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[Abstract]  Objective To identify Clonorchis sinensis metacercariae using PCR targeting ribosomal DNA ITS re-
gion and COX1 gene. Methods Pseudorasbora parva were collected from Hengxian County of Guangxi at the end of
May 2013. Single metacercaria of C. sinensis and other trematodes were separated from muscle tissue of P. parva by di-
gestion method. Primers targeting ribosomal DNA ITS region and COX1 gene of C. sinensis were designed for PCR
and the universal primers were used as control. The sensitivity and specificity of the PCR detection were analyzed.
Results C. sinensis metacercariae at different stages were identified by PCR. DNA from single C. sinensis metacercaria
was detected by PCR targeting ribosomal DNA ITS region and COX1 gene. The specific amplicans have sizes of 437/
549, 156/249 and 195/166 bp, respectively. The ratio of the two positive numbers in PCR with universal primers and
specific primers targeting C. sinensis ribosomal DNA ITS1 and ITS2 regions was 0.905 and 0.952, respectively. The target
gene fragments were amplified by PCR using COX1 gene-specific primers. The PCR with specific primers did not show
any non-specific amplification. However, the PCR with universal primers targeting ribosomal DNA ITS regions performed
serious non-specific amplification. Conclusion C. sinensis metacercariae at different stages are identified by morphologi-

cal observation and PCR method. Species-specific primers targeting ribosomal DNA ITS region show higher sensitivity and
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specificity than the universal primers. PCR targeting COX1 gene shows similar sensitivity and specificity to PCR with

specific primers targeting ribosomal DNA ITS regions.
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Fig. 1 Metacercariae isolated from Pseudorasbora parva
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A: Using two sets of specific primers (A1, A2) and a set of universal
primers (A3) targeting rDNA ITS1 region of C. sinensis; B: Using two
sets of specific primers (Bl, B2) and a set of universal primers (B3)
targeting rDNA ITS2 region of C.sinensis; C: Using two sets of specific
primers (Cl, C2) targeting COX1 gene of C. sinensis; M: 100 bp DNA
Metac-
N: Blank

marker; a—f: C.sinensis metacercariae at different stages; g-h:
ercariae from other trematode; p: C.sinensis positive control;
control.
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Fig.2 Identification of Clonorchis sinensis metacercariae by PCR
targeting ribosomal DNA ITS regions and COX1 gene
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