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Figure S1. F1/F3 inhibited the proliferation of A549 and Huh-7 cells. (A) F1/F3 inhibited the proliferation of A549 cells. (B) In A549 cells, the IC50 value of F1/F3 was determined to be 7.688 μg/ml. (C) F1/F3 inhibited the proliferation of Huh-7 cells. (D) In Huh-7 cells, the IC50 value of F1/F3 was determined to be 7.542 μg/ml.
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Figure S2. The GSDME protein is expressed in HeLa, A549, and Huh-7 cells without treatment. (A) Western blot analysis of GSDME protein expression in untreated HeLa, A549, and Huh-7 cells. (B) Quantitative analysis of GSDME protein levels in untreated HeLa, A549, and Huh-7 cells, normalised to loading controls (see “Original image of western blots” file for original images).
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Figure S3. F1/F3 mediates the mitochondrial BAX/Bcl-2/Cytochrome c/Apaf-1 signalling related apoptosis following overnight treatment.  HeLa cells (1.0×106) were treated with F1/F3, P3 or left untreated for overnight. (A) Transmission electron microscopy images of F1/F3-stimulated HeLa cells. Scale bar: 1 μm. (M represents mitochondrial organelles, RER represents endoplasmic reticulum organelles, A represents autophagy vesicles). (B) The mitochondrial membrane potential (ΔΨm) of F1/F3-stimulated HeLa cells at different concentrations by JC-1 assay. The change in JC-1 fluorescence from red (JC-1 aggregate) to green (JC-1 monomer) indicates the loss of ΔΨm. Scale bar: 50 μm. (C)-(H): HeLa cells (1.0×106) were treated with F1/F3 (10 μg/ml), P3, or left untreated overnight, and protein expression levels of apoptotic-related proteins were measured by Western blot. (C) Bax. (D) Cytochrome c. (E) Apaf-1. (F) Cleaved caspase-7. (G) Bcl-2. (H) Caspase-7. All data are presented as the mean ± SEM. *P-value < 0.05, **P-value < 0.01, ***P-value < 0.001. Statistical significance was assessed using a paired t-test. These results come from a representative experiment in which three independent experiments were conducted (see “Original image of western blots” file for original images).


Supplementary Video 1: Morphological changes in HeLa cells treated with 10 µg/ml of F1/F3. 
Supplementary Video 2: Morphological changes in HeLa cells treated with 10 µg/ml of P3. 
Supplementary Video 3: Morphological changes in untreated HeLa cells.
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