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M_\ l/l\ {"':T'M‘ VPS34 enzymatic function is essential for LC3 lipidation in mammalian cells and PIK-I11 is a robust inhibitor of autophagy and

LC3 lipidation in mammalian cells. In H4 cells, PIK-I11 inhibits the formation of autolysosomes and increases the cytosolic
signal of LC3 under basal conditions and when autophagy is induced with the mTOR inhibitor AZD8055. In a CCCP-induced
mitophagy model, PIK-11l inhibits the clearance of mitochondria.PIK-lII treatment leads to an increase in the levels of LC3-l in
H4 and PSN1 cells. In Panc10.05 cells, PIK-lIl increases the levels of LC3-I1 in parallel with LC3-I suggesting a cell type-specific

response[1].
M_\ }j\j N '—T—A]‘q; The DFX-induced NCOA4-dependent turnover of FTH1 and FTL s blocked with PIK-I1I which suggests an autophagy-dependent
(RS process[2].
é'[u }]@; (j To determine whether inhibition of VPS34 function impacts autophagy,LC3 and known autophagy substrates

such as damaged mitochondria or the autophagy cargo receptor p62 are monitored. H4 cells expressin
mCherry&ndash;GFP&ndash;LC3 are treated overnight with the indicated compounds, fixed, stained with
Hoechst 33342 and imaged by automated acquisition. Hela cells expressing GFP&ndash;Parkin are treated
with PIK-IIl for 12 h followed by the addition of CCCP for 12 h, fixed, stained for endogenous Tom20 and
imaged. (Only for Reference)

EI:EIE :@ Vps}{ls—PI I§—I 11 (VPS34-IN2), a selective inhibitor of VPS34 enzymatic activity, inhibits autophagy and results in the
stabilization of autophagy substrates.
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