Supplementary information

Brucea javanica oil attenuates osteosarcoma progression by reprogramming tumor-associated macrophages via inhibiting PI3K/AKT pathway
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[bookmark: OLE_LINK1][bookmark: OLE_LINK2]Figure S1. M2 macrophage polarization from THP-1 and RAW264.7 cells. (A) qPCR analysis of mRNA expression levels of MRC1, IL10, TNF and IL1B in THP-1-derived M0 and M2 macrophages (n = 3). (B) qPCR analysis of mRNA levels of Mrc1, Il10, Tnf and Il1b in RAW264.7-derived M0 and M2 macrophages (n = 3). (C) Flow cytometry analysis of CD206 and CD86 expression in THP-1- and RAW264.7-derived M0 and M2 macrophages (n = 3). Data are expressed as the mean ± SD of three independent experiments. ***p < 0.001 vs. M0 group. MRC1: Mannose Receptor C-type 1; IL10: Interleukin-10; TNF: Tumor Necrosis Factor; IL1B: Interleukin-1 beta; CD206: Cluster of Differentiation 206; CD86: Cluster of Differentiation 86
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Figure S2. BJO exhibited in vitro anti-OS activity by inhibiting the PI3K/AKT signaling pathways in M2 macrophages. (A-B) The protein expression levels of p-p38, p38, p-JNK, and JNK in THP-1 or RAW264.7-derived M0, M2 and M2 macrophages treated with the indicated concentrations of BJO were analyzed by western blot assay (n = 3). (C) Cell viability, (D) cell migration (Scale bar = 100 μm), and (E) vasculogenic mimicry (Scale bar = 100 μm) assay in 143B and K7M2 cells exposed to conditioned media from THP-1 or RAW264.7-derived M0, M2, and M2 macrophages pretreated with 740 Y-P, BAY 11-7082, or U0126 prior to BJO treatment (1 μL/mL) (n = 3). (F) Concentrations of TNF-α and IL-10 in conditioned media from THP-1 or RAW264.7-derived M0, M2, and M2 macrophages pretreated with 740 Y-P, BAY 11-7082, or U0126 prior to BJO treatment (1 μL/mL) (n = 3). Data are expressed as the mean ± SD of three independent experiments. ***p < 0.001 vs. M0 group; ###p < 0.001 vs. M2 group; &&&p < 0.001 vs. M2 + BJO group. BJO: Brucea javanica oil; IL-4: Interleukin-4; IL-13: Interleukin-13; JNK: c-Jun N-terminal kinase; GAPDH: glyceraldehyde-3-phosphate dehydrogenase; P38: p38 mitogen-activated protein kinase
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Figure S3. Safety assessment of BJO in OS-bearing mice. (A) Representative images of histological sections of the heart, liver, spleen, lungs and kidneys from mice 14 days after treatment. Scale bar = 50 μm. (B) Serum or plasma levels of ALT, AST, BUN, and CRE in mice 14 days after treatment (n = 8). Data are expressed as the mean ± SD from eight mice per group. **p < 0.01, ***p < 0.001 vs. blank group; #p < 0.05, ##p < 0.01 vs. K7M2 group or K7M2+M2 group; &&p < 0.01 vs. K7M2 group. BJO: Brucea javanica oil; ALT: Alanine Aminotransferase; AST: Aspartate Aminotransferase; BUN: Blood Urea Nitrogen; CRE: Creatinine
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