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Abstract :[Objective]}The Trachinotus ovatus cultured in offshore cages in Qinzhou Bay of Guan-
gxi Province showed typical symptoms of bacterial diseases in 2016, including skin ulceration,
subcutaneous bleeding and visceral lesions. By isolating, identifying and preserving the patho-

genic bacteria in the diseased T.ovatus, it

established the foundation for the follow - up
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research on the rapid detection technology and
prevention and control technology of pathogenic
bacteria,as well as controlling the outbreak and
epidemic of related pathogenic bacteria in the
marine culture. [Methods]Four suspected patho-
gen strains were isolated from the ulcer lesions,
kidney and liver of diseased T.ovatus by using
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LB and TCBS plates. Biological tests were con-
ducted to check the conventional morphological
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characteristics and physiological and biochemical reactions. Molecular biology identification of
the suspected pathogenic strains was performed by 16S rDNA gene sequencing. The pathoge-
nicity of pathogenic bacteria was carried out at the level of cells and fish,and the re-inoculation
of artificial infection was carried out simultaneously. [Results]Four strains of suspected patho-
gens (TOQZ01,TOQZ02,TOQZ03,TOQZ04) were isolated and these four strains were identi-
fied as Vibrio alginolyticus based on their phenotypes, molecular biological characteristics and
evolutionary relationships. The cytotoxicity and regression tests confirmed that the isolated V.
alginolyticus were the pathogen,which caused the bacterial diseases in T. ovatus. [Conclusion)
Vibrio alginolyticus is one of the main pathogenic bacteria that cause bacterial fish disease in
marine culture fish in the coastal areas of Guangxi. In the future, Vibrio alginolyticus isolated
from this study will be used to carry out rapid disease detection technology and prevention and
control technology and other key technologies of modern seawater eco-health farming in order
to realize the rapid diagnosis, real - time monitoring and effective prevention of Vibrio
alginolyticus in marine culture of Guangxi.
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Fig. 1  The colony morphology and Gram staining re-

sults (c¢) of suspected pathogenic bacteria on LB (a) and

TCBS (b) plates
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Table 1 Physiological biochemical test results of 4 strains
AR B A A A I 3 H WHINTA
Biochemical tests V.alginolyticus ToQzol TOQzZo0z TOQZ03 TOQZo4
1% NaCl % #l =< _ — - — —
1% NaCl Glucose
1% NaCl i 45 55 il JR 5 i 7K
1% NaCl Glucose phosphate peptone water + + + + +
1% NaCl # H Bk . o
1% NaCl Peptone water d + +
1% NaCl J# 4
1% NaCl Sucrose + + + + +
1% NaCl H & #if 4 + + + +

1% NaCl Mannose
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Continue table 1

A A A R I T H

Biochemical tests

i AL
V.alginolyticus

TOQZ01 TOQZ02 TOQZ03 TOQZ04

1% NaCl BT 744 b
1%NaCl Arabia sugar

1% NaCl LA
1% NaCl Inositol
126 NaCl 181 2 R 1t ¥4 il +
1% NaCl Lysine decarboxylase
19 NaCl H%5 28R BUK fift i
1% NaCl Arginine dihydrolase
Jo K

Salt free peptone water

3% NaCl JF7k T
3% NaCl Peptone water

6% NaCl sk +
6% NaCl Peptone water

8% NaCl JiE/K +
8% NaCl Peptone water

10% NaCl sk +
10 % NaCl Peptone water

T = "R A A BRI " R R G R A

Notes:“—"indicates negative,“+ ”indicates positive;“d”indicates indeterminate results
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Fig. 2 Electrophoretic images (a) and phylogenetic tree
(b) of four pathogenic bacteria 16S rDNA after PCR amplifi-

cation
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Fig. 3 Experiment results of four strains infected with

healthy Trachinotus ovatus
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JELAR 7= 41 CECPs ) 4% e BE A6 B2 43 53 m A 45 2 1) B 68
fi5 TOHK 4 . 55 XF B8 241 A1 L, 52 56 41 09 40 i e
BRAZA, EHRESTKBRIEY TOHK 40 4%
B | A 4 4 O M40 M 355 93 A B 9 (TR 4> 4
I A ) 55 SR 8, S 6 A ) 0 R P S AT
(5 BB B TOQZO1 Ay 41 18 Ml 21 7= ¥ (ECPs) Xif

BB BE % TOHK 4 i H A B W 4 .
Conl Con2

4 Sk e g TOQZo1 B Hk iy 41 B M 4 7= 4
(ECPs) %} B JE 8862 TOHK 41 fd i) 33 1 15 F

Fig. 4
bacterial extracelluler products of TOQZO01 strain to TOHK

Light microscope observed the cytotoxicity of

cells in Trachinotus ovatus
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Fig. 5 Cell activity detected the cytotoxicity of bacterial
extracelluler productes of TOQZ01 strain to TOHK cells in

Trachinotus ovatus
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