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1
Tab. 1 Sequences of PCR priners and product sizes
(5=3)
Gene Priners Sequences of priners Product szes ( bp)
E781F alcagggcagegglaaa gg
Heanolytic E781R aacagcggattgegggte 781
E485F glegglzeattgacggaggt
E485R aagagggccagegggatt 485
V899F agggcglcatcaategg
Co lhgenase V899R cglgtitccaccageat 899
V550F aagagggtiactitcatcag
V550R cgtgtttccaccageat 550
1.3 DNA / o PCR . E78IF E78IR  V899F
DNA VE8I9R , 781bp
1.4 nested-PCR 899bp  DNA ; PCR ,
2501, PCR , 10 x PCR Buffer 2. 511, E485F E485R  V550F V 550R , nested-PCR
25mm ol /LM gCL1. 58I, 10mmol/L dNTPs 0. SHL, , 485bp 550bp

(E71F E781IR  E485F E485R)  0.5HI, Tag DNA
1. 230, 1H1, 2501,
94C 2min 94C 305 60°C
455 72C Imn 30 R , 12C
10m n 25UL PCR ,

10 x PCR Buffer 2. 5HL, 25mmol/L M gCh 1. SH1,
10mmol/L. dNTPs 0. SH1, ( V899F V8I9R

V550F V550R) 0. 5HL Tag DNA 1. 257,
1HT, 2501, 94C
2m iy 94C 305 58C 455 72C
Imn 30 ; , 72C Itnin PCR
1%
1.5 10
DNA
, nested-PCR 10 10ng/BL—
0. 1fg/HL 9 , 25UL, 18T
, PCR
1% )
PCR
1.6
DNA R nested-PCR
PCR PCR
2
2.1
DNA
DNA

DNA (1)

1 PCR nested PCR

Fiz 1 PCR, nestedPCR delecton of Edwandsiella inrda

and Vibrio algmnoly tiaws

1.DL2000 M arker 2. PCR 781bp
3. nested PCR 485bp ;4
PCR 899 bp ;5. nested-PCR 550bp

1. DL200M atker 2.781bp fragnent of Edwardselln tarda by PCR;

3. 485 bpfragm ent ofE dwardsiella nrda by nested-PCR; 4. 89bp frag-

ment of Vibrio alginolytiaws by PCR; 5.550bp fragnent of Vibrio algi-
noly ticus by nested-PCR

2.2

E781F E781R

PCR ,
E485F E485R nested-PCR ;
V899F V 899R
PCR , V550F V550R
nested-PCR
2 3 2 , 10ng— 10fg
485bp , nested-PCR
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of Edwardsiella tarda
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Fig. 3 The analysis of the sensitivity of the detection of Vibrio
alginolyticus
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1—9. Decupled diluted DNA concentration from 10ng to 0. 1fg of

Vibrio alginolvticus ; M. DL2000 Marker;N. Negative control
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Tab. 2 The detecting results of E. iarda and V. alginolytiaus of

culured tutbot and flounder

550bp

E. tarda V.algnoly ticus E. &i"d@ .
V. alginolytiavs
No of sanp les
17 6 0
H ealhy
6 5 2
D seased
71. %% 34. 4% 6. 23
Detecting rates
3
PCR
2
2 2
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DETECTION OF PATHOGENIC BACTER IAL(EDWARDSIELIA TARDA AND VI BRI O
ALGINOLYTICUS)ASSOCIATED WITH SWOLLEN ABDOMEN OF CULTURED
TURBOT (SCOPH THALM USMAXIM US) AND FLOUNDER (PARALICHTH YS
OLI VACEUS)BY NESTED-PCR

XUE ShuXia > and UN Jin-Sheng *
(LTiwann Fishey Instivte Tiagin - 300221 2. College of Chenisiry and Life Science Tianyn N om al Unwersity, T'ianjin -~ 300074)

Abstract T urbot (Scophthatnusmaxinus) and flounder (Paralichihys olivaceus) are rare and econamic fsh in the norh
of China. In recent years they have becan e the dam nant cultured varieties. T ianjn is theman culuml area of turbot and
flounder. How ever the prevalence of diseases of the cultured turbot and flounder has resulted n great loss to the culural
enterprise. Swollen abdanen disease w as the serbus threat to the tuibot and fbunder according to the nvestigation. The
mortality can reach 80% —90% while the disease bwoke out On the foundation of the fomerwoik we have confimed that
Edwandsiella tarda and Vibrio alginoly ticus were the pathogenic bacternl associated w ith swollen abdan en disease. E . tarda
is an mportant pathogenic bacteria to hemarculured fish firthemore it can cause oher diseases to birds anphibin
and mammals V. alginoly ticus is an opportunist pathogen which exbts extenswely n seaw ater and causes serious diseases
to maricultured fih and even hun an beng. The treatment of he aquatic aninals bacterial disease m ostly depend on the
antbiotics recently. The m isuses of the antbiotics have given more pressures to the hun an's health. M eanwhile the antbi-
otics have broughtm ore opportunities to the pahogenic bacternl to adapt it. Hence it is necessary to develop a sensitive
and relable method to detect the pathogen & bacterial W e expect to buill a system which can forecast the prevalence of the
swo llen abdan en disease through same detectingm ethods. In this paper a diagnosticm ethod was first developed. Two pairs
of prmers E781F and E781R, E485F and E485R, w ere designed for anplificatbon 0f781 bp and 485 bp DNA fragnents of
the hanolytic gene of E. tarda respectwely. Sin ilarly o pairs of priners V899F and V899R, V550F and V550R, were
designed for anplification of 899 bp and 550 bp DNA fragn ents of he collagenase gene of V.alginoly ticus respectvely.No
specific fragn ents w ere an plified when other princ pal oceanic fish bacterial pathogenswere used as negatwe controls The
sensitw ity of thedetecton ofE . arda and V. alginoly ticus was 10fg and 1{g respectvely which are better than the otherdi-
agnostic methods N ested-PCR detected the presence ofE . tarda and V. alginolyticus in 32 sampleswh ch were the culured
tuibot and flounder taken fran the fams of T ian jin 23(23/32) of which were positve forE. tarda, 11( 11/32) of which
w ere positive for V. alg nolyticus, and 2( 2/32) ofwh ich w ere positive for boh omwanisns. The results showed that the nes
ted-PCR was effective and reliable m ethods br the detection ofE. tarda and V. afg inoly ticus.
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