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Supplementary Figure S1: The effect of aphidicolin/propyzamide on autophagosome formation in tobacco
BY-2 cells. Four-day-old BY-YAS cells were treated with aphidicolin (5 pg/ml), propyzamide (3 uM), and 3-MA
(5 mM) for 3-5 hours each in the presence or absence of BTH (100 uM). The open and closed bars indicate with
or without BTH. DMSO was used as control of drugs. 3-MA was used as a well-known inhibitor of
autophagosome formation. Cells were observed using CLSM (A), and the number of the punctate signals per
single cell was counted (B). Arrows indicate to the punctate signals in YFP-NtATG8a. Scale bars: 50 pm. Data
represent a representative experiment from two independent experiments. Data are the means + SD of 5-7 cells.
a, b values with different letters are significantly different (P < 0.05).
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Nt 1 115:LIGGATIHLFNMKKQLKTGKHKLRLWPGKEADGSINTTTPGKVPKEERGELE-RLEKLVN 173
Nt 2 115:LIGGATIHLEFNMKKQLKTGKHKLRLWSGKEADGSINTTTPGKVPKEERGELE-RLEKLVN 173
At 114 :LIGGATVLLEFNSKMOMKSGKQKLRLWQGKEADGSFPTSTPGKVPRHERGELE-RLEKLMN 172
Os 117:IVGGATIFLFNNKKQLKTGRQKLRLWPQKEADGRVPTTTPGKVPKNERGEIE-RLERLVN 175
Hs 121 :PVGGTTVSLFGKYGMFRQGMHDLKVWPNVEADGSEPTKTPGRTSSTLSEDQMSRLAKLTK 180
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Supplementary Figure S2: Amino acid sequence alignment of plant Vps34 proteins with Vps34 of Homo
sapiens. Nicotiana tabacum (Nt) XP_016465630.1 (Nt_1); XP_016473480.1 (Nt_2), Arabidopsis thaliana (At)
NP_176251.1, and Oryza sativa (Os) NP_001054810.1 Vps34 homologs are aligned with Homo sapiens (Hs)
NP_002638.2, based on their sequence. Residues conserved among Vps34 homologs are colored black. Arrow
indicates conserved threonine of Vps34.
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Supplementary Figure S3: The effect of MG-132 on autophagosome formation in tobacco BY-2 cells.
Three-day-old BY-YAS8 cells were treated with MG-132 (100 uM) for 30 min. DMSO is used as control of
MG-132. Cells were observed using CLSM (A), and the number of the punctate signals were counted (B).
Arrows indicate to the punctate signals in YFP-NtATG8a. Scale bars: 50 pm. The data are representative of three
experiments. Data are the means + SE of three experiment. * P < 0.05, significantly different from the controls.



