See page 4 for revised schedule (NAM experiment) (11-18-2016)
	Schedule revised (8-3-2016): 

1: Start date is pending approval of this schedule; 2: Minimum amount of in-house Sirt3 needed 3120 uL (3500 ul) of 1.5U/ul. I want to have some extra Sirt3 at my disposal, just in case I need it during this period. 3: All inter-day repeats.

	Task
	Expected completion date
	Remarks/Status

	PMC-AU1: Determine detectability limit for c-K122-MnSOD peptide (Total: 20 samples)
a) 0.625, 1.25, 2.5, 5, 10 uM of Non-Ac-K122 (5 samples)
b) Repeat one time (with same sample; intra-day) (5 samples)
c) Run #a from fresh sample (5 samples)
d) Repeat one time #c (5 samples)
	Completed by 08-12-16
One HPLC
	AU46
Completed, submitted on 8-12-2016

	PMC-AU2: Estimate saturating [NAD] Total: 30 samples
a) Three reactions with 1, 2, and 3 mM NAD and 600 uM K122-MnSOD, 5U/rxn, 30 min (6 samples)
b) One repeat #a (6 samples)
c) Saturating [NAD] (from #a), 5% DMSO) + [peptide] (from PMC-AU1) to see if other components affect the detection limit. Time: 5 and 30 min, 5U and 10U/Rxn (6 samples)
d) 2x Repeat #c (12 samples)

	Expected to complete by 08-16-2016
One HPLC, [a, b: duplicate, c,d: triplicate] 
	AU47
In-house Enzyme: 

30 x 10U = 300U

Stock: 1.5U/ul

Needed: 200 uL

	PMC-AU3: See the minimum [NAD], and saturating Peptide (600 uM) can be used (endpoint, 30 min, 60 min). All reactions should be done in 5% DMSO (Total 12 samples)
1) 50 uM NAD, 600 uM K122-MnSOD (2 samples)
2) 75 uM NAD, 600 uM K122-MnSOD (2 samples)
3) 100 uM NAD, 600 uM K122-MnSOD (2 samples)
4) One time repeat (6 samples)

	Expected to complete by 08-19-2016
One HPLC, Duplicate
	AU48
In-house Enzyme:

12 x 10U = 120U

Stock: 1.5U/ul

Needed: 80 uL

	PMC-AU4: HNK dose response, [HNK] = 0, 1, 5, 10, 25, 50, 100, 200 uM, Time = TBD (48 Samples)
1) Minimum [NAD], and 600 uM K122 (8 samples)
2) Saturating [NAD] , minimum K122 (8 samples)
3) Two time repeat of each 1 and 2 (32 samples)
Edit: 8-22-2016: Time 30 min but may need to do one more time depending upon results.
	Expected to complete by 08-30-2016
One HPLC, Triplicate
	AU49
In-house Enzyme:

48 x 5U = 240U

Stock: 1.5U/ul

Needed: 160 uL

	PMC-AU5: Determine Km NAD with and w/o 5% DMSO, with Honokiol (270 samples), does not include blanks(6): 
1) Saturating K-122 MnSOD (600 uM), [NAD] = 50, 100, 500, 1000, 3000 uM 
2) Time: 10, 20, 30, 40, 80, 120 min (30 samples)
3) Same reactions with 5% DMSO (30 samples)
4) Same reactions with 200 uM Honokiol in 5% DMSO (30 samples)
5) Two repeats (1,3,4) above to confirm (180 samples)

	Expected to finish by November 4th
Three HPLC, Triplicate
***See detailed (core/optional) schedule on next page***
	AU50
In-house Enzyme: 378 x 5U = 2160U

Stock: 1.5U/ul

Needed: 1440 uL

	PMC-AU6: Method development to resolve NAM peak

Step 1: Method to separate all the components of Sirt3 reaction
a) Changing running buffer compositions (changing Water acetonitrile compositions)

b) Changing HPLC run program

c) Changing different buffer altogether

Step 2: Assess if NAM can be quantified using method from step 1
Run Sirt3 reactions in presence of 600 uM peptide and 
25 uM, uM NAD, 10 and 30 min reaction
50 uM uM NAD, 10 and 30 min reaction

100 uM NAD, 10 and 30 min reaction

1000 uM NAD, 10 and 30 min reaction
	Expected to finish by 

November 11th 

Not successful 
	

	PMC-AU7: Continue PMC-AU5 with optional [NAD] concentrations

1) Saturating K-122 MnSOD (600 uM), [NAD] = 25, 250, 2000 uM 

2) Time: 10, 20, 30, 40, 80, 120 min (18 samples)
3) Same reactions with 5% DMSO (18 samples)
4) Same reactions with 200 uM Honokiol in 5% DMSO (18 samples)
5) Two repeats (1,3, 4) above to confirm (162 samples)

	Expected to finish by Dec 6th
On hold
See page 4 for revised schedule
	


	AU’s core [NAD+]
	XG’s core [NAD+]

	50
	100

	100
	375

	500
	750

	1000
	1500

	3000
	3000

	AU’s optional [NAD+]
	XG’s optional [NAD+]

	25
	50

	250
	

	2000
	


The overlapping concentrations are highlighted in green. 
Core concentrations and optional concentrations- week by week plan, I will be able to -

