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In recent years, the restoration of p53 physiological functions has become an attractive therapeutic approach to
develop novel and efficacious cancer therapies. Among other mechanisms, the oncosuppressor protein p53 is
functionally regulated by MDM2 through its E3 ligase function. MDM2 promotes p53 ubiquitination and
degradation following homodimerization or heterodimerization with MDM4. Recently, we discovered Pep3 (1,
Pellegrino et al., 2015), a novel peptidic inhibitor of MDM2 dimerization able to restore p53 oncosuppressive
functions both in vitro and in vivo. In this work, we were able to identify the key interactions between peptide 1
and MDM2 RING domain and to design peptide 2, a truncated version of 1 that is still able to bind MDM2.

Integrating both computational and biophysical techniques, we show that peptide 2 maintains the conserved
peptide 1-MDM2 interactions and is still able to bind to full-length MDM2.

1. Introduction

The transcription factor p53 plays a crucial role in the process of
carcinogenesis, to such a degree that it has earned itself the nickname
*guardian of the genome’."? It has key functions in the transcription of
numerous genes involved in DNA repair, cell cycle regulation, apoptosis
and tumour suppression.>*

Most human tumours show alterations at the level of the p53
pathway, either showing mutations or deletions in the encoding TP53
gene or changes in the functional regulation of wild-type p53.>°
Therefore, reinstating the oncosuppressor function of p53 has become
an attractive therapeutic strategy for tumour therapy. In this context, the
RING E3 ubiquitin ligase MDM2 has an essential role in modulating p53
activity including, among other mechanisms, the regulation of the
protein half-life.” !! Indeed, MDM2 promotes the ubiquitination and
proteasomal degradation of p53 and its presence is essential for em-
bryonic development.'>'® Recent evidence has shown that the MDM2
regulatory functions are performed through either homodimerization or

heterodimerization with its homolog MDM4 (also MDMX), with the
heterodimeric form showing greater degree of p53 suppression.'*!° It is
clear then how MDM2 and MDM4 roles as functional p53 modulators
have become the targets of substantial medicinal chemistry efforts that
culminated in the development of several MDMs-p53 interaction in-
hibitors (Fig. 1). However, it has been shown that the sole targeting of
either of the two MDMs-p53 interactions is not sufficient to achieve
long-term and stable suppression of tumour growth, with all com-
pounds’ development being halted at the clinical trials stage.

In this context, inhibiting the MDM2-MDM4 heterodimerization has
recently become a potential strategy to more effectively restore p53
functions.'® With this regard, mutagenesis studies have been carried out
to investigate hot spots of such interaction'” as well as design MDM2
mutants that lack MDM2's E3 activity but retain the ability to limit p53's
transcriptional activity.'® Some natural compounds have been found to
bind the MDM2-MDMX RING domain and inhibit MDM2-mediated
ubiquitination in vitro, with induction of apoptosis in various cancer
cell lines.'®. Overall, these studies support the notion that targeting the
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MDM2-MDM4 heterodimerization process could translate into a more
advantageous biological activity profile compared to the currently
existing approaches.

To this end, in a previous work, we identified Pep3 (1) as a potent
inhibitor of MDM2/MDM4 interaction.’’ The identified peptide
encompassed the last 12 amino acids of the MDM4 RING domain C-
terminus (Lys479MDM4—Ala49OMDM4), that are responsible for the inter-
action with the MDM2 RING domain. Peptide 1 binds the MDM2 RING
domain and impairs MDM2-MDM4 heterodimerization, showing effec-
tive anticancer activity in vitro across multiple cell lines. Gratifyingly, it
also showed in vivo efficacy on murine xenograft models, resulting in
significant tumour growth suppression.

In this work, we detail our efforts in the rational design, synthesis,
and biophysical characterization of a shortened version of 1, with the
aim of retaining its biological activity and opening a path to the devel-
opment of MDM2-MDM4 interaction inhibitors with improved phar-
macokinetic properties (e.g. metabolic stability and cell permeability)
and synthetic accessibility.

