP1 2+crf} ] 0 - -
SiyD/FKBP12-ERCC1 87 68 7.02E-05 165
5.002.019 SIyDIFKBP12cril ] 0 - -
SDIFKBP12-ERCC1 51 52 1.22E-04 a5
5.902.025 SWDIFKBP12-crtl - - - -
SlyDIFKBP12-ERCC1 159 160 5.66E.05 204
5.002.035 SiyDIFKBP12-cril 4 0 - -
SIyDIFKBE12-crtl o 1 - _
5.002.041 SIyDIFKBP12-ERCG1 1 1 - -
3| X
5.002.060 IVDIFKBP12-ERCCH 51 52 4.98E-05 232
SlyD/FKBP12-cril 0 O - -
S |
5,002,062 lyDIFKBP12-ERCC1 61 82 9.11E-05 127
SIyDIFKBP12-crtl -1 - - -
SlyDYFKBP12-ERCC1 61 61 8.52E-05 136
5.005.013 SlyDIFKBP12-cril A o - -
SlyDfFKBP12-ERCC1 80 61 1.19E-04 97
5.005.017 SIyD/FKBR12-cril A ) - -
SiyDIFKBP12-ERCC1 86 87 7.11E-05 163
5.005.019 SlyDIFKBP12-crtl 0 0 - -
SlyDFKBP12-ERCC 1§ 53 54 1.23E-04 94
5.005.025 SyDIFKBP12-crtl 0 0 - -
SlyDIFKBP12.BRCC1 144 142 5.66E05 204
5.005.635 SlyDIFKBP12-cril -1 0 - -
5,005,041 SlyDIFKBEP12.cril 0] ¢] - -
SIyDIFKBP12-ERCC1 4 4 . .
5 005.062 | SWDIFKBP12ERCCI 55 55 1.20E-04 a5
SlyDFKBP12-cril 0 0 - -
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Figure 12B

. Binding Late | Stability Late kd ti/2
Antibody Analyte d y .
{RU) {RU) {1/s} {min)

5.003.015 SiyDIFKBP12-ERCC1 74 75 5 70E.08 75
SlyDIFKBP12-cril 1 2 . ;
SlyDIFKBP12-ERCCH 78 76 1.04E-04 1156

5.003.017 SIyDIFKBP12-crfl 0 0 . -
5.003.019 SlyD/FKBP12-ERCC1 77 79 5 93608 364
SWDIFKBP 12-¢rtl 0 0 . .
SlyDIFKBP12-ERCC1 52 52 1.01E-04 114

5.003.025 SiyDIFKBP12-ortl 0 -1 . .
SlyDIFKBP12-ERCCA 167 167 5,86E-05 204

5.008.035 SlyB/FKBP 12-cril 0 - - -
SlyDIFKBP12-crtl -1 -4 - ;i

5.003.041 SlyDIFKBP1Z-ERCC1 3 3 . .
5.003.060 SIyDIFKBP12-FRCE 1 55 56 8.52E-05 1386
SIyD/FKBP12-crtd 0 0 . .

- E. 4

5.003.062 SYD/FKBP12-ERCC1 80 81 1.04E-04 114
SIyDIFKBP12-crt i - - -

5.004.015 SlyD/IFKBP12-ERCC1 &0 61 6.07E-05 190
SyDIFKBP{2-cril 0 0 - .
SlyD/IFKBP12-ERCCA 69 70 7.52E-05 154

5.004.017 SlyDIFKBP12-crtl 0 0 . .
SiyD/FKBP12-ERCC1 89 70 2.23E-05 517

5.004.019 SlyD/FKBP12-crtl 4] 4 - -
SiyDIFKBP12-ERCC1 g3 54 1.52E-04 76

5.004.025 SlyDIFKBP12-crtl -1 w1 - -
5.004.035 SlyDIFKBP12-ERCC1 159.7 160.6 5.66E-05 204
SlyDIFKBP12-cril 0.8 0 - -
SiyDIFKBP12-crtl 1 1 - .

