
Supplemental Figures Legends: 
 
SF 1 A. NFκB and Stat3 binding sites in Cox-2 promoter. Location of binding site for Stat3 
and NFκB on Cox-2 promoter is shown. Real-time PCR Primers used in ChIP assays for 
amplification were shown below.  
 
SF 1 B. Real-time PCR Primers used for amplification of prostaglandin receptors EP1, EP2, EP3 
and EP4.  
 
SF 2. A. Histograms of FITC-Annexin staining. Capan-2, BxPC-3, and HPNE-Ras cells were 
treated with increasing doses of Nx. Following 24h treatment cells were analyzed by flow 
cytometry using FITC-Annexin staining as described in methods. 
 
B. Nx induces DNA fragmentations in human PanCA cells. Capan-2, BxPC-3, and HPNE-Ras 
cells were treated with increasing doses of Nx. Following 24h treatment DNA fragmentation was 
determined using cellular DNA fragmentation ELISA kit as described in methods. 
 
SF 3. A. Nx treatment reduces protein levels of p65, p50 and pStta3 in Ras transformed cells. 
Whole cell extracts prepared from HPNE-Ras cells treated with a low, medium, or high dose of 
Nx for 24 h were subjected to immunoblot analysis with the indicated antibodies.  
 
B. Lower exposure blot of data presented in Fig 2. EMSA was conducted with nuclear extracts 
prepared from Capan-2 or BxPC-3 cells using Stat3 oligonucleotide as the radiolabeled probe in 
the presence of 100-fold excess of cold competitor (Stat3 oligonucleotide) and heterologous 
competitor (AP1 oligo), and preincubation with anti-Stat3, anti-p65, both antibodies, or IgG as a 
negative control. Specific DNA-protein complex formed was labeled with an *. Unbound probe is 
labeled UB.  
 
EMSA was conducted with nuclear extracts prepared from Capan-2 or BxPC-3 cells using NFκB 
oligonucleotide as the radiolabeled probe in the presence of 100-fold excess of cold competitor 
(NFκB oligonucleotide) and heterologous competitor (AP1 oligo), preincubation with anti-Stat3, 
ant-p65 or both antibodies, and IgG as a negative control. Specific DNA-protein complex formed 
was labeled with an *. Unbound probe is labeled UB.  
 
C. EMSA was conducted with nuclear extracts prepared from Capan-2 cells treated with high 
dose Nx for 24h using NFκB oligonucleotide as the radiolabeled probe to show equal amount of 
NFκB probe in samples without and with nuclear extract. 
 
SF 4: Effects of Stat3 knockdown on Nx-induced proliferation inhibition. 
A. Expression of mRNA and protein levels of Stat3 were determined by RT-PCR and western blot 
analysis of Capan-2 or BxPC-3 cells stably expressing Stat3 shRNA. Levels of total Stat3 are 
shown in the inset (top panel).  
 
Capan-2 or BxPC-3 cells stably expressing Stat3-specific shRNA or scrambled ShRNA were 
treated with increasing concentrations of Nx. After 24 h incubation cell proliferation was 
measured using Cell Titer 96 Aqueous One solution assay as described in Fig 1 legend (bottom 
panel).  
 
B. Confocal microscopy were conducted to demonstrate the effect of Nx on Stat3 and p65. 
Capan-2 and BxPC-3 cells treated with Nx were stained with immunofluorescent antibodies for 



Stat3 (green) and p65 (red) and cellular localization of proteins observed by confocal microscopy. 
 
C. Cell growth of Capan-2 (left panel) or BxPC-3 (right panel) cells stably expressing Stat3-
specific shRNA or scrambled ShRNA. Cells were seeded in 24-well plate and treated with 
different doses of Nx. Cell viability was measured by trypan blue exclusion assay every 24h for 
total of 96 h. 
 
 
SF 5. Nx treatment inhibits Cox-2 levels and activity. 
A. Protein levels and mRNA expression of Cox-2 measured by immunoblotting of whole cell 
lysates and real-time PCR from Capan-2, BxPC-3, and HPNE-Ras cells treated with low, medium, 
and high doses of Nx for 24 h. Expression was normalized with respect to β-actin. Quantification 
of the immunoblotting data is shown in the bottom panel. The data shown are representative of 
three independent experiments conducted in triplicate.  
 
B. Whole cell extracts prepared from HPNE-Ras, MIA PaCa-2 and AsPC-1 cells treated with a 
low, medium, or high dose of Nx for 24 h were subjected to immunoblot analysis with the 
indicated antibodies.  
 
C. MIA PaCa-2 and AsPC-1 cells were treated with the indicated concentration of Nx and cell 
proliferation were measured 24 h after treatment using the Cell Titer 96 Aqueous One solution 
assay essentially as described in Fig 1 legend.  
 
D. Basal levels of PGE2 and PGF2α were measured using PGE2 enzyme Immunoassay Kit as 
described in methods in Capan-2, BxPC-3, and HPNE-Ras cells.  
 
E and F. Levels of PGE2 and PGF2α were measured in Capan-2 (E) and BxPC-3 (F) cells treated 
with Nx (Control, Low, Medium and High doses) for 24h using PGE2 enzyme Immunoassay Kit 
and PGF2α enzyme Immunoassay Kit. 
 
SF 6. Administration of Nx to BK5-Cox-2 mice had no significant effect on food 
consumption and mice body weight. 
A and B. Groups of BK5-Cox-2 mice were fed a control (n=23) or diet containing Nx (n=21) at a 
concentration of 300 mg/kg ad libitum for 2 months. Body weights (A) and food intake (B) were 
measured weekly.  
 
 


