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Abstract: Aging is considered the main risk factor for many chronic diseases that frequently appear
at advanced ages. However, the inevitability of this process is being questioned by recent research
that suggests that senescent cells have specific features that differentiate them from younger cells
and that removal of these cells ameliorates senescent phenotype and associated diseases. This opens
the door to the design of tailored therapeutic interventions aimed at reducing and delaying the
impact of senescence in life, that is, extending healthspan and treating aging as another chronic
disease. Although these ideas are still far from reaching the bedside, it is conceivable that they will
revolutionize the way we understand aging in the next decades. In this review, we analyze the main
and well-validated cellular pathways and targets related to senescence as well as their implication
in aging-associated diseases. In addition, the most relevant small molecules with senotherapeutic
potential, with a special emphasis on their mechanism of action, ongoing clinical trials, and potential
limitations, are discussed. Finally, a brief overview of alternative strategies that go beyond the small
molecule field, together with our perspectives for the future of the field, is provided.
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1. Introduction

Human life expectancy has progressively increased for decades across all developed
countries. This demographic trend, however, is not accompanied by the same health and
wellness improvement. Hence, one of the hot topics of current biomedicine research is to
answer the fundamental question of whether preventing or delaying the manifestation
of age-related chronic diseases is possible. This idea means addressing aging with a
disease-oriented drug discovery paradigm and, accordingly, identifying altered molecular
pathways in the aging process and molecules that can regulate them so that they can
generate new drugs.

Within this point of view, aging is considered the main risk factor for many patho-
logical conditions that frequently appear at advanced ages (i.e., >65 years old). These
include, among others, immunosenescence, atherosclerosis, hypertension, cardiovascular
disorders, type 2 diabetes, sarcopenia, frailty, arthritis, cataracts, deafness, osteoporosis,
and neurodegenerative processes such as Alzheimer’s and Parkinson’s diseases, as well as
some cancers. Among the accepted hallmarks of aging [1], cellular senescence plays a key
role [2,3]. Hence, if signaling pathways and cell functions are altered due to the presence
of senescent cells (SnCs), and these cells can be identified and targeted, either by selective
killing or rejuvenation approaches, it would be possible at least to slow down the cellular
senescence process. It is conceivable that removing aged cells will improve organism and
tissue functions and, accordingly, will enable an aged organism to perform as a young one.
In this review, we offer a current perspective of the most advanced and well-validated
cellular pathways and targets that can be addressed from a drug discovery perspective. We
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also cover the most important diseases associated with an aged cellular phenotype, the
clinical trials currently ongoing, and the development state of small molecules able to halt
or reverse these disorders. Finally, newer and more holistic approaches, included in the
broad term of geroprotection, are mentioned to finish with our perspectives for the future
of this field.

2. Cellular Pathways and Targets Involved in Cellular Senescence

Senescence is a cellular state characterized by a stable cell-cycle withdrawal, dereg-
ulated metabolism, macromolecular damage, resistance to cell death, and secretion of
inflammatory factors known as senescence-associated secretory phenotype (SASP) [4].
Although cellular senescence is an essential physiological program that occurs in normal
cells as a response to cellular stress, the long-term presence of SnCs associated with aging
has a detrimental role in numerous age-related diseases [2,5]; therefore, targeting cellular
senescence by interfering with associated molecular pathways has proved to be a promising
opportunity for the prevention and mitigation of aging-related diseases and for increasing
life and healthspan —defined as the total years of life lived in good health and without
a disability [6,7]. In this sense, diverse therapeutic strategies have emerged, focused on
(i) the elimination of SnCs or (ii) the suppression of their detrimental cell-extrinsic effects,
including SASP, that are responsible for inflammation and impaired tissue regeneration
that drive age-related disorders [8]. This difference allows classifying compounds with anti-
senescence potential (globally known as senotherapeutics) into senolytics (compounds able
to selectively kill SnCs) and senomorphics (molecules that suppress markers of senescence).
In this section, we summarize the main signaling pathways involved in cellular senescence
and the proteins that belong to these pathways and can be targeted by senotherapeutic
compounds (see Figure 1 for a schematic representation).
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Figure 1. Main signaling pathways and molecular targets for senolytic and senomorphic therapeutic
intervention.

Research over the past decade has demonstrated that selective elimination of SnCs
extends health and lifespan in animal models [9,10] and can significantly ameliorate aging-
associated diseases; therefore, numerous efforts are invested in the development of senolyt-
ics that target molecular pathways underlying senescence to selectively kill SnCs. In this
sense, resistance to apoptosis is a key characteristic feature of SnCs and inhibition of pro-
survival and anti-apoptotic regulators is the most common strategy for the development of
senolytics.

