Supplementary Materials for
M1 Macrophage-Derived Fusogenic Nanovesicles Co-Loaded with Fe₃O₄/IR780 Suppress Osteosarcoma via a Sonodynamic-Ferroptosis-Immune Triad


[image: ]
Figure S1 Detection of BMDM polarization levels by flow cytometry. 
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Figure S2 The average size of IFV analysed by DLS in PBS (A) or DMEM with 10% FBS (B). 
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[bookmark: _Hlk234416336][bookmark: _Hlk234416175]Figure S3 Rescue experiments using the specific ferroptosis inhibitor Ferrostatin-1 (Fer-1). (A) Western blot analysis of the expression levels of ferroptosis-related proteins xCT and GPX4 in K7M2 cells after different treatments and (C-D) quantitative analysis. (B) Detection of intracellular reactive oxygen species (ROS) levels after different treatments using DCFH-DA fluorescent probe, and (E) quantitative analysis. (The data in the figures represent the averages ± SD, n=3 samples per group, *p <0.05, ** p <0.01, *** p <0.001)


[image: ] Figure S4 Rescue experiments using the specific ferroptosis inhibitor Ferrostatin-1 (Fer-1). (A) Flow cytometry analysis of the proportion of mature dendritic cells (CD86+ CD80+) co-cultured with K7M2 cells treated with different treatments, and (B) quantitative analysis. (C) Flow cytometry analysis of M1 macrophage polarization (CD86+) in bone marrow-derived macrophages under different treatment conditions and (D) quantitative analysis. (The data in the figures represent the averages ± SD, n=3 samples per group, *p <0.05, ** p <0.01, *** p <0.001)
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[bookmark: _Hlk234416432]Figure S5 (A) The flow cytometry analysis of the proportion of naïve T cells, central memory T cells, and effector memory T cells. (B) The quantitative analysis of the proportion of naïve T cells. (The data in the figures represent the averages ± SD, n=3 samples per group, *p <0.05, ** p <0.01, *** p <0.001)
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