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Supplemental Figure. 1
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Supplemental Figure 1. TLR4 inhibitor reduced HMGB1-induced p38
phosphorylation in RAW 264.7 cells

RAW264.7 cells were treated with 1 pg/ml TLR4 inhibitor TAK-242 at 37°C for
30min and then stimulated with 1 yg/ml HMGB1 at 37 °C for 1 h. Cell lysates were
subsequently analyzed by immunoblotting for phosphorylated and total p38. (A)
Typical photos of immunoblots. Data shown are representative of four independent
experiments with similar results. (B) Ratios of phosphorylated/total p38 were
calculated from densitometry analysis. Results were analyzed as the percentage
of control group (HMGB1 alone). Data are presented as mean = SEM (n=4). ***;
P < 0.001 vs. control group.
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Supplemental Figure. 2
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Supplemental Figure 2. Metformin and anti-HMGB1 antibody induce change
of gene expression in acetaminophen-induced liver injury model

Balb/c mice were intraperitoneally administered 400 mg/kg acetaminophen without
or with 350 mg/kg metformin. Control antibody or anti-HMGB1 antibody at 5 mg/kg
was simultaneously administered intravenously. Relative expression levels of
Gadd45p after 5h in liver were measured. Data are presented as mean = SEM
(n=6-8). ***; P<0.01.
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Supplemental Figure. 3
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induced injury of hepatocytes in vitro
HepG2 cells were incubated with 20 mM
acetaminophen, HMGB1 at 1 pg/ml, and
anti-HMGB1 neutralizing antibody at 1.5
ug/ml at 37°C for 24 h. Then the cells
were stained with Hoechst, cell
permeable DNA dye (blue) and
propidium iodide, cell impermeable DNA
dye (red), the number of cells were
visually counted. (A) The rate of injured
cells (magenta) were calculated. Data

5 4 N are presented as mean = SEM (n = 3).
NS; not significant, ***; P < 0.001.
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Supplemental Figure. 4
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Supplemental Figure. 4: HMGB1 induced no inflammatory response in
cultured hepatocytes

RAW264.7, HepG2, and Huh7 cells were incubated with 0-5 pg/ml of HMGBL1 or
0-1 pg/ml of LPS. Cell lysates were subsequently analyzed by immunoblotting for
phosphorylated and total p38. (A) Typical photos of immunoblots. Data shown
are representative of four independent experiments with similar results. (B)
Ratios of phosphorylated/total p38 was calculated from densitometry analysis.
Results were analyzed as the percentage of control group (no HMGB1 and LPS
group in each cell line). Data are presented as mean = SEM (n = 3). NS; not
significant, *; P<0.05, and **; P < 0.01 vs. control group.
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