




















































Vibrio isolates 

A total of 83 Vibrio isolates comprising V. parahaemolyticus (n=26), V. cholera 

(n=18), V. fluvalis (n=23), and V. vulnificus (n=16) were included in this study. All of the 

isolates were obtained from the strain collection of Department of Veterinary Medicine, 

Faculty of Veterinary Science, Chulalongkorn University. These strains were isolated 

from clinical cases of diseased shrimps in farmed-marine shrimps in Thailand during 

2001-2002. All the strains were isolated using the standard methods as described in 

FDA Bacteriological Analytical Manual (Elliot et al., 1998) and tested for their 

biochemical characteristics with API 20E (Biomerieux, France) in previous studies 

(Wongtavatchai et al., 2006). All of the bacterial strains were stored as 20% glycerol 

stocks at -80°C and sent to Department of Veterinary Public Health, Faculty of Veterinary 

Science, Chulalongkorn University for further studies as follows. 

Phase I Test for antimicrobial susceptibility 

All of the Vibrio isolates were tested for their antimicrobial susceptibility by 

determining Minimum Inhibitory Concentrations (MICs) using a serial two-fold agar 

dilution technique. The procedures are in accordance with the Clinical and Laboratory 

Standards Institute (CLSI, formerly NCCLS). The antimicrobials include ampicillin 

(AMP), chloramphenicol (CHL), ciprofloxacin (CIP), erythromycin (ERY), enrofloxacin 

(ENR), kanamycin (KAN), streptomycin (STR), sulfamethoxazole (SMX), tetracycline 

(TET) and trimethoprim (TMP). The Vibrio isolates were grown on Tryptic Soy Agar 

(TSA; Difco, MD, USA) supplemented with 1% NaCI. After incubation at 37°C for 

18-24 h, the colonies were transferred to 0.85% NaCl solution (NSS) and the cell density 

was adjusted to Mcfarland standard 0.5 or approximately l o 8  CFUIml. Then, the 

suspension was ten-fold diluted in NSS, giving a final cell count of approximately 

l o 7  CFUIml. The suspension was inoculated onto the Muller-Hinton agar (MHA; Difco, 

MD, USA) containing appropriate concentrations of antimicrobials by using a multi-point 

inoculator. The serial two-fold dilutions of antimicrobials were dissolved in appropriate 

solvents. The solvents and antimicrobial concentrations used are shown in Table 1. 
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