5.004.041 SlyDIFKBP12-ERCCA 5 5 - .
5.004.060 SyDIFKBP12-EREC1 52 52 7 89E.05 196
SlyDIFKBP12-crtl 0 o - -
SiyDIFKBP12-ERCC1 61 62 1.03E-04 12

5.004.062 ShyDVERBPA2-crtl 4 -4 “ .
5.006.015 SlyDIEKBP2-ERCC1 65 65 8.99E-D5 128
SlyDIFKBP12-cril - 0 - -

5.006.017 SlyDIFKBP12-ERCC1 55 57 B AAEDE YT
SIiyDIFKBP12-crtl o4 0 - .

5.006.035 SlyDIFKBP12-ERCG1 {25 126 5.66E-05 204
SiyDIEKBP12-cr il 0 ] - -
SlyDIFKBP12-crtl 1 2 - -

5.006.041 SlyDIFKBP12-ERCC1 4 5 - -
5.006.060 SiyDVEKBP12-ERCC 1 63 64 S O9E08 573
SlyDIFKBP12-crtl 0 - - .
SlyD/FKBP12-ERCC1 84 65 1.14E-04 101

5.006.062 SlyDIFKBP12-crtl 0 0 - -
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Figure 14

<ERCC1>-M-5.1.035
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Figure 15
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Figure 16
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Figure 17

SD6 PAGE {(Coomassie]) Western Blot {10sec):

kD
30
20
15
10

kD
20

M.~ Novex Sharp Stardard N _
1o thermoSlyD-GFT 25 MW 1ARD
2= thermoSlyD-IGF L. 5.0ug

3. thermoSkD-IGFE Topg

W - Magichark: '

18742
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Figure 18
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Figure 19
mice no. mice IC50 serum titer IC50 [mE]
IGF-1 SIyD/FKBP12-IGF-1 (74-90)
K1575M1 189 2911
K1575M2 395 1470
K1575M3 485 4126
K1575M4 564 2426
K1576M1 | 2143 8302
Ki576M2 - 2960
K1576M3 - 2978
K1576M4 - 6957
K1576M5 - 11221
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Figure 20
mice no. mice IC50 serum titer IC50 [mE]
IGF-1 | T.thermophilus SlyD-1GF-1(74-90)

K1643M1 800 10000

K1643M2 | 1000 15000

K1643M3 | 4700 50000

K1643M4 500 7000

Ki1643M5 | 2500 26000

K1644M1 | 2800 32000

K1644M2 280 -

K1644M3 250 300

K1644M4 150 800

K1644M5 150 -

21742
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Figure 21

primary , .
culture reactivity [mE]
T.thermophilus |T.thermophilus
no- IGF-T | o1y DAGF-1(74-90) SiyD
10.0.1 1013 957 347
10.0.2 217 127 45
10.0.3 941 1061 50
10.0.4 993 1023 900
10.0.5 998 1084 1023
10.0.6 32 56 58
10.0.7 988 1032 64
10.0.8 973 292 46
10.0.9 818 943 35
10.0.10 819 734 35
10.0.11 809 848 160
10.0.12 729 848 42
10.0.13 140 961 741
11.0.14 30 32 33
11.0.15 1087 1156 30
11.0.16 082 977 33
11.0.17 922 1021 28
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Figure 22

T.thermophilus SiyD

sorgrams for <IGR-1>8M-11.0.15
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Figure 23

it
L%

TiViE
$CLT

T4
LLVE

EReh il
EE

L

8

9822
S8

L86L
TINE

S oriL
EVEE

el

B

BE
8¢

1§14

G806

Y
&4

b3
LERL

ive
5052

gD

S04
HE0Z

40LE

CELE

g5 0s
ER 4id!

i

ATy
8152

Yre

vl

o

4

GRS ShGao uusi |

08P L0 a NS SHIUIo ISR |

el

BARgA S 0018

HEIG RS TRGEI Y

24/ 42



WO 2012/15032¢ PCT/EP2012/058207

Figure 24
Captured mAb<IGF1>M-11.11.17-IgG

vs. IGF-1 (native) ve. IGF-2 (native)
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vs. TISIyD-IGF-1(74-90) vs. TgSlyD-IGF-2(53-65)

