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1 A B
Tab.1 Colony characteristics of A and B strains
A , 24h 1. Omm
,24h 0. 8mm 48h 48h 1.2mm
1. 2mm
B 24h 1.2mm 48h 2. 0mm B
,24h 1. 2mm 48h 2. Omm
( )
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3 CCTCC A HC010916 A-1
Tab.3 Resuls of identification to HCO10916A-1 by CCTCC
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EXAMINATION AND ANALYSIS OF BACTERIAL SEPTICAEMIA AND
PATHOGEN IN BASTARD HALIBUT ( PARALICHTHYS OLIVACEUS L.)

FANG Hai, CHEN Cui Zhen, ZHANG Xiae-Jun, GE MwXiang, HE Zhen-Ping, JING Xiae-Min, WANG Xix Yun
( Do artment  Amimal Science, Hebei Normal Unversity of Science and Technology, Qinhuangdao, 066600)

Abstract

value in northern China. Diseases, their numbers and types of bacterial pathogens have been well documented, such

Bastard halibut ( Paralichthys olivaceus Temminck et Schlegel) is a marine fish with high economic

as vibriosis, edwardsiellosis, flexibacteriosis, nocardiosis, pasteurellosis. In September 2001, we conducted exam+
nation of bacterial septicaemia in bastard halibut. The results showed that the diseases were infeded by two species
of bacteria, one new species of Vilrio was identified based on its extensive phenotypic characters, and another was
regarded as A eromonas hydrgphila. In this paper, isolation and biology of these bacteria were reported.

Continuous and high mortalities occurred in cultured bastard halibut in September 2001. Symptoms of naturally
suffered fish include loss of appetite or stopped eating, slow moving, and floating up. Pathological examinations on
10 moribund and newly dead fish exhibited petechial haemorrhages on the abdomen, rotten muscles in the base of

dorsal fin, abdomen swelling with whitish aseitic fluid, and anal pop-out, swollen and congested liver, kidney and
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spleen.

Two colonies were obtained for kidney, liver, spleen and ascitic fluid of 10 examined moribund fishes afier be-
ing inoculated with nutrient agar and blood nutrient agar at 28 ‘C for 24h. In nutrient agar, colony A were round,
smooth, with clear outline, slightly convex, semi-transparent to obscured, pale grayisk white colonies. The size was
about 0. 8mm in diameter after 24h; 1. 2mm in diameter after 48h, in moderate growth rate. Colony B were round,
smooth, with clear outline, slightly convex, whitish to grayish-white colonies, with the size about 1. 2mm in diane-
ter afier 24h, 2. Omm in diameter after 48&h, in high growth rate. In blood nutrient agar, group A were cream-
coloured shiny colonies, around 1. Omm in diameter after 24h, 1. 2mm in diameter after 48h, in moderate growth
rate, ne-haemolysis. Other traits corresponded to that of in the nutrient agar. Group B approximately 1. 2mm in d+
ameter after 24h, 2.0mm in dianeter after 48h, with B-haemolysis, in high growth rate.

Traditional classification was used to identify the above isolated bacteria, and get extensive phenotypic informe-
tion of A and B pure cultures including morphological, physiological and biochemical characteristics, and mol%
G+ Cratio of the DNA for representaive strain. Results show that morphological characteristics of 10 strains ( A)
were consistent, Gram negative, rod-shaped or spherical, ne-endospores, singly or in pairs, (0. 6—1. 0) Pm X
(0.9—2.0) Pm in size. Morphological traits were identical at 37 °C or in 28 ‘C, in array of spherical cells or in i+
regularly short chains of three to eight cells. In addition, negatively stamed electron micrograph revealed that the e«
amined strain was rod-shaped, no flagella, few slightly curved. The characteristics of 10 strains ( B) were identical
at 37°C or in 28 'C, Gram- negative, rod shaped, singly or in pairs, ne-endospores, rounded ends, (0.4 —0. 6) Pm
X (1.0—2.2)Pm in size.

The results of physiological and biochemical traits show tha Group A have positive reaction to oxidase, cata
lase, B galactosidase, nitrate reduction, acid but no gas released from glucose, and nega ive reaction to citrate ut+
lization, gelatin hydrolysis, methyl red, Voges-Proskauer readion, sucrose reduction, inositol, sorbitol, rhamnose
and arabinose, sensitive to vibriostatic agent 0/ 129. The Group B have positive reaction to oxidase, catalase,
gelatin hydrolysis, indole, methyl red, esculin, sucrose, trehalose, maltose, > mannitol, arabinose, acid and gas
released from glucose, nitrate reduced, H2S generated, and negative reaction to urease, Voges-Proskauer reaction,
D-sorbitol, adonitol, B-arabitol, #+ erythritol, minositol, I rhamnose, salicin, with motility, and resistant to vib-
riostatic agent O/ 129. The test was conducted on two isolates of pathogenicity by experimental infection. Occurrence
of disease and death of fish were observed after the infection, and the pathogenicity of the isolates was determined by
duplicating the same infections as natural outbreaks and reisolaed the bacteria which were used in experimental i
fection. The livers from the infected dead exhibited syndromes of swollen and congested internal organs, with pete-
trial necrosis, and swollen abdomen filled with ascitic fluid. The smears of liver from the dead were examined by
Gramr stained Results show tha a lot of Gran-negative rods occurred, which is consistent with that of the natural i
fected cases. In addition, the representative strains were reisolated when the sample of liver from the infected dead
were inoculated on nutrient agar and blood nuirient agar ( contain 7% rabbit blood) at 28 C. The phenotypic chax
aderistics of the reisolated ones were comparable to the description above.

The representative strains were re- checked by CCT'CC, and a consistent result was presented. One was regard-
ed as a new species of Vibrio and was designated as V. olwaceus sp. nov. from isolated fish ( P. olivaceus) fok
lowing International Code of Nomenclature of Bacteria (ICNS). Another was identified as A. hydrehila.

Key words Bastard halibut ( Paralichilvys olwaceus 1..), Septicaemic infection, Pathogenic bacteria, Fxamina

tion



