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Five healthy male adults received 2 g of moxalactam every 12 h for 7 days. The alterations of fecal microflora
were investigated before, during, and after treatment with moxalactam. On day 7 of treatment, the number of
total bacteria was decreased in all subjects. There was marked suppression of the obligate anaerobic bacteria
and enterobacteria to undetectable levels, but the counts of Streptococcus spp. and Lactobacillus spp. increased.
On day 7, two subjects had Clostridium innocuum and Clostridium ramosum in their feces but not Clostridium
difficile. On day 7 after treatment, the counts of Streptococcus spp., enterobacteria, Lactobacillus spp., and

Clostridium spp. in all subjects were still not normal.

Several antibiotics are known to cause considerable
changes in normal human fecal flora and sometimes also to
permit overgrowth of resistant bacteria (7, 17). Some fecal
bacteria may produce toxins and can cause pathogenic
conditions. Moxalactam, a 1-oxa-B-lactam derivative, was
developed by Shionogi & Co., Osaka, Japan. It was demon-
strated that this drug is effective against both aerobic and
anaerobic bacteria (18). '

Although moxalactam might be expected to produce ap-
preciable changes in the human fecal flora, there are few
published data concerning the effect of this drug on the fecal
flora (2). This study was undertaken to determine the
changes in normal human fecal flora when moxalactam was
administered intravenously.

Five healthy male subjects between the ages of 32 and 44
years and weighing 62 to 76 kg (mean, 67.8 = 5.4 kg)
participated in this study. All subjects received moxalactam
in a 2-g dose every 12 h for 7 days. The drug was adminis-
tered in 50 ml of saline solution over a period of 30 min.

Freshly voided fecal samples were collected from the five
individuals before intravenous moxalactam administration,
on the last day (day 7) of administration, and on day 7 after
administration. Collected fecal specimens were placed in a
sterile transport medium (15) filled with CO, gas. Samples
sealed in the medium were stored at 4°C until use. The
specimens were cultured by a previously described method
(14). After thorough mixing, a series of 10-fold dilutions
(107! to 10~®) was made under anaerobic conditions. The
diluent used was prepared in the same manner as described
elsewhere (13). The following media were used for anaerobic
incubation: Eggerth-Gagnon agar (14), glucose-blood-liver
agar (14), bifidobacteria-selective agar (14), eubacteria-
selective agar (13), neomycin-brilliant green-taurocholate-
blood agar (14), neomycin-Nagler agar (12), modified veil-
lonellae-selective agar (14), modified lactobacilli-selective
agar (14), and cycloserine-cefoxitin-egg yolk-fructose agar
(8). The samples were incubated at 37°C for 3 days in
anaerobic steel wool jars (16) filled with oxygen-free CO-.
For the isolation of aerobic bacteria, the media used were
Trypticase soy (TS) agar with 5% blood (14), deoxycholate-
hydrogen sulfide-lactose agar (Eiken Chemical Co. Ltd.,
Tokyo, Japan) (14), triphenyltetrazolium chloride-acridine
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orange-thallous sulfate-esculin-crystal violet agar (14),
phenylethyl alcohol-egg yolk suspension agar (14), potate
glucose agar (14), and nalidixic acid-cetrimide agar (Eiken).
Triphenyltetrazolium chloride-acridine orange-thallous sul-
fate-esculin-crystal violet agar, phenylethyl alcohol-egg yolk
suspension agar, potato glucose agar, and nalidixic acid-
cetrimide agar were incubated at 37°C for 48 h, while TS agar
and deoxycholate-hydrogen sulfide-lactose agar were incu-
bated at 37°C for 24 h. In addition, the dilutions were heated
in an 80°C water bath for 10 min prior to inoculation to detect
sporeformers. The heated dilutions were cultured on the
surfaces of Eggerth-Gagnon agar, glucose-blood-liver agar,
and TS agar as nonselective media and neomycin-Nagler
agar as the selective medium.

