Supplementary Table S5 - Yeast Strains used in this study

Strain code Name Genotype Origin
MATa his341 leu240 met1540 ura340 .
yABA19 WT trp1.0::NathiX This study
MATa his341 leu240 met1540 ura340 : dg
YABAZ1 cka24 ckb24 trp1.0::NatMX cka2A-HphMX ckb2A:KanMx | 1S Study
MATa Ty1-his3Al-41-3114 his3-A1 leu2-40
LVi434 wr lys2-A0 ura340 (1)
. MATa Ty1-his3Al-41-3114 his3-A1 leu2-A0 . a
yABA15 Ty1-his3Al cka14 lys2-40 ura3A0 ckal A=KanMx This study
. MATa Ty1-his3Al-41-3114 his3-A1 leu2-40 . b
yABA16 Ty1-his3Al cka24 lys2-40 ura3A0 cka2A-KanMx This study
. MATa Ty1-his3Al-A1-3114 his3-A1 leu2-40 . .
yABA17 Ty1-his3Al ckb14 lys2-40 ura3A0 ckb1A=KanMx This study
. MATa Ty1-his3Al-41-3114 his3-A1 leu2-40 . d
yABA18 Ty1-his3Al ckb24 lys2-40 ura3A0 ckb2.A:KanMx This study
. MATa Ty1-his3Al-41-3114 his3-A1 leu2-40 . ae
yABA24 Ty1-his3Al cka1A ckb14 lys2-40 ura3A0 ckalA=KanMX ckb1A:HphMX This study
i MATa Ty1-his3Al-A1-3114 his3-A1 leu2-40 . bt
yABA25 Ty1-his3Al cka1A ckb24 lys2-40 ura3A0 cka2A:KanMX ckb2A:-HphMX This study
. MATa Ty1-his3Al-A1-3114 his3-A1 leu2-40 . .
yABA26 Ty1-his3Al cka24 ckb14 lys2-40 ura3A0 cka2A:HphMX ckbA:KanMX This study
. MATa Ty1-his3Al-A1-3114 his3-A1 leu2-40 . de
yABA27 Ty1-his3Al ckb24 ckb14 lys2-40 ura3A0 ckb2A:KanMX ckb1A:HphMX This study
i MATa Ty1-his3Al-A1-3114 his3-A1 leu2-40 . g
yABA28 Ty1-his3Al cka2A ckb24 lys2-40 ura3A0 cka2A:HphMX ckb2:KanMX This study
BY4741 WT MATa his341 leu240 met1540 ura340 Euroscarf
MATa his341 leu240 met1540 ura340 . g
yABA11 cka24 ckb24 cka24::HphMX ckb2:KanMX This study
MATa his341 leu240 met1540 ura340 .
yABA35 ste12A ste124-LEU2 This study
MATa his341 leu240 met1540 ura340 . dgh
YABASY ste12A cka24 ckb24 cka2A::HphMX ckb2:KanMX ste124:LEU2 | 1S StudY
. MATa Ty1-his3Al-A1-3114 his3-A1 leu2-40
Lvi7s7 Ty1-his3A1 spt3A lys2-A0 ura340 spt3A::HphMX (2)
LV47 spt3-101 MATa ura34851 trp1463 his34200 spt3-101
MATalpha his341 leu240 trp14 met1540 .
ByAste12 ste12A ste124-URA3 This study
MATalpha his341 leu240 trp14 met1540 . dg
dCKAste12 ste12A cka2A ckb24 ste124::URA3 cka2A::HphMX ckb2A:-KanMX This study’
MATa, ura3-52, his3-4200, lys2-801, ade2-
Y190 101, trp1-901, leu2-3,112, gal44, gal804, 3)
URA3::GAL1-lacZ, LYS2::GAL4(UAS)-
HIS3,cyh?
SC1131 (TAP-Cka1)
SC6163 (TAP-Cka2)
TAP-tagged | SC1987 (TAP-Ckb1) Veast TAP-
strains SC1485 (TAP-Ckb2) Cgl?zome y
SC1870 (TAP-Tup1)
SC5005 (TAP-YKR011C)

