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Antigen-dependent Enhancement of T-cell Activation
by HER2 x CD137 and EphA2 x CD137 DART Molecules

EphA2 x CD137 DART Induces EphA2-dependent
Increase in the CD8 Memory T-cell Subsets
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responses assessed using a NF-xB luciferase reporter
cell line expressing CD137/. Costimulatory activity was

bispecific DART proteins were designed to potentially limit
CD137 activation to the tumor microenvironment
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HER2 x CD137 (A) or EphA2 x CD137 (B) DART binding titration on tumor target cell lines expressing either
HER2 or EphA2, or primary activated T cells expressing CD137, determined by flow cytometry analysis.

HER2 x CD137 or EphA2 x CD137 DART was constructed with anti-CD137 variable region together with either
anti-HER2 or anti-EphA2 variable regions.

Concentration (nM)

(HER2") cells or in the absence of target cells following a 72-h culture under suboptimal stimulation condition.

B. IFN-y production by T cells treated with EphA2 x CD137 DART or monospecific EphA2 x Control DART in the
presence of Hs700T (EphA2*) cells or EphA2-neg Hs700T/EphA2 KO cells. The EphA2 experiment did not have
“no tumor target cells” panel following a 72-h culture under suboptimal stimulation condition. The DART
concentration evaluated was 0.1 pg/mL.
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immunotherapy, while limiting systemic T-cell activation
and related side effects.

reagent (right panel).

B. CD137 reporter assay (Jurkat-NF-xB-Luc) containing either no crosslinking reagent (left panel) or 4 x ahFc crosslinking
reagent (right panel). The luminescent signal (RLU) was used to as a relative measure of CD137 pathway activation.
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Induction of proliferation of CFSE-labeled human T cells by HER2 x CD137 DART under suboptimal stimulation
condition in the co-cultures containing N87 (HER2***) cells or containing no tumor target cells. The DART
concentration tested was 0.1 pg/mL.

(HER2***) or MCF-7 (HER2*) cells for 4 days under suboptimal stimulation condition and in the presence of
HER2 x CD137 DART or monospecific control DART for HER2 (HER2 x Control) or CD137 (Control x CD137).
The DART concentration tested was 0.1 pyg/mL.
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