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Introduction

Some small molecules can form aggregates in agueous buffer that can interact with
the target protein in a non-specific manner. This may lead to the discovery of false
positives In a hit discovery programme, especially after a high-throughput screening
(HTS) campaign. Dynamic light scattering (DLS)!4, confocal static light scattering
(cSLS)3, nuclear magnetic resonance (NMR)# and B-lactamase assay® are among
the techniques used to identify compound aggregators and their critical aggregation
concentration (CAC). A fluorescence polarisation (FP) assay has been developed to
identify compound aggregators using 5-dodecanoylaminofluorescein (5-DAF, Fig. 1)
as a probe. 5-DAF has been previously used to determine critical micelle Lipophilic tal
concentration (CMC) for detergents.® Fig. 1. Structure of 5-DAF

FP assay overview FP assay in action

Compounds described In the literature as aggregators and non-
aggregatorst? were tested in the FP assay. In addition, a selection of
compounds with unknown aggregation potential was tested too.

Case 1 — Known aggregators
Add assay bUffer Known aggregators (n =4)
200~

Fluorescent head
(fluorescein)

Dispense compounds into wells

? O Chlorpromazine

O Miconazole
+o0 ﬁ A Indirubin
% 100- E 0 V Rottlerin

: : ® < Nicardipine

Add 5-DAF (1pM final assay concentration) 50- o Cotimazat

® 0 9 § § B 5 8
0-

107 106 10-5 104 10-3
Concentration (M)

Fig. 3. Changes in FP as a function of the concentration of known aggregators.
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Conclusion & future work

The FP assay enables rapid determination of compound aggregation and its CAC In a scalable manner suitable for HTS
using standard laboratory equipment. More literature compounds would need to be tested In this assay to better
understand its capabllity and limitation.
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