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Tabh 2 Results of rechecking and identification of representative strain HQ010320-1 by CCTCC
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Tab 3 Results of experimental infection to stone flounder of isolates
(h)
(CFU/ml) (ml) 48 60 (%)
HQO0103206-1 6 9. 0x 10 0.3 1 5 6 48h 1 100
1
6 9. 0x 10° 03 2 4 6 48h 1 s 100
HQO010320-5 6 9. 0x 10° 0.3 2 4 6 48h 2 100
6 9. 0x 10° 0.3 0 6 6 1 100
HQ020329-4 6 9. 0x 10 03 1 5 6 48h 1 100
9. 0x 10° 03 3 6 100
03 0 0 0
6 0.3 0 0 0
48 9 27 36
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4
Tab 4 Results of experimental infection to flounder of isolates

(h)

( CFU/m]) (ml) 48 72 96 (%)
HQ010320-1 6 9. 0x 10° 0.3 0 2 4 6 , 100
4
HQ010320-5 6 9. 0x 10° 0.3 1 1 4 6 , 100
2
HQ020329-4 6 9. 0x 10° 0.3 0 1 5 6 4 100
2
6 0.3 0 0 0 0 0
24 1 4 13 18
5 HQ010320-1

Tab. 5 Results of experimental infection to fresh fishes by HQ010326- 1

(CFU/ml) (ml) (%)
6 9.0x 10® 03 , ,2 83.3
6 9.0x 10* 03 : 50
6 9.0x 10° 03 . 50
6 9.0x 10° 0.3 , 33.3
6 9.0x 10° 0.3 ,4 100
6 9.0x 10° 0.3 , ,2 100
6 03 0
6 03 0
6 03 0
6 03 0
6 03 0
6 03 0
72
2.10 (30Hg/ ) (75Mg/ ) (30Hg/
No. 1 9 ) (30Hg/ ) (15Hg/ )
No. 2 9 18 37 (15Hg/ ) (10Hg/ ) (30Hg/
G ) ( 10/ ) (10Hg/ )
(10Hg/ ) (10Hg/ ) (30Hg/ ) (30Hg/ )
(1Hg/ ) (2Hg/ ) ( 30Hg/ (30Hg/ ) (10Hg/ )
) (0.04IUL/ ) 6 \ (5kg/ ) (5kg/ ) (30Mg/ )

(30He/ ) (30Hg/ ) (30Mg/, ) (30Mg/, )
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6
Tab. 6 Differentiate characteristics of isolates with other subspecies in phenotypic informations
+ + - - +
MR + + + - -
VP - + - - +
H,S - + - + -
+ + + [-1] -
+ + + [+] +
- + + [+] -
- + + -
+ + + - -
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( ) + + + - +
ONPG d d d + +
- - + - +
T - 0% —10% -1 11% —25% ,d 26% —75% I+ 76% —89% , +

90 %.— 100% ) ; +
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STUDIES ON CHARACTERIZATION OF AEROMONAS SAIMONIUDA
SUBSP. FLOUNDERAUDA SUBSP. NOV. FROM DISEASED STONE
FLOUNDER ( KAREIUS BICOLORATUS 1.)

7ZHANG Xiae- Jun, FANG Hai, CHEN Cut+Zhen, ZHAN Wen Bin’
( D artment f Animal Science, Hebei Normal Univarsity of Science and Technology, Qinhuangdao, 066600)
" (Laboratory ¢ Pahology ard Immundogy o Aquatic Animals, The Key Laboratory  Mariadture, Ministry ¢
Education, Ocean Unvesity ¢ China, (ingdao, 266003)

Abstract Aeromonas salmonicida is one of the most important fish pathogens because of its widespread distribu-
tion, diverse host range and economically devastating impad on cultivated fish, particularly the valuable salmonids.
In March 2001 and in April 2002, outbreaks of disease in captive populations of stone flounder ( Kareius bicolaratus
L.) caused by A. sdmonicida in Qinhuangdao, Hebei Province, this has become a serious concern to prevent the
culture of the stone flounder there. In the present paper the isolation and characterization of this new subspecies of
A. sadmonidda obtained from infeded stone flounder is described.

