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Abstract: Genomic surveillance based on sequencing the entire genetic code of SARS-CoV-2 involves
monitoring and studying genetic changes and variations in disease-causing organisms such as
viruses and bacteria. By tracing the virus, it is possible to prevent epidemic spread in the community,
ensuring a ‘precision public health’ strategy. A peptide-based design was applied to provide an
efficacious strategy that is able to counteract any emerging viral variant of concern dynamically and
promptly to affect the outcomes of a pandemic at an early stage while waiting for the production
of the anti-variant-specific vaccine, which require longer times. The inhibition of the interaction
between the receptor-binding domain (RBD) of the severe acute respiratory syndrome coronavirus 2
(SARS-CoV-2) and one of the cellular receptors (DPP4) that its receptors routinely bind to infect
human cells is an intriguing therapeutic approach to prevent the virus from entering human cells.
Among the other modalities developed for this purpose, peptides surely offer unique advantages,
including ease of synthesis, serum stability, low immunogenicity and toxicity, and small production
and distribution chain costs. Here, we obtained a potent new inhibitor based on the rearrangement
of a previously identified peptide that has been rationally designed on a cell dipeptidyl peptidase 4
(DPP4) sequence, a ubiquitous membrane protein known to bind the RBD-SPIKE domain of the
virus. This novel peptide (named DPP4-derived), conceived as an endogenous “drug”, is capable
of targeting the latest tested variants with a high affinity, reducing the VSV* DG-Fluc pseudovirus
Omicron’s infection capacity by up to 14%, as revealed by in vitro testing in human Calu-3 cells.
Surface plasmon resonance (SPR) confirmed the binding affinity of the new DPP4-derived peptide
with Omicron variant RBD.

Keywords: peptides; protein—protein interaction (PPI); SARS-CoV-2; surface plasmon resonance;
RBD variants; pseudovirus

1. Introduction

A few months ago, the head of the UN World Health Organization (WHO) declared
the end of the COVID-19 public health emergency [1]. It is important to stress that this

Pharmaceuticals 2024, 17, 891. https://doi.org/10.3390/ph17070891

https:/ /www.mdpi.com/journal /pharmaceuticals


https://doi.org/10.3390/ph17070891
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.mdpi.com/journal/pharmaceuticals
https://www.mdpi.com
https://orcid.org/0000-0002-5799-7863
https://orcid.org/0000-0002-5350-7361
https://orcid.org/0000-0001-5450-5774
https://orcid.org/0000-0002-1923-9033
https://orcid.org/0000-0001-6235-8161
https://orcid.org/0000-0002-0437-358X
https://orcid.org/0000-0002-6227-4248
https://orcid.org/0000-0002-7781-602X
https://doi.org/10.3390/ph17070891
https://www.mdpi.com/journal/pharmaceuticals
https://www.mdpi.com/article/10.3390/ph17070891?type=check_update&version=2

Pharmaceuticals 2024, 17, 891

20f 18

declaration does not mean the disease is no longer a global threat. Full eradication of
COVID-19 is not on the horizon due to the emergence of new variants of concern and the
global administration of COVID-19 vaccines, which have significantly altered the clinical
landscape of the disease. As the SARS-CoV-2 pandemic is a novel and contemporary
disease, its invasive properties have not been thoroughly explored or fully understood [2].
A substantial amount of research has been conducted within a relatively short period to
enhance our understanding of the structure of SARS-CoV-2 [3]. However, we have gathered
substantial information on the dynamics of viral evolution and how these dynamics shape
interactions with the host. This research aspect remains fundamental for the prevention,
protection, and management of this disease, particularly for patients at high risk of severe
illness [4].

SARS-CoV-2 is a single-stranded RNA (3 Coronavirus, and despite its size, its mu-
tation rate is lower than that of other RNA viruses [5-7]. In November 2021, the WHO
identified the Omicron variant of SARS-CoV-2, known as B.1.1.529, as a variant of con-
cern (VOC). By early 2022, the Omicron variant and its five lineages (i.e., BA.1, BA.2,
BA.3, BA.4, BA.5, and XBB) had become the primary cause of COVID-19 worldwide. The
Omicron XBB.1.5 subvariant is a sublineage of the XBB variant, resulting from the recombi-
nation of two BA.2 sublineages. In January 2023, a rapid increase in the prevalence of the
XBB.1.5 subvariant led to it causing 49.1% of COVID-19 cases in the US. This increase was
attributed to immune evasion from prior infection or vaccination, mutations like F486P
having arisen within the spike protein, and an increased affinity for the ACE2 receptor
that binds SARS-CoV-2. Additionally, current booster vaccines may not provide sufficient
protection against infection by this subvariant, which has been colloquially referred to as
the ‘Kraken’ subvariant. With the expansion of worldwide genome sequencing surveillance,
an increase in the number of newly identified variants is anticipated. Vigilant monitor-
ing of all newly identified variants is essential to enable the implementation of necessary
countermeasures as early as possible. Specific mutations in the proteins of SARS-CoV-2
can potentially compromise the effectiveness of drugs, representing a significant cause for
concern. Computational techniques are indispensable for monitoring and understanding
the continuous mutations in viruses like SARS-CoV-2 [8-10]. They enable researchers to
track the virus’s evolution and evaluate the impact of binding of potential inhibitors to
the receptor.

With the knowledge and experience gained from the COVID-19 pandemic, there
is an urgent need to develop novel strategies for quickly predicting and preventing the
emergence and transmission of novel pathogens. Clinical trials are underway, testing
potential antiviral therapeutic targets, such as inhibiting the viral enzymes responsible
for genome replication or blocking viral entry into human cells. Among the potential
approaches to pharmacologically combat COVID-19 (including small-molecule drugs,
interferon therapies, vaccines, oligonucleotides, and monoclonal antibodies), in the future,
peptides may play various roles in the prevention and management of SARS-CoV-2 [11-15].

It is now well established that SARS-CoV-2 uses angiotensin-converting enzyme 2
(ACE2), the same receptor as SARS-CoV, to infect humans [16]. However, other studies
have shown that SARS-CoV-2 also binds to human dipeptidyl peptidase (DPP4/CD26)
when entering cells in the respiratory tract. The interaction between the SARS-CoV-2
spike glycoprotein and DPP4 is a key factor for virulence [17,18]. Interestingly, another
recent study has indeed reported a correlation between DPP4 and ACE2, indicating the
relevance of both membrane proteins in the pathogenesis of virus entry [19]. Consequently,
we directed our focus toward this less-explored aspect, investigating the potential use of
DPP4 peptides as an innovative approach in the pharmacologic treatment of COVID-19.
In our previous work, the primary mechanism of the peptide was to block the S protein’s
receptor-binding region from interacting with DPP4, thus acting preventively against
infection. Subsequently, a peptide bearing the DPP4 sequence (DPP4;70295) was designed
and used in vitro to assess its capacity to block VSV* DG-Fluc pseudovirus infection [19].
In particular, the DPP4,7_595 peptide exhibited a higher inhibitory capacity against both
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WT and its variant particles (i.e., D614G, B1.1.7, B1.351, and P1), circulating during 2021
until Omicron B.1.1.529 [19]. The higher inhibitory capacity was nonetheless starting to
reduce with the new variants of concern occurring. Therefore, at this point, we decided to
rationally design a novel peptide, named DPP4-derived, that is able to prevent the entry of
the virus into the host cell. We accomplished this by using a 3D mapping approach and
docking simulations. This was done to adapt the novel rearranged peptide for enhancing
its inhibitory potential against other variants of concern, such as BA4.5, B.Q.1.1, and
XBB.1.5, which was no longer achieved by the native DPP4,70 595 peptide. One of these
designed peptides was synthesized and tested in vitro, revealing its effective capacity
of inhibiting SARS-CoV-2 infection up to the latest Omicron subvariant, which is still
spreading. Moreover, proinflammatory chemokine and cytokine expression levels were
reduced. A surface plasmon resonance (SPR) assay was conducted to investigate the
interaction between the DPP4-derived peptide and the RBD of SARS-CoV-2 from Omicron
sublineages in comparison to that of native DPP457(_595. Due to its good binding to RBD and
its inhibitory properties, DPP4-derived peptide could serve as a promising lead candidate for
the development of prophylactic or therapeutic treatments against SARS-CoV-2. Thus, our
data indicate that peptide technology offers a strategy that can dynamically and promptly
react to any new viral variant of viral infection, since the peptide sequence can be easily
tailored in silico to combat them effectively. The reaction of the polypeptide with the key
molecule of the pathogens inhibits and/or reduces the infecting capacity, with effects on
the concentration and speed of diffusion, pending the production of a vaccine. Thus, while
waiting for the definitive vaccine, which is difficult to obtain with the sudden onset of new
variants, the use of peptides could temporarily stop the viral SARS-CoV-2 infection.

2. Results
2.1. In Silico Studies of the DPP470_»95 Peptide against the RBD of Emenging Variants
of Concern

To study the theoretical binding affinity of the DPP4;7y_295 peptide against the RBD
pocket of the newest variants, we performed molecular recognition by using High Ambigu-
ity Driven protein—protein DOCKing (HADDOCK) ver. 2.4. As reported in Figure 1, it was
found that DPP4,7y 595 established several H-bonds with the N477, K478, N487, Y489, R493,
R498, T500, and Y501 residues placed into the B.1.1.529 RBD, with a total buried surface
area (BSA) of 1577.5 & 35.4 and a HADDOCK score equal to —80.6 (Table 1).

