Running title: TORC2 regulates endocytosis via AkI1.
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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 uM 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 Sch9™57 and TORC2 by Ypk1®
662 phosphorylation. ¢, Western blot and corresponding quantification assessing the kinetics of
Ypk1T®? dephosphorylation in TOR1"™ and TOR1MT strains with 0.8 uM CMB4563 treatment at
indicated time points (above, minutes).
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Supplemental figure 2: Fpkl 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 ¢, 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-Fpk1l
and 2P-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-Fpk1W"KP to phosphorylate GST-AKI1XP, GST-Orm1 (aa 1-85; negative
control) or GST-Dnf1 (aa 1404-1571; positive control).
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Supplemental figure 3: AKkI1 is not a target of Fpk2 in vitro. a, ClustalX alignments of Fpkl
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 Fpkl and Fpk2 to phosphorylate AkI1.

Dashed lines define splicing of the gel.
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Supplemental figure 4: The inhibition of TORC1 does not cause delay the endocytosis
process. a, Pan1-GFP and Abpl-mCherry kymographs were generated from TORIM™ or TOR2MT
strains treated or not with CMB4563 for 30 min. b, Quantification of Pan1-GFP and Abpl-
mCherry patch lifetimes determined from TORIM™ or TOR2MT cells as assessed in a. Bar graphs of
Panl1-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

a

Forward primers
1 2 3 4 5 6 7 8 9 10 11 12

TTTATTTTCAGGGC |TTTATTTTCAGGGE |TTTATTTTCAGGGE |TTTATTTTCAGGGC |TTTATTTTCAGGGE |TTTATTTTCAGGGE [TTTATTTTCAGGGE |TTTATTTTCAGGGC [TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC
TCCATGCAGCCGCC | TCCATGAGCAGCGT | TCCATGATGCGCAA | TCCATGCTGCCGAA | TCCATGAGCACCAG| TCCATGAGCGATAC [TCCATGCCGGCGA [TCCATGAGCTTCCA [TCCATGARAGTGCT [TCCATGGATGATET [TCCATGGCGETGG |[TCCATGGCGTTCAG
A (GOCGCGOAGCAGC |GAGCACCCGCCAG [AAGCTTCGCGCGE |ATTCTACGATAAAA [CGCGTTCAACAGCC|CTTCAACCCGGAAT |CCCCGAACCAGAA |GTTCTACCGCGGLT |GEAAGAARACAAN |GACCGAAGAACAG |AAATTCTGCGCAAM |CCGCGEOGEGCTG

AMACGCCCGAGCE |CCGCECCAGAGEC |GCGCGCCAGAGCT [AACGCATTAGCCTG |GCCGCAACAGCCT |ACCGCACCAGECT [AATGCGCGATAGE [ACCGCGCGAGCTA |GAACGCCTGAGCC |AMCGCCTGAGCCT|GTGCGCGATAGCC |GTGCGCGAAGCT
TGGATG TGEATCTGA TGGATCTGGA GATCATG (GGATA GGATA CTGGATA ATG. TGGATG (GGATT [TGGATA TGGATC

TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC TTTA GGC TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC TTTATITICAGGGC [TITATTTTCAGGGC TITATTTTCAGGGC
TCCATGLTGGCGG |TCCATGAMACCGT | TCCATGTACCGCoT || TATTITEASESC | TECATBMICERETA - carscacancas| TecaTaTACCoeAT [TecaTseaAGes | ICREACEede A rccaraaatacace| T TIEASEEC (rccarasancract
B AAATGCTGAMACAG | GGGCACCAGCGGL |GAGCGCGGATTAC GCCCGAGCACCAA |GCGCGCACCAGEE CCGCAGCTTCGGE |GAGCGCGGATTTC [CGCGCGGTAACAA GCGCECGOGAGCE [GATTGAAARAGGC | CACCCATGAATACG GGATTACCATTTCG
TTCCGCTGGAGCCT | CCOCGCAGCAGCC |GGCCGCCCGAGCT CGTGCGCAGCA TGGATCTGCCGGG CCGCGCGGCAGCC |GGCCGCCCGAGCC [ACTGCGCACCAGT GGATCTGECE6G [CATCGCCCGAGCCT) coceeTTeaGecTs, | AACGCAARAGCTAC|
GGATC  TGGATAGCA TGGATTACGA coTGAC TGGATAGCAT I TGGATTACGA [CTGGAT AT (GGATA GATAGCG

