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Figure S1, related to Figure 1. Chemical structures and inhibition of S.
venezuelae sporulation by the screening hits. 10 pL of each molecule was added
to the drug disk, placed on a lawn of S. venezuelae spores and incubated at 30 °C
for 48 hours before imaging. The EN-1 and AS-5 stocks were 10 mM while the
remaining were at 2.5 mM. A white horizontal line has been added for visual

reference.
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Figure S2, related to Figure 2. Chemical structures of EN-7 with other
investigational gyrase inhibitors
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Figure S3, related to Table 1. EN-7 inhibits growth of Gram-positive S. aureus

while having no effect on human cell lines, such as HEK293.
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Figure S4, related to Table 2. Analysis of EN-7-resistance gyrase mutations.
(A) Amino acid alignment of the two GyrA and two GyrB mutations found in the

EN-7 resistant S. aureus strains against published S. aureus (SAURE), parent
strain (JN-44), Enterococcus faecalis (EFAEC), Streptomyces coelicolor (SCOEL),



Streptomyces venezuale (SVENE), Bacillus subtilis (BSUBT), and Escherichia
coli (ECOLI) sequences. (B) Location of EN-7 resistant mutations on linear GyrA
and GyrB domain structure. (C) Location of EN-7 resistant mutations mapped to
a published gyrase crystal structure. The structural information was created by
overlaying a S. aureus gyrase structure with GSK299423 (2XCS) and a S.

aureus gyrase structure with ciprofloxacin (2XCT). Ciprofloxacin is depicted in
the structure as red while GSK299423 is green. Resistance determinants for EN-
7 (blue), ciprofloxacin (yellow), and GSK299423 (teal) are also depicted.
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Figure S5, related to STAR Method, Synthesis and characterization of
EN-7
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Ribosomal ENA methyltransferase

Macrolides

ANT(4 -1 Muc keotidyltransferase

Aminoglyclosides

ANT(9)-1a Muc keotidyltransferase Aminoglyclosides
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gyrll Kon) Modified gyrase Mo reference
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Modified gyrase
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Elongation factor Tu K irromycin
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Dihydrofolate reductase Trimethoprim
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Alanyl-tENA synthetase
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MFS effux pump
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Table S1, related to Table 1. EN-7 inhibits growth of extensively resistant S.

aureus clinical strains. Blue boxes indicates that the corresponding antibiotic

resistance gene was found within the clinical strain’s genome. A white box

indicates that the gene was absent in the genome.



