23 6 Vol.23  No.6
2007 11 Chinese Journal of Biotechnology November 2007

Construction of Subtractive c¢DNA Libraries of the
Sporogony Stage of FEimeria tenella by Suppression
Subtractive Hybridization

HAN Hong-Yu LIN Jiao-Jiao ZHAO Qi-Ping DONG Hui JIANG Lian-Lian WANG Xin HAN Jing-Fang
and HUANG Bing "

200232
Key Laboratory for Animal Parasitology of Ministry of Agriculture | Shanghai Veterinary Research Institute Chinese Academy of Agricultural Sciences Shanghai
200232 China

Eimeria tenella

SSH
2 cDNA 1 cDNA 3 c¢DNA 50
PCR 2 cDNA 96 % cDNA 98 %
50 cDNA 13
8 EST ) cDNA 40 9 EST
Q785 A 1000-3061 2007 06-1005-06

Abstract In order to clone and identify differentially expressed genes in the sporogony stage of Eimeria tenella the ¢cDNAs from
unsporulated oocysts and sporulated oocysts of E. tenella were used as driver respectively the cDNAs from sporozoites of E .
tenella was used tester Two subtractive ¢cDNA libraries of sporozoites were constructed by using the technique of suppression
subtractive hybridization SSH . the ¢cDNAs from unsporulated oocysts was used driver the ¢DNAs from sporulated oocysts was
used tester one subtractive ¢cDNA library of sporulated oocysts was constructed. PCR amplification revealed that the two
subtractive ¢cDNA libraries of sporozoites and one subtractive ¢cDNA library of sporulated oocysts contained approximated 96 %

96% and 98% recombinant clones respectively. Fifty positive clones were sequenced and analyzed in GenBank with Blast

search from three subtractive ¢cDNA libraries respectively thirteen unique sequences were found from the subtractive cDNA
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library of sporulated oocysts eight ESTs shared significant identity with previously described. A total of forty unique sequences

were obtained from the two subtractive ¢cDNA libraries nine ESTs shared significant identity with previously described the other

sequences represent novel genes of E. tenella with no significant homology to the proteins in Genbank. These results have

provided the foundation for cloning new genes of E. tenella and further studying new approaches to control coccidiosis.

Key words FEimeria tenella unsporulated oocysts sporulated oocysts sporozoite —suppression subtractive hybridization
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Fig.3 PCR identification of recombinant plasmids from three subtractive cDNA libraries
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Table 1 Comparison of some clones in subtractive cDNA libraries of sporulated
oocysts by sequence homologization in GenBank
Clone Homologous proteins Clone number
BW1-A01 Mucin-associated surface protein  MASP  Trypanosoma cruzi 2
BW1-A06 E. tenelle mRNA for acidic microneme protein 17
BWI1-A09 Microneme protein precursor Etmic-1  E. tenella 7
BW1-B02 Small heat shock protein 21 Toxoplams gondii 1
BW1-B05 TA4 antigen protein  E . tenella 8
BWI-E03 E. tenelle mRNA for surface antigen 13 4
BW1-E06 Putative PDI-like protein  Toxoplasma gordii 1
BW1-G08 Hypothetical protein expressed Toxoplasma gondii 1
2 GenBank
Table 2 Comparison of some clones in two subtractive cDNA libraries of sporozoites by sequence homologization in GenBank
Clone Homologous proteins Clone number
ZB1-A08 Serine/threonine phosphatases Polaromonas sp. 8
ZB1-HO7 Calcium-dependent protein kinase 2 PFCDPK2  P. falciparum 2
7ZB1-HO8 Hypothetical protein PFLO830w P. falciparum 3D7 1
7ZB10-A04 Cleavage polyadenylation specificity factor subunit  Theileria annalata Strain Ankara 1
ZB10-B04 Hypothetical protein €2017b09 tmp0045 E. tenella str. Honghton 1
7ZB10-E05 Sphingomyelin/ lysocholinephospholipid-phospholipase C-related Plasmodium yoelii 1
ZW10-A06 Cystathionine beta-synthase Serine sulfhydrase Beta-thionase 1
ZW1-B07 SERPINI protein precursor E. tenella 3
ZW10-D09 ABC transporter substrate-binding protein  Bordetella avium 197N 1
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