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Figure 1:

Fab-2x dsscFv formats and Fab-dsscFv-dsFv format

Fab#2-(LC)-dsscFv#3-(HC)-dsscFv#4

Fab-(HC)dsscFv-(LC)dsFv

Fab-(HC)dsFv-(LC)dsscFv
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Figure 2:

SDS-PAGE analysis of protein G-purified, HEK293-expressed Fab-1xdsscFv, 1xscFv
and Fab-2xdsscFv proteins
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Figure 3: G000 SE HPLC analysis of protein G-purified, HEK293-expressed Fab-1xdsseFy,
IxscFv and Fab-2xdsscFv proteins

1. Fab#2 HC-dsHLA#3 LC-HL#4: 86% monomer 2. Fab#2 HC-dsHLAS LO-dsHLHS: 89%
monomer
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3, Fab#2 HC-dsHLA#3 LC-LH: 84% monomer 4. Fab#2 HC-dsHL#Y LC-dsLH#4: 83%,
monomer
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8. Fab#2 LC-dsHL#3 HC-HL#4: 85% monomer 6. Fab#2 LO-dsHL#I HO-dsHL#4: 889,
monomer
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Figure 3 continuved

7. Fab#2 LC-dsHL#E3 HC-LH#4: 88% monomer 8. Fab#2 LC-dsHLE3 HC-dsLH#4: 83%
monomer
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Figure 4: 8DS-PAGE analysis of purified, HEK293-expressed Fab-2xdsscFv#3 proteins
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Figure 5: 8200 SE HPLC analysis of purified, HEK293-expressed Fab-2xdsscFv#3 proteins

Figure 6: SDS-PAGE analysis of protein G-purified, HEK293 expressed Fab#2-
(HC)dsscFv#3-(LC) dsscFv#l and Fab#2-(HC)dsscFv#3-(LC)dsFv#l (LC-vL

linked) proteins
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reduced reduced
2. Fab#2-(HC)dsscFv#3-(LC)dsscFv#1, non- 2. Fab#2-(HC)dsscFv#3-(LC)dsFv#1, non-
reduced reduced
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Figure 6 Continued

Fab-{HC)dsscFy-{LC)dsseFy Fab-{HC)dsscFv-{LC)dsFv

Figure 7: G3000 SE HPLC analysis of protein G-purified, HEK293 expressed Fab#2-
(HC)dsscFv#3-(LC)dsscFv#l and Fab#2-(HC)dsscFv#3-(LC)dsFv#l (LC-vL linked)

proteins
Fab#2-(HC)dsscFv#3-(LC)dsFv#1: 91% monomer

Fab#2-(HC)dsscFv#3-(LC)dsscFv#1: 30% monomer
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Figure 8 SDS-PAGE Analysis under Reducing Conditions
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M: Mark12 protein standard (Life Technologies)
1. Fab#2-(LC)dsHLscFv#3,(HC)HLscFv#4

2. Fab#2-(LC)dsHLscFv#3,(HC)dsHLscFv#4

3. Fab#2-(LC)dsHLscFv#3,(HC)LHscFv#4

4. Fab#2-(LC)dsHLscFv#3,(HC)dsLHscFv#4
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