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Figure S1: 

(A) KIBRA antibody specificity in immunofluorescence studies. Overexpressed myc-KIBRA distribution is analogous to endogenous KIBRA pattern. The specific KIBRA staining disappeared after pre-incubation with KIBRA blocking peptide (aa 661-796). 

In untreated podocytes KIBRA partially co-localizes with actin and tubulin (Figure 2C). (B) Nocodazole treatment disturbes proper KIBRA localization and leads to an enrichment of KIBRA at the cell periphery (arrows). (C). Cytochalasin D treatment of podocytes resulted in an enrichment of KIBRA at the cell periphery with retracted actin (arrows).
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Figure S2: (A) Specificity of KIBRA antibodies used in these studies as assessed by Western blot analysis. Polyclonal antibodies directed against aa 661-796 of human KIBRA were produced in rabbits. Affinity purified KIBRA antiserum reacts with recombinant KIBRA-FLAG (lane 3). Pre-incubation of KIBRA antibodies with specific KIBRA blocking peptide impaired binding to the KIBRA protein (lane 5) Non transfected cells were loaded as negative control (lanes 2/4). (B) Immunohistochemistry staining of human kidney sections reveals that KIBRA immunoreactivity is present in the glomeruli (a) and tubule structures (c) of human kidney slices. Higher magnification of human glomeruli (inset) confirms a KIBRA expression in podocytes. Complete inhibition of immunostaining in the presence of a KIBRA blocking peptide (aa 661-796) is shown as a negative control (b) whereas WT1 staining (d) is shown as a positive control for podocyte specific staining. (C) A Western Blot analysis shows a KIBRA expression in homogenates of differentiated podocytes (lane 1), total human kidney extract (lane 2), and a decreased expression in an immortalized human proximal tubular cell line (IHKE-1, lane  3). (-tubulin was used as loading control (lower panel).
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Figure S3: (A) Efficiencies of different short hairpin RNAs. HEK293T cells were transiently co-transfected with constructs encoding KIBRA-V5 and different shRNAs. Data revealed that shRNA 1 and 2 significantly reduced KIBRA-V5 expression. Immunoblot of co-transfected V5-GFP served as a loading control. (B) Western Blot analysis of endogenous KIBRA shows a significantly reduced protein level after knock down using shRNA 1 (lanes 2) and shRNA 2 (lane 3). Empty vector transduced cells served as control (lane 1). β-tubulin was used as loading control and GFP expression (encoded by the viral constructs) as a transduction efficiency control.

