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2.4 WJ-8¢F*
, AQ25C)
B(327C) , ,
, B
A C(257C) ,
’ WJ—8GFP
1 GFP WI-80FP 2 ’
(400%) ’ ' GFP
Fig. 1 Morphology of WJ-8%" in fluorescent microscope (400x) A, Wi-8
B ,
2.3 8 h (1.23x10* CFU/g),
wi-85"" LB , 2 h (1.95x10° CFU/g) 4 h
12 100%, 16 (1.63x10° CFU/g),
50%, 21, B , 8 h
5%( 2) (1.98x10" CFU/g), 8 h
£ 1 AEKRE WIS IERs T8t 5 EMB L H R TE
Tab.1 The mortality of the Megalobrama amblycephala challenged with WJ-8¢**
WJ-8CFF /(CFU-mL™) ! 2 1%
group concentrations of WJ-8F no. of dead fish' no. of challenged fish? mortality
1 10’ 30(10/10/10) 30(10/10/10) 100
2 10° 24(9/7/8) 30(10/10/10) 80
3 10° 6(2/2/2) 30(10/10/10) 20
4 10* 0(0/0/0) 30(10/10/10) 0
5 10° 0(0/0/0) 30(10/10/10) 0
6 sterile saline 0(0/0/0) 30(10/10/10) 0
S 1 2 3 ;2. 1 2 3

Note: 1. Values in brackets mean dead fish numbers after the first, second and third challenges; 2. Values in brackets mean fish numbers in the
first, second and third challenge experiments.

£ 2 MEKSHBEEE WIS RREMERNGER

Tab.2 Stability experiments of WJ-8¢**
1% 1% 1%
passage number stability passage number stability passage number stability
1 100 8 100 15 55
100 9 100 16 35

2

3 100 10 100 17 20
4 100 11 100 18 15
5 100 12 100 19 12
6 100 13 95 20 8
7 100 14 93 21 5
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Fig. 2 The numbers of WI-8%F in Megalobrama mablycephala tissue samples after bath challenge
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Infection kinetics of Aeromonas hydrophila in the blunt-snout bream,
Megalobrama amblycephala

LU Chunyunl’ 2, XIE Jun" 2, XI Bingwenz, LIANG Liguoz, XIA Fei? , PAN Liangkun2

1. Wuxi Fisheries College, Nanjing Agricultural University, Wuxi 214081, China;
2. Key Laboratory of Genetic Breeding and Aquaculture Biology of Freshwater Fishes, Ministry of Agriculture; Fresh-
water Fisheries Research Center, Chinese Academy of Fishery Sciences, Wuxi 214081, China

Abstract: Fish disease has become an increasingly prominent problem in aquaculture development and causes
severe economic damage to fisheries. Aderomonas hydrophila is an important fish pathogen that causes hemor-
rhaging and septicemia in many cultured fishes. The infection kinetics of A. hydrophila in blunt-snout bream
Megalobrama amblycephala were investigated with a strain, A. hydrophila WJ]-8, that was transformed with a
plasmid encoding green fluorescent protein (pEGFPuv-Kar). The purpose of this investigation was to fully eluci-
date the pathogenesis of septicemia in blunt-snout bream and provide basic data on pathogenic factors of 4. Ay-
drophila. Fish were divided into three experimental groups: group A, water temperature 25°C; group B, water
temperature 32°C; and group C (control group), water temperature 25°C. Fish were allowed to acclimatize for two
weeks before experiment proceeded. Aeromonas hydrophila WI-8%*F was cultured in LB medium that contained
kamamycin (60 pg/mL) at 27°C for 24 h, and bacteria was counted and then transferred to a fish culture tank at a
final concentration of 10° CFU/mL. The bacteria bath challenge was maintained for 30 min for groups A and B but
not for group C. Then, fish were transferred to tanks with clean water and the original water temperature was
maintained. The bacterial counts from the blood, spleen, kidney, gills, intestine, and muscle were detected at 2 h, 4
h, 8 h, 12 h, and 24 h after challenge. Bacteria were detected in both infected groups (A and B) but not in the un-
infected control group (C) at all times during the experiment. An increased number of bacteria was observed in the
gills of fish in groups A and B (P<0.05), whereas large numbers of bacteria were also noted in the spleen, kidney,
and intestine. There were more bacteria that attached to and proliferated on the fish gills at 32°C than 25°C. The
bacterial counts for group B were significantly higher than those of groups A and C (P<0.05). These results indi-
cate that the gill serves as an important infectious route of A. hydrophila in blunt-snout bream, and high water
temperature is associated with heightened infection risk.

Key words: Aeromonas hydrophila; bath challenge; green fluorescent protein; Megalobrama amblycephala; infec-
tion kinetics
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