Caffeine and Metabolites in Serum

HPLC Method

Column:

Guard Column:
Part numbers:
Mobile phase:
Flow rate:
Injection volume:
Temperature:
Detection:

Compounds:
1: Theobromine
2: Paraxanthine

3: Theophylline

4: Bhydroxyethyltheophylline (1.S.)

5: Coffeine

Oasis® HLB Exiraction Method
Oasis® HIB 1 cc/30 mg Exiraction Carfridge
SymmetryShield” RPg, 3.0 x 150 mm, 5 pm Part Number VWATO94225
Seniry™ guard column, 3.9 x 20 mm, 5 pm Condifion

1 mL methanol /T mL water
|

Column - WAT094243, Guard - WAT200675

20 mM ammonium acetate, pH 5/ acefonifrile, 95:5

Load
Oé mL/min 1 ml porcine serum with 0.2 pg
. . Rhyd thyltheophylline (1.S.)
20 pl of reconsfituted porcine serum exiract e
25°C Wash
U\/ @ 273 nm 1 ml water
I
Elute
1 mlL methanol

|
Evaporate and Reconstitute

40 °C under nifrogen sream
200 pl mobile phase
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4. B-hydroxyethyltheophylline (1.S.) 5. Caffeine
Chromatogram of Serum Exiracts: A) Blank B) Spiked Sample
Compound Concentration % Recovery %RSD
1 pg/mlL (n=6)
Theobromine 0.100 103.0% 3.4%
3 0.500 104.0% 2.4%
.03 Al
0.03 AU 2 Paraxanthine 0.100 101.0% 6.2%
0.500 98.9% 2.3%
5 Theophylline 0.100 100.0% 5.2%
4 0.500 101.0% 2.1%
Caffeine 0.100 92.6% 4.4%
B 0.500 Q7 .5% 3.2%
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