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Figure 1:

A) schematic representation of construct vector MV1057
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Figure 4: mass spec data of transfections A, G and H

A

W

1.5uM (10*dill) A 5U pgnase o.n. 37C 6*exch 150mM Ac ph&.5
09-09-2010_A_native 29 (1.018) Sm (SG, 2x5.00); Cm (2:38)

TOF MS ES+
100 F24 _ % 9.05¢3
] 6105.024 A 23256.77:0.69
B 34604.72:0.19
F23 c 73301.19£9.72
F25 _ 6370.330 D:  144730.31+15.96
5861.102 E: 144822.30£23.36
F: 146503.17+7.50
] F26
5635.943 F22
N 6659.983
7
Fa1 F21
B11 5427612 6977.190
3146.884 3 7
o N l N |
U T 1 T ! T U T 1 T 1 T U T U T 1 T T T m,z
1000 2000 3000 4000 5000 6000 7000 8000 9000 10000 11000
5%FA_10"dil
16-09-2010_A_den 4 (0.139) Sm (SG, 2x15.00); Cm (2:51) TOF MS ES+
B43 3733
100+ - _ B42 :
3407.954 | i A: 23258.06+0.71
3489.155 B:  146505.80£9.64
_ B#
B45 3574.246
3256528
[
B46 3661:3 ggs
<l S18.635 [ 3757.560
B34
B47 _ [ 4310.081 56?625389
35114197 987 9 s
5862.243
290,658 437 655 6382.715
572.980 L L P
/7
. \ [
T T T T I ) T T T T T T T T T T T T T T T T miz
1000 2000 3000 4000 5000 6000 7000 8000 9000 10000 11000
MF1025
G Construct 4: K392D I I F
D399K
K409D
2.2 uM (5*dill) G 6*exch in 50mM amAc pH7.5 5U pgnase 37on
2010-10-04_G_native_A 21 (0.736) Sm (SG, 2x5.00); Cm (1:30) TOF MS ES+
c23 _ .lf 1.43e3
100+ 6265 69 A 34611.2511.58
B 46592.18+2.03
6003.83 - C:  144086.98:6.94
57 3
e D:  145741.16£21.0
/7
aQ.
C25
A1
3147.50 5764.60 c21
A12 o6 6862.25
3587.70
£89.24 2885.33 5642.91
0 I| T | l " | .
U 1 U T 1 T U T T U 1 1 1 T m,Z
1000 2000 3000 4000 5000 6000 7000 8000 9000 10000 11000
5%FA_10"dil_150V
21-09-2010_G1_den 27 (0.945) Sm (Mn, 2x2.00); Cm (17:73) TOF MS ES+
ca5 _ 864
100 300125~ C44 A 23260.7613.38
3274.06 @ B:  46587.4413.12
CAT ||| _ c43 C: 144018.1417.13
3065 1{ 3350.23
_ C38
c48 3790.98
ES 3001 2( _ C36
c49 4001.51
2940.11 ~ C35 26
587.01 N AN5.92 - ge4058
oot C50;2881 2{ 4/502_13 _5763.50
| (L e
| I
Lol ! T 1 T U T 1 T U T 1 1 T nvz
1000 2000 3000 4000 5000 6000 7000 8000 9000 10000 11000



MF1122 .
Construct 5: E356K v
H E357K Ii
K439D
K370D

2.2 uM (5*dill) H 6*exch in 50mM amAc pH7.5 5U pgnase 37on

2010-10-04_H_native 11 (0.388) Sm (SG, 2x5.00); Cm (1:25)
100-

D24

6028.18 |

D25
5787.04
N\

5/33

-

_ D23 A
6290.29 B:
c
D
D22 =
6576.31 E
7 G:
H

|
D21 J

TOF MS ES+
1.27e4
23260.27+1.12
34609.9811.62
143015.56116.69
144655.9115.67
146105.6345.98
146273.77£3.70
146428 89:6.13
147712.47+16.57
147882.099.17
148030.7243.61

1000 2000 3000 4000 5000 6000 7000 8000 9000 10000 11000
5%FA_10"dil_150V
21-09-2010_H_den 12 (0.420) Sm (Mn, 2x2.00); Cm (7:53) TOF MS ES+
B4 _ 2.40e3
bt 3288.21,| _ B43 A: 23258.08+3.99
3364.74 B:  144646.72+15.20
B46 _ '|?
314519 B41
B47 _ 3528.79
3078.35 _ B37
L B48 _ 3910.29
3014.26 B35 B26
4133.85
" 2693.85 ] e
' l _6030.45
0 A h L, |
LN AL LAEE REELS EEEAN LALEN LELES RAALY EELAN EAEES REEAA REEY ILEES RAMALE EEARS LELED RELEN RIEEE EAEEY FALEN LELEY EELLE ) ™ m/z
1000 2000 3000 4000 5000 6000 7000 8000 9000 10000 11000