Table 1. Comparison between the representative cluster of DPP4;yy_»95 after molecular recognition
with RBD conformation of B.1.1.529, BA.4/5, and BQ.1.1 variants using the HADDOCK tool.

HADDOCK Ch.lster RMSD ** Vdw Electrostatic  Desolvation BSA *** Z-Score
Score * Size Energy Energy Energy AR
RBD B.1.1.529 —80.6 £2.8 39 32+0.1 —-536+26 8714113 —-1714+21 15775+354 —-19
RBD BA.4/5 —744+29 50 3.6 £0.1 —63.0 £2.0 —442 +74 —17.0+£3.4 1586.7 = 76.0 —25
BRQB]le —777£29 20 3.8+0.1 —553+3.0 —95.1+21.0 —-93+20 1718.3 +=94.2 —1.6

* The HADDOCK score is defined as 1.0 van der Waals intermolecular energy (Evdw) + 0.2 electrostatic intermolec-
ular energy (Eelec) + 1.0 desolvation energy (Edesol) + 0.1 distance restraints ambiguous energy (EAIR). ** Root
mean square deviations (RMSD) from the overall lowest-energy structure. *** Buried surface area. **** HADDOCK
Z-score indicates standard deviations from the average cluster (the more negative, the better).

Concerning the BA.4/5 RBD pocket, we observed that DPP4;70 295 was able to interact
with Y449, N487, Q493, Y495, R498, H505, and Q506 via H-bonds. Finally, analyzing the
interactions between DPP4,70 795 and the BQ.1.1 variant, the number of H-bonds was
significantly reduced, only involving V445, K458, N481, Y496, and H500 residues.
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Figure 1. Left-hand images show the zoomed-in context of the DPPyy70 295 peptide in complex
to (a) B.1.1.529, (c) BA.4/5, and (e) BQ.1.1 RBD. The key contacting elements inside include
(b) the B.1.1.529 RBD/DPP4270_295 conformation, (d) BA4/5 RBD/DPP4270_295, and (f) BQll
RBD/DPP4;70295. All amino acids involved in the interaction are represented as balls and sticks,
while the H-bonds and salt bridges are shown as yellow and purple dashed lines, respectively.

2.2. DPP4;70_»95 Peptide Partially Blocks SARS-CoV-2 Entry into Cells

In our previous results [19], we demonstrated that DPP4;7y_o95 acted in order to mask
the virus to intercept the DPP4 receptor and other known receptors on target cells. More-
over, during our experiments, novel variants of COVID-19 (i.e., Omicron B.1.1.529, BA.4/5,
and BQ.1.1.) occurred, causing increased infectiousness and virulence. Considering this,
to verify the efficiency, DPP4;y70_295 peptide was used at the same concentration tested
previously, i.e, 100 pg (18), without observing any toxic effect. We infected cells by using a
recombinant vesicular stomatitis virus (rVSV) carrying the spike protein of SARS-CoV-2
(GenBank:MN908947) variants (Omicron B.1.1.529, BA.4/5, BQ.1.1). Specifically, we first
infected Vero E6 cells, and after 48 h, we performed a luciferase assay to test the efficiency of
virus entry. Each obtained value was normalized with respect to VSV_Pseudo SARS-CoV-2
(Vsupp.SARS-2-5*%). As observed in Figure 2, the DPP4,74 295 peptide showed a high capac-
ity to inhibit the Omicron B.1.1.529 entry (**** p <0.0001), while, when using pseudotypes
Omicron BA.4/5 and BQ.1.1, the DPP4,70_595 peptide reduced virus entry into target cells
only by 20% and 23.3%, respectively.
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Figure 2. Vero E6 cells were inoculated with pseudotype particles bearing the S proteins of the indi-
cated Vsvpp.SARS-2-S Omicron variants (B.1.1.529, BA.4/5, and BQ.1.1), together with DPP4570 295.
Infection efficiency was quantified by measuring virus-encoded luciferase activity in cell lysates at
48 h post-transduction, expressed as a percentage (Vsvpp.SARS-2/DPP4;70_295; grey bars), and nor-
malized with respect to Omicron variants (Vsvpp.SARS-2-5%) alone (black bars). The data presented
are the average of three biological replicates. Error bars indicate the standard deviation + standard
error of the mean (SEM). **** p < 0.0001 based on a one-way ANOVA test.

2.3. Design of Novel DPP4-Derived Binder of SARS-CoV-2 RBD Domain

As specific variants in the proteins of SARS-CoV-2 seem to compromise the effective-
ness of the DPP4 peptide, as other drugs, computational techniques are indispensable for
monitoring and understanding the continuous variations. Here, we designed a series of
novel DPP4-derived binders of the SARS-CoV-2 RBD domain. Based on the DPP4-binding
helix (DPP4;70_295), we split the native sequences and rearranged them into new constructs.
Our goal was to optimize activity against the RBD of new variants by rearranging peptide
segments. The initial splitting helped us evaluate whether the specific position of the amino
acids was pivotal for the interaction with the RBD surface. Afterwards, since our strategy
aimed to dynamically address a peptide against different emerging SARS-CoV-2 variants
of concern, rearranging the sequence helped us to engage in interactions that the original
sequence could not, enabling the design of peptides with more promising functionalities.
The workflow is illustrated in Figure 3.

In detail, to narrow down the vast combinatorial search space, firstly, we split the
DPP45,70 295 peptide into three fragments that we indicated as seql (VVNTDSLSS),
seq2 (VINATSIQI), and seq3 (TAPASMLI). Combining these fragments, we generated
five query sequences (Table S1). By using the build_peptide.py script, we built the
3D structure of five DPP4-derived peptides, named pep1, pep2, pep3, pep4, and pep5. For each
peptide, we submitted 500 ns of MDs, and the most representative cluster was used for
docking simulations on the BA.4.5 RBD domain. Based on the docking results, it emerged
that the best HADDOCK score was related to the complex pep2-RBD, which engaged
H-bonds between V1, Q8, 19, N12, and T13 of the pep2 sequence and V483, F490, Q493,
and Y501 residues of BA.4.5 RBD, respectively. At this point, we predicted the affinity of
the best peptide, such as pep2 towards the BQ.1.1 RBD domain. Unfortunately, the worst
HADDOCK score was obtained, which correlated to a reduced number of interactions
(Table S2). At this stage of our strategy, a deeper analysis using GBPM was performed on
DPP4,70295 and pep2 in complex with the RBD of both the BA4.5 and BQ.1.1 variants. This
method helps us to map the key hotspots that are responsible for PPI by combining GRID
molecular interaction fields (MIFs) according to the GRAB tool algorithm [20]. BA4.5 and
BQ.1.1 RBD were considered as guests, while DPP4574 295 and pep2 were hosts. Three
GRID probes, DRY, N1, and O, were chosen to mimic the hydrophobic, H-bond donor,
and acceptor areas, respectively. The contribution of each residue was derived from the
summa of its GBPM points energy in the matching frames. After calculating the total score
based on all residues, the key hotspots were split into quartiles to increase the clarity for
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the reader. Quartile 1 (Q1) includes the residues with the most significant contributions
to the interaction, decreasing until quartile 4 (Q4), which contains the residues with the
weakest interactions (Table 2).

DPP4,;4 505 peptide (26-mer)
VVNTDSLSSVTNATSIQITAPASMLI

lSequence splitting
Seq1 Seq2 Seq3
VVNTDSLSS VTNATSIQI TAPASMLI

Sequence combination

5 query sequence (26-mer)
pepl-pep2-pep3-pep4d-pep5
l build_peptide.py script

3D structure generation

500 ns of MDs for each peptide
Trajectories clustering

Docking (HADDOCK) on RBD variants
(BA.4.5and BQ.1.1.)

Pep2 query sequence (26-mer)
VTNATSIQIVVNTDSLSSTAPASMLI

GBPM analysis on pep2
Key hotspots for RBD binding

J Random peptide sequences generation

41580 query sequences

(6-mer, 7-mer, 8-mer, 9-mer)

Docking (Glide) on RBD variants (BA.4.5)

J Concatenation of the best docked sequences

3 best sequences (26-mer)

500 ns of MDs

Docking (HADDOCK) on RBD variants
A (BA.4.5, BQ.1.1, XBB.1.5)

Pep6 sequence (26-mer)
VTNATAPNTDVSVSLSMILQTISASI
Purchase of the synthesized peptide
In vitro assays
A SPR analysis

N
Inhibition of virus entry

Figure 3. Workflow for the design of novel DPP4-derived peptides against SARS-CoV-2 RBD domain
of emerging variants.

Based on the resulting hotspot residues, we generated a total of 41,580 query sequences,
combining sets of residues of different lengths (6-mer, 7-mer, 8-mer, and 9-mer) (source
code is reported in the Supporting Information). By using an additional docking program,
Glide, we were able to compute sequences of peptides with reduced computing times.
We performed the SP-peptide docking simulations on three grid boxes that included the
entire BA.4/5 RBD surface (Table S3). As a result, we concatenated the best sequences
considering the amino acid superpositions, and we generated three sequences of 26-mer
(Table S4). Comparing the generated sequences with the previously obtained DPP4-derived
peptides and GBPM analysis, we directed our attention to pep6, thus submitting 500 ns of
MDs to determine its conformational variability. The representative cluster was submitted
to HADDOCK following the same protocol described above. We evaluated the theoretical
binding affinity of pep6 and the RBD domain of the BA.4/5, BQ.1.1, and XBB.1.5 variants.
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Remarkably, it was noticed that pep6 showed a higher HADDOCK score in complex to the
RBD of all the analyzed variants (Table 3).

