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Detection of Contaminated Bacteria in Frozen Minced Pork

Using Multiplex Polymerase Chain Reaction Technique
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ABSTRACT
Multiplex polymerase chain reaction (mPCR)
technique without DNA extraction was developed

for detection of pathogenic bacteria in frozen

minced pork. Five primer pairs were designed for
amplification of target DNA fragments of 5 bacterial
species namely Campylobacter fetus, Escherichia
coli, Listeria monocytogenes, Salmonella enterica
serovar Typhi and Vibrio cholerae. The results
showed that the new method of multiplex PCR
technique in this study was specific to the target
bacteria with sensitivity at 10* cells/g.
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Table 1 Primers used for this research
Targeted bacteria ~ Primer sequences (5—3") Targeted genes  Size (bp) References
Escherichia coli F: GTAATTACCGACGAAAACGGC UidA 143 Tantawiwat
R: GCGTGGTTACAGTCTTGCG et al., 2005
Listeria F: CGCAACAAACTGAAGCAAAGG Hly 210 Yeon et al.,
monocytogenes R: TTGGCGGCACATTTGTCAC 2006
Vibrio cholerae F: ATTATTGGCTCCTGTGCAGG EpsM 242 Kong et al.,
R: CTTGGCGCATCACTGCCC 2002
Campylobacter F: GTTAAGTCCCGCAACGAGC 168 283 Stoyanchev,
fetus R: GCTGATCTACGATTACTAGCG rDNA 2004
Salmonella F: AGCCCCATCGTGTAGTCAG Its 312 Chiu et al.,
enterica serovar R: TGCGGCTGGATCACCTCC 2005

Typhi
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Figure 1 Electrophoretic analysis of PCR-amplified target genes from 5 different bacterial pathogens. Lane
M, 1 Kb Plus DNA Ladder (Invitrogen™ Life Techologies, USA); lane 1, sample without bacteria;

lane 2-6, sample with E. coli, L. monocytogenes, V. cholerae, C. fetus and S. enterica serovar Typhi,

respectively.
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Figure 2 Electrophoretic analysis of PCR-amplified target genes from 5 pathogenic bacteria at different
concentration. Lane M, 1 Kb Plus DNA Ladder (Invitrogen™ Life Techologies, USA); lane 1,
sample without bacteria; lane 2-6, sample with five bacteria at 10", 10°, 10°, 107, 10°, 10°, 10* and 10°

cells/ml, respectively.
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