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Universal primer PCR with SSCP and RFLP
for identification of fish disease pathogens

PENG Xuan-xian, GAO Hua, WANG San-ying, ZHENG Wen-zhu
(School o Life Sciences, Xiamen University, Xiamen 361005, China)

Abstract; A universal primer PCR (UPPCR), PCR-RFLP and PCR-SSCP had been screened for a molecular bio-
logical method that permitted the rapid identification of fish pathogens among them. The results showed that a u-
niversal primer PCR technology was available with specific primers from conserved regions of bacterial 16S ribo-
somal RNA genes. The bacteria tested included some common cawsative agents of fish diseases such as Aeromonas
hydrophila, Yersinia ruckeri, Vibvio anguillarum, Flexibacter columnaris, beta-Streptococcus, Pseudomonas fluo -
rescens. The approach allowed the bacteria above and Esdieridiia wli and Bifidobacterium caterulatum detectable
without any alterations of the experiment conditions. However, this study also found that the identification of
species of bacteria tested depended on the combination of UPPCR and SSCP (PPCR-SSCP), which was better
than that of UPPCR and RFLP(UPPCR-RFIP) and made rapid diagnosis of fish disease pathogens possible.
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PCR . PCR (Universal primer polymerize chain reac-
tion, UPPCR) (SSCP) UPPCR-SSCP
(RFIP) UPPCR—RFLP

1

1.1

(Aeromonas hydrophila) (Escheichia wli) - (Yersinia rudai ).
(Vibvio anguillarum) « (Flexibacter columnaris ) + ( Bifidobacterium catenula-
tum) (Streptococcus B) (Pseudomonas fluovescens ).

9

1.2

[4] , Sangon , . : 5 — AAACT-
CAAAGGAATTGACGG; 5 —GACGGGCGGTGTGTACAA.

1.3

. 1% . 0.2%KH,PO4.0. 5%NaCl.0. 5%

spH 7.2~7.4; . 121°C 20min. . . . .
. 25C 18 ~24h, . . 37°C
18 ~24h., 0. SmL .3 50 r°min ' 20min; . ,

0.8mL, ,100°C 10min; , 12 000 r°min ' 10min,
PCR

1.4 PCR

251 : 10 2. L. dNTP( 10mmd °L ") 0.5ML.MgCl,
(25 mmol °L~ ")3HL. (74'mol)  0.085ML.0.1250L Taq (4u°ML ', MBI )N 1011,
. PCR :94°C Imin, 51 C Imin, 70 C 2. 5min, 40

1.5 RFLP

Hae III Hinp II (Ferments ) . Eppendorf )
12L .10 2L, 1L.PCR 5L, 37°C 3,

1.6 SSCP

20L PCR . 95% , 20mmol °L. ' EDTA. 0.05% , 0.05%
EF) ;95T 10min , Ih  10%

(ARC *BIS=29 ‘1) ; . IXTBE 4 3mA 1h.8mA 3. 5h.

. 50% 0%  .50% 7% 10% .0.1% 30min;

3% ( 0.05% ) . 2.3mo°L ! 10min
[5.6

;
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