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SUPPLEMENTARY FIGURE LEGENDS 1 

 2 

Supplementary Figure S1. The study design for selecting the ESCC patients. 3 

Two hundred forty esophageal squamous cell carcinoma patients underwent surgical treatment 4 

at Kumamoto University Hospital between January 2000 and December 2008. Seventy-nine of 5 

the 240 underwent preoperative treatment, such as chemo-radiation therapy (n=60), 6 

chemotherapy (n=5), radiation therapy (n=10) or EMR (n=4), and were excluded from this 7 

study. One hundred forty-five of the 161 remaining patients underwent curative surgery with 8 

radical lymph node dissection. Paraffin sections of the145 ESCC patients were evaluated by 9 

immunohistochemistry in this study. *1 Endoscopic Mucosal Resection. *2 lymph node. 10 

 11 

Supplementary Figure S2. TE-4 cells were transfected with PPARG siRNA. 12 

A. Real-time RT-PCR for PPARG in TE-4 cells after transfection with a scrambled siRNA or 13 

three kinds of siRNA for PPARG. B. Western blot analysis for PPARγ in TE-4 cells after 14 

transfection with a scrambled siRNA or three kinds of siRNA for PPARG.  15 

 16 

Supplementary Figure S3. In vitro anti-proliferative effects of efatutazone. 17 

A. PDK4 mRNA levels after treatment with 25 μM troglitazone or 25 μM efatutazone were 18 
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evaluated by real-time PCR. B. The anti-proliferative effects of treatment with the various 1 

concentrations of troglitazone or efatutazone for 72 hours were evaluated. The data are shown 2 

as the means ± SE. n.s. not significant, *P<0.05, **P<0.01.  3 

 4 

Supplementary Figure S4. Anti-proliferative effects of efatutazone in ESCC cells occur via 5 

pAkt-p21Cip1. 6 

A. Cell cycle analysis by flow cytometry was performed for TE-11 cells after treatment with 25 7 

μM or 50μM efatutazone for 48 hours. An accumulation of cells in the G1 phase, and a 8 

reduction in the G2/M phases, were observed after treatment with efatutazone for 48 h. The 9 

percentage of cells in the G, S and G2/M phases were calculated using the FlowJo software 10 

program. n.s. not significant, *P<0.05, **P<0.01. B. Western blot analysis for Akt (p-Akt) and 11 

p-p21 in TE-6 cells treated with 25 μM efatutazone  for 48h. D. Western blot analysis for 12 

p-Akt Ser473 in TE-8 ESCC cells which were transfected with the scrambled siRNA or PPARG 13 

siRNA, followed by treatment with control (DMSO) or 50 μM efatutazone for 48 h. 14 

 15 

Supplementary Figure S5. In vivo anti-proliferative effects of efatutazone. 16 

A. The resected TE-4 xenograft tumors are shown. The tumors were labeled according to the 17 

treatment group and the size of tumor (ex. the largest of the tumor after treatment with 18 
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efatutazone was E1, the second largest was E2…). B. The mRNA expression of PDK4, p21Cip1, 1 

p27 and PLIN2 in the TE-4 tumors treated with the control (n=8) or efatutazone (n=8) were 2 

examined by real-time RT-PCR. n.s. not significant, **P<0.01 3 

 4 

Supplementary Figure S6. Investigation using condition medium. 5 

TE-4 cells were treated with the control (DMSO) or efatutazone (25 μM) for 48 hours, and the 6 

each culture medium was collected, then these media were named conditioned medium A and 7 

conditioned medium B, respectively. These media were adjusted to have the same 8 

concentrations of both efatutazone and DMSO by adding efatutazone to the conditioned 9 

medium A and adding DMSO to the conditioned medium B, then these media were named the 10 

conditioned medium (cond. med.) control and the cond. med. efatutazone, respectively. The 11 

TE-4 cells were then treated with these different cond. med. control and cond. med. efatutazone 12 

for 10 min. In the Fig. 5H, the TE-4 cells which had pretreated with cetuximab for 6 hours were 13 

stimulated with the cond. med. control or the cond. med. efatutazone for 10 minutes. 14 

 15 

Supplementary Figure S7. EGFR/MAPK signaling activation. 16 

A. Western blot analysis for EGFR (p-EGRF) in TE-4 xenografts after treatment with the 17 

control, efatutazone or troglitazone for 28 days. B. Western blot analysis for EGFR (p-EGRF), 18 
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ERK (p-ERK) in three indipendent lysates from the TE-4 xenografts after treatment with 1 

efatutazone compared with the control. *P<0.05.  2 

 3 

 4 

Supplementary Figure S8. Anti-proliferative effects of molecule targeted therapy. 5 

A. The anti-proliferative effects of treatment for 72 hours with the various concentrations of 6 

U0126 (MEK inhibitor) were compared with the control. Treatment of TE-4 ESCC cells with 10 7 

μM U0126 led to a 25% decrease in the proliferation of the cells. B. The growth inhibitory 8 

effects of 10μM U0126, 25μM efatutazone and the combination of the two agents were 9 

evaluated for various times. C. The anti-proliferative effects of a 72-hour treatment with the 10 

various concentrations of cetuximab (an anti-EGFR antibody) were compared with the control. 11 

The treatment with cetuximab (300 μg/ml) decreased the proliferation of the TE-4 cells by 20%. 12 

D. TE-4 cells that had been stimulated with EGF (20 ng/ml) were treated with various 13 

concentrations of cetuximab. The treatment with cetuximab (300 μg/ml) completely blocked the 14 

stimulation of EGF at a concentration of 20 ng/ml. E. The growth inhibitory effects of 15 

cetuximab, efatutazone and efatutazone combined with cetuximab were evaluated for various 16 

times. All data represent the means ± SE of triplicate sample. 17 

 18 
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Supplementary Figure S9. The primers and probes used for real time RT-PCR. 1 

The probes for PPARG, p21Cip1, p27, PDK4, PLIN2 and GAPDH were designed by the 2 

universal probe library system provided by Roche. The indicated probe number was used. 3 


