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Abstract: The objective of this study was to analyze the promoter structure and activity of the chicken
liver bile acid binding protein (L-BABP) gene. Bioinformatics analysis revealed that the chicken L-BABP gene
promoter fragment included HNF-1, SREBP-1, AP-1, C/EBP, Oct-1, TATA, CCAAT, GATA-1 and other
regulatory elements binding sites and the gene promoter region cannot find CpG islands. The 5' flanking 2 kb
of chicken L-BABP gene was amplified by PCR, cloned and sequenced. A series of recombination plasmids
of L-BABP gene were constructed and transiently transfected into Human hepatoma cell line 2 (HEPG2).
Then their luciferase activity was measured by dual luciferase reporter gene assay system. The activity of the
promoter region analysis by Luciferase reporter assays demonstrated that promoter region (-1 096/-66) was
strongest promoter activity and the promoter region (-545/-62) was worse, and C/EBPa could repress the
chicken L-BABP gene expression. This study will provide the foundation for in-depth study of the chicken L-
BABP gene expression regulation mechanism.
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Table 1 Gene—specific primers of L-BABP used for PCR

Primer name

5'-3" Primer sequence Enzyme sites

pGL3 L BABP 1988/ 66F 5" ACGCGTGGTACCGAGCTCTTACGCGTGTGAAAGCCCACAGAGGTGG 3' Miu 1
pGL3 L BABP 1988/ 66R 5' CTCGAGACTTAGATCGCAGATCTCGAGATTCGGGTGCTATTTATGGAAAG 3! Xho 1
pGL3 L BABP 1096/ 66F 5" ACGCGTAGGTACCGAGCTCTTACGCGTGTGAAAGCCCACAGAGGTGG 3' Miu 1
pGL3 L BABP 1096/ 66R 5' CTCGAGACTTAGATCGCAGATCTCGAGATTCGGGTGCTATTTATGGAAAG 3' Xhol
pGL3 L BABP 545/ 62F 5" ACGCGTAGGTACCGAGCTCTTACGCGTGTGAAAGCCCACAGAGGTGG 3' Miu 1
pGL3 L BABP 545/ 62R 5' CTCGAGACTTAGATCGCAGATCTCGAGATTCGGGTGCTATTTATGGAAAG 3' Xho 1
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Fig.2 Schematic diagram of a series of recombination plasmids of chicken L-BABP gene
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The left of the figure schematically shows the chicken L-BABP gene promoter and its serial promoter truncation mutations, and

the right of the figure is the relative promoter activity. Data are the Mean + SD of five replicates. **means significantly different (P<

0.01). **means significantly different (P<0.01)
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Fig. 4 Deletion analysis of the chicken L-BABP promoter fragment
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its serial promoter truncation mutations, and the right of the figure is the relative promoter activity. **means significantly different

(P<0.01).
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