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Figure Legends
Figure 1. Effects of AM251 on tissue morphology and histopathological changes in the liver tissue of db/db mice. Liver tissues from the Lean control mice and db/db mice treated with or without 5 mg/kg AM251 were fixed in 10 % formalin for H&E and IHC stain against CD11b (macrophages) and Neutrophils. Results for the H&E stain and IHC stain are shown at 100 x and 200 x magnification, and the dark brown color indicates the sites of CD11b and Neutrophils, respectively. The pathological lesion score of NAFLD was performed according to histological scoring system for NAFLD [20] and the images of CD11b and Neutrophils IHC stains at 200 x magnification were quantified using Panthera L Smart Light Microscope system. * p < 0.05 vs. Lean control mice (n = 8); † p < 0.05 vs. db/db mice (n = 8).

Figure 2. Effects of AM251 on the hepatic levels of CB1 in db/db mice. (A) Representative result of the CB1 IHC stain in liver tissues of the Lean control mice and db/db mice treated with or without 5 mg/kg AM251. Dark brown color indicates the site of CB1, and the results are shown at 200 x magnification. The score of images was quantified using Panthera L Smart Light Microscope system. (B) The mRNA and (C) protein levels in the liver tissues of mice were detected using quantitative real-time PCR and western blot, respectively. * p < 0.05 vs. Lean control mice (n = 8); † p < 0.05 vs. db/db mice (n = 8).

Figure 3. Effects of AM251 on lipid droplet accumulation and lipogenesis-regulated factors in the liver tissues of the db/db mice. (A) Liver tissues were embedded in an OCT medium and stained with Oil-Red O reagent. The conditions were listed as a: Lean control mice, b: db/db mice, c: db/db mice treated with 5 mg/kg AM251. The results are shown at 200 x magnification. (B) Liver TG levels were detected using colorimetric assay. (C) The mRNA levels of lipogenesis-regulated factors were measured using quantitative real-time PCR. * p < 0.05 vs. Lean control mice (n = 7); † p < 0.05 vs. db/db mice (n = 8). TG, triglycerides; SREBP-1, sterol regulatory element-binding factor-1; ACC-1, acetyl-CoA carboxylase-1; FAS, fatty acid synthase; SCD-1, stearoyl-CoA desaturase-1.

Figure 4. Effects of AM251 on the inflammatory response and mitogen-activated protein kinase (MAPK)-related factor levels in the liver tissues of db/db mice. (A) Hepatic mRNA levels of TNF-α, IL-6, MCP-1, and IFNγ were measured by quantitative real-time PCR. (B) Hepatic protein phosphorylation levels of p-38, ERK, and JNK were detected using western blot. * p < 0.05 vs. Lean control mice (n = 7); † p < 0.05 vs. db/db mice (n = 8). TNF-α, tumor necrosis factor-α; IL-6, interleukin-6; MCP-1, monocyte chemoattractant protein-1; IFNγ, interferon γ; ERK, extracellular signal-regulated kinase; JNK, c-Jun N-terminal kinase.

Figure 5. Flow cytometry analysis of the macrophages, T helper cells, natural killer T (NKT) cells, and regulatory T (Treg) cells in the Lean control mice and db/db mice treated with or without 5 mg/kg AM251. HMNCs were isolated from fresh liver tissues of mice prior to the execution of flow cytometry analysis. The axes on the flow cytometry dot-plots were labeled at Trapezoid shape with black color or round shape with red color. The expression of F4/80, CD3+CD4+, CD3+NK1.1+, CD4+CD25+ was presented as a percentage of macrophages, T helper cells, NKT cells and Treg cells, respectively. * p < 0.05 vs. Lean control mice (n = 8); † p < 0.05 vs. db/db mice (n = 8).

Figure 6. Effects of AM251 on HFFA or ACEA-induced CB1 protein levels and the inflammatory response in RAW264.7 cells. (A and C) The CB1 protein expression and (B and D) cellular mRNA levels of TNF-α, IL-6, MCP-1, and IFNγ were analyzed using western blot and quantitative real-time PCR, respectively. Raw264.7 cells were pretreated with 3.3 μM AM251 for 1 h, followed by co-treatment of 3.3 μM AM251 with 1 mM HFFA or 1 μM ACEA for 24 h, separately. Data are presented as the mean ± S.E.M. from three independent experiments. * p < 0.05 vs. HFFA (-); † p < 0.05 vs. HFFA (+); § p < 0.05 vs. ACEA (-); ¥ p < 0.05 vs. ACEA (+). TNF-α, tumor necrosis factor-α; IL-6, interleukin-6; MCP-1, monocyte chemoattractant protein-1; IFNγ, interferon γ.

Figure 7. Effects of genetic silencing of CB1 on HFFA- or ACEA-induced inflammatory responses in the RAW264.7 cells. (A) Changes in expression of the CB1 protein after CB1 siRNA transfection in RAW264.7 cells. (B and C) Cellular mRNA levels of TNF-α, IL-6, MCP-1, and IFNγ were measured after CB1 gene silencing, followed by exposure to 1 mM HFFA or 1 μM ACEA for 24 h. Values are presented as the mean ± S.E.M. from three independent experiments. * p < 0.05 vs. HFFA (-); † p < 0.05 vs. HFFA (+); § p < 0.05 vs. ACEA (-); ¥ p < 0.05 vs. ACEA (+). TNF-α, tumor necrosis factor-α; IL-6, interleukin-6; MCP-1, monocyte chemoattractant protein-1; IFNγ, interferon γ.
[bookmark: _GoBack]
Supplementary Figure 1. Comparison of (A) body weight and (B) food intake in the Lean control mice and db/db mice treated with or without 5 mg/kg AM251. Fifteen-week-old mice fed with a standard diet and water ad libitum. Day 0 was defined in prior to the AM251 or vehicle solution treatment, then mice were administrated with AM251 or vehicle solution for 15 days. The body weight and food intake of mice were measured for every 3 days and every day, respectively. * p < 0.05 vs. Lean control mice (n = 14); † p < 0.05 vs. db/db mice (n = 14). 

