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HPLC determination of caffeine metabolites in urine
Yi Tao, Lu Jianfen
{Wuhan General Hospital of PLA Wuhan 430070)

ABSTRACT A HPLC method was developed for determination of caffeine metabolites in urine
(AFMU, 1X, 1U, 17X, 17U) .. The sample added ammonium sulfate was extracted twice by a mix-
ture of chloroform ~ isopropanol(85:15 vol/vol)and evaporated to dryness with a gentle stream of
air below)25°C . HPLC analysis was carried out on Shim Pack C;3 column with methanol — ace-
tonitrile — 0.05% acetic acid (10:1:89 vol/vol) as the mobile phase and UV detection at 280nm.
The assay procedure has been applied to determining urinary metabolites excreted after oral caf-
feine in a healthy sample(n=120) . Caffeine metabolite ratios were used to assess the polymorphic
N — acetyltransferase and CYP; A, activities.
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AFMU 5 — Acetylamino — 6 — formylamino — 3 — methyluracil 4.40
3U 3 — Methyluric acid 4.98
70 7 — Methyluric acid 6.45 -
7X 7 — Methylxanthine 6.97
1U 1 — Methyluric acid 7.74
3X 3 — Methylxanthine 8.27
370 3,7- Dimefhyluric acid 8.59
1X 1 — Methylxanthine 9.95
Pt (Fh 2B ) 12.26
37X 3, 7 — Dimethylxanthine[ Theobromine] 13.10
17U 1, 7 — Dimethyluric acid 20.24
17X 1, 7 — Dimethylxanthine[ Paraxanthine} 21.40
13X 1, 3 — Dimethylxanthine[ Theophylline] 23.81
1370 1, 3,7 — Trinethyluric acid 31.65
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