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Abstract: Inflammation contributes to the onset and exacerbation of numerous age-related diseases,
often manifesting as a chronic condition during aging. Given that cellular senescence fosters local
and systemic inflammation, senotherapeutic interventions could potentially aid in managing or
even reducing inflammation. Here, we investigated the immunomodulatory effects of the senother-
apeutic Peptide 14 (Pep 14) in human peripheral blood mononuclear cells (PBMCs), monocytes,
and macrophages. We found that, despite failing to significantly influence T cell activation and
proliferation, the peptide promoted a Th2/Treg gene expression and cytokine signature in PBMCs,
characterized by increased expression of the transcription factors GATA3 and FOXP3, as well as the
cytokines IL-4 and IL-10. These observations were partially confirmed through ELISA, in which we
observed increased IL-10 release by resting and PHA-stimulated PBMCs. In monocytes from the U-
937 cell line, Pep 14 induced apoptosis in lipopolysaccharide (LPS)-stimulated cells and upregulated
IL-10 expression. Furthermore, Pep 14 prevented LPS-induced activation and promoted an M2-like
polarization in U-937-derived macrophages, evidenced by decreased expression of M1 markers and
increased expression of M2 markers. We also showed that the conditioned media from Pep 14-treated
macrophages enhanced fibroblast migration, indicative of a functional M2 phenotype. Taken together,
our findings suggest that Pep 14 modulates immune cell function towards an anti-inflammatory
and regenerative phenotype, highlighting its potential as a therapeutic intervention to alleviate
immunosenescence-associated dysregulation.

Keywords: multifunctional peptides; immunomodulation; inflammaging; aging

1. Introduction

The effects of aging on the immune system, also known as immunosenescence [1], con-
tribute to the occurrence of a chronic state in which excessive inflammatory signaling and
exhaustion of adaptive immunity are observed. At the cellular level, immunosenescence is
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generally defined by the reduction in peripheral blood naive CD8+ T cells combined with
the accumulation of late-stage differentiated and senescent immune cells [2], though signif-
icant alterations in innate immune cells have also been documented [3]. At the intercellular
communication level, immunosenescence is defined by excessive inflammatory signal-
ing, reflected in elevated circulating IL-6 levels [4], and compromised Treg function [5].
Clinically, increased basal levels of inflammatory mediators are documented, even in the
absence of infection [6]. This results in a compromised ability of the immune system to
fight infections, a greater prevalence of autoimmune and inflammatory disorders, and the
aggravation of degenerative diseases with advanced age.

Currently, there is a lot of interest in the development of therapies that limit immunose-
nescence and rejuvenate the immune system. In this context, senotherapeutic molecules are
known to reduce the burden of cellular senescence, constituting a promising therapeutic
approach to reduce the accumulation of senescent cells observed in aging as well as in
age-related diseases [7].

Peptide 14 (Pep 14) is a synthetic peptide that was described by our group as a result
of a phenotypic screening and optimization process performed to identify effective and
non-toxic senotherapeutic molecules [8]. Using different in vitro models of dermal fibrob-
last senescence (e.g., primary cells derived from Hutchinson—Gilford progeria syndrome
donors, chronological aging, ultraviolet-B radiation (UVB), and etoposide treatment), we
showed that Pep 14 effectively modulates cellular senescence and inflammatory senescence-
associated secretory phenotype (SASP) signaling. At the single-cell level, the peptide
promoted the transcription of DNA repair genes in early-senescent cells, possibly pre-
venting them from becoming late-senescent, high-SASP-producing cells. Ultimately, such
alterations resulted in a significant reduction in the biological age of human skin, in vitro [8].
Currently, the peptide is being explored for dermatological purposes.

Mechanistically, Pep 14 appears to act by stabilizing the PP2A complex [8]. PP2A
is a complex phosphatase comprising heterotrimeric Ser/Thr subunits that regulate sev-
eral cellular processes. Current evidence suggests that PP2A plays a significant role in
inflammatory responses. Despite not being extensively investigated in the context of au-
toimmunity, alterations of PP2A were associated with compromised Treg function and
different inflammatory diseases, as recently reviewed [9]. Considering the role of PP2A in
controlling the immune system, we hypothesized that the peptide might also exert direct
effects on immune cells.

In the present study, we determined the effects of Pep 14 in human peripheral blood
mononuclear cells (PBMCs), as well as in human monocytes and macrophages of the U-937
cell line. Considering that several age-related diseases involve inflammatory processes, the
investigation of how immune cells respond to Pep 14 can offer valuable insights into the
potential role of this peptide in modulating critical processes related to inflammation.

2. Materials and Methods
2.1. Peptide Synthesis

Pep 14 (ETAKHWLKGI) was synthesized by CPC Scientific (Sunnyvale, CA, USA)
and reconstituted in ultrapure water. The peptide was aliquoted and stored at —20 °C
until use.

2.2. Isolation and Culture of Peripheral Blood Mononuclear Cells (PBMCs)

PBMCs were obtained from healthy volunteers by centrifugation using Ficoll-Paque
PLUS (Amersham Biosciences, Uppsala, Sweden), as approved by the Ethics Committee
of the Faculty of Medicine of the University of Brasilia (protocol 35640512.5.0000.0030).
After isolation, PBMCs were either left in a resting state or treated with a stimulating agent
(5 pg/mL phytohemagglutinin—PHA) and treated or not with Pep 14 (3.12 uM or at a
different concentration, as stated in each experiment) or rapamycin (100 nM). Then, cells
were cultured under different stimuli for 24 h (CD69 staining) or 48 h (viability assay)
in RPMI 1640 medium (Gibco, Waltham, MA, USA) supplemented with 10% v.v. fetal
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bovine serum (FBS) (Gibco, USA), in addition to 1% v.v. penicillin/streptomycin solution
(1000 U/mL) (Invitrogen, Grand Island, NY, USA), and maintained at 5% CO;, 37 °C, and
95% humidity.

