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50 L of human plasma Isopropylmalic acidZz {0\, 9

NCALEWE CNTIREL L
Add 10 pL of Internal Standard(l.S., 0.5 mg/mL 2-| malic acid) TS = = -
Add 10 pL of 14 stable Isotopes mixture °

* the concentrations of isotopes were calculated roughly based on each metabolites amount in human plasma

Extraction of metabolites

Add 250 L of Methanol / Water / Chloroform (2.5 : 1 : 1 ) mixture, voltex, then centrifuge
Take 225 L of supernatant after the 30 min incubation at 37°C with shake

Add 200 pL of Water to the supernatant, voltex, then centrifuge

Take 250 uL of supernatant and dry the sample by SpeedVac

Derivatization

l Add 40 pL of 20 mg / mL methoxyamine - Pyridine mixture

Incubate at 30°C for 90 min with shake
Add 20 yL MSTFA and Incubate at 37°C for 30 min with shake

R T(E23 minDFB
Vw RZz2RHULTLS,

ace Temp. : 280°C

Measure the metabolites by GCMS-TQ8040

[GC] Inj. Temp. : 280°C
Column oven Temp. : .
100°C(0.35 min)—(50°C/min) on source Temp. : 200°C
—,340°C(0.35 min) Data acquisition : Scan or MRM
Flow control: 250 kPa MRM
Split Ratio: 10 29 Compounds

Injection volume: 1 pL o8 Transitions 4
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ID Compounds BIEA A

1 Lactic acid-2TMS Native & Isotope

2 2-Hydroxybutyric acid-2TMS Native & Isotope

3 Valine-2TMS Native & Isotope

4 Isoleucine-2TMS Native & Isotope

5 Fumaric acid-2TMS Native & Isotope

6 Malic acid-3TMS Native & Isotope

7 Aspartic acid-3TMS Native & Isotope

8 2-lIsopropylmalic acid-3TMS (1.S.) Native

9 Glutamic acid-3TMS Native & Isotope

10 4-Hydroxybenzoic acid-2TMS Native & Isotope

11 Ornithine-4TMS Native & Isotope

12 Citric acid-4TMS Native & Isotope

13 Dopa-4TMS Native & Isotope

14 Kynurenine-3TMS Native & Isotope

15 Tryptophan-3TMS Native & Isotope

14 {t=¥) + 1 &P
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B. Waters et al.
Forensic Toxicology January 2013, Volume 31, Issue 1, pp 67-69
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D Compounds Normalized with |.S. | Normalized with
(% RSD) isotopes (% RSD)

1 Lactic acid-2TMS 4.53 1.64

2  2-Hydroxybutyric acid-2TMS 4.21 2.03

3 Valine-2TMS 11.56 1.81

4 |soleucine-2TMS 14.13 2.52

5 Fumaric acid-2TMS 4.32 4.34

6 Malic acid-3TMS 3.56 6.13

7 Aspartic acid-3TMS 10.50 3.30

8 2-lIsopropylmalic acid-3TMS (1.S.) - -

9 Glutamic acid-3TMS 8.40 1.91

10 4-Hydroxybenzoic acid-2TMS 5.22 5.53

11 Ornithine-4TMS 6.86 2.41

12 Citric acid-4TMS 2.90 1.64

13 Dopa-4TMS 11.51 4.22

14 Kynurenine-3TMS 20.18 3.30

15 Tryptophan-3TMS 8.75 1.96

N=6
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