Locus tags (Tigr4/D39) SP0415/ SP0416/ SP0417/ SP0418/ SP0419/

A SPD0378 SPD0379 SPD0380 SPD0381 SPD0382
(Tigr4 / D39) ,_>
BHN842 / BHN853 fabT | fabH M acpA JfabK —
wildtype strains ATG........ TAATG. ..o TAG
B
BHN848 / BHN859 fabTmut | fabH H acpA JfabK ——
spont. fabT mutants ATG........ TAATG.......cceveen TAG
C
BHN2036 / BHN2023 fabT | ermB | fabH H acpA JfabK =
fabT-ermB replaced fab TM!t strains ATG........ TAATG......... TAATG................. TAG
D
BHN2035 / BHN2022 fabT | ermB | fabH H acpA JfabK ——
ermB insertion control strains ATG......... TAATG.......... TAATG................. TAG
E ,_’
BHN2034 / BHN2032 ermB_ | fabH H  acpA JfabK =
fabT-ermB replacement mutants ATG......... TAATG................. TAG

Figure S3. Overview of the fabT operon in the wildtype and mutant strains produced in the study.

(A) An illustration of the gene segment covering Orfs SP0415-19 (Tigr4) and SPD0378-82 (D39) including the fabT operon and the flanking fabM and fabK Orfs. Location of promotors
are indicated with arrows displaying the direction of transcription. The TAA stop codon of fabT is intertwined with the ATG start codon of fabH. (B) Strains BHN848 and BHN859
(Tigr4 and D309, respectively) contain a spontaneous fabT mutation selected after 2A treatment. (C) Strains (BHN2036 and BHN2023) are derivatives of the spontaneous fabT mutant
strains BHN848 and BHNS859 where the fabT allele was replaced with a wildtype fabT allele. An ermB Orf was inserted between fabT and fabH Orfs maintaining a similar intertwined
Stop/Start-codon context. (D) Control strains (BHN2035 and BHN2022) in which an ermB Orf was inserted between fabT and fabH Orfs in the wildtype Tigr4 and D39 (BHN842 and
BHNS853) backgrounds. (E) Mutants (BHN2034 and BHN2032) in which the fabT Orf was replaced with an ermB Orf with maintained intertwined Stop/Start-codon with fabH.



