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Figure S2.  Ajuba and Rac are recruited to cell–cell adhesion with the same kinetics. (A) Montage of time-lapse stills showing the localization of RFP-Ajuba 
and GFP-Rac after induction of cell–cell contacts in keratinocytes. (B) Intensity at cell–cell contact of GFP-Rac and RFP-Ajuba was computed (see Materials 
and methods), normalized to time zero, and plotted over time. (C) Ratio between RFP-Ajuba and GFP-Rac intensities at membrane was calculated for each 
time point. Linear regression is shown on the graph. (B and C) Data represent the mean and standard error of four cell–cell contacts of three independent 
experiments. Bar, 5 µm.

Figure S3.  Ajuba dimerizes. COS7 cells transfected with myc-tagged full-length Ajuba, PreLIM, or LIM constructs were incubated with GST-tagged fusion 
proteins full-length Ajuba (FL, A), PreLIM (Pre, B), or LIM (LIM, C). Interacting proteins were revealed by Western blotting against the myc tag. Molecular 
weight markers are shown on the left of panels.
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Figure S4.  Ajuba phosphorylated in vitro by PAK1. (A) Identification of PAK1 phosphorylation motif in Ajuba. Alignment of known phosphorylation sites 
of selected PAK1 substrates (Bokoch, 2003; Rennefahrt et al., 2007) according to conserved phosphorylated serine or threonine. (B) GST-Ajuba or control 
GST were phosphorylated by PAK1 kinase domain (+/ GST-PAKKD) and allowed to interact with an active Rac (RacQ61L). Bound Rac and GST fusion pro-
teins were detected by immunoblotting (IB) and Amido Black staining, respectively. (C) Relative Rac binding with indicated proteins was quantified and nor-
malized to levels of GST-Ajuba without PAK1. (D–F) Quantification of the relative incorporation of [32P]ATP into Ajuba, PAK1, or the positive control MBP. 
In vitro kinase experiments using PAK1 and increasing concentrations of Ajuba PreLIM (from Fig. 5 D) were quantified by scanning X-ray films. Values were 
expressed as raw data of 32P signal (arbitrary units; A.U.) for each protein Ajuba (D) or auto-phosphorylated PAK1 in the same tube (E). Alternatively, results 
obtained for Ajuba were corrected for the different concentrations of Ajuba protein present in each reaction tube (F). PAK1 concentration was kept at a 
constant level in all tubes (F). These results show that Ajuba is phosphorylated at similar relative levels to auto-phosphorylated PAK1 and the positive control 
MBP. Note that PAK1 auto-phosphorylation appears to increase with higher concentrations of Ajuba protein. It is not clear if this observation is physiologi-
cally meaningful, as it could be an artifact due to Ajuba homodimerization (Fig. S3) and tendency to aggregate at higher concentrations (not depicted). 
Further experiments outside the scope of this study will be able to dissect this issue. n = 3 (B and C) or n = 4 (D–F). *, P < 0.03.
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