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Objective The cDNA expression library of Fasciola hepatica was screened to obtain candidate antigen
genes for detection of F. hepatica infection. After analysis of screening results, the hypotheticalprotein D915_000128 gene
was selected for expression and reactogenicity identification.  Methods A sheep F. hepatica infection positive serum
was used to screen the F. hepatica cDNA expression library. Positive phage spots were used as templates for PCR
amplification,and the PCR products were sequenced and subjected to bioinformatic analysis and comparison. The selected
candidate detection antigen gene fragment was amplified by PCR and ligated with the prokaryotic expression vector pET-
32a to construct a recombinant expression plasmid, which was transformed into BL21 competent cells after correct
enzymatic identification and expression was induced with isopropyl-B-D thiogalactopyranoside (IPTG). The molecular
weight and reactogenicity of the recombinant protein were analyzed and characterized by applying SDS-PAGE and Western
blot. Results Through screening of the F. hepatica cDNA expression library,12 candidate antigen genes for detection
of F. hepatica were successfully obtained, of which 2 were reported detection antigen genes (GenBank: PIS79729. 1,
ABC66278.1) and 10 were newly discovered candidate antigen genes that could be used for detection of F. hepatica
infection (GenBank: AYA57790. 1, THD19001. 1, TPP64335.1,P1S88126. 1, AAA80273. 1, THD26809. 1, THD19926. 1,
TPP60711. 1, THD26810. 1, THD29021. 1). We successfully constructed a prokaryotic expression vector for the
hypothetical protein D915 _ 000128 gene. The recombinant protein was analyzed by SDS-PAGE as 85 X 10, and the

Western blot showed that the recombinant protein could be recognized by sheep F. hepatica positive sera.  Conclusion
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Twelve candidate antigen genes of F. hepatica were selected, and the hypothetical protein D915 _000128 gene of F.

hepatica was selected. The recombinant protein expressed by the constructed prokaryotic expression vector has good

reactivity.
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No. Name GenBank (bp)
Length
1 amoebapore-like protein AYA57790. 1 306
2 FHAP protein THD19001. 1 243
3 putative uncharacterized protein TPP64335. 1 306
4 Keratin-associated protein 6-2 family protein PI1S88126. 1 525
5 unknown, partial AAA80273.1 201
6 Hypothetical protein D915_002430 THD26809. 1 480
7 Hypothetical protein D915_009428 THD19926.1 3135
8 Hypothetical protein FGIG_08614 TPP60711. 1 270
9 Hypothetical protein D915_002431 THD26810. 1 525
1

THD29021.1 1509
PIS79729. 1 435
ABC66278. 1 306

10 Hypothetical protein D915_000128
11 Saposin-like type B,region 1
12 secreted saposin-like protein SAP-3
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Fig. 4 SDS-PAGE analysis of recombinant protein
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Fig.5 Western Blotting analysis of recombinant protein D915_000128
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