	Tasks
	Estimated completion date or time
	Status Update

	1) Order reagents, peptide substrate etc. except radioactive NAM
	4 days
	Done

	2) Transfer HPLC to radioactive room, assemble fraction collector, reprogram the fraction collector, and test the HPLC for proper functioning.
	2 weeks
	Done

	3) Test the HPLC, performance of column with non-radioactive compounds (NAD, NAM, different peptides); get the idea of different peaks and concentration relationship, retention time etc. 
	1-2 weeks 

	

	4a) Order radioactive C14-NAM
4b) Calibrate scintillation counter with radioactive material
	1-2 weeks
	4a- Done

	5) Purify protein for pilot experiment, characterization of purified protein.


	1-2 weeks
	Sudipto will take over

	6a) Assay development, standardization, and data analysis

6b) Run in-house Sirt3 (10 and 20 uL) on the column

6c) Run buffer, blank run
6d) Run 3 reactions with in-house enzyme with different conc of peptide

	4-6 weeks
This section (6b-e) will be completed by 2/8/2016
	6a-mostly done
6b-e completed (on time)

	
	
	

	7) Dose response curve for DHP2c

7a) in assay buffer with Enzo  Sirt3
[DHP2c]: 0, 10, 25, 50, 75, 100 uM

[NAD]: 1.5 mM, Enzo peptide: 100 uM

Total 8 reactions (including Buffer and Blank)
7b) in 1% DMSO with Enzo Sirt3
Run buffer and blank with 1% DMSO

[DHP2c]: 0.5, 1, 2 mM

Total 5 reactions
 (10-12U/rxn) Enzo Sirt3; First I will do upto 75 uM then decide if 100 uM can be done, since my stock solution will be 100 uM.
	7a) complete by 2/18/2016
7b-c) complete by 2/23/2016
	

	8) Dose response assay with p53 peptide

8a) run 800, 1000, 1200, pmoles deacetylated p53 peptide (to get detection limit)
8b) Test reaction in 150 uL volume-
[NAD]: 1.5 mM, FdL/p53 peptide: 100 uM
Enzo Sirt3 enzyme. This task is moved here because we don’t have bigger loop. Scott doesn’t have, so I am in the process of ordering it. Turn-around time is ~2 weeks. I am not committing a time for this because, literally I do not know what optimization is needed for this. Flow rate is one but changing flow rate will need to reconsider the HPLC program. E.g. this will change the mobile phase composition, and then I have to work around this.
Depending upon the 8b results, we decide if we use in-house or Enzo enzyme. Since task 7 is Enzo Sirt3-FdL combination, 8b will help in choosing enzyme (in-house or Enzo Sirt3) if the whole idea is to test the different peptide with DHP2c in similar reaction.
8c) with DHP2c in assay buffer/Enzo Sirt3 or in-house enzyme (to be decided after 8b)
[DHP2c]: 0, 10, 25, 50, 75, 100 uM

[NAD]: 1.5 mM, p53 peptide: 100 uM
Total 8 reactions (including Buffer and Blank)

	8a-b) complete by 2/24/2016
8c) complete by 3/1/2016


	

	9) Initial rate kinetics with in-house Sirt3 and Enzo peptide
9a) without DHP2c

Six different concentrations of NAD+ (50, 100, 200, 400, 600, 1200 uM)
Five different time points (to be decided with previous experience)

Total 30 reactions.

9b) with 25 uM DHP2c

Six different concentrations of NAD+ (50, 100, 200, 400, 600, 1200 uM) with 25 uM DHP2c in each.

Five different time points (same time points as in 9a)

Total 30 reactions.

For time point calculations, get XG’s data e.g. see how much product she got in 10 min, 20 min 30 min or in 1 hour. This will help to determine if signal is detectable on HPLC or not.


	9a) completed by 3/10/2016
9b) completed by 3/21/2016
	

	
	
	


