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Supplemental Figure Legends 

Figure S1 A) HeLa cells overexpressing GFP-NESRLIM, GFP-NESRnf6 or GFP-NESHIV/Rev 

were treated with Leptomycin B (LMB) and stained with anti-GFP antibodies. Note increased 

nuclear localization of GFP fusion proteins in cells treated with LMB. B) Plasmids expressing 

GFP-RLIMNLS 205-230 with wt sequence (SSSS) and the corresponding RLIM NLS (205-230) 

in which serine residues at positions 212, 214, 227 and 229 have been replaced by alanine 

(AAAA). Transfected proteins were visualized using anti-GFP antibodies (green). Note that GFP-

RLIMNLS (205-230) is expressed strictly nuclear, whereas the GFP-RLIMNLS (205-230-

AAAA) protein is also localized in the cytoplasm, similar to GFP alone (compare with Fig. 2B). 

 

Figure S2 

Specificity of the RLIM-pS214 antiserum in cross competition experiments using 

immunohistochemical stainings. Scale bars = 25μm. A, B) Stainings were performed on sections 

of a human microinvasive squamous cell carcinoma using A) antibodies made against the 

unphosphorylated RLIM (205-230) peptide (RLIM non-phospho-specific) or B) the 205-230 

peptide phosphorylated at S214 (RLIM-pS214; phospho-specific). Staining reactions were 

competed (comp) by adding excess amounts of RLIM peptides containing the unphosphorylated 

NLS (RLIM-205-230) or phosphorylated at S214 (RLIM-205-230-pS214). Note that both 

peptides compete staining of the non-phospho-specific RLIM antibody whereas only the 

phospho-peptide is able to compete the staining reaction of the RLIM-pS214 antibody. C) 

Stainings on sections of normal human mammary gland using phospho-specific RLIM-pS214 

antibodies. Staining reactions were competed by adding excess amounts of RLIM-205-230 or 

RLIM-205-230-pS214 peptides. Note that similar to B) only the phospho-peptide is able to 



compete the staining reaction of the RLIM-pS214 antibody. D) RLIM is phosphorylated at S214 

in nuclei of cells. Untreated HeLa cells were stained with antibodies directed against RLIM or 

with RLIM-pS214-specific antibodies. While RLIM is detected mostly nuclear using the non-

phospho-specific RLIM antiserum, low levels of cytoplasmic RLIM can also be detected 

(compare with Fig. 1A). However, in stainings with the RLIM-pS214-specific antibodies RLIM 

is strictly nuclear.  

 

Figure S3  

RLIM promotes cell motility in MDA-MB-231 breast cancer cells. MDA-MB-231 cells were 

transfected with siRNA against RLIM or control siRNA. Left panel: Motility of transfected 

MDA-MB-231 cells as measured in trans-well migration assays. Shown are averages +/- SEM for 

three independent measurements. Right panel: Representative Western blot of cell extracts. The 

same blot was hybridized with antibodies against RLIM and GAPDH.   

 

Figure S4 

Infection of primary mammary epithelial cells with lentivirus expressing 6xMyc-tag, Myc-tagged 

RLIM wt (SSSS) and shuttling-deficient RLIM mutants Myc-ΔNES and Myc-SASS. Infection 

rates were > 90%. 

 

Figure S5 

BLAST analysis of the tandem RSRSP motifs against the Sequence data base reveals many 

nuclear proteins which contain tandem RSRSP motifs. 

 
 














