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Abstract: This experiment was conducted to clone and identify the spliced variants of the TLR4
gene, and analyze the regulation of their gene expression in duck. Based on the sequence of TLR4
gene in GenBank(accession number: JN048668) , the primers were designed, and the TLR4 gene
was obtained by the RT-PCR. The temporal and spatial expression pattern was detected by qRT-
PCR to analysis the levels of transcript variants in different tissues by constructing the polyl:C
infection duck model. One new transcript variants( TLR4-b) of duck TLR4 gene was found, and
sequences analysis showed that it was an alternative exon between the first and the second exon.
The tissue expression analysis showed that the expression of TLR4 was mainly wild type(TLR4-
a). And the expression of TLR4-a mRNA always increased [irstly, then decreased in lung and
spleen after the stimulation of ployl:C, but the expression of TLR4-b had little change. The new
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splicing isoforms (TLR4-b) of TLR4 gene was cloned and identified sucessfully in duck. The

expression of TLR4-a was higher than that of TLR4-b under normal conditions, but the expres-

sion level of TLR4-a gene firstly increased, then decreased after ployl:C stimulation. The results

preliminary reveal the structure of TLR4 gene transcript variant in duck, and its function mainly

depends on TLR4-a gene.
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20 pL:cDNA Bifg 1 xL,10 X PCR Buffer(Mg"")
2 pL dNTP(2.5 mol » L™ )2 pl. EFHF5I#145 1 pL
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0.5 pL, b ddH.O #] 20 pL, ¥R F.95 C 5
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Table 1 Primers used for RT-PCR and qRT-PCR in this study
51914 R 51971 (53" KR/ C ik
Name The sequences of primer Annealing temperature Note
P1F CACTTCCCCTTGTTCTCTGC
IR ) 65 CDS X ¥4
P1R AGAGGCAGACAAATGGATGG
P2F CACTTCCCCTTGTTCTCTGC ‘
) ) ] 65 H: K4 DNA 4%
P2R AGAGGCAGACAAATGGATGG
P3F CCATGGTGCTTTCTCCTGTGT
60 HAKK
P3R CTGGGTGGTGTTTGGGACTT
P4F CCCTCTGCTTGGGAGATTTG
, 60 HAK K
P4R GCTTGTTCTGTTTCTCAGGTGTTTT
GAPDH-F TGCTAAGCGTGTCATCATCT
60 HAKK
GAPDH-R AGTGGTCATAAGACCCTCCA
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Sy 3%t TLR4 #1 GAPDH # 47 qRT-PCR, 3|
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rTaq fiff 2.0 U,100 ng » pL~" cDNA #f 1 pL,
ddH,0 12. 2 pL, PCR ¥ 54 5% FI 0 45 1 I i 72
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TR A Z A0 ik 2 1 835 bp MR L T 51 .
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E
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1t 589 TLR4 KB CDS X X 43 H7 & B i% 5L A
WE3ANINR T2 ANWNET . % TLR4-a CDS ¥
5] . TLR4-b CDS E8F1 TLR4 KR JEAT HLXF . 45 5
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Fig. 1 The results of TLR4 gene identification by bacteria PCR

TLR4-b; o. Negative control; M.
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Fig. 2 PCR amplification of DNA of duck TLR4
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Fig. 3 Alignment of the DNA, CDS and the transcript variants of duck TLR4 gene
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