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Fig.2 Standard curves for assay of cefotiam

using Proteus mirabilis ATCC21100 as
the test organism
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Fig.3 Effect of diluent on standard curves for
assay of cefotiam by agar well method
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Fig.4 Standard curves for assay of cefotiam
using Providencia retigeri ATCCI250 as
the test organism
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Table 1 Microbiological assay for cefotiam
(a summary of assay conditions)

Ordinary
Method

Agar well

Sensitive

Agar well (Paper disc)

Test organism
ATCC21100

Proteus mirabilis

Providencia retigeri

ATCC9250

Inoculum

cell suspension
(OD=0.8), 0.5%

cell suspension
(OD=0.8), 1%

Assay medium pH8.0

DST agar (OXOID)

DST+0.15% bile salt
+0.2mg % crystal violet
or MCA (EIKEN), pH 8.0

Diluent

Serum or 0.1M phosphate buffer (pH 7.0)

Incubation

16—18h at 34 —37°C

Minimal detectable

concentration

ca. 0.1ug/ml

ca.0.03 xg/ml

(ca. 0.1pg/ml)




114 CHEMOTHERAPY

DEC. 1988
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Origin 2~5h front

Fig.5 Bioautograms of human urine after oral administration of cefotiam hexetil (200 mg)
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MICROBIOLOGICAL METHODS FOR ASSAY OF CEFOTIAM
HEXETIL RELATED COMPOUNDS IN BIOLOGICAL SPECIMENS

TAKESHI FuGONO and KENICHI MAEDA
Analytical Laboratories, Corporate Technology, Takeda Chemical Industries, Ltd.,
2-17-85 Juso-honmachi, Yodogawa-ku, Osaka 532, Japan

We developed assay methods for cefotiam (bioactive form of cefotiam hexetil, CTM) and related
compounds in biological specimens. For determination of CTM, an agar well mathod using Proteus
mirabilis ATCC 21100 as the test organism and DST agar (OXOID, pH 8.0) as the test medium was
established. The sensitivity of the mothod for CTM was about 0.1 xg/ml both in 0.1 M phosphate
buffer (pH 7.0) and in human serum.

A method with higher sensitivity was also elaborated by using Providencia rettgeri ATCC 9250 and
MacConkey agar (pH 8.0). The sensitivity of this method using agar wells and paper discs as the
vehicles was about 0.03 and 0.1 xg/ml respectively/

A bioautographic method using the same Probidencia strain was devised for detection of
antibactetially active metabolites. By this method, CTM and two minor metabolites (SCE-1006 and
SCE-1136) were shown in human plasma and urine after oral administration of cefotiam hexetil.