TTTATTTTCAGGGC |TTTATITTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGE |TTTATTTTCAGGGC |TTTATTTTCAGGGC [TTTATTTTCAGGGE |TTTATTTTCAGGGC [TTTATTTTCAGGGC [TTTATTTICAGGGC [TTTATTTTCAGGGC
TCCATGGAACCGG |TCCATGTACCTGGA [TCCATGGTGCATGG|TCCATGAMCGGEAT [TCCATGGCGCECLT| TCCATGATGTTCAT [TCCATGGGLTACAC |TCCATGGGLGAAA (TCCATGGCGGLGC |TCCATGAACAGCTT |TCCATGCAGCCGE |TCCATGOGLTGLTA
C AAMANGATGATATT | TAACGATGCGATTC [CACCAGCCTGATG |TATTCGCTTCGTGA |GCTGGATAGCAAC |TGCGCTGGATAANA|CGCEGAACAGCAG |GCAGCAAAGATTTC [TGEGCGCGATTAA |CCTGACCGATAACT [AATTCGTGACCEAT [CGATCGCTGEBATTA
ATTCGCAGCAGCCT | TGCGLAGCAGCLT |GATCGCAGCAGLC [ACCGCAACAGCCT |AMCGLCATAGCCT|AACGCCTGAGECT [AGCCGLGLGAGCT [ATTCGCCTGAGCCT |AAGCCGLCATAGC |TGCGCAACAGCLT [CCGLGLCTGAGCC |ACCGCGAAAGCCT
GGATA GGAT TGGATA GGATC GGAT GGATG. ACGATGCGCAT _ |GGATG CTGGATA GGATC TGGATAGCT GGATA

TTATTTTCAGGGC | TITATTTTCAGGGE |TTTAITTTEASGGC |TTTATITICAGGGC [TTIATTTTEAGEGC [TTTATTTICAGGGC | TITATITTCAGGGE [TTIATTTTCAGGGC |11 TICASSSE Irrarrircaccc [TTTATTTTCAGGGC |TTATITICAGGEC

TCCATGGAAMACGC | TCCATGACCTACAN [ TCCATGAGCCTGAC [TCCATGEGCAGECA| TCCATGACCAACGA| TCCATGTTCCCGAA [TCCATGATTACCCC [TCCATGAMMATTAG [TCCATGCAGTTCCT [TCCATGAGCGAACT |TCCATGGGCGTGC
ACGCAAATACAGCA|CAGCGGCGAATTC | GAMATTGTGACCG|ACTGGATGTGACCA|CCATAAACTGATTA | GACCCCGGCGTTC |CGATAACTTCGAAC | o F P To L P | GCCGCCOGATGAT |GCGCGATCAGATT |CGGGCAGCGAMA

CCGCGCGCGAGCC |CCCGLTACAGCCTG | AACCGCCTGAGCCT | AACGCCTGAGCCT |TTCGCAAMAGLT/

TGGATGGCCAGAT |GATA GGATA GGATA GATGTGAGCCTG | GGAT ACGATA [CGATA GOMCSCEATECE | gaatraaan TGGAT CTGGATA

D GTTCAGCGCGACC CTGCEELGTGTTCC
TAC|CCCGCETGAGCET |CAGCGECGCAGCT |GCCGLTGGAGCTA (CCGCGCAGCAGCT [GATCGCCCGAGCC |CAAMCGCGGCAGE
GCGARACT

TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC :crt:m G(AGGTGGCA TTTATTTICAGGGE |TTTATTTTCAGGGC [TTTATTTTCAGGGC [TTTATTTICAGGGE [TTTATTTTCAGGGC
TCCATGAGCTTCAA | TCCATGATTGTGAA [ TCCATGCCGTTCAT |TCCATGCTGGAAGT TCCATGGATGCGG |TCCATGAGCGAANT TCCATGAAACATGC | TCCATGCTGCTGCC [TCCATGAAAMCATGC [TCCATGTACGGCAT [TCCATGATGARATA
AAAAAGCCTGARA GOCTGAARAGC |ATCTGATTARAGCG |GGAAGT CGTG AT) GAGCC