2. Materials and methods
2.1. General remarks

All reagents and solvents were purchased from commercial suppliers.
Dry CH,Cl, (DCM) was obtained by treatment with anhydrous CaCl; for
24 h, then refluxing over P2Os for 1 h, and then distilling. It was then
stored over activated molecular sieves. DIPEA was distilled from
ninhydrin and then from KOH pellets and stored in an amber bottle
placed in the dark over KOH pellets. Diethylamine was distilled from
KOH pellets. DMF was obtained as anhydrous and peptide grade from
commercial suppliers and used as is. All reactions were performed under
Argon if not explicitly specified. Thin Layer Chromatography (TLC) was
performed on fluorescent dye-coated silica gel 60 supported on
aluminum sheets using UV light (254 nm), 0.5% w/v KMnO4 aqueous
solution (followed by gentle heating), ninhydrin stain (1% w/v solution
in Acetone/AcOH 98:2 v/v) or iodine for visualization. Flash column
chromatography was performed on silica gel (40-63 pm), dry-loading
the reaction residue on silica (60-200 um). 'H NMR spectra were
recorded at 25 °C at 400 MHz. Chemical shifts (8) are reported in parts
per million (ppm). The NMR spectra were calibrated using the proton
signal of residual non-deuterated solvent peak (7.27 ppm for CHCl3 and
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2.50 ppm for (CD3)2SO). The abbreviations used are as follows: s,
singlet; brs, broad singlet; d, doublet; dd, doublet of doublets; dt, doublet
of triplets; ddd, doublet of doublet of doublets; t, triplet; q, quartet; m,
multiplet. High-Resolution Mass Spectroscopy (HRMS) analyses were
carried out on Agilent 6560 Ion Mobility Q-TOF LC-MS system instru-
ment. Mass spectra are recorded using positive mode electro spray
ionization (ESI).

2.2. Computational details

All computational modelling was performed using the Schrodinger
software suite (v2019-4). All structure manipulation and image
exporting operations were performed using Schrodinger Maestro mod-
ule.?! Starting from the X-ray structure of the MDM2/MDM4 RING
domain heterodimer (PDB code: 2VJF), peptide 1-MDM2 complex was
modelled as previously described.?’ The MDM4 C-terminus was cleaved
leaving only the last 12 amino acids. The creation of the molecular
systems for the molecular dynamics (MD) simulations and the MD
simulation themselves were performed by using Desmond (v6.0).?>%
with the OPLS3e force field, running on NVIDIA GPUs. The modelled
complexes were solvated with SPC water molecules and neutralised by
the addition of the appropriate amount of Na™ or Cl ions. The simula-
tion length was 100 ns, recording 500 evenly-spaced frames over the
simulation time. The Nosé-Hoover chain thermostat®* and the Martyna-
Tobias-Klein barostat*® methods were used throughout all the simula-
tions as implemented in Desmond. Starting from the same initial system,
the simulations were performed in triplicate by changing the seed for the
randomised assignment of the starting velocities.

RMSD and RMSF analyses were done using Schrodinger Simulation
Interaction Diagram module and exporting the resulting data as csv files.
All plots were created with in-house Python scripts. Molecular docking
was performed on the MDM2 chain of the MDM2/MDM4 RING domain
heterodimer (chain A, PDB code: 2VJF) and a docking grid suitable for
peptide docking was centred on the centre of mass of the last 5 MDM4
residues. The designed peptide 2 was then docked using a peptide-
specific protocol with Glide v8.7.%°

2.3. Synthesis of peptide 2

Fmoc-Ile-Ala-OtBu: HyN-Ala-OtBu hydrochloride (0.182 g, 1 mmol),
Fmoc-Ile-OH (0.459 g, 1.3 mmol, 1.3 eq.), HOBt hydrate (0.200 g) and
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Fig. 1. Known MDM2-p53 and MDM4-p53 interaction inhibitors and their respective mode of action.
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DIPEA (0.61 mL, 3.5 mmol, 3.5 eq.) were dissolved in dry DCM. EDC
hydrochloride (0.249 g, 1.3 mmol, 1.3 eq.) was added all at once at room
temperature, and the reaction mixture was stirred for 24 h. The reaction
mixture was then transferred into a separating funnel with EtOAc and
washed three times with 5% (w/v) aqueous NaHSOy, three times with
5% (w/v) aqueous NaHCOs, once with brine and dried over NapSO4. The
solvent was removed in vacuo and the residue was purified by dry-
loading flash column chromatography on silica gel (eluent: DCM/
EtOAc 95:5) to give the protected dipeptide as a white solid (0.359 g,
0.75 mmol, 75%). The spectral data was in agreement with the literature
values.”’

