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Simultaneous Determination of Metronidazole and Bilirubin in Galculus Bovis and

Metronidazole Capsules by HPLC
CHEN Lu',LI Miao',HUANG Jingiu',LAN Tong’,GONG Limeng’
(1. Wuhan Institute for Drug and Medical Device Control + NMPA Key Laboratory for Quality Research and Control of Pharmaceutical Preparation,
Wuhan , Hubei , China  430075; 2. Hubei Biological Medicine Industrial Technology Institute Co. ,Ltd. ,Wuhan,Hubei,China 430073)

Abstract: Objective To establish a high — performance liquid chromatography (HPLC) method for the simultaneous determination
of metronidazole and bilirubin in Galculus Bovis and Metronidazole Capsules. Methods The chromatographic column was Hypersil
BDS C, column (200 mm X 4.6 mm,5 pm),the mobile phase was 1% acetic acid aqueous solution — acetonitrile (gradient
elution) ,the flow rate was 1 mL / min,the detection wavelength was 449 nm (bilirubin) and 320 nm (metronidazole) respectively,
the column temperature was 30 °C, and the injection volume was 10 wL (metronidazole) and 5 pL (bilirubin) respectively.
Results The linear ranges of bilirubin and metronidazole were 1.98 — 13.85 pg / mL and 20.13 - 201.28 pg / mL (r =
0.999 9,n = 7) respectively. The limits of quantitation of the above two components were 0.10 wg / mL and 0.057 pg / mL
respectively. The RSDs of precision, stability and repeatability tests were not higher than 1.0%. The average recovery rates of
bilirubin and metronidazole were 99.50% and 99.76%, with RSDs of 0.82% and 0.48% respectively (n = 9). Conclusion This
method is specific, precise, accurate and simple, which can be used for the simultaneous determination of metronidazole and
bilirubin in Galculus Bovis and Metronidazole Capsules.
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1. Bilirubin

A,. Reference solution I  B,. Test solution |

C,. Negative reference solution |

2. Metronidazole

A,. Reference solution Il B,. Test solution I

C,. Negative reference solution Il

Fig.1 HPLC chromatograms
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Tab.1 Results of the recovery test (n=9)

BHE(g) #Hon e (pg) MAE (ng) MAFE (pg) B (%) X(%) RSD(%)
A B A B A B A B A B A B A B
1.2498 0.1196 166. 50 100. 98 98. 90 80.03  265.05 180. 33 99. 65 99. 15
1.3106 0.1199 174. 60 101. 17 98. 90 80. 61 274.52 181. 50 101. 03 99. 65
1.2873 0.1202 171. 49 101.53 98. 90 81.56  270.62 182.71 100. 23 99.53
1.190 5 0.1195 158. 60 100. 96 148. 35 100.47  304.79  201.19 98. 54 99.76
1.1732 0.1183 156. 29 99. 86 148. 35 99.73  302.43 198.70 98.51 99. 11 99. 50 99.76  0.82 0.48
1.2145 0.1186 161. 80 100. 08 148. 35 08.88  308.76 199. 37 99. 06 100. 41
1.1897 0.1196 158.49 101. 02 197. 80 120.82  355.98  221.91 99. 84 100. 06
1.1620  0.1200 154. 80 101. 27 197. 80 121.60  350.66  222.59 99. 02 99.77
1.228 8 0.1210 163.70 102. 20 197. 80 124.98  360.83  227.69 99. 66 100. 41

EAHPLLLE B A T AR,

Note: A refers to bilirubin,and B refers to metronidazole.
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*2 HmEENELER(n=3)
Tab. 2 Results of content determination of bilirubin and metronidazole

in samples (n =3)

s fesr & (mg / #5) A (%)
366201191 0.033 0. 032 101. 42 102. 03
366210503 0.032 0.032 99. 82 99. 12
366201061 0.032 0.031 100. 10 99. 10
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