Wit
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vs. TISIyD (wild type) ~ vs. TgSlyD (wild type) |

vs. TgSlyD-AIF (wild type)
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Figure 25
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Figure 26
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Figure 28
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Figure 29

; z ]
80 g0 100 10

70

50
Temp [°C]

7
40 50

30

20

) MBW[

(, jowp ,wo ssibap @)

30742



WO 2812/150320 PCT/EP2012/058207

Figure 30
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Figure 31

M - Novex Sharp Standard

1 - thermoSyD-wt, 2.5pg M. 18kD

2 - thermoSyD-wt; 5.0pg
3 - thermoSkD-wt; 10ug
M* - MagichMark

32/42



WO 2012/150320

PCT/EP2012/058207

Figure 32A

Ligand Analyte BL [RU] SL [RU]| kd [1/s] |U2 diss [min]
10.0.15 IGF1 22 22 |4.0BE-05 283
10.0.15] thermoSly D-IGF-1 43 43 |3.66E-05 316
10.0.15| thermoSlyD (wildtyp) 1 -1 n.d. n.d.
10.0.15 IGF2 2 0 n.d. nd.
10.0.17 IGF1 9 8 1.33E-04 &7
10.0.17 thermoSlyD-IGF-1 18 17  |1.28E-04 92
10.0.17 | thermoSIlyD (wildtyp) 2 -1 n.d. n.d.
10.0.17 |GF2 2 0 n.d. n.d.
10.0.01 IGF1 4 2 1.43E-03 8
10.0.01] thermoSily D-1GF-1 18 16 |4.21E04 27
10.0.01] thermoSlyD (wildtyp)] 13 12 {1.3%E-04 83
10.0.01 IGF2 1 0 nd. n.d.
10.0.03 IGF1 16 12 |7.43ED4 16
10.0.03} thermoSly D-IGF-1 35 31 |3.86ED4 30
10.0.03 | thermoSly D (wildtyp) 3 1 n.d. n.d.
10.0.03 IGF2 3 1 n.d. n.d.
10.0.04 IGF1 & 5 2.93E404 39
10.0.04]| thermoSly D-IGF-1 23 16 |6.58E04 18
10.0.04 | thermoSIlyD (wildtyp)| 16 4 2.40E403 5
10.0.04 IGF2 2 0 n.d. n.d.
10.0.05 IGF1 7 8 8.04E-04 14
10.0.05| thermoSly D-IGF-1 38 35 (3.0ZE04 33
10.0.05| thermoSiyD (wildtyp), 31 28 |1.96E-04 59
10.0.05 IGF2 2 0 n.d. n.d.
10.0.07 IGF1 18 13 |9.28E-84 12
10.0.07] thermoSly D-IGF-1 37 31 |5.08E-Q4 23
10.0.07 | thermoSlyD {wildtyp) 0 -2 n.d. nd,
10.0.07 IGF2 1 -1 n.d. n.d.
10.0.08 IGF1 17 11 (1L.3MED3 9
10.0.08] thermoSlyD-IGF-1 | 35 29 |8.40E04 18
10.0.08| thermoSIlyD (wildtyp)| 2 i n.d. n.d.
10.0.08 IGF2 2 1 n.d. n.d.
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Figure 32B
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Figure 33
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Figure 34

SD8 PAGE (Coomassie)

10 5 25 g
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Figure 35
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Figure 36
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Figure 37

BM f4 5 6 7 @ 9 M0

115 kKDa -

64 kDa -
49 kDa -

37 kDa -

26 kDa -
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Figure 38

o

‘wave length
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- 56 kDa
50 kbDa -

- 36 kba
30 kDa -
20 kDa -

- 20 kDa
15 kDa -
10 kba -
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Figure 40

M 1T 2 3
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