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Figure 6
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Figure 6 (continued)
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Figure 8
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Figure 9
A
M: Marker
C: 1gG1 Control
S: Bispecific Sample
B
Auto-Scaled Chromatoqram
020
.13 &
u_1|3-:
a.1¢f
cuz-f
30_10—3
008
0.06
00a] . -
002 @ &
! 3
000 LS S W—i —
T 2w am B0 8N 0m 2m  14m 180 80 200
hiinutes
Peak results:
RT (min) Area Height % Height
1 5.362 18309 448 0.21
7.584 82197 2876 1.36
3 8.869 4431069 207416 98.42




WO 2013/060867 PCT/EP2012/071294

11/115
Figure 9 (continued)
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Figure 10
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Figure 11
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Figure 12
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Figure 13
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Figure 14
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Figure 15
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Figure 15 (continued)
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Figure 16
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Figure 17
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Figure 18
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Figure 19
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Figure 20
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Figure 21
A
CDC on Daudi cells
100
2 go- lgG1-7D8
§ lgG1-7D8-K409R
z lgG1-2F8
8 40- lgG1-2F8-F405L
a 20- - Bispecific antibody
X
0-
0.01 0.1 1 10 100
Concentration Ab (ug/mL)
B
CDC on Raji cells
100
o
3 80+ & 1gG1-7D8
2 60- 4+ IgG1-7D8-K409R
-‘§ -e- [gG1-2F8
g 407 -0~ IgG1-2F8-F405L
a
® 207 ¢~ Bispecific antibody
0-

| R L Ll Nl B Rl B R Rl |
0.01 0.1 1 10 100 1000
Concentration Ab (ug/mL)



WO 2013/060867 PCT/EP2012/071294

25/115

Figure 22
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Figure 23
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Figure 24
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Figure 27
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Figure 28
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Figure 30
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Figure 31
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Figure 32
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Figure 32 (continued)
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Figure 32 (continued)
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Figure 33
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Figure 33 (continued)
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Figure 34 (continued)

D

AZB0 (AL) A280 (AU) AZB0 (AU} A280 (AU) AZ280 (AU) AZB0 (AU)

A280 (AU)

020

0.10

0.00 “&

0.20 -

IgG1-2F8-F405L + IgG1-7D8-K409R
A 0 mM 2-MEA 4°C Controi

i eoao

S— 11

- 19gG1-2F8-F405L + IgG1-7D8-K409R _,
100 mM 2-MEA 15°C 5 hr

e — B T S _‘,_om

0.00

0.20 -

0.00 -

IgG1-2F8-F405L + IgG1-7D8-K409R , ,,
100 mM 2-MEA 15°C 24 hr

I B »_.000

020 -

1gG1-2F8-F405L + IgG1-7D8- K409F\"
100 mM 2-MEA 25°C 5 hf

0.00 +

---------- S— — 70,00

020 -

T S

IgG1-2F8-F405L + IgG1-7D8-K409R
100 mM 2-MEA 25°C 24 hr

— e A .;;___om

020 -

!gG1—2F8 -F405L + IgG‘!—?DS K409R 0.20
100 mM 2-MEA 37°C 5 hr

0.00

0.20

0.10

IgG1-2F8-F405L + igG1-7D8-K409R ,
100 mM 2- MEA 37°C 24 hr‘

F0.10

0.00 '___ s M srrm et ————r .' -»_J \__ _000

10.00

12.00 14.00 16.00 18.00 20,00 22.00 24.00 26.00
Time {(minutes)



WO 2013/060867 PCT/EP2012/071294
44/115

Figure 35
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Figure 36
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Figure 40
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Figure 41
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Figure 44
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Figure 48

soo1e 1 h after 2 diafiltration
0018

s0017 } O/N without 2-MEA

S0016
20015 ™
0014

S0013
anois 1 h diafiltration

o011
50010 )
30009
0002
So0a7

%L 4 hincubation
S0o0F

30004
50003
=0z | Adding 2MEA
- 50001

2m 4 &0 &0 1000 1200 100 1600 1800 20 00

Mirutes
Oxidized 24VIEA




WO 2013/060867 PCT/EP2012/071294
58/115

Figure 49

191

97




WO 2013/060867 PCT/EP2012/071294
59/115
Figure 50
Begin
diafiltration
Add
24vEA | ENd
1 diafiltration
4001 Add copper sulphate 150
— -“-----'---“-u- -1m
= -
£ a
g o —t &
g Y 05 10 1ls 2
= " Time (Days) ~ rawradox (mV)
i == 00 (%)
200
j i
!
a0d Lo




WO 2013/060867 PCT/EP2012/071294
60/115

Figure 51
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