Supplementary Figure legends
Figure S1. TrkC expression did not make a difference between primary ES and relapsed ES. (A) Box-and-whisker (Tukey) plots are shown for the expression of TrkC in primary and relapsed ES patients. The TrkC level was extracted from the Scotlandi microarray dataset (GSE12102) and averaged for each tumor. (Asterisks) P < 0.05; t-test.

Figure S2. TARDBP expression did not make a difference between high and low TrkC expression. Box-and-whisker (Tukey) plots are shown for the expression of TARDBP in 117 ES patients from the Postel-Vinay dataset (GSE34620) after divided into high and low TrkC expressers. (Asterisks) P < 0.05; t-test.

Figure S3. Transfection of TrkC-shRNA reduces TrkC Expression. RT-PCR analysis of TrkC expression in TC252 and TC71 cells control-shRNA or TrkC-shRNA cells. Gapdh was used as a loading control.

Figure S4. The tyrosine kinase activity of TrkC is required for the cell growth and survival of ES cells. (A) Bright-phase microscopy images of the formation of spheroid colonies and quantification of cell growth of TC252 and TC71 control-shRNA or TrkC-shRNA cells in anchorage-independent conditions. Each data point represents the mean of cells counted in three dishes. (B) Quantification of cell growth of TC252 and TC71 cells treated with 25 or 50 nM K252a. Each data point represents the mean of cells counted in three dishes. (C) Bright-phase microscopy images of the formation of spheroid colonies and quantification of cell growth of TC252 and TC71 cells in anchorage-independent conditions. Each data point represents the mean of cells counted in three dishes.

Figure S5. The role of TrkC in TGF-β-mediated tumor suppressor activity. The activity of TGF-1-responsive 3TP luciferase reporter in TC252 and TC71 control-shRNA or TrkC-shRNA cells. Luciferase activity was measured 24 h after treatment with TGF-1 (5 ng/mL). (Asterisks) P < 0.05; t-test.

Figure S6. Upregulation of TrkC markedly reduces TGFBR2 expression. Box-and-whisker (Tukey) plots are shown for the expression of TGFBR2 in 117 ES patients from the Postel-Vinay dataset (GSE34620) after divided into high and low TrkC expressers. (Asterisks) P < 0.05; t-test.

Figure S7. TrkC expression significantly reduced EWS-FLI1-mediated suppression of TGF-β signaling. The activity of TGF-1-responsive SBE or 3TP luciferase reporter in NIH3T3 cells expressing control, TrkC, EWS-FLI1, and TrkC/EWS-FLI1. Luciferase activity was measured 24 h after treatment with TGF-1 (5 ng/mL). (Asterisks) P < 0.05; t-test.

Figure S8. TrkC expression significantly induced EWS-FLI1-mediated cell migration. (A) Wound healing assay of NIH3T3 cells expressing control, TrkC, EWS-FLI1, and TrkC/EWS-FLI1. Wound closures were photographed at 0 and 24 hrs after wounding.

Figure S9. Comparison of EWS-FLI1 and TrkC expression. Immunoblot analysis of EWS-FLI1 and TrkC expression in TC252 and TC71 ES cells. β-actin was used as a loading control.

Figure S10. Upregulation of TrkC expression significantly induced EWS-FLI1 expression. 
Immunoblot analysis of EWS-FLI1 and TrkC expression in TC252 and TC71 cells after transfected with V5-TrkC constructs, as indicated.

Figure S11. TrkC interacts with EWS-FLI1. Immunoblot analysis of whole-cell lysates and immunoprecipitates derived from 293T cells transfected with the HA-EWS-FLI1 and V5-TrkC constructs, as indicated.

Figure S12. Suppression of tyrosine kinase activity of TrkC markedly reduces the EWS-FLI1 expression. Immunoblot analysis of EWS-FLI1 in TC252 and TC71 ES cells treated with K252a, a Trk tyrosine kinase inhibitor. -actin was used as a loading control.
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