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Fig. 3 Pre-chromatographic treatment of plasma

Plasma 0.2 ml

20 ul of Aq. sat. Na,CO; soln.

Extracted with 1.0 ml ethyl acetate for 3 min on a vortex mixer

Centrifuged at 3000 rpm for 5 min

0.8 ml upper layer

Evaporated at r.t. under N ; gas

Dissolved in mobile phase

'
HPLC
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Fig. 4 Pre-chromatographic treatment of urin;
Urine 0.5 ml

a) 2.0 ml of distilled water
b) 50 ul of Aq. sat. Na, CO; soln.

Extracted with 5.0 ml ethyl acetate for 60 sec on a vortex mixer

Centrifuged at 3000 rpm for 20 min at 4C

Upper layer

Evaporated at 40C in vacuo

Dissolved in mobile phase

y
HPLC
Fig. 5 Pre-chromatogr aphic treatment of human urine for measure ment of RU 44981 and RU 45179

Urine 0.5 ml

a) 1.0 ml of distilled water
b) 20 ul of Aq. sat. Na, CO; soln.

Extracted with 5.0 ml ethyl acetate for 2 min

Centrifuged at 3000 rpm for 20 min at 4C

Upper layer

Evaporated at 40C in vacuo
a) 0.1 ml of 0.8 mg/ml triethylamine in acetonitrile
b) 0.1 ml of 1.0 mg/ml dansyl chloride in acetonitrile

Stood at 30C for 60 min

Evaporated at r. t. under N, gas
Dissolved in acetonitrile

HPLC
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Fig. 6 Typical chromatograms of RU 28965, RU 28111
and RU 39001 spiked in human plasma
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RU 28111

RU 39001

RU 28965

Fig. 7 Calibration curve of RU 28965 in human plasma

5 .10
Concentration of RU 28965

15 (ug/ml)
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Fig. 8 Calibration curves of RU 28111 and RU 39001 in human plasma
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Concentration of RU 28111 and RU 39001
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Fig. 9 Typical chromatograms of RU 28965,
RU 28111 and RU 39001 spiked in

human urine
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Fig. 10 Calibration curve of RU 28965 in human urine
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Fig. 11 Calibration curves of RU 28111 and RU 39001 in human urine

x10*

15

RU 28111
RU 39001
10
s/

3 e
5 /s
L
«
U
o,

5-

1 1 T \
0 5 10 15 20 (ug/ml)

Concentration of RU 28111 and RU 39001



146

CHEMOTHERAPY SEPT. 1988

Fig. 12 Typical chromatograms of RU 44981 and

RU 45179 spiked in human urine
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RAZIRI L THT » 72 B E R Tid, RU 45179 CEAT
EPRCREN 726NN, KERIZVTNORYLHER
PERL, B, ERBREAOCTNIIOVTH0.1 4/
ml ThobI k&N, RiEix RU 44981 R U RU
45179DRFIBEDEIZ+FERENHLLEZLN
72

Fig. 13 Calibration curves of RU 44981 and RU 45179 in human urine
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Table 1 Stability of RU 28965 in human plasma

od @ Concentration ( g/ml)
Storage period (days) 0 a 7 5 15
5 T 1.0 1.0 0.9 - -
-20 T 1.0 - - 1.0 1.0
-50 € 1.0 - - 1.1 1.0
— : Not tested
X 73 i B4 IZ B3 A RU 28965 D HRUL - 4 -
1) LAk f #BF B K, “SAH, K i eI AR, HARE
—&, WIAHRE, FILES, NG, N4 K 3) M. L. CHEN and W. L. CHiou : Analysis of erythro-
(EYIZ BT S RU 28965 DURIR « 74 - X3 - mycin in biological fluids by High-Performance
Pt 2B ARF%. Chemotherapy fxfa Liquid Chromatography with Electrochemical De-
2) CAagx, f #EF, LUXBEE FILEX B4 tection. J. Chromatogr. 278 : 91~100, 1983

HIGH PERFORMANCE LIQUID CHROMATOGRAPHY OF RU 28965 AND ITS
METABOLITES IN BODY FLUIDS

Mikio SHIROTSUKA, TERUO YAMAMOTO, MasasHl HirayaMa, KEnji SaiTod and Kivoskl Okul
Nippon Roussel Laboratories

We have developed a new method for determining plasma and urinary levels of RU 28965 and its four metabolites by
high-performance liquid chromatography (HPLC).

1. It was possible to measure plasma and urinary concentrations of RU 28965, RU 28111 and RU 39001 at the low
detection limit of 0.1 zg/ml by HPLC monitoring with an electrochemical detector(ECD).

2. A pre-column derivatization method was applied to determine urinary concentrations of RU 44981 and RU 45179
by HPLC monitoring with a fluorescence detector. The detection limit of these metabolites in urine was also 0.1 pg/ml.



