ANTIMICROBIAL AGENTS AND CHEMOTHERAPY, Aug. 2005, p. 3489-3491
0066-4804/05/$08.00+0  doi:10.1128/AAC.49.8.3489-3491.2005

Vol. 49, No. 8

Copyright © 2005, American Society for Microbiology. All Rights Reserved.

In Vitro Efficacy of the Combination of Ciprofloxacin and Cefotaxime
against Vibrio vulnificus

Dong-Min Kim," Yong Lym,* Sook Jin Jang,”* Hulin Han,? Young Gi Kim,* Choon-Hae Chung,’
and Soon Pyo Hong'

Division of Infectious Disease, Department of Internal Medicine," Department of Microbiology,” and Department of
Laboratory Medicine,> Chosun University College of Medicine, Clinical Research Institute, Gwang-Ju, and
R & D Center of Pharmaceuticals, CJ Corp., Kyonggi-Do,* South Korea

Received 1 February 2005/Returned for modification 15 February 2005/Accepted 25 April 2005

We performed time-kill studies of antimicrobial combinations that included minocycline, cefotaxime, and
ciprofloxacin with Vibrio vulnificus ATCC 27562. Cefotaxime-plus-ciprofloxacin combinations acted synergis-
tically against V. vulnificus in vitro, and this combination regimen can be a good choice as the empirical
treatment for suspected necrotizing fasciitis due to V. vulnificus.

Vibrio vulnificus is a halophilic gram-negative bacterium that
is one of the most invasive and rapidly fatal known human
pathogens. Patients with V. vulnificus bacteremia often have a
rapidly progressive, fulminant course (2, 12, 20). The high
mortality, the severity of infections, and the rapidity of V.
vulnificus infection suggest that early administration of antibi-
otics and a combination of antibiotics having good activity
against V. vulnificus should be required. Most of the V. vulni-
ficus isolates are susceptible in vitro to a variety of antimicro-
bial agents (3, 7, 15). Thus, the use of a variety of antimicro-
bials, based on the in vitro susceptibility of the organism, has
been reported (11, 13, 14). However, tetracycline has been
recommended as the antimicrobial agent of choice for the
treatment of V. vulnificus infection based on the results of a
single study for the effectiveness of an in vivo test (3, 15).
Chuang et al. documented that the combination of cefotaxime
and minocycline produced a synergistic inhibitory effect against
V. vulnificus (5, 6). More recently, the newer fluoroquinolones
have been demonstrated to be as effective as the combination
of cefotaxime plus minocycline in vitro and in vivo (21). The
aims of this study were to assess the in vitro activities of
ciprofloxacin plus cefotaxime against V. vulnificus and to com-
pare the results with those of cefotaxime plus minocycline or
ciprofloxacin single therapy, which are the commonly used
antibiotics in clinical practice.

V. vulnificus ATCC 27562 was obtained from the American
Type Culture Collection, and it was used for the time-Kkill
studies and checkerboard assays. Fourteen clinical isolates of
V. vulnificus were also collected from 14 patients who had been
admitted to Chosun University Hospital. The following anti-
microbial standard powders for susceptibility testing were
obtained from their manufacturers: ampicillin (Chong-Kun-
Dang, Korea), cefotaxime (Handok-Aventis, Korea), cipro-
floxacin (Bayer HealthCare, Korea), minocycline (Wyeth Ko-
rea Inc., Korea), moxifloxacin (Bayer HealthCare, Korea),
levofloxacin (Ildong Pharmaceutical Co., LTD, Korea), cefta-
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zidime (CJ Corp., Korea), gentamicin (Choongwae Pharma-
ceutical Co., Korea), and imipenem (Choongwae Pharmaceu-
tical Co., Korea). The MIC of each antibiotic was determined
by the agar dilution method with Mueller-Hinton agar with 2%
salinity, considering optimal growth of V. vulnificus in salinity
of 1 to 3% (9, 10), in accordance with the guidelines of the
Clinical and Laboratory Standards Institute (formerly the Na-
tional Committee for Clinical Laboratory Standards) (16, 17).
Time-kill studies were performed for V. vulnificus ATCC 27562
to evaluate synergy as previously described (5). Viability counts
were performed at 0, 2, 4, 8, 12, 24, 36, and 48 h on Mueller-
Hinton agar. Drug carryover was minimized by dilution as
described previously (1, 22). All the experiments were per-
formed at least twice for good confirmation of the results.
Synergy was defined as a =2 log,, decrease in CFU per milli-
liter between the combination and its most active constituent
after 24 h, and the number of surviving organisms in the pres-
ence of the combination must be =2 log CFU/ml below the
starting inoculum (8, 19). Checkerboard assays were per-
formed as described previously (1). The fractional inhibitory
concentrations (FICs) were calculated as (MIC of drug A and
B in combination)/(MIC of drug A or B alone), and the FIC
index was calculated as the numerical sum of the two FICs for
a given combination. The following criteria were used: an FIC
index of <0.5 meant synergy, an FIC index of >4 meant an-
tagonism, and an FIC index of >0.5 but =<4 meant indifferent.