2.3. PBMC Viability Assay

The toxicity of Pep 14 on PBMCs was evaluated using the 3-[4,5-dimethylthiazol-2-
yl]-2,5-diphenyltetrazolium bromide (MTT; Sigma Chemicals Co., St. Louis, MO, USA)
metabolization assay. To do so, PBMCs were treated with different concentrations of
the peptide for 48 h (1.56, 3.12, 6.25, 12.5, 25, 50, 100, and 150 uM). Then, the media
were changed, and fresh media containing 5 mg/mL MTT solution were added to each
well. After 4 h of protection from light, 100 pL of dimethyl sulfoxide (DMSO) was added
to each well. Absorbance was then determined in each well using an ELISA reader at
570 and 630 nm. The experiment was performed as three independent replicates, and each
experimental replicate was performed as technical duplicates. Data were normalized to
untreated controls.

2.4. PBMC Proliferation Assay

Cell proliferation was assessed using the carboxyfluorescein succinimidyl ester (CFSE)
assay, as previously published by our group [10]. To do so, PBMCs were labeled with
2.5 uM CFSE (Sigma-Aldrich, St. Louis, MO, USA), treated with Pep 14 (3.12 pM) or
rapamycin (100 nM), and stimulated or not with PHA (5 ug/mL). On the fifth day after
treatment (120 h), cells were harvested, labeled with anti-CD3-PerCP antibodies (eBio-
science, San Diego, CA, USA), and evaluated by flow cytometry using a FACSCalibur
(BD Biosciences, San Jose, CA, USA). Data were analyzed using FlowJo 10.0.7 software.
Ten thousand events were recorded per sample. The experiment was performed using
PBMC s isolated from four healthy donors.

2.5. T Cell Activation Assay

PBMCs were cultured and treated as previously described. After 24 h, cells were
harvested and stained for the early T cell activation marker CD69 (anti-CD69-FITC) as well
as anti-CD3-PerCP antibodies (eBioscience, San Diego, CA, USA) and analyzed by flow
cytometry (FacsVerse, BD Bioscience, USA) using FlowJo 10.0.7 software. Ten thousand
events were recorded per sample. The experiment was performed using PBMCs isolated
from four healthy donors.

2.6. Human Monocyte Cell Cultures

Human monocyte cultures (U-937 cell line—Banco de Células do Rio de Janeiro,
Brazil) were maintained in RPMI 1640 medium supplemented with 10% v.v FBS and 1% v.v.
penicillin/streptomycin solution (1000 U/mL) and incubated at 5% CO;, 37 °C, and 95%
humidity. For cell viability and NO quantification, cells were plated in 96-well plates and
treated for 48 h.

2.7. U-937 Cell Viability Assay

U-937 cells were plated in 96-well plates and either left in a resting state or treated
with 0.5 ug/mL LPS and/or 3.12 uM Pep 14 for 24 h. Then, the MTT assay was performed
to evaluate the viability of cell cultures, as described above for PBMCs.

2.8. U-937 Macrophage Differentiation

U-937 cells were treated with phorbol ester (PMA) at a concentration of 25 ng/mL.
After 72 h, the differentiation of U-937 cells into macrophages was observed, as described
by PINTO et al. (2021) [11]. Non-differentiated cells (non-adherent) were removed by
washing the plates with fresh media. For cell viability and NO quantification, cells were
plated in 96-well plates and treated for 48 h; for gqRT-PCR and supernatant collection for
ELISA experiments, cells were plated in 6-well plates and treated for 24 h.
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2.9. Nitric Oxide Release

Nitric oxide (NO) was measured in the U-937 and U-937-derived macrophage culture
supernatants, as previously described [12]. Briefly, cells were plated and left undisturbed or
treated with 0.5 ug/mL LPS and/or 3.12 uM Pep 14 for 48 h. Culture supernatants (100 uL)
were transferred to 96-well plates (Kasvi, Sao José dos Pinhais, PR, Brazil), and 100 pL of
supplemented RPMI medium was added to the wells of the sodium nitrite standard curve
(Gibco, USA). Next, 100 uL of a 1% sulfanilamide solution was added to 2.5% phosphoric
acid and 1% naphthyl ethylenediamine in 2.5% phosphoric acid at a 1:1 ratio. The reading
was performed on a microplate reader (Bio-Tek PowerWave HT, Winooski, VT, USA) after
10 min of incubation at room temperature at a wavelength of 490 nm. From the standard
curve for sodium nitrite (1.5625 uM to 200 uM), a calculation was performed to estimate
the amount of nitrite detected in each sample.

2.10. Enzyme-Linked Immunosorbent Assay (ELISA)

The production of IL-10 and TNF-a cytokines was evaluated in the culture supernatant
of PBMCs and macrophages treated for 24 h with LPS (0.5 ng/mL) and/or Pep 14 (3.12 pM),
following the manufacturer’s specifications (Peprotech, Waltham, MA, USA). Cytokine
levels were expressed in picograms per milliliter (pg/mL), as quantified according to the
standard curves built following the manufacturer’s specifications.

