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VHH antibodies can be mass-produced more cheaply than conventional IgG antibodies, and
are attracting attention as next-generation biopharmaceuticals. VHH antibodies have retained
disulfide bond, and a previous study' reported that the oxidized and reduced forms can be
separated by high-performance liquid chromatography. In this study, we evaluated the disulfide
bond formation rate and the progress of the reduction reaction in anti-EGFR-VHH antibodies
by HPLC, with an eye toward the applicability of chemical modification targeting disulfide
bond.

When anti-EGFR-VHH antibodies were analyzed by reversed phase HPLC, only one peak
was confirmed. This result suggests that the antibody may exist mainly in the oxidized form,
but since no change was observed in the retention time or peak area even when the reducing
agent TCEP was added, it is possible that the reduction reaction was insufficient or that the
HPLC elution conditions were inappropriate, preventing the separation of the oxidized and
reduced forms. Future challenges include optimizing the elution conditions and examining
conditions to ensure the reduction reaction proceeds.
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