a. CKA1 complete CDS was deleted by a KanMX cassette amplified from the gDNA of strain BY4741

cka1A::KanMX from Euroscarf strain collection clone 1d:Y01428

b. CKA2 complete CDS was deleted by a KanMX cassette amplified from the gDNA of BY4741

cka2A::KanMX from Euroscarf strain collection clone 1d:Y01837

c. CKB1 complete CDS was deleted by a KanMX cassette amplified from the gDNA of BY4741

ckb1A::KanMX from Euroscarf strain collection clone Id: Y04387

d. CKB2 complete CDS was deleted by a KanMX cassette amplified from the gDNA of BY4741

ckb1A::KanMX from Euroscarf strain collection clone Id: YO1815

e. CKB1 complete CDS was deleted by a HphMX cassette amplified from pAG32.




f. CKB2 complete CDS was deleted by a HphMX cassette amplified from pAG32.
g. CKA2 complete CDS was deleted by a HphMX cassette amplified from pAG32.

Supplementary Table S6 - Plasmids used in this study

(IN mutations SazA, Saa7A, S3s4A, S3e0A, , SaeoA, SariA,
Sa73A)

Name Description Origin

pAG32 for deletion (4)

pRS305 for deletion

pFA6a-HphMX6 for deletion (5)

pGAL-Ty1 2u AmpR URA3 pGAL1-Ty1-his3Al (6)

pABA19 CEN AmpR LEU2 pPSP2-Ty1-his3Al J. Curcio

pABA20 CEN AmpR URA3 pPSP2-Ty1-his3Al This study
CEN AmpR URA3 pPSP2-Ty1""- (IN mutations SaseA, .

T A M1

pPPSP2-Ty1 Sar1A, Yar2F, Sar3A, Tar7A, TagoA, SagoA) This study
CEN AmpR URA3 pPSP2-Ty1"-his3AI (IN mutations

pPSP2-Ty1™3 S347A, S3s4A, S360A, Sa11A, SaeoA, Sa71A, YaraF, SazaA, TarzA, | This study
Tag0A, SagoA)
CEN AmpR URA3 pPSP2-Ty1"®-his3Al (IN mutations

pPSP2-Ty1%e S4sA, Saa7A, SasaA, S3e0A, Sa11A, SaeeA, SariA, YaroF, SazsA, | This study
Tar7A, TasoA, SageA)

pCM185-IN-HBH CEN AmpR TRP1 TetO;-CYC1p-IN-HBH @)

pCM185-IN CEN AmpR TRP1 TetO7-CYC1p-IN This study
CEN AmpR TRP1 TetO7-CYC1p-INM® (IN mutations SazA,

pCM185-INM6 S347A, S3s4A, S360A, Sa11A, SaeoA, Sa71A, YaraF, SazaA, TarzA, | This study
Tag0A, SagoA)

pCM185-Ty1 CEN AmpR TRP1 TetO;-CYC1p-Ty1 This study
CEN AmpR TRP1 TetO7-CYC1p-Ty1¥® (IN mutations S®A,

pCM185-Ty1M6 S34TA, S3MA, S¥OA, SHIA SO SHTIA| Y4T2F, SYT3A, T4TA, | This study
T480A, SAQQA)

pAS2-IN-C-tag 2u AmpR TRP1 GBD-IN-C-tag This study

pAS2-Cka 2u AmpR TRP1 GBD-Ckaf This study

pAS2-Cka2 2u AmpR TRP1 GBD-Cka2 This study

pAS2-Ckb1 2u AmpR TRP1 GBD-Ckb1 This study

pAS2-Ckb2 2u AmpR TRP1 GBD-Ckb2 This study

pACTII-IN-C-tag 2u AmpR LEU2 GAD-IN-C-tag This study

pPL121/pACTII-IN 24 AmpR LEU2 GAD-IN (8)

pAT26/ pACTII-IN578 2u AmpR LEU2 GAD-IN.s7s (8)

pABA10/ pACTII-INage.s11 24 AmpR LEU2 GAD-INags.s511 This study

pACTII-Cka1 2u AmpR LEU2 GAD-Cka1 This study

pACTII-Cka2 2u AmpR LEU2 GAD-Cka2 This study

pACTII-Ckb1 2y AmpR LEU2 GAD-Ckb1 This study

pACTII-Ckb2 2y AmpR LEU2 GAD-Ckb2 This study

pET17b-6H-Fh8-IN-C-tag pBR322 AmpR T7p-6his-Fh8-IN optimized codon-C-tag (2)

