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Establishment and application of Haplosporidium nelsoni identification
based on PCR amplification and pyrosequencing

WANG Cai-xia LIN Xiang-mei DENG Jun-hua WU Shao-giang”

(Chinese Academy of Inspection and Quarantine, Beijing 100029)

ABSTRACT For rapid, accurate and high throughput detection of Haplosporidium nelsoni ,
pyrosequencing analysis coupled with PCR amplification of the target sequence was developed.
H. nelsoni DNA sequence was obtained by the OIE reference PCR method. Pyrosequencing
special primers were designed targeting the conserved region of the sequence. The DNA of
Haplosporidium-positive oyster samples was chosen to amplify the target sequence using pyro-
sequencing primers, and the sequence was analyzed by PyroMark™ ID System. BLAST online
showed that the sequence was specific for H. nelsoni. Oyster samples were detected by both the
PCR-pyrosequencing method and the OIE reference PCR method. The results showed that the
PCR-pyrosequencing detection method could identify H. nelsoni and the result was consistent
with the OIE reference PCR examination. The method meets the requirements of H. nelsoni
quarantine and provides a new approach for the examination of other animal diseases.
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Fig. 2 The pyrosequencing result of PCR product
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Fig. 3 The pyrosequencing result of positive samples
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Fig. 4 The pyrosequencing result of negative samples
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