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Fig.1 Inhibitory effects of tamoxifen on haematogenic lung metastasis, tumor cell invasion, and
tumor cell motility. (A) BI6BL6 cells (5 X 10* cells), which had been pretreated with 2.5 or 5
puM tamoxifen for 3 days, were injected into the tail veins of syngeneic C57BL/6J mice. After 14
days, visible nodules that had metastasized to the lungs were counted. The results are expressed
as the means £ SD of 9 mice. *p < 0.01 vs. controls (Student’s #-test). (B, C) BI6BL6 cells were
pretreated with 2.5 or 5 uM tamoxifen for 3 days, before 1 X 10* cells were seeded into the
upper compartments of chambers. (B) Migration was analyzed by Boyden chamber assays using
Falcon cell culture inserts. (C) Invasive properties were analyzed using Falcon cell culture inserts
covered with 50 pg of Matrigel per filter. For both assays, the lower chambers contained
conditioned media from NIH/3T3 cells cultured for 24 h as a chemoattractant. After incubation
for 24 h, the cells invading the lower surface were counted microscopically. The results are
representative of five independent experiments. *p < 0.01 vs. controls (Student’s r-test).
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Fig.2 Inhibitory effects of tamoxifen on the mRNA expressions and protein activities of MMP-1, MMP-2, MMP-9, and MT1-MMP.
BI16BL6 cells were treated with 2.5 or 5 pM tamoxifen for 3 days. (A) Equal amounts of total RNA were reverse-transcribed to
generate cDNAs that were used for PCR analysis of MMPs mRNA expressions in BI6BL6 cells. (B) Quantification of the amount
of MMPs mRNA normalized to the amount of GAPDH mRNA. The results are representative of five independent experiments. *p
< 0.01 vs. controls (Student’s #-test). (C,D) Activities of (C) type I collagenase (MMP-1) and (D) type IV collagenases (MMP-2 and
MMP-9) in B16BL6 cells. Conditioned media were harvested, and the type I and type IV collagenase activities were measured by
FITC-conjugated type I and type IV collagen breakdown assays, respectively. The results are representative of five independent
experiments. *p < 0.01 vs. controls (Student’s #-test). (E) Photograph showing a western blot analysis of MT1-MMP protein
expression. (F) Quantification of the amount of MT1-MMP protein normalized to the amount of B-actin. The results are
representative of five independent experiments. *p < 0.01 vs. controls (Student’s #-test).
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@ Gt Fig.4 Tamoxifen specifically suppresses the activation of

ERK1/2 and Akt in B16BL6 cells. BI6BL6 cells were
treated with 2.5 or 5 uM tamoxifen for 1, 2, or 3 days.
Control cells were treated with PBS and cultured in
serum-containing medium for 3 days. (A,C) Whole-cell
lysates were generated and immunoblotted with
. R —— antibodies against phosphorylated ERK1/2 (phospho-
— (@ ERK1/2), phosphorylated Akt (phospho-Akt),
St tamoten phosphorylated p38MAPK (phospho-p38MAPK), ERK,
Akt, and p38MAPK. (B,D) Quantification of the amount
of phospho-ERK1/2, phospho-Akt, or phospho-
p38MAPK, normalized to the amount of total ERK, Akt,
or p38MAPK, respectively. The results are
representative of five independent experiments. *p <
0.01 vs. controls (ANOVA with Dunnet’s test).
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Fig. 5 Inhibitory effects of DMF on hematogenic lung metastasis. (A) B16BL6 cells (5 X 10*
cells), which had been pretreated with 30 or 50 uM DMF for 3 days, were injected into the
caudal veins of syngeneic C57BL/6J mice. After 14 days, visible nodules that had metastasized
to the lungs were counted. The results are expressed as the means &= SDs of the values obtained
for 9 mice. *p < 0.01 vs. controls (Student’s #-test). (B) Determination of the appropriate DMF
concentrations to be administered to the BI6BL6 cells. Cells (2000 cells/well) were incubated
in 96-well plates for 24 h and then treated with 5, 10, 30, 50, or 75 uM DMF. After 1, 3, or 5
days, cell viability was quantified by WST-8 assays. The results are representative of 5
independent experiments. *p < 0.01 vs. controls (ANOVA with Dunnett’s test).
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Fig. 6 Inhibitory effect of DMF on cell migration and invasion. B16BL6 cells were pretreated with 30 or 50 uM DMF
for 3 days. They (1 X 10%cells) were then seeded into the upper compartments of Boyden chambers. (A) Migration was
analyzed by Boyden chamber assays by using Falcon cell culture inserts. (B) Invasiveness was analyzed using Falcon
cell culture inserts covered with 50 pug of Matrigel per filter. For both the assays, the lower chambers were filled with
chemoattractant media conditioned by NIH 3T3 cells cultured for 24 h. After incubation for 24 h, the cells invading the
lower chamber were counted microscopically. The results are representative of 5 independent experiments. *p < 0.01 vs.
controls (Student’s #-test).
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Fig. 7 Inhibitory effects of DMF on the mRNA expressions and protein activities of MMP-1, MMP-2, MMP-9, and MT1-MMP. B16BL6 cells
were treated with 30 or 50 uM DMF for 3 days. (A) Equal amounts of total RNA were reverse-transcribed to generate cDNAs that were used for
the polymerase chain analysis (PCR) analysis of MMP mRNA expressions in the B16BL6 cells. (B, C) Activities of type I collagenase (MMP-1)
and type IV collagenases (MMP-2 and MMP-9) in the B16BL6 cells. Conditioned media were harvested, and the type I and type IV collagenase
activities were measured by FITC-conjugated type I and type IV collagen breakdown assays, respectively. The results are representative of 5
independent experiments. *p < 0.01 vs. controls (Student’s #-test). (D) Western blot analysis of MT1-MMP protein expression.
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Fig. 8 DMF inhibited the nuclear entry of p65. B16BL6 cells were treated with 30 or 50 puM DMF for
1, 2, or 3 days. Cell lysates were generated and immunoblotted with antibodies against p65.
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