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Supplementary method
Western blot

Cells were lysed in lysis buffer (50 mm Tris-HCI, 1% (m/v) SDS, 10% (v/v) glycerol, 5% (v/v)
2-mercaptoethanol, 0.004% (m/v) bromphenol blue) supplemented with 1 mM
sodiumorthovanadate, 1 mM PMSF and a protease inhibitor mixture (Complete®, Roche
Diagnostics, Mannheim, Germany) according to the manufacturer's instructions. SDS-
polyacrylamide gel electrophoresis (SDS-PAGE) was done using the Bio-Rad Mini PROTEAN
system (Bio-Rad, Munchen, Germany). The Mini-Transblot cell (Bio-Rad, Munchen, Germany)
system was employed to transfer separated protein samples onto a polyvinylidene fluoride
(PVDF) membrane (Immobilon-FL, Millipore, Schwalbach am Taunus, Germany). Membrane
was blocked using Rockland Blocking Buffer (#MB-070, Rockland Immunochemicals).
Antibodies used were specific for IMP2/p62 ' and b-actin (#D6A8, Cell Signaling). Both primary
antibodies were diluted 1:1000 in Rockland Blocking Buffer and incubated for 1h at room
temperature. Secondary HRP-conjugated antibody (Dianova) was diluted 1:5000 in 5% milk
powder in TBS-T and incubated for 1 h inkubation at room temperature. For detection ECL
Prime Western Blotting Detection Reagent (GE Healthcare Amersham) was used according to
manufacturer’'s guidelines. Detection was performed with the Octoplus QPLEX Analyzer

(nhDiagnostics, Halle, Germany).
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