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SUPPORTING INFORMATION 

Supplemental figure 1 

 

Supplemental figure 1: CMB4563 is a potent and fast inhibitor of TOR1 and TORC2. a, 

Heterozygous single deletion mutant strains covering 6200 genes (Open Biosystems) were grown 

as a pool in the presence or absence of 0.5 µM CMB4563 for 20 generations. The relative 

abundances of the individual strains were then compared. Sensitivity of individual deletion 

mutants are observed on the vertical axis and associated with a selectivity on the horizontal axis 

which was determined by statistical analysis to correct for how frequently particular mutants 

scored in multiple assays. The most selective and sensitive strains are found in the bottom left 

corner (1). b, Western blots assessing the respective activity of TORC1 and TORC2 after 12-

minute CMB4563 treatments to cells of the indicated genotypes. The corresponding merge 

channels version is in Fig. 1d.  TORC1 activity is followed by Sch9P-S758 and TORC2 by Ypk1P-

T662 phosphorylation. c, Western blot and corresponding quantification assessing the kinetics of 

Ypk1T662 dephosphorylation in TOR1WT and TOR1MT strains with 0.8 µM CMB4563 treatment at 

indicated time points (above, minutes). 

 



Running title: TORC2 regulates endocytosis via Akl1. 

 

2 

 

 

Supplemental figure 2 
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Supplemental figure 2: Fpk1 substrate screen. a, Organization of the 96-well-plate containing 

negative controls and the primer dimers corresponding to the 90 candidate peptide substrates. b, 

PCR products of the primer dimers analysed on 2% agarose gels c, Left Panel:  Gibson assembly 

reactions were transformed into bacteria. 1/10 of the transformed cells were spotted onto LB 

plates containing kanamycin, including multiple negative controls corresponding to linearized 

vector without insert. Right Panel:  Heat map reporting the cloning efficiency assessed with 

respect to the negative controls. The (*) indicated failed wells in which the 

cloning/transformation initially failed (these were subsequently repeated, successfully). d, Results 

of the initial in vitro kinase assays screen. Dashed lines define splicing of the gels. Bacterial 

lysates containing one of the 90 candidate peptides were individually incubated with GST-Fpk1 

and 32P-ATP for 30 min at 30°C. Reactants were subsequently resolved by SDS-PAGE, analysed 

by Coomassie stain (left panel) and autoradiography (right panel). e, Table recapitulating the 

peptides identified in both the initial and secondary screens (left) f, In vitro kinase assay assessing 

the ability of GST-Fpk1WT/KD to phosphorylate GST-Akl1KD, GST-Orm1 (aa 1-85; negative 

control) or GST-Dnf1 (aa 1404-1571; positive control).  
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Supplemental figure 3: 

 

 

Supplemental figure 3: Akl1 is not a target of Fpk2 in vitro. a, ClustalX alignments of Fpk1 

and Fpk2 protein sequences. The green box represents the conserved kinase domain and the 

dashed lines delimit sequence insertions. b, Coomassie blue and autoradiogram SDS-PAGE 

images after in vitro kinase assay assessing the ability of Fpk1 and Fpk2 to phosphorylate Akl1. 

Dashed lines define splicing of the gel. 
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Supplemental figure 4 

 

 

Supplemental figure 4: The inhibition of TORC1 does not cause delay the endocytosis 

process. a, Pan1-GFP and Abp1-mCherry kymographs were generated from TOR1MT or TOR2MT  

strains treated or not with CMB4563 for 30 min. b, Quantification of Pan1-GFP and Abp1-

mCherry patch lifetimes determined from TOR1MT or TOR2MT cells as assessed in a. Bar graphs of 

Pan1-GFP lifetimes means, +/- standard deviation. Statistical parameters were extracted (Student’s 

test: P < 0.005(**)) based on five patches/kymograph. Five kymographs were analysed. 
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Supplemental table 1 

 

 

Supplemental table 1: List of primers used for the Fpk1 substrate library. a, Forward 

primers organized following the order found in Supp. Fig1a. The consensus motif sequence is 

surrounded by 5 codons unique for each peptide.  b, Corresponding reverse primers. 
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Supplemental table 2 

 

Supplemental table 2: Table recapitulating all the peptides containing one or more 

RXSLD/E motif(s) in the Saccharomyces Cerevisae proteome. The table provides (from the 

left to the right) the name of the protein, its function, its length in amino acids (aa), the sequence 

used for cloning i.e. the consensus motif surrounded by 5 aa on both sides, the position(s) in the 

sequence of the serine (S) present in the consensus motif, and whether this motif was 

phosphorylated in vitro. 
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