
Supplemental Figure legends: 

Supplemental Figure 1.  LLL12 inhibited STAT3 phosphorylation in un-separated human colon 

cancer cell lines.  Cells were collected at 24 hours post-treatments.   Membranes were blotted with 

phospho-specific STAT3 antibody (Tyrosine 705; Cell Signaling Tech.), phospho-independent 

STAT3 antibody (Cell Signaling Tech.), phospho-specific ERK1/2 antibody (Threonine 

202/Tyrosine 204; Cell Signaling Tech.), cleaved caspase-3 antibody (Cell Signaling Tech.), cyclin 

D1, survivin, and GAPDH antibodies (Chemicon International Inc.).    Human colon cancer cell 

lines expressing constitutively active STAT3, SW480, HCT116, and DLD-1 exhibit a decrease in 

the levels of expression of STAT3 phosphorylation after treatment with LLL12.  Downstream 

targets of STAT3, cyclin D1, and survivin, were inhibited.  

 

Supplemental Figure 2. (A) Representative flow cytometry analysis of ALDH+/CD133+ 

subpopulation in colon cancer cells line.  Analysis was performed using a FACS Wantage SE 

(Becton Dickinion, Palo Alto, CA) flow cytometer. ALDH+/CD133+ (P5) and ALDH-/CD133- (P6) 

subpopulations were separated from SW480, HCT116, DLD-1 and HT29 colon cancer cells by 

Flow Cytometry. (B) The percentage of ALDH+/CD133+ in the unseparated HCT116, SW480, 

DLD-1 and HT29 cells 

 

Supplemental Figure 3.  The volumes of tumor formed by ALDH+/CD133+ cells are larger than 

tumors formed by ALDH-/CD133- cells. The ALDH+/CD133+ or ALDH-/CD133- cells (1 x 102, 1 x 

103, or 1 x 104) were mixed with 50% matrigel (Invitrogen, Carlsbad, CA) in a total of 100 μl and 

were injected subcutaneously into the right flank area of 4- to 5-week-old female NOD/SCID mice. 

At the end of observation, tumor growth was determined by measured the length (L) and width (W) 

of the tumor with a caliper and tumor volume was calculated on the basis of the following formula: 
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volume = (π/6) LW2.  Representative examples from DLD-1 and HT29 ALDH+/CD133+ cells were 

shown. 

 

Supplemental Figure 4.  ALDH+/CD133+ and ALDH-/CD133- subpopulations were separated from 

HT29 colon cancer cells by Flow Cytometer.  (A) STAT3 phosphorylation of ALDH+/CD133+ 

subpopulation of HT29 colon cancer cells was higher than ALDH-/CD133- subpopulation and 

unseparated cells; (B) LLL12 inhibited STAT3 phosphorylation in HT29 ALDH+/CD133+ colon 

cancer-initiating cells; (C) LLL12 inhibited the expression of STAT3 downstream target genes in 

HT29 ALDH+/CD133+ colon cancer-initiating cells; (D) LLL12, Stattic and STAT3 ShRNA 

inhibited cell viability of HT29 colon cancer-initiating cells; (E) LLL12 and Stattic inhibited 

tumorsphere formation of ALDH+/CD133+ subpopulation of HT29 colon cancer cells.  (F) LLL12 

decreased ALDH+/CD133+ subpopulation of HT29 colon cancer cells. 

 

Supplemental Figure 5. LLL12 and Stattic also inhibited the cell viability of ALDH-/CD133- 

subpopulation (A, B) and the bulk tumor cells (C, D). 

 

Supplemental Figure 6. (A) Representative flow cytometry analysis of ALDH+/CD133+ 

subpopulation in SW480 human colon cancer cells line.  LLL12 (5µM) and Stattic (10µM) 

decreased the percentage of ALDH+/CD133+ subpopulation.  However, 10μM of Doxorubicin or 5-

Fu increased the percentage of ALDH+/CD133+ colorectal cancer-initiating cells (*P< .05). (B) The 

effects of Dox or 5-FU (10 μM) in STAT3 activation in the bulk tumor cell population. (C) SW480 

and HCT116 cells were treated with IL-6 (25-50ng/ml) with or without LLL12 (2.5 µM) for 48 

hours.  IL-6 induced the expression of IL-8, which was blocked by LLL12. 
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Supplemental Figure 7. The bodyweights of LLL12-treated mice were similar to that of the 

vehicle-treated mice over 15-day of treatments in NOD/SCID mice xenograft model from HCT116 

ALDH+/CD133+ cancer-initiating cells. 
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