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Abstract

Detection for heat-labile enterotoxin (LT) of enterotoxigenic Escherichia coli {ETEC, EC81, Q148 H28)
and enterotoxin of enterotoxigenic Clostridium perfringens type A{CP, NCT(C8238, Hobbs serotype 2} by
use of a polymerase chain reaction {PCR) assay were positive reacfion, which using LT gene-specific
primers of ETEC with a detection limit equivalent from 100 ng/ ¢l to 1 pg of a DNA fragment of 417-bp
in EC81 and enterotoxin gene-specific primers of CP with a defection limit equivalent from 100 ng/ gl
to 10 pg of a DNA fragment of 364-bp in NCTC8238. Detection for a LT gene of ETEC highiy appeared
10-foid sensifivity fhan an enterotoxin gene of CP.
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Clostridium perfringens= A, B ,.C, D, E & 5714

S o) (entervtoxigenic Escherichia coli) e 24 A4S, A¥E alpha, eta, theta,
& AFH FEY AASs dosed Y das kappz, Mu, Nu, neuraminidase 3 enterctoxing A8-4%
Uo7 HRIE o] A4bels AE A (entero- &8 B#E-Z alpha, beta 2 epsilonS A4belz, CHL
toxin) & DEE A7 Y o) Fo] WA= abpha E betaE HAISH DHL alpha B epsilond
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95,000) ¢ 5709 B subunit(EAF3 11500) 2 FA = oA AEEL gogichs g2 B 9P &
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F F, HAHFE peletE 50 mM EDTA(ethyl-
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Primer’s Yamamoto 0] BT §7 HaL
=gkl DNA synthesizer( Applied Biosvstem Co.,
Model 392)Z o8} A FstATH(Table 1 ZF=).
500 ml sample tubeell &F+ 345 ml 10 x PCR
buffer (Mg free, Promega Corp., Madison, WE 5.0
2, 25 mM dNTEP 1.0 4, Taq polymerase (Perkin
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Table 1. Nucleotide sequences of PCR primers for the amplification of Escherichia coli enterotoxin

gene
Primers Nuclectide sequences Location
PT-1 5'-TTCATACTGATTGCCGCA-3 351368
PT-2 5-CAGACTATCAGTCAGAGGTTG-3 713733

Table 2. Nucleotide sequences of PCR primers for the amplification of Clestridium perfringens type

A enterotoxin gene

Primers Nuclectide sequences Location
PT-1 5-TGTAGAATATGGATTTGGAAT-3 426446
PT-2 5-AGCTGGGTTTGAGTTTAATGSY 770~-789

Madison, WI) 5.0 g, dANTP (25 mM) 4.0 g, Taq
DNA polymerase (Promega) 03 gz, 20 mM PT-1
L0 pl, 20 M PT-2 1.0 pl, DNASY 50 plg €32
S-S w287} 2181 mineral o (Sigma) & 2=
3t % thermal cycler (Pharmacia Co,)olA #djek
(preincubation) = 94°C 5%, 934 (denaturation)-<
94C 15%, T (ammea)e 55C 238, AR
(extension) 72'C 1383} 25~303] wHE-2 X8t
HZE7ME (final healing)< 72°C 587+ dAlstg9
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Fie. 1. Electrophoretic analysis of PCR-amplified
of E. coli enterotoxin gene, Lanes 1, 100-hp ladder
DNA marker: 2, E. coli 81 (LTY); 3, E. coli 84
(LT"); 4-10, 10-fold dilution of DNA extract of E,
coli 81 (LT™) from 1 ne to 10 ag (anneal
temperature: 55°C ).
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Fig. 2. Electrophoretic analysis of PCR-amplified
of . perfringens enterotoxin gene. Lanes 1. 1-Kb
ladder DNA marker; 2-8, 10-fold dilution of DNA
extract of C. perfringens NCTC 8238 (Hobbs
serotype 2, ET") from 100 ng to 100 ag (anneal
temperature: 55°C).
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