E AATTAACCGCCATA TGGCGGCGAAGAT GeRaGaR || TACCTOLEGE | A CCTGTTCA | GAGCGGCGARAGE [GAARACCGTGTICE [GARATGCGATTACA | CCATAACCTE
(CCCGCCCGAGCTA |GATCGCCATAGCCT |CATCGCTACAGCCT [ATTCGCCATAGCCT | ASACGCATTAGCCT |CTGCGCCTGAGCCT eziﬁégfsﬁii?c ACCGCATTAGCTAC | TTCOGCCTGAGCCT [AGCGCGTGAGCTA [CCCGCTACAGECTG|TGCGCCATAGCTAC|
CGATA GGATG GGATA GGAT GGATGC GGATA GaCACES [GATGG GGATA [CGATG GATG GATC

]
]
2
A

TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGE E’:rm:é:ggi TTTATTTTCAGGGC |TTTATTTTCAGGGE |TITATTTTCAGGGC [TTTATTTTCAGGGE [TTTATTTTCAGGGC |TTTATTTTCAGGGE [TTTATTTICAGGGE T"TU C‘GGG;
TCCATGCGCCAGAA| TCCATGCGCAACAG | TCCATGATTGGCET TCCATGCGCGTGAC| TCCATGGATGCGCT | TCCATGAACGAAGA| TCCATGAGCGAAG | TCCATGCTGAACAG [TCCATGCATACCCT [TCCATGAACACET T;;A;;’c‘;;‘m
i CATC c

AAGCAAMACCCATC | CCTGATTCTGCTES CCAGLGCAACAG

A

TG
F GGTGGAGTGCTG | ' * e |STTCATICCGCTGA | GEAGCTGAATTICA| ACAGGCGAGCCAT AACAGGAANTGEA | CACCAGCGTGACC (GATGAMCGTGCTG |CCCGARACTGLIGT | oo o
AGCGCATTAGCTAC | CGCGCATTAGCTAC |ATGCGCTGLAGCCT TGGATCTGEGCAG ACCGCCTGAGCCT | GCCGCTTCAGCCTG|CTGCGCCATAGCCT [ACTY CGLAGC |COGCGCGCRAGLL |AGCCGCAACAGLE [ACCGLAACAGLCT GGATGCGGGCCTG
GATG GGATC GGATA GATG GGATA A TGGATG GGATG

GCGCS
CTGGATGATT TGGATTACGA
AACCG

CCAGT

TTTATTTTCAGGGC | TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC [TTTATTTTCAGGGC |TTTATTTTCAGGGC [TTTATTTTCAGGGC [TTTATTTTCAGGGC |TTTATTTTCAGGGC
TCCATGGATGATGA | TCCATGCTGGAMAC [ TCCATGACCATTAC [ TCCATGACECCGEG | TCCATGCAGCTGCC | TCCATGGTGLAGCA|TCCATGCCGGMACA | TCCATGGGLGAAC |TCCATGAGLAMCAG | TCCATGTTCAGCCT |TCCATGTTCAACCA |TCCATGGATGATTA
G AATTGAAACCGCGT |CGAACTGAMARAC |CGTGGATATGTTCG |CGCGCGCCGCAGE [GGGCGATGLGLGE |GTTCGGLTACGATT [TATTGATGAAATTTT|ATGATGEGAGCATT |CAGCGTGGETGCCG AACTG CATGATGAACATGA