2.11. Real-Time PCR

Total RNA from cells in each experimental condition was isolated using Trizol reagent
(Gibco), according to the manufacturer’s instructions. RNA concentration was determined
using a Nanodrop spectrophotometer (Thermo Fisher Scientific, Waltham, MA, USA). The
RINA samples were subjected to reverse transcription using the High-Capacity cDNA
Reverse Transcription Kit (Thermo Fisher Scientific, USA), following the manufacturer’s
instructions. Then, qPCR reactions were prepared using the obtained cDNA samples, the
SYBR™ Green Master Mix (Thermo Fisher Scientific, Waltham, MA USA), and specific
primers for each gene (Table 1). Amplifications were conducted using StepOne Plus system
(Applied Biosystems, Waltham, MA, USA), and data were analyzed using StepOne Software
v2.3. The results are expressed as CT values. Individual CT readings were transposed
into spreadsheets for 2~22CT analysis, as proposed by NOLAN, HANDS, and BUSTIN in
2006 [13].

Table 1. Primer sequence.

Transcript Primer Forward (5'-3) Primer Reverse (5'-3) T (O
ARGI1 ATTGAGAAAGGCTGGTCTGC CATTAGGGATGTCAGCAAAGG 60
FOXP3 TCATCCGCTGGGCCATCCTG GTGGAAACCTCACTTCTITGGTC 58
GAPDH ACATCGCTCAGACACCATG TGTAGTTGAGGTCAATGAAGGG 60
GATA3 AGCCTGTCCTTTGGACCACA CATCGAGCAGGGCTCTAACC 60
HLA-DQ1 CTCTGTTCCGCAGATTTAGAAGA GGAGACTTGGAAAACACTGTGACC 60
IFN-y ACTGTCGCCAGCAGCTAAAA TATTGCAGGCAGGACAACCA 60
IL-10 GGCACCCAGTCTGAGAACAG ACTCTGCTGAAGGCATCTCG 60
IL-1R1 CCTCCAGGATTCATCAACAC AAAACTCCATATAAGGGCACAC 60
IL1p ATGATGGCTTATTACAGTGGCAA GTCGGAGATTCGTAGCTGGA 60
IL-4 TTGTCCACGGACACAAGTGC TGTTACGGTCAACTCGGTGC 60
NF-«B1 GTGGTGCCTCACTGCTAACT GGATGCACTTCAGCTTCTGT 58
NF-«B2 TAGCCACAGAGATGGAGGAG CCGAGTCGCTATCAGAGGT 60
REL AAAGACTGCAGAGACGGCT CTCACCACATTGAGGTCACA 58
RELA GCACAGATACCACCAAGACC TCAGCCTCATAGAAGCCATC 58
RELB CATTGAGCGGAAGATTCAAC GCAGCTCTGATGTGTTTGTG 56
TBET CAACACGCATATCTTTACTTTCCA AGCTGAGTAATCTCGGCATTCTG 65
TGF- 1 GCTGTATTTAAGGACACCGTGC TGACACAGAGATCCGCAGTC 60
TNF-o CACAGTGAAGTGCTGGCAAC GATCAAAGCTGTAGGCCCCA 58
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The mRNA expression of GAPDH (housekeeping), FOXP3 (master transcription factor
in regulating Treg cell development and function), GATA3 (master regulator of Th2-cell
differentiation), TBET (master regulator of Thl cell development), TGF-8, IL-10 (Treg effec-
tor cytokines), IL-4 (Th2 effector cytokine), TNF-a, IFN-y (Th1 effector cytokines), NF-xB1,
REL, RELA (canonical NF-«B signaling pathway), NF-xB2, and RELB (non-canonical NF-kB
signaling pathway) was determined for PBMCs of different experimental groups after
120 h treatments. Monocytes were subjected to expression analysis of TNF-«, and IL-10 after
24 h treatments. Similarly, after 24 h treatments, macrophages were subjected to expression
analysis of GAPDH (housekeeping); IFN-7, IL-18, and TNF-a (M1 polarization); IL-10, IL-4,
IL-1R1, ARGI1, and TGF-B (M2 polarization); HLA-DQA1 (macrophage activation); and
GATA3, TBET, NF-xB1, and NF-xB2 (inflammation and macrophage polarization).

2.12. Cell Migration Assay

For the migration assay, 2 x 10° fibroblasts were plated in 6-well plates in DMEM
supplemented with 10% v.v. FBS and 1% v.v. penicillin/streptomycin solution (1000 U/mL)
and kept at 5% CO,, 37 °C, and 95% humidity. When they reached confluence, a space
was created between the cells (scratches) using a 200 pL volume pipette, as previously
described [14]. After scratching, the medium was removed, the wells were washed with
PBS, and fresh medium without FBS was added. Then, positive migration control wells
received fresh media containing 2% FBS. As a negative control, cells were maintained in
the absence of FBS and without experimental treatment. The experimental groups were
maintained under serum-starved conditions and treated with 50% v.v. DMEM without FBS
and 50% v.v. of conditioned media obtained from macrophages previously treated and
not treated with Pep 14 (3.12 uM) and/or LPS (0.5 pg/mL) for 48 h. The plates containing
the cells were incubated at 37 °C and photo-monitored at previously established intervals
(0, 24, and 48 h). Subsequently, the number of cells that invaded the scratched area was
counted using the Image] program, version 1.53 i (National Institutes of Health, Bethesda,
Maryland, USA)and the cell migration capacity was measured for the groups exposed or
not exposed to the peptide and FBS. The number of cells in the positive control group that
migrated into the scratch area at 48 h was then considered to be 100% migration.

2.13. Statistical Analysis

Normality analysis was performed using the Shapiro-Wilk test. Statistical differences
between groups were evaluated using analysis of variance (ANOVA), which was used to
evaluate cell viability, migration, proliferation, and gene expression, followed by the post
hoc Tukey test for multiple comparisons. Analyses were performed considering a 95%
confidence interval and a p-value of 0.05. All statistical analyses were performed using
GraphPad Prism® software, version 7.02 (San Diego, CA, USA, 2017).

