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Supplementary Figure 1. Stability of bsIgG1-EGFrxCD20 in different buffers as analyzed by 

HP-SEC. Percentage of multimers (solid line) and fragments (dotted line) for bsIgG1-

EGFRxCD20 upon storage during 6 months at 5°C (A) and 25°C (B). The PBS pH 6.0 

formulation was prepared by titrating the PBS pH 7.4 batch with HCl. This procedure induced 

multimer formation, resulting in an increased start level of multimers of the bispecific material in 

PBS pH 6.0, but remaining constant during the course of the stability study. Also for the other 

formulations, the percentage of multimer did not change for either storage temperature. 

Fragmentation was slightly increased in PBS pH 7.4 at 25°C, whereas no detectable 

fragmentation could be observed in the remaining buffers. 
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Supplementary Figure 2. Stability of bsIgG1-EGFrxCD20 for 6 months in different buffers as 

analyzed by non-reduced CE-SDS (A) and reduced CE-SDS (B). System peaks (Xsys), lower 

marker (LM), intact (LHHL), light chain (L), heavy chain (H), half molecule (HL) and molecular 

weights markers (kDa) are indicated. The band patterns at t=0 for the bispecific material in the 

different formulations (data not shown) were comparable to the patterns observed after storage 

for t=6 months at 5°C; The percentage of intact IgG was 97±1% under these conditions and the 

sum of the percentages of Heavy chain + Light chain under reduced conditions was 99±1%. 

The temperature increase to 25°C induced fragmentation and the formation of additional bands 

on reduced CE-SDS, with the lowest impact for the material in the PBS pH 6.0 formulation. 

 

 

 

 



 

 

 

 

 

 

 

Supplementary Figure 3. Stability of bsIgG1-EGFRxCD20 in different buffers as measured by 

CIEX. Percentage of Acidic peaks (solid line) and Basic peaks (dotted line) for bsIgG1-

EGFrxCD20 upon storage during 6 months at 5°C (A) and 25°C (B). No significant change in 

charged isoform distribution was observed upon storage at 5°C for 6 months. The higher 

temperature of 25°C induced an increase in the percentage of acidic peaks probably due to 

deamidation of the material. The deamidation rate was reduced in buffers with slightly acidic pH 

compared to PBS pH 7.4 buffer. 
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