Primers used to generate point mutation constructs of Rho1

Rho1-1

Rho1-2
Rho1-A (Q15V)
Rho1-B (Q15V)
Rho1-C (Q64L)
Rho1-D (Q64L)
Rho1-3

Rho1-4

Rho1- 5
Rho1-6

Rho1-7

Rho1-8

CGACCTGGAGGTATTTGAGACC
CAGCTGGCATTTGACGGACAGC
GCTCACGACCATCAGGCGACGTTGCTTGTGGTAAAACATGTCTG
CAGACATGTTTTACCACAAGCAACGTCGCCTGATGGTCGTGAGC
CATTGTGGGATACTGCTGGACTGGTGCGTGGTAATTGTCGCCC
GGGCGACAATTACCACGCACCAGTCCAGCAGTATCCCACAATG
GTTCCGAGTATTTCTTTCGACCcaggaaacagctatgaccatg
catggtcatagctgtttcctgGGTCGAAAGAAATACTCGGAAC
cactggccgtcgttttacaacTTACACTTGCATCTTGCCCCAAC
GTTGGGGCAAGATGCAAGTGTAAgttgtaaaacgacggccagtg
ACGTATGCTATGCGTGTTAGCC
GAAATTGCACCTGAGGATTGGCC

Primers used to generate Pcrrs-RHO1

Pcu1

Pcu2

1-Rho1 Pcu
2-Rho1 Pcu
3-Rho1 Pcu
4-Rho1 Pcu
5-Rho1 Pcu
6-Rho1 Pcu
7-Rho1 Pcu
8-Rho1 Pcu
9-Rho1 Pcu

cactggccgtegttttacaacCGATGGTCCATATGGACCAATTGG
CCAATTGGTCCATATGGACCATCGgttgtaaaacgacggccagtg
GCGTTGCTATTCTTCTTTGAGAGCGCC
CACATTTAGTTCCACCGTCTTCCTGACC
GGAGGTATTTGAGACCAGAGAcaggaaacagctatgaccatg
catggtcatagctgtttcctgTCTCTGGTCTCAAATACCTCC

CAACGACTTCACCAATCCATATGATGTCCGGAGAAATCAGGAGAAAGC
GCTTTCTCCTGATTTCTCCGGACATCATATGGATTGGTGAAGTCGTTG

CAGCGACGAACAAGATAAAGTACAACTC
GGGCCAAGGCGTGAGAATGGC
CGAGCATTACAGGGCATAACTAC

Primers used to generate deletion constructs of RHO10, RHO11, CDC42 and CDC420

1-Rho10
2-Rho10
3-Rho10
4-Rho10
5-Rho10
6-Rho10
7-Rho10
8-Rho10
9-Rho10
10-Rho10

1-Rho11
2- Rho11
3- Rho11
4- Rho11

TGTCAGCATCGGACGATACATGGACACT
AACTGGGTTGGAAAGATGAGCTGGAGGA
GCTGGGACCCGAAACACCTCCAcaggaaacagctatgaccatg
catggtcatagctgtttcctgTGGAGGTGTTTCGGGTCCCAGC
cactggccgtcgttttacaacGGATGTTTGGGGAGAATTACGA
TCGTAATTCTCCCCAAACATCCgttgtaaaacgacggccagtg
AGATGAAAGGTTTGGTACCGGGAGGCAT
GAGACATGTTCTGCGAAGGTGATGCTGA
CGTCTCATGGGTGCGCTGTCGT
TGAAGGGCAGGAAGTGCGTGG

TCCTAATCCCACCCGACCTACTTCATCG
ATGACCGATTGACTTGGCATCTCTCCCT
CAAGTCCCAACAATCGTGCAGTGcaggaaacagctatgaccatg
catggtcatagctgtttcctgCACTGCACGATTGTTGGGACTTG