3. Results
3.1. Pep 14 Promotes Th2 and Treg mRNA and Cytokine Signature in Phytohemagglutinin-
Treated PBMCs

Human PBMCs from three donors were cultured for 24 h in the presence of increasing
doses of Pep 14 (1.56-150 uM). Importantly, Pep 14 did not alter cell viability in a significant
way (Figure 1A). After the determination of Pep 14 toxicity for PBMCs, a concentration
of 3.12 uM was selected for subsequent experiments since it is the lowest concentration

described as effective for both healthy and Hutchinson-Gilford progeria-derived human
fibroblasts [8].
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Figure 1. Viability and proliferation of PBMCs treated with Pep 14. (A) The cellular viability of
PBMCs treated with various concentrations of Pep 14 was determined using the MTT assay. Data
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are presented as a percentage of positive viability control (non-treated PBMCs). (B) Proliferation
of resting (no PHA) and activated (PHA-treated) T cells obtained from 4 donors (1—4) and treated
with 3.12 uM Pep 14 or (100 nM) rapamycin. Cells were stained with CFSE and treated with PHA
and/or Pep 14 for 120 h. Data are presented as a percentage of proliferating T cells relative to total
cells. (C) Activation of resting and activated T cells treated with 3.12 uM Pep 14. Cells were treated
with PHA and/or Pep 14 for 24 h and then labeled with anti-CD3 and anti-CD69 antibodies. Data are
presented as mean =+ SD of the percentage of activated T cells relative to total cells. The experiments
were performed using four biological samples numbered 1-4. Statistical tests were performed using
analysis of variance, followed by post hoc Tukey tests. ** p < 0.01 compared to the control group.

Then, we tested the effects of Pep 14 treatment on T cell proliferation and activation,
two primary events for adaptive immune response-mediated inflammation. For this
experiment, PHA was used as a T cell activation/proliferation stimulus, and rapamycin
was used as a reference immunosuppressant molecule [15]. Our results showed that
Pep 14 treatment alone failed to significantly promote T cell proliferation (Figure 1B) and
activation (Figure 1C). Furthermore, the peptide also failed to significantly alter T cell
activation after PHA stimulation. Rapamycin, on the other hand, used as a reference
immunomodulatory molecule [15], significantly limited T cell proliferation, as expected for
an immunosuppressant drug.

To explore other possible effects of Pep14 on PBMCs during PHA stimulation, we
analyzed the mRNA expression of relevant genes involved in T cell differentiation, namely
TBET, a regulator in Th1 differentiation; GATA3 a regulator in Th2 differentiation; and
FOXP3, a determinant for Treg differentiation. Our results show that in resting PBMCs,
Pep 14 promoted a significant increase in FOXP3 mRNA levels, while not significantly
influencing GATA3 and TBET expression (Figure 2A—C), when compared to untreated con-
trols. In PHA-stimulated PBMCs, the Pep 14-induced increase in FOXP3 was more discrete.
Furthermore, Pep 14 significantly promoted GATA3 mRNA expression and abolished the
PHA-induced increase in TBET mRNA levels, compared to the PHA-stimulated control.
Rapamycin treatment also prevented PHA-induced TBET expression, and showed a trend
towards increased GATA3 levels, compared to the PHA-stimulated control.

Given that IL-10 and IL-4 are signature cytokines of Th2 cells, and that the GATA3
gene was induced following Pep 14 stimulation, we investigated the mRNA levels of genes
associated with T cell differentiation, including members of the NF-kB family NF-xB1
(Figure 2D) and NF-xB2 (Figure 2E), the transcriptional regulator REL (c-REL) (Figure 2F),
and those involved in canonical and non-canonical activation pathways (RELA and RELB,
respectively) (Figure 2G,H) RELA is necessary for Th1 differentiation, but its recruitment
to the IFN-y enhancer region is dependent on TBET expression in Thl cells [16]. The
RELB protein, primarily involved in the non-canonical activation of the NF-kB pathway, is
important for Treg differentiation and function, with RELB defects being associated with
autoimmune disorders [17].

Our results revealed that in resting PBMCs, NF-xB2 expression was significantly re-
duced upon Pep 14 treatment (Figure 2E), while RELA and RELB (Figure 2G,H) mRNA
levels were significantly increased. In PHA-stimulated PBMCs, Pep 14 promoted sig-
nificantly increased REL and RELA (Figure 2F,G) mRNA levels. Rapamycin significantly
reduced NF-xB2 (Figure 2E) and significantly increased REL, RELA, and RELB (Figure 2F-H)
levels in resting PBMCs. In activated counterparts, rapamycin significantly reduced NF-xB1
(Figure 2D) and increased REL (Figure 2F) mRNA levels, indicating distinct mechanisms
associated with Pep 14 and rapamycin.
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Figure 2. Comparative analysis of gene expression levels involved in T cell differentiation, including
specific markers for Th1, Th2, and Treg effector lymphocytes. The samples were subjected to real-time
PCR (qPCR) analysis to quantify the expression of (A) FOXP3, (B) GATA3, (C) TBET, (D) NF-xB1,
(E) NF-xB2, (F) REL, (G) RELA, and (H) RELB. All data were normalized to the control group.
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Statistical analysis was performed using ANOVA, followed by Tukey’s post hoc test for multiple
comparisons. * p < 0.05, ** p < 0.01, *** p < 0.001, *** p < 0.0001. # p < 0.05 between control and
experimental groups.

