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Supplemental Figure Legends 

 

FIGURE S1: (A) LC-MS/MS analysis leading to validation of phosphorylation of S223 of PAK1. GFP-

PAK1 expressed in 293T cells with (CK2α-shRNA) or without (CK2α-NT, a non-targeting shRNA) 

CK2a knockdown were processed for mass spectrometric analysis by LC-MS/MS.  Fragmentation tables 

for 215RDVATSPISPTENNTTPPDAL235 (left) and 215RDVATSPISPTENNTTPPDAL235 (right). m/z 

values highlighted in orange and blue indicate the presence of standard b- and y-type fragment ions, 

respectively, whereas those highlighted in green indicate special gains and losses from the b and y ions.  

(B) Sequence comparison between PAK1 sequences (215-235) in human, mouse and rat. (C) Sequence 

comparison between the sequences of PAK1, PAK2 ad PAK3 in human. 

 

FIGURE S2:  MTT proliferation assays of NIH 3T3 (A) and Rat1 (B) cells. Cell viability over time was 

expressed as fold increase over untreated control at day 1. Error bars represent mean ± S.D (n=5).  The 

mouse embryo fibroblast cell line NIH 3T3 and the rat fibroblast cell line Rat1 cells were cultured in 

RPMI 1640 or DMEM containing 10% FBS and penicillin/streptomycin at 37°C in a humidified 

atmosphere of 5% CO2. Western blot analysis of expression of GFP-PAK1 (WT), GFP-PAK1S223A 

(S223A), and empty vector (V) in corresponding cells (inserts).   

 

FIGURE S3:  (A) Interaction between GFP-Rac1 and Myc-PAK1. Myc-PAK1 (WT) or Myc-PAK1S223A 

was coexpressed with GFP-Rac1 in 293T cells. Cell extracts were immunoprecipitated with anti-Myc 

antibody (IP) and then immunoblotted with anti-GFP or anti-Myc antibody.  (B) Rac1 activity is not 

regulated by CK2. Rac1 activity was determined by its ability to interact with the PBD domain of Pak1 in 

vitro, as described previously (Benard and Bokoch, 2002). Top: PC3 cell lysates (500μg) were treated 

with GTPγS (positive control) to activate Rac1 or treated with GDP (negative control) to inactivate Rac1. 

Activated Rac1 was enriched by the pull-down assay and detected by Western blot (GTPγS).  Levels of 

active Rac1 in PC3 cells with (sh1 and sh2) or without (NT, non-targeting) CK2a knockdown were 

determined by GST pull-down (PD) assays. GTPγS and GDP were purchased from Pierce. Bottom: 

Active Rac1-GTP and total Rac1 in the extracts were assessed by Western blot using anti-Rac1 antibody 

(WB).  

FIGURE S4:  Tumor growth of RWPE-1 cells infected with lentivirus expressing the vector, GFP-

PAK1, and GFP-PAK1S223A.   Subcutaneous growth of RWPE-1 cells expressing the vector plasmid, 

GFP-PAK1, GFP-PAK1S223A. RWPE-1 (4 x106) cells were injected subcutaneously into female nude mice 

at the age of 5 weeks (n=8). 