The MICs of 9 antimicrobial agents for the 14 clinical strains
and V. vulnificus ATCC 27562 are presented in Table 1. The
MICs of cefotaxime, minocycline, and ciprofloxacin for V.
vulnificus ATCC 27562 were 0.016, 0.03, and 0.03 pg/ml, re-
spectively. In time-kill studies, combination regimens of cefo-
taxime plus ciprofloxacin at 3/4 times the MIC resulted in a
more significant reduction in bacterial counts of 59 CFU for
the starting inoculum of 6.24 X 10° CFU and a more significant
reduction at 24 h than that noted with the single-drug regimens
of ciprofloxacin (bacterial count of 5.2 X 107 CFU) or cefo-
taxime (bacterial count of 3.36 X 10'° CFU) (Fig. 1a). The
combination therapy with ciprofloxacin plus cefotaxime at 3/4
times the MICs effectively inhibited V. vulnificus ATCC 27562
more than that noted for cefotaxime plus minocycline (Fig. 2).
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TABLE 1. Susceptibilities of V. vulnificus ATCC 27562 and 14
clinical isolates of V. vulnificus to 9 antimicrobial agents

MIC (pg/ml)
Antimicrobial agent
MICs, MICy, Range ATCC 27562

Ampicillin <0.063 32 <0.063-32 1.0
Cefotaxime <0.063 0.5 <0.063-1.0 <0.063
Ceftazidime <0.063 0.5 <0.063-1.0 <0.063
Ciprofloxacin <0.063 <0.063 <0.063 <0.063
Minocycline <0.063 0.125  <0.063-0.125 <0.063
Moxifloxacin <0.063 0.125  <0.063-0.125 <0.063
Levofloxacin <0.063 <0.063 <0.063 <0.063
Gentamicin <0.063 4.0 <0.063-8.0 0.25
Imipenem <0.063 2 <0.063-2 0.125

However, the results of the checkerboard assay for V. vulnificus
ATCC 27562 were in the indifferent range when the combina-
tion of ciprofloxacin and cefotaxime and the combination of
cefotaxime and minocycline were tested.

Currently, the combination of cefotaxime plus minocycline
or fluoroquinolone monotherapy is considered to be the first-
line therapy (21). Clinical experience for combination therapy
with a fluoroquinolone plus a B-lactam to treat V. vulnificus has
not been reported. Nevertheless, our clinical experience has
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suggested the potential clinical usefulness of a ciprofloxacin
combination therapy for the treatment of V. vulnificus infec-
tions. Thus, we investigated the synergistic activity between
ciprofloxacin and cefotaxime. Although synergy was not seen
with ciprofloxacin plus cefotaxime and cefotaxime plus mino-
cycline on the checkerboard assays, in our time-kill studies,
when cefotaxime at 3/4 times the MIC was combined with
minocycline at 3/4 times the MIC or ciprofloxacin at 3/4 times
the MIC, the magnitude of the inhibition at 24 h was consistent
with the criteria of synergism. The inhibitory effect of cipro-
floxacin plus cefotaxime persisted for at least 48 h. This syn-
ergistic activity was also observed when the antibiotics were
combined at half of the MIC values (Fig. 1b). The in vitro
efficacy of ciprofloxacin plus cefotaxime was superior to that of
cefotaxime plus minocycline or ciprofloxacin and cefotaxime or
minocycline monotherapy. It has been reported that in Esch-
erichia coli, quinolones interact with the outer membrane as
chelating agents, raising the permeability of the outer mem-
brane to B-lactam antibiotics. The mechanism by which such
combinations achieve synergy is believed to be the facilitation
of entry of B-lactam antibiotics into cells after partial disrup-
tion of the cell wall through the action of quinolones (4, 18).
Despite the synergistic activities of the combination of cipro-
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FIG. 1. Time-kill curves for V. vulnificus ATCC 27562 after incubation with cefotaxime or ciprofloxacin alone, and with a combination of
cefotaxime plus ciprofloxacin at 3/4 times the MIC (a) and at 1/2 times the MIC (b).
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FIG. 2. Time-kill curves for V. vulnificus ATCC 27562 after incubation with cefotaxime, minocycline, or ciprofloxacin alone, with a combination
of cefotaxime plus ciprofloxacin, and with a combination of cefotaxime plus minocycline at 3/4 times the MIC.

floxacin plus cefotaxime against V. vulnificus, the clinical use-
fulness of this antibiotic combination therapy should be further
established. An animal model is being developed to investigate
this phenomenon. Clinical studies are required to test the
relevance of our findings.
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