Considering the possible effect of Pep 14 in supporting the Treg and Th2 effector T
cell subsets, we investigated the mRNA levels of cytokines associated with Th1, Th2, and
Treg effector lymphocyte subsets. Using qRT-PCR, we evaluated the Th1l-related transcripts
IFN-7y and TNF-u, the Th2-related transcript IL-4, and TGF-f and IL-10, associated with Treg
function and differentiation [18] (Figure 3). In resting PBMCs, Pep 14 treatment promoted
a significant increase in TGF-f, IL-10, and IL-4 expression (Figure 3A—C) compared to the
untreated control. Compared to PHA-activated cells, PBMCs stimulated with both PHA
and Pep 14 showed a trend towards increased IL-10 and IL-4 mRNA levels (Figure 3B,C),
as well as a non-significant reduction in IFN-y expression (Figure 3D). In resting PBMCs,
rapamycin promoted a significant increase in TNF-« (Figure 3E), as well as a trend towards
increased IL-10 and IL-4 (Figure 3B,C), compared to the untreated control. In PHA-activated
PBMCs, rapamycin treatment promoted a significant increase in TGF-f transcript levels
(Figure 3A) compared to the PHA-stimulated control. Given that IL-10 and IL-4 are
signature cytokines of Th2 cells, our findings corroborate the notion that Pep 14 treatment
supports Th2 and Treg effector T cell subsets.
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Figure 3. Comparative analysis of gene expression levels involved in T cell differentiation, including
specific markers for Th1, Th2, and Treg effector lymphocytes. The expression levels of transcripts
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associated with Thl, Th2, and Treg effector lymphocytes were evaluated: (A) TGF-B, (B) IL-10,
(C) IL-4, (D) IFN-, and (E) TNF-a. To validate the results obtained by qPCR, the expression levels of
(F) IL-10 and (G) TNF-« proteins were quantified by enzyme-linked immunosorbent assay (ELISA).
All data were normalized to the control group. Statistical analysis was performed using ANOVA,
followed by Tukey’s post hoc test for multiple comparisons. * p < 0.05, ** p < 0.01, *** p < 0.001,
** p < 0.0001 between groups.

As a validation of the qRT-PCR results, IL-10 and TNF-o protein levels were deter-
mined using ELISA (Figure 3E,G). Once again, IL-10 levels were significantly increased
following Pep 14 treatment, both in resting and PHA-treated PBMCs, compared to the
respective untreated and PHA-stimulated controls. Different from the qRT-PCR findings,
rapamycin treatment failed to promote IL-10 release in the supernatant of resting PBMCs.
For TNF-«, no significant influence of Pep 14 and rapamycin was observed in the super-
natant of resting PBMCs. Nevertheless, in PHA-treated PBMCs, both Pep 14 and rapamycin
treatments prevented a PHA-induced increase in TNF-o. Together, our findings suggest
that Pep 14 modulates T cells in vitro by suppressing the Thl phenotype and cytokine
release, therefore favoring the Treg and Th2 phenotypes.

3.2. Pep 14 Influences LPS-Stimulated U-937 Monocytes by Inducing Apoptosis of Activated Cells
and IL-10 Expression

To investigate the effects of Pep 14 on monocytes and macrophages, we determined
whether the peptide would be toxic to resting and LPS-stimulated monocytes of the U-937
cell line when used at the same concentration as that used in PBMCs. The results of the
MTT assay revealed that LPS and Pep 14 exerted a modest, non-significant reduction in cell
viability (Figure 4A). Also, Pep 14 did not significantly influence the modest cytotoxicity
effect of LPS on U-937 monocytes. Such findings corroborate previous observations that
LPS promotes monocyte death in a dose-dependent manner, as a result of the stimulation
of excessive reactive species production [19]. Nevertheless, considering the rapid cell
proliferation observed in U-937, we decided to investigate whether our observations in
treated groups might be a result of increased cell death or limited cell proliferation. To
do so, we performed annexin V/PI staining in the treated cells, using three different
concentrations of Pep 14. Once again, resting and LPS-stimulated cells were investigated.
The results demonstrated that the peptide selectively induced apoptosis in LPS-stimulated
monocytes in a dose-independent manner (Figure 4B-E).

After cell viability was evaluated, the mRNA levels of cytokines produced by treated
monocytes were evaluated using gene expression analysis (Figure 4F,G). The results ob-
tained indicated that Pep 14 significantly induced IL-10 expression in resting and LPS-
stimulated U-937 cells (Figure 4F). In the cells treated with LPS only, TNF-« expression was
significantly increased (Figure 4G).

