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Materials and Methods for reagents and general procedures
Reagents

Reagent sources are LPS (Sigma-Aldrich #L4391), IFN- (Invitrogen #PMC4031), IL-4 and IL-13 (Cell signaling #5208, 5242), antibodies for RIP140 (Abcam ab42126), CAPNS1 (ab28237), pSTAT6 (Cell signaling #9361), PTP1B (Santa Cruz sc-1718), STAT6 (M-20 sc-981), α-Tubulin (B-7 sc-5286), Lamin A/C (346 sc-7293), HA (SC-7392), β-actin (C4, sc-47778), kinase inhibitor Staurosporine (S5921, Sigma), PTP inhibitor I (sc-204220, Santa Cruz), PTP1B inhibitor XXII (593741, Calbiochem), SHP1/2 PTPase inhibitor (565851, Calbiochem), and Calpain inhibitor (03-34-0051, Calbiochem). 

Cell culture, lentivirus production and transduction

RAW264.7 cells were cultured in DMEM medium supplemented with 10% FBS and 1% antibiotics. Cells were transfected using Lipofectamine LTX and PLUS reagent (Invitrogen). WT-RIP140 and Y3F-RIP140 expression and RIP140-shRNA lentivirus were as described 
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Cell fractionation, Immunoblotting and Immunofluorescence

Cells were suspended in a hypotonic buffer, lysed with RIPA 
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 and the nuclear fraction was obtained from the pellet. Endoplasmic Reticulum Isolation Kit (Sigma, ER0100) was used for ER and cytosolic fractionation. Whole cell lysates were prepared 3 days after virus transduction or 2 days after transfection in RIPA buffer. Protein was quantified with Bradford, separated by 8% SDS-PAGE and analyzed by immunoblotting. For immunofluorescence, cells fixed on coverslips were permeabilized for 5 min at RT and stained with antibodies, and mounted using a DAPI-contained mounting buffer. The slides were imaged under a confocal microscope (Olympus FluoView 1000 BX2 Upright Confocal).

RNA isolation and gene expression analyses

Total RNA was isolated using TRIzol (Invitrogen). Reverse transcription (RT, 2 g) was performed using High-Capacity cDNA Reverse Transcription Kit (Applied Biosystems). Quantitative real-time PCR (qPCR) was performed with SYBR enzyme mix (Applied Biosystems). Each gene expression experiment was performed in triplicate. Expression levels were normalized to β-actin. 

Chromatin-immunoprecipitation (ChIP) assay 

Raw264.7 cells were cross-linked with 1% formaldehyde, lysed, sonicated and immunoprecipitated with antibodies against STAT6 (Santa Cruz) or RNA Pol II (Millipore) overnight. Following decrosslinking, DNA was isolated and analyzed by qPCR for STAT6-binding and non-binding regions. Arginase 1 promoter STAT6 binding site: (F) TGAACAGGCTGTAGCCAACA, (R) AGCACCCTCAACCCAAAGTG, STAT non-binding site: (F) TCTGATGATGCCAAGTAGCC (R) GGACAAGCCACAGTCAGAGA.

In vitro phosphatase activity assays

RAW264.7 cells were infected with RIP140-trageting shRNA lentivirus followed by IL-4 stimulation. Cell lysates were prepared (50 mM HEPES, 0.1 mM EGTA, 0.1 mM EDTA, 120 mM NaCl and 0.5% NP-40) and incubated with immobilized capture antibody specific to PTP1B bound microplates and washed to remove unbound materials. A synthetic phosphopeptide substrate was added, and the free phosphate generated by PTP1B was detected using malachite green and molybdic acid, and determined by the absorbance at 620 nm.

Animals  

All studies were carried out using male C57BL/6J mice from The Jackson Laboratory and maintained in the animal facility of University of Minnesota. Animal studies were approved by University of Minnesota Institutional Animal Care and Use Committee. MRIP140KD transgenic mice were generated as previously described 
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. Peritoneal macrophages (PM) isolation and bone marrow transplantation were performed as described [3]. 

Flowcytometry

Macrophages in the wounds were isolated by enzymatic digestion [4]. Cell surface antigens were blocked with Fc block (20 ug/mL; BD Biosciences), incubated with fluorophore-conjugated antibodies or isotype control antibodies for 1h. Fluorophore-conjugated primary antibodies were from BioLegend: F4/80-FITC (#123122), CD11c-phycoerythrin (#117308) and CD206-Alexa Fluor 647 (#141712). Cells were washed and centrifuged at 500 g for 5 minutes and re-suspended in 1 ml washing buffer for FACS Calibur analyses using WinMDI software and gating strategy was described as previous [28]. Briefly, wound macrophages were collected and mononuclear cells were gated for FSC/SSC. Dead cell fractions were removed. The gated CD11b+F4/80+ cells were examined with anti-CD11c (as M1) or anti-CD206 (as M2) antibody.
In vitro Wound healing assay

293TN cells monolayer on 6-well plates at a 90% confluence was scraped using a pipette tip to produce a wound, incubated with conditioned medium of primary macrophages transfected with a control, RIP140-knockdown or RIP140-overepresion vector. After 24h and 48h, photographs were taken and analyzed by Image J software to determine wound closure.
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