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Table 1 Antibacterial activity of AB-206 and its metabolites
(M-1, M-2 and M-3) in vitro

MIC (ug/ml)
Organism AB-206 M-1 M-2 M-3
10%* 108 108 108 108 108 108 108
Escherichia coli NIH] JC-2 0.20| 0.10 12.5 6.25 | >200 | >200 | >200 | >200
E. coli O 111 0.39 | 0.39 12.5 12.5 | >200 | >200 | >200 | >200
E. coli Kp 0.10 | 0.10 6.25 3.13 | >200 | >200 | >200 | >200
E.coli B 0.10| 0.10 6.25 3.13 | >200 | >200 | >200 | >200
Proteus mirabilis GN 2425 0.78 | 0.39 25 25 >200 [ >200 | >200 | >200
P.vulgaris HX 19 0.20| 0.20 6.25 6.25 | >200 | >200 | >200 | >200
P. morganii Kono 0.39| 0.20 25 12.5 | >200 | >200 | >200 | >200
Klebsiella pneumoniae ATCC 10031 0.39| 0.20 100 25 >200 | >200 | >200 | >200
K. pneumoniae GN 45 0.20 | 0.20 12.5 12.5 | >200 | >200 | >200 | >200
Pseudomonas aeruginosa NCTC 10490 12.5 3.13 100 25 >200 | >200 | >200 | >200
Staphylococcus aureus 209 P JC-1 12.5 | 12.5 | >200 >200 >200 | >200 | >200 | >200
S. aureus Smith 6.25 | 6.25| >200 >200 >200 | >200 | >200 | >200
Bacillus subtilis ATCC 6633 0.39 | 0.39 50 25 >200 | >200 | >200 | >200
B. cereus var. mycoides ATCC 9634 3.13 | 1.56 | >200 50 >200 | >200 | >200 | >200

* Inoculum size : 108 or 10° cells/ml



66 CHEMOTHERAPY

SEPT. 1978

Fig.1 Standard calibration lines for AB-206 by
E. coli Xp (O:++), E.coli B (A--+) or E. coli
NIHJ JC-2 (®@::+) in modified Mueller-Hin-
ton agar
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Fig.2 Standard calibration lines for AB-206 by
E. coli Kp in modified Mueller-Hinton agar

(0—), nutrient agar (@---), heart infus-
ion agar (A---) or Tryptosoya agar (O---)
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Fig.3 Standard calibration lines for AB-206 by
E. coli Kp in modified Mueller-Hinton agar
adjusted pH t0 6.0 (@---), 7.2 (O—)or8.0
(A)
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Fig.4 Standard calibration lines for AB-206

diluted in M/15 phosphate buffer of pH 6.0
(@), pH7.4(0O—) or pH8.0 (A-)
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Fig.5 Standard calibration lines for AB-206 by
E.coli Kp inoculated 0.1% (®---), 0.5%
(O—) or 2.0% (A---) into modified Muel-
ler-Hinton agar
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Fig.6 Standard calibration lines for AB-206 by
E.coli Kp in single (O—) or double (®-:)
layer of modified Mueller-Hinton agar
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Fig.7 Standard calibration lines for AB-206
diluted with phosphate buffer or serum by
E. coli Kp (O®), E.coli B (AA) or E.coli
NIHJ (Om) ’
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Fig.8 Chemical structures of AB-206 and its
metabolites (M-1, M-2 and M-3)
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Fig.9 Combined effect of AB-206 and M-1 on
the antibacterial activity
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Fig.10 Combined effect of AB-206 and M-1 on
the antibacterial activity
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Fig.11 Combined effect of AB-206 and M-1 on
the antibacterial activity
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Fig.12 Standard calibration lines for AB-206
and its metabolite M-1 by E. coli Kp and
E. coli B in modified Mueller-Hinton agar
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Fig.13 Influence of illumination on stability of
AB-206 in solution ; stored in cold and
dark place(O), illuminated for 2 hr. (@)
and for 4hr. (A) at room temperature
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THE BIOASSAY METHOD OF AB-206

Axio Izawa, Youko Kisaxi and Tosniaki Komatsu
Research and Development Center, Pharmaceuticals Division,
Sumitomo Chemical Co., Ltd.

Hirosur Hara, Kazuniko Sucita and Saparumi Oumura
Research Laboratory, Taisho Pharmaceutical Co., Ltd.

The bioassay method of AB-206 was investigated by using various media, assay organisms and
inoculum sizes and the results were as follows :

Since AB-206 was insoluble in water at acidic and neutral pH, it was dissolved at 5 mg/ml in 1%
sodium bicarbonate aqueous solution. This solution is able to be stocked in a brown bottle but it is
desirable to make it just before use.

AB-206 standard calibration line was prepared in Moni-Trol I and animal serum for the determination
of serum level of human and animal respectively and in M/15 phosphate buffer (pH 7.4) to determine
level in urine, bile, tissue homogenates and feces. The AB-206 solution (5 mg/ml) was serially 2-fold
diluted to give concentrations of 10 to 0.1 x#g/ml.

E.coli Kp, employed as the assay organism, was harvested in heart infusion broth from nutrient
agar slants, and 0.5 ml of this suspension was used to inoculate into 100 ml of melted modified Mueller-
Hinton agar (Nissui). A 10 ml amount of this seeded agar was poured to Petri-dishes (9 cm diameter).
Four or six stainless-steel cylinder cups were placed on the solidified surface of each plate. The
standard solutions or unknown samples were placed into the cups and the dishes were incubated for
18 hr. at 37°C, and the zones of inhibition were measured.

The biological activity in serum was determined from the standard curve which was constructed by
a standard serum solution and to determine the levels in urine, bile, tissue homogenates and feces,
the standard curve by using M/15 phosphate buffer was employed.