The method of traditional classification were used in identificating appropriate pathological bad eria which were
isolated from diseased (or dead) stone flounder of two cases which expressed bacterial septicaemia, identification of
extensive pherotypic information to 60 pure cultures including morphological and colonial characterization, physiologt
cal and biodhemical traits, autoagglutination, pigment production and detedion of the mol% G+ C ratio of the DNA
to representative strains, the results showed that the isolaes were Gramr negative, occurring singly or in pairs, round
ends, mediumsized but dightly short rods of (0.4 —1.0) x (1. 0—2. 0) Pm in size, in addition, electron micrograp
by the negatively stained revealed that the cultures have no flagella. The isolates were inoculaed in different medium
plates, respectively, examined after 24h and 48h of incubation at 28 C. The results showed tha the dharacteristics of
colony were identical in the same medium, on nutrient agar, the isolates were smooth, cirailar, 0.3 —0. 4mm in d+
ameter after 24h, and 1.0—1. 2mm after 48h a 28°C, slightly convex, emntire, opaque, greyish-white colonies; on
blood nutrient agar, the charaderistics of colonies correspond with that of nutrient agar, and with B haemolysis; on
peptone beef extract glycogen agar (PBG), colonies were circular, smooth, entire, slightly convex, yellow in colour,
around 0. 2mm in diameter afier 24h; circular, around 0. Smm in diameter and light-yellow in colour afier 48h; on
furunculosis agar (FA), olonies were circular, smooth, entire, slightly convex, opaque, pale grayish-white,
creamy, around 0. 8mm in diameter afier 24h and 1. 5—2. Omm afier 48h, the growth were ridh and some strains
could produce watersoluble brown pigment, on tryptone soytone agar (TSA), colonies were circular, smooth, en-
tire, slightly convex, opaque, pale grayish-white, aeamy, around 0.5 —0. 8mm after 24h and 1.5—2. Omm after
48h in diameter, the growth were rich and some strains could produce water soluble brown pigment. The results of
physiological and biochemical traits showed that the isolates gave positive reaction for oxidase, catalase, gelatin hy-
drolysis, maltose, >mannitol, produce acid but no gas from glucose, reduce nitrate, tween 80, adonitol, D-raff:
nose, malonate utilization, and negaive reaction for indole, methyl red, esaulin, glycerol, urease, trehalose, su-
crose redudion, arabinose, Voges-Proskauer reaction, produce HoS, D-sorbitol, 3-arabitol, + erythritol, m+ inositol,
I-rhamnose, salicin, have no motility, can not growth at 37 C, mol% G+ C of DNA were 62. 6% .

Smultaneously, . we conduded studies on the serum homology of isolates, , pahogenicity of isolates by experimen-
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tal infection, the results showed that all the isolaes were serologically similar and the isolates have strong pathogenict
ty. The resistance of seleded 18 strains from the isolates which had been identified to 37 antimicrobial agents was de-
termined, the results showed that all strams were susceptible to cefotaxime, cefiriaxone, ceftazidime, cefoperazone,
cefepime, aztreonam, erythromycin, azithromycin, streptomycin, kanamycin, gentamycin, tobramycin, amikacin,
neomycin, spectinomycin, norfloxacin, ofloxacin, ciprofloxacin, tetracycline, doxycyline, chloramphenicol, sut
famethoxazole and trimethoprim, nitrofurantoin, novobiocin, and enrofloxacinum; resistant to penicillin G, oxacillin,
anpicillin, clindamycin, vancomycin, bacitracin; and displayed difference between strains to cefazolin, cefradine,
trimethoprim, and furazolidone.

In addition, the representative strain HQ 010320~ 1 were re checked by CCT'CC, which the results consistent with
ours, and were regarded as new subspecies of A. sdmonicida, which were designaed as Aeranonas salmonicida
subsp. flounderacida subsp. nov. based on its biological properties following the Rules o International Cade o
Nomendature ¢ Baderia. The studies could extensively reflect the main biological properties of this new subspecies.
Key words Stone flounder ( Kareius bicolaratus L.), Aeromonas samoniada subsp. flounderacida subsp.

nov., Biological properties



