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1
Tab. 1 Description of experim ent {ih
() ( 1 cm)

7 7.0—-9.5

8 8 2—11.0

10 14. 6—17.4

10 23. 6—26.9
1.2 ), 1

72h
37C 24h, 3% 10°cfu/m]1
, , 0. Im]
1.2.1
(2) FS2
, , , , (12.1%£1.8) an 6
(VITEK32) 10 ( )
72h FS2
. 2216E , 28°C 24h
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( , 1990)
1.2.3 165 RNA
, 37C ,
, 1001 1 :
100C  15m i PCR
16S RNA ,

27f 5“AGAGTTTGAT CCTGG-3,

1492R:  5'-GGTTA CCTTGTTACGACTT-3" 5011
PCR : 1 x PCR Buffer 2. Smmol/L
ML 4 x dNTP 2008mol/L,
1.0Hmol/I, Tag DNA 0.5H1( 3U /H1), DNA

241 PCR . 94T 4m n
94°C Imn 57.2 Imn 72C 1.5m i
30 : , 72C 10min PCR

?

BLASTN
1.2.4 HSP60
, 37°C ,
, 100H 1 ,

100C 15mn PCR
HSP60 E 5-ACAA-
CAGCAA CGGTACTAGC-3"; R: 5-CAACTTTCAG
GATGCCAG-3'( , 2005) FS2

5081 PCR : 1 Xx PCR Buffer
2.5mmol/L MgCh, 4x ANTP 200Hmol/1,

1. dmol/L, Tag DNA 0.5B1( 50U /

1 1), DNA 241 PCR : 94T

2 GYZ-15e

4n i 94C Imn 55C mn 72C
1. 5min 30 : , 72C 10n n
PCR .
BLASIN
2.1
, FS1I  FS2
FSI  FS2 ,
FS1
1. Omm, FS2  TCBS
GYZ-15¢ GYZ-9V (
) FS1
FS2 2
3
(VITEK32)
(9 ( )
M 5 2
FS1 , FS2
FS1

Tab 2 Resulis ofbbchan cal test of Strain FS1 by GYZ-15e
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3 GYZ-9V FS2
Tab 3 Results of biochen ical test of Strain FS2 by GY Z-9V
+ +
- 7 +
+
4 FS1 FS2
Tab 4 Bbchem cal chamcteristics of Strans FS1 and FS2 by API
FS1 FS2 FS2
(DP-300) + - (SOR)
(OFG) + + (UC)
(GC) + + ( NO)
(ACE) - - (ADO)
(ESC) - - (COU)
(PLT) - - (H,S)
(URE) - - B- (ONP)
(CT) - - (RHA)
(MAL) - - (ARA)
(TDA) - - (GIU)
B( PXB) - - (ARG)
(TAC) - - (LYS)
(MLT) - + (ORN)
(MAN) - - (0X 1)
(XYL) - - 10% (TLA)
(RAF) - -
5 FS2
Tab. 5 Part of bbchem ical characteristics of Stran FS2
AGS( KA D +
NaCl  : 0% - VP -
3% + -
§74 + -
&% + -
10% + 0/129 104 g R
42C + 1501 g S
D - +
D + -
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2.2 2.2.2 FS2
2.2.1 6 ,
s FS1 FS2 ) > ,
, FS1 s
34h , FS2 19h FS2
72h s 72h FS2
FS1
; @Dﬁzxk—d[ZP—o._ﬂ
Fs2 X . d
, 2P
P81 FS2 LDso= 1.05 x 10° cells
6 FS2
Tab. 6 Infcton of flounder challenged by bacteria FS2
( cfu/ml) () ) (%)
1 2 1x10° 0.1 10 10 100
2 2 1x 10 0.1 10 10 100
3 2 1x10° 0.1 10 6 60
4 2 1x10° 0.1 10 2 20
5 2 1x10* 0.1 10 0 0
0. 8%% 0.1 10 0 0
2.3 16S RNA , FS2
FS1 HSP60 9%,
FS2 R 16S RNA HSP60 91%
, , , FS2
FS1  16S RNA 1459bp 3
FS2  16S RNA 1485bp
FS1 FS2 165 RNA )
, FS1
16S RNA , 15 R
, FS1 ,
9% 16S RNA R
, FS1 ,
(Edw ardsiella tarda); FS2 16S
RNA s
9% ,
2.4 HSP60
FS2  HSP60 s ,
FS2

553bp FS2  HSP60
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JanW, Zhu L, Dong X ez al 2001 Nev appmwach to phybge-

ISOLATION AND DENT IFICATION OF PATHOGEN IC BACTERIA IN
SV OLLEN ABDOM EN OF CULTURED TURBOT (SCOPHTHAIMUS
MAXM US) AND FLOUNDER (PARALICHTH YS OLIVACEUS)

XUE Shu-Xig FENG ShouM ng SUN Jin-Sheng
(College of Chenistry and Biology, T wnjin Nomal Universit, Tianjin 300074 T wanjin Fishery Institwte Tianjin 300221)

Abstract Turhbot( Seqphthalmusmaxinus) and flounder( Paralichthys olwaceus) are womembers ofBoth
dae of Pleuronectibmes They are rare oceanic fsh speces n high econan ic valie n northem Chna W ith
he rapid development n high-density aquaculiure diseases have becane amapr obstacle to the cultvatbn of
them and other aquatic animals Durng 2003— 2003 an outbreak of svollen abdamen n fish fams n T ian
jn Chna resulied in serpus mortality. The suffered fish show spechl syndrane such as slow moving swollen
abdan en w ithmuch yellow ish or sangu neous mucoid fud and twm id lver and kidney. Two strans of pathe-
genic bacteria namely FS1 and FS2 were isolated fran suffered adult fishes Strans FS1 and FS2 were proved
to be the pathogenic bacteria by the nfecton experment Strain FS2 was vim lent to P. oliwaceus w ih an LD s
at1.05 x 10" cells by intranuscular i jectbn experinent

In this research differentmehods inchding VITEK systen, traditional physbbgical and biochem ical
dentificaton and molecule methods were used to identify the wo pathogenic bacteria The resulis showed that
he strans were respectively identified asEdw andsiells tarda and Vibrio alginolyticus The 16S BNA gene se-
quence of Stran FS1 showed 9% smilarity oE. tarda, while that of Sran FS2 shared 9% sm ilarity w ith
V. alginolyticus V. hatveyi and V. parahaanolyticus. In order to identify Strain FS2 HSP60 gene partial se-
quence of the stran was detem ned By onlne hanological camparison the Strain FS2 was found having 9%
s ilarity to V. afginolyticus, while the sinilarity to other vbrioswas less than 9% . W heherm xed nfection
or ndwvidual infection coul result n swollen abdanen of cultured tuibot and flounder.
Key words Scophthalmusmaxinus Paralich hys olivaceus Swollen abdamen Pathogenic bacterig Isola

tbn Identificatbn



