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Methyl (2S,35)-2,3-0-isopropylidene-4-(decylamino)-2,3-dihydroxy-4-oxobutanoate (S,S)-
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Methyl (2R,3R)-2,3-0O-isopropylidene-4-(decylamino)-2,3-dihydroxy-4-oxobutanoate (R,R)-
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(S,5)-Diamide 9a

16*
15 14"
13* N 127
11

L'l T T T T T T T T T T T L T T

/ oo
A (= (=) B A dEAEaYEd @ Aty @ )

0

13C NMR, 125 MHz (CDCls)

YooYy 0




(R,R)-Diamide 9b
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Amide 10
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Sulfonamide 11
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Squaramide 2
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(S,S)-Diamide 3a
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(R,R)-Diamide 3b
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Sulfonamide 5
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Table S1. Antibacterial activity of compounds 2-5, 13 and reference compounds.

Compound Linker CMI (ug/mL)
Gram - Gram +
§ o o o 3 5 m § I § =) 2 <
3R 853|538 | Sun | 8€R3[8ceQ
§% | SE® | 5§R |84 (839|838
2 < O < | 98« g < |8 S < | § <
Piperacillin 4 4 8 4 >128 4
Vancomycin - - 1 1 0.5
13 Urea >128 >128 >128 >128 >128 >128
2 Squaramide >128 >128 >128 >128 >128 >128
(5,95)-3a (5,5)-Diamide >128 >128 >128 128 >128 >128
(R,R)-3b (R,R)-Diamide >128 >128 >128 128 >128 >128
4 Amide >128 >128 >128 128 128 128
5 Sulfonamide >128 >128 >128 >128 >128 >128

Table S2: Distance measurement (A) between hits and interacting residues of MraYaa binding site from docking

experiments in model 5CKR and 60YH.

aliphatic chain
: 0,0 N, o d1
s~
) / =z = (0] v\o
HG OH

H\ﬁ/H
Compound 1Cso di d2 d3

5CKR 60YH 5CKR 60YH 5CKR 60YH

13 1.93+0.13 1.90 2.00 1.94 2.21 1.69 -2
2 17.97 £0.04 1.86 1.92 2.44 1.84 1.69 243
(5,5)-3a 0.37+0.01 1.85 1.85 2.34 2.29 1.79 1.65
(R,R)-3b 1.38+0.05 1.87 1.95 243 2.40 1.66 1.73
4 6.491+0.21 2.04 1.94 1.84 2.48 - 3.00

5 291+0.13 1.87 1.94 2.46 2.12 2.70 -2

2 not observed.
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Figure S1. 2D-diagram of ligands interactions in MraYaa from docking experiments (PDB: 5CKR)
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Figure S3. Time evolution of the distances between binding site residues of MraYaa and ligands atoms. A) Distance
d2 between the NH: group of N255 and the NH group of the uridine moiety. B) Distance d3 between the centroid

of the amino group of K70 and O40 atom of the uridine moiety. C) Distance d4 between the OD1 atom of D265 and
the centroid of the amino group of ligands.
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Figure S4. 2D-diagram of ligands interactions in MraY aa from 50 ns MD simulations (PDB: 60YH)



