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Supplemental Figure Legends:  

 

Supplemental Figure 1. Immunohistochemical staining for the expression of HIF was optimized 

using sections of smooth muscle as negative controls, lung as a HIF-1α positive control, and 

rectum as a HIF-2α positive control. Scale bar = 200 µm 

 

Supplemental Figure 2. NES cells contain intact and functional HIF machinery. Western blots 

under atmospheric oxygen concentration (21%) and hypoxia (1%) demonstrating (A) nuclear 

expression of HIF-1α and HIF-2α, (B) cytoplasmic expression of HIF-1β, PHD1 and PHD2 after 

24 hours in each condition, and (C) mRNA expression of HIF-1α and HIF-2α downstream target 

genes in NES-B10T cells.  

 

Supplemental Figure 3.  Acidic bile salts induce HIF-2α and increase the expression of pro-

inflammatory mediators by esophageal squamous epithelial cells. (A) PCR analysis 

demonstrating the efficiency of HIF-1α knockdown by SMARTpool ON-TARGETplus siRNA in 

NES cells. (B) Luciferase reporter assay for HRE activity in response to acidic bile salts (A&B) 

after transfection with either control or HIF-1α siRNAs. (C) PCR and semi-quantitative analysis 

of expression of IL-8 and COX-2 after transfection with control or HIF-1α siRNAs.  The bar 

graphs depict the mean ± SEM (n=4).  *, p≤0.05 compared with control siRNA. 

 

Supplemental Figure 4. Selective inhibition of HIF-2α target genes by the active (S,R)-37 peak 

2 enantiomer in NES-B10T cells. RT-PCR demonstrating expression of Dmt1 and Dcytb1, HIF-

2α target genes, and PKG1, HIF-1α target gene, at baseline (C) and at 6 or 24 hours following 

treatment with acidic bile salts for 60 minutes and either the “inactive” or “active” HIF-2α small 

molecule enantiomers. 
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Supplemental Figure 5. Immunohistochemical staining for the expression of phospho-p65 and 

total p65 was optimized using sections of smooth muscle as negative controls and ovarian 

carcinoma as a positive control for both p65 antibodies. Scale bar = 200 µm 
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