25 4 Vol.25, No.4
2001 8 JOURNAL OF FISHERIES OF CHINA Aug. , 2001

: 1000- 0615(2001) 04— 0348- 07

MR, XN EE, IR, KTH

( , 200090)
(RE-HPLC)
, 8.17%0.56mg kg™ '  6.25%0. 85mg* kg™ '
, ACD .
,3000 r/ min 10min HPLC ,RR-0DS-3150% 4. 6mm; . -
- =250: 750 20(v / v / v); , 1 mLe min™ , 24 , 280nm ,
; 100.08£3.43%  99.11£8.20%;
1.19%0.92% 1. 55%£0.01% 48h

, 37.13£0. 084g* m1" 5.96%0. 18Hg* ml.~

2 ’ 2

:565.116 A

The method of RP-HPLC determination of ciprofloxacinum
in hemolymph of Eriocheir sinenses

YANG Xian-le , LIU Zhi-zhi, SUN Wen qin, CAI Wan-qi
( Key Laboratory of Ecology & Physiology ¢ Aquaculture o Minisiry of Agriculture,
Shanghai Fishaies Univesity, Shanghai 200090, China)

Abstract A method of determination of ciprofloxacinum in the hemolymph of Chinese mitten- handed crab,
Eirocheir sinensis, was established by RE-HPLC. The drug was administered by intramuscular at a dose of 8. 17
0. 56 and 6. 25 0. 85 mg* kg "to male and female crab, repectively. The hemolymph was extracted from the
cardiac region. By comparison among various antt coagulant methods, the permanent result of anticoagulation
was obtained through ACD mixing with equal volume hemolymph. Hemolymph samples got rid of protein by
methanol, centrifuged at 3000 r*min” ' for 10 minutes and then the supematant was used to HPLC. The RE-0ODS-
SHL 50% 4. 6mm ID column was used, with a mobile phase of methano} phosphate buffes tertrabutylammonium
bromide= 250: 750 20 ( v/ v/v ); The flow rate was 1 mL*min 1; the aute-injected volume, 2 L and the uv
detection wavelength, 280nm. The study showed that the linearity and repeatability were good; the average
recovery of both male and female crab were : 100. 08 £3.43% and 99. 11 8. 20% ; the intra-day precision, the
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average extracted precision were 1. 190, 2%, 1. 55 £0.01% and 2.31 £1.03%, respectively. The law of
the metabolism of blood-drug concentration was disclosed dropping from 37. 12 £0. 08 He*mL™ ' to 5.96 10. 18
UgemL ™', by wsing RR-HPLC method to determine the ciprofloxacinum in hemolymph within 48 hours in male
crab after administration of the drug through intramuscular.
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X ) (2 r= 0. 9985, ,
\ 0.01 Hgeml ™

1 ACD
Tab.1 The comparison of anticoagulation of ACD by different treatments and various volume

ACD ACD
(mL) (mL)
- 0.6 - 2 + /4
ACD
- 0.5 - 3 +/+ [+
- 0.2 - 2 +/+
0.3 0 1 +
0.5 0 1 +
0.1 1.0 1/10 1 +
0.2 1.0 1/5 1 +
ACD 0.2 0.6 1/3 1 +
0.2 0.5 2/5 2 + /4
0.2 0.4 1/2 1 +
0.3 0.5 3/5 4 +/+/+ 1+
0.4 0.5 4/5 4 +/+/+ 1+
0.5 0.5 1 2 - /-
(4C) 15d e+ =7

Fig.1 Liquid chromatogram of ciprofloxacinum
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, (RSD) 1.55% 1.54% , Fig. 2 The standard curve of ciprofloxacinum
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1.55£0.01%(  4)

2

Tab.2 The recovery of ciprofloxacdinum in the hemolymph of female Eriocheir sinensis

(101. 5 UgemL"~ 1) (UL)
15 20 25 50 75
(Ugs mL~ 1) 7.53 10. 01 12.49 24. 67 3. 55
(Ugs mL~ 1) 6.68 9.19 13.21 26.07 37.%
(%) 88.71 91. 81 105.76 105. 67 103. 58
(%) 99.11+8. 20

3
Tab.3 The recovery o dprdloxacinum in the hemolymph of male Eriocheir sinensis
(101. 5 Hg*mL~ 1) (UL)
15 20 25 50 75
(Mge mL7 1) 0.76 1.01 1.25 2.48 3.67
(Mge mL7 1) 0.74 0.99 1.27 2.43 3.87
(%) 97.37 8. 02 101.60 97.98 105. 45
(%) 100. 08%3. 43
4 ( )

Tab.4 The extracted- precision ( or repeatability) of ciprofloxacinum

in the hemolymph of Eriocheir sinensis

(Mgeml” 1)
1011.33 101.5
(ML) 50 50
(Mge mL™ 1) 25.82/25.63/ 26. 24/ 25. 22/ 26.09 2.58/2.62/2.63/2.53 2. 61
(Mge mL™ ") 25.8010.40 2.59F0. 04
RSD(%) 1.55 1.54
RSD(%) 1.55%0. 01
5 3 5 , RSD
0.21% , 2.04%, 1. 19 £0. 92%

5
Tab.5 The inter day precision of standard ciproflxadnum

RSD RSD
(Mg mL™ ") + (%) (%)
2.030 2142151 2182.5+44. 55 2.04
4. 060 4306/ 4387 4346. 5£57. 28 1.32 1.19£0.92
10. 15 11224/ 11191 11207. 5£23.33 0.21
2.6
RE-HPLC ,
-1
, - 3 ,2h , 37.13%0. 18 Hg*mL

0.167h( 10min)  20.27 £0.59HgemL™ ", 1 h  15. 16 £0. 78 Ug* mL™" 2h  11. 66 £0. 09
Uoeml.” ;2h  24h,
Hge ml.™ !

, 10 lgemL™ " ;48h 5.96 +0. 18
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Fig.3 The Concentration-Time curve of ciprofloxacinum after inramuscular admmnistration
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