
Supplementary Figure Legends 

Figure S1.  Inflammatory gene Expression and stable knock-down of IL-6 in 3T3-HER2 

and 4T1-HER2 cells.  A) Quantitative real-time PCR analysis of inflammatory genes in Ad 

infected HMECs (as in A)) and HER2wt, HER2ki, and empty vector control retroviral infected 

cell lines (N=5, MOI=150, 16hpi).  Red represents high expression and green represents low 

expression and average fold induction from control is indicated.  IL-6 concentrations of 

supernatants from stably infected 3T3-HER2 (B) and 4T1-HER2 (C) cells were determined by 

ELISA.  Cells were plated at 5x105 ells per well of a 6 well dish and supernatants were harvested 

at 24 hours.  In both, N=3, bars indicate SD, * indicates a p<.05 from controls, and ** indicates a 

p<.01 from HER2 expressing controls while # and ## represent p<.05 and p<.01 between non-

HER2 expressing controls. 

 

Figure S2.  HER2-mediated IL-6 expression elicits Stat3 but not Stat1 activation.  3T3, 3T3-

HER2, 3T3-HER2-control, and 3T3-HER2-IL6KD stable cells were plated at 20,000 cells per 

well of a 6-well dish and transfected with Stat3 (A and B) and Stat1 (B) firefly Luciferase 

reporters (along with a LacZ or Renilla luciferase control) using Polyethylenimine (PEI).  

Luciferase activity was assessed at forty-eight hours post-transfection (N=4, bars represent SD, * 

indicates a p<.05 from controls, and ** indicates a p<.01 from controls).   

 

Figure S3.  Stable knock-down of Stat3, JAK1, and expression of IL6STdn in 3T3-HER2 

cells.  Western blots of IL6ST and IL6STdn (A), JAK1 (B), Stat3 (C) in modified and control 



3T3-HER2 cells. Cells were plated at 5x105 ells per well of a 6 well dish and cell lysates were 

harvested at 24 hours.    

 

Figure S4.  Quantification of Stat3 activation in 3T3-HER2 and 3T3-HER2-IL6KD tumors 

in vivo.  3T3-Stat3-Luc-HER2 and 3T3-Stat3-Luc-HER2-IL6KD cells were implanted in mice 

(1x105 cells) and Stat3 activation assessed by xenogen luciferase imaging of tumors at 11 days 

post-implantation (N=4, bars represent SD).  Where indicated * and ** represent p<.05 and 

p<.01 respectively in comparison to 3T3-HER2 Tumor cells. 

 

Figure S5.  Stable knock-down of Stat3 in 3T3-HER2 tumors.  Western blots of Stat3 in 3T3-

HER2-control and 3T3-HER2-Stat3KD cells.  Cells were plated at 5x105 ells per well of a 6 well 

dish and cell lysates were harvested at 24 hours.    

 

Figure S6.  Stable knock-down of IL-6 in MMTV-neu cells.  IL-6 concentrations from the 

supernatants from stably infected MMTV-neu cells were determined by ELISA.  Cells were 

plated at 1x106 cells per well of a 6 well dish and supernatants were harvested at 24 hours.  N=3, 

bars indicate SD, while * indicates a p<.05 from controls, and ** indicates a p<.01 from MMTV-

neu control cells. 

Figure S7.  Stable knock-down of HER2 and IL-6 in KPL-4 cells.  A)  Mean Fluorescence 

Intensity (MFI) for HER2KD stable cell lines using a control IgG APC or an APC conjugated 

anti-HER2 antibody (20,000 events were sorted per population and Mean Intensity represented 



for entire population).  B) IL-6 concentrations from the supernatants from stably infected KPL-4 

cells were determined by ELISA (N=4, bars indicate SD).  For all samples * indicates a p<.05 

from controls, and ** indicates a p<.01 from controls.   

 

Figure S8.  Concentration of IL-6 in Pleural Effusion isolated from breast cancer patients.  

IL-6 concentrations from the pleural effusion fluid were determined by ELISA.  N=4, bars 

indicate SD, while * indicates a p<.05 from controls, and ** indicates a p<.01 from controls. 

 

Figure S9.  Stable knock-down of Stat3 in KPL-4 cells.  Western blots of Stat3 in KPL-4-

control and KPL-4-Stat3KD cells.  Cells were plated at 5x105 cells per well of a 6 well dish and 

cell lysates were harvested at 24 hours.    

   


