Codeine and lts Glucuronide Metabolite
in Human Urine

Symmetry®
Columns

HPLC Method Oasis® MCX Exiraction Method

Qasis® MCX Exiraction Carfridge, 3 cc/60 mg
Column: Symmetry® Cyg, 2.1 x 150 mm, 3.5 pm Part Number 186000254
Guard Column: Symmetry® Cyg, 2.1 x 10 mm, 3.5 pm oad
Part numbers: Column - 186000174, Guard - 186000169 3 ml acidified spiked humon urine
Mobile phase: Methanol /Acetonitrile /0.05% TFA in water 5:5:90 I
Flow rate: 0.3 ml/min No Conditioning
Injection volume: 80 pl urine extract I
Temperature: 30°C 2ml01 Nv:;jo]cmomc acid
Detection: UV @ 220 nm (0.04 AUFS) .

Wash 2

Compounds: 2 ml methanal
1. Ranitidine (I.S.) Ell'“e
2. Codeine&-Glucuronide (C6-G) 2 ml 5% ammonium hydroxide
3. Codeine with 95% methanol

After elution, the extract is diluted 1:3 with water for HPLC analysis
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1. Ranitidine 2. Codeine-6-Glucuronide 3. Codeine
(C-6-G)
Compound % Recovery %RSD
X . 0.12 pg/mL 0.6 pg/mL
Chromatogram of Urine Exiracis: A) Blank B) Spiked Sample
Codeine (n=3) 88.5(2.7) 99.5(1.2)
Codeine-6-Glucuronide (n=3) 99.3 (5.4) 98.7 (0.4)
Codeine Interday (n=0) 102.5(3.5) 105.4 (4.0)
3 Codeine Interperson (n=9) Q1.6 (7.1) 104.1 (5.4)
C-6G Inferday (n=0) 116.1(9.4) 111.5(3.3)
C-6G Interperson (n=9) 102.4 (7.7) 107.4 (7.3)

0.04 AUFS

spiked sample

e
A
o s /a0

Minutes nonspiked sample

Waters, Symmetry, SymmetryShield, Sentry, SymmetryPrep, Platform LC, Quatiro Ultima, 1S, Oasis and Alliance are trademarks of Waters Corporation. ©2003 Waters Corporation 63



