Tentative steps for in-house HPLC solubility measurement for carba NAD:

1) Setup HPLC method and do blank runs with: (2-3 days)
a) water only
b) HDAC buffer only
c) 5% DMSO-HDAC buffer only
HPLC method:
Mobile phase A: 20 mM NaH2PO4 + 10 mM sodium hexanesulfonate monohydrate pH = 6.0/H20
Mobile phase B: ACN
Gradient:
Time (min)          % B
     0.0                   2.0
   10.0                   2.0
   30.0                 20.0
Flowrate: 0.3 ml/min
Detection: UV at 263 nm
Temperature: 25 C
Column: Zorbax SB300 C18, 4.6 x 250 mm 

2) Test retention time, peak resolution, peak area, reproducibility using the method with the 3 mM carba NAD sample in water: (2 days)
· Since a different column was used by Dalton (Symmetry C18, 5 um, 4.6 x 250 mm; DCL#220), we need to first be able to resolve the carba NAD in our system, under the conditions used by Dalton.

· In case the carba NAD AUC (area under curve) cannot be established using the above method, then will optimize the method for the appropriate AUC determination, using the 3 mM “standard” in water.
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3) Run “3 mM” carba NAD samples in HDAC buffer and 5% DMSO-HDAC buffer: (2 days)
· Assuming no issues with peak AUC, will compare the AUC for these with AUC determined in experiment 2) above to determine relative amount of carba NAD in these samples.
