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Abstract With Odontobutis potamophila as research object, rapid amplification of cDNA ends (RACE) appro-
aches and quantitative real-time PCR were used to obtain the full length of TLR2 cDNA and to analysis the
expression pattern for the first time. The main results were shown as follows: sequence analysis revealed that the
full length of TLR2 cDNA were 3 473 bp. And the putative length of open reading frame (ORF) in the gene was
predicted as 2 631 bp that encoded 876 amino acids. The length of the 5' UTR of the gene was 75 bp, and the
length of 3' UTR was 767 bp. Each 3' UTR in the gene possessed a poly adenylation signal sequences of AAT
AAA, and a polyA tails of 26 bp which was the vertebrate typical tailing signal. TLR2 protein of 0. potamophila
had LRR motifs and TIR domain structure. This was an important characteristic of TLR family. In the TLR2
protein molecule, there also were many functional sites. Phylogenetic trees showed that Odontobutis potamophila

was an independent branch and the gene in O. potamophila had closed genetic relationship with Perciformes.
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Quantitative real-time PCR was used to quantify the mRNA tissue expression differences expression of TLR2 gene
in healthy O. potamophila. The results showed that TLR2 gene of 12 tissue were expressed and TLR2 expressed
highly in liver, kidney, intestine, blood and stomach. The mRNA expression levels of TLR2 genes in liver, spleen
and kidney of O. potamophila were quantified after Aeromonas hydrophila infection. The results showed that in the
spleen, the expression quantities dropped at 4 hours after injection, followed by another rise at 24~48 hours and
reached peak after 48 hours, 72~96 hours maintained at a level slightly lower than 24 hours. In the kidney, the
expression levels of infection continue to rise, and the expression level between 24~96 hours remained relatively
stable. In liver tissue, it had been showing an upward trend after infection, peaked at 72 hours, the expression
levels of other times had no big difference. The results showed that TLR2 gene played an important role in against
exogenous microbial infection of innate immunity.
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Figure 1 Nucleotide and deduced amino acid sequences of 0. potamophila TLR2 cDNA
Note: Translated amino acid sequence is shown under nucleotide sequence and in bold character; The stop codon was marked by an
asterisk; The domains were highlighted as shadowed areas; The signal peptide was underlined; The poly (A) signal sequence was

double-underlined
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Table 1 Primers used for genes cloning
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Primer name Primer sequences (5'-3") Application
TLR-R-GSP1 GCACTCGGCTGTTGAT 5'RACE
TLR-R-GSP2 AACTCATCTCCTTTGTTTGAATG
TLR-R-GSP3 CATAATAACTTAGATTGGAAGAA
AUPA GGCCACGCGTCGACTAGTAC
TLR-GSP3 TGCAGCGTTTTGCTATAAAATGTTCTTCCA 3'RACE
TLR-NGSP3 GGAGATGAGTTTTGACATGGCTATAGATCA
UPM-Long CTAATACGACTCACTATAGGGCAAGCAGTGGTATCAACGCAGAGT
UPM-Short CTAATACGACTCACTATAGGGC

3'-CDs primer A

AAGCAGTGGTATCAACGCAGAGTAC(T)30VN
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Table 2 Primers used for quantitative real-time PCR

(5'-3Y
Primer name Primer sequences (5'-3")
TLR2-F TGAGCATGTCAAGCAGAGCA
TLR2-R CGACCTGAGATTGCAGCGTTT
B-actinF TGGACTTCGAGCAGGAGATGAG
B-actinR AAGGAAAGATGGCTGGAAGAGG
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