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+ 181 compounds were evaluated for their inhibitory activity against GAB-based AP aggregation

(ThT assay). Several compounds exhibited potent activity similar to that of the parent
compound.

87 compounds with the inhibitory activity in ThT assay were evaluated using
immunoprecipitation with anti-GAB mouse monoclonal antibody (4396C) and GAB. Among
them, 16 compounds showed inhibitory activity and three compounds inhibited potently the
binding of 4396C to GAB in a dose-dependent manner.

- We examined to construct a novel plate-base system using two types of anti-GAB rabbit
monoclonal antibodies (antibody A, antibody B) and AlphaScreen technology. Although
reasonable signal intensity was obtained by using the antibody B, it was found that the
nonspecific signal was hard to eliminate from the desired intensity.

- Alternatively, we attempted to construct an evaluation system based on intracellular signal of
cytotoxicity induced by B-amyloid aggregation. In SH-SY5Y cells differentiated into neuron-
like cells, phosphorylation of molecule X involved in survival signal was decreased by the
addition of AB42, while phosphorylation of molecule Y inducing cell death signal was increased.

Optimization of assay condition is currently on-going.
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New derivatives of NCGG213790, which was discovered through the evaluation of the
inhibitory activity for the GAB-dependent amyloid fibril formation, were synthesized and
evaluated for their anti-fibril activity (216 compounds were evaluated).

As a result of the first-screening of a 4 structurally different types of compounds, several
screening hits were obtained, which exhibited comparable to or somewhat superior

GAB-dependent amyloid fibril formation inhibitory activity.
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We performed stable-isotope-assisted NMR analysis in order to obtain structural

information regarding antigen recognition by 4396C antibody, which specifically binds to

GM1-AB complex.
Spectral perturbations were observed for two hydrophobic segments of AB upon titration

with 4396C indicating potential epitope of AB.
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