After incubation, each plate was examined for bacterial
counts. Colonies from the anaerobic agar were subcultured
on Eggerth-Gagnon agar or glucose-blood-liver agar in du-
plicate to allow aerobic and anaerobic incubation. Microor-
ganisms growing only on the anaerobic agar were identified
as strictly anaerobic bacteria. All of the strains isolated were
maintained on Eggerth-Gagnon liver agar slants (14) filled
with 100% CO, gas. Colonies from TS agar were also
subcultured on TS agar aerobically. The aerobic isolates
were kept on TS agar slants (14). Both slants were stored at
4°C. Transfers were usually made at 1-month intervals.
Strictly anaerobic bacteria isolated from the feces were
identified by methods described previously (4, 9).
Enterobacteria, staphylococci, and Candida spp. were clas-
sified by the API systems (Analytab Products, Inc.,
Plainview, N.Y.). The other aerobic bacteria were identified
by conventional methods (6, 11). For the isolates identified,
the bacterial count per gram of wet feces was calculated and
converted into a logarithmic equivalent. A few strains could
not be fit into any of the established species; these were
designated as spp. The total viable count was calculated
from the sum of the counts of each bacterial species. With
these methods, the lowest detectable number of microorga-
nisms was 2 log;y/g of wet feces. The bacterial counts were
analyzed statistically by Student’s ¢ test. The concentration
of moxalactam in the feces was determined by the band
culture method (10).

The total bacteria had decreased on day 7 (P < 0.001) of
treatment but were at normal levels on day 7 after treatment.
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TABLE 1. Fecal bacteria and yeasts isolated from five subjects receiving moxalactam
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Bacterial counts at indicated time relative to moxalactam treatment (no. of subjects infected/no. of

Organism subjects tested)”
Before During (day 7) After

Bacteroides 10.7 = 0.2" (5/5) (0/5) 10.8 = 0.1% (5/5)
B. buccae-oris group 9.4 = 0.7 (3/5) (0/5) 9.2 = 0.4 (2/5)
B. fragilis group 10.7 = 0.1 (5/5) (0/5) 10.4 = 0.3 (5/5)
B. distasonis 9.9 + 0.8 (4/5) (0/5) 10.0 = 0.2 (5/5)

B. fragilis 9.9 = 0.4 (4/5) 0/5) 9.8 = 0.1 (4/5)

B. thetaiotaomicron 9.4 = 0,2 (2/5) (0/5) 0/5)

B. uniformis 9.2 (1/5) (0/5) 9.2 (1/5)

B. vulgatus 10.7 = 0.1 (5/5) (0/5) 10.4 = 0.3 (5/9)

B. eggerthii 9.2 (1/5) 0/5) (0/5)
B. oralis 9.3 £ 0.2 (2/5) (0/5) (0/5)
B. ureolyticus 9.3 (1/5) (0/5) 8.7 (0/5)
Bacteroides spp.© 9.8 £ 0.2 (5/5) (0/5) 9.0 = 0.39 (2/5)
Bifidobacterium 10.2 = 0.5 (5/5) (0/5) 10.6 = 0.2 (4/5)
B. adolescentis 10.2 = 0.4 (5/95) (0/5) 10.6 = 0.2 (5/5)
B. bifidum 8.5 = 0.6 (2/5) (0/5) 9.1 (1/5)
B. longum 9.7 = 0.6 (3/5) 0/5) 8.8 (1/5)
Bifidobacterium spp.© 9.8 = 0.1(2/5) (0/5) (0/5)
Clostridium 7.5 = 0.8 (5/9) 9.4 + 0.3 (2/9) 9.7 + 0.5 (4/5)
C. beijerinckii 6.7 (1/5) (0/5) 0/5)
C. bifermentans 3.3(1/%) (0/5) (0/5)
C. butyricum 3.6 (1/5) (0/5) 4.7 (1/5)
C. clostridiiforme 8.8 (1/5) (0/5) (0/5)
C. coccoides 5.6 0.7 (2/5) (0/5) (0/5)
C. innocuum 5.8 0.4 (4/5) 9.4 + 0.3 (2/5) 9.4 = 0.7¢ (4/5)
C. paraputrificum 7.2 (1/5) (0/5) 4.5 (1/5)
C. perfringens 3.0 (1/5) (0/5) 4.5 = 0.4 (3/5)
C. ramosum 7.6 £ 1.1 (3/5) 8.7 (1/9) 8.8 + 0.9 (3/9)
C. sartagoformum (0/5) 0/5) 8.2 (1/5)
C, sphenoides 7.2 0.3 (2/5) (0/5) (0/5)
C. tertium 6.7 = 3.2 (2/5) (0/5) 5.8 (1/5)
Clostridium spp.© 7.6 + 2.1 (4/5) (0/5) 7.1 £2.2(3/5)
Coprococcus sp.” 9.7 (1/5) (0/5) (0/5)
Eubacterium 10.4 = 0.4 (5/5) 0/5) 10.1 £ 0.5 (5/5)
E. aerofaciens 10.3 = 0.5 (5/5) (0/5) 10.1 = 0.2 (5/5)
E. biforme 9.3 (1/5) (0/5) (0/5)
E. lentum 9.8 = 0.3 (2/5) (0/5) (0/5)
E. moniliforme 9.3 (1/5) (0/5) (0/5)
E. rectale 9.3 = 0.6 (2/5) 0/5) (0/5)
Eubacterium spp.© 9.2 = 0.7 (5/5) 0/5) (0/5)
Fusobacterium 9.5 + 0.3 (4/5) 0/5) 9.6 = 0.1 (2/5)
F. mortiferum 9.4 + 0.3 (2/5) (0/5) 9.6 (1/5)
F. russii 9.7 (1/5) (0/5) (0/5)
F. varium 9.6 = 0.2 (2/5) (0/5) (0/5)
Fusabacterium spp.© 9.7 = 0.3 (3/5) 0/5) (0/5)
Megasphaera elsdenii 8.4 (1/5) (0/5) 9.7 (1/5)
Mitsuokella multiacidus 9.9 (1/5) (0/5) (0/5)
Peptostreptococcus 10.1 = 0.3 (5/5) (0/5) 10.1 = 0.4 (5/5)
P. anaerobius 9.2 (1/5) 0/5) 0/5)
P. micros 9.3 £ 0.5 (2/5) (0/5) 0/5)
P. productus 9.9 = 0.4 (3/5) (0/5) 9.9 = 0.3 (3/5)
Peptostreptococcus spp.© 9.6 = 0.4 (2/5) (0/5) 10.2 = 0.3 (2/5)
Ruminococcus gnavus 9.3 (1/5) (0/5) 0/5)
Veillonella parvula 5.5 £2.13/5) 0/5) 8.4 = 0.9¢ (5/5)

