Figure S1. Exogenous ICY2 can restore autophagy activity in the icy2∆ strain. (A) Pho8Δ60 assay of the wild-type strain (WT; WLY176), the icy2∆ strain (ZYY105) or the icy2∆ strain transformed with a plasmid expressing ICY2 or the corresponding empty vector. All samples were starved in SD-N. Autophagy activity in the WT was set to 100% and the other samples were normalized. Error bars indicate the SD of 3 independent experiments. (B) Pho8Δ60 assay of the wild-type strain and the ZEO1p-ICY2 strain (ZYY128). Samples manipulation and data analysis are the same as described in (A). (C) The mRNA level of ATG7 and ATG9 was measured by RT-qPCR in the wild-type strain and the icy2∆ strain (ZYY102) after 1 h nitrogen starvation. The mRNA level of the WT strain was set to 1.0 and the icy2∆ strain was normalized. Error bars indicate the SD of 3 independent experiments. (D) Atg9 protein level after 2 h nitrogen starvation in the wild-type strain and the icy2∆ strain (ZYY102) was measured by western blot. Pgk1 served as the loading control. (E) Precursor Ape1 processing assay of the wild-type, icy2∆ (ZYY102) and atg9∆ (ZYY104) strains; atg9∆ served as a negative control. The quantification was processed by ImageJ, Pgk1 served as the loading control.

Figure S2. The Atg41-GFP chimera is functional and the protein level increases after starvation. (A) Pho8Δ60 assay of the wild-type (WT; WLY176) and ATG41-GFP (ZYY107) strains. Cells were starved in SD-N medium. Autophagy activity was set to 100% for the WT after starvation and other samples were normalized. Error bars indicate the SD of 3 independent experiments. (B) Microscopy analysis of Atg41-GFP fluorescence intensity after starvation. Samples were starved in SD-N. Scale bar: 5 µm. (C) Stability of the Atg41-GFP protein when shifted from SD-N to nutrient-rich conditions. The protein level of Atg8 is also shown for comparison. Pgk1 served as a loading control. 

[bookmark: _GoBack]Figure S3.  Atg41 and the corresponding deletion mutants are stable under nitrogen starvation conditions. (A) The protein level of Atg41-GFP (ZYY107) and Atg41-GFP in an atg1∆ background (ZYY129) transformed with a plasmid expressing Atg1ts was measured before and after starvation. Pgk1 served as a loading control. (B) The protein level of full-length Atg41-VC in the presence of Atg9-VN (ZYY113) and the ∆127-136 deletion mutant (ZYY120) was measured before and after nitrogen starvation. Pgk1 served as a loading control.
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