PRL-3–Dependent Cytoskeletal Signaling Mediates Early Airway Epithelial Dysfunction in Response to Particulate Matter
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Supplementary Materials and Methods 
Protein identification by LC-ESI-MS/MS
For phosphoprotein enrichment, BEAS-2B cells were seeded in T-75 cell culture flasks at 2.0 x 105 cells/ml and cultured for 24 hours. Cells were then treated with 0.4 or 4 μg/ml of TiO2 particles and incubated at 37℃ for 1 hour. Phosphoproteins were enriched using a phosphoprotein enrichment kit (Koma biotech) according to the manufacturer’s instructions. Protein identification was performed using LC-ESI-MS/MS. Briefly, following one-dimensional gel electrophoresis and Coomassie staining, target protein bands were cut from the gel and digested in-gel using trypsin. After destaining in a 1:1 mixture of 75 mM ammonium bicarbonate and 40% ethanol, gels were subjected to reducing conditions (5 mM DTT in 25 mM ammonium bicarbonate) or alkylating conditions (55 mM iodoacetamide) at room temperature for 30 minutes. Following dehydration with acetonitrile (ACN), 20 μg/ml of sequencing-grade trypsin (Roche Applied Science, Basel, Switzerland) in 25 mM ammonium bicarbonate was added, and slices were incubated overnight at 37℃. Tryptic peptides were extracted with 0.1% formic acid. LC-MS/MS analysis was performed using a Thermo Finnigan ProteomeX workstation LTQ linear IT MS (Thermo Electron, San Jose, CA, USA) equipped with an NSI source. MS/MS data were searched against the IPI human protein database (version 3.29) using the SEQUEST algorithm (Thermo Electron). Scaffold version 01_07_00 was used to validate MS/MS-based peptides and protein identification. 
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