Figure S1. Autophagy induction in yeast and mammalian cells by acacetin treatment. (A) Graph indicating degradation of luciferase laden peroxisomes of yeast cells subjected to nitrogen starvation for indicated time points in presence or absence of acacetin. (B) Real time degradation kinetics of pexophagy in presence or absence of different concentrations of acacetin. (C) Graph indicating percentage of HeLa cell viability post acacetin treatment in increasing concentrations, for 15 h. (D) Representative electron micrographs of acacetin treated HeLa cells. Electron dense structures in the zoomed-in panel represent lysosomes (red arrow). Accumulation of multi-membrane vesicles (blue arrow) and double-membrane vesicles in acacetin treated cells are indicated by yellow arrow. 
Figure S2. Acacetin induces autophagy in an MTOR-independent manner. (A and B) Representative microscopy images of HeLa cells transfected with plasmid expressing RFP-LAMP1 and treated with acacetin for 2 h. The cells were immunostained for (A) p-MTOR or (B) MTOR. Scale bar: 10 µm. (C) The graph represents the difference in intensity of colocalization between MTOR and LAMP1 (N=3). Quantification of microscopy images were performed on individual Z slices. A.U. represents arbitrary units. Statistical analysis was performed using unpaired student’s two-tailed t-test; ns- non-significant, *p<0.05, **p<0.01, ***p<0.001.  Error bars represent mean +/- SEM.
Figure S3. Acacetin induces xenophagy of S. typhimurium. (A) Graph showing CFU indicating intracellular S. typhimurium infection treated with acacetin in a dose dependent manner. (B and C) Quantification and microscopy images of one representative experiment for intracellular mCherry expressing S. typhimurium in HeLa cells after various treatments like acacetin, wortmannin and 3-MA. Scale bar: 5 µm. Quantification of microscopy images were performed on projected images. A.U. represents arbitrary units. (D) Representative immunoblot of HeLa cells treated with acacetin and probed with anti-TBK1 and anti-p-TBK1 antibodies. (E) Representative electron micrographs of S. typhimurium infected HeLa cells with and without acacetin. Red arrow indicates electron dense lysosomes and yellow arrow indicates host mediated capture of S. typhimurium. 
Figure S4. Acacetin enhances recruitment of receptor proteins to S. typhimurium. (A) Representative microscopy images of HeLa cells stained for SQSTM1 and p-SQSTM1 at different time points post infection and treatment with acacetin. Analysis of microscopy images were performed on individual Z slices. Scale bar: 10 µm.
 Figure S5. Acacetin induces nuclear translocation of TFEB in an MTOR-independent manner. (A) Representative microscopy images of HeLa cells transfected with GFP-TFEB and FLAG-RHEBN153T constructs. The cells were treated with acacetin for 2 h and immunostained for p-RPS6KB1. Scale bar: 10 µm. (B) The graph represents the difference in intensity of nuclear TFEB signal (N=3). A.U. represents arbitrary units. Quantification of microscopy images were performed on individual Z slices.  Each red dot represents a quantified cell. (C) Immunoblotting of HeLa cells transfected with FLAG-RHEBN153T construct and probed for p-RPS6KB1 and compared with untransfected control. (D) Representative immunoblot for infected HeLa cell lysates treated with phosphatase and probed for TFEB. ACTB/β-actin was used as a loading control.
Figure S6. Acacetin mediated autophagy induction is TFEB-dependent. (A) Representative microscopy images of HeLa cells transfected with either scrambled or TFEB esiRNA for 48 h along with tandem RFP-GFP-LC3. Scale bar: 5 µm. (B) The fold change in the number of autophagosomes and autolysosomes post acacetin treatment were quantified. Quantification of microscopy images were performed on projected images. (C) Representative immunoblot for TFEB levels and LC3-II accumulation in control and TFEB silenced HeLa cells treated with acacetin for 2 h. TUBB/β tubulin was used as loading control. Statistical analyses on three independent experiments were performed using unpaired student’s two-tailed t-test; ns- non-significant, *p<0.05, **p<0.01, ***p<0.001. Error bars represent mean +/- SEM. 
Figure S7. Acacetin does not affect the uptake of endocytic cargoes. Representative microscopy images of HeLa cells treated with (A) FITC-Dextran or (B) FM 4-64 at indicated time points. Scale bar: 5 µm. (C and D) The graphs represent the rate of uptake of FITC-Dextran and FM 4-64 post acacetin treatment (n=25, three independent experiments N=3). Quantification of microscopy images were performed on projected images. The concentrations of FITC-Dextran and FM 4-64 dye used are 0.1 mg/ml and 5 µM respectively. Statistical analyses on three independent experiments were performed using unpaired student’s two-tailed t-test; ns- non-significant, *p<0.05, **p<0.01, ***p<0.001. Error bars represent mean +/- SEM. 
Figure S8. Early and late events of endocytic trafficking are unperturbed by acacetin. (A) Representative microscopy images of single Z stack of HeLa cells treated with FITC-Dextran for 15 min and chased for indicated time points. The cells were also stained with LysoTracker Deep Red for 15 min before fixation and then immunostained with EEA1. Yellow arrows indicate colocalized points of dextran beads with either EEA1 or LysoTracker (LysoT). Scale bar: 5 µm. (B) The graph represents the number of colocalized events of EEA1+Dextran beads and LysoT+Dextran beads (n=25, N=3). Quantification of microscopy images were performed on individual Z slices. The concentrations of FITC-Dextran and lysoTracker used are 0.5 mg/ml and 100 nM respectively. Scale bar: 5 µm. Statistical analyses on three independent experiments were performed using unpaired student’s two-tailed t-test; ns- non-significant, *p<0.05, **p<0.01, ***p<0.001. Error bars represent mean +/- SEM.
Video 1: HeLa cells infected with S. typhimurium SL1344 at MOI of 400 for 15 min followed by gentamycin treatment (40 µg/ml) for 15 min. Fresh medium was added to the cells and imaged every 20 min for 5 h 40 min. Scale bar: 10 µm. 
[bookmark: _GoBack]Videos 2&3: HeLa cells infected with S. typhimurium SL1344 at MOI of 400 for 15 min followed by gentamycin treatment (40 µg/ml) for 15 min.  Fresh medium containing 50 µM of acacetin was added to the cells and imaged every 15 min for 5 h 45 min. Scale bar: 10 µm.
