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Fig 1. Chromatograms of diclofenac in human serum
A serum of a healthy volunteer after administration of di-
clofenac tablet; B;blank human serum spiked with diclofenac;

C:blank human serum; peak 1;site of diclofenac
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Tab 1. Recovery of determination of diclofenac in human serum

Added ,pg/ml Found ,pg/mi its, ug/ml Recovery, % RSD, %
0. 5000 0.5122, 0.5248, 0. 4953, 0. 4877, 0.5136 0.5067+0. 015 101.3 3.0
2. 000 2.048, 2. 156, 1.965, 2.087, 2.102 2.07210. 071 103. 6 3.4
6. 000 5. 874, 5. 903, 6. 054, 6.120, 5.806 5.951+0.13 99.18 2.2
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Tab 2. Precision of method within-day and between-day
Within-day ,s=10

Between-day ,n=7

Added,
ug/mi Found, RSD, Found, RSD,
ug/ml % ug/ml %

0.5000 0.50981+0.019 3.7 0.491240.024 4.9
2. 000 2.049+0.072 3.5 2.0231+0.097 4.8
6. 000 5.876+0.20 3.4 5.902+0.26 4.4
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Tab 3. Assay of diclofenac in human serum samples
. z, RSD,
No. Content of diclofenac, pg/m) g/ml %
1 4.213,4.308,4. 354,4.152,4. 061 4.218 2.8
2 1.034,1.076,1. 093,1.132,1.058 1.079 3.4
3 3.428,3. 490,3. 501,3.376,3.329 3.425 2.1
4 5.765,5.901,5. 872,5.653,5.594 5.757 2.3
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Fig 2. Effect of the proportion of precipitant on the peak shape
of diclofenac in serum

mobile phase ; CH3OH- acetonitrile- pH6. O phosphate buffer (25
+ 20 *+ 55); acetonitrile-serum:A=1:1, B=1.2:1, C=
1.5: 1, D=2: 1; peak 1;site of diclofenac
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Fig 3. Effect of the pH of mobile phase on the peak shape of di-
clofenac in serum

acetonitrileserum (1 : 1); mobile phase; A = CH3OH-acetoni-
trile-pH6. 0 phosphate buffer (25 : 20 : 55), B=CH3OH-ace-
tonitrile-pH7. 0 phasphate buffer(25 : 20 : 55); peak 1site of
dictofenac
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Fig 4. Effect of the proportion of acetonitrile in the mobile phase

(CH30H-ac:tonitrile-phosphate buffer) on the retention time of
diclofenac
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Study on HPLC Analysis of Diclofenac in Serum
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Abstract

A sensitive and selective RP-HPLC procedure has been developed to determine diclofenac in

human serum. A 100 mm X 4. 6 mm C,; Hypersil(5 um) column with a mobile phase consisting of
metanol-acetonitrile-pH6. 0 phosphate buffer(25 : 20 : 55) was used. Effect of the proportion of pro-
tein precipitant acetonitrile and the pH of mobile phase on the peak shape of diclofenac in serum was
studied. The serum sample was deproteinized by adding acetonitrile and a 50 ul portion of the super-
natant after centrifugation was directly chromatographed. Standard curve was linear over the concen-
tration range of 0. 25~8. 0 ug/ml and the detective limit in serum was 200 ng/ml using ultraviolet de-
tection at 280 nm. The proposed method was simple and accurate, and the recoveries were 99. 18 %5 ~

103. 6% with the within-day RSD from 3.4% ~ 3.7% and the between-day RSD from 4.4% ~

4.9%.
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