3.3. Pep14 Prevents LPS-Induced Activation and Promotes Regenerative M2 Polarization in
U-937-Derived Macrophages

After the effect of Pep 14 on U-937 monocytes was evaluated, the effect of the pep-
tide on U-937 macrophages was also evaluated. The monocytes were differentiated into
macrophages using PMA. Then, Pep 14 and LPS cytotoxicity were evaluated using the
MTT assay. The group stimulated with LPS and treated with the peptide showed statis-
tically increased levels of cell death after LPS stimulation compared to the control group
(Figure 5A). Nevertheless, such findings were considered as biologically irrelevant since
cell viability was greater than 90% in all experimental groups.
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Figure 4. Evaluation of the toxicity of Peptide 14 (Pep 14) and its influence on cytokine production
in U-937 cells. To elucidate the effects of Pep 14 on U-937 monocytes, we investigated its toxicity in
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resting and lipopolysaccharide (LPS)-stimulated cells using the MTT assay (A). Then, we determined
whether our observations were attributable to an increase in cell death or a limitation in cell prolifera-
tion by employing annexin and propidium iodide (PI) analysis by flow cytometry. (B) Percentage of
annexin V+/PI— cells. (C) Percentage of annexin V+/PI+ cells. (D) Percentage of total annexin V+
cells. (E) Representative dot plots of annexin V/PI staining. After cell viability was evaluated, we
investigated the mRNA levels of IL-10 and TNF-« cytokines (F,G) produced by the treated monocytes
using qRT-PCR. Statistical analysis was performed using ANOVA, followed by Tukey’s post hoc test
for multiple comparisons. * p < 0.05, ** p < 0.01, *** p < 0.001, **** p < 0.0001 between groups.
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Figure 5. Effects of peptides on U-937 macrophages. The cytotoxicity of Pep 14 and lipopolysaccharide
(LPS) was determined using the MTT assay (A). Macrophage activation after treatment with Pep 14
and LPS was investigated by analyzing HLA-DQA1 mRNA expression (B) and nitric oxide (NO)
production (C). Statistical analysis was performed using ANOVA, followed by Tukey’s post hoc test
for multiple comparisons. * p < 0.05, ** p < 0.01, *** p < 0.001, **** p < 0.0001 between groups.

Macrophage activation following Pep 14 and LPS treatments was also assessed by
analyzing the expression of HLA-DQAI mRNA and NO production (Figure 5B,C). The
results indicated that Pep 14 treatment did not promote HLA-DQA1 expression in resting U-
937 macrophages. In LPS-stimulated counterparts, HLA-DQA1 expression was significantly
increased. On the other hand, in cells treated with both LPS and Pep 14, HLA-DQA1
expression was significantly decreased (Figure 5B). NO production was also unaltered by
Pep 14 in resting U-937 macrophages, while being significantly induced in LPS-stimulated
counterparts and limited in LPS/Pep 14-treated cells (Figure 5C). Both findings support
the notion that Pep14 reduces LPS-induced activation of U-937 macrophages, as would be
expected from an immunomodulatory compound.

Subsequently, the effects of Pep 14 in macrophage polarization were investigated
through qRT-PCR (Figure 6). Our findings show that in resting cells, Pep 14 treatment
significantly limited IFN-y mRNA expression (Figure 6A), compared to the untreated
control. As expected, LPS-treated cells exhibited a significant increase in the expression of
all M1 subset markers, compared to the control group (IFN-v, IL-1B, IL-1R1, and TNF-«)
(Figure 6A-D). In LPS/Pep 14-treated cells, it was possible to observe an attenuation of
the effect of LPS, resulting in a significant reduction in the expression of IL-1R1, IFN-v,
and TNF-a genes, compared to the LPS-treated group. This mRNA profile indicates an
attenuation of the LPS-induced expression of genes associated with the inflammatory M1
macrophage subset.
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Figure 6. Effects of Pep 14 on macrophage polarization. We evaluated the mRNA expression of the
M1 macrophage marker genes IFN-y (A), IL-1B (B), IL-1R1 (C), and TNF-a (D) in U-937 macrophages.
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We also determined the mRNA expression levels of the M2 macrophage marker genes IL-10 (E),
TGF-B (F), ARGI (G), and IL-4 (H). Statistical analysis was performed using ANOVA, followed by
Tukey’s post hoc test for multiple comparisons. * p < 0.05, ** p < 0.01, *** p < 0.001, **** p < 0.0001
between groups. # p < 0.05 between control and experimental groups.

Next, we examined the genes associated with M2 polarization. In this analysis, the
IL-10, TGF-B, ARGI, and IL-4 transcripts were considered (Figure 6E-H). The results
indicated that when the cells were exclusively treated with Pep 14, a significant increase
in the expression of IL-10 compared to the control group could be observed (Figure 6E).
Furthermore, while LPS significantly induced TGF- and showed a strong trend towards
increased IL-10 expression (p = 0.056) (Figure 6F), it limited ARG1 expression (Figure 6G)
and did not significantly influence IL-4 (Figure 6H). Pep 14 treatment of LPS-stimulated
cells resulted in significantly increased ARGI and IL-4 mRNA levels, in addition to a
trend towards increased IL-10 compared to the LPS-treated group. These findings suggest
that, while limiting LPS-induced activation and expression of M1 polarization genes,
Pep 14 promoted an M2 mRNA signature in LPS-stimulated macrophages of the U-937
cell line.

To better understand macrophage differentiation, transcripts belonging to the NF-«B,
TBET (M1-related), and GATA3 (M2-related) families were analyzed. Our data revealed
that Pep 14 promoted NF-xB1 and TBET expression in resting U-937 macrophages, while
LPS treatment induced NF-«B1, TBET, and NF-xB2 expression (Figure 7A-C). In LPS-
stimulated macrophages treated with Pep 14, the peptide limited the LPS- induced
NF-kB1 and TBET mRNA levels (Figure 7A,B), while significantly increasing the anti-
inflammatory NF-kB2 and M2-related transcript GATA3 when compared to LPS-treated
samples (Figure 7C,D).

To confirm the qRT-PCR data, pro- and anti-inflammatory cytokines were quantified
in the supernatant of U-937 macrophages treated with LPS and/or Pep 14, using ELISA.
In the absence of LPS stimulation, the peptide failed to significantly influence TNF-« and
IL-10 release. Nevertheless, in LPS-stimulated cells, Pep 14 treatment limited the LPS-
induced TNF-« release (Figure 7E), while showing a trend towards increased IL-10 release
(Figure 7F). Once again, it is possible to suggest that Pep 14 limits M1 cytokine release in
LPS-stimulated cells, possibly favoring the M2 macrophage subset profile.

