Additional File 1:
Methods:
Cytosolic and nuclear fractions were extracted from the EWAT and IBAT by the method of Freedman, SD 1
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and stored at -80oC until further analysis. Protein concentrations of the cytosolic and nuclear extracts were determined using a bicinchoninic acid assay kit (Sigma, St. Louis, MO). Absorbance was read at 562 nm. 

Western for PPAR(: Approximately 50 µg of the cytosolic protein extract from EWAT was separated by 10 % SDS-PAGE. The gel was transblotted onto a polyvinylidene fluoride (PVDF) membrane which was then immunoblotted for PPARγ (1:400 rabbit polyclonal primary antibody, then 1:4000 goat anti-rabbit IgG HRP secondary antibody). The same membrane was then immunoblotted for GAPDH (1:1000 mouse monoclonal anti-rabbit primary antibody followed by 1:4000 goat anti-mouse IgG HRP secondary antibody). Signals were detected using a chemiluminescence kit (Immobilon Western Chemiluminescent HRP Substrate; Millipore, Billerica, MA).  All antibodies were purchased from Santa Cruz Biotechnology, Inc., Santa Cruz, CA. 

Western for UCP-1: Approximately 30 µg of protein from the IBAT was separated by 10% SDS-PAGE. The gel was transblotted onto a PVDF membrane and dried overnight.  After drying, proteins were detected on the PVDF membrane using Sypro Ruby Protein Blot Stain (Molecular Probes, Inc., Eugene, OR) and exposed to ultraviolet light using AlphaEase FC (Fluor Chem 8800) software and a MultiImage Light Cabinet (Alpha Innotech Corporation, San Leandro, CA).Then the membrane was blocked with non-fat milk powder washed with in Tris-buffered saline and probed for UCP-1 (1:1000 rabbit polyclonal primary antibody procured from Abcam, Cambridge, MA, then 1:3000 goat anti-rabbit (GAR) AP detection from BioRad Laboratories, Hercules, CA).  Signals were detected using a chemiluminescence kit (Amersham ECL kit). This method was a modification of the method used by Petrovic, N2
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.
RT-QPCR

RNA was isolated from EWAT and IBAT fat pads with the RNeasy Lipid Tissue mini kit (Qiagen,  Valencia, CA) including a DNAse step. One microgram of total RNA was reverse transcribed to cDNA using QIAGEN reverse transcriptase following manufacturer’s instructions (QuantiTect Reverse Transcription, Qiagen, Courtaboeuf, FRANCE). mRNA expression using real time PCR was performed as described previously3
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 . The relative level of expression between control (USO) and treated and pair fed groups (HSO and PSO) was calculated using the ΔΔCt formula. 
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