Supplementary Table S1. Oligonucleotides used in this study

Purpose/vector

Oligonucleotide name and sequence

Mutagenesis

PAA256 (tyeAsis-so)

pSF019 (AyopN, tyeA)

PAA251 (yOPNyps_yen)

PAA242 (YOpNy7g(r+1)tyeA)

PAA243 (yopNarg(e+1), sotyeA)

PAA24T (YOPNgr(r+1)tyeA)

PAA248 (YOPN,gr(r+1), sptyeA)

PAA252 (YopNE27r)

PAA253 (YopNwz2ror)

PAA254 (YOpN278F)

ptyeAd20-59a, 5-AAG GCT CGA GGG ATA TAG ACT CGG TGA-3" (Xhol) and
ptyeAd20-50b, 5-GCG CTT GTC AAC CAG TGC-3’

ptyeAd20-59¢, 5-GCA CTG GTT GAC AAG CGC TTT AGC GAT GAG GAG CAA C-
3" and ptyeAd20-59d, 5"-AAG GTC TAG AGC GCT AAC CAC AAT GTC A-3 (Xbal)
pyopNal, 5-AAA GTC GAC ACC TAC AAT GCC ATG ACG-3" (Sall) and
pyopNtyeAb, 5'-AGA TAG GTT ATG AAG CGT CG-3’

pyopNtyeAc, 5'-ACG CTT CAT AAC CTA TCT TTT AGC GAT GAG GAG CAA
CGG-3" and ptyeAd, 5-AAA TCT AGA GAA CGC GCT AAC CAC-3" (Xbal)

pyopNa2, 5-AAA GTC GAC CTG CGG CTT GCG TGA TG-3" (Sall) and pyopN-23b,
5-TAT ACC CTC TGA AAA AAATTG CC-3°

pyopN-23c, 5°-TTT CAG AGG GTA TAA CTA ATG GCG T-3" and ptyeAd (Xbal)

pyopNaz2 (Sall) and pyopN278+1b, 5'-CCA AAT CCT TTA ACT TGG TCA-3’
pyopN278+1c, 5-CCA AGT TAA AGG ATT TGG CAATTT TTT TCA GA-3" and
ptyeAd (Xbal)

pyopNa2 (Sall) and ptyeA-SDb, 5°-ACG TTG AAA AAA ATT GCC AAATCCTTT
AAC TTG GTC-3

ptyeA-SDc, 5-GGA TTT GGC AAT TTT TTT CAA CGT GTA AAA CTA ATG GCG
T-3" and ptyeAd (Xbal)

pyopNa2 (Sall) and pyopN287+1b, 5-ACG CCA TAG TTT TAC CCT CTG-3"
pyopN287+1c, 5-CAG AGG GTA AAA CTA TGG CGT ACG ACC TTT CTG-3" and
ptyeAd (Xbal)

pyopNa2 (Sall) and ptyeA-SDb2, 5-CCA TAG TTT TGC CTT CGG AAA AAA ATT
GCC AAA ATC C-3

ptyeA-SDc2, 5°-CCG AAG GCA AAA CTA TGG CGT ACG ACC TTT CTG-3" and
ptyeAd (Xbal)

pyopNa2 (Sall) and pyopN-24b, 5'-GAA TCC TTT AAC TTG GTC AC-3’

pyopN-24c, 5"-ATT CTG GCA ATT TTT TTC AGA GG-3” and ptyeAd (Xbal)

pyopNa2 (Sall) and pyopN-26b, 5-GAA AAATCC TTT AACTTG GTC-3
pyopN-26¢, 5-GAT TTT TCC AAT TTT TTT CAG AGG-3 and ptyeAd (Xbal)

pyopNa2 (Sall) and pyopN-28b, 5°-TCC TTT AAC TTG GTC ACT C-3’
pyopN-28c, 5'-GTT AAA GGA TGG CAATTT TTT TCA G-3" and ptyeAd (Xbal)



PAA255 (YopN27ew)

pUAO066 (YPTB0523 polar mutation)

Ectopic expression

pAA269 (pYopN*, TyeA") and
PAA271 (pYOPNorg(r+a), spTyeA")

PAA304 (pYopN*, TyeA-Flag®"),
PAA305 (pYOpPNyps ,ven' TyeA-
Flag®"), pAA306

(PYOPNy7g(rs1) TyeA-Flag®”),
PAA307 (pYOPNz7grs1), spTYEA-
Flag®"), pAA308

(PYOPNyg7ri1y TyeA-Flag®®),
PAA309 (pYOPNg7(s1y, spTYEA-
Flag®™)

pyopNaz2 (Sall) and pyopN-28b
pyopN-29c, 5"-AAG GAT TTC AAT TTT TTT CAG AGG-3" and ptyeAd (Xbal)

pFPNQO66, 5 -TAT CGA TAC CGT CGA CTA TTC ACC CTG GCC CTA ACG C-3°
(Sall) and pRpNQO66, 5'-ATG CGG TAC CTC TAG AAG TGC ACC GCC CAC GAG
CAG T-3 (Xbal)

pYopN-bla_for, 5"-ACGTGGATCCTCTCAGGGAGTAGTTATGACG-3" (BamHI) and
YopN-TyeA_rev, 5-ACGTGAATTCAGATCCTGGCAGAAATGG-3" (EcoRl)

pYopN-bla_for (BamHI) and pYopN-TyeAflag_rev, 5 -
ACGTGAATTCTCACTTGTCATCGTCGTCCTTGTAGTCATCCAACTCACTCAATTC
TTCC-3" (EcoRlI)