TCCGCOGCAGCCT |GTGOGCGATAGCC [AACGCGAAAGCTA |AGCCGCCTGAGCC |GTGOGCATTAGCCT |GECGCCTEAGCCT [CCGCATGAGCTAC |ACCCGCAGCAGEC |GTGOGCGTGAGCT |CATCGCGTGAGCCT|AMACGCAACAGCTA|AACGCAACAGCET
GGATT TEGATG CGATG TGGATA GGATA GGATA GATTTC TGGAT ACGATG GGATG | CGATGE GGATG
TTTATTTTCAGGGC [TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC |TTTATTTTCAGGGC
TCCATGACCCTGCT |TCCATGCAGECGG |TCCATGGAACGCAA| TCCATGAMAATTGA [TCCATGTACTTCCC |TCCATGCAGLCGG
H (GAAATACCGCTACG | AAATTGTGACCGAT [AACCAACTACAAAA | TAACAGCCTGATTA [GAAAGTGAAACTG [AATTCGTGACCGAT
TGCGCACCAGCCT |AGCCGCCTGAGCC |GCCGCGCGAGCCT [AACGCCGCAGCCT |AGCCGCAACAGCT |CCECGCCTGAGCC
leGaTa TEGATA |eaTanCT GGATG ACGATG TGGATAGCT

=

Reverse primers
1 2 3 4 5 6 7 8 9 10 11 12

AATTCGGATCCCCG | AATTCGGATCCOCG | AATTCGGATCCCCE [AATTCGGATCCCCE | AMTTCGGATCCCOG | AATTCGGATCCCOG | AATTCGGATCCCCG | AATTCGGATCCCCE |AATTCGBATCCOCG | AATTCGGATCCCCG | AATTCGGATCCCCG | AATTCGGATCCCCG
ATATCCTTAGAAGT |ATATCCTTACAGGT |ATATCCTTACGCTT |ATATCCTTACCACC |ATATCCTTACATGC [ATATCCTTAGCTCA |ATATCCTTAGGTTTT|ATATCCTTAATGCA |ATATCCTTATTCCG |ATATCCTTAGCTCT |ATATCCTTACAGGT |ATATCCTTAGCGTT
A AGCGCGCGCTTTC |TCACTTCCTGGAAG |CGCGECGCATGEG [ACACTTTCACATGA |CCTGTTTGTTGCTG | GEAAATCGCTATCC |GETCAGECGECLG |GCAGGCTGCTGET |GGTTCATCAGTTTC |GCAGAATATCCTGE |TCAGCTGCACATCT | TGTAGAAGCTGCTT
GTTATCATCCAGGE | TTCAGATCCAGGLT | TTCCAGATCCAGGC |TCATGATCCAGGCT |CTTTTATCCAGGCT [ATGTTATCCAGGET |GTGGTATCCAGGCT|CGLCGCATCGTAG |TGTTCATCCAGGLT [AGGARATCCAGEE |TCGTTATCCAGGLT | TTCTGATCCAGGET
I TCGGGCGTTT CTGGCG TCTGGC AATGCG GTTGCGGLG GGTGCGGT TCECGCAT CTCECGEEET CAGGCGTIC TCAGGCGTTT \TCGEGCAC TTCGCECAC

ANTTCGGATCCCCG | AMTTCGGATCCCCG | AATTCGGATCCCCG ::X'éﬁi[ﬁég;; wrTcegATecces | TTCBGATECCEG | MTTCGGATCCECG | AVTTEGGATCCECG ||\ o o [AATTCGGATCCCCG [ANTTCGGATECCEG [ AATTCGGATECCE
ATATCCTTAGGTCA | ATATCCTTAGCTCA |ATATCCTTACGCGC ATATCCTTAGCTCA. |ATATCCTTACATGG |ATATCCTTACGCCA ATATCCTTAGCTGT [ATATCCTTATTCGCT|ATATCCTTACACGC
B GTTTTTCTTCCCATT | CGCGGTAGCTATCA| CCTGTTCCAGGTTA &gﬂgfggs 2;’]:;2:5"::6(; TGCGGTAGCTGCC |TCTGGTTCAGGTTT |GCATTTCTTICGLGG ;Eg%ﬂ::ggggg TGCEGCTTTTCGGE [ATCTTCTTCCGCCA | TCAGCACGTTAATC
CCGGATCCAGGCT |ATGCTATCCAGGCT | TCGTAATCCAGGCT |- = o o ol | areca AATGCTATCCAGGC | TCGTAATCCAGGCT |GTGCGATCCAGGE |~ b o | MAGTTATCCAGGCT | GCGGATCCAGGLT |ACGCTATCGTAGCT
CAGCGGAA GCTGEG CGGGC TG CGGGE TGGTGCGCAGT CGGGCGATG GAAGCGCGCGTAT [TTTGCG

