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Abstract Objective: This study aimed to investigate the effect of hypoxia inducible factor 1o (HIF-1a) expression on CX3CR1 and
its regulatory mechanism in pancreatic cancer cell line Patu8988. Methods: The highly expressed plasmid pcDNA3.1 HIF-1a and siRNA
HIF-1a were initially constructed. After the plasmid was separately transfected to the pancreatic cancer cells, CX3CR1 and HIF-1a expressions
were assayed by western blot analysis and real-time quantitative reverse transcriptase-polymerase chain reaction. The relationship between
HIF-10 and CX3CR1 promoter was determined by chromatin immunoprecipitation and luciferase technology. Results: The overexpressed
HIF-1a could upregulate the CX3CR1 expression in pancreatic cancer cells. The CX3CR1 expression was significantly reduced when HIF-1
a was knocked down. Chromatin immunoprecipitation assay demonstrated that HIF-1a could be directly bound to the hypoxia-response
element (5'-A/GCGTG-3") of the CX3CR1 promoter. This binding activity was significantly enhanced under hypoxic condition. CX3CR1
promoter-induced HIF-1a overexpression could significantly upregulate the expression of luciferase reporter genes in pancreatic cancer cells
(P<0.01). Conclusion: HIF-1a could regulate CX3CR1 expression in pancreatic cancer cells.
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A: Patu8988 cells transfected with pcDNA3.1 HIF-1a plasmids (1 pg, 2 pg)
and assessed by Western blot analysis after 48 h; B: Patu8988 cells trans-
fected with pcDNA3.1 HIF-1 « plasmids (1 pg, 2 pg) and assessed by
semi—quantitative PCR after 48 h; C: Patu8988 cells transfected with siHIF-1
o (50 nM) and assessed by Western blot analysis after 48 h; D : Patu8988 cells
transfected with siHIF-1a (50 nM) and assessed by semi—quantitative PCR
after 48 h
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Figure 1 Changes in CX3CR1 before and after pcDNA3.1 HIF-1a or si-

HIF-1o was overexpressed and transfected
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C » A:DNA sequence of the CX3CR1 promoter. Hypoxia—response elements were located at
different sites; B : Chromatin immunoprecipitation analysis of Patu8988 cells. PCR products of
the vascular endothelial growth factor promoter were used as the positive control sample. H, N,
and NC indicate hypoxia, normoxia, and negative control, respectively; C: Luciferase analysis
% of Patu8988 cells. The cells were cotransfected with pGL3-CX3CR1 (1g) and pcDNA3.1 HIF-1
§ o plasmids (1 pg). Luciferase analysis was performed with a dual-luciferase reporter assay
= system. Y axis: pGL3-CX3CR1-related luciferase activity. **P<0.01 versus the control group
= 2 HIF-1 o BEAS CX3CRIE ST HRE X E LA
Figure 2 HIF-la could directly interact and upregulate CX3CR1 promoter activity
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