By October 6th

· Sample run for 50 uM NAD

· Ready with reaction for 100 uM

By October 13th

· Sample run for 100 uM NAD

· Ready with reaction for 500 uM

By October 20th

· Sample run for 500 uM NAD

· Ready with reaction for1000 uM

By October 27th

· Sample run for 1000 uM NAD

· Ready with reaction for 3000 uM

By November 4th

· Sample run for 3000 uM NAD
Added PMC-AU6 on October 28th ( expected to be complete by November 11th)
· Step 1

· Step2
Start initial rate experiments with optional concentrations
By November 21st  
· Sample run for 25 uM NAD

· Ready with reaction 250 uM NAD
By November 29th 
· Sample run for 250 uM NAD

· Ready with reaction for 2000 uM NAD
By December 6th 
· Sample run for 2000 uM NAD

Footnote: 

(1) For duplication, two HPLC will be used and the completion date is 10.3.2016. As suggested triplicate will be done either in house at later time or by CRO. Since the duplication/ triplication will be run parallel on the 2nd/3rd HPLC, the total time will not be reduced significantly. 
(2) In the revised AU/XG schedules, there is no conflict of usage of HPLC. AU will use one HPLC for expt. PMC-AU4, which aligned to XG’s.
(3) Experiment AU2 a, b, are for saturating NAD determination. And c, d is to see if selected condition gives quantifiable product with saturating [NAD] and minimum peptide conc chosen.
(4) For initial rate, note change in concentration and time of the reaction.
(5) In a set of the reaction, the reaction will be carried out together and 50 uL aliquot will be take out at specified time and quenched with 2 % TFA.
(6) Multiple blanks will be done between the reactions to see the quality of the data.
Schedule for NAM experiments
	PMC-AU8: Determine Km NAD in presence of NAM                  (Triplicate 60 samples) 
1) Saturating K-122 MnSOD (600 uM), [NAD] = 50, 100, 500, 1000, 3000 uM

2) Time: 30 min
3) In 5% DMSO w/o NAM 

4) In 5% DMSO with 25 uM NAM 

5) With 200 uM Honokiol in 5% DMSO 

6) With 200 uM Honokiol in 5% DMSO with 25 uM NAM 


	Expected to finish by November 29th 
Triplicate reactions
Start date is 18th November


	In-house Enzyme: 60 x 5U = 300U

Stock: 1.5U/ul

Needed: 250 uL

	PMC-AU9: Initial rate, determine Km NAD in presence of NAM

· Titrate NAM 0, 25, 50, 100, 200, 500 uM

· 5% DMSO, 2.5 mM NAD, 600 uM peptide K122, 30 min

Initial rate:

[K122] = 600 uM

[NAD] = 50, 100, 500, 1000, 3000 uM

Time = 10, 20, 30, 40, 80, 120 min

	
	

	PMC-AU10: Initial rate in presence of NAM and Honokiol

Total 135 reactions.
1: DMSO = 5%; [NAM] = 0 uM; [K122-MnSOD] = 600 uM; [NAD] = 100, 500, 3000 uM; Time = 10, 30, 40, 80, 120 min. (15 reactions)
2: DMSO = 5%; [NAM]1 = to be determined from Exp. 2; [K122-MnSOD] = 600 uM; [NAD] = 100, 500, 3000 uM; Time = 10, 30, 40, 80, 120 min. (15 reactions)
3: DMSO = 5%; [NAM]2 = to be determined from Exp. 2; [K122-MnSOD] = 600 uM; [NAD] = 100, 500, 3000 uM; Time = 10, 30, 40, 80, 120 min. (15 reactions)
4: DMSO = 5%; [NAM]1 = to be determined from Exp. 2; [K122-MnSOD] = 600 uM; [NAD] = 100, 500, 3000 uM; Time = 10, 30, 40, 80, 120 min; [Honokiol] = 200 uM. (15 reactions)
5: DMSO = 5%; [NAM]2 = to be determined from Exp. 2; [K122-MnSOD] = 600 uM; [NAD] = 50, 100, 500, 1000, 3000 uM; Time = 10, 20, 30, 40, 80, 120 min; [Honokiol] = 200 uM. (15 reactions)

	5% DMSO only will be done once.
Other experiments will be done in duplicate.

Expected to finish by 30th December.
	In-house enzyme
675 U total


	PMC-AU10: SIRTainty (0 uM NAM) experiments
Control Experiment with 5% DMSO
1. 600uM MnSOD K122

2. 5 NAD+ concentration (50, 100, 500, 1000, 3000uM)

3. 5% DMSO

4. 2 time points (0, 30 min)

5. One set: 10 reactions/50 U (5U in-house Sirt3 per reaction)

6. Triplicate: 30 reactions/150 U

Experiment with 200 uM Honokiol in 5% DMSO
7. 600uM MnSOD K122

8. 5 NAD+ concentration (50, 100, 500, 1000, 3000uM)

9. 200uM HKL in DMSO

10. 2 time points (0, 30 min)

11. One set: 10 reactions/50 U (5U in-house Sirt3 per reaction)

12. Triplicate: 30 reactions/150 U


	· Experiment will start after completion of PMC-AU10

· I need to do couple of control reactions to make sure that system is working with me, trial runs to get feel of the assay with using Enzo Sirt3
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