Total anaerobes

Bacillus subtilis
Citrobacter freundii
Escherichia coli
Klebsiella pneumoniae
Lactobacillus

L. gasseri

L. reuteri

L. salivarius subsp.

salivarius

Lactobacillus spp.©

Proteus mirabilis

11.1 = 0.2 (5/5)

9.1 = 0.6 (2/5)

(0/5)
(0/5)
(0/5)
0/5)
2.1 (5/5)
2.4 (4/5)
0.2 (2/5)
0/5)

7.5
7.3
8.1

I+ 1+ 1+

(0/5)
(0/5)

11.1 £ 0.2 (5/5)

0/5)

8.3 (1/5)

8.7 = 0.4° (5/5)
8.0 = 0.5 (2/5)
8.2 = 0.7 (5/5)
8.2 = 0.7 (5/5)
7.5 £ 1.2 (3/5)
(0/5)

7.2 (1/5)
7.6 (1/5)

Continued
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TABLE 1—Continued

Bacterial counts at indicated time relative to moxalactam treatment (no. of subjects infected/no. of

subjects tested)!

Organism
Before During (day 7) After
Pseudomonas aeruginosa 4.1 (1/5) (0/5) 4.4 = 0.6 (2/5)
Staphylococcus epidermidis 3.2 £ 0.5(2/5) 0/5) 3.8 = 0.8 (2/5)
Streptococcus 6.1 = 1.2 (5/9) 9.9 = 0.4°(5/5) 9.1 = 0.99(5/5)
S. durans 6.8 = 0.3 (2/5) 0/5) 0/5)
S. faecalis 5.9 £ 1.1(5/5 9.9 = 0.4¢ (5/5) 9.0 = 0.9 (5/5)
S. faecium 5.2 £ 0.6 (2/5) 9.1 = 0.1 (2/5) 6.6 (1/5)
S. sanguis 7.0 (1/5) 0/5) (0/5)
Streptococcus spp.© 6.6 = 0.8 (2/5) (0/5) 8.1 (1/5)
Candida 3.3 + 0.6 (4/5) 3.8 = 0.9 (4/5) 4.2 £ 0.5 (3/35)
C. albicans 3.2 £ 0.6 (4/5) 3.8 £ 0.9 (4/5) 4.2 + 0.5 3/5)
Candida spp.© 2.5 £ 0.5 3/5) 0/5) 3.9 (1/5)

Total aerobes and yeasts 8.3 £ 0.6 (5/5)

Total bacteria 11.1 = 0.2 (5/5)

10.0 = 0.5 (5/5) 9.4 + 0.6° (5/5)

10.0 * 0.5 (5/5) 11.1 = 0.1 (5/5)

“ Moxalactam was administered at 4 g per day during the experimental periods.

