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Cloning and Analysis of ITS1-5. 8S rRNA-ITS2 of Eimeria stiedai and
Development of PCR Diagnostic Assay Based on the Fragment
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Abstract: 18S rRNA and 28S rRNA sequences of several Eimeria species from chickens and squir-
rels were aligned to design common primers for Eimeria parasites from various hosts based on the
conserved sequences of both 3’ end of 18S rRNA and 5" end of 28S rRNA. 1 178 bp of the ITS1-
5. 8S rRNA-ITS2 complete sequence of E. stiedai, including 423 bp of ITS1, 155 bp of 5. 8S
rRNA, and 600 bp of 1TS2, was firstly cloned with the common primers and genomic DNA of
oocysts of LY isolate as templates. In contrast to 5. 8 rRNA fragment, ITS1 and ITS2
sequences of E. stiedai LY isolate was more variable, and less than 60% of ITS1 and ITS2
sequences of LY isolate was identical to those of Eimeria species in chickens and other rodent
hosts. A sensitive and specific PCR diagnostic assay based on the ITS1-5. 8S rRNA-ITS2
sequence was developed to identify E. stiedai, one of high pathogenic species from rabbits by
designing specific primers for E. stiedai at the mutative sites of ITS]1 and ITS2. These findings
will provide a powerful tool for clinical differentiation of high pathogenic Eimeria species in rab-
bits and revealing population genetic characteristics of rabbit coccidia.
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Table 1 Specific primers for E. stiedai
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Fig. 3 Homologous analysis of ITS1 of E. stiedai LY isolate with other Eimeria species
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size of target products was 458 bp
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Fig. 4 Optimization of the anneal temperature of the
specific PCR for E. stiedai
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1-5. Templates of E. stiedai, E. intestinalis, E. fal-
vescens, E. tenella and intestinal tissues of rabbits, re-
spectively; 6. Negative control; M. DL2000 250 bp Lad-
der-11
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Fig. 5 The specific test of PCR amplication for E. stiedai
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Fig. 6 The sensitive test of PCR amplication for E. stieda
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Fig. 7 Application of PCR diagnostic assay to examine E.
stiedai from fecal mixture of four rabbit farms
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