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Table 1 HPLC condition
Serum Urine Bile
Column TSK-GEL, LS-410 (5 um, Toyo Soda), 4 mm i.d.X 150mm
Column temp. 40°C
1) 3
Mobile phase Buffer? + MeOH Buffer® + MeOH Buffer®
(94.5:5.5) (80 : 20)
Flow rate 1 m//min.
UV (280 nm) UV (280 nm) Spectrofluorometer
Detector Excitation : 380 nm
0.01 AUFS 0.08 AUFS Emission : 480 nm

1) M/20 phosphate buffer (pH 7.0)
2) M/20 phosphate buffer (pH 3.0)+M/100 sodium 1-heptane sulfonate
3) M/10 phosphate buffer (pH 5.0)

Table 2 TA-058 concentration for

Table 3 Recovery of TA-058 in serum

standard curves
. ' TA-058 conc. (ug/ml) Recovery
Serum| Urine | Bile added found (%)
TA’°58(E;’755')‘"3"°" 5~50 [80~1, 150 10~50 0.98 1.00 102.0
0.95 96.9
9.78 9.69 99.1
9.98 102.0
48.94 49.92 102.0
48.95 100.0
Fig. 1 HPLC flow diagram
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Fig. 2 Standard curves for TA-058 in serum, urine and bile
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Fig. 3 Chromatograms of (A) control human
serum and (B) serum containing 50 ug/

ml of TA-058
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Fig. 4 Chromatograms of (A) control human
urine and (B) urine containing 0.9 mg/

ml of TA-058
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Table 4 Recovery of TA-058 in urine

TA-058 conc. (ug/ml) Recovery
added found %)
45.7 46.9 102.6
91.5 93.8 102.5
457.1 454.5 99.4
914.1 909. 1 99.5

Table 5 Recovery of TA-058 in bile

TA-058 conc. (ug/ml) Recovery
added found (%)
4.56 4.43 97.1
4.56 100.0
4.48 98.2
22.80 21.82 95.7
23.10 101.3
23.40 102.6
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Fig. 5 Chromatograms of (A) control human
bile and (B) bile containing 23 ug/ml
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Fig. 7 Chromatograms of HPLC analysis of bile
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(B) : Bile after intravenous administration
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Fig. 8 Stability of TA-058 in human bile
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Fig. 9 Correlation between the serum levels
obtained from HPLC method and
microbiological method
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Fig. 10 Correlation between the urinary levels
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Fig. 11 Correlation between the bile levels
obtained from HPLC method and
microbiological method
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ASSAY METHODS OF TA-058 CONCENTRATIONS
IN BODY FLUIDS
II. HIGH-PERFORMANCE LIQUID CHROMATOGRAPHIC
ASSAY METHOD

Tabpasu Yanacipa, Yukio KojiMa, Kazuya Yamasaki,

Isamu Daira and Tsutomu IsHikAwA
Analytical Chemistry Research Laboratory, Tanabe Seiyaku Co., Ltd.

The High-Performance Liquid Chromatographic (HPLC) assay method for the quantitative
determination of TA-058 in body fluids and the stability in human bile were described.

The chromatographic separation of TA-058 and body fluids blank was good. The recovery
rates of added TA-058 from those body fluids were 96~103%.

The concentration of TA-058 in human serum, urine and bile detected by HPLC methods were
in good agreement with those obtained by the Microbiological method.

TA-058 was stable in human bile during 7 days when it was kept in frozen state at —20 °C.



