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released from lysed cancer cells diffuse into neighboring tumor
cells, enhancing therapeutic efficacy—particularly in tumors
with heterogeneous antigen expression.! Despite its
significance, methods for detecting and evaluating the
bystander effect of ADCs remain under development.
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Figure 2. Bystander killing effect of ADCs in the coculture of HER2-
positive and HER2-negative cells. (A) Images show MCF7-GFP (3K
cells/well) cocultured with SKBR3-RFP (6K cells/well) at 0 and 96
hours after treatment with DS8201 and T-DM1 at various

Here, we present two effective methodologies, the in vitro
coculture assay and the conditioned medium transfer assay,?
for monitoring and quantifying the bystander effect of ADCs in
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