| AATTCGGATCCOCCG | AATTCGGATCCCCG [AATTCGGATCCCCG | AATTCGGATCCCCG [AATTCGGATCCCCG [AATTCGGATCCCOG |AATTCGGATCCCCG |AATTCGGATCCCCG [AATTCGGATCCCCS | AATTCGGATCCCCG | AATTCGGATCCCOG | AATTCGGATCCCCG.
ATATCCTTAGTTGTT [ATATCCTTAGTAGT |ATATCCTTATTTCAG [ATATCCTTAATGAT |ATATCCTTAAATGG |ATATCCTTACATGTT |ATATCCTTAGCCGE |ATATCCTTAGGTET [ATATCCTTACTGCT [ATATCCTTACAGCG |ATATCCTTACACGC [ATA TTAATCGT
C GTTGCCATGGAAGT | TCGGLAGGAAGAA |GTTGTTCAGCAGGC|CCAGGCAATCTTTC |TGTTTTTTITGCTCA |AATCAGGTTATGAT [TATGGCCGGTTTTA |Td CTGCTGATCGCCC| GGTTATCCGCCTGE | GAATCATTTCGAAG | AATCGTTGCCGGTC|
I TTTTATCCAGGCTG [CAGTTCATCCAGGC | GCATATCCAGGCTG |ACCGGATCCAGGL |GAATATCCAGGCTA | CATCATCCAGGCTC | TGCGCATCGTAGCT |ACATCATCCAGGLT |GGGCTATCCAGGE | TTCAGATCCAGGCT |AAGCTATCCAGGLT [AGAATATCCAGGCT]
crocemt rectecacass _|craccatc remiaeearT__ |iaceTrie |asaeeTi cocs cacecamr___|matcecaecr _ |sTicocas |casccs rrcaceeT
AATTCGGATCOCCG | AATTCGGATCCOCG | AATTCGGATCCCCG | AATTCGGATCCCCG | AATTCGGATCCCOG [AATTCGGATCCCCG [AATTCGGATCCCCG [AATTCGGATCCCCG AATTCGEATCCCCG AATTCGGATCCCCG [ AATTCGGATCCCCG [AATTCGGATCCCCG
ATATCCTTACAGGC [ATATCCTTAGCGCA |ATATCCTTAMATTTT (ATATCCTTAGGTGC |ATATCCTTACAGGC |ATATCCTTAGTAGA [ATATCCTTATTTGAA|ATATCCTTAGTTGG ATATCCTTAAATGE ATATCCTTAGTACA |ATATCCTTAMATCG [ATATCCTTAGAAGT
D [ TTTTGCCCAGCATC |CGCTCGGGLTTTOG | GCGCGOCCAGLCG |AGCTTTCGCCCGCG | GGCAGCTGTACAG (AGGTTTTCGGCAGE | GCTGCTGTTCATGE | TCAGTTCTTTTITCA CCAGTTTCOCCGEG! GCTGGCTCTGCAG |CCGCTTTTTCTTTCA [AATCGAACACATGT
I TGGCCATCCAGGCT|CTGGTATCCAGGCT | AAGTTATCCAGGCT |GTGCTATCCAGGCT | GCTCACATCGTAGC | GCTTCATCCAGGCT | TAATATCGTAGCTG | TTTTATCGTAGCTC CCGCGAT ATCCCAATCCAGGE | GCACATCCAGGCTC | TCGCTATCCAGGCT
G 118 CAGGCGTTC 118 CACGCGGGTA il GLCGCGTTT
AATTCGGATCCCCG [AATTCGGATCCCCG | AATTCGGATCCCCS |AATTCGGATCCCCE | AATTCGGATCCCOG | AATTCGGATCCCCG AATTCGGATCCCCE AATTCGGATCCCCS |AATTCGGATCCOCG | AATTCGGATCCCCE [ AATTCGGATCCCCG | AATTCGGATCCCCG
[ ATATCCTTAAATGT |ATATCCTTATTTGCT [ATATCCTTATTCCA |ATATCCTTAGCCCG [ATATCCTTAGCCCG [ATATCCTTAGCCGE ATATCCTTAGETTTE| ATATCCTTAGCATTT|ATATCCTTAAATAAT | ATATCCTTAGCATTT[ATATCCTTAATCGTT|ATATCCTTATTTATC
E AATCGCTCGGITIC [TTCATCGEGTITCG | GATCGETGTARTCE [GCAGCAGTITGT | CCGEGTAGTTGGTT| TGCCTITARTTTTA Al e (. |CACARTGCTGGTTT [GCCGCCTTTGETCS [CACAATGCTGGICT |CCANTCCGECAGCT|CGLCEECTTTTCA
ATAATATCGTAGCT [GATCATCCAGGUTA|AGAATATCCAGGCT [GTTTTTATCCAGGE |TTCGCATCCAGGCT | TGTTATCCAGGCTC (GCGCCATC TGCCATCGTAGCTA |GGCTATCCAGGLTC| GGCCATCGTAGCTC | GTTCATCCAGGCTG | GCAGATCGTAGCTA)