Table 2. GBPM average scores and quartile distributions of the pivotal hotspots of DPP4,70 295 and
pep2 in complex with RBD BA4.5 and BQ1.1.

DPP4,70_20s-RBD BA4.5

DPP4,7_205-RBD BQ.1.1

Residue Total Score Quartile Total Score Quartile
T4 —3.31 Q3 - -
D5 -17.17 Q1 —6.79 Q2
L7 - - —4.92 Q4
S9 —8.55 Q1 - -
V10 - - —10.98 Q1
T11 —-1.93 Q4 —20.06 Q1

N12 —0.94 Q4 - -
Al3 —5.20 Q2 - -
T14 —8.39 Q2 - -
116 —4.82 Q2 - -
Q17 —34.50 Q1 —12.11 Q1
118 - . —5.43 Q3
A22 —-1.73 Q4 —-3.20 Q4
523 —2.86 Q3 —5.46 Q2
M24 - - —5.16 Q3
Pep2-RBD BA4.5 Pep2-RBD BQ.1.1

Residue Total Score Quartile Total Score Quartile
Vi1 —18.55 Q1 - -
T2 —0.76 Q4 - -
Q8 —21.99 Q1 - -
19 —5.78 Q3 - -
N12 —5.80 Q2 - -
T13 —17.52 Q2 - -
D14 - - —22.57 Q1
S15 - - —14.58 Q1
L16 —0.52 Q4 - -
S17 - - —-7.23 Q3
S18 - - —8.47 Q3
T19 - - —10.99 Q2
A22 - - —0.24 Q4
L25 - - —-1.76 Q4
126 - - —12.22 Q2

Table 3. Comparison between the representative cluster of pep6 after molecular recognition with RBD
conformation of BA.4/5, BQ.1.1, and XBB.1.5 variants using the HADDOCK tool.

HADDOCK Cluster Size RMSD ** VAW Energy Electrostatic Desolvation BSA *** Z-Score
Score * Energy Energy ok
RBD BA.4/5 —971+24 56 04+02 —56.3+41 —208.6 + 35.1 -102+17 1522.2 +41.9 —2.4
Blg’]ljl 913411 31 04403  —616+29  —10224230 —168+21 166914360  —26
Xgl]‘i[l)S —91.7 +27 37 07+04 —61.6 £ 6.2 —126.2 + 149 —114+53 1702.5 + 37.4 —2.3

* The HADDOCK score is defined as 1.0 van der Waals intermolecular energy (Evdw) + 0.2 electrostatic intermolec-
ular energy (Eelec) + 1.0 desolvation energy (Edesol) + 0.1 distance restraints ambiguous energy (EAIR). ** Root
mean square deviations (RMSD) from the overall lowest-energy structure. *** Buried surface area. **** HADDOCK
Z-score indicates standard deviations from the average cluster (the more negative, the better).

In detail, in the BA.4/5 RBD pocket, the threonines at positions 2 and 5 bound Q493
and Y449, respectively. The folding of the peptide allows it to insert into the R498-H505
loop, forming two hydrogen bonds with Y501 and G502. Finally, the presence of A24, 525,
and 126 was important for stabilizing the side chain of lysine 478 through three hydrogen
bonds. Regarding the two emerging variants, BQ.1.1, and XBB.1.5, comparable HADDOCK
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scores were observed (Table 3) for the pep6, equal to —91.3 and —91.7, respectively. As
observed in Figure 4, this DPP4-derived peptide, named pep6, was able to interact with Y449,
T470, G482, A484, Y490, Y496, R498, G502, and H505 via H-bonds in BQ.1.1 RBD. Finally,
N3, T9, L15, Q20, T21, S25, and 126 engaged several H-bonds with the A484, N481, R493,
H500, G502, and N405 residues of the XBB.1.5 RBD, respectively.

(b)

(c)

Figure 4. Key contacting elements inside pep6 in complex with (a) BA.4/5, (b) BQ.1.1, and
(c) XBB1.5 RBD. All amino acids involved in the interaction are represented as balls and sticks,
while the H-bonds are shown as yellow dashed lines. BA.4/5, BQ.1.1, and XBB1.5 RBD domains are
reported as green carbon, faded salmon, and yellow cartoons, respectively.
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2.4. Experimental Validation of the Newly Designed Peptide pep6

To verify whether pep6 had a better interaction with the novel SARS-CoV-2 RBD
variants than native DPP4570 295, we performed an SPR study using BIAcore technol-
ogy (model software package BlAevaluation, version 3.2 Cytiva). In the SPR analysis,
we used a SARS-CoV-2 Omicron BA.5 RBD, a sublineage of Omicron B.1.1.259 carrying
the same amino acid mutations as XBB.1.5, which is involved in the DPP4/pep6 inter-
action. To this aim, recombinant Omicron BA.5 RBD was captured onto a CM5 sen-
sor chip. Sensograms obtained via injections of different concentrations of DPP457(_595
(Figure 5A) and pep6 (Figure 5B) showed that both peptides bind to immobilized Omicron
BA.5 RBD in a dose-dependent manner. The Biacore (model software package BlAeval-
uation, version 3.2 Cytiva) provided the kinetic parameters of the analyzed interactions.
DPP4570_995/Omicron BA.5 RBD interactions occurred with a kinetic association constant
(kon) of 1.16 x 103 s~ M~! and a kinetic dissociation constant (k.g) of 1.40 x 1073 s, thus
resulting in a K; value (kof/kon) equal to 1.20 x 10~ M, while pep6/Omicron BA.5 RBD
interactions occurred with a kinetic association constant of 3.07 x 10% s~ M~! and a kinetic
dissociation constant of 2.6 x 1072 s~1, thus resulting in a K; value equal to 8.43 x 107 M.
Based on the measurements of the steady-state binding levels, the affinity value at equi-
librium of DPP4570295/Omicron BA.5 RBD interactions (Figure 5C) was determined to be
equal to 1.53 x 107%M, while pep6 interacted with the same protein (Figure 5D) with a
Kd value at equilibrium equal to 8.39 x 10~7 M. Taken together, these data demonstrate
that pep6 interacts with Omicron BA.5 RBD with a stronger affinity value compared to the
affinity value of the native DPP457(_p95 for the same protein.

A B
DPP4570.205 Pepb
30| 60|
20 150 pg/ml 40| 150 pg/ml
2 =]
o (14
0 e 9.375 pg/ml 0 9.375 pg/ml
0 100 200 300 400 100 200 300 400
C Time (s) D Time (s)
3
£ *
* 32
> 19 o 2§ hd
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Figure 5. (A,B) Sensogram overlay showing the binding of increasing amounts (range from 9.375 to
150 pug/mL) of DPP4;7(.p95 and pep6 to the immobilized Omicron BA.5 RBD surface. The response, in
resonance units (RU), was recorded as a function of time. (C,D) Saturation curve obtained using the
values of RU bound at equilibrium from injection of increasing concentrations of free DPP457¢.295
and pep6 onto the immobilized Omicron BA.5 RBD sensorchip.

Finally, the synthetic pep6 was employed to evaluate its ability to inhibit virus entry
onto human lung epithelial cell lines that can support the propagation of SARS-CoV-2,
such as Calu-3 cells, following the protocol already described. Since at the time of the
study, the subvariant of Omicron XBB.1.5 was spreading, the same experiments were
replicated on Calu-3 with this new strain. Previously, cell cytotoxicity was tested using
the MTs reduction assay in Vero E6 cells, indicating that the tested peptide at 50 and at
100 ug showed the best concentration/toxicity ratio (Figure 6A). Also, a scale of increasing
peptide concentrations was assessed (Figure 6B) for evaluating the inhibitory effects by
measuring the virus-encoded luciferase activity in Vero E6. These data allowed us to select
the concentration of 100 ug for the following analyses.

In Figure 7A, we reported that the results of the luciferase assay support the efficacy of
pep6 (at 100 pg) in reducing the infection capacity by up to 14% in a statistically significant
manner (*** p <0.001). Vice versa, at the same concentration, DPP457y_95 was able to reduce
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the infective ability of VSV_Pseudo SARS-CoV-2 S Omicron XBB.1.5 in a negligible manner,
confirming the previous data shown for Vero E6 cells (Figure 2).
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Figure 6. (A) Effects pep6 on the viability of VERO E6 cells for three days. MTS assay was per-
formed to determine cell viability after pep6 treatment at concentrations of 50, 100, and 200 pg for
72 h compared to untreated cells. P-value: VeroE6 +200 ug vs. VeroE6 at day 2 < 0.05, p-value
VeroE6 +200 pg vs. VeroE6 at day 3 < 0.01. (B) Infection efficiency was quantified by measuring
virus-encoded luciferase activity in Vero E6 cells infected for 48 h with VSV_Pseudo SARS-CoV-2
S Omicron XBB.1.5 alone and in combination with the synthetic peptide pep6. Data are expressed as
percentage of infection and normalized with respect to the XBB.1.5 Omicron variant alone.
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Figure 7. (A) Infection efficiency was quantified by measuring virus-encoded luciferase activity in
cells infected for 48 h with VSV_Pseudo SARS-CoV-2 S Omicron XBB.1.5 alone and in combination
with synthetic peptide DPP4,70 295 and pep6. Data are expressed as percentage of infection and
normalized with respect to the XBB.1.5 Omicron variant alone (black bar). The average data from
three biological replicates are presented. Error bars indicate the standard error of the mean (+SEM).
*** p < 0.001 based on a one-way ANOVA test. (B) RT-qPCR analyses of immunity-related genes
in Calu-3 cells after VSV_Pseudo SARS-CoV-2 S Omicron XBB.1.5 infection and treatment with
pep6. Data are from three independent experiments and represented as mean & SD. ** p < 0.01, and
*** p < 0.001 based on a one-way ANOVA test.