PET17b-6H-Fh8-INe-C-tag tp;%R322 AmpR T7p-6his-Fh8-INs7s.635 optimized codon-C- This study
pBR322 AmpR T7p-6his-Fh8IN"" optimized codon-C-tag

pET17b-6H-Fh8-INM'-C-tag (IN mutations SaeoA, Sa71A, YarzF, SazsA, Tar7A, TasoA, This study
SageA)

ALLERR INM2(~ pBR322 AmpR T7p-6his-Fh8IN"? optimized codon-C-tag .
PET17b-6H-Fh8-IN™-C-tag (IN mutations Sa3A, S347A, S3s4A, S3s0A) This study
pET17b-6H-Fh8-IN¥®-C-tag pBR322 AmpR T7p-6his-Fh8IN"® optimized codon-C-tag This study

(IN mutations Sz47A, S3s4A, S360A, Sa11A, SaeoA, Sa71A,
Ya72F, Saz3A, Ta77A, Tas0A, SageA)
pET17b-6H-Fh8-IN"4-C-tag pBR322 AmpR T7p-6his-Fh8INY* optimized codon-C-tag This study




pET17b-6H-Fh8-IN¥®-C-tag pBR322 AmpR T7p-6his-Fh8INY® optimized codon-C-tag This study
(IN mutations SazA, S347A, S3s4A, S360A, SaeeA, Sar1A,

Saz3A, SageA)

pET17b-6H-Fh8-IN"®-C-tag pBR322 AmpR T7p-6his-Fh8IN® optimized codon-C-tag This study
(IN mutations SazA, S347A, S3saA, S360A, Sa11A, SaedA,
Sar1A, Yar2F, Sar3A, Tar7A, TagoA, SagoA)

pET17b-6H-Sso7dIN-C-tag pBR322 AmpR T7p-6his-Sso7d-IN optimized codon-C-tag (2)
optimized codon-C-tag
pET17b-6H-Sso7dIN¥®-C-tag pBR322 AmpR T7p-6his-Sso7d INYP optimized codon-C- | This study

Sa73D, Sag9D)

tag (IN mutations SasD, Sz47D, S3s4D, Sze0D, SaeoD, Sa74D,

pAB19 is a derivative of pBJC1280 given by Joan Curcio (CEN AmpR LEU2 pPSP2-Ty1-his3Al) in which LEUZ2 has been

replaced by URA3.

Supplementary Table S7 - Primers used in this study

Name Sequence
O-AB18_Act1F TCGTGCTGTCTTCCCATC
0O-AB19_Act1R AAACGGCTTGGATGGAAACG
0O-AB46_TYBOUT GTGATGACAAAACCTCTTCCG

0-AB91_SNR330UT

TTTTAGAGTGACACCATCGTAC

O-ABA27_HXT (HXT17, HXT16, HXT15, HXT13)

GACATGGGCCCCTGTTGCT TATATTGT

O-AMA14_Ty1-5'2F TGGAACGCCTCTGAGCACTC
O-AMA15_Ty1-5'2R CATTAGGTGAGGTTAACATTG
0O-AMA34-HIS3-5R GGCGCAAATCCTGATCCAAA
0O-AMA35- HIS3-5F ACGACCATCACACCACTGAA
O-AMA10_Act1F ACGTTACCCAATTGAACACG
O-AMA11_Act1R AGAACAGGGTGTTCTTCTGG

O-AMA158_Adapteur F

GTAATACGACTCACTATAGGGCACGCGTGGTCGACGGCCC
GGGCTGGT

O-AMA159_Adapteur R

ACCAGCCC

0O-AMA344_PSP2-5F

AGCTTGACTCACCAGCTCTT

0O-AMA345_PSP2-3R

TATCGTCGCCACCTTTCTCA
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