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(Clean-up)
Serum 0.2ml
Urine(diluted) 0.1ml
<— 0.2M phosphate buffer (pH 7.0)
0.7 ml (serum), 0.8 ml (urine)
<— internal standard solution* 0.1ml
(serum : 12pg/ml, urine : 20£g/ml)
extracted with 5ml of CHCls containing 5% isoamyl alcohol

Organic layer
evaporated to dryness
Residue
<— mobile phase 0.5ml

[

Aqueous layer

filtrated with membrane filter (FG type 0.2¢m) serum only

HPLC 2041 injected

(HPLC operating conditions)

* internal standard (KK-123)

(0]
F. COOH

CJ H7

Apparatus : BIP-I Liquid Chromatograph (Japan Spectroscopic Co., Ltd.)

Column : Nucleosil 10Ci;s (Nagel, 4mm¢ X30cm)
Mobile phase : CH;,CN - 0.05M citric acid soln.

Flow rate : 1.5ml/min

1M ammonium acetate soln. (22:77:1, V/y)

Detection : FP-210 Spectrofluorometer (Japan Spectroscopic Co., Ltd.)

Ex 280nm, Em 455nm

Fig. 1. Determination procedure of NY-198 by HPLC method
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Fluorescence
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0 5 10 0 5 10 0 5 10 0 5 10
Retention time (min)
(A) Dog serum containing internal standard (I.S., 6xg/ml)
(B) Dog serum containing NY-198 (10zg/ml) and I.S. (6ug/ml)
(C) Dog urine containing I.S. (20xg/ml)
(D) Dog urine containing NY-198 (254g/ml) and I.S. (20xg/ml)
Peaks : 1=NY-~198, 2=1I. S.
Fig. 2. HPLC chromatograms of NY-198 from determination procedure
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Fig. 3. Calibration curves for NY-198 by HPLC method
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Table 1. Precision of the determination procedure for NY-198 by HPLC method

Sample Concentration Number Recovery S. D. C. V.
(pg/ml) of runs (%) (%) (%)
2 5 102.1 1.3 1.3
Serum 10 100.1 1.6 1.6
15 5 100.4 2.2 2.2
5 5 99.2 0.6 0.6
Urine 25 5 99.4 0.9 0.9
40 100.3 0.9 0.9
Table 2. Urinary concentration and cumulative urinary excretion of NY-198
after oral administration of NY-198 to dogs at a dose of 20mg/kg
Time Concentration Time Cumulative excretion
(h) (pg/ml) (h) (% of dose)
00— 6 201.3 + 58.8 0— 6 8.7+ 3.5
6 — 12 343.0 £ 61.1 0 — 12 24.7 + 3.5
12 — 24 274.5 + 56.2 0 — 24 40.3 + 2.3
24 — 48 56.6 + 7.1 0 — 48 49.4 £ 2.0
48 — 72 17.7 £ 3.2 0 — 72 51.8 = 1.7

Each value represents the mean + S.E. of five dogs.
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Each point represents the mean + S.E. of five dogs.

Fig. 4. Serum concentration of NY-198 after oral
administration of NY-198 to dogs at a
dose of 20mg/kg
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Fig. 5. Correlation between serum concentrations
measured by HPLC method and by bioassay
method
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Fig. 6. Correlation between urinary concentrations
measured by HPLC method and by bioassay
method
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DISPOSITION AND METABOLISM OF NY-198
II. HPLC AND BIOASSAY STUDIES OF ABSORPTION
AND EXCRETION IN THE DOG

Encui Okezaki, Encar Maxkino, KonicHr OuMicHI, OsaMU NAGATA,
Takenisa Yamapa and Kazuyo TAKAHASHI
Central Research Laboratory, Hokuriku Seiyaku Co., Ltd., Fukui
Testuya TERAsAKI and AxIra Tsuj

Department of Pharmaceutics, Faculty of Pharmaceutical Sciences, Kanazawa University, Kanazawa

We investigated serum levels and urinary excretion of NY-198 using HPLC and bioassay methods after oral
administration to dogs at a dose of 20mg/kg.

Average serum levels of NY-198 reached a peak concentration of 8.95.g/ml at 1 h after oral dosing, and then
declined with a half-life of 7.1 h.

NY-198 was excreted rapidly in urine after oral dosing, and the peak concentration was obtained in 6-12 h
urine. A high urinary concentration of more than 50ug/ml was maintained up to 48h. Urinary excretion was 40.3
% at 24 h and 51.8% at 72 h.

Concentrations of NY-198 in serum and urine were measured by both HPLC and bioassay, and good
correlation between the two assays was obtained. These results suggest that active metabolites possesing
antimicrobial activity are not present in serum or urine after oral administration of NY-198.



