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Supplemental Figure 1

- All western blots were assessed of their quantified density.
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Figure 3 (c): Effects of Shinbaro3 on the expression of inflammatory mediators in LPS-
stimulated RAW 264.7 macrophage cells. (Figure 3c) RAW 264.7 cells were treated with LPS
(1 pg/mL) and Shinbaro3 (150, 300, and 450 ug/mL) for 18 h to investigate protein
expression. INOS, COX-2, TNF-a and IL-1 mRNA and protein expression levels were then

analysed in Western blot assays. p-actin was used as an internal control. The data are
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representative of three separate experiments.
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Figure 4: Effects of Shinbaro3 on NF-kB activation in LPS-stimulated RAW 264.7 cells.
RAW 264.7 cells were treated with LPS (1 pg/mL) and Shinbaro3 (150, 300, and 450 pg/mL)
for 2 h to investigate protein expression. Nuclear and cytoplasm extracts were analysed via
Western blotting. (Figure 4a, 4b, 4c) The expression levels of NF-kB (p65 and p50 subunits)
(nuclear fraction), p-IxB-a, IkB-a, p-IKK-0, and IKK-o (cytoplasmic fraction) were
measured using specific antibodies. Lamin B1 (nuclear fraction) and B-actin (cytoplasmic
fraction) were used as an internal control. The data are representative of three separate

experiments.
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Figure 5: Effects of Shinbaro3 on MAPK phosphorylation in LPS-stimulated RAW 264.7
cells. RAW 264.7 cells were treated with LPS (1 pg/mL) and Shinbaro3 (150, 300, and 450
ng/mL) for 2 h. Total cell lysates were analysed via Western blotting using anti-phospho-



ERK1/2, anti-phospho-SAPK/JNK, and anti-phospho-p38 antibodies. B-actin was used as an

internal control. The data are representative of three separate experiments.
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Figure 6: Effects of Shinbaro3 on the IRF3/STAT1 signalling pathway in LPS-stimulated
RAW 264.7 cells. RAW 264.7 cells were treated with LPS (1 pg/mL) and Shinbaro3 (150,
300, and 450 pg/mL) for 4 h. The expression levels of (a) IRF3, STAT1, JAK1 and their
phosphorylated forms were detected with specific antibodies. (b) Protein expression of INF-3
was assessed in RAW 264.7 cells under the above condition. (d) RAW 264.7 cells were
stimulated with Shinbaro3 (150, 300, and 450 pg/mL) in presence of IFN-$ (100 U/mL) for 4
h. Protein expression of JAK1 and STAT1, and their phosphorylated forms were detected. -

actin was used as an internal control. The data are representative of three separate
experiments.
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Figure 7: Effects of Shinbaro3 on the TLR4/Myd88 signalling pathway in LPS-stimulated
RAW 264.7 cells. RAW 264.7 cells were treated with LPS (1 pg/mL) and Shinbaro3 (150,
300, and 450 pg/mL) for 6 h. (a) TLR4 and (c) Myd88 protein expression levels were
analysed via Western blotting. B-actin was used as an internal control. The data are

representative of three separate experiments.
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Supplemental Figure 2

: Shinbaro3 did not show any significant cytotoxicity in RAW 264.7 cells at 6, 12, and 24 h
exposure. Cell viability upon Shinbaro3 or H. procumbens treatment for 6, 12, and 24 h were
evaluated using the MTT assay, as described in the Materials and Methods. Data are

presented as the mean = SD (n=3).
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Supplemental Figure 3

: NO generation and cell viability has been found to be superior to equivalent amount of
harpagoside, harpagide, or cinnamic acid in LPS-stimulated RAW 264.7 macrophage cells. (a)
RAW 264.7 cells were stimulated with LPS (1 pg/mL) for 20 h in the absence or presence of
harpagoside, harpagide, or cinnamic acid (200, 400, 800 or 1000 pg/mL). The nitrite
concentration in the supernatant was detected via the Griess reaction. (b) Cell viability upon
harpagoside, harpagide, or cinnamic acid treatment for 20 h was evaluated using the MTT
assay, as described in the Materials and Methods. Data are presented as the mean + SD (n=3).
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(b) MTT assay (harpagoside, harpagide, cinnamic acid)
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