Lastly, to confirm the antiviral effects of pep6 and support its efficacy against SARS-
CoV-2, we evaluated the expression of innate immune response genes. As expected, in
Calu-3 cells infected with VSV_Pseudo SARS-CoV-2 S Omicron XBB.1.5, we observed
that the expression levels of type I and type III IFNs and of pro-inflammatory cytokines
(CXCL10, IL-6, and TNF-«) were significantly increased (Figure 7B). Interestingly, infected
Calu-3 cells treated with pep6 (white bars) showed expression levels of innate immune
response genes that were comparable to the basal ones (Calu-3 cells not infected; black
bars). Indeed, after pep6 treatment, we observed a significant decrease in the mRNA levels
of both classes of IFNs (*** p < 0.001) and of genes encoding the pro-inflammatory cytokines
CXCL10 (** p < 0.01), IL-6 (*** p < 0.001), and TNF-x (*** p < 0.001) compared to untreated
infected cells (Calu-3+XBB.1.5; grey bars). Our results suggest that pep6 treatment is able to
prevent the virus from over-activating the innate immune system.
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3. Discussion

The global rollout of COVID-19 vaccines has played a critical role in reducing pan-
demic spread, disease severity, hospitalizations, and deaths. This is the time to explore
the transition from the pandemic to the endemic phase. Although vaccines and drugs
are enormous therapeutic advances to cure COVID-19, it is still necessary to develop new
treatments. The first-generation vaccines failed to block SARS-CoV-2 infection and trans-
mission, partially due to the limited induction of mucosal immunity and to the continuous
emergence of VOCs and breakthrough infections. To meet the challenges of VOCs, limited
durability, and the lack of mucosal immune response of first-generation vaccines, novel
approaches are being investigated. Currently, the majority of discussed strategies are re-
lated to diagnostics and prophylactics of SARS-CoV-2 infection, which are more convenient
or less limiting for the patients [21]. Unlike what has been presumed at the beginning of
this ongoing pandemic, SARS-CoV-2 undergoes massive ecologic pressure (mainly host
immunity) that promotes the progressive incorporation of multiple variations within its
genome. Over the last two years of the pandemic, many viral variants found globally
determined the first level of viral diversity, starting from the first VOC isolated in the UK
in September 2020 and then moving on to Alpha (B.1.1.7), Beta (B1.351), Gamma (P.1),
Delta (B.1.617.2) and Omicron (B.1.1.529), which have already undergone a process of
intense mutation and recombination, generating several dozens of sublineages at the end
of 2022. In fact, the currently circulating lineages, BA.1, BA.2, BA.3, BA.4, BA.5, and the
predominant XBB.1.5, are mostly descendants of the Omicron variant [22,23].

Inflammatory activity still represents the main cause of all the problems resulting
from the infection. Thus, preventing the entry of the virus and therefore the activation of a
massive immune response could represent a successful therapeutic strategy. In addition to
the ACE2 receptor, it is noteworthy that several transmembrane proteins are involved in
the virus entry into the target cell. Specifically, the ability of the RBD spike to recognize the
human DPP4 is a deal-breaker in exacerbating the pathogenicity of SARS-CoV-2 [24,25].

Despite their considerable therapeutic potential, the modulation of protein—protein
interactions (PPIs) through inhibition or activation is difficult to reach.

Small molecules face significant challenges when attempting to target PPIs. One major
issue lies in the difference in the surface area and binding characteristics between PPIs and
typical small-molecule binding sites. PPIs generally feature broad and flat interfaces that
span between 1500 and 3000 Az/ whereas small-molecule binding sites are much smaller,
typically around 200 to 900 A2. This mismatch means that small molecules often struggle
to cover enough surface area to effectively disrupt PPIs. Another hurdle is the lack of
well-defined binding pockets in many PPIs. Unlike traditional drug targets that have
clear, pocket-like structures where small molecules can bind, PPI interfaces often involve
amino acid residues that are spread out and oriented correctly only within the protein’s
three-dimensional structure. This complexity makes it challenging for small molecules to
interact in a way that disrupts the protein—protein interactions effectively. Peptides, on the
other hand, present a promising middle ground. They can mimic the regions of proteins
involved in PPIs more effectively than small molecules, covering larger surface areas and
interacting with multiple residues simultaneously.

For this reason, there is a move towards the rational design of peptides [26]. Peptides
are extensively used for the diagnostic, prevention, and therapy of certain human diseases.
They can be involved as follows: (a) Vaccine development involves stimulating an immune
response in the body, resulting in the production of antibodies and memory T cells. Peptide-
based vaccines, such as subunit vaccines, have been used in the development of COVID-19
vaccines, like those produced by Novavax and others [27]. (b) Antiviral peptides are capable
of preventing viral entry into host cells, disrupting viral replication or interfering with other
essential viral processes [28]. (c) Immune modulation can potentially regulate the immune
system’s response to the virus, reducing excessive inflammation and tissue damage [29,30].
(d) Diagnostic tools involve peptide-based assays, which can detect specific viral proteins
or antibodies produced in response to the virus, aiding in the diagnosis of infection [31,32].
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(e) Therapeutic peptides can alleviate COVID-19 symptoms and complications by targeting
specific pathways involved in the disease, such as inflammation or blood clotting, in
order to manage severe cases [33]. (f) Peptide libraries for drug discovery can be used
to identify peptides that bind to SARS-CoV-2 proteins or interfere with viral replication,
allowing researchers to discover novel antiviral compounds [34,35]. (g) Finally, human
receptor binding inhibition leverages the possibility of mimicking the portions of the human
receptor that are responsible for interacting with the virus, thus affecting its entry into
human cells [36,37].

Regarding the prevention of COVID-19, as already known, synthetic peptides block
the interactions between the virus and its main receptors, in particular against new emerg-
ing variants. Peptide-based drugs have significant benefits such as low toxicities and
better specificities. In recent years, peptides have gained increased interest as candidate
therapeutics, with over 80 peptide drugs presently on the market, more than 150 peptides
in clinical development, and over 400 undergoing preclinical studies [37]. Indeed, peptides
are easy to develop, both in terms of time and technology, and are cost-effective, which
makes them good candidates for the development of hits or probes up to the proof of
concept. An aspect to take into consideration is the length of the peptide that allows it to
efficiently compete for the binding with the S protein and helical regions. These peptides,
in comparison with low-molecular-weight drugs, show better binding due to their ability to
interact with a large surface area of the protein molecule with a high selectivity and lesser
toxicity [38]. A successful strategy backed by previous computational and experimental
studies involves targeting the interaction between the RBD and DPP4 using linear peptides
derived from the DPP4 N-terminus-binding helix [19].

In this study, our proof of concept consisted of adapting an initial peptide extracted
from a segment of DPP4 and refining it through iterative redesigns to enhance its binding to
the RBD. This process progressed from targeting the earliest variants to those that emerged
later, ultimately optimizing its efficacy against the emerging variants of concern (VOCs).
Experimental validation confirmed the effectiveness of our strategy. Starting with the DPP4
peptide (ranging from aminoacid 270 to 295) identified in our previous study [19] as being
capable of interacting with the RBD of the Delta variant (B.1.617.2), we proceeded to analyze
the interaction between the native DPP4;7y_295 and the emerging variants. Computational
results and experimental tests demonstrated that the peptide lost affinity for the RBD of
the emerging B.1.1.529, BA.4/5, and BQ.1.1 variants, resulting in reduced efficacy. For this
reason, beginning with the DPP4,74 595 sequence, in-house scripting helped us to generate
amino acid sequences of different lengths based on the critical hotspot residues predicted by
GBPM. Thus, the 3D mapping approach and docking simulations were employed to design
and theoretically identify novel DPP4-derived peptides that are capable of changing specific
interactions, disrupting the RBD-DPP4 interplay and counteracting the spread of incoming
variants and subvariants. For the generation of the promising peptides, we considered the
structures with the highest docking scores in all three grids in order to cover the entire
RBD surface. The main idea in this stage is to search for the best amino acids to match with
the RBD domain of two different variants by considering a large number of poses with
reasonable calculation times. The main goal in the second stage was to concatenate the best
fragments as a function of their amino acid orders, maintaining the same number and type
of residues of the native peptide DPP457¢_395.

