Table S1. Cloning primers

Resulting
Name Nucleotide Sequence'” Plasmid
RMI-3 ccagtgttaatggtgactATCgaagcgaagaaagagaac PRS3.88AT
RMI-4 gttctetttcttcgettcGATagtcaccattaacactgg '
RMI-5 ccagtgttaatggtgactACCgaagcgaagaaagagaac pRS3.88AT
RMI-6 gttctetttcttcgettcGGTagtcaccattaacactgg '
RMI-9 gcatatcatatgagtaatcaggaaccggc pET28a-
RMI-10 atatgccicgagtcatcagaaaatgegetectgat NarLL
RMI-7 cgcattgtggtattcagcgCctctaaccatgaagaag pET28a-
RMI-8 cttcttcatggttagagGegcetgaataccacaatgeg NarL.88VA
RMI-24 cgcattgtggtattcagcAGcetctaaccatgaagaag pET28a-
RMI-25 cttcttcatggttagagCTgctgaataccacaatgeg NarL.88VS
ScheB28 atcccagceragceatgagcaaaatcagggtgttatctgtcgatgattcggc pET28a-
3cheB15 atcccaggatcctcattaaatacgtatcgectgtccggeac CheB
RMI-26 gttgtgatggtttctGeGetgaccggcaaaggg pET28a-
RMI-27 ccctttgccggtcagCgCagaaaccatcacaac CheB.84SA
RMI-28 gttgtgatggtttctGTcctgaccggcaaaggg pET28a-
RMI-29 ccctttgccggtcagg ACagaaaccatcacaac CheB.84SA
RMI-18 gcatatggatcctatgecgtacttgagcageggg pMal-
RMI-19 tagctarcragattattactcatgggtatctccttggacg NarX,,,

'Capitalized letters indicate mutated amino acid codons
“Ttalicized letters indicate introduced restriction sites
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A Ser or Thr at position T+1 diminishes access of phosphodonors to the site of phosphorylation
in the activated conformation of (A) wild type CheY or (B) CheYAS8ST.



