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Supplementary Figure 1: Silencing endogenous TIG1 in SUM149 IBC cells inhibits 

cell proliferation. A, shControl cells and TIG1-depleted cells, shTIG1-A and shTIG1-D, 

were plated at the density of 1 × 105 cells/well and cultured for 24, 48, and 72 hours, and 

then viable cells were counted by Coulter counter. Experiments were independently 

repeated 3 times. Bars, ± SDs. * P < 0.001. B, shControl and TIG1-depleted cells, 

shTIG1-A and shTIG1-D, were plated at the density of 1 × 105 cells/well and cultured for 

24, 48, and 72 hours, and then cell viability was measured using the CellTiter-Blue assay. 

Experiments were independently repeated 3 times. Bars, ± SDs. * P < 0.001. C, 

shControl and TIG1-depleted cells, shTIG1-A and shTIG1-D, were plated at the density 

of 1 × 104 cells on chamber slides and cultured for 48 hours. Cells were then incubated 

with BrdU for 6 hours, stained with anti-BrdU-FITC for 30 min, and sorted by a BD 

FACScan flow cytometer to determine the percentages of BrdU-positive cells.  

 

Supplementary Figure 2: Silencing endogenous TIG1 in KPL-4 IBC cells inhibits 

cell proliferation, migration, and invasion. A, KPL-4 cells were transfected with 

control (shControl) or TIG1-targeted (shTIG1-A and shTIG1-D) shRNAs. Expression of 

TIG1 in parental KPL-4 cells and stable clones shControl, shTIG1-A, and shTIG1-D was 

analyzed by Western blotting. B, Proliferation of TIG1 shRNA knockdown cells was 

compared with that of parental KPL-4 and control shRNA knockdown cells by counting 

viable cells using the trypan blue exclusion assay. Bars, ± SDs. * P < 0.01. C, KPL-4 and 

the indicated shRNA-transfected cells were analyzed for transwell migration by crystal 

violet staining (top panel); quantitative results are shown in the bottom panel. Bars, ± 

SDs. * P < 0.001, ** P = 0.001. D, KPL-4 and the indicated shRNA-transfected cells 
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were analyzed for invasion through Matrigel using crystal violet staining (top panel); 

quantitative results are shown in the bottom panel. Bars, ± SDs. * P < 0.001. Experiments 

in B, C, and D were repeated 3 times. 

 

Supplementary Figure 3: TIG1 depletion affects the growth of SUM149 cells in 3-

dimensional culture. SUM149, shControl, shTIG1-A, and shTIG1-D cells were plated 

on the surface of Matrigel and cultured for 24 hours. The phenotypes were shown with 

use of a phase-contrast microscope at 10 × magnification. 

 

Supplementary Figure 4: Heat map of 19 selected candidates from 183 probe sets 

differentially expressed between SUM149 cells transfected with control siRNA and 

SUM149 cells transfected with siRNA targeting TIG1 (siTIG1). Green and red 

squares indicate upregulation and downregulation, respectively. 

 

Supplementary Figure 5: Representative images of crystal violet staining of 

migration and invasion assays for Axl-restored shTIG1-A cells. A, Transwell 

migration assay. B, Matrigel invasion assay. 

 

Supplementary Figure 6: TIG1 colocalized with Axl in KPL-4 cells. The 

colocalization of TIG1 with Axl was examined with confocal microscopy. TIG1 and Axl 

were immunofluorescently stained as green and red, respectively. Nuclei were 

counterstained with DAPI (blue). Scale bars: 10 µm. The boxed area is shown in the inset. 
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Supplementary Figure 7: SGI-7079 treatment inhibits the invasion of KPL-4 cells. 

KPL-4 cells were treated with SGI-7079 at indicated concentrations and then subjected to 

invasion through the Matrigel assay. Left panel: representative images of crystal violet 

staining. Right panel: quantitative results. Experiments were repeated 3 times 

independently. Bars, ± SDs. * P < 0.01.  

 

 

 

 

 