Thus, among the generated DPP4-derived peptides, one peptide of 26-mer, named
pep6, showed an improved theoretical binding affinity towards novel subvariants such
as BA.4/5, BQ.1.1, and XBB.1.5 RBD, engaging a good network of interactions against
pivotal residues. Particularly, the interactions between pep6 and A484 and G502 resulted in
common RBD of both the BQ.1.1 and XBB.1.5 variants. Despite the presence of the mutation
at position 493, pep6 retained the H-bond in the RBD of BA.4/5 and XBB.1.5. Due to this
evidence, we started testing in vitro pep6 in human lung epithelial cell lines (Calu-3 cells),
demonstrating its ability to provide protection from VSV_Pseudo SARS-CoV-2 S Omicron
XBB.1.5 infection. An SPR analysis also demonstrated that pep6 directly interacts with
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Omicron BA.5 RBD, with a higher affinity value compared to that obtained for DPP4;70_295
for the same variant. Moreover, to confirm the efficacy of this peptide against SARS-CoV-2,
we also evaluated the expression of innate immune response-related genes in infected
Calu-3 cells. While the levels of expression in the infected cells showed a noticeable fold
increase, these values in pep6-treated cells were all comparable to baseline levels, further
highlighting the peptide’s ability to block the infectious agent. These results seem to
suggest that pep6, like other therapies that directly target the virus, prevents the over-
activation of the innate immune system [39]. In summary, splitting and rearranging native
peptide sequences (DPP4,7(_595) represents a powerful strategy to dynamically design a
new promising peptide with enhanced theoretical affinity versus new sub-variants, as
confirmed by the experimental assays. As already known, COVID-19 infection produces a
multisystem condition that mainly involves the respiratory system, and in 15% of cases,
leads to acute respiratory distress syndrome (ARDS), triggered mainly by elevated levels of
pro-inflammatory cytokines. Interleukins, such as interleukin-6 (IL-6) and tumor necrosis
factor-alpha (TNF-«), play an important role in lung damage in COVID-19 patients through
impairment of the respiratory epithelium. Indeed, overproduction and uncontrolled release
of pro-inflammatory molecules, defined as cytokine storms, are observed in patients who
develop ARDS. Blocking SARS-CoV-2 before it activates the inflammatory cascade could
therefore constitute a winning approach to prevent this serious complication of the infection.

4. Materials and Methods
4.1. Cells

The African green monkey kidney Vero E6 cell line (kindly gifted by Spallanzani
Institute, Rome, Italy) and Calu-3 lung epithelial cell lines (ATCC HTB-55) were maintained
in Dulbecco’s Modified Eagle Medium (DMEM; Gibco, Thermo Fisher Scientific, Waltham,
MA, USA) supplemented with 10% fetal bovine serum (FBS; Gibco, Thermo Fisher Scientific,
Waltham, MA, USA) at 37 °C in a humidified atmosphere of 5% CO,.

4.2. VSV_Pseudo SARS-CoV-2 Omicron B.1.1.529, BA.4/5, BQ.1.1, and XBB.1.5 Strains Spike
with Luciferase Reporter

For cell infection, the VSV_Pseudo SARS-CoV-2 S was used. This pseudotyped virus
uses recombinant vesicular stomatitis virus (Rvsv) to carry the spike protein of SARS-CoV-2
(GenBank:MN908947), with multiple mutations initially identified in the Omicron BA.4/5,
BQ.1.1, and XBB.1.5 variants. The pseudovirus infectivity of rVSV without its original G is
restricted to a single round of replication, and infection of cells with these pseudotyped
virus carrying luciferase reporter results in high level luciferase activity.

4.3. Protein Preparation of RBD Variants and Docking Simulations

All computational studies were carried out using Schrodinger Suite 2018-1 [40].
The X-ray crystallographic structures of SARS-CoV-2 Omicron variants such as B.1.1.529
(PDB code:7WPB) [41] and BA.4/5 (PDB code:7XWA) [42] were used as receptors. For
each investigated variant, the RBD domain (333-527) was extracted and prepared using
the Maestro Protein Preparation Wizard tool [43] with OPLS_2005 [44] as a force field at
pH 7.4. The RBD structures were optimized by the addition of missing loops using Prime
software (ver. 2.1), and the protonation state of the ionizable amino acid residues was
determined using the Epik program [45]. Regarding the Omicron sub-variants such as
BQ.1.1 and XBB.1.5, the mutated models were generated via single-residue replacement,
and the obtained structures were submitted to 10,000 MacroModel minimization steps
using OPLS_2005 as a force field [44].

4.4. Rational Peptides Design against RBD Domain

We used the DPP4-binding helix extracted from the experimental structure of the
DPP4 (PDB code: 2G63), as reported in a previous study [19], as the starting point to
design novel DPP4 peptide binders that were able to maintain inhibitory activity against
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SARS-CoV-2, given the emergence of new variants. An in-house script helped us to generate
the scrambled peptide sequences of 6-mer, 7-mer, 8-mer, and 9-mer. The three-dimensional
structures of these peptides were obtained by using the build_peptide.py script of the
Maestro Build Panel within the graphic interface Maestro Schrodinger ver 11.5 [46-48]. All
the peptides were energy minimized with the OPLS_2005 force field [44] as implemented in
the Schrodinger suite, and the lowest-energy conformations were used as the starting points
for the docking simulations. SP-peptide modules from Glide [49] were applied to perform
docking of the smaller peptide sequences with default parameters. During the molecular
recognition computations, the receptor was fixed, while the peptides were kept fully flexible.
Three grids were generated, encompassing the entire cavity, suitable for peptide docking.
After the identification of the best-docked sequences and their superimposition on the
RBD surface, to reconstruct 26-mer peptides like the original DPP457_595 sequence, these
segments were concatenated based on their sequence order.

4.5. Peptide Design and Production

The DPP4,70 295 peptide was designed by evaluating those reported in Nianshuang
Wang et al. [50], as previously tested [19,51] (spectra 2000s.r.1). The new promising sequence
of 26-mer, named pep6, was VINATAPNTDVSVSLSMILQTISASI. The source of pep6 was
NovoPep Limited (Purity (HPLC) >95% 95.72%).

4.6. In Silico Analysis of the Conformations of DPP4-Derived Peptides

The 3D structures of the DPP4;70_595 peptide and the designed sequences were built
using the Maestro GUI (Schrodinger Suite 2018-1) and submitted to Protein Preparation
Wizard [43]. To catch the conformational variability of the peptides, we ran 500 ns of
molecular dynamics simulations (MDs) using the Desmond package ver. 4.2 [52]. We used
OPLS_2005 as a force field and an orthorhombic box with a TIP3P water model extending
10 A outside the complex in all sides for considering the water solvent effects on the
peptides’ conformational properties. Electroneutrality was ensured by adding appropriate
Na*Cl™ counter ions to each solvation box. The solvated structures were relaxed by using
the Martyna-Tobias—Klein isobaric-isothermal ensemble (MTK_NPT). MDs were carried
out using the following conditions: the NPT ensemble, a constant temperature of 300 K, a
pressure of 1 bar, and a recording interval equal to 100 ps both for energy, and for trajectory,
collecting 1000 frames for each simulation. The trajectory coordinates were submitted
to a clustering analysis by using single-linkage method, and for each peptide, the best
representative conformation was docked into the RBD binding region for each mutant.

Knowledge-based protein—protein docking of RBD and DPP4,7( 795 and the designed
peptides was performed using the HADDOCK 2.4 (High Ambiguity-Driven biomolecular
DOCKing) web-server [53]. This tool combines Coulomb electrostatic energies, non-bonded
intermolecular Van der Waals forces, and empirically derived desolvation energies and
buried surface areas. RBD amino acids exposed to the surface at positions 446, 472, 474,
484, 490, 497, 499, and 502 were considered as active residues, while passive residues were
automatically identified as residues surrounding the active ones before submitting the
docking job. Regarding the designed peptides, all amino acids were considered as active
residues. For each complex, the sampling parameters were as follows: 1000 structures for
rigid-body docking, 200 structures for the final refinement, and a cut-off equal to 5.0 to
define neighboring flexible regions. For each complex, the docked structures were loaded
in the Maestro interface of the Schrodinger Suite 2018-1 in PDB format for visual inspection.

Hotspot residues at the binding interface between the analyzed peptides and the RBD
of the BA4.5 and BQ.1.1 variants were identified using GBPM analysis [20]. As reported in
previous studies [10,54,55], in order to evidence hydrophobic, hydrogen bond donor and
acceptor spots, we used DRY, N1, and O GRID probes, respectively. For each complex, RBD
was seen as a guest, while the investigated peptides were hosts. The selected residues at
the interface covered a maximum distance of 3 A from the most-relevant interaction energy
points (GBPM features) of the computed molecular interaction fields (MIFs). After selecting
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an energy cut-off that was 30% above the global minimum, the pivotal hotpots resulted
from the summa of the related GBPM features’ interaction energy.

4.7. MTS and In Vitro Neutralization Assay of DPP47p_595 and DPP4-Derived Peptide

For the MTS assay, VERO E6 cells (2 x 104/well) were seeded into 96-well plates in
triplicate and cultured in growth medium. Then, different peptide concentrations were added,
and the viability was tested every day for three consecutive days using the CellTiter 9 Aqueous
One Solution Cell Proliferation Assay kit (CTB169; Promega, Fitchburg, WI, USA) following
the manufacturers manual. Untreated cells were used for value normalizations.

For neutralization experiments with SARS-CoV-2 VSV-based pseudoparticles,
Vero E6 and Calu-3 cells were seeded in 96-well plates in 100 pL of minimal essential
medium Eagle at 20,000 cells/well. The next day, both diluted DPP4,7¢ 295 and pep6 pep-
tides were used at the same concentration of 100 ug, as previously reported [17,19,39], in
PBS and added to SARS-CoV-2 VSV-based pseudoparticles CoV2S5-PPs at a 1:1 dilution
with a maximum of 2% serum. The DPP4/pseudovirus mixtures were incubated for 1 h at
37 °C and then added to the Vero E6 cells/Calu-3 in triplicate. The cells were incubated
at 37 °C and 5% CO;. Then, 48 h post-infection, Firefly luciferase activity was measured
using the Promega Luciferase Assay System (E1501).