Figure 5

6/33

MF1025 MF1337 <
Construct 4: K392D WT - -
D399K
K409D
‘.]J’ .]. ?
ca 2uM (5"dill) M 5U PGNase 370.n. 6"exch c150mM Amac pH7.5
2010-08-31_M_native 23 (0.807) Sm (SG, 25.00); Cm (1:37) TOF MS ES+
F24 _ 7.71e3
1007 6105.86 A 23259.09:0.59
B:  34608.51:0.30
C: 46586.49+1.51
D: 144030.11£2.49
023 E:  145275.2547.96
6263.10 F: 146518.23:8.54
D25
5762.11 23
£26 637173
5636.38
" R N
D22
6548.02
D26
5540.65
N\
B11
B12 F21 _ .
52214 2685.07 auares 6427.69 l b
d
N | . ol
T AR B e A T T T LR e Az T T T T
2010-08-31_M_dena 37 (1.298) Sm (SG, 2x5.00); Cm (1:40) < TOF MS ES+
100+ _ Fad 482
F45 _ 73331.08 A 8604.53:1.11
3257.00 B 23261.860.91
. F43 C: 49070.58:27.62
3118.49 | 3408.46 D. 144034.9248.46
E: 145281.44111.26
Fas _ 2 F 146521841909
3053.53 3489.82
F41
F50 _ 3574.86
2931.33 I
& F40
F51
T 3664.19
503.17 273.9 D38;3791.42 I i 576646
7
F53 D36 6008.29
2765.55 4002.06 5541.90
| 50415 F55,2664.97 - ‘]J’ .
[ 52722 B10;F63;2327.20 4237.60 5335.34
_4502.83 6270.19
o oA A;LLLL Aot e
500 1000 1500 2000 2500 3000 3500 4000 4500 5000 5500 6000 6500 7000 7500
MF1122 MF1337 -
Construct 5: E356K WT ‘u
E357K s
K439D
K370D
SR_2011-01-21_U_nat 44 (1.542) Sm (Mn, 2x2.00); Cm (1:54) TOF MS ES+
100 D25 _ _ G25 1.73e4
7 5786.69 5861.73 A 23380.810.37
17310 17259 B:  34611.8420.8¢
C 144399.8414 8(
626;5636.29;14326 D:  144642.53:2.81
E:  145598.6116.7%
F:  146286.42+3.8(
G:  146521.6943.3
. D24
6027.87 ‘«
9942
7
LIS
G27
5427.76
5209
N
D23
6289.83
’ B11 2295
B12 G28
2885.28 31;532"'3 523387 {
934 667 %
o . L1 i .
B e L AAAM Lass st A L e s L B L L e A
SR_2011-01-21_U_den 1 (0.039) Sm (Mn, 2x2.00); Cm (1:54) TOF MS ES+
B27 _ 2.12e4
1004 535778 _ B2 A 144463.3610.04
21153 5563.83 B:  144635.0045.4¢
20429 C: 145573.1946.1€
D:  145575.5244.2¢
E: 146509.44£2.8C
B37
3910.0
B39 44
3709.58
I 12317, 1239
£ r N s
= B43 _
3364.60
9802
B45:3215.08:5325
B46 _
3145.22
1732.44 2115.50 3598 61;2331
954 1060
mz




Figure 6:

7/33

MF1122 MF1337 | MF1025
Construct 5: E356K| wt Construct4: k3920 | % -
E357K D399K 5 8
k439D k409D
K370D
2.32 uM "exch in150mM Amac pH7.5 5U Pgnase 370.n \‘
2010-09-28_AB_O_native 72 (2.522) Sm (SG, 2x5.00); Cm (2:86) TOF MS ES+
124 _ 9.61e3
1004 6105.96 123 A 23259.83:1.36
637147 B:  34608.23:0.60
C: 46588.4410.24
D 14403231587
E: 144649884847
F: 144825.84117.30
15 G 145284.8119.94
it H: 145602.09:8.17
BOe1.86 I 146525.1429.15
" = 1 I F 122
6661.07
126
5636.40
nf i
- 5 3121
127 3
313;120 5428.17 6978.24
c — ‘l T T T T T T T T . T L T AI T T T T T T T T T T AI T T
2010-09-29_AB_O_dena_B 3 (0.110) Sm (SG, 2x5.00); Cm (2:73) < TOF MS ES+
1001 e A 23259 ;363%
318617 | : 7340,
3256.96 B 34609.0841.08
ol C: 144029.73£10.02
G438 3330.97 D 144641.5927.37
3053.35 E:  145278.00+12.96
c43 F:  145589.28+14.16
G49 3350.58 G:  146517.5047.40
2991.19 _ o2
3430.37
G50
2931 3{ _ ca1 ‘.lf
o 3513.91
G51 C40
2873.84 3602.00
- C37:3893.84
A0 276540 — C36
22704 4001.90 554210 576545
AN _ CH B
03.03 A4 211551 4237.71 5336.24 6006.81
681.22 Te62.42 i 6266.46
L 1 1 o J S o I L
0 A B B L B A B B AL B L B LI B AL B AL B nn LS B s sl 172
500 1000 1500 2000 2500 3000 3500 4000 4500 5000 5500 6000 6500 7000 7500



Figure 8:

2x dil. PB1886p05 native

10/33

1007
Rt L I\
A) Native MS f fecti le ZO (T366K/L351'D
) Native spectrum of transfection sample ZO ( )
2x dil. PB1886p05 native
T«
"see0 | 6000 | 6010 | 6020 | 6030 | 6040 | 6050 | 6060 | 6070 6080 "Tet00 "Teta0 | 6140 | 61s0 | 6160 | 6170 | 6180 | 61s0 | 6200 | 6210 | 6220 | 6230 = 6240 | 6250

B) Convoluted MS spectrum of transfection sample ZO (T366K/L351’D). The second/main peak
represents the bispecific molecule.
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