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Biology



DNA Gyrase Inhibition Assay

The DNA Gyrase (Topoisomerase II) (ProFoldin, Worcester, MA) Assay Kit Plus was utilized to assess the activity of DNA gyrase in
vitro in accordance with the vendor's instructions. Each reaction had a total volume of 40 pL and was conducted on a 96-well plate with
a black, transparent bottom. DNA gyrase(20 nM),ATP(1 mM), relaxed plasmid DNA (25 pg/mL), and manufactured hybrids (2.5-200
pg/mL) were all dissolved in 1 x buffer with 5% DMSO for 1 hour at room temperature.The final composition of the 1xbuffer (supplied
by ProFoldin) was 20 mM Tris-HCI, 35 mM NH4OAc,4.6% glycerol,]1 mM DTT, 0.005%Brij35 and 8 mM MgCl,. After applying 250
uL of the freshly made H19 dye solution (supplied by ProFoldin) to each well for five minutes, fluorescence at 535 nm was detected
using an A, = 485 nm using a Spectra Max MS-Plate Reader (Molecular Devices). The DNA gyrase activity was standardized against
the antibiotic-free reaction. In the test, ciprofloxacin-using positive controls and one without ATP were employed. Every experiment

was carried out in triplicate [104-109].



Molecular Docking



Figure S1: Overlay of bound ligand (cyan) and redocked ligand (yellow)
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Figure S2: bound ligand interactions



Figure S3: Binding mode of Ciprofloxacin.
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Figure S4: ligand interactions of Ciprofloxacin.




Figure S5: Binding mode of 24
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Figure S6: ligand interactions of 24



Figure S7: Binding mode 25
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Figure S8: ligand interactions of 25



Figure S9: Binding mode of 26
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Figure S10: ligand interactions of 26



Figure S11: Binding mode of 27
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Figure S12: ligand interactions of 27



Figure S13: Binding mode of 28
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Figure S14: ligand interactions of 28



Figure S15: Binding mode of 29
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Figure S16: ligand interactions of 29



Figure S17: Binding mode 30
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Figure S18: ligand interactions of 30



Figure S19: Binding mode of 31
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