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Figure S1: Tamoxifen treatment specifically suppresses Arfrp1 expression in adipose tissue depots.
(A) Arfrp1 transcript levels were determined by qRT-PCR in indicated tissues of 7-week-old Arfrp1iAT-/- (white symbols) and Arfrp1flox/flox mice (black symbols) (n = 3-6 mice per genotype). (B) ARFRP1 protein was assessed in adipose and non-adipose tissue of 7-week-old animals by western blot analysis (n = 4 mice per genotype). (C) Signal intensities were quantified by densitometric analysis and expressed as fold of control set to 1. All data represent mean ± SEM, *P≤0.05, **P≤0.01, ***P≤0.001 by unpaired Student’s t-test. 
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Figure S2: Detection of SNAP23 as loading controls of subcellular fractions of (A) isolated gonadal adipocytes (gonWAT) from 7-week-old Arfrp1iAT-/- (-/-) and Arfrpflox/flox mice (f/f) and (B) 3T3-L1 adipocytes transfected with nt (non-targeting)- or Arfrp1-siRNA. 
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Figure S3: Deletion of Arfrp1 in 3T3-L1 cells does not influence intracellular localization of Leptin. 3T3-L1 cells were transfected with indicated siRNAs, serum starved for 4 hours and stained for Leptin (red) and nuclei (blue). Scale bar represents 20 µm. 
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Figure S4: Depletion of Arfrp1 influences recycling of Tf-TR complex in 3T3-L1 cells. (A) Tf-TfR exocytosis was assessed in transfected 3T3-L1 cells. At indicated time points, cells were fixed and stained for ARFRP1 (white) (B) Alexa568-Tf intensity was quantified per cell and expressed as fold of control cells (0 min) set to 1. The relative amount of released Tf was calculated as a measure of Tf-TfR exocytosis (C) Tf surface and uptake was analyzed in transfected 3T3-L1 cells. Before and after temperature switch, cells were fixed and co-stained with anti-TfR (green) and anti-ARFRP1 (white) (D). Alexa568-Tf intensity was quantified per cell and expressed as fold of control cells (4°C) set to 1. The ratio between Tf uptake to Tf surface was calculated as a measure of Tf-TfR endocytosis. For all stainings, DAPI (blue) was used to visualize nuclei. Scale bar: 20 µm. Experiments were performed in technical duplicates, at least 10 cells per condition were quantified and presented as mean.
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Figure S5: Suppression of Arfrp1 resulted in delayed but intact constitutive secretion. 
(A) HeLa M-C1 cells stably expressing a GFP-tagged reporter construct (green) were transfected with nt (non-targeting, black symbols)- or Arfrp1-siRNA (white symbols), respectively and secretion was induced by application of D/D solubilizer. Cells were fixed at depicted time points and immunolabeled for ARFRP1 (red) and GM130 (purple). Scale bar: 20 µm. (B) GFP intensity was quantified per cell and expressed as percentage of respective 0 min time point set to 100%. Quantification represents mean ± SEM from 1 of 3 independent experiments each with 15-30 images analyzed per condition and time point. 
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Figure S6: Lean mass development is not affected by adipocyte-specific Arfrp1 deletion. 
Gain of lean mass of Arfrp1iAT-/- (white symbols) and Arfrp1flox/flox mice (black symbols, n = 14-17 mice per genotype). The arrow indicates start of tamoxifen treatment. 

[image: image7]
Fig. S7: Fat specific Arfrp1 deletion does not affect AMPK phosphorylation in liver. (A) Western Blot analysis of liver lysates from 4 Arfrp1flox/flox and 4 Arfrp1iAT-/- mice probed for total (tAMPKα) and phosphorylated (pAMPKα).(B) Signal intensities were quantified by densitometric analysis and expressed as fold of control set to 1. Data are represented as mean ± SEM, P value was calculated by unpaired Student’s t-test.  
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Fig. S8:  Western Blot analysis of adipose tissue lysates from 4 Arfrp1flox/flox and 4 Arfrp1iAT-/- mice probed for ATGL (A), total (tFOXO)and phosphoFOXO (pFOXO) (C). The quantification of the signal intensities is shown in B and D. Data are represented as mean ± SEM, P value was calculated by unpaired Student’s t-test.  
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