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Figure S1: 4T1 spheroids show perforations in the basement membrane and invasion into collagen gel
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(A) Spheroids from a murine tumor cell line, 4T1, invade into the collagen gel after 24 hours.
(B-C) Protease and MMP inhibition with BB94 and GM6001 show decreases in cell invasion
similar to those for the MBA-MB-231BO cell line. (D-E) Inhibition of myosin Il and ROCK/actin
polymerization also suppresses cell invasion compared to control (D-E). Perforations are seen
in the basement membrane of 4T1 control spheroids 24 hours after invasion similar to the
MDA-MB-231BO cell line. Scale bars: A-C & E-F, 100 ym; D, 20 pm.
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Figure S2: A non-metastatic cell line does not generate large holes or invade into collagen gels
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(A) The normal-appearing non-metastatic mammary cell line MCF10A forms a
spheroid with a basement membrane and after embedding in collagen gel for 24
hours, the cells do not invade and lack the large holes in the basement membrane.
(B) MDA-MB231BO spheroids embedded in 2 mg/mL collagen gels form holes in
the basement membrane, similar to MDA-MB-231BO embedded in 4 mg/mL colla-
gen gels. Scale bars: A (left panel), 100 um; A (right panel), 10 um; B, 10 uym.



