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Supplementary Fig. 2.  G12 signaling is able to promote breast cancer cell invasion through the 

activation of the Rho family of monomeric G proteins.  Expression of Gα12QL and Gα13QL 

induces RhoA activation in the (A) T47D and (B) 4T1 lines.  Cells were transduced with the 

indicated adenovirus and then starved for 18 h.  Cells were lysed and lysates were subjected to 

pull-down assays using a GST fusion of the activated RhoA-binding domain of rhotekin.  Levels 

of precipitated RhoA were determined by immunoblot analysis using anti-RhoA antibody. 

Levels of total RhoA, Gα12, Gα13 and Gαq were also determined. All panels are representative 

of two or more separate experiments.  (C) Gα12 mediated 4T1 cancer cell invasion requires the 

activity of the Rho family of G proteins.  Cells were transduced with the indicated adenovirus, 

starved for 18 h in the presence and absence of C3 toxin as indicated, and then allowed to invade 

GFR matrigel coated transwell filters for 30 h.   Experiments were performed in duplicate and 

results are presented as fold increase over that observed with GFP control.  All experiments were 

performed at least three times.    All results are presented as mean + S.E.  * P < 0.05 as 

determined by paired student t-test.  (D)  The effect of the expression of Gα12QL (∆244-249), a 

mutant of Gα12QL that is functionally uncoupled from the Rho axis but is still able to interact 

with other putative G12 effectors, on breast cancer cell invasion.  Experiments were performed 

as in (C).  Experiments were preformed in duplicate and results are presented as fold increase 

over that observed with GFP control.  All experiments were performed at least three times.    All 

results are presented as mean + S.E.  * P < 0.05 as determined by paired student t-test. 