3.4. The Secretome of LPS- and Pep 14-Treated Macrophages Promotes Fibroblast Migration and Is
Compatible with Functional M2 Macrophage Differentiation

While M1 macrophages are generally considered proinflammatory cells, M2 counter-
parts are associated with an anti-inflammatory/resolving profile [20] that interacts with
and influences fibroblast behavior, such as migration [21,22]. In order to confirm that
Pep 14 treatment supports functional M2 macrophage polarization following LPS treat-
ment, U-937 macrophages were stimulated with LPS and treated with Pep 14. Then, the cell
culture supernatant was collected and used to stimulate human primary dermal fibroblasts
in a wound scratch test. While Pep 14 treatment of fibroblasts fails to directly promote
fibroblast migration, our analyses revealed that the conditioned media from both resting
and LPS-stimulated macrophages treated with Pep 14 significantly promoted fibroblast
migration, compared to the conditioned media derived from LPS-treated macrophages
(Figure 8).
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Figure 7. Effects of Pep 14 on macrophage polarization. For a more comprehensive understanding of
macrophage differentiation, the NF-xB1 (A), TBET (B), NF-kB2 (C), and GATA3 (D) gene transcripts
were investigated. Next, to validate the data obtained by qRT-PCR, the concentrations of the pro- and
anti-inflammatory cytokines TNF-a (E) and IL-10 (F) in the supernatant of U-937 macrophages were
quantified by ELISA. Statistical analysis was performed using ANOVA, followed by Tukey’s post
hoc test for multiple comparisons. * p < 0.05, ** p < 0.01, *** p < 0.001, **** p < 0.0001 between groups.
#p < 0.05 between control and experimental groups.
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Figure 8. Cell migration assay of fibroblasts treated with macrophage-conditioned medium.
(A) Analysis of cell migration expressed as a percentage of the control. Statistical analysis was per-
formed using ANOVA, followed by Tukey’s post hoc test for multiple comparisons. **** p < 0.0001.
(B) Representative images of the migration assay. (C) Pep 14 exerts direct effects on immune cells,
supporting Th2 and Treg subsets in T cells and limiting LPS-driven activation of macrophages,
favoring an M2 phenotype. In both PBMCs and macrophages, Pep 14 consistently promoted IL-10
mRNA expression and cytokine release.

4. Discussion

Immunosenescence contributes to the establishment of a chronic state characterized
by exacerbated inflammatory signaling and compromised adaptive immunity [1]. This
phenomenon has been implicated in causing and/or aggravating multiple degenerative
conditions, such as renal [23], cardiovascular [24], and neurodegenerative diseases [25].
Recently, Pep 14 was identified as a new molecule with senotherapeutic potential, capable
of effectively modulating cellular senescence and preventing inflammatory signaling pro-
moted by SASP. Pep 14 was shown to act through the stabilization of PP2A [7], a complex
phosphatase comprising heterotrimeric Ser/Thr subunits that regulate several cellular
processes. Current evidence suggests that PP2A plays a significant role in inflammatory
responses, with alterations being associated with autoimmune diseases [9]. Considering the
potential role of this peptide in modulating signaling pathways critical for the regulation of
inflammation, we evaluated how immune cells respond to Pep 14.

Under the concentrations tested, Pep 14 was not toxic to resting PBMCs, nor to
resting monocytes and macrophages from the U-937 cell line. These results corroborate
previous findings from our group showing a lack of toxicity of the peptide in different
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cell types [7,8]. While the peptide failed to significantly influence T cell activation and
proliferation following stimulation with PHA, it promoted the expression of GATAS3,
FOXP3, and RELB mRNAs, important transcription factors related to T cell differentiation
into Th2 and Treg subsets. Simultaneously, the peptide prevented PHA-induced expression
of TBET, a gene that controls Th1 differentiation. Furthermore, Pep 14 treatment inhibited
PHA-induced IFN-y expression, while promoting TGFE-f3, IL-4, and IL-10 mRNA expression.
These findings were partially confirmed at the protein level, as we observed significantly
increased IL-10 and significantly decreased TNF-a levels in the supernatant of Pep 14-
treated cells. Therefore, the results indicate that Pep 14 suppresses Thl-related mRNA
expression and the release of cytokines associated with this immune response, while
favoring Treg and Th2 phenotypes. Also of note, the effects of Pep 14 treatment differ
from those observed for rapamycin, suggesting distinct mechanisms of action. In the case
of Pep 14, our observations are in accordance with previous findings showing that the
inhibition of PP2A with the small-molecule compound LB100 resulted in an increase in Thl
differentiation in mice [26].

Innate immune cells such as macrophages also change their profile during aging and
become relevant drivers of inflammaging and immune diseases [3]. Therefore, favoring
an anti-inflammatory phenotype in these cells would be potentially beneficial in delaying
such age-related complications. To further explore the potential activities of Pep 14, experi-
ments were carried out using cells of the macrophage model U-937 lineage with the aim of
understanding the nature of the response that treatment with this peptide could trigger in
monocytes. Cell viability tests revealed that the peptide selectively induced apoptosis in
LPS-activated monocytes. It is important to highlight that in inflammatory diseases, the
ability to induce apoptosis in activated monocytes is sometimes crucial to control the accu-
mulation of these cells in inflammatory lesions, which can result in inflammation-related
tissue damage and remission of the inflammatory disease [27]. Furthermore, numerous
studies have suggested that defects in apoptosis are fundamental abnormalities in the patho-
genesis of such diseases, and can also have cancer-inducing effects [28,29]. Gene expression
analysis revealed that Pep 14 significantly increased IL-10 expression in the resting and
LPS-stimulated U-937 cells. Together, these results strongly suggest the anti-inflammatory
potential of this peptide in monocytes [30,31].

