Supplementary Table S4: Plasmid construction.

1st PCRs Matrix 2rd PCR Digestion Vector Analysis
Construction of pGQAabx1 for abx1 in frame deletion
a) KO_abx1_E + gDNA NEM316 KO_abx1_E + EcoRI pG+host5 KO_abx1_5
KO_abx1_rv KO_abx1_B BamHI KO_abx1_3
b) KO_abx1_fw + gDNA NEM316
KO_abx1_B
Construction of pGQAcovR for covR in frame deletion
a)01+02 gDNA NEM316 01+ 04 EcoRI pG*host5
b) 03 + 04 gDNA NEM316 BamHI
Construction of pGQAcovsS for covS in frame deletion
a) 05+ 06 gDNA NEM316 05+08 Kpnl pG+host5
b) 07 + 08 gDNA NEM316 BamHI
Construction of pGQAstk1 for stk1 in frame deletion
a) Stk5 + Stk int1 gDNA NEM316 EcoRI pG+host5 pAF174
b) Stk int2 + Stk3 gDNA NEM316 Pstl pAF175
Construction of pGQ AP upx1 ::Peyi+ for abx1 promoter substitution
a) KO_abx1_E + pAF152 gDNA NEM316 KO_abx1_E+  EcoRI pG+host5
b) pAF153 + pAF151 pTCVQP.._abxl  pAF151 BamHI
Construction of pGQcylIE Ces4A for CylE CeesA alanine substitution
a) cylEA_E + cylEA_rev.  gDNA NEM316 cylEA_E + EcoRI pG+host5 cylEA_5
b) cylEA_fw + cylEA_B gDNA NEM316 cylEA_B BamHI cylEA_3
Construction of pG{QcovR Ds3A for CovR Ds3A alanine substitution
a) 09+ 010 gDNA NEM316 09 +012 EcoRI pG+host5
b) 011 + 012 gDNA NEM316 BamHI
Construction of pGQcovS Hz7sA for CovS Hz7gA alanine substitution
a) pAF207 + pAF208 gDNA NEM316 pAF207 + EcoRI pG+host5 pAF50
b) pAF209 + pAF210 gDNA NEM316 pAF210 BamHI pAF211
Construction of pGQcovS Tzs2A for CovS T2s2A alanine substitution
a) pAF207 + pAF407 gDNA NEM316 pAF207 + EcoRI pG+host5 pAF50
b) pAF408 + pAF210 gDNA NEM316 pAF210 BamHI pAF211
Construction of pTCVQabx1 complementing vector
pAF18 + pAF19 gDNA NEM316 EcoRI pTCV-erm
Xbal
Construction of pTCVQP:_abx1 overexpression vector
a) pAF52 + pAF53 gDNA CCH206 EcoRI pTCV-erm
b) pAF54 + pAF19 gDNA NEM316 Xbal
Construction of pTCVQPi:_abx1 overexpression vector
a) pAF206 + pAF149 PTCV_Pre pAF206 + EcoRI pTCV-erm
b) pAF150 + 1532_B gDNA NEM316 1532_B BamHI
Construction of pTCVQP1._gbs1037 overexpression vector
a) pAF52 + pAF203 gDNA CCH206 pAF52 + EcoRI pTCV-erm
b) pAF204 + pAF205 gDNA NEM316 pAF205 BamHI
Construction of pTCVQP.y._EGFP overexpression vector
a) pAF52 + pAF200 gDNA CCH206 pAF52 + EcoRI pTCV-erm
b) pAF201 + pAF202 EGFP pAF202 BamHI
Construction of pTCVQabx1_(Ala) alanine substitution vector
a) pAF18 + X-rev pTCVQabx1 pAF18 + EcoRI pTCV-erm
b) X-fw + 1532_B pTCVQabx1 1532_B BamHI
Construction of pTCVQstp_stk complementing vector
pAF69 + pAF70 gDNA NEM316 Xbal pTCV-erm pAF174

pAF306




Construction of fusion proteins for double hybrid
Cloning in pKNT25 and pUT18 (T18 / T25 tags at the C-terminal of the fusion proteins)

Abx1 = pAF216 + pAF217 gDNA NEM316 HindIII EcoRI
CovS = pAF218 + pAF219 Pstl BamHI
CovR = pAF220 + pAF221 HindIII EcoRI
Gbs2082 = pAF239 + pAF240 Pstl BamHI
Gbs0430 = pAF245 + pAF246 Pstl BamHI
CovS_form [ = pAF236 + pAF219 Pstl BamHI
CovS form II = pAF305 + pAF219 Pstl BamHI
CovsS form III = pAF305 + pAF235 Pstl BamHI
Cloning in pKT25 and pUT18C (T18 / T25 tags at the N-terminal of the fusion proteins)
Abx1 = pAF443 + pAF444 gDNA NEM316 BamHI Kpnl
CovS form IV = pAF500 + pAF517 BamHI Kpnl
CovS form V = pAF500 + pAF516 BamHI Kpnl
CovS form VI = (pAF500 + pAF501) BamHI Kpnl

+ (pAF502 + pAF503)
CovsS form VII = pAF500 + pAF503 BamHI Kpnl
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