Fmoc-Phe-Ile-Ala-OtBu: Fmoc-Ile-Ala-OtBu (0.360 g, 0.75 mmol) was
suspended in a MeCN/DCM mixture (8:1 v/v, 9 mL, 0.1 M). Diethyl-
amine (2 mL) was added at room temperature and the reaction was
stirred until reaction completion was detected by TLC. The volatiles
were removed in vacuo and the residue was dissolved in dry DCM (5 mL).
To this solution Fmoc-Phe-OH (0.58 g, 1.5 mmol, 2 eq.), HOBt hydrate
(0.350 g) and DIPEA (0.33 mL, 1.9 mmol, 2.5 eq.) were added. EDC
hydrochloride (0.290 g, 1.5 mmol, 2.0 eq.) was added all at once at room
temperature and the reaction mixture was stirred for 16 h. The reaction
mixture was then transferred into a separating funnel with EtOAc and
washed three times with 5% (w/v) aqueous NaHSOy, three times with
5% (w/v) aqueous NaHCOs, once with brine and dried over NasSO4. The
solvent was removed in vacuo and the residue was purified by dry-
loading flash column chromatography on silica gel (eluent: DCM/
EtOAc 90:10) to give the desired protected tripeptide as a white solid
(0.408 g, 0.73 mmol, 98%). 'H NMR (400 MHz, CDCl3) 6 =7.76 (d, J =
7.5 Hz, 2H), 7.53 (pseudo t, J = 6.4 Hz, 2H), 7.40 (t, J = 7.5 Hz, 2H),
7.34-7.13 (m, 7H), 6.46 (brs, 1H), 6.31 (brs, 1H), 5.36 (brs, 1H),
4.54-4.27 (m, 4H), 4.26-4.14 (m, 2H), 3.09 (brs, 2H), 1.90-1.74 (m,
1H), 1.46 (s, 9H), 1.42-1.27 (m, 4H), 1.12-0.97 (m, 1H), 0.85 (t, J = 6.9
Hz, 6H). HRMS (ESI-TOF) m/z: [M + H]" caled. for Cz7H4eN308,
628.3386; found 628.3373.

Fmoc-Val-Phe-Ile-Ala-OtBu: Fmoc-Phe-Ile-Ala-OtBu (0.224 g, 0.4
mmol) was dissolved in DMF (4 mL, 0.1 M). Diethylamine (1 mL) was
added at room temperature and the reaction was stirred until reaction
completion was detected by TLC. The diethylamine was removed in
vacuo and to the resulting solution was added Fmoc-Val-OH (0.196 g,
0.52 mmol, 1.3 eq.), HOBt hydrate (0.200 g) and DIPEA (0.16 mL, 0.9
mmol, 2.5 eq.). EDC hydrochloride (0.100 g, 0.52 mmol, 1.3 eq.) was
added all at once at room temperature and the reaction mixture was
stirred for 16 h. The reaction mixture was then transferred into a
separating funnel with EtOAc and washed three times with 5% (w/v)
aqueous NaHSOy, three times with 5% (w/v) aqueous NaHCOs, once
with brine and dried over Na;SO4. The solvent was removed in vacuo and
the residue was purified by dry-loading flash column chromatography
on silica gel (eluent: DCM/EtOAc 80:20) to give the desired protected
tetrapeptide as a white solid (0.157 g, 0.23 mmol, 54%).'H NMR (400
MHz, DMSOdg) 6 = 8.28 (d, J = 6.8 Hz, 1H), 8.02 (d, J = 8.2 Hz, 1H),
7.90 (d, J = 7.7 Hz, 2H), 7.84 (d, J = 8.2 Hz, 2H), 7.73 (t, J = 6.2 Hz,
2H), 7.42 (pseudo t, J = 7.3 Hz, 2H), 7.37-7.27 (m, 3H), 7.25-7.15 (m,
4H), 7.14—7.08 (m, 1H), 4.67-4.57 (m, 1H), 4.36-4.06 (m, 5H), 3.87 (t,
J = 8.2 Hz, 1H), 2.98 (dd, J = 14.1, 4.1 Hz, 1H), 2.78 (dd, J = 14.1, 9.6
Hz, 1H), 1.94-1.82 (m, 1H), 1.75-1.62 (m, 1H), 1.50-1.38 (m, 1H), 1.39
(s, 9H), 1.24 (d, J = 6.9 Hz, 3H), 1.14-1.02 (m, 1H), 0.85 (d, J = 6.4 Hz,
3H), 0.83-0-69 (m, 9H). HRMS (ESI-TOF) m/z: [M + H]" caled. for
C42Hs5N407, 727.4070; found 727.4062.

