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| Compound ID | M-ooxx| Study Level | MetD-Iil | Quotation ID | \ | Request Date | 7120/2009 | Experiment Date | 7124-7125 |
[[Requestedby [\ | Requested Studies | RLM | Cmpd Record [ 3.80- 2.60=1.20 mg | Cpmd Received | 7/24/2009 | ReportDate | 7/26/2009 |

Incubation and Sample Preparation Protocol
- Concentration of in vitro incubations (all concentrations are final):

[ Biological matrices [ LM [1.0 mg/mL [ Solvent [ KPi buffer, pH 7.4 [ 100mM [ DMSO% | 0.2
|__Test Compound | M-00xX [ 20.0 M | Cofactor | NADPH | 1.0mm ] Time/Temp. [ 60 min @ 37 °C |

- Control is made by replacing NADPH with KPi buffer; total volume of each incubation is 200 puL;
- Incubations were quenched with equal volume of MeOH/CH,CN (1/4, v/v) followed by centrifuge;
- Supernatant was then analyzed by LC-PDA-MS/MS.

LC-PDA-MS/MS Instrumentation

- Thermo Finnigan Surveyor HPLC (auto-sampler, MS pump, PDA detector) tandem Thermo Finnigan LCQ lon Trap Mass
Spectrometer (ITMS, low resolution)

LC-PDA-MS/MS Analytical Conditions

LC-PDA IT™MS

Column THERMO Kromasil C18, 50x3 mm, 5u, #53 Mode ES|, Positive

Solvents  |A: H,0 (1% NH4Ac, pH 9.0); B: MeOH (1% NH,Ac, pH 9.0) Spay Voltage 4.5 kV

Flow 750 pl/min Capillary Temperature |225 °C

PDA 200-400 nm Capillary Voltage 20V

Program _ [B%: 0-2 min, 20; 2-8 min, 20 to 40; 8-16 min, 40-70; 18-19 min, 70 to 20; 19-20 min, 20. | |Sheath Gas (N,) |40 (arbitrary unit)
Collision Engery [50ev




UV Chromatograms of Incubation Samples

RT: 4.00-15.00 SM: 15G Mo
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