® Bacterial counts were expressed as mean * standard deviation of log,, per gram of wet feces.

“ Some isolates could not be identified to the species level with currently accepted identification protocols and presently recognized species.
¢ Statistically significant at P < 0.01 when compared with the pretreatment values (Student's 7 test was used for the bacterial counts).

“P < 0.001.
/ One isolate (one species).

After the drug treatment, the total counts in all subjects
showed a recovery to pretreatment normal levels.

On day 7 of treatment, the incidence of Bacteroides
vulgatus, Bacteroides spp., Bifidobacterium adolescentis,
Eubacterium aerofaciens, and Eubacterium spp. was lower
than that pretreatment (Table 1). In two of the subjects,
however, the counts of Clostridium sp. were markedly
increased. The Clostridium sp. were identified as Clostrid-
ium innocuum and Clostridium ramosum. On the other
hand, the aerobic bacteria were significantly (P < 0.001)
increased on day 7. The counts of Streptococcus spp. (P <
0.001) and Lactobacillus spp. were higher in this experimen-
tal period than in the pretreatment period. Significantly
increased numbers of Streptococcus faecalis and Strepto-
coccus faecium were observed on day 7. The counts of
Candida spp. changed in all subjects. Especially, there were
marked increases in Candida sp. in two subjects. On day 7 of
treatment, the concentration of moxalactam in the feces was
110.4 = 73.9 ng/g.

By 1 week after administration, the total aerobes (P <
0.01) and the counts of Streptococcus spp. (P < 0.001),
enterobacteria (P < 0.05), Lactobacillus spp. (P < 0.05),
Clostridium spp. (P < 0.05), and veillonellae had increased
but had not recovered to the pretreatment levels. On the
other hand, the counts of Bacteroides spp., Eubacterium
spp., Peptostreptococcus spp., and Bifidobacterium spp.
had recovered to normal levels. The numbers of C. in-
nocuum, Bacteroides spp., S. faecalis, Lactobacillus gas-
seri, Veillonella parvula, and Escherichia coli were signifi-
cantly higher on day 7 after treatment than pretreatment.
The concentration of moxalactam in the feces decreased to
undetectable levels (<1 pg/g).

The intravenous administration of moxalactam induces
marked changes in the fecal flora, with suppression of strict
anaerobic bacteria and enterobacteria. Similar changes were
recently reported with moxalactam except for lactobacilli
and Pseudomonas spp. (2). It has also been reported that the
fecal microflora of patients given cefoperazone (1) or ceftri-
axone (3) was dominated by members of the family
Streptococcaceae and clostridia but not by obligate

anaerobes and enterobacteria. Our results with intravenous
administration of moxalactam were in close agreement with
these reports.

In the present study, the significant reduction of strict
anaerobes, particularly Bacteroides fragilis group,
Bifidobacterium spp., Eubacterium spp., and Peptostrepto-
coccus spp., in stool specimens during treatment was in
close agreement with the report of Allen et al. (2). The
increased numbers of Streptococcus spp. and Lactobacillus
spp. in the fecal microflora during treatment may be due to
the resistance of these microorganisms to moxalactam. It is
of interest that two of our subjects had intestinal coloniza-
tion with moxalactam-resistant Clostridium spp. during
treatment. None of the Clostridium spp. isolated during this
study were identified as Clostridium difficile.

A period of 7 days after moxalactam administration was
not sufficient for the fecal flora to recover to the pretreat-
ment levels. Normalization of aerobic bacteria and Clostrid-
ium spp. may require another week. However, the numbers
and incidences of B. fragilis group, Bifidobacterium
adolescentis, Eubacterium aerofaciens, and Peptostrepto-
coccus productus, which were the predominant fecal bacte-
ria before treatment, were normalized on day 7 after treat-
ment. On the other hand, significantly increased numbers of
C.innocuum, V. parvula, §S. faecalis, E. coli, and L. gasseri
were observed after the treatment. On day 12 after cefoper-
azone administration, a reduction in the number of
bifidobacteria and an increase in the number of Eubacterium
spp., Clostridium spp., Lactobacillus spp., and Streptococ-
cus spp. were reported (5). Our results were closely related
with regard to the increased number of Clostridium spp. and
Streptococcus spp. These alterations after the treatment
may be considered a common effect of the new B-lactam
antibiotics on human fecal microflora.