Fmoc-Lys(Boc)-Val-Phe-Ile-Ala-OtBu: Fmoc-Val-Phe-Ile-Ala-OtBu
(0.212 g, 0.29 mmol) was dissolved in DMF (4 mL, 0.075 M). Diethyl-
amine (4 mL) was added at room temperature and the reaction was
stirred for 16 h. The diethylamine was removed in vacuo and to the
resulting solution was added Fmoc-Lys(Boc)-OH (0.164 g, 0.35 mmol,
1.2 eq.) and DIPEA (0.12 mL, 0.64 mmol, 2.2 eq.). COMU (0.150 g, 0.35
mmol, 1.2 eq.) was added all at once at room temperature and the re-
action mixture was stirred for 16 h. The reaction mixture was then
transferred into a separating funnel with EtOAc and washed three times
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with 5% (w/v) aqueous NaHSOy, three times with 5% (w/v) aqueous
NaHCOs, twice with brine and dried over NaySO4. The solvent was
removed in vacuo and the residue was purified by flash column chro-
matography on silica gel (eluent: DCM/MeOH 96:4) to give the desired
protected pentapeptide as a white solid (0.231 g, 0.24 mmol, 83%).
HRMS (ESI) m/z: [M + Na] + caled. for Cs3H74NgO1oNa™, 977.5364;
found 977.5438. 'H NMR (400 MHz, DMSOdg) 5 = 8.27 (d, J = 6.7 Hz,
1H), 8.07 (d, J = 7.8 Hz, 1H), 7.88 (d, J = 7.6 Hz, 2H), 7.84 (d, J = 8.9
Hz, 1H), 7.69 (pseudo t, J = 6.0 Hz, 2H), 7.64 (d, J = 10.0 Hz, 1H), 7.49
(d, J = 8.3 Hz, 1H), 7.40 (d, J = 7.5 Hz, 2H), 7.30 (pseudo t, J = 7.0 Hz,
2H), 7.24—7.10 (m, 5H), 6.77 (t, J = 5.2 Hz, 1H), 4.63-4.54 (m, 1H),
4.30-4.03 (m, 6H), 4.02-3.92 (m, 1H), 2.98-2.80 (m, 3H), 2.80-2.70
(m, 1H), 1.84-1.81 (m, 1H), 1.73-1.60 (m, 1H), 1.53-1.27 (m, 7H), 1.35
(s, 18H),1.22(d,J=7.1 Hz, 3H), 1.12-1.03 (m, 1H), 0.84 (d, J = 6.8 Hz,
3H), 0.78 (t, J = 7.2 Hz, 3H), 0.76-0.68 (m, 6H). 'HRMS (ESI-TOF) m/z:
[M + H]" caled. for Co5HsgNO3sS™, 430.2415; found 430.2417.

H,N-Lys-Val-Phe-Ile-Ala-OH (2): Fmoc-Lys(Boc)-Val-Phe-Ile-Ala-
OtBu (0.060 g, 0.06 mmol) was dissolved in DCM (1 mL, 0.06 M).
Diethylamine (1 mL) was added and the reaction was stirred at room
temperature for 16 h. The volatiles were removed in vacuo and the
residue was purified by flash column chromatography (eluent: gradient
from DCM/MeOH 94:6 to 90:10) to give the Boc-protected intermediate
as a pale-yellow resin (0.039 g) which was dissolved in DCM (0.5 mL).
TFA (peptide grade, 0.5 mL) was added to this mixture at room tem-
perature and the reaction was stirred for 4 h, after which the volatiles
were removed in vacuo.The residual TFA was removed by repeatedly
redissolving the residue in DCM and drying the residue it in vacuo. The
off-white residue was then triturated with cold (—20 °C) Et50O, filtered
on a Buchner funnel and dried overnight in a vacuum desiccator over
P,0sto give the product as the bis-trifluoroacetate salt as an off-white
solid (0.022 g, 0.027 mmol, 52%).HRMS (ESI) m/z: [M + 2H]2+ caled.
for CaoHsoNgOZ™, 289.1895; found 289.19039.

2.4. Synthesis of peptide 3

Fmoc-Lys(Boc)-Phe-OtBu: Fmoc-Lys(Boc)-OH (0.824 g, 1.76 mmol),
H2N-Phe-OtBu hydrochloride (0.500 g, 1.94 mmol, 1.1 eq.), HOBt hy-
drate (0.400 g) and EDC hydrochloride (0.372 g, 1.94 mmol, 1.3 eq.)
were dissolved in dry DCM (20 mL, 0.1 M). DIPEA (1.0 mL, 5.82 mmol,
3 eq.) was added all at once at room temperature and the reaction
mixture was stirred for 24 h. The reaction mixture was then transferred
into a separating funnel with DCM and washed three times with 0.1 M
aqueous HCl, three times with 5% (w/v) aqueous NaHCOj3, once with
brine and dried over NasSO4. The solvent was removed in vacuo and the
residue was purified by dry-loading flash column chromatography on
silica gel (eluent: DCM/MeOH 97:3) to give the protected dipeptide as a
white solid (1.01 g, 1.50 mmol, 85%). The spectral data was in agree-
ment with the literature values.”®

