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Figure S4 | H4K16ac levels are reduced after autophagy induction. (a) Autophagy 
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Autophagy induced by rapamycin or Torin1, but not starvation, reduced H4K16ac in Sirt1
-/-
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Figure S8 | Rapamycin treatment is associated with transcriptional regulation of autophagy-related genes.  De novo detection 

of transcripts using GRO-Seq analysis was performed in 8 h rapamycin-treated U1810 cells and compared to untreated U1810 cells. (a) 

An illustration of the RPKM log2 fold-change values for 3598 rapamycin-regulated genes detected by Pvalue>0.001 is depicted. (b) An 

illustration of the RPKM (reads per kilobase and million mappable reads) log2 fold-change values for 141 rapamycin-regulated autophagy-

related genes is depicted. 
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Figure S9 | H4K16 deacetylation in autophagy-annotated genes. (a) H4K16 deacetylation presented as tag counts per 100 bp in 

55 regions defined as peaks in the no treatment sample and where the peaks have been annotated to an autophagy-related gene. (b) 55 

rapamycin-regulated autophagy-related genes sorted by H4K16ac peak distance to the transcription start site. 
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Figure S13 | Inhibition of H4K16ac downregulation upon autophagy induction 

results in cell death in U1810 cells. (a) VPA increases the autophagic flux in rapamycin-

treated cells. LC3 puncta were counted in cells transfected with the tandem reporter 

construct, mRFP-GFP-LC3. This probe allows distinguishing between autophagosomes 

(GFP+/RFP+ yellow puncta) and autolysosomes (GFP-/RFP+ red puncta). Rapamycin 

treatment induced an increase in the percentage of cells with LC3 puncta, whereas VPA 

increased autophagic flux as represented by the quenching of GFP. Chloroquine (CQ) is used 

as a control for a block in autophagic flux. (b) Neither rapamycin (300 nM) nor VPA (1 mM) 

alone promoted cell death of U1810 cells. However, co-treatment with VPA and rapamycin 

led to increased cell death. (c) Co-treatment with (CQ, 10 µM) abrogated VPA+rapamycin-

induced cell death.  (d-e) Increasing H4K16ac levels by either inhibition of SIRT1 by siRNA 

or the chemical inhibitor Ex527 or overexpression of hMOF, promoted cell death upon 

rapamycin treatment. 
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Figure S14 | Effect of VPA and rapamycin combined treatment on the autophagic flux. Analysis of mRFP-GFP-LC3-expressing 

U1810 (a)  and HeLa (b) cells shows accumulation of autophagosomes (GFP+/RFP+ yellow puncta) in rapamycin-treated cells, and 

autolysosomes (GFP-/RFP+ red puncta) upon cotreatment with VPA. 
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Figure S15 | SIRT1 knockdown or hMOF overexpression increases the 

autophagic flux in rapamycin-treated cells. Analysis of mRFP-GFP-LC3-expressing 

U1810 cells showed accumulation of autophagosomes (GFP+/RFP+ yellow puncta) and 

autolysosomes (GFP-/RFP+ red puncta) upon SIRT1 silencing or hMOF overexpression in 

rapamycin-treated cells. 
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Figure S16 | Inhibition of SIRT1 by the specific inhibitor Ex527 upon autophagy 

induction results in cell death. (a-b) Neither rapamycin (300 nM) nor Ex527 (10 nM) 

alone promoted cell death of U1810 (a) or HeLa (b) cells. However, co-treatment with 

Ex527 and rapamycin led to increased cell death in all human cell types tested. (c-d) Co-

treatment with chloroquine (CQ, 10 µM), an autophagy inhibitor, abrogated 

Ex527+rapamycin-induced cell death in the tested cell lines.(e) Co-treatment with the early 

inhibitor of autophagy 3-methyladenine (3MA, 5 mM) also abrogated Ex527+rapamycin-

induced cell death. 
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Figure S17 | Inhibition of H4K16ac downregulation upon autophagy induction 

results in cell death. (a-b) Neither rapamycin (300 nM) nor VPA (1 mM) or Ex527 (10 µM) 

treatment alone caused a significant appearance of a hypodiploid sub-G1 peak in HeLa cells 

in HeLa cells, as monitored by FACS analysis upon propidium iodide (PI) staining. However, 

co-treatment with VPA and rapamycin (a) or with Ex527 (10 µM) and rapamycin (b) 

promoted the emergence of a sub-G1 peak. Percentages of cells in sub-G1 are displayed. 

Results are representative for at least 3 independent experiments.  
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Figure S18 | ATG7 silencing inhibits rapamycin+VPA induced cell death. Neither 

rapamycin (300 nM) nor VPA (1 mM) caused cell death in scramble siRNA or ATG7 siRNA (25 

nM) transfected HeLa cells. However, combined treatment with rapamycin+VPA induced cell 

death in scramble siRNA transfected cells, but not in ATG7 siRNA transfected cells. 
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