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SUPPLEMENTARY INFORMATION 

Supplementary Information includes Supplementary Figure S1−S4 and Supplementary Table 

S1. 

 

Supplementary Figure S1. Lung CSCs display aggressive cancer phenotypes. (A) Human 

NSCLC H460 and A549 cells were analyzed for tumor sphere formation. CSCs were isolated 

from NSCLC H460 cells based on SP phenotype under CSC-selective conditions. (B) 
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Analysis of side population (SP) in H460 and A549 cells in the presence or absence of 

fumitremorgin C (FTC) using FACS. SP cells (box) were determined by their disappearance 

in the presence of FTC and were shown as percentage of the pool population. (C-F) CSCs 

and their non-CSC counterpart were isolated from H460 cells based on SP phenotype using 

FACS and designated as SP and NSP cells, respectively. Analysis of (C) tumor sphere 

formation, (D) apoptosis after exposure to various chemotherapeutic drugs, including 

cisplatin (CDDP; 100 µM), doxorubicin (DOX; 1 µM) and etoposide (ETO; 500 nM) and (E) 

cell migration and invasion in SP and NSP cells. (F) Tumorigenicity of SP and NSP cells 

when subcutaneously injected into NSG mice in limiting dilution (5×103−1×105 cells/flank). 

 

 

Supplementary Figure S2. SLUG and SOX9 protein expression in human lung cancer and 

matched normal lung tissues were analyzed by Western blotting and immunoblot signals 

were quantified by densitometry and normalized to β-actin and the first band of each blot. 

SLUG and SOX9 levels of normal and tumor tissues were compared. 
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Supplementary Figure S3. Inhibition of SLUG and SOX9 suppresses experimental lung 

cancer metastasis in vivo. LUC2-labeled shSNAI2, shSOX9 or shCON H460 cells were 

injected into NSG mice via tail vein at the dose of 1×106 cells/mouse. Gross appearance of 

the lungs of mice bearing shSNAI2, shSOX9 or shCON H460 cells. Smaller lungs were 

observed in mice bearing shSNAI2 and shSOX9 cells when compared with shCON cells. 

Data are mean ± S.D (n = 3). *P < 0.05 vs. shCON cells; two-sided Student’s t-test. 

 

Supplementary Figure S4. Cycloheximide-chase assay. Various clones of human lung 

carcinoma H460 cells, including shCON, shSNAI2, shCON/SNAI2, shSNAI2/SNAI2, 
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shCON/SOX9 and shSNAI2/SOX9 cells were treated with protein translation inhibitor 

cycloheximide (CHX; 10 µg/mL) for various times, and SOX9 level was analyzed by 

Western blotting. Representative immunoblots of SOX9 and loading control β-actin (ACTB) 

are shown here. 

 

Supplementary Table S1. Primer Sequences for ChIP assay. 

Gene Region Primer Sequence 5’ to 3’ Length (bp) 

Human GAPDH Promoter Forward CTCAAGACCTTGGGCTGGG 132 

  Reverse TCGAACAGGAGGAGCAGAGA  

Human SOX9 Promoter Forward ACCCTACCGTCCGCCCTTTG 171 

  Reverse CCGCCTCACCTTAGAGCCAC  

  

 


