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Figure 5. Table of 48 bispecific antibodies and their analytical characterization. Monomer content was assessed by high performance liquid chromatography
size exclusion chromatography (HPLC-SEC). The monomer peak of each bispecific antibody was identified as the peak with the same retention time as
monospecific control antibodies. Reoxidation was assessed by capillary electrophoresis sodium dodecyl-sulfate (CE-SDS). Reoxidized antibodies were
identified by bands of the corresponding size on non-reducing CE-SDS and the extent of reoxidation determined by the band density relative to other
expected antibody fragments. Intact liquid chromatography mass spectroscopy (LC-MS) was used to confirm the identity of the bispecific antibody and to
determine the presence of homodimers. The expected mass was calculated using the primary sequences of each half antibody component in addition to
expected post-translation modifications. The mass signal was calculated as a percentage of the signal intensity of the desired heterodimer over the total
signal intensity of heterodimer and homodimer species.

homodimers are combined
in equimolar amounts

Similar functional trends were observed for similar formats across
Fab-only and scFv-containing bispecifics.

Figure 7. Schematic of the workflow used to generate 48 bispecific antibodies and their corresponding ZymeLink™ Auristatin ADCs. The
desired corresponding half-antibody components were reduced in a single pot. Following removal of reducing agent, each reaction was
split in half with one portion undergoing oxidation and the other undergoing conjugation. Biophysical and cell-based assays were
performed using high throughput methods for both mAbs and ADCs.

Figure 3. (A) Cartoon of a tumor mass with cells expressing FRa, NaPi2b, both antigens, or neither antigen. (B)
immunohistochemistry staining of FRa and NaPi2b from the same patient sample and same region. (C) Single cell RNA

analysis of treatment-naive high-grade serous ovarian cancer (HGSOC) patient tumor samples.’ References
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