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Compounds are screened against 6H-Flag-Tev-BRPF1 (622-738), 6HisFlag-Tev-BRPF2 (also known as BRD1)
(551-673) or 6His-Flag-Tev-BRPF3 (579-706) protein in dose-response format in a TR-FRET assay measuring
competition between test compound and a synthetic fluorescent ligand. Compounds are titrated from 10mM in
100% DMSO and 100nl transferred to a low volume black 384 well micro titre plate using a Labcyte Echo 555.
A Thermo Scientific Multidrop Combi is used to dispense Sul of 4nM BRPF1, 20nM BRPF2 or 40nM BRPF3
protein respectively in an assay buffer of S0mM HEPES, 150mM NacCl, 5% glycerol, ImM DTT and 1mM
CHAPS, pH 7.4, and in the presence of the appropriate fluorescent ligand concentration (~Kd concentration for
the interaction between protein and ligand). After equilibrating for 30 mins in the dark at rt, the bromodomain
protein:fluorescent ligand interaction is detected using TR-FRET following a 5pl addition of either 3nM
Lanthascreen Elite Tb-anti His antibody for the Alexa 488 ligands, or 3nM europium chelate labelled anti-6His
antibody (Perkin Elmer, W1024, ADO111) for the Alexa 647 ligand, in assay buffer. Time resolved fluorescence
energy transfer (TR-FRET) is then detected on a time-resolved fluorescence laser equipped Perkin Elmer
Envision multimode plate reader using the appropriate protocol (excitation=337nM; emission 1 Alexa
488=495nM; emission 2 Alexa 488=520nM, emission 1 Alexa 647=615nM; emission 2 Alexa 647= 665nM ).
TR-FRET ratio is calculated using the following equation: Ratio=((Acceptor fluorescence at 520 or 665nM) /
(Donor fluorescence at 495 or 615nM)) * 1000. Data are analysed as for the BRD4 assay.
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