This anti-inflammatory potential of Pep 14 was also evaluated in U-937-derived
macrophages. Again, selective death of cells activated by LPS was observed following pep-
tide treatment, which is potentially relevant in the context of the treatment of inflammatory
diseases [32]. Macrophage activation after treatment with Pep 14 and LPS was evaluated by
analyzing HLA-DQA1 mRNA expression and NO production, and the results showed that
the peptide significantly reduced both of these macrophage activation markers. These re-
sults suggest that Pep 14 prevents excessive LPS-induced activation of U-937 macrophages,
indicating an inhibitory effect on the LPS-triggered inflammatory response.

Next, we investigated the effects of Pep 14 on macrophage polarization. The results
revealed that Pep 14 significantly limited IFN-y expression and boosted IL-10 expression
in resting cells. LPS-treated cells showed a marked increase in the expression of M1
subset markers. In contrast, cells stimulated with LPS and treated with Pep 14 presented
a significant increase in ARG1 and IL-4 (M2 markers) mRNA levels, as well as a trend
towards increased IL-10 expression, suggesting a Pepl4-induced M2 mRNA signature
in LPS-stimulated macrophages. This observation was also supported by the analysis
of the NF-kB2 and GATAS3 transcripts. Concurrently, M1 polarization genes IFN-y and
TNF-« were suppressed in these samples. The reduced expression of M1 polarization
genes suggests that Pep 14 treatment may help in preventing macrophages from generating
M1 counterparts, while favoring M2 polarization. Given that M2 macrophages and their
markers play crucial roles in the resolution of inflammation, wound regeneration, and
tissue repair [33-35], such observations underscore the possible effect of the peptide in
contributing to anti-inflammatory response and tissue regenerative activities.
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In order to confirm the M2 polarization profile of Pep 14-treated macrophages, a
functional assay was carried out by treating human primary dermal fibroblasts with the
conditioned media of treated macrophages. Consistent with the expected regenerative
profile of M2 macrophages and their capacity to induce fibroblast cell migration and
proliferation [36], the treated fibroblasts presented higher migration rates compared to the
experimental controls.

Prior studies have determined that senotherapeutic molecules might impact immune
system function, similar to common regulators of senescence and immunity. This is the
case of rapamycin, an mTOR (mammalian target of rapamycin) inhibitor, initially described
as an antifungal molecule, that was later found to effectively limit T cell proliferation and
is currently used in clinical settings as an immunosuppressant medication [37]. The role of
mTOR in aging has been consistently shown throughout evolution as a conserved signaling
molecule that integrates diverse environmental and intracellular signals. This has led
to the establishment of a growing body of evidence regarding the efficacy of rapamycin
in increasing lifespan and/or healthspan in the most diverse experimental models, from
yeast [38] to monkeys [39]. The effect of rapamycin on immunosenescence is currently
under investigation in preclinical [40] and clinical settings [41].

Here, we have used rapamycin as a reference senotherapeutic molecule with estab-
lished immunosuppressant capacity. Pep 14 presented different immunomodulatory effects
compared to rapamycin, likely as a result of the different molecular targets of each com-
pound. While rapamycin effectively limited T cell proliferation, suppressed the mRNA
expression of the Thl-regulator TBET, and increased the mRNA expression of TGF-3 and
IL-4, Pep 14 failed to modulate T cell proliferation but clearly supported Treg differentia-
tion (by promoting FOXP3 mRNA expression) and function (by promoting IL-10 mRNA
expression and cytokine release).

Our findings are compatible with the already described capacity of Pep 14 to pro-
mote PP2A stabilization. The role of PP2A in the regulation of immune cells was first
demonstrated by Taffs et al. [42]. Since then, it has been established that PP2A regu-
lates different signaling pathways, including NF-kB [43], phosphatidylinositol-3-kinase
(PI3K)/AKT/mTOR [44], and mitogen-activated protein kinase (MAPK) [45]. In T cells,
this is reflected in the suppression of the NF-kB pathway during TCR signaling [43], the
inhibition of Th1 differentiation through mTORC1 suppression [26], and the promotion of
Th2 and Treg T cell subsets by maintaining mTORC2 and PI3K/AKT pathway function in
T cells (leading to Th2 differentiation) and by potentiating IL-2R signaling (leading to Treg
differentiation and function) [46]. Additional details of how PP2A modulation impacts
T cell function can be found in the recent review by Roy and Batra [47]. In macrophages,
PP2A inhibition has been shown to drive M1 polarization [48], possibly through STAT and
NF-«kB signaling modulation. Importantly, Fingolimod (FTY720, Gilenya) constitutes an
example of an immunosuppressant drug that activates PP2A and is currently approved by
the FDA to treat multiple sclerosis. Similar to our findings, the drug has been shown to limit
inflammation by modulating T cell and macrophage function [49]. Further investigation
is necessary to confirm whether PP2A stabilization is the main mechanism related to the
effects of Pep 14 described in this study and also the druggability of this compound.

5. Conclusions

Taken together, our results show that Pep 14 exerts direct effects on immune cells. In
T cells, Pep 14 supports Th2 and Treg subsets, while suppressing the Th1 regulator TBET
and Thl-signature cytokines; in macrophages, the peptide limits LPS-induced activation
and supports functional M2 cells, while suppressing inflammatory NF-«kB1 signaling and
M1-signature markers and cytokines. In all cell types, the peptide consistently promoted
IL-10 mRNA expression and cytokine release. Further studies are required to uncover
the underlying mechanisms and to validate our findings, but the current data support
direct immunomodulatory potential beyond the already described senotherapeutic effect
of Pep 14.
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