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Fig. 1 Chemical structure of CS-807 and R-3763
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Table 1 HPLC conditions

Specimen (Serum (Plasma) Urine
Column ERC-ODS-1161" u-Bondapak Cis?’
Mobile phase CH3CN : 0.03% CHaCOONH. CH30H : 0.03% CHsCOONHs

=7:93 =10:90

Flow rate 1.0ml/min 1.0 ml/min
Sensitivity 0.04-0.02 AUFS 0.16 AUFS
Detector 254 nm 254 nm
Injection 10-20 11 10 wl

5.4 min for R-3763

Retention time 10.8 min for LS.

15.2 min for R-3763

Internal

CMZ
standard (L.S.)

Chart speed 2.5 mm/min

2.5 mm/min

1) Erma Optical Co., Ltd.
2) Waters Associatestt
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Table 2 Selective medium and cultivation conditions

Test organism Escherichia coli NTH)

Medium Nutrient agar (pH 6.8), Difco
Inoculum size 107 cells/m! medium

A series of the standard solutions Serum : fresh human serum

Urine : 1% phosphate buffer (pH 6.0)
Method Two - layers cup method :

base layer 20 ml

seed layer 4 ml
Thin - layer disk method :

seed layer 8 ml (disk : $6 mm)
Culture conditions 37°C/18-24 h.

Fig. 2 Chromatograms of R-3763 spiked in human serum
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(A) control serum (B) control serum spiked with R-3763 (P1) and CMZ (.S.)
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Peak ratio (drug/1.S.)

Fig. 3 Chromatograms of R-3763 spiked in human urine
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Fig. 4 A typical calibration curve of R-3763
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(A) control urine (B) control urine spiked with 100 ug/ml of R-3763 (P1) (C) control urine spiked with 50 ug/ml of R-3763
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Fig. 5 A typical calibration curve of R-3763 in human
urine Fig. 7 Relationship between urinary concentrations
15 measured by HPLC and bioassay method
14p 200 .
13t Y = 1.066X + 1.899
r =0.969 (p<0.01)
12k ‘:E n=70 . .
1 X L . .
>
1o g 100 .
-] .
~ 2 "
E ob @ . " R
2 . .
K U 0! : P )
cg 100 200
6 HPLC (ug/ml)
sh
) Bzl LiCHEL, REFSHEBISMRODH S L oiER
anr,
3-
6. {&Hiho R-3763DLEK
i E B & VBRI R-3763%4EML, —20CTHRE
i LB OB EER A RET LTz, £ORE, IETRY
AT % Tho %< b1AAEET, RTRPuC L b21BEE TR
Drug conc. (ug/ml) -37630)%01%» anfv fi?b?f: (Flg 8 )c
Table 3 Precision of R-3763 determination’’
Speci R-3763 conc. added Mean conc. Variation
pecimen (ug/ml) (ug/ml) coefficient (%)
Serum 2.5 2.410.2% 6.4
Urine 25.0 24.810.4 1.6
1) Values represent five determinations at each specimen.
2) Mean tstandard deviation.
Fig. 6 Relationship between serum concentrations Fig. 8 Stability of R-3763 in human serum and
measured by HPLC and bioassay method urine at —20°C
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HIGH-PERFORMANCE LIQUID CHROMATOGRAPHIC METHOD
FOR DETERMINING THE CS-807 CONCENTRATION IN BODY FLUIDS

MINORU SEKINE, KUNIHIRO SASAHARA and MASATO ICHIKAWA
Product Development Laboratories, Sankyo Co. Ltd., Tokyo

The following results were obtained by high-performance liquid chromatography (HPLC) of R-3763, the
active metabolite of CS-807, in human serum and urine.

1) We devised a fast, specific and sensitive HPLC method for determining R-3763 in human serum and
urine. Deproteinized serum or diluted urine was directly injected into a reverse-phase column.

2) By our HPLC method, R-3763 was efficiently separated without interference from human serum and
urine components ; good linear calibration curves were obtained.

3) Our HPLC method provided a high degree of accuracy, the determination limit in human serum and
urine being 0.1xg/ml and 1.0ug/ml.

4) R-3763 concentrations in serum and urine samples collected from healthy male volunteers following CS
-807 administration in Phase I studies was determined by HPLC and bioassay. A good correlation was
observed between the results.

5) R-3763 was stable for at least 14 days in human serum and 21 days in human urine when stored at —
20°C.



