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SUPPLEMENTARY FIGURE LEGENDS (CAN-09-4283; Mitchell et al.)

Supplementary Figure S1.  Effect of shRNA-mediated α3 suppression on the surface expression of

other integrin subunits in MDA-MB-231 cells.  Uninfected parental cells (red line), or cells stably

transduced with lentivirus expressing either control shRNA (green line) or α3-targeting shRNA (blue

line), were analyzed by flow cytometry using monoclonal antibodies against the human integrin subunits

β1 (HB1.1), α5 (P1D6), α6 (GoH3) or β4 (3E1).  Normal mouse IgG was used as a negative control.

Supplementary Figure S2.  shRNA-mediated suppression of α3 leads to reduced tumor growth in vivo

and reduced colony formation in vitro in an independently-derived population of α3β1-deficient MDA-

MB-231 cells.  (A) Western blot analysis shows reduced α3 protein expression in α3-knockdown cells

(α3 shRNA) compared with control cells (ctrl shRNA).  (B) 2x106 control cells or α3-knockdown cells

were injected subcutaneously into Balb/c nude mice and tumor volume was measured over 23 days.

Graph shows mean tumor volume +/- S.E.M; n=6-8 mice.  (C) Single cell suspensions of control cells or

α3-knockdown cells were prepared in Growth Factor-Reduced Matrigel and grown for 10 days prior to

determining mean colony diameter for each.  Data are presented as percent colony diameter compared to

control, +/- S.E.M; n=3; *p=0.014, two-tailed t-test.

Supplementary Figure S3.  shRNA-mediated suppression of α3 does not alter the proportion of

proliferating cells in orthotopic tumors.  (A) Cryosections were prepared from orthotopic tumors derived

from MDA-MB-231 cells expressing control shRNA (ctrl shRNA) or α3-targeting shRNA (α3 shRNA),

then stained with anti-Ki67 to label proliferating cells, and counter-stained with DAPI.  Scale bars,

100µm.  (B) Graph shows the percentage of DAPI-stained nuclei that stained positive for Ki67; mean +/-

S.E.M; n>6 fields collected from at least three tumors per test group (see Materials and Methods for

details).
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Supplementary Figure S4.  shRNA-mediated suppression of α3 leads to reduced COX-2 mRNA

expression in an independently-derived population of α3β1-deficient MDA-MB-231 cells.  Total RNA

was isolated from control cells (ctrl shRNA) or α3-knockdown cells (α3 shRNA), and RT-PCR was

performed to compare expression of α3, COX-2, and GAPDH mRNAs.

Supplementary Figure S5.  shRNA-mediated suppression of COX-2 inhbits tumorigenesis of breast

cancer cells.  MDA-MB-231 cells expressing control shRNA (ctrl shRNA) or COX-2-targeting shRNA

(COX-2 shRNA) were injected subcutaneously into nude mice and tumor growth was compared as

described in Figure 1.  Data are mean +/- S.E.M; n=6 mice (ctrl shRNA); n=8 mice (COX-2 shRNA);

p<0.05, Mann-Whitney test.

SUPPLEMENTARY TABLE LEGEND

Supplementary Table S1.  Real-time PCR analysis of α3β1-dependent gene expression in MDA-MB-

231 breast cancer cells.  PCR arrays were performed using the Breast Cancer & Estrogen Receptor

Signaling Pathways array (SABioscience).  For each gene, the table shows average fold change in

expression that was observed in the MDA-MB-231/α3(-) cells, compared to MDA-MB-231/α3(+) cells.

A negative value indicates a decrease, while a positive value indicates an increase; n=4, p-values are

listed for each gene.


