SI preparation for standard curve
· The purpose of Standard curve 
· Correlation AFU vs. [substrate]
· Precise value for model fitting   
· The misleading by using wrong standard curve
· Standard curve in assay buffer does not represent the real experimental behavior.
· The component of reaction solution influence the outcome
· NAD+
· Show comparison of Standard curve in only assay buffer and in the presence of NAD+
· DMSO 
· Show comparison of Standard curve in the presence of 0.5% and 5% DMSO
· When testing small molecule, the physio-chemical properties of the chemicals influence the outcome
· DHP1c
· Emit light at 450nm which in the range of fluor de lys fluorophore working range. Then interfere the outcome 
· Show comparison of Standard curve in the presence of different concentration of DHP1c in 5% DMSO 
· The effects of solubility of drug candidates on standard curve linearity. 
· Inter-day variation 
· Introduction of other assays (most focus will be on SIRTainty assay) in the market. Briefly 
· Working Mechanism
· [bookmark: _GoBack]To perform the SIRTainty assay, a sirtuin enzume, b-NAD, acetylated peptide substrate, test compound, and nicotinamidase enzyme are combined and incubated for 30 minutes. During this time the acetylated peptide substrate is aceted upon by the sirtuin enzyme to produce NAM. In a secondary reaction, the nicotinamidase enzyme converts the nicotinamide into nicotinic acid and NH3+ (free ammonia). To generate a signal for readout, a proprietary developer reagent is added and the signal is read using a fluorescent plate reader.

· Advantages
· The SIRTainty approach eliminates artifacts due to resveratrol and potential interference of enzymesubstrate interactions due to the presence of bulky fluorophores. Unlike other sirtuin assays that utilize a fluorescently tagged acetylated peptide substrate, the SIRTainty assay employs an untagged acetylated peptide substrate. This approach not only enzbles unparalleled flexibility in your choice of sirtuin isoform and peptide substrate, but also helps avoid potential artifacts attributed to the use of a fluorescently labeled substrate.
· 
· 
· Disadvantages
· Why we do not use it

· Closing remark: a systematic standard curves were done and used for correctly and accurately represent the data from fluor de Lys drug discover kit.
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