Fmoc-Ile-Lys(Boc)-Phe-OtBu: Fmoc-Lys(Boc)-Phe-OtBu (0.098 g, 0.15
mmol) was dissolved in DCM (4 mL, 0.04 M). Diethylamine (1 mL) was
added at room temperature and the reaction was stirred for 3 h. The
volatiles were removed in vacuo and the residue was dissolved in dry
DMF (3 mL). To this solution Fmoc-Ile-OH (0.103 g, 0.29 mmol, 2 eq.),
and DIPEA (0.09 mL, 0.51 mmol, 3.5 eq.) were added. COMU (0.125 g,
0.29 mmol, 2.0 eq.) was added all at once at room temperature and the
reaction mixture was stirred for 16 h. The reaction mixture was then
transferred into a separating funnel with EtOAc and washed three times
with 5% (w/v) aqueous NaHSOy, three times with 5% (w/v) aqueous
NaHCOs, once with brine and dried over Na;SO4. The solvent was
removed in vacuo and the residue was purified by dry-loading flash
column chromatography on silica gel (eluent: DCM/MeOH 97:3) to give
the protected tripeptide as a white solid (0.092 g, 0.12 mmol, 80%).'H
NMR (400 MHz, CDCl3) § = 7.78 (d, J = 7.5 Hz, 2H), 7.60 (d, J = 7.3 Hz,
2H), 7.41 (pseudo t, J = 7.4 Hz, 2H), 7.32 (pseudo t, J = 7.6 Hz, 2H),
7.30—7.20 (m, 3H), 7.14 (d, J = 6.9 Hz, 2H), 6.49 (d, J = 7.3 Hz, 1H),
6.41 (d, J = 7.4 Hz, 1H), 5.47 (d, J = 8.0 Hz, 1H), 4.78-4.64 (m, 2H),
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4.49-4.30 (m, 3H), 4.23 (t, J = 6.9 Hz, 1H), 3.33-2.96 (m, 4H),
1.93-1.77 (m, 2H), 1.66-1.37 (m, 4H), 1.43 (s, 9H), 1.41 (s, 9H),
1.35-1.22 (m, 3H), 1.20-1.08 (m, 1H), 0.97-0.81 (m, 6H).

Fmoc-Ala-Ile-Lys(Boc)-Phe-OtBu: Fmoc-Ile-Lys(Boc)-Phe-OtBu (0.092
g, 0.12 mmol) was dissolved in MeCN (2 mL, 0.06 M). Diethylamine (0.5
mL) was added at room temperature and the reaction was stirred for 2 h.
The volatiles were removed in vacuo and the residue was dissolved in dry
DCM (5 mL). To this solution Fmoc-Ala-OH (0.074 g, 0.24 mmol, 2 eq.),
HOBt hydrate (0.050 g), and DIPEA (0.09 mL, 0.53 mmol, 4.5 eq.) were
added. EDC hydrochloride (0.045 g, 0.24 mmol, 2.0 eq.) was added all at
once at room temperature and the reaction mixture was stirred for 16 h.
The reaction mixture was then transferred into a separating funnel with
EtOAc and washed twice with 5% (w/v) aqueous NaHSOy, three times
with 5% (w/v) aqueous NaHCOs, once with brine and dried over
NayS0O4. The solvent was removed in vacuo and the residue was purified
by dry-loading flash column chromatography on silica gel (eluent: DCM/
MeOH 97:3) to give the protected tetrapeptide as a white solid (0.076 g,
0.09 mmol, 76%). 'H NMR (400 MHz, DMSOdg) 6 =8.19 (d, J = 6.3 Hz,
1H), 7.88 (d, J = 6.9 Hz, 2H), 7.77 (d, J = 7.9 Hz, 1H), 7.75-7.66 (m,
2H), 7.57 (d, J = 7.4 Hz, 1H), 7.41 (t, J = 6.9 Hz, 2H), 7.33 (d, J = 7.0
Hz, 2H), 7.29—7.12 (m, 5H), 6.75 (brs, 1H), 4.40-4.06 (m, 7H),
3.00-2.78 (m, 4H), 1.75-1.64 (m, 1H), 1.64-1.53 (m, 1H), 1.53-1.10
(m, 10H), 1.36 (s, 9H), 1.29 (s, 9H), 1.09-0.96 (m, 1H), 0.86-0.70 (m,
6H).

H,N-Val-Ala-Ile-Lys-Phe-OH (3): Fmoc-Ala-Ile-Lys(Boc)-Phe-OtBu
(0.094 g, 0.11 mmol) was dissolved in MeCN (2 mL, 0.05 M). Diethyl-
amine (0.5 mL) was added at room temperature and the reaction was
stirred for 16 h. The volatiles were removed in vacuo and the residue was
dissolved in dry DCM (5 mL). To this solution Boc-Val-OH (0.048 g, 0.22
mmol, 2 eq.) and DIPEA (0.07 mL, 0.4 mmol, 3.5 eq.) were added.
COMU (0.094 g, 0.22 mmol, 2.0 eq.) was added all at once at room
temperature and the reaction mixture was stirred for 16 h. The reaction
mixture was then transferred into a separating funnel with EtOAc and
washed twice with 5% (w/v) aqueous NaHSOy, three times with 5% (w/
v) aqueous NaHCOs, once with brine and dried over NaSO4. The solvent
was removed in vacuo and the residue was purified by dry-loading flash
column chromatography on silica gel (eluent: DCM/MeOH 97:3) to give
the expected fully protected pentapeptide as a white solid (0.055 g, 0.07
mmol, 60%). Unfortunately, it was not possible to prepare an adequate
sample for the 1H NMR analysis as the substance is practically insoluble
in the classic solvents used, and in some cases a gel is formed. Then, we
moved on to the next deprotection step by adding anisole (0.2 mL) and
dry DCM (3 mL, 0.05 M) to the above isolated product.TFA (peptide
grade, 1 mL) was added dropwise at 0 °C and the mixture was stirred at
the same temperature for 4 h, after which the volatiles were removed in
vacuo. The residual TFA was removed by repeatedly redissolving the
residue in DCM and drying the solution in vacuo. The off-white residue
was then triturated with cold (—20 °C) pentane, until no residual anisole
could be identified in the supernatant. The product was obtained as the
bis-trifluoroacetate salt as an off-white solid (0.037 g, 0.05 mmol, 73%).
HRMS (ESI) m/z: [M + 2H]?* calcd. for CooHsoNgOZ", 289.1895; found
289.1891.

