Supplementary Figure 1
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miPS cells (5 x 105 per mouse) treated with 0.2% DMSO or 50 utM DFX were implanted
subcutaneously into the right flank, and tumorigenicity was evaluated. There were no
significant differences between groups. Data are represented as average = S.E.M.

(n=5).
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HSC-2 cells (3 x 108 per mouse) were injected subcutaneously into the right flank of 24
mice. On day 2 when the tumors reached 150~200 mm3, mice were randomly assigned
to one of four groups (n = 6 per group), and the treatments were initiated as indicated.
The mean body weight of each group + S.E.M. for comparison between groups are shown.

There were no significant differences between groups.
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Cultured WI38 cells and FEF3 cells were treated with different concentrations of DFX
for 48 h, and cell viability was evaluated with the XTT assay. The cytotoxity of DFX
against WI38 cells and FEF3 was very low. Cell viability in the absence of treatment

was set at 100%.
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Experiment of Nanog, Stat3 and phosho-Stat3 was evaluated with western blot analysis.
8 -actin was used as a loading control. DFX and combination treatment suppressed the

expression of Nanog, Stat3 and phosho-Stat3 in HSC-2 cells.
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(A) Experiment of iron-related markers (FPN, FtH, TfR, DMT-1) was evaluated with
western blot analysis. S -actin was used as a loading control. DFX suppressed the
expression of iron-related markers except TfR in HSC-2 and OE33 cells. (B)
Densitometric analysis of western blot also showed that DFX suppressed the expression
of iron-related markers except TfR in HSC-2 and OE33 cells. Statistical significance

was determined as *p<0.05.
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(A) HSC-2 and OE33 cells treated with different concentrations of DFX for 48 h were
analyzed by flow cytometry. CD44 antibody was used as a stemness marker. Living
CD44 positive cells ratio was decreased by DFX. (B) Total RNA of HSC-2 and OE33 cells
treated with deferasirox with indicated concentrations were used in the PCR analysis.
The mRNA of Nanog was suppressed by DFX in a dose-dependent manner. Relative
expression level in the absence of treatment was set at 1. Statistical significance was

determined as *p<0.05.
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(A) Experiment of migration ability was performed with scratch assay. HSC-2 and OE33

cells were seeded in 6well plates and treated with different concentrations of DFX.

Migration ability was evaluated with indicated time. DFX suppressed the migration

ability in HSC-2 and OE33 cells. (B) Scratch assay was quantitively analyzed as area of

gap with Image J software. *p < 0.05. Scratched area was remained by DFX in a

dose-dependent manner.
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Experiment of vascular endothelial growth factor secretion was performed with ELISA
assay. The supernatant was collected with indicated concentration of DFX. DFX induced

vascular endothelial growth factor secretion in HSC-2 and OE33 cells.



