Protocol of isoNAM-SIRT1 Relative Activity
(03.25.2014)

The deacetylation activity was measured by using the SIRT1 Fluorimetric Drug Discovery Kit (AK 555, Enzo Life Sciences). This assay system allows detection of a fluorescent signal upon deacetylation of an acetylated substrate peptide, comprising amino acids 379-382 (Arg-His-Lys-LysAc) for SIRT1, when treated with developer. The intensity of fluorescence was measured on a fluorometric microplate reader (Fluoroskan Ascent FL, Thermo LabSystems) with excitation set at 355 nm and emission detection set at 460 nm. 

The samples were divided into four groups
Group 1: Negative control (no enzyme)
Group 2: Positive control
Group 3: Sample with 50 or 100 M NAM
Group 4: Sample with different concentration of isoNAM (0, 0.5, 1, 5, 10, 50, 100, 125, 150, 175, 200, 250, and 300 mM) in the presence of either 50 uM or 100 uM NAM.

The reaction was triggered by the addition of SIRT1. The reaction were incubated for 40 min at 37oC in a 50 ul reaction volume containing 50 mM Tris/Cl (pH=8), 137 mM NaCl, and 100 uM fluorolabeled peptide substrate.

Solution preparations:
(1) Desirable amount of isoNAM powder (I17451-25G, Lot#: BCBD6627V, Pcode: 101217513, Sigma-Aldrich) was dissolved into assay buffer solution to make 1 M of stock isoNAM solution. The final pH = 8.2.
(2) The other isoNAM working solution was prepared from stock solution. 
(3) NAD+, NAM, substrate peptide, and SIRT1 enzyme working solution were prepared by using assay buffer to maintain the solution pH at 8.   

	 
	Cate. #
	Lot #

	
	
	Jan 18, 2013
	Feb. 7, 2014

	SIRT1
	BML-SE270-0500
	07051108
	10111301

	Substrate peptide
	BML-KI179-0005
	07051110
	10041304

	NAD+
	BML-KI282-0500
	07051111
	02211330

	NAM
	BML-KI283-0500
	07051112
	07051112

	Developer II
	BML-KI176-1250
	10131101
	10041304

	Assay buffer
	BML-KI286-0020
	02081313
	02081313
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