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Fig. 1 Morphology of EtMc1512-GFP with fluorescent microscope
A. EtMc1512-GFP H7%JE 25 (40%); B. EtMc1512-GFP 4l & JE 75 (400x)
A. Colonial morphology of EtMc1512-GFP(40x); B. Mycelial mophology of EtMc1512-GFP(400x%)
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Fig. 2 The number of EtMc1512-GFP in M. chulae tissue
samples after immersion challenge
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Fig. 3 The number of EtMc1512-GFP in M. chulae tissue
samples after intraperitoneal challenge
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Fig. 4 The number of EtMc1512-GFP in M. chulae tissue
samples after intramuscular challenge
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Abstract: Edwardsiella tarda is an important fish pathogen that causes septicemia in many marine and freshwater
fish. In order to study the invasion pathway of E. tarda in Mugilogobius chulae and provide basic data on patho-
genesis of E. tarda. The infection kinetics of E.tarda were investigated in vivo in M. chulae using a virulent strain,
E.tarda EtMc1512, that was transformed with a plasmid encoding green fluorescent protein (PMDpp-EGFP) by
electroporation. Fish were divided into three groups: bacteria bath-challenged fish, bacteria intraperitoneally-cha-
llenged fish, bacteria intramuscularly-challenged fish. The number of bacteria from blood, gills, liver, intestine and
muscle were detected at 0, 2, 4, 6, 12, 24 and 48 h after immersion challenge, which were also detected at 6, 12, 24,
48, 72 and 96 h after intraperitoneal and intramuscular challenge. The results showed that EtMc1512-GFP strain
had the similar virulence characteristics as the parent strain and could be easily identified as bright green fluoresc-
ing colonies. The virulence-related genes (citC, mukF, esrB, katB, fimA, gadB) have been detected simultaneity in
strain EtMc1512 and EtMc1512-GFP. High numbers of bacteria were observed in the intestine (2.51x10°CFU/g),
followed by the gills (4.19x10*CFU/g) and blood (1.65x10*CFU/g) of fish after immersion challenge. The number
of bacteria was significantly higher in the intestine than other tissues (P<0.05). The highest numbers of bacteria
were observed in the blood (4.65x10°CFU/g) and liver (4.55x10°CFU/g) of fish after intraperitoneal challenge.
Bacteria was first detected in muscle (48 h) and the highest numbers of bacteria were observed in the blood
(2.93x10* CFU/g) of fish after intramuscular challenge. These results indicate that the intestine, liver and muscle
serve as an important infectious route of E.tarda in M. chulae after immersion, intraperitoneal and intramuscular
challenge respectively. It would be high infection risk through the ingestion of contaminated food and water for M.

chulae under natural conditions.
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