4.8. Surface Plasmon Resonance (SPR) Assay

SPR measurements were conducted using a Biacore X100 device (Cytiva, Washington,
DC, USA) at 25 °C in order to characterize the interaction of the DPP4,70 299 and pep6 with
the SARS-CoV-2 Omicron BA.5 sublineage receptor binding domain (RBD) immobilized on
a CM5 sensor chip. For this aim, 20 pg/mL of RBD of SARS-CoV-2 belonging to Omicron
BA.5 (R&D systems, Minneapolis, MN, USA) was diluted in 0.01 M Hepes, 0.05 mM EDTA,
and 0.005% surfactant P20, pH 7.4 (running buffer) and injected over the CM5 sensor chip
surface at a flow rate of 5 ul/min, allowing for the immobilization of 2100 resonance units
(RUs), equal to 0.08 pmol/mm? of Omicron BA.5 RBD. An empty sensor chip was used to
evaluate nonspecific binding and for blank subtraction. DPP4574 299 and pep6 at different
concentrations (ranging from 9.375 to 150 ug/mL) were diluted in running buffer and
injected over the Omicron BA.5 RBD surface for 2 min, then washed until dissociation.
After each run, the sensor chip was regenerated via injection of 10 mM of glycine buffer
pH = 1.5. The affinity values were calculated using the nonlinear fitting single-site model
software package BlAevaluation (version 3.2 [Cytiva]).

4.9. Gene Expression Analysis

The total RNA was extracted from Calu-3 cells using TRIzol (Ambion, Foster City, CA,
USA) according to the manufacturer’s instructions, followed by reverse transcription (RT)
of 1 ug of RNA using the Life Technologies Corporation’s High-Capacity cDNA Archive
kit (Foster City, CA, USA). An expression analysis was performed using quantitative
RT-polymerase chain reaction (SYBR Green Assay; Applied Biosystems Inc., Foster City,
CA, USA) using the 7500 Real-Time PCR System (Applied Biosystems Inc., Foster City,
CA, USA). Primer sequences will be given upon request. We chose GAPDH as the internal
reference gene. The 2P¢t and comparative DDCt methods were used to quantify the
relative gene expression levels.

4.10. Quantification and Statistical Analysis

All the experiments were performed in technical duplicates, and the data were analyzed
using GraphPad Prism 8 and the SPSS program, version 25 (IBM Corp, Armonk, NY, USA).

5. Conclusions

To date, other variants derived from Omicron are emerging. Our study outlines a
proof of principle, indicating that the peptide-based technology represents a strategy that
can dynamically and promptly counteract the viral infection, as it is possible to adapt
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weapons to fight it properly (by in silico modifying and adapting the peptide sequence).
The researchers maintain that real-time monitoring of pathogens requires interoperability
and interconnectivity between genomic, clinical, and epidemiologic surveillance systems.
For clinicians, it means “precision public health” alerts will provide clues for patient care to
improve patient outcomes as well as help prevent epidemic spread in the community [56].
The development of pan-coronavirus inhibitors and their combinations, ideally delivered
orally or by inhalation, could be useful in fighting SARS-CoV-2 variants, and the avail-
ability of such therapies would be highly attractive in preparation for future outbreaks of
pathogenic coronaviruses. Effective treatment strategies that can be conveniently applied
are still needed to tackle COVID-19, including those that can address the drug resistance
conferred by emerging variants. Although this study has some limitations, including not
having used the live virus, our results both in silico and in vitro allowed us to identify a
promising peptide that is capable of binding to the SARS-CoV-2 RBD, despite the emergence
of new variants.

To limit the initial pathogenicity of a pandemic agent, while awaiting the production of
an effective vaccine, the use of rationally selected site-specific synthetic polypeptides may be
useful. The strategy is to identify the cellular receptor binding domains that the infectious
agent uses to enter the target cells, then synthesize a polypeptide (26 aa in the present work)
that simulates these reactive domains with the key molecules of the pathogen. Variants
on the pivotal infectious protein typically modify immune-dominant antibody epitopes
without significantly changing cellular receptor binding affinity. Significant variations
are unlikely to occur in the pathogen molecule’s binding site with the cell membrane, as
they would modify the infecting capacity. The reaction of the polypeptide with the key
molecule of the pathogen inhibits and/or reduces the infecting capacity, with effects on
the concentration and speed of diffusion pending the production of an effective vaccine.
These findings could lead to the development of a valuable modality for the prophylactic
or therapeutic treatment of COVID-19.

Supplementary Materials: The following supporting information can be downloaded at:
https:/ /www.mdpi.com/article/10.3390/ph17070891/s1, Table S1. Full sequence of peptides ob-
tained by combining three fragments, named seql (VVNTDSLSS), seq2 (VINATSIQI), and
seq3 (TAPASMLI), derived by the splitting of the original peptide (DPP4;y70_295); Table S2. Compari-
son between the representative cluster of 5 query sequences (Pep1-Pep5) after molecular recognition
with RBD conformation of BA.4/5 and BQ.1.1 variants using the HADDOCK tool; Table S3. Glide
docking score (G-Score) values of the 15 best docked peptide sequences against the RBD surface. The
G-score values are reported in kcal/mol; Table S4. Concatenation of the best-docked sequences of
peptides of 6-mer, 7-mer, 8-mer, and 9-mer on the BA.4/5 RBD binding pocket; Source code for the
generation of random sequences of 6-mer, 7-mer, 8-mer-, and 9-mer.

Author Contributions: Conceptualization, ES., M.M., LR. and G.C.; methodology, L.R., M.M., EC.
(Federica Centofanti) and A.C.; software, F.O.; validation, A.L., EC. (Francesca Caccuri) and A.B.;
formal analysis, M.M., LR. and E.C. (Federica Centofanti); investigation, S.A. and G.N.; resources, S.A.;
data curation, ES.; writing—original draft preparation, I.R. and M.M.; writing—review and editing,
ES.; visualization, I.R. and M.M.; supervision, F.S.; project administration, G.N.; funding acquisition,
G.N. and S.A. All authors have read and agreed to the published version of the manuscript.

Funding: This project was funded by Fondazione Roma (prot. 31/AI/2020), European Commission
via the EU Horizon Europe “UNDINE” project (id 101057100) and Piattaforma NoCovid@UMG
Progetto POR Calabria-FESR/FSE 2014-2020-Azione 10.5.12 (DDRC n.4584 del 4 May 2021).

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability Statement: All data generated or analyzed during this study are included in this
published article and its Supplementary Marterials Files.

Conflicts of Interest: The authors declare no conflicts of interest.


https://www.mdpi.com/article/10.3390/ph17070891/s1

Pharmaceuticals 2024, 17, 891 17 of 18

References

1. World Health Organization (WHO). Statement on the Fifteenth Meeting of the IHR (2005) Emergency Committee on the COVID-19
Pandemic. Available online: www.who.int/news-room/fact-sheets/detail / coronavirus-disease-(covid-19) (accessed on 5 May 2023).

2. Atella, V,; Scandizzo, P.L. Chapter 1—The origins of infections: Some basic concepts. In The COVID-19 Disruption and the Global
Health Challenge; Atella, V., Scandizzo, P.L., Eds.; Academic Press: Cambridge, MA, USA, 2024; pp. 3-20.

3. Yang, H.; Rao, Z. Structural biology of SARS-CoV-2 and implications for therapeutic development. Nat. Rev. Microbiol. 2021, 19,
685-700. [CrossRef] [PubMed]

4. Atella, V;; Scandizzo, P.L. Chapter 11—How to manage the risk of new pandemics. In The COVID-19 Disruption and the Global
Health Challenge; Atella, V., Scandizzo, P.L., Eds.; Academic Press: Cambridge, MA, USA, 2024; pp. 409-438.

5. Sanjuan, R.; Nebot, M.R; Chirico, N.; Mansky, L.M.; Belshaw, R. Viral mutation rates. J. Virol. 2010, 84, 9733-9748. [CrossRef]
[PubMed]

6.  Markov, P.V,; Ghafari, M.; Beer, M.; Lythgoe, K.; Simmonds, P; Stilianakis, N.I.; Katzourakis, A. The evolution of SARS-CoV-2.
Nat. Rev. Microbiol. 2023, 21, 361-379. [CrossRef]

7. Amicone, M.; Borges, V.; Alves, ML],; Isidro, J.; Zé-Zé, L.; Duarte, S.; Vieira, L.; Guiomar, R.; Gomes, J.P.; Gordo, I. Mutation rate of
SARS-CoV-2 and emergence of mutators during experimental evolution. Evol. Med. Public Health 2022, 10, 142-155. [CrossRef] [PubMed]

8. Romeo, I.; Prandi, I.G.; Giombini, E.; Gruber, C.E.M.; Pietrucci, D.; Borocdi, S.; Abid, N.; Fava, A.; Beccari, A.R.; Chillemi, G. The
spike mutants website: A worldwide used resource against SARS-CoV-2. Int. J. Mol. Sci. 2022, 23, 13082. [CrossRef]

9.  Malet, I; Ambrosio, EA.; Subra, E; Herrmann, B.; Leh, H.; Bouger, M.-C.; Artese, A.; Katlama, C.; Talarico, C.; Romeo, I. Pathway involving
the N155H mutation in HIV-1 integrase leads to dolutegravir resistance. J. Antimicrob. Chemother. 2018, 73, 1158-1166. [CrossRef]

