Supplemental Table S1. Plasmids used in this study.

# Plasmid Name Plasmid Description
PARHOAOS | pRS41HSn 15" | e e onba into pR4 14 ssing Socrcnol ates
prarsse | MBS TITIA | e e et M o e Made e
PRAH0855 HSMSSRIBIA | Gicciod mutagenesis of pAAHOADS o o > o
prarons | vass o | SO el A g 9 Ve e
PRAHO85T HMMSSRIBA | Gicc o iagenesis of pAAHODS o o o
PAAH0858 Hsh155 T178A R181A R182A | Used to generate a strain with mutated Hsh155. Made by site-

R186A (N4A) directed mutagenesis of pAAH0403

Used to generate a strain with mutated Hsh155. Made by site-

PAAH0860 Hsh155 K227A directed mutagenesis of pAAH0403 .
oz | eSS OTTSA | el e G A S e e
o | RSSRIIS | e S O e e e
ooy | Heniss GG | el G g S e e
OAAHO8E5 Hsh155 R778A Used to generate a strain with mutated Hsh155. Made by site-

directed mutagenesis of pAAH0403

Hsh155 Q773A R775A Used to generate a strain with mutated Hsh155. Made by site-

PAAH0866 R776A Q778A (C4A) directed mutagenesis of pAAH0403 _

PAAH0818 Hsh155 K740A drected imitagenesis of pAAHOA0S o e S
PAAH0819 Hsh155 R744A dirocted mutagenesis of PAAHIOADS oo
PAAH0820 Hsh155 N747A drected imitagenesis of pAAHOADS o e S
PAAHO82' Hsh155 V783A dirocted mutagenesis of PAALIOADS o
PAAH082 Hsh155 K818A drected imitagenesis of pAAHOADS o o S
PAAH0823 Hsh155 Y826A dirocted mutagenesis of PAAHIOADS oo
PAAH087S Hsh155 K740R drected imitagenesis of pAAHOA0S o e S
PAAH0876 Hsh155 N747D dirocted mutagenesis of PAALIOADS oo
PAAH0878 Hsh155 V783 drected imitagenesis of pAAHOA0S o e S
PAAH0879 Hsh155 K818R dirocted mutagenesis of PAAHIOADS o
PAAH0933 Hsh155 64-072 Vade by ste-direoted mutageness of pAALOAS -
R I e g
OAAH0958 Hsh155 103-972 Used to generate a strain with truncated Hsh155 (aa 103-972).

Made by site-directed mutagenesis of pAAH0403




Used to generate a strain with truncated Hsh155 (aa 157-972).

PAAHO935 Hsh155 157-972 Made by site-directed mutagenesis of pAAH0403

panHossS | Honiss torarz | e io Generle & sran wib tuncald a6 e 197-672)
phaHosss | aisszor-arz | Laediosenermie s s i rncata iy 6 e 27-072)
panHOSeD | Homisoarsarz | Lseio generle s sran wih tuncald a6 (e 275672)
paaHOsSt | Hsrisaaierz | Ueed o geneale s s i ncated a6 (e 31072)
panHossz | Homisoastarz | psedio generle s sran wih tuncald et (e 351672)
panHOSGd | Homisoazzarz | Lsedio generle s stan wib tuncald ahiSs (aa 472672)
panHosss | whios tom | psedio generle s sran wih tuncald et (e 1560
paaroses | Hamissrost | Ueedo sl s sran i imcatd e 6 e 196
panHosed | whios 1om | psedio denerle s sran wih tuncald et (e 1950
paaroser | Homissrost | beedo gsner s s i mcald e 5 e 1951
panHosar | whios 1o | psedio genere s sran wih tuncald et (e 1045
pAAH0938 Hsh155 1-910 Used to generate a strain with truncated Hsh155 (aa 1-910).

Made by site-directed mutagenesis of pAAH0403

pAAH0869 Hsh155 3xFLAG Same as pAAH0403 but with 3xFLAG at C-terminus

pAAH0945 Hsh155 Hs 1-5 3xFLAG Human HEATSs 1-5 have been inserted into pAAH0869.

pAAH0944 Hsh155 Hs 1-12 3xFLAG Human HEATSs 1-12 have been inserted into pAAH0869.

pAAH0946 Hsh155 Hs 1-16 3xFLAG Human HEATSs 1-16 have been inserted into pAAHO0869.

pAAH0940 Hsh155 Hs 5-12 3xFLAG Human HEATSs 5-12 have been inserted into pAAH0869.

pAAH0943 Hsh155 Hs 5-16 3xFLAG Human HEATSs 5-16 have been inserted into pAAH0869.

pAAH0939 Hsh155 Hs 5-20 3xFLAG Human HEATSs 5-20 have been inserted into pAAH0869.

pAAH0941 Hsh155 Hs 12-20 3xFLAG Human HEATSs 12-20 have been inserted into pAAH0869.

- pACT1CUP1 WT WT reporter used for ACT1-CUP1 assays. Gift of D. Brow?

BS U254G reporter used for ACT1-CUP1 assays.
- pACT1CUP1 U254G Gift of C. Query

BS A255G reporter used for ACT1-CUP1 assays.

BS C256A reporter used for ACT1-CUP1 assays.

BS U257A reporter used for ACT1-CUP1 assays.

BS U257C reporter used for ACT1-CUP1 assays.

BS U257G reporter used for ACT1-CUP1 assays.

BS A258C reporter used for ACT1-CUP1 assays.

BS A258G reporter used for ACT1-CUP1 assays.

BS A258U reporter used for ACT1-CUP1 assays.
Gift of C. Query

- pACT1CUP1 A258U




pACT1CUP1 BS C (A259C)

BS A259C reporter used for ACT1-CUP1 assays.
Gift of C. Query

pACT1CUP1 BS G (A259G)

BS A259C reporter used for ACT1-CUP1 assays.
Gift of C. Query

pACT1CUP1 C260G

BS C260G reporter used for ACT1-CUP1 assays.
Gift of C. Query

Derived from pAAH0869. Contains T178A, R181A, R182A,

PAAH1047 Hsh155 N4A 3xFLAG R186A. Used for western blotting to confirm expression.
PAAH1048 Hsh155 R775A 3xFLAG Derlyed from pAAH0869. Contains R775A. Used for WB to
confirm mutant expression.
Derived from pAAH0869. Contains R778A. Used for WB to
PAAH1049 Hsh155 R778A 3xFLAG confirm mutant expression.
pAAH1050 Hsh155 K818A 3xFLAG Derived from pAAH0869. Contains K818A. Used for WB to

confirm mutant expression.

'Originally described in Carrocci et al. 2017.
2QOriginally described in Lesser and Guthrie 1993.