2.5. Production of recombinant human MDM2

Full-length MDM2 was produced in bacteria (BL21 cells) as inducible
conjugated GST-MDM2. The protein was isolated by salt precipitation
with increasing concentrations of ammonium sulfate (AmSO4) and pu-
rified by glutathione agarose resin. In the end, the GST was removed by
thrombin (Sigma-Merck) cleavage, and recombinant MDM2 was
concentrated with Amicon® Ultra 4 mL (30MWCO). The purification
and quantification were performed using Coomassie gel.

2.6. MST binding assays

Recombinant human MDM2 was fluorescently labelled with RED dye
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NT-650 using the 2nd generation Monolith Protein Labelling Kit RED-
NHS (NanoTemper Technologies, Munich, Germany). According to the
recommended protocol, 1:6 protein:dye ratio was used. Specifically,
100 pL of 10 pM MDM2 was prepared and mixed with 100 pL of 60 pM
RED dye in HEPES-T Buffer (20 mM HEPES, 150 mM NacCl, pH 7.4,
0.05% Tween20). The labelling solution was incubated for 30 min at
room temperature in dark conditions. The unreacted fluorophore was
removed using a HEPES-T-equilibrated size-exclusion chromatography
column, which is included in the labelling kit. Protein and dye con-
centrations were determined by Absorption Spectroscopy using Thermo
Scientific™ NanoDrop™ One spectrophotometer (Thermo Fisher Sci-
entific Inc., Waltham Massachusetts, USA) through the equations (1) and
(2), where €protein = 344235 M~! em™! at 280 nm (calculated with the
ProtParam webserver,?’ Swiss Institute of Bioinformatics), ergp dye =
195000 M~! ecm™! at 650 nm (supplied by the kit vendor), correction
factor (cf) = 0.04 (supplied by the kit vendor) and [ was the optical path
length of the instrument.

Aggo — (Asso X cf)
Eprotein x 1

[protein] = (¢})
Asso

8REDdye x 1

(dye] = )

Therefore, the Degree of Labelling (DoL) were calculated using the
equation (3), yielding 0.32.

__ldye]
Dol = [protein]

3

The ligand binding experiments were performed in HEPES-T buffer with
the addition of ZnCl, and DMSO to reach final concentrations of 100 pM
and 2%, respectively. All the peptides were tested by titrating with serial
dilutions starting from 1 mM as the highest concentration against 50 nM
of labelled protein. After 60 min of incubation at room temperature in
dark conditions, the samples were briefly centrifuged at 10000 rpm,
loaded into standard capillary tubes (MO — K022; NanoTemper Tech-
nologies, Munich, Germany) and inserted into the Monolith NT.115
instrument (NanoTemper Technologies, Munich, Germany). MST sig-
nals were recorded for each capillary at high laser power and 60% LED
power. The raw data were processed by MO.Affinity Analysis v2.3, in
Manual mode (19/20 s hot regions). Every experiment was performed in
triplicate and the Ky results were reported as mean value with confi-
dence interval (+) that defines the range where the K, falls with a 68% of
certainty.

The SDS denaturation test, or SD-Test, was performed for the long
peptide experiments. For this purpose, the remainder of tubes 1 to 3 and
14 to 16 prepared in the original binding assay were centrifuged for 10
min at 12560 rpm. Then, 10 pL of each sample was removed and mixed
with 10 pL of SD-mix (4% SDS, 40 mM DTT). After incubation for 5 min
at 95 °C to denature the protein, the samples were loaded into standard
capillaries and the fluorescence emission was analysed using the
Monolith NT.115 instrument.

