[bookmark: _GoBack]After every batch of protein purification, following experiments must be done before use.
1. Activity measurements based Enzo’s protocol
a. 100 uM FdL2, 500 uM NAD in HDAC buffer
b. The standard curve will be prepared from AMC free dye.
2. Concentration measurement should be done with Bradford’s method using BSA as standard. (Biorad kit).
3. Run final protein on gel, load 5 ug and 10 ug along with a standard concentration of protein (yet to decide which one, if commercially available).
4. Do following experiments-
R1
[K122] = 600 uM
[NAD] = 3000 uM
Time points = 0, 10, 30, 40, 80, 120 min
5 U/reaction, No repeat
R2
[K122] = 600 uM
[NAD] = 500 uM
Time points = 0, 10, 30, 40, 80, 120 min
5 U/reaction, No repeat
