Supplementary INFORMATION
Diets: 

Standard diet (SD)

2018S Teklad Global 18% Protein Rodent Diet (Sterilizable) is designed and manufactured with high quality ingredients., 2018S is a fixed formula diet containing a minimum of 18% protein and 5%fat. Promotes gestation, lactation, and consistent growth of rodents. Absence of animal protein and fish meal eliminates the presence of nitrosamines. Does not contain alfalfa, thus lowering the occurrence of natural phytoestrogens. 2018S is a balanced diet supplemented with additional vitamins to ensure nutritional adequacy after autoclaving. Diet 2018S is available certified (2018SC).

Ingredients—Ground wheat, ground corn, wheat middlings, dehulled soybean meal, corn gluten meal, soybean oil, calcium carbonate, brewers dried yeast,dicalcium phosphate, iodized salt, L-lysine, DL-methionine, choline chloride,thiamine mononitrate, biotin, niacin, vitamin A acetate, pyridoxine hydrochloride,vitamin D3 supplement, folic acid, menadione sodium bisulfite complex(source of vitamin K activity), calcium pantothenate, vitamin E supplement, vitamin B12 supplement, riboflavin, ferrous sulfate, magnesium oxide, manganous oxide, zinc oxide, copper sulfate, calcium iodate, cobalt carbonate, chromium potassium sulfate, kaolin.

Macronutrients: Crude Protein % 18.8 Crude Oil (Fat) % 6.0 Crude Fiber % 3.8 Ash % 5.9 Carbohydrate (available) % 50.0 Starch % 45.0 Sugar % 5.0

Minerals: Calcium % 1.0 Phosphorus % 0.65 Sodium % 0.23 Potassium % 0.68 Chloride % 0.40 Magnesium % 0.20 Zinc mg/kg 77.0 Manganese mg/kg 118.0 Copper mg/kg 15.0 Iodine (added) mg/kg 12.0 Iron mg/kg 225.0 Selenium ug/kg 200 Cobalt ug/kg 600 Chromium ug/kg 500

Amino Acids: Aspartic Acid % 1.42 Glutamic Acid % 3.70 Alanine % 1.08 Glycine % 0.79 Threonine % 0.67 Proline % 1.55 Serine % 0.97 Leucine % 1.94 Isoleucine % 0.85 Valine % 0.95 Phenylalanine % 0.99 Tyrosine % 0.61 Phe + Tyr % 1.60 Methionine % 0.43 Cystine % 0.33 Met + Cyst % 0.76 Lysine % 1.03 Histidine % 0.47 Arginine % 1.06 Tryptophan % 0.20 Available Lysine % 0.83

Vitamins: Vitamin A iu/g 30.7 Retinol mg/kg 9.3 Vitamin D3 iu/g 2.1 Cholecalciferol ug/kg 51 Vitamin E (a-tocopherol) mg/kg 128.0 Vitamin K3 (menadione) mg/kg 102.0 Vitamin B1 (thiamine) mg/kg 117.6 Vitamin B2 (riboflavin) mg/kg 27.2 Avail. Niacin (nicotinic acid) mg/kg 87.3 Vitamin B6 (pyridoxine) mg/kg 26.8 Pantothenic Acid mg/kg 141.6 Vitamin B12 (cyanocobalamin) ug/kg 150 Avail. Biotin mg/kg 0.8 Folate mg/kg 8.4 Vitamin C mg/kg — Choline mg/kg 1120.0 B Carotene mg/kg 2.5 Inositol mg/kg 1450.0

Fatty Acids: C16:0 Palmitic g/kg 7.6 C18:0 Stearic g/kg 1.5 C18:1ω9 Oleic g/kg 12.6

C18:2ω6 Linoleic g/kg 31.3 C18:3ω3 Linolenic g/kg 2.8 Total Saturated g/kg 9.6

Total Monounsaturated g/kg 12.8

Total Polyunsaturated g/kg 34.1

Cholesterol mg/kg 0.
High fat diet (HFD)

Harlan Teklad Custom Research Diets TD.97070 High Fat Diet is a  diet used to induce obesity. Approximate fatty acid profile (% of total fat): 45% saturated, 24% trans, 24% monounsaturated (cis), 7% polyunsaturate(cis). This diet has a paste-like consistency and can be chilled and cut into cubes for conventional feeding. Dispensed diet should be replaced frequently. Cited in JEM (2005) 202:517-527.

Ingredient (g/Kg):

Casein 270.0  

DL-Methionine 4.0  

Sucrose 165.2 

Corn Starch 100.0

Vegetable Shortening, hydrogenated (Primex) 245.1 

Coconut Oil 90.0  

Cellulose 57.74  

Mineral Mix, AIN-93G-MX (94046) 47.0  

Calcium Phosphate, dibasic 5.4  

Vitamin Mix, Teklad (40060) 13.0 

Choline Bitartrate 2.5 

Ethoxyquin, antioxidant 0.06 

Cell culture methods:

Primary brown pre-adipocytes were isolated from BAT interscapular fat pads from two days newborns 129Sv/Ev upon digestion with 3 mg/ml collagenase type IV buffer (NaCl 125mM, KCl 5mM, CaCl2 1.3mM, Glucose 5mM, Hepes 100mM, 4% BSA) for 40’ at 37°C. Cells were then plated in growth media (DMEM supplemented with 20% FBS, 20mMHEPES). The following days cultures were washed twice with PBS, then after confluence, 2x105 cells were plated in 12 well dishes in DMEM plus 10%FBS. 

Cells were washed and lysed in a RIPA buffer containing 50 mM Tris HCL pH 8, 150 mM NaCl, 1% NP-40, 0,5% sodium Deoxycholate, 0,1%SDS, supplemented with a protease inhibitors and tyrosine protein phosphatases inhibitors.

Proteins were determinate with a Bradford assay, than added to a 5X Laemmli loading buffer and separated by 10% SDS-PAGE. After SDS-PAGE, proteins were transferred to PVDF membrane. All blotting steps were performed according to manufacturer’s instructions.

Chemiluminescence was detected with ECLWestern blotting detection reagent from Amersham. 2.7 

Gene expression methods
Absolute and comparative analyses were performed with Affymetrix GeneChip Operating Software (GCOSv1.4) software, scaling all images to a TGT value of 500. Results were further exported to GeneSpring GX software version 7.3 (Agilent Technology). For QPCRvalidation of gene-chip data, total RNA from the experiments was reverse transcribed using Superscript II reverse transcriptase (Invitrogen) and the obtained cDNA analyzed by quantitative real–time PCR using specific primers for selected genes and Taqman chemistry. Results were expressed as fold change relative to the controls after normalization using GAPDH gene expression levels.

