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Figure S1. MST binding check experiments of B-amido boronic compounds reported in Table 2 on the
manuscript. In red is highlighted the “no binding” Fnorm area due to an insufficient Response Amplitude (RA).
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Figure S2. MST binding check experiment of f-amido boronic compounds protected by the pinacol group.
(A) Comparison between 3d and 3d-pin at a concentration of 100 uM. (B-C) 3f-pin at a concentration of 20
uM and 4 pM, respectively. In red is highlighted the “no binding” Fnorm area due to an insufficient Response

Amplitude (RA).



Compare Kd-Fit: Analysis-Set #1

Analysis-Set #1 - Capillary Scan
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Figure S3. MST analysis reporting the binding affinity assay of 3ea on 6His Control Peptide. (A) Fnom values,
(B) raw fluorescence values and (C) MST traces observed for each capillary. (D) Dataset overview. The 6™
point, corresponding to a concentration of 3.1 pM, was discarded since it appears to be a clear outlier.
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Figure S4. MST binding check experiments to determine whether if 3ea compound binds reversibly or
irreversibly to the Mpro©®-2. (A) Fnorm values of protein alone compared to 3ea(2uM)/Mpro©°-
(B) Fnorm values of protein alone compared to 3ea(6.25uM)/protein complex and its dilutions.

complex.



3a i e on ot

Protein RMSD (4)

6
ag
32
e
28 /
[ =
oG =3
24 ]
: B
02 =
o = =
2 c
s ‘o 2z
= g
= o
N 15
a 12
. 11

=0 100 150
Time (nsec)

6

g} it on ot

(¥) aSWY puebr

3¢ E 3d

Protein RMSD (A)

3ea

(V) asiy puebry
Protein RMSD (A)

50 100 150
Time (nsec)

g i on Prok 3e

Protein RMSD ()

Protein RMSD (A)

Protein RMSD (4)
i —
= =
5 8 & 8

1

S 50 125 150 175 200

5 100
Time (nsec)

L) i on Prot 3g

 ——————
(v) aswy puebin

12 15

E 100 150 200 250
Time (nsec)

w5 -
8
a0
75 E
&0 25
20
as
10

50 e
Time (nsec)

W Lig) fit on Frot

as
40
35
20
2

20

" (v) aswy puebi

150 i
Time (nsec)

50 200 250

[ Lig) fit on Frot

(V) asiny puebn

b

50

100 150
Time (nsec)

200 230

LG fit on Prat

(v) ASWY puebr]

3h —CommLig) it an Prot

o 0 100

150 200 250
Time (nsec)

Protein RMSD (4)

(¥) asiy puebn

B 160 1
Time (nsec)

50

200

2

Figure S5. RMSD versus time plots of the synthesized f-amido boronic compounds reported in Table 1 in the
main text. All the compounds were subjected to a 250 ns-long MD simulations.
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Figure S6. LC-MS/MS experiment on a [3-amido boronic acid. (A) Extracted ion chromatograms of 3ea
[M+H]+ and (B) 3ea [M+2H]*".
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Figure S7. HPLC chromatograms for compounds 3a (panel A) and 3ea (panel B). HPLC was performed
on Agilent 1100 Series System using a Gemini 5 uM C18 110 A LC Column 150 x 3 mm and a gradient of
H>O/ACN from 5% ACN to 100% ACN in 30 min, flux of 1.0 mL/min and sample injection of 20 pL. The
wavelength used for detection was 220 nm.



"H NMR of compound 2a (400 MHz, CDCls 55:45 rotameric mixture)
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3C NMR of compound 2a (101 MHz, CDCls 55:45 rotameric mixture)
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"B NMR of compound 2a (128 MHz, CDCl3)
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"H NMR of compound 2b (400 MHz, CDCl;, 50:50 rotameric mixture)
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BC NMR of compound 2b (101 MHz, CDCl; 50:50 rotameric mixture)
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"H NMR of compound 2¢ (400 MHz, CDCl; 65:35 rotameric mixture)
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3C NMR of compound 2¢ (101 MHz, CDCl; 65:35 rotameric mixture)
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"H NMR of compound 2ea (400 MHz, CDCl; 60:40 rotameric mixture)
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3C NMR of compound 2ea (101 MHz, CDCl;, 60:40 rotameric mixture)
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