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Fig. 3 Determination of CoASH by fluorescence (a) and Optical density (b)
Different concentration CoOASH(6.25~ 200 pwmol/L) was reacted with OPA (a) or DTNB (b) as described in Materials and Methods and fluorescence

or A was measured. Data are x + s (n=3).
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Fig. 4 HAT activity of rat liver crude lysate
Released CoASH were measured fluorescently without (HAT1) or with
TCA precipitation (HAT2) after HAT reaction. A control was present
by TCA precipitation before the reaction. Data are x + s(n=3). ™P <
0.001 s control.
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Fig. 5 Effect of Curcumin on the CoASH
converted fluorescence
CoASH was incubated with Curcumin and fluorescence was measured
after OPA reaction. Data are x + s(n=3). e—e: 150 umol/L; A—A:
75 wmol/L; m—m: 37.5 wmol/L.
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Fig. 6 Effect of Curcumin on the protein
converted fluorescence background
Protein from rat liver crude lysate was incubated with Curcumin and

fluorescence was measured after OPA reaction. Data are x + s(n=3).
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Fig. 7 Dose-response curve of Curcumin
on HAT inhibition
HAT activity was assayed in the presence of different concentrations of
Curcumin (The protein was precipitation by 0.6% TCA after HAT
reaction). Data are x + s(n=3).
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A Simple Reliable Fluorescent Assay Method for Histone
Acetyltransferase (HAT) Inhibitors

ZHAO Jin-Yan, YAN Zheng, LIU Zi-Liang, WANG Nan"
(Institute of Materia Medica Chinese Academy of Medical Sciences & Peking Union Medical College, Beijing 100050, China)

Abstract Histone acetyltransferases (HATs) are involved in the regulation of gene transcription in eukaryotic
cells and their inhibitors could be a promising class of drugs due to their ability to modulate transcription and exert
antiviral, anti-inflammatory as well as antioxidant effects. Nonradioactive spectrophotometric HAT assay is an
alternative method to the widespread radioactive assay but suffers from drawbacks as lack of sensitivity and
accuracy. A simple, non-radioactive fluorescent assay that measures the production of CoASH was established by
its facile reaction with O-phthalaldehyde and 2-amino-ethanol. This method gives much higher accuracy compared
to spectrophotometric assay, and allows screening of various compounds with potential HAT inhibition. The novel

assay should be a valuable tool in transcriptional research and especially drug discovery.

Key words histone acetyltransferases(HATs), coenzyme A(CoASH), O-phthalaldehyde(OPA)
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