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Summary
The On target effect of Chb-M’ was successfully confirmed through (1) DNA Binding ELISA and the
off target effects were evaluated and analyzed through (2) Kinase profiling analysis and (3)
Receptor Assay. The biomarkers “A” signal cascade and its effector “Y” and “Z” were isolated
from the experiments 173, and the positive correlation between pan RUNX expression and “Z
expression was confirmed through TCGA analysis. It was confirmed that Chb-M’ had actual on—target
function as RUNX inhibitor, and the optimization of Chb-M’ maybe the next step for promoting

clinical applications.

Outcome

(1) DNA Binding ELISA showed that not Chb-M, but Chb-M effectively inhibited the RUNX1 binding to
RUNX consensus (TGTGGT), and the reporter assay showed Chb-M’ also effectively inhibited the
RUNX1 target gene promotor activity, suggesting that Chb-M’ on-target effects involved RUNX1
inhibition.

(2) Kinase profiling analysis; 50% inhibition of any kinase was not seen at a certain prescribed
density or less

(3) Receptor Assay; 50% inhibition of any receptor was not seen at a certain prescribed density or
less.

(4) The isolation of biomarkers; “A” signal cascade and its effector “Y” and “Z” as candidates
of biomarkers, were isolated from the experiments 173, and the positive correlation between pan
RUNX expression and “Z expression was confirmed through TCGA analysis

(5) Cell panel test, NGS test (RNA-Sequence); Gene “Z” was isolated as a strong biomarker for Chb-—
-

(6) Chb-M’ and Chb-M(succeeding candidate compound) were successfully provided by partaker (Prof.
Hiroshi Sugiyama)

(7) The examination designs for promoting clinical application were successfully provided by Set up
company.

Significance

Through the experiments performed by CROs and our labs, It was confirmed that Chb-M’ had actual
on—target function as RUNX inhibitor, and the optimization of Chb-M’ maybe the next step for

promoting clinical applications.
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