LITERATURE CITED

1. Alestig, K., H. Carberg, C. E. Nord, and B. Trellfors. 1983.
Effect of cefoperazone on fecal flora. J. Antimicrob. Chemo-
ther. 12:163-167.

2. Allen, S. D., J. A. Siders, M. D. Cromer, J. A. Fischer, J. W.



178

10.

11.

NOTES

Smith, and K. S. Israel. 1980. Effect of LY127935 (6059-S) on
human fecal flora, p. 101-103. In J. D. Nelson and C. Grassi
(ed.), Current chemotherapy and infectious disease. American
Society for Microbiology, Washington, D.C.

. Arvidsson, A., G. Alvan, B. Angelin, O. Borga, and C. E. Nord.

1982. Ceftriaxone: renal and biliary excretion and effect on the
colon microflora. J. Antimicrob. Chemother. 10:207-215.

. Benno, Y., K. Sawada, and T. Mitsuoka. 1984. The intestinal

microflora of infants: composition of fecal flora in breast-fed and
bottle-fed infants. Microbiol. Immunol. 28:975-986.

. Chida, T., H. Shibaoka, H. Sagara, R. Nakaya, and K.

Nakagawa. 1983. The effect of a new cephalosporin, cefopera-
zone, administered intravenously on human fecal flora. Chemo-
therapy (Tokyo) 31:920-926.

. Cowan, S. T. 1974. Cowan and Steel’s manual for the identifi-

cation of medical bacteria, 2nd ed. Cambridge University Press,
Cambridge.

. Datta, N. 1965. Drug resistance and R-factors in the bowel

bacteria of London patients before and after admission to
hospital. Br. Med. J. 2:407-413.

. George, W. L., V. L. Sutter, D. Citron, and S. M. Finegold.

1979. Selective and differential medium for isolation of Clostrid-
ium difficile. J. Clin. Microbiol. 9:214-219.

. Holdeman, L. V., E. P. Cato, and W. E. C. Moore (ed.). 1977.

Anaerobe laboratory manual, 4th ed. Virginia Polytechnic In-
stitute and State University, Blacksburg.

Kimura, Y., and T. Yoshida. 1980. Microbiological assay meth-
ods of 6059-S concentrations in body fluids. Chemotherapy
(Tokyo) 28:178-188.

Lennette, E. H., A. Balows, W. J. Hausler, Jr., and J. P. Truant

12.

13.

14.

15.
16.
17.

18.

ANTIMICROB. AGENTS CHEMOTHER.

(ed.). 1980. Manual of clinical microbiology, 3rd ed. American
Society for Microbiology, Washington, D.C.

Lowbury, E. J. L., and H. A. Lilly. 1955. A selective plate
medium for Clostridium perfringens. J. Pathol. Bacteriol.
70:105-109.

Mitsuoka, T., K. Ohno, Y. Benno, K. Suzuki, and K. Namba.
1976. Die Faekalflora bei Menschen. V. Mitteilung: Vergleich
des neu entwickelten Verfahrens mit dem bisherigen iiblichen
Verfahren zur Darmfloraanalyse. Zentralbl. Bakteriol.
Parasitenkd. Infektionskr. Hyg. Abt. 1 Orig. Reihe A
234:219-233.

Mitsuoka, T., T. Sega, and S. Yamamoto. 1965. Eine
Verbesserte Methodik der qualitativen und quantitativen
Analyse der Darmflora von Menschen und Tieren. Zentralbl.
Bakteriol. Parasitenkd. Infektionskr. Hyg. Abt. 1 Orig. Reihe A
195:455-469.

Mitsuoka, T., A. Terada, and Y. Morishita. 1973. Die Darmflora
von Mensch und Tier. Goldschmidt informiert 23:23-41.
Parker, C. A. 1955. Anaerobiosis with iron wool. Aust. J. Exp.
Biol. Med. Sci. 33:33-37.

Sutter, V. L., and S. M. Finegold. 1974. The effects of antimi-
crobial agents on human faecal flora: studies with cephalexin,
cyclacillin and clindamycin, p. 229-240. In F. A. Skinner and
J. G. Garr (ed.), The normal microbial flora of man. The Society
of Applied Bacteriology Symposium. Academic Press, Inc.
(London), Ltd., London.

Yoshida, T., S. Matsuura, M. Mayama, Y. Kameda, and S.
Kuwahara. 1980. Moxalactam (6059-S), a novel 1-oxa-B-lactam
with an expanded antibacterial spectrum: laboratory evaluation.
Antimicrob. Agents Chemother. 17:302-312.



