Supplementary Table 1. DNA oligonucleotides used in cloning DNA fragments encoding various ermS mutants.

Deoxyoligo - , , ..
nucleotide Sequence (5" — 3') Description
' GGAATTCCATATGGCTCGTGCAC- 31—r'ne'r forward primer for erms clomr{g,.v.vh@h contains re-
Oligo-1 striction enzyme site overlapping the initiation Met codon
CGCGTTCT
(Ndel, bold)
Olizo-2 CCCAA- 27-mer reverse primer for ermS cloning which contains re-
8 GCTTCCGTCCGGCCGGTCGGCT striction enzyme site (HindlIl, bold)
Oligo-3 CGCGAGCTC&E%AGAACTTCCTCG 27-mer forward primer for S64A cloning
Oligo-4 GAAGTTCTG&CG%AGCTCGCGCCGC 27-mer reverse primer for S64A cloning
Oligo-5 CGCGAGCTC&%%AGAACTTCCTCG 27-mer forward primer for S64C cloning
. GAAGTTCTGG- . .
Oligo-6 CAGAGCTCGCGCCGCGC 27-mer reverse primer for S64C cloning
Oligo-7 CGCGAGCTCG—G:;EAGAACTTCCTCG 27-mer forward primer for S64G cloning
. GAAGTTCTGAC- . .
Oligo-8 CGAGCTCGCGCCGCGC 27-mer reverse primer for 564G cloning
Oligo-9 CGCGAGCTCTT%%AGAACTTCCTCG 27-mer forward primer for S64F cloning
. GAAGTTCTGGAA- . .
Oligo-10 GAGCTCGCGCCGOGC 27-mer reverse primer for S64F cloning
Oligo-11 CGCGAGCTC&%%AGAACTTCCTCG 27-mer forward primer for S64T cloning
Oligo-12 GAAGTTCTG%;%AGCTCGCGCCGC 27-mer reverse primer for S64T cloning
. CGCGAGCTCTAC- . .
Oligo-13 CAGAACTTCCTCGCC 27-mer forward primer for S64Y cloning
. GAAGTTCTGG- . .
Oligo-14 TAGAGCTCGCGCCGCGC 27-mer reverse primer for 564Y cloning
. GAGCTCTCG- . .
Oligo-15 GAAAACTTCCTCGCCCGE 27-mer forward primer for Q65E cloning
. GAGGAAGTTITCCGA- . .
Oligo-16 GAGCTCCCGCCG 27-mer reverse primer for Q65E cloning
Oligo-17 GAGCTCTCG_AACIéACTTCCTCGCCCG 27-mer forward primer for Q65N cloning
. GAGGAAGTTGTTCGA- . .
Oligo-18 GAGCTCGCGCCG 27-mer reverse primer for Q65N cloning
. GAGCTCTCGA- . .
Oligo-19 GAAACTTCCTCGCCCGC 27-mer forward primer for Q65R cloning
. GAGGAAGTTICTCGA- . .
Oligo-20 GAGCTCCCGCCG 27-mer reverse primer for Q65R cloning
. GAGCTCTCG- . .
Oligo-21 CACAACTTCCTCGCCCGC 27-mer forward primer for Q65H cloning
. GAGGAAGTTGTGCGA- . .
Oligo-22 GAGCTCGCGCCG 27-mer reverse primer for Q65H cloning
. TCGCAGAACGCAC- . ,
Oligo-23 TCGCCCGCCGGGCC 27-mer forward primer for F67A cloning
Oligo-24 GCGGGCCAGIGCOTTCTGCGA- 27-mer reverse primer for F67A cloning

GAGCTC



Oligo-25
Oligo-26
Oligo-27
Oligo-28
Oligo-29
Oligo-30
Oligo-31

Oligo-32

TCGCAGAACCAC-
CTCGCCCGCCGGGCC
GCGGGCGAGGTGGTTCTGCGA-
GAGCTC
TCGCAGAAC-
CTGCTCGCCCGCCGGGLCC
GCGGGCGAGCAGGTTCTGCGA-
GAGCTC
TCG-
CAGAACTGGCTCGCCCGCCGGGCC
GCGGGCGAGCCAGTTCTGCGA-
GAGCTC
TCGCAGAACTAC-
CTCGCCCGCCGGGCC
GCGGGCGAGGTAGTTCTGCGA-
GAGCTC

27-mer forward primer for F67H cloning
27-mer reverse primer for F67H cloning
27-mer forward primer for F67L cloning
27-mer reverse primer for F67L cloning
27-mer forward primer for F67W cloning
27-mer reverse primer for F67W cloning
27-mer forward primer for F67Y cloning

27-mer reverse primer for F67Y cloning

Note. To obtain the mutant ermS gene by overlap extension PCR, four oligonucleotides are necessary. While two nucle-
otides cover the N- and C-terminal ends, the other two cover the middle region containing the site to be mutated.
The oligonucleotides covering middle region should contain the overlapping region to be extended and ampli-
fied by oligonucleotides covering the N- and C-terminal ends (oligo-1 and oligo-2). The underlined sequence in

oligo-3 to oligo-32 denotes the codon sequences and its base-pairing sequences introduced for mutagenesis. The

bold sequences in oligo-3 to oligo-32 represent the overlapping sequence for extension.