o TATGECGMIG _ |mTeeeTT ASGEGEAG ATGCGGT scecaem AceceeTs acceser racacaA
AATTCGGATCCCCG [ AATTCGGATCCCCG | AATTCGGATCCCCS AATTCGGATCCCCE AATTCGGATCCCOG |AATTCGGATCCCCG [ AATTCGGATCCCCG | AATTCGGATCCCCG | AATTCGGATCCOCG | AATTCGGATCCCCG | AATTCGGATCCCCG AATTCGGATCCCCG
ATATCCTTAATCTTT [ATATCCTTACGGCG | ATATCCTTACAGCA ATATCCTTACAGCT ATATCCTTAGTTGC |ATATCCTTAATCCA [ATATCCTTAATCGG |ATATCCTTAATCGG |ATATCCTTAGGTGT |ATATCCTTAGTATTT [ATATCCTTACACGG ATATCCTTAGTATTE)
F (GAAGGTGCGCTGC (GCGGGCCCAGGCT |GGAAGCCCTGGCT GCTGGTACTOGET | TCGGGAATTTCACA |CCAGAATGGTTTTG [TCGCCTGCGCCAC |TCGCCTGGCTAATG |TCGGCACGCTCGG |GCTGCATTTCACGT [TCAGGAACAGAATC| CCAGCGGTICAGG
GCTTCATCGTAGET [GTAGCGATCGTAG |GTACAGATCCAGG GCGCAGATCCAG I TCGCTATCCAGGCT | CTATCATCCAGGET | GAAGTTATCCAGGC | TAATCATCCAGGCT |ATCGTAATCCAGGC | TTTCATCCAGGCTG [AGATCATCCAGGLT | CCCGCATCCA
AATGCGCTG CTAATGCGLGG CTGCAGCGCAT CAGGCGGTT GAAGCGGCT TATGGCGCAG GLGGLG TCGCGC TIGCGGCT GTTGLGGTA
AATTCGGATCCCCG [AATTCGGATCCCCG | AATTCGGATCCCCS [AATTCGGATCCCCE | AATTCGGATCCCOG | AATTCGGATCCCOG [ AATTCGGATCOCCG | AATTOGGATCCCCG [AATTCGGATCCOCE | AATTCGGATCCCCG |AATTCGGATCCCCG | AATTCGGATCCCOG
ATATCCTTAAATTTT (ATATCCTTACACAT |ATATCCTTACAGGT |ATATCCTTAGAAGC |ATATCCTTATTCGL |ATATCCTTAGGTGG [ATATCCTTATTTGCT |ATATCCTTAGCTCG |ATATCCTTACACGG |ATATCCTTACACTTT [ATATCCTTACTGTTC|ATATCCTTATTCAAT
G (GCGCACGGTCGGT |CGCGCAGCTGGGT |TAATTTCGCGAATA |[TGCGGCGCEEGGT |GCACCATGGTCAGT| TCAGATGTTTCGCG |GCTGCGCTGTTCCA |GETTAATGGTGCCT |TGCTGETECTGCTG] TATCGTTTTTTIT [TTCGTTTTTTITCAG [ TTCTTCGGTGCCTT
T TGTARTCCAGEET |CATTTCATCCAGGE |ATTTCATCOTAGET |AATGCTATCCAGEE [TCGGTATCCAGGCT |CTARTATCCAGGET | GEAARTCGTAGCTC | TTGCGATCCAGGCT |CTCGCATCGTAGET |ATCATCCAGGCTCA | GCCATCGTAGTTGT |CCACATCCAGGETG
GCGGCGGA [ TATCGCGCAC. TTCGCGTTC TCAGGCGGCT AATGCGCAC CAGGCGCCA ATGCGG GCTGCGGGTA CACGCGCAC CGCGATG [ TGCGTT I TTGCGTTT
AATTCGBATCOCCG | AMTTCGBATCCOCS | AATTCOGATCCCCE | ATTCEGATECCCE | AMTTCBGATECCCE [ARTTCGGATEECES
ATATCCTTAGCTGC [ATATCCTTACACTTT | ATATCCTTAGCTTTT [ATATCCTTAGCGTT |ATATCCTTAGCGGG |ATATCCTTACACGC
H TTTTITCGCTGLCC |AATCACTTCCAGGA | GCTGCTGCTGCTGA | CGCCGCTGRTGCG [TGTAGTTCAGGGTG | GAATCATTTCGAAG
AGCATATCCAGGCT [AGCTATCCAGGCTC | AGTTATCCAGGCTC |CACCACATCCAGGC | TAATCATCGTAGCT |AAGCTATCCAGGCT
[GOTGCGCAC AGGCGGCT GCGCG TGCGGCaTTT GITGLCGCT CAGGCG

