	Tasks
	Estimated completion date
	Status Update

	1: Testing the freeze-thaw cycle on enzyme activity

-Compare two in-house batches, Thaw from -80, do activity assay,   freeze the enzyme for 1 hours and thaw again to do the activity 

     500 uM NAD, 250 uM p53, 30 min reaction, 10 U/Rxn (4Rxn)
2: Prepare FdL/Honokiol report
3: Repeat the experiment (#2) with p53 (30 min reaction)
  3a: 100 uM NAD, 10 uM P53
         W/O DMSO, with DMSO, with 10 uM Honokiol (3Rxn)
  3b: 100 uM NAD, 50 uM P53

         W/O DMSO, with DMSO, with 10 uM Honokiol (3Rxn)
  3c: 100 uM NAD, 100 uM P53

         W/O DMSO, with DMSO, with 10 uM Honokiol (3Rxn)

	6-6-2016

	Done
Done



	Endpoint assays (two time points; 5 and 30 min, 10U/rxn)
4: Assay non-saturating NAD & saturating peptide
   4a: 100 uM NAD, 600 uM p53, 1% DMSO (2rxn)
   4b: 100 uM NAD, 600 uM p53, 10 uM Honokiol (2rxn)
5: Assay non-saturating peptide & saturating NAD

   5a: 2 mM NAD, 50 uM p53, 1% DMSO (2rxn)
   5b: 2 mM NAD, 50 uM p53, 10 uM Honokiol (2rxn)

	6-10-2016
	Done

	Endpoint assays (two time points; 5 and 30 min, 10U/rxn)

6: Assay non-saturating NAD & saturating peptide

   6a: 100 uM NAD, 600 uM AseCS2, 1% DMSO (2rxn)
   6b: 100 uM NAD, 600 uM AseCS2, 10 uM Honokiol (2rxn)
7: Assay non-saturating peptide & saturating NAD

   7a: 2 mM NAD, 50 uM AseCS2, 1% DMSO (2rxn)
   7b: 2 mM NAD, 50 uM AseCS2, 10 uM Honokiol (2rxn)

	6-16-2016
	Done

	8: Assay with different concentration of AceCS2 peptide

Saturating NAD+ and 1, 5, and 10 uM AceCS2 peptide (12 Rxn)
	6-24-2016
	Done (further optimization is on hold, plan is posted on wiki)

	9: Assay of Sirt3 with MnSOD-K122 peptide, Enzo Sirt3 5U/Rxn
9a) Saturating NAD with 5 and 10 uM K-122 MnSOD
9b) Un-saturating NAD (100 uM) with 5 and 10 uM K-122 MnSOD
If 5U/rxn doesn’t work, then move to-

Assay of Sirt3 with MnSOD-K122 peptide, Enzo Sirt3 10U/Rxn

9c) Saturating NAD with 5 and 10 uM K-122 MnSOD

9d) Un-saturating NAD (100 uM) with 50 and 250 uM K-122 MnSOD 


	7-5-2016
	

	10: Assay with Different concentration of Honokiol  
Condition will be based on #9, but a range of Honokiol will be chosen e.g. 10, 50, 100, 200 uM

2mM NAD, K-122 MnSOD [peptide] will be based on #9

10a) with DMSO and with Honokiol (6 Rxn)

100 uM NAD, K-122 MnSOD [peptide] will be based on #9
10c) with DMSO and with Honokiol (6 Rxn)


	7-8-2016 
(tentative date, may change based on #9 results)


	

	Initial rate with 5% DMSO (K-122-MnSOD and in-house enzyme)
11: Initial rate ; saturating NAD (84 rxn)
   11a: 2 mM NAD

           25, 50, 100, 300, 500, 600, 1000 uM peptide
          Time: 5, 10, 20, 40, 80, 160 min

   11b: with 5% DMSO 
         2 mM NAD

         25, 50, 100, 300, 500, 600, 1000 uM peptide

         Time: 5, 10, 20, 40, 80, 160 min

12: Initial rate with saturating peptide (84 rxn)
   12a: 600 uM K-122 MnSOD

           100, 200, 400, 600, 800, 1200, 2000 uM NAD

           Time: 5, 10, 20, 40, 80, 160 min

   12b: with 5% DMSO

          600 uM K-122 MnSOD

          100, 200, 400, 600, 800, 1200, 2000 uM NAD

          Time: 5, 10, 20, 40, 80, 160 min

13: Initial rate with Honokiol (in 5% DMSO)
   13a: Initial rate with saturating peptide

         600 uM K-122 MnSOD

         100, 200, 400, 600, 800, 1200, 2000 uM NAD

          Time: 5, 10, 20, 40, 80, 160 min

   13b: with Honokiol (concentration of HNK TBD, based on #10)
          600 uM K-122 MnSOD

          100, 200, 400, 600, 800, 1200, 2000 uM NAD

          Time: 5, 10, 20, 40, 80, 160 min

14: Initial rate ; saturating NAD (84 rxn)
   14a: Initial rate with saturating NAD

           2 mM NAD

           25, 50, 100, 300, 500, 600, 1000 uM peptide

          Time: 5, 10, 20, 40, 80, 160 min

   14b: with Honokiol (concentration of HNK TBD, based on #10)
         2 mM NAD

         25, 50, 100, 300, 500, 600, 1000 uM peptide

          Time: 5, 10, 20, 40, 80, 160 min


	7-27-2016
(If using both HPLC at the same time; either experiment can be run on either HPLC). 

8-16-2016

(If using both HPLC at the same time; either experiment can be run on either HPLC). 


	It will be advisable to do saturating peptide initial rate expts (no honokiol) before saturating nad.

Also it may be advisable to do initial rate in presence of honokiol and saturating peptide directly after the above.