3. Results and discussion

3.1. Computational evaluation of MDM2-MDM4 RING domain
interaction

Starting from the X-ray structure of the MDM2/MDM4 RING domain
heterodimer (PDB code: 2VJF), the 1-MDM2 complex was modelled as
described.”’ The MDM4 C-terminus was cleaved leaving only the last 12
amino acids that comprise the structure of 1 (Lys479MDM4-Ala490MDM4).
The modelled complex was then solvated with water molecules and
neutralised by the addition of the appropriate amount of Cl ions. The so
obtained system was used to perform molecular dynamics (MD) simu-
lations (100 ns, performed in triplicate) to understand the nature and
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stability of the key interactions between 1 and MDM2 RING domain. The
analysis of the RMSD (Root Mean Square Deviation, Fig. 2A) of the
peptide heavy atoms over time, highlighted a significant conformational
change in the first 20 ns of simulation. The initial high RMSD absolute
value can be ascribed to the choice of the starting conformation, derived
from a crystal structure of the full-length MDM4 RING domain. None-
theless, peptide 1 showed relatively high instability even after the sys-
tem reached equilibrium in the later stages of simulation, as evidenced
by the high standard deviation of the RMSD across the replicas.
Prompted by this, the RMSF (Root Mean Square Fluctuation, Fig. 2B)
values of the ligand atoms were calculated to gain some insight into the
reasons for this binding instability. The RMSF value describes the
average RMSD of a specific atom over the duration of the MD simulation
and it can help identify what molecule fragments do not take part in a
stable interaction. A large RMSF value was observed in the N-terminal
six residues of 1 aminoacidic sequence (Lys479-Val484). This result
suggests that these residues are not stably interacting with MDM2 and
that their contribution to the binding of 1 to MDM2 is limited. A slightly
large RMSF value was also observed for Lys486, but upon deeper
investigation, it was highlighted that the solvent-exposed sidechain is
responsible for the apparent instability of the residue (Fig. 2B, inset).
Based on these results, we formulated the hypothesis that the last 5
amino acids (Lys486-Ala490) of 1 were responsible for its binding to
MDM2 and that a truncated version of 1 comprising those residues
would still maintain its ability to inhibit MDM2 dimerization.

To validate our hypothesis via computational methods, molecular
docking was performed on the MDM2chain of the MDM2/MDM4 RING
domain heterodimer (chain A, PDB code: 2VJF) to assess the binding
mode of the newly designed peptide 2 (Lys486-Ala490). Differently
from the original peptide 1, where the C-terminus was capped as a
primary amide, the terminal Ala residue of 2 was designed as a free
carboxylic acid, with the goal of interacting with a salt bridge with the
nearby Lys446MPM2 for a further point of interaction. The docking
performance was evaluated using the RMSD between the backbones of
the docked peptide and the crystallised MDM4C-terminus fragment.
Satisfyingly, 60% (12/20) of the predicted poses correctly reproduced
the crystalised conformation with an RMSD lower than 2.0 A (Fig. 3A).
In particular, the backbone of 2 was positioned close to a MDM2 f-sheet
to form a network of hydrogen bonds with MDM2 residues Lys454-
Leu458. As expected, we observed a salt bridge between the nega-
tively charged 2 C-terminus and the cationic Lys446 side chain.

Finally, we performed MD simulations starting from the best scoring-
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docking pose that was consistent with the co-crystallised binding mode.
It was observed that the polar interactions initially highlighted by
docking were maintained over the simulation time (Fig. 3B). Indeed, the
complex canonical network of hydrogen bonds with one of MDM2 RING
domain fB-sheets was mainly intact over the simulation time, together
with the salt bridge between the C-terminus and Lys446™PM2, Moreover,
a key interaction of Ile489 sidechain with an hydrophobic pocket in
MDM2 structure lined by Leud58MPM2 proq31MPM2| 504 the backbone
of Asn433MPM2 was highlighted (Fig. 3C), confirming the observed
experimental results that showed the importance of this residue for
peptide 1 binding.”°

3.2. Synthesis

With strong support from the performed computational modelling,
we decided to synthesise peptide 2 (sequence: HoN-KVFIA-CO,H)>® and
characterise its interaction with MDM2 in a biophysical assay. More-
over, we included in the biophysical characterization another peptide
with a scrambled sequence (3, sequence: HoN-VAIKF-CO,H) to validate
the key interactions highlighted during the modelling and to evaluate
the sequence-specificity of the binding to MDM2. Indeed, if the proposed
binding mode of peptide 1 is conserved, the substitution of the Ile res-
idue in peptide 2 should completely abolish the binding affinity of the
peptide, as it was already observed for the original peptide 1.%°

The synthesis of both peptides was performed in solution using a
Boc/Fmoc synthetic strategy, using standard amide coupling protocols
(see Materials and Methods for details). After the final deprotection, the
pure peptides 2 and 3 were obtained as trifluoroacetate salts on a deca-
milligram scale,with excellent purity by HPLC/MS analysis (14% and
23% overall yields, respectively).