&

Supplemental table 1: List of primers used for the Fpkl substrate library. a, Forward
primers organized following the order found in Supp. Figla. The consensus motif sequence is
surrounded by 5 codons unique for each peptide. b, Corresponding reverse primers.



Running title: TORC2 regulates endocytosis via AkI1.

Supplemental table 2

Putative Detected

Putative Detected

" . Size . - - . . Size N
Protein Function Motif Phosphos 5 Protein Function Motif Phospho-5  5-
(aa) Position  Phospho (aa) Position Phospho
AFR1 Shmoo formation 620 gppprsskRpSLDdnesaryf 472 YES MTH1 Glucose sensing 433 ronhk vELDealpkl Ty 161 NO
ssvs 1nfgevnl 960 YES MSN4G Transcription regulation 630 itptpafgRrSYDismnssfk 488 YES
AKL1 Endocytosis 1108 P— N -
mrksfa lervrrea 1072 YES MUBL Ubiguitin/Proteasome 620 sl o i NO
AMS1 Mannose metabolism 1083 ipir 7 48 NO NCse RNA modification 359 cty no
Vesicles traficking/Autophagy/TOR NTG1 DNA repair 399 NO
ATG13 g/Autophagy/TOR stsafnsrRnSLOkssnk 581 YES :
pathway factor agm NUM1 Organel migration 2748 sclrdgidRpSLDvikek NO
BAS1 Purine/histidine metabolism 811 sdtfnpeyRtSLDnmdsdils 513 NO NUT1 Transcription regulation 1132 NO
BEM2 Cytokeleton organisation 2167 patpngkmRdSLDttgrlskt 1046 YES OAF3 Oleate metabolism 863 NO
BRLL Biotinylation 690 - ) o 327 NO ORTL Arginine metabol 292 NO
€0G6 Vesicles traficking 839 179 O PIGL Glycogen metabolism 648 piig e NO
5 5 o " PML39 RNA maturation 334 NO
coGs Vesicles traficking 507 7 : 2 NO PRO2 Proline metabolism 456 . NO
CTR9 Transcription 1077 727 No PRP5 RNA maturation 849 semeves NO
CYK1 Budding 1495 ot y 706 NO PTR3 Amino acids sensing 678 =h NO
b2 Sporulation 489 aemlkofRwSiDoeweeklt 459 NO PUSY tRNA modification 462 NO
T s o RADSY DNA repair 1309 NO
- yrvsadygRpSLDydnlegga 365 YES RIB2 tRNA modification 591 NO
DNF1 Lipid transport 1571 grgpstnvRsSLDrtreqmia 1526 YES RMT2 Translation regulation 412, W ERY I NO
nrysveraRtSLDlpgvtnaa 1552 YES SDP1 sh2 phosphatase regulation 209 166 NO
rnsrsfgpRgSLDsigsyrms 386 YES SEG1 i 960 o 145 NO
yrmsadfgRpSLDyenlngtm i r 236 NO
DNF2 e 1612 403 YES SETL Chromatin 1080 36 N
asargnklRtSLDrtreemla 1566 YES sKI3 RNA degradation 1432 igivevimReSLDI ggfii 818 NO
