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Figure S1. ANXA2 regulates the autophagic flux in TNBC cells. (A) Hs578T cells were treated with HBSS for the indicated hours. Immunoblot analysis was then conducted. (B) Hs578T cells were cultured in growth medium or starved in HBSS for 2 h. Immunofluorescence analysis was conducted using anti-ANXA2 and anti-LC3B antibodies. DNA was stained by DAPI. Scale bar: 10 μm. (C) Hs578T cells were transfected with siRNA targeting ANXA2 (+) and treated with bafilomycin A1 (200 nM) for 2 h. Scrambled siRNA (-) as a control. Immunoblotting was performed. (D) Representative images of LC3 puncta. Hs578T cells expressing sh RNA ANXA2 or scrambled shRNA were transfected with RFP-GFP-LC3 and starved with HBSS for 2 h. LC3 puncta was quantified by the number of RFP+ GRP+ (yellow) per cell of 20 independent images. Scale bar: 10 μm. (E) Representative images of LC3 puncta. Hs578T cells expressing ANXA2-MYC or empty vector were transfected with RFP-GFP-LC3 and starved with HBSS for 2 h. LC3 puncta was quantified by the number of RFP+ GFP+ (yellow) per cell of 20 independent images. Scale bar: 10 μm. Data represent mean ± S.E. (unpaired two-tailed Student’s t-test). All data were representative of the results of three independent experiments. ** Statistically significant at p < 0.01. 
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Figure S2. ANXA2 plays a role in the transcription of ATG7. (A) Hs578T cells were transfected with two siRNA molecules targeting ANXA2 (+) or scrambled siRNA (-) as a control. The mRNA level of ATG7 (left) and ANXA2 (right) was determined by qRT-PCR. Data represent mean ± S.E. (unpaired two-tailed Student’s t-test). *,**,*** Statistically significant at p < 0.05, p < 0.01, and p < 0.001. (B) Hs578T cells were transfected two siRNA molecules targeting ATG7 or scrambled siRNA as a control. Immunoblot analysis was conducted. (C and D) Correlation between mRNA expressions of ANXA2 and ATG7 (C) or ANXA2 and LC3B (D) in tumor tissues from breast cancer patients. Data were analyzed using Pearson correlation analysis (two-tailed t-test) based on GEO dataset (GSE15852). All data were representative of the results of three independent experiments.
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Figure S3. ANXA2 may not affect the translocation of TFEB or TFE3 into the nucleus. (A and B) Hs578T cells were transfected with empty vector or ANXA2-MYC vector. The cells were cultured in growth medium or starved with HBSS for 2 h. Immunofluorescence analysis was performed using anti-MYC antibody (A and B, red) and anti-TFE3 antibody (A, green) or anti-TFEB antibody (B, green). DNA was stained by DAPI. Representative images were shown. Scale bar: 10 m. All data were representative of the results of three independent experiments.
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Figure S4. HSF1 knockdown decreases the fluorescence intensity of ATG7. Hs578T cells were transfected two siRNA molecules targeting HSF1 or scrambled siRNA as a control. Immunofluorescence analysis was performed using anti-ATG7 (red) and anti-HSF1 antibodies (green). DNA was stained by DAPI. Scale bar: 20 m. 
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Figure S5. MHY1485 activates the MTORC1 and MTORC2 pathways. Cells were treated with 1 μM MHY1485 for the indicated time point above. Immunoblot analysis was subjected. All data were representative of the results of three independent experiments.
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Figure S6. MTORC2-mediated ANXA2 degradation may not be attributed to the ubiquitin-proteasome system. (A) Hs578T cells were transfected with siRNA targeting MTOR, RPTOR, RICTOR (+) or scrambled siRNA (-) as a control. The mRNA level of ANXA2 was determined by RT-PCR. (B) Cells were transfected with two siRNA targeting RICTOR (+) or scrambled siRNA (-) as a control. The mRNA level of ANXA2 was determined by RT-PCR. (C) Hs578T cells were treated with rapamycin (100 nM) for 1 or 24 h. Immunoblot analysis was conducted. (D) Cells were transfected with siRNA targeting HSPA (+) or scrambled siRNA (-) as a control. The mRNA level of ANXA2 was determined by RT-PCR. (E) Cells were transfected with siRNA targeting HSP90A (+) or scrambled siRNA (-) as a control. Immunoblot analysis was conducted. (F and G) Cells were treated with 10 M 17-AAG (F) or 20 μM MG132 (G) for 4 or 8 h and subjected to immunoblot analysis. (H) Cells were transfected with siRNA targeting RICTOR (+) or scrambled siRNA (-). The cells were treated with 20 μM MG132 for 4 h and conducted to immunoblot analysis. All data were representative of the results of three independent experiments.
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Figure S7. ANXA2 knockdown reduces the expression of p-HSF1 and ATG7 in MDA-MB-231 TNBC cells. (A) Hs578T cells stably transfected with shRNA targeting ANXA2 (sh ANAX2) or scrambled shRNA (sh Ctrl) were inoculated to Balb/c nude mice (n = 16 per group). Tumor volume was calculated three times a week for 17 days. (B) MDA-MB-231 cells were transfected with two siRNA molecules targeting ANXA2 (+) or scrambled siRNA (-) as a control. Immunoblot analysis was performed. (C) MDA-MB-231 cells were transfected with shRNA targeting ANXA2 (+) or scrambled shRNA (-) as a control. Immunoblot analysis was performed. (D) MDA-MB-231 cells stably transfected with shRNA targeting ANXA2 (sh ANAX2) or scrambled shRNA (sh Ctrl) were inoculated to Balb/c nude mice. Tumor‐bearing mice were randomized into four groups (n = 7): control group (sh Ctrl-PBS), doxorubicin‐treated group (sh Ctrl-Doxo), ANXA2 knockdown group (sh ANXA2-PBS), and combination of ANXA2 knockdown and doxorubicin‐treated group (sh ANXA2-Doxo). Doxorubicin (3 mg/kg) or vehicles (PBS) was intravenously administered once a week and body weight was calculated three times a week for 33 days.
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