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Tsui et al., Supplementary Fig. 1

Figure S1. Altered IGF-1R signaling in MDA-MB-231-R cells. MDA-MB-231-R cells were serum
starved for 24 hours then stimulated with 100 ng/ml IGF-1 for the indicated time intervals. Shown
in (A) is a representative Western blot of the IGF-1R and downstream signaling mediators follow-
ing IGF-1 stimulation (n=3). Shown in the bar graphs (B-D) are the mean (+SE) of 3 experiments
expressed as phospho:total protein ratios normalized to the levels in unstimulated cells that were
assigned a value of 1. *p<0.05, **p<0.01, ***p<0.001.
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Figure S2. Growth Factors and receptors expressed in MDA-MB-231 cells. Shown are results of
RT-PCR analyses for RTK (A) and growth factors (B) expressed in MDA-MB-231 cells. Two primer
sets were used for each RTK (A). Human liver tissue (huLiver) was used as positive control in (B).
The expected transcript size is indicated on the right.
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Figure 3. FGFR1 silencing does not alter MDA-MB-231 cell proliferation in complete medium.
FGFR1 was silenced using lentiviral FGFR1 shRNA. Shown in (A and B) are results of a compari-
son of the increase in cell number following culture of the cells in complete medium for 48 hours
as measured by the Trypan blue exclusion dye. The data are expressed as means + SE (n=3), rela-
tive to the respective parental cells that were assigned a value of 1.
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Figure S4. Increased IGF-1R and ligand expression in FGFR1 silenced MDA-MB-231 cells. Cells
were cultured in complete media for 48 hours. Shown in (A-C) are results of qPCR for the indi-
cated transcripts and in (D) results of Western blotting performed on the indicated cells. Shown in
all bar graphs are means (+ SE) of 3 experiments expressed relative to the levels measured in the
respective parental cells that were assigned a value of 1. *p<0.05, **p<0.01, **p<0.001.
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Figure 5. Clonal populations of MDA-MB-231 cells have divergent IGF-IR expression levels.
MDA-MB-231 cells were clone by limiting dilution and IGF-1R expression levels in clonal subpop-
ulations analyzed by RT-PCR. Shown in (A) are representative RT-PCR results of 2 independent
experiments and in (B) expression levels normalized to GAPDH and expressed relative to parental
MDA-MB-231 cells that were assigned a value of 1. qPCR was performed on mRNA extracted
from low and high IGF-IR expressing clonal populations C17 and C50, respectively (C)and pro-
tein levels in these clones analyzed by Western blotting (D). Data in (C) were normalized to
GAPDH and are expressed as means + SE (n=4). ***p <0.001.
FGFR1 - -
<
) e SRSRSRED o=
- S < S - R T
o
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Figure S6. MDA-MB-231 clonal subpopulations have diverse FGFR1 expression levels. FGFR1
expression levels in clonal subpopulations of MDA-MB-231 (isolated as described in the legend to
supplementary Figure 5) were measured by RT-PCR. Shown are representative results of 2 anal-
yses.
Table S1. List of PCR primers used in this study. .
Gene Primer Sequence
IGF-1R Forward (pair 1) CCTGCACAACTCCATCTTCGTG
IGF-1R Reverse (pair 1) CGGTGATGTTGTAGGTGTCTGC
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IGF-1R Forward (pair 2)

ACGCCAATAAGTTCGTCCACAGAGACCT

IGF-1R Reverse (pair 2)

GAAGACTCCATCCTTGAGGGACTCAG

EGFR Forward (pair 1)

AACACCCTGGTCTGGAAGTACG

EGFR Reverse (pair 1)

TCGTTGGACAGCCTTCAAGACC

EGFR Forward (pair 2)

ACCTGCGTGAAGAAGTGTCC

EGFR Reverse (pair 2)

CGTCTTCCTCCATCTCATAGC

Met Forward (pair 1)

TGCACAGTTGGTCCTGCCATGA

Met Reverse (pair 1)

CAGCCATAGGACCGTATTTCGG

Met Forward (pair 2)

ATTTTGCTTTGCCAGTGGTGG

Met Reverse (pair 2)

GAGCGATGTTGACATGCCACT

FGFRI1 Forward (pair 1)

GCACATCCAGTGGCTAAAGCAC

FGFRI1 Reverse (pair 1)

AGCACCTCCATCTCTTTGTCGG

FGFRI1 Forward (pair 2)

CACCCGAGGCATTATTTGAC

FGFRI1 Reverse (pair 2)

AAGTTCCTCCACAGGCACAC

IGF-1 Forward

CTCTTCAGTTCGTGTGTGGAGAC

IGF-1 Reverse

CAGCCTCCTTAGATCACAGCTC

EGF Forward TGCGATGCCAAGCAGTCTGTGA
EGF Reverse GCATAGCCCAATCTGAGAACCAC
HGF Forward GAGAGTTGGGTTCTTACTGCACG
HGF Reverse CTCATCTCCTCTTCCGTGGACA

FGF1 Forward

ATGGCACAGTGGATGGGACAAG

FGF1 Reverse

TAAAAGCCCGTCGGTGTCCATG

FGF2 Forward AGCGGCTGTACTGCAAAAACGG
FGF2 Reverse CCTTTGATAGACACAACTCCTCTC
GAPDH Forward (PCR) GGTGAAGGTCGGTGTGAACG
GAPDH Reverse (PCR) AATGCCAAAGTTGTCATGGA
GAPDH Forward (QPCR) TGCACCACCAACTGCTTAGC
GAPDH Reverse (qPCR) GGCATGGACTGTGGTCATGAG

Table 2. Summary of growth factors and RTK expressed in MDA-MB-231 cells as determined by PCR analysis.

Receptors
IGF-IR +
EGFR +

Met +
FGFR1 +

Growth factors

IGF-I
EGF
HGF
FGF1
FGF2

Low