10. Lupia, A,; Moraca, F; Bagetta, D.; Maruca, A.; Ambrosio, FA.; Rocca, R.; Catalano, R.; Romeo, I.; Talarico, C.; Ortuso, FE. Computer-
based techniques for lead identification and optimization II: Advanced search methods. Phys. Sci. Rev. 2019, 5, 20180114. [CrossRef]

11. Yuan, Y Jiao, B.; Qu, L.; Yang, D.; Liu, R. The development of COVID-19 treatment. Front. Immunol. 2023, 14, 1125246. [CrossRef]

12.  Todaro, B.; Ottalagana, E.; Luin, S.; Santi, M. Targeting peptides: The new generation of targeted drug delivery systems.
Pharmaceutics 2023, 15, 1648. [CrossRef]

13.  Lui, G.; Guaraldi, G. Drug treatment of COVID-19 infection. Curr. Opin. Pulm. Med. 2023, 29, 174. [CrossRef]

14. Konno, Y.; Kimura, L; Uriu, K,; Fukushi, M.; Irie, T.; Koyanagi, Y.; Sauter, D.; Gifford, R.J.; Nakagawa, S.; Sato, K. SARS-CoV-2
orf3b is a potent interferon antagonist whose activity is increased by a naturally occurring elongation variant. Cell Rep. 2020,
32,108185. [CrossRef]

15.  Cox, M.; Peacock, T.P,; Harvey, W.T.; Hughes, J.; Wright, D.W.; Willett, B.].; Thomson, E.; Gupta, R.K.; Peacock, S.J.; Robertson, D.L.
SARS-CoV-2 variant evasion of monoclonal antibodies based on in vitro studies. Nat. Rev. Microbiol. 2023, 21, 112-124. [CrossRef]

16. Scialo, F,; Daniele, A.; Amato, F,; Pastore, L.; Matera, M.G.; Cazzola, M.; Castaldo, G.; Bianco, A. ACE2: The major cell entry
receptor for SARS-CoV-2. Lung 2020, 198, 867-877. [CrossRef]

17.  Vankadari, N.; Wilce, J.A. Emerging covid-19 coronavirus: Glycan shield and structure prediction of spike glycoprotein and its
interaction with human CD26. Emerg. Microbes Infect. 2020, 9, 601-604. [CrossRef] [PubMed]

18. Qi, F; Qian, S.; Zhang, S.; Zhang, Z. Single cell RNA sequencing of 13 human tissues identify cell types and receptors of human
coronaviruses. Biochem. Biophys. Res. Commun. 2020, 526, 135-140. [CrossRef] [PubMed]

19.  Murdocca, M; Citro, G.; Romeo, I; Lupia, A.; Miersch, S.; Amadio, B.; Bonomo, A.; Rossi, A.; Sidhu, S.S.; Pandolfi, P.P. Peptide
platform as a powerful tool in the fight against COVID-19. Viruses 2021, 13, 1667. [CrossRef] [PubMed]

20. Ortuso, F; Langer, T.; Alcaro, S. Gbpm: Grid-based pharmacophore model: Concept and application studies to protein—protein
recognition. Bioinformatics 2006, 22, 1449-1455. [CrossRef] [PubMed]

21. Fenton, C.; Keam, S.J. Emerging small molecule antivirals may fit neatly into COVID-19 treatment. Drugs Ther. Perspect. 2022, 38,
112-126. [CrossRef] [PubMed]

22.  Lippi, G.; Mattiuzzi, C.; Henry, B.M. Updated picture of SARS-CoV-2 variants and mutations. Diagnosis 2021, 9, 11-17. [CrossRef]
[PubMed]

23. Callaway, E. The Coronavirus is Mutating—Does It Matter? Nature Publishing Group: London, UK, 2020.

24. Solerte, S.B.; Di Sabatino, A.; Galli, M.; Fiorina, P. Dipeptidyl peptidase-4 (DPP4) inhibition in COVID-19. Acta Diabetol. 2020, 57,
779-783. [CrossRef]

25. Sebastian-Martin, A.; Sanchez, B.G.; Mora-Rodriguez, ].M.; Bort, A.; Diaz-Laviada, I. Role of dipeptidyl peptidase-4 (DPP4) on
COVID-19 physiopathology. Biomedicines 2022, 10, 2026. [CrossRef] [PubMed]

26. Moroy, G.; Tuffery, P. Peptide-based strategies against SARS-CoV-2 attack: An updated in silico perspective. Front. Drug Discov.
2022, 2, 899477. [CrossRef]

27. Rawat, K.; Kumari, P.; Saha, L. COVID-19 vaccine: A recent update in pipeline vaccines, their design and development strategies.
Eur. J. Pharmacol. 2021, 892, 173751. [CrossRef] [PubMed]

28. Saini, J.; Kaur, P; Malik, N.; Lakhawat, S.S.; Sharma, PX. Antimicrobial peptides: A promising tool to combat multidrug resistance
in SARS-CoV-2 era. Microbiol. Res. 2022, 265, 127206. [CrossRef]

29. Lega, S.; Naviglio, S.; Volpi, S.; Tommasini, A. Recent insight into SARS-CoV-2 immunopathology and rationale for potential
treatment and preventive strategies in COVID-19. Vaccines 2020, 8, 224. [CrossRef] [PubMed]

30. Castiglione, F; Deb, D.; Srivastava, A.P,; Lio, P; Liso, A. From infection to immunity: Understanding the response to SARS-CoV-2

through in-silico modeling. Front. Immunol. 2021, 12, 646972. [CrossRef] [PubMed]


www.who.int/news-room/fact-sheets/detail/coronavirus-disease-(covid-19)
https://doi.org/10.1038/s41579-021-00630-8
https://www.ncbi.nlm.nih.gov/pubmed/34535791
https://doi.org/10.1128/JVI.00694-10
https://www.ncbi.nlm.nih.gov/pubmed/20660197
https://doi.org/10.1038/s41579-023-00878-2
https://doi.org/10.1093/emph/eoac010
https://www.ncbi.nlm.nih.gov/pubmed/35419205
https://doi.org/10.3390/ijms232113082
https://doi.org/10.1093/jac/dkx529
https://doi.org/10.1515/psr-2018-0114
https://doi.org/10.3389/fimmu.2023.1125246
https://doi.org/10.3390/pharmaceutics15061648
https://doi.org/10.1097/MCP.0000000000000953
https://doi.org/10.1016/j.celrep.2020.108185
https://doi.org/10.1038/s41579-022-00809-7
https://doi.org/10.1007/s00408-020-00408-4
https://doi.org/10.1080/22221751.2020.1739565
https://www.ncbi.nlm.nih.gov/pubmed/32178593
https://doi.org/10.1016/j.bbrc.2020.03.044
https://www.ncbi.nlm.nih.gov/pubmed/32199615
https://doi.org/10.3390/v13081667
https://www.ncbi.nlm.nih.gov/pubmed/34452531
https://doi.org/10.1093/bioinformatics/btl115
https://www.ncbi.nlm.nih.gov/pubmed/16567363
https://doi.org/10.1007/s40267-022-00897-8
https://www.ncbi.nlm.nih.gov/pubmed/35250258
https://doi.org/10.1515/dx-2021-0149
https://www.ncbi.nlm.nih.gov/pubmed/34958184
https://doi.org/10.1007/s00592-020-01539-z
https://doi.org/10.3390/biomedicines10082026
https://www.ncbi.nlm.nih.gov/pubmed/36009573
https://doi.org/10.3389/fddsv.2022.899477
https://doi.org/10.1016/j.ejphar.2020.173751
https://www.ncbi.nlm.nih.gov/pubmed/33245898
https://doi.org/10.1016/j.micres.2022.127206
https://doi.org/10.3390/vaccines8020224
https://www.ncbi.nlm.nih.gov/pubmed/32423059
https://doi.org/10.3389/fimmu.2021.646972
https://www.ncbi.nlm.nih.gov/pubmed/34557181

Pharmaceuticals 2024, 17, 891 18 of 18

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.
41.

42.

43.
44.
45.
46.
47.
48.
49.
50.
51.

52.

53.

54.

55.

56.

