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Figure S1. Autophagosome frequency is enhanced in xrn1∆ cells. Wild-type (WT, FRY143) and xrn1∆ cells (EDA117) were imaged using transmission electron microscopy (TEM) after 2 h of nitrogen starvation. Representative TEM images show the increased accumulation of autophagic bodies in the vacuole of xrn1∆ cells compared to WT. Scale bar: 1 μm.
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Figure S2. Xrn1-PA expression levels decrease after induction of autophagy. (A) Cells (EDA110) endogenously expressing Xrn1-PA were grown to mid-log phase in YPD medium and then starved for nitrogen (SD-N) for 0, 1, 2 or 3 h. Protein extracts were analyzed by SDS-PAGE and blotted using anti-PA antibody or loading controls anti-Pgk1 or anti-Vma8. The blot shown is representative of 4 independent experiments. (B) Mean densitometry of 3 blots as presented in (A). The ratio of Xrn1-PA:Vma8 was quantified with ImageJ. 
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Figure S3. Sequence alignment of Xrn1/XRN1 and analysis of ASH1 mRNA levels. (A) Comparison of Xrn1/XRN1 amino acid sequences across species. The conserved catalytic residues (E176 and D208) are underlined. (B) WT (WLY176) cells were grown to mid-log phase in YPD (+N) and then nitrogen starved (-N) for 1 h. Total RNA was extracted and qRT-PCR was performed. Results are shown relative to the level of ASH1 mRNA expression in rich conditions (+N) with 2 different sets of primers (ASH-1, ASH-2). The geometric mean of TFC1 and SLD3 was used to quantify relative expression levels. Results are the mean of 3 independent experiments +/- SD. 
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Figure S4. XRN1 knockdown enhances LC3 lipidation in HBMECs. (A) For western blots of HBMECs, cells were transfected with either control scrambled or XRN1-targeting siRNA. At 48 h post-transfection, cells were lysed, and lysates were prepared for western blotting as previously described.1 Lysates were blotted for LC3B (LC3-I, non-lipidated; LC3-II, lipidated species) or GAPDH (loading control). A representative blot is shown. (B) Densitometry of n=3 blots represented in (A). Relative levels of LC3-II to LC3-I were quantified per condition and normalized to cells transfected with control siRNA, which was set to 1. Results shown are the mean of 3 independent experiments +/- SD. Data are similar when quantifying the ratio of LC3-II:GAPDH.
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Figure S5. Autophagy flux is not inhibited in the absence of XRN1. Representative confocal images of WT or ATG5 KO HeLa cells expressing mCherry-EGFP-LC3B and transfected with control or XRN1-targeted siRNA under fed (non-treated; NT), starved (HBSS) or chloroquine (CQ)-treated conditions. 
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