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Fig.2 Typical chromatograms of human plasma
containing 6315~S and its metabolites
(a) for 6315—S by method A ; (b) for HTT by method B ;
(c) for 6315—-S, HTT and 6315-S oxide by method C
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Fig.3 Calibration curves of 6315—S in human plasma
(a) for 6315-S ; (b) for HTT
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Fig.4 Comparison of calibration curves
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Fig.5 Typical chromatograms of human urine
containing 6315—S and its metabolites
. (a) for 6315—-S and HTT by method D ; (b) for 6315-S oxide by method E
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Fig. 8 Calibration curves of 6315-8 and its metabolites
o (a) for 6315-8 ; (b) for HTT ; (c) for 6315~S oxide
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Table 1 Stability of 6315—S in supernatant Table 2 Stability of 6315—S in human urine

after protein precipitation
Flow Lab. serum (pH 7.0, 45.5 4g/ml)

Temp. Init. 1 hr |25 hr| 4 hr
Rooom temp.| 100 91.7 | 91.5 | 85.8
2C 100 98.7 | 96.9 95.2
Volunteer plasma (pH 7.5, 11 ug/ml)

Temp.| Inic. 1hr| 2hr| 3 hr |35 hr
2°c | 100 | 98.2 | 96.6 | 95.0 | 94.7

2FIC, MROBREH®RD Li#FD 6315-S DEE
#4 B 57, Flow Lab. MiEH L U0KES 7+ 7%
DLEKIZOWT, ZEEBLUKBTICHIFS 6315-S
DEHFZLAEREAICLDBE L 72 4ER, Table 1 ic
AT &I KHHICKENL, WFhOBAE LKA T 1 8%
FILAWIC HPLCiCiEAT B &icLio b, k-4
%)=Vl (1:2) BTIIKET 6 Bk 98.4% D
BELTH -7, 7, Flow Lab. [Mi#ic 6315-S %75
MLASOug/m BEORMEBELICREE L bDE
ZETIBMBE L TREALLODEEZHBLELS
A, RERRBEOKH BETRER N1, BB, O
BEAEDOEIRLIZIZZERNTH -7,

2) Rpd 6315-S H L T 6315-S oxide DL SEH:
RicHir 5 6315-S OLEH ISP L, —20°CHESIR

at room temperature

No.1 No.2
6315-S 3.33mg/ml | 6315-S 0.33mg/ml
Init. 100 100
1 hr 99.99 99.40
2 hr 99.91 99.65
3 hr 99.52 99.19
4 hr 99.65 99.23
5 hr 98.14 98.86

* Urine pH 6.0

KOVWTRBENENMTERICL DM 14 HHRKET
S5 ENWDONI DY, ZOMMEPICHEETH
ST LI MEE EBRICHEIILERLARLE
b, 2HEBORECRAHLZANL, 6315-5S DEHEE
ZiBBL7:E A, Table 2ICRENTVALIICLK
METIX 1 XLADIMETHEH, SEMICEEL
KERBT LIS, Lichi-TRIKIIMEK, KET
IKRE, BEXCBLMET A &L,

B, RpBLUkeho 6315-S oxide DEEHIC
DVTHEREEIC K DR LR, Kb T ik,
REPOThOBA LD &b 10 BRIIE({LL,
BicHVTI 10 85K, BRERI KD TCH 5%, R+
THOAUNETHoTte LIR->THEMIREZKSTIC
BE, BEX(BMEETEI &I,
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3.HPLC & RUAEMENRIEE & DY
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BB ICITIE » 1o BAEMER AT & DEBE R L
A, Mm¥icpaL, Y=0.97+0.90X (Y : HPLC, z g/ml,
X : bioassay, ug/ml, r=0.964, n=414) %8, BIF
HEMMREOAR, £, RPicMLTHY=52.5+
1.01X (Y : HPLC, ug/ml, X : bioassay, ug/ml,
r=0.985, n=603) &7i b, RIFLEMIBSII,

(ERXM 19836 A~9 A)
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ASSAYS OF 6315-S (FLOMOXEF)
AND ITS METABOLITES IN BODY FLUIDS
BY HIGH-PERFORMANCE LIQUID CHROMATOGRAPHY

Ryusrl Konaka, HirosHi HasHiMoTO, Riko NIsiIMURA,
Kazuo KurumMa and Kazumasa Hirauchi
Shionogi Research Laboratories, Shionogi & Co., Ltd.

We performed three assays for individual determination of 6315-S (flomoxef) and its
metabolite, 1—(2~hydroxyethyl)—1H—tetrazole—5—thiol (HTT), and simultaneous determination
of 6315—-S, HTT and another metabolite, 6315-S oxide, in human plasma by high—perform-
ance liquid chromatography (HPLC).

In each method, after protein precipitation with methanol, the clear supernatant was stored
in an ice bath and then placed on HPLC within 1 h. Well resolved chromatograms without
superposition of any endogenous components were obtained. Detection limits of 6315-8, HTT
and 6315-S oxide were 0.5uzg/ml, 0.1ug/ml and 0.1 zg/ml plasma, respectively. Correlations
between the individual assays and a simultaneous assay of 6315—S and HTT were satisfac-
tory, and excellent linear calibration curves were obtained for both compounds. Concentra-
tions of 6315—S oxide in plasma from volunteers to whom 6315-S had been administered
were below the detection limit.

We also carried out two assays for simultaneous determination of 6315-S and HTT, and
individual determination of 6315—S oxide in human urine.

In each method, after defreezing, the urine samples were stored in an ice bath until filtered
and placed on HPLC within 4 h. Thoroughly resolved chromatograms were obtained in both
assays. Detection limits of 6315—S, HTT and 6315—-S oxide were 2ug/ml, 2ug/ml and 0.5
wg/ml urine, respectively. Good linear calibration curves were obtained for those also.