trysveraRaSLDlpginhae 1592 YES SLM2 L stress 656 msygrnsaRaSLDlrsqyqgl 11 YES
DNF3 Lipid transport 1656 dapiekghRpSLDnfpksrns 651 YES SMC3 Mitosis 1230 .. (o, N 597 NO
ENT4 fficking 247 213 NO SRO77 Vesicles traficking 1010 o Lodsktilvd 566 NO
ERG1 Ergosteral metabolism 496 386 NO §s01 Vesicles traficking 290 vagatd 79 YES
Esc1 Telomeres 291 77 NO 5502 Vesiclestraﬁckini 295 seogemelRrSLDdvisgatd 83 No
- - o TCB3 1545 lnstsv LDydpsvpnt 1354 YES
GNTL Glycans modifications 491 yid 208 NO TELL Telomeres 2787 hiimovisinSLbenvicsiky 1983 NO
GPB2 PKA inhibitor 880 vk 580 NO TEPL PI3P Phosphatase 434 niyr ¥ 69 NO
GUD1 Guanine metabolism 489 56 NO TOG1 Fatty acid metabolism 794 o s SF i3 rwey 350 NO
HCs1 DNA synthesis 683 298 NO TRLL tRNA modification 827 601 NO
- - uUso1 Vesicles traficking 1790 805 NO
HULS Ubiquitin/Proteasome 910 mrialdickRISLDddhnli 532 NO \PS3 Ve \Vacuole 1011 648 NO
IRA2 cAMP metabolism 3079 gytaeqgst Dahktghtg 547 NO VPS54 Protein recycling 889 69 YES
RCZ DNA synthesis 639 eskdfiR1SID: 640 O vTCA Vesicles traficking/Vacuole 721 .37; NO
YJRO98e Unkown function 656 332 NO
Jir4 Unkown function 876 752 NO YML35 Translation regulation 367 ! k] qr3 77 NO
- sg0 _3=hdasitRsSLDrkgtinps 51 YES
KNS1 TOR pathway factor 737 nsil i i 1 66 NO snssvvpvRvSYDassststv 7 YES
MAL33 Maltose metabolism 468 porvr 267 NO sideelhRvSLDckkndik 13 NO
MDM30 Ubiguitin/Proteasome 598 . Jewing ndvd 59 NO YMR114C Unkown function £ngkkslkRnSY¥Dglkkneeq 305 YES
YPROO3c Unkown function 754 ik i fie 572 NO
MDs3 TOR pathway factor 1487 enafsatpRaSLDggmlgksl 934 YES YPRO78¢ Unkown function 372 259 NO
MIF2 Kinetochore 549 tykrkystRySLDtsespsvr 154 YES YPR196wW Unkown function 470 : 267 NO
MKT1 Transcription regulation 830 -1: 1550 z 719 NO £fs ks
— — - YTAG Assymetric protein 754 -oTktny LD 255 YES
MMS22 Ubiguitin/Proteasome 1454 = 55 NO kidnslikRrSLDvvrtsger 278 YES
MNL2 Mannose metabolism 849 tneldveiRks 551 NO YUR1 Protein modification 428 kvkl tlnyty 70 NO
ZFN1 Respiratory transition 465 el 15LDsffemir 267 NO

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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