3.3. MicroScale Thermophoresis Binding Assays

The thermophoresis phenomenon describes the directed motion of a
macromolecule in a temperature gradient, depending on its size,
conformation, charge and hydration shell. For this reason, after a
binding event to the target macromolecule, at least one of these pa-
rameters is altered and then, thermophoresis of the complex and
macromolecule alone is different.®! In a MicroScale Thermophoresis
(MST) experiment, sixteen capillary tubes are prepared, where the flu-
orescently labelled protein (target) is present at constant concentration
and it is titrated by increasing concentrations of the unlabelled ligand.
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Fig. 2. Analysis of the MD simulations on the peptide 1-MDM2 complex (100 ns, triplicate). (A) The RMSD data is reported as the average (dark blue line) and
standard deviation (light blue area). (B) The RMSF data is reported by grouping the ligand atoms by their residue name and number in the MDM4 sequence. Inset:
atom-by-atom RMSF contribution of Lys486, shown as mean (bar plot) and standard deviation (error bars).
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Fig. 3. (A) Putative binding mode of peptide2 to MDM2 RING domain. The docked peptide has been represented as green sticks, the crystalised MDM4 fragment as
orange sticks and MDM2 as white ribbons. H-bonds and the ionic interaction are shown in yellow and magenta dashed lines. (B) Interaction occupancy during MD
simulation of peptide 2-MDM2 complex. (C) Snapshot of Ile489 side chain interactions during the simulation. Interacting MDM2 residues are highlighted in magenta.

ESP surface has been calculated for residues surrounding Ile489.

Within the instrument, an infrared laser induces the temperature
gradient in the samples and the protein/ligand complex migrates along
it, producing a modulation of the fluorescence signal that can be
monitored in real-time. This variation is used to generate a binding
curve as a function of ligand concentration and to derive the dissociation
constant (Kg).>”

Peptides 2 and 3 were tested in an MST assay against recombinant
fluorescently labelled full-length human MDM2 protein. Pleasingly, a
significant dose-dependent variation of the thermophoretic signal was

observed for the protein in the presence of increasing concentrations of
peptide 2 (Kq = 19.2 + 5.4 pM, Fig. 4), indicating a clear binding event
to MDM2. As predicted, the experiment with peptide 3 did not result in a
detectable binding event (Kq > 1000 puM, Fig. 4), confirming the direct
and specific interaction between peptide 2 and the full-length protein.
In addition, we also tested in the same MST assay the original peptide
1 (sequence: Ac-KEIQLVIKVFIA-NH,) and a control peptide 4 (sequence:
Ac-KEIQLVIFVIKA-NH3). The control peptide was obtained by swapping
11e489 and Lys486 in the MDM4 sequence, since peptide analogues
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Fig. 4. Binding curve obtained for peptides 2 (green) and 3(red) against full-length recombinant human MDM2. The fraction bound is plotted against ligand

concentration, data indicated as mean + standard deviation (n = 3).
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missing the key MDM4 residue I1e489 have been previously shown not
to be able to modulate p53 ubiquitination in vitro.”" Unfortunately, the
tested full-length peptides induced a ligand-dependent initial fluores-
cence variation of the samples (Fig. S1, A and B) that could not be
ascribed to a specific ligand—protein interaction but to protein precipi-
tation or aggregation.

4. Conclusion

The publicly available MDM2-MDM4 crystal structures were used to
generate a binding model for peptide 1, comprising the last 12 residues
of MDM4 C-terminus sequence, that is able to disrupt MDM2 dimer-
ization processes and restore p53 oncosuppressive functions both in vitro
and in vivo.?° MD simulations performed in triplicate have highlighted
several conserved polar and hydrophobic interactions between peptide
1 and MDM2 RING domain, that were then used to design a shorter
version of the peptide. The putative binding mode of the designed
peptide 2 was analysed both by molecular docking and MD simulations,
highlighting the same set of interactions that were observed in the
original peptide 1. The designed peptide 2 was then synthesised through
an in-solution synthetic protocol, obtaining the final peptide in deca-
milligram scale. Peptide 2 was then subjected to an MST binding assay,
confirming its binding affinity for recombinant full-length MDM2. Un-
fortunately, we were not able to assess the binding affinity of the original
peptide 1 due to its unspecific interaction with the protein, hindering a
direct comparison of binding affinities and competitive experiments.
Nonetheless, further studies will be directed at the complete biological
characterization of peptide 2, with the goal of advancing our under-
standing of MDM2 biology and developing more advanced inhibitors of
MDM2-MDM#4 interaction for therapeutic purposes. Another approach
similar to the one discussed in this paper has been recently published by
Merlino et al. **, further validating our experimental and computational
results.
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