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anti-tumor response superior to monospecific antibodies
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Figure S1. Structure of RUBYE bsAb and binding of RUBYE bsAb to their various antigen
targets as measured by ELISA. (A) Chain 1 consists of the IgG heavy chain (dark green and grey), a
short polypeptide linker and the light chain of the additional Fab fragment (light turquoise), chain 2 is
a light chain (light green) that binds to the VH and CH1 domains of the 1gG part and chain 3 is a short
heavy chain (dark turquoise) that binds to the light chain appended to the 1gG. (B) Dual ELISA
showing simultaneous binding of CD40XxEpCAM RUBYE bsAb to its respective antigen targets.
ELISA plates were coated with human CD40, bsAb was added followed by detection using
biotinylated EpCAM. (C) Dual ELISA showing simultaneous binding of CD40xCEA RUBY E bsAb
to its respective antigen targets. ELISA plates were coated with human CEACAMS5, bsAb was added
followed by detection using biotinylated CD40. (D) Mono ELISA showing binding of GFPXEpCAM
control RUBY E bsAb to human EpCAM. ELISA plates were coated with human EpCAM, bsAb was
added followed by detection using goat anti human-kappa light chain-HRP. (E) Mono ELISA showing
binding of cynoCEAXCD40 RUBYE bsAb to human CD40. ELISA plates were coated with human
CD40 followed by addition of cynoCEAXCD40 RUBYE bsAb and detection using goat anti
human-kappa light chain-HRP. (F). Mono ELISA showing binding of cynoCEAXCD40 RUBYE
bsAb to human CEACAMS. ELISA plates were coated with human CEA followed by addition of
cynoCEAXCD40 RUBYE bsAb and detection using goat anti human-kappa light chain-HRP. In
summary, Bispecific antibodies were successfully generated in the RUBY Eformat and the generated
bsAbs displayed good binding to their respective antigen targets as illustrated by the ELISA binding
evaluations.
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