Holenya, P,; Lange, P.J.; Reimer, U.; Woltersdorf, W.; Panterodt, T.; Glas, M.; Wasner, M.; Eckey, M.; Drosch, M.; Hollidt, ].M.
Peptide microarray-based analysis of antibody responses to SARS-CoV-2 identifies unique epitopes with potential for diagnostic
test development. Eur. J. Immunol. 2021, 51, 1839-1849. [CrossRef] [PubMed]

Griffin, ].H.; Downard, K.M. Mass spectrometry analytical responses to the SARS-CoV-2 coronavirus in review. TrAC Trends Anal.
Chem. 2021, 142, 116328. [CrossRef] [PubMed]

Li, G.; Hilgenfeld, R.; Whitley, R.; De Clercq, E. Therapeutic strategies for COVID-19: Progress and lessons learned. Nat. Rev.
Drug Discov. 2023, 22, 449—-475. [CrossRef]

VanPatten, S.; He, M.; Altiti, A.; Cheng, K.F.; Ghanem, M.H.; Al-Abed, Y. Evidence supporting the use of peptides and
peptidomimetics as potential SARS-CoV-2 (COVID-19) therapeutics. Future Med. Chem. 2020, 12, 1647-1656. [CrossRef]
Mahendran, A.SK.; Lim, Y.S.; Fang, C.-M.; Loh, H.-S.; Le, C.F. The potential of antiviral peptides as COVID-19 therapeutics. Front.
Pharmacol. 2020, 11, 575444. [CrossRef] [PubMed]

Zarkesh, K.; Akbarian, M.; Tayebi, L.; Uversky, V.N.; Rubio-Casillas, A.; Redwan, E.M. Harnessing antiviral peptides as means for
SARS-CoV-2 control. COVID 2023, 3, 975-986. [CrossRef]

Muttenthaler, M.; King, G.F,; Adams, D.J.; Alewood, P.F. Trends in peptide drug discovery. Nat. Rev. Drug Discov. 2021, 20,
309-325. [CrossRef] [PubMed]

Krut’, V.G.; Chuvpilo, S.A.; Astrakhantseva, 1.V.; Kozlovskaya, L.L; Efimov, G.A.; Kruglov, A.A.; Drutskaya, M.S.; Nedospasov,
S.A. Will peptides help to stop COVID-19? Biochemistry 2022, 87, 590-604. [CrossRef]

Gil, C.; Ginex, T.; Maestro, I.; Nozal, V.; Barrado-Gil, L.; Cuesta-Geijo, M.A.; Urquiza, J.; Ramirez, D.; Alonso, C.; Campillo, N.E.
COVID-19: Drug targets and potential treatments. J. Med. Chem. 2020, 63, 12359-12386. [CrossRef] [PubMed]

Schrodinger Release 2018-1: Maestro; Schrodinger LLC.: New York, NY, USA, 2018.

Yin, W,; Xu, Y.; Xu, P; Cao, X.;; Wu, C.; Gu, C,; He, X;; Wang, X.; Huang, S.; Yuan, Q. Structures of the Omicron spike trimer with
ACE2 and an anti-Omicron antibody. Science 2022, 375, 1048-1053. [CrossRef] [PubMed]

Kimura, I.; Yamasoba, D.; Tamura, T.; Nao, N.; Suzuki, T.; Oda, Y.; Mitoma, S.; Ito, J.; Nasser, H.; Zahradnik, ]. Virological
characteristics of the SARS-CoV-2 omicron BA. 2 subvariants, including BA. 4 and BA. 5. Cell 2022, 185, 3992—4007.e3916.
[CrossRef] [PubMed]

Madhavi Sastry, G.; Adzhigirey, M.; Day, T.; Annabhimoju, R.; Sherman, W. Protein and ligand preparation: Parameters, protocols,
and influence on virtual screening enrichments. J. Comput.-Aided Mol. Des. 2013, 27, 221-234. [CrossRef] [PubMed]

Jorgensen, W.L.; Maxwell, D.S.; Tirado-Rives, ]. Development and testing of the OPLS all-atom force field on conformational
energetics and properties of organic liquids. J. Am. Chem. Soc. 1996, 118, 11225-11236. [CrossRef]

Greenwood, J.R,; Calkins, D.; Sullivan, A.P,; Shelley, ].C. Towards the comprehensive, rapid, and accurate prediction of the
favorable tautomeric states of drug-like molecules in aqueous solution. J. Comput.-Aided Mol. Des. 2010, 24, 591-604. [CrossRef]
Schrodinger Release 2018—1: Epik; Schrodinger LLC.: New York, NY, USA, 2018.

Schrodinger Release 2018—1: Impact; Schrodinger, LLC.: New York, NY, USA, 2018.

Schrodinger Release 2018—1: Prime; Schrodinger, LLC.: New York, NY, USA, 2018.

Tubert-Brohman, I.; Sherman, W.; Repasky, M.; Beuming, T. Improved docking of polypeptides with Glide. J. Chem. Inf. Model.
2013, 53, 1689-1699. [CrossRef]

Wang, N.; Shi, X.; Jiang, L.; Zhang, S.; Wang, D.; Tong, P.; Guo, D.; Fu, L.; Cui, Y.; Liu, X. Structure of MERS-CoV spike
receptor-binding domain complexed with human receptor DPP4. Cell Res. 2013, 23, 986-993. [CrossRef] [PubMed]

Spitalieri, P.; Centofanti, F.; Murdocca, M.; Scioli, M.G.; Latini, A.; Di Cesare, S.; Citro, G.; Rossi, A.; Orlandi, A.; Miersch, S. Two
different therapeutic approaches for SARS-CoV-2 in hipscs-derived lung organoids. Cells 2022, 11, 1235. [CrossRef] [PubMed]
Bowers, K.J.; Chow, E.; Xu, H.; Dror, R.O.; Eastwood, M.P; Gregersen, B.A.; Klepeis, ].L.; Kolossvary, I.; Moraes, M.A.; Sacerdoti,
F.D. Scalable algorithms for molecular dynamics simulations on commodity clusters. In Proceedings of the 2006 ACM/IEEE
Conference on Supercomputing, Tampa, FL, USA, 11-17 November 2006; p. 84.

Van Zundert, G.; Rodrigues, J.; Trellet, M.; Schmitz, C.; Kastritis, P.; Karaca, E.; Melquiond, A.; van Dijk, M.; De Vries, S.; Bonvin,
A. The HADDOCK?2. 2 web server: User-friendly integrative modeling of biomolecular complexes. J. Mol. Biol. 2016, 428, 720-725.
[CrossRef] [PubMed]

Romeo, I.; Brizzi, A.; Pessina, F.; Ambrosio, F.A.; Aiello, E; Belardo, C.; Carullo, G.; Costa, G.; De Petrocellis, L.; Frosini, M. In
silico-guided rational drug design and synthesis of novel 4-(thiophen-2-yl) butanamides as potent and selective TRPV1 agonists.
J. Med. Chem. 2023, 66, 6994-7015. [CrossRef] [PubMed]

Bivacqua, R.; Romeo, I.; Barreca, M.; Barraja, P.; Alcaro, S.; Montalbano, A. HSV-1 glycoprotein d and its surface receptors:
Evaluation of protein—protein interaction and targeting by triazole-based compounds through in silico approaches. Int. J. Mol. Sci.
2023, 24, 7092. [CrossRef]

Struelens, M.J.; Ludden, C.; Werner, G.; Sintchenko, V.; Jokelainen, P; Ip, M. Real-time genomic surveillance for enhanced control
of infectious diseases and antimicrobial resistance. Front. Sci. 2024, 2, 1298248. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1002/eji.202049101
https://www.ncbi.nlm.nih.gov/pubmed/33772767
https://doi.org/10.1016/j.trac.2021.116328
https://www.ncbi.nlm.nih.gov/pubmed/33994605
https://doi.org/10.1038/s41573-023-00672-y
https://doi.org/10.4155/fmc-2020-0180
https://doi.org/10.3389/fphar.2020.575444
https://www.ncbi.nlm.nih.gov/pubmed/33041819
https://doi.org/10.3390/covid3070070
https://doi.org/10.1038/s41573-020-00135-8
https://www.ncbi.nlm.nih.gov/pubmed/33536635
https://doi.org/10.1134/S0006297922070021
https://doi.org/10.1021/acs.jmedchem.0c00606
https://www.ncbi.nlm.nih.gov/pubmed/32511912
https://doi.org/10.1126/science.abn8863
https://www.ncbi.nlm.nih.gov/pubmed/35133176
https://doi.org/10.1016/j.cell.2022.09.018
https://www.ncbi.nlm.nih.gov/pubmed/36198317
https://doi.org/10.1007/s10822-013-9644-8
https://www.ncbi.nlm.nih.gov/pubmed/23579614
https://doi.org/10.1021/ja9621760
https://doi.org/10.1007/s10822-010-9349-1
https://doi.org/10.1021/ci400128m
https://doi.org/10.1038/cr.2013.92
https://www.ncbi.nlm.nih.gov/pubmed/23835475
https://doi.org/10.3390/cells11071235
https://www.ncbi.nlm.nih.gov/pubmed/35406799
https://doi.org/10.1016/j.jmb.2015.09.014
https://www.ncbi.nlm.nih.gov/pubmed/26410586
https://doi.org/10.1021/acs.jmedchem.3c00447
https://www.ncbi.nlm.nih.gov/pubmed/37192374
https://doi.org/10.3390/ijms24087092
https://doi.org/10.3389/fsci.2024.1298248

	Introduction 
	Results 
	In Silico Studies of the DPP4270–295 Peptide against the RBD of Emenging Variants of Concern 
	DPP4270–295 Peptide Partially Blocks SARS-CoV-2 Entry into Cells 
	Design of Novel DPP4-Derived Binder of SARS-CoV-2 RBD Domain 
	Experimental Validation of the Newly Designed Peptide pep6 

	Discussion 
	Materials and Methods 
	Cells 
	VSV_Pseudo SARS-CoV-2 Omicron B.1.1.529, BA.4/5, BQ.1.1, and XBB.1.5 Strains Spike with Luciferase Reporter 
	Protein Preparation of RBD Variants and Docking Simulations 
	Rational Peptides Design against RBD Domain 
	Peptide Design and Production 
	In Silico Analysis of the Conformations of DPP4-Derived Peptides 
	MTS and In Vitro Neutralization Assay of DPP4270–295 and DPP4-Derived Peptide 
	Surface Plasmon Resonance (SPR) Assay 
	Gene Expression Analysis 
	Quantification and Statistical Analysis 

	Conclusions 
	References

