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Colon cancer exosome-associated HSP90B1 initiates pre-metastatic niche formation in the liver by polarizing M1 macrophage into M2 phenotype
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Figure S1. Successfully isolated CT-26- or MCEC-secreted exosomes. (A-B) CT-26 cell-derived exosomes (CT-26/exo) or MCEC cell-derived exosomes (MCEC/exo) were subjected to examine exosome morphology (A) and size (B) by electron microscopy. Scale bar=50μm. (C) 20 μg of CT-26/exo or MCEC/exo were subjected to western blot analyses. 
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Figure S2. There is no significant difference in M1 macrophage uptake between CT-26 cell-derived exosomes and MCEC cell-derived exosomes.  (A) Mouse peritoneal macrophages were treated with LPS (50ug/ml) for (24) h, followed by FACS analyses. (B-C) Mouse M1 macrophages (1 x 106) were treated with 20 μg of PKH26-labeled CT-26 cell-derived exosomes (CT-26/exo) or MCEC cell-derived exosomes (MCEC/exo) for 48 h. Confocal laser microscopy was used to examine exosome uptake by M1 macrophages (B), and the uptake efficiency was quantified (C). Data was presented as mean ± SD (C). Statistical analysis was performed with unpaired two-tailed Student’s t-test (C). Scale bar=50μm.
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Figure S3. Colon cancer exosome-associated HSP90B1 promotes the polarization of M1 macrophage into M2 phenotype. (A-B) 20 μg of CT-26-Nor/exo (Normal CT-26 secreted exosomes), CT-26-shGFP/exo, CT-26-shHSP90B1-1/exo, or CT-26-shHSP90B1-2/exo were subjected to western blot analyses (n=3 biologically independent samples). (C-E) Mouse M1 macrophages were treated with 20 μg of CT-26-shGFP/exosome, CT-26-shHSP90B1-1/exosome, or CT-26-shHSP90B1-2/exosome for 48 h. Cells were subjected to qPCR (C) or western blot analyses (D-E) (n = 3 independent experiments). Data were presented as mean ± SD (B, C, E). Statistical analyses were performed with one-way ANOVA with Tukey’s test (B, C, E).
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