5- Rho11
6- Rho11
7- Rho11
8- Rho11
9- Rho11
10-Rho11

1-Cdc42
2-Cdc42
3-Cdc42
4-Cdc42
5-Cdc42
6-Cdc42
7-Cdc42
8-Cdc42
9-Cdc42
10-Cdc42

1-Cdc420
2-Cdc420
3-Cdc420
4-Cdc420
5-Cdc420
6-Cdc420
7-Cdc420
8-Cdc420
9-Cdc420
10-Cdc420

cactggccgtcgttttacaacGGCAACATCCGAGAATCGGGC
GCCCGATTCTCGGATGTTGCCgttgtaaaacgacggccagtg
CTTGGCAAATCACCCTGTCAGTCACCTC
CTACCTTTCCCGGATCCCATCATTGAGA
CACAATTGCGTTCGCGTCAGC
GGCGCCACGAATGGGAGCTTT

CGATTCATACGACAGTGACAGCAGCACA
CTCAGTCATCAAAGCTTCCACCCCTTCC
TCGGAGACGGTGCCGTTGGAAcaggaaacagctatgaccatg
catggtcatagcetgtttcctgTTCCAACGGCACCGTCTCCGA
cactggccgtegttttacaacTCCTTTTGGCTTCCCTTTCGCCA
TGGCGAAAGGGAAGCCAAAAGGAgttgtaaaacgacggccagtg
AGAGACGGAGAGCGACGATTTCAAGTCC
GCCCCTTCTTCCTTCTCTCGTATCCACC
GGCGAGAGGCTCATGCGGAAT
CGTGGCGGCATTAGAACCCCCT

CAGCGACGATGTTGATGAGGGTAAGCAT
CAACTCATCCCCATCCCACTCACCAC
GGGTGACGGCGCTGTTGGAAAcaggaaacagctatgaccatg
catggtcatagctgtttcctgTTTCCAACAGCGCCGTCACCC
cactggccgtcgttttacaacCCGCCAGTCGTGAAAAAGACCA
TGGTCTTTTTCACGACTGGCGGgttgtaaaacgacggccagtg
AGTACCAAGGCCAAGAGATGGATTCCCC
GCAAGTCTTTTCTCTCCCATCAAGCCGA
ACAGTGGGGCGAACGGGACGTA
TGATGAGGTGAGTGGGCGTGGA

Table S1. Primers used in this study. Upper case correspond to the gene indicated. Italics

upper case refer to CTR4 promoter. Lower case refer to invariant regions. Underlined in bold

refer to nucleotide changes.



Figure S1

A.
7-GOl 1-GOI 3-GOl 10-GOI  5-GOI
—_ —> —_— — —
5’ region of homology Gene of Interest 3’ region of homology
— <« — «— «—
4-GOl 9-GOl 6-GOI 2-GOl 8-GOl
Marker-2
—
5’ region of homology Selectable Marker 3’ region of homology
—
Marker-1
B.
Rho1-1 Rho1-2 Rho1-A Rho1-3 Rho1-5
—_ —> > > —_—
%
5" homology o G418 3’ homology
< < — — —
Rho1-B Rho1-4 Rho1-6 Rho1-7 Rho1-8
Rho1-1 Rho1-2 Rho1-C Rho1-3 Rho1-5
—_— —> > > —_—
3
5" homology B G418 3’ homology
< < «— «— «—
Rho1-D Rho1-4 Rho1-6 Rho1-7 Rho1-8
C.
1-Rho1 Pcu  2-Rho1 Pcu 3-Rho1 Pcu Pcu1 5-Rho1 Pcu
—_ —> N > >
5" homology NAT Pcrra 3’ homology

&

— < < — —
4-Rho1 Pcu Pcu2 6-Rho1 Pcu 7-Rho1 Pcu  8-Rho1 Pcu



Figure S1. Schematic diagram of gene deletion, point mutants and promoter
replacement cassettes used for biolistic transformation. Construct design and
corresponding primers for generation of strains used in this study, A. gene deletions
of RHO10 and RHO11, and B. point mutations in RHO1 and C. replacement of the

endogenous RHO1 promoter with Pcrras.



