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S1. Activities of selected compounds against auxiliary enzymes

Table S1. Activities of selected compounds against auxiliary enzymes
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*Assays were performed in replicate as independent experiments (1 = 2); values are shown as mean + SD.
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S2. Calibration curve for CDP-ME
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Figure S1. Calibration curve for CDP-ME detection. Concentrations ranging from 50 nM to 10 uM. The calculated area under the curve was
converted to values ranging for 0 to 1.
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S3. Determination kinetic parameters concerning CTP.
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Figure S2. Kinetic parameters were determined concerning the CTP substrate. Each data point reflects the mean + SD obtained from a minimum of

two-independent experiments.

Table S2. Kinetic parameters at different concentrations of compound 10 at varying CTP concentrations.

Compound 10

(uM) 0.625 0.313 0.156 0.0781 0.0390 0.0195§ 0.000
Vinax 0.6496 0.8006 1.537 0.8674 2.021 1.418 3.253
K

97.89 97.23 2044 111.7 98.52 80.79 134.4
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Velocity

S4. Determination kinetic parameters concerning MEP.
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Figure S3. Kinetic parameters were determined concerning the CTP substrate. Each data point reflects the mean + SD obtained from a minimum of

two-independent experiments.

Table $3. Kinetic parameters at different concentrations of compound 10 at varying MEP concentrations

Compound 10
(uM) 0.625 0.313 0.156 0.0781 0.0390 0.0195 0.000
Vinax 0.7037 1.277 0.8556 1.305 1.541 2.734 2.064
Kn
90.58 74.61 59.79 53.57 46.05 71.50 106.2

S5



S5. LC-MS chromatograms of MEP, 4-methyl-1-oxo-1-(p-tolylamino)pentane-
2-sulfonic acid and CDP-ME respectively
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Figure $4. LC-MS chromatogram of MEP (second, red), 4-methyl-1-oxo-1-(p-tolylamino)pentane-2-sulfonic acid (third, green) and CDP-ME
(fourth, blue) respectively.
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$6. Q1 and Q3 masses for glipizide, 10 and 28

Table S4. Q1 and Q3 masses for glipizide, 10 and 28

ID Q1 Mass Q3 Mass time CE CXP DP
[Da] [Da] [msec] [volts] [volts] [volts]

371.022 253.0 30 25 28 101

28 395.952 136.9 30 -16 -11 -40
231.9 30 -34 -21 -40
glipizide 443.936 319.100 150 -26 -21 -66
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S7. Supplementary reaction schemes

Scheme S1. Synthetic route for the synthesis of 29
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O,N °© @ (b) 2
- 7

N

l(C)
QW 9
NJ\N N
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29

“Reagents and conditions: (a) pyrrolidine, trimethylamine, propanephosphonic acid anhydride, room temperature, 2 h; (b) NH.ClI
(166 mM in water), Fe powder, 80 °C, 2,5 h; (c) 1-isocyanato-4-nitrobenzene, room temperature, 1 h, 9% yield over all steps.

Scheme S2. Synthetic route for the synthesis of 30
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“Reagents and conditions: (a) pyrrolidine, trimethylamine, room temperature, 2 h; (b) NH4C1 (166 mM in water), Fe powder, 80

°C, 2,5 h; (c) 1-isocyanato-4-nitrobenzene, room temperature, 1 h, 9% yield over all steps.
y p y P
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Scheme S3. General reaction scheme for the synthesis of compounds 31-332.
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aReagents and reactions conditions: 1-isocyanato-4-nitrobenzene, DMF, room temperature, overnight. 7-23% yield.
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S8. Activities of representative compounds against different bacterial
pathogens

Table S5 Activities of representative compounds against different bacterial pathogens

# 5 8 10 28
Inhibition of E.
coli K12
0, 0, 0
growth (at 100 45 £6% 14 £ 5% 46 + 4%
HM)
Inhibition of E.
coli acrB o S
growth (at 100 Full inhibition 71+ 6% Full inhibition
uM)
MIC 90 (growth
inhibition) of
Mtb H37Rv n.a n.d 64 UM n.d
mCherry 10
strain

No inhibition

No inhibition

Assays were performed in replicate as independent experiments (1 > 2); values are shown as mean + SD. values
are shown as mean * SD. n.a. indicates the absence of activity
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