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Cytoplasmic HMGB1 promotes the activation of JAK2-STAT3 signaling and PD-L1 expression in breast cancer
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[bookmark: _Hlk177742559]Supplementary Figure S1. HMGB1 dimer in the cytoplasm enhances STAT3 phosphorylation in MDA-MB-231 cells. MDA-MB-231 cells were transfected with Myc-HMGB1 and Myc-(HMGB1)2, followed by nuclear and cytoplasmic fractionation, and p-STAT3 expression was analyzed using Western blotting. 
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Supplementary Figure S2. HMGB1 regulates the expression of PD-L1 through the STAT3 signaling in 4T1 cells. (A, B) Immunoblots representing the expression of p-STAT3, STAT3, and PD-L1 in 4T1 cells transfected with empty vector or Myc-HMGB1 plasmid (A) or siCtrl or siHMGB1 (B). (C) Immunoblots representing the expression of p-STAT3 STAT3, and PD-L1 in 4T1 cells transfected with empty vector or Myc-HMGB1 plasmid, followed by treatment with Stattic for 16 h. For all data, n = 3 samples per group.
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[image: C:\Users\onion0823\Desktop\리비전\S3_최근.png]Supplementary Figure S3. Localization of HMGB1 influences its interaction with STAT3 and promotion of phosphorylation. (A) Myc-tagged HMGB1 A box and B box were overexpressed in MDA-MB-231 cells, and IP was performed to determine whether A box and B box bind to STAT3. (B) MDA-MB-231 cells were transfected with Myc-HMGB1, and the localization of p-STAT3 and HMGB1 was confirmed by PLA assay. (C) Immunoblots representing the expression of p-STAT3, STAT3, and PD-L1 in 4T1 cells transfected with empty vector or Myc-HMGB1 plasmid, followed by treatment with ICM for 6 h. For all data, n = 3 samples per group. (D) Western blot showing p-STAT3 levels upon expression of GFP-HMGB1 NLS1/2E, which contains the substitution of serine residues with glutamic acid within the NLS to mimic phosphorylation for HMGB1 cytoplasmic translocation. 
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[bookmark: _Hlk177742573]Supplementary Figure S4. Estimation plots for mouse tumor volumes. (A–G) Estimation plots for mouse tumor volumes between E/V-Ctrl vs. H-Ctrl (A), E/V-Ctrl vs. E/V-ICM (B), E/V-Ctrl vs. E/V-Stattic (C), E/V-ICM vs. E/V-Stattic (D), H-Ctrl vs. H-ICM (E), H-Ctrl vs. H-Stattic (F), and H-ICM vs. H-Stattic (G) groups. (H) Estimation plot for mouse tumor volumes between siCtrl vs. siHMGB1 groups. n = 8 mice per group for all comparisons. E/V, empty vector; H, HMGB1 overexpression.
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