Among the different pro-survival pathways within SnCs, the B-cell lymphoma 2
(BCL-2) family of proteins has been widely explored as an attractive target due to its
multiple roles in cell fate through the regulation of apoptosis and autophagy [11]. The
BCL-2 family can be considered as an apoptotic switch that depends on the interactions
between three types of proteins, the pro-survival subfamily and two pro-apoptotic factions,
the BH3-only proteins, essential initiators of apoptosis, and the death effector proteins
BAX and BAK. The pro-survival cell guardians, BCL-2 itself, BCL-X, and BCL-W, are
upregulated in SnCs and confer resistance to apoptosis-inducing signals [12]. Specifically,
these proteins bind to and functionally neutralize the activated pro-apoptotic BAX and
BAK proteins, leading to apoptosis inhibition. To date, different specific or dual inhibitors
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of BCL-2, BCL-Xy, and BCL-W proteins have shown senolytic activity in preclinical animal
models and in clinical trials (see Table 1 for specific details) by blocking their anti-apoptotic
capacity through mitochondrial-mediated mechanisms [12-15]. Although BCL-2 inhibitors
represent the first generation of senolytics, their clinical application is limited by their on-
target and dose-limiting toxicity associated with hematological issues, such as neutropenia
and thrombocytopenia [16].

The p53 transcription factor axis is another key controller of apoptosis and senescence,
making it a promising target for senolytic drug development. p53 is a well-known tumor
suppressor and controls a broad range of cellular processes, including cellular stress
response, cell cycle arrest, and apoptosis [17]. The levels of p53 undergo an increase in
pre-senescent cells after activation of DNA damage response, playing a significant role
in the onset of senescence; however, different studies have shown that p53 levels and
activity decline in many types of cells after they become senescent, protecting them from
apoptosis [18]; therefore, p53 can act as a double-edge sword in senescence, and restoration
of its physiological activity can sensitize SnCs and promote cell death by apoptosis. In this
sense, the interaction of the forkhead box protein O4 (FOXO4) with p53 plays a key role
in the induction of cellular senescence by inhibition of the p53-mediated apoptosis [19].
FOXO4 is highly expressed in SnCs, where it binds and sequesters p53, favoring cell cycle
arrest and preventing apoptosis. Thus, interfering with the FOXO4-p53 axis represents a
strategy to limit the viability of SnCs, and it has been reported that disrupting the FOXO4
interaction with p53 causes its nuclear exclusion and effectively induces cell-intrinsic
apoptosis, ultimately reducing senescence in vitro and in vivo [20].

Activation of p53 is also possible by inhibition of MDM2 (murine double minute
2) protein. This E3 ubiquitin ligase acts as a negative regulator of p53 via proteasome
degradation [21], and inhibition of the MDM?2/p53 interaction has been shown to restore
P53 activity, promoting senescent cell clearance [22]. USP7 (ubiquitin-specific peptidase 7)
has been recently described as an alternative approach for p53 upregulation and represents
an interesting new senolytic target [23]. This deubiquitinating enzyme protects MDM?2
from degradation by the ubiquitin—proteasome system [21], and it has been reported that
pharmacological inhibition of USP7 reduces MDM?2 expression, which activates p53 and
leads to senescent cell apoptosis [24-26].

Molecular chaperone HSP90 (heat shock protein 90) is another senolytic target in-
volved in pro-survival pathways in SnCs [27]. HSP90 is implicated in protein folding and
stabilization, which makes it essential for the stability of certain anti-apoptotic factors. In
fact, SnCs are more dependent on HSP90 than normal cells [28]. Mechanistic studies have
revealed that HSP90 protects SnCs against apoptosis via stabilization of AKT or ERK, which
are upregulated in senescence. Indeed, targeting HSP90 with small-molecule inhibitors
disrupts the interaction with phosphorylated AKT and down-regulates the PI3K/AKT
pathway, resulting in selective clearance of SnCs.

Senomorphic or senostatic agents represent an alternative approach to attacking
cellular senescence [29,30]; thus, senomorphics are aimed to disrupt the proinflammatory
nature of SnCs, keep them alive, or modify their ability to endure cell arrest. The cycle
arrest of SnCs is regulated independently of SASP, and this allows us to establish specific
senomorphic therapeutic strategies without affecting cell viability.

SASP is mainly composed of growth factors, cytokines, chemokines, and extracellular
matrix proteases that affect surrounding cells and reinforce senescence via autocrine or
paracrine pathways [29,30]. Its composition varies according to the cell type and senescence
cause, but there is a conserved core program that includes proinflammatory interleukins 6
and 8 (IL-6, IL-8) and monocyte chemoattractant protein 1 (MCP-1) [31]. Different signaling
pathways are involved in the induction and regulation of SASP, but most of them con-
verge in the activation of the transcription factors NF-«B (nuclear factor-xB) and C/EBPf3
(CCAAT/enhancer building protein beta), which orchestrate the SASP production [32].
Interaction of these pathways at different levels could suppress the deleterious pathological
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effect of SASP and reduce the inflammation associated with aging, thus offering a variety
of potential targets for senomorphic intervention.

NF-kB controls cytokine production, transcription of DNA, and cell survival, regulat-
ing cellular responses. Reduction in the transcriptional activity of NF-«B, either by direct
modulation or by acting on one of its upstream regulators, has been shown to decrease
SASP production [33,34]. mTOR (mammalian target of rapamycin) is a serine/threonine
protein kinase associated with the NF-kB pathway that was discovered during the mecha-
nistic studies of rapamycin, a well-known senomorphic that defined the potential of mTOR
as a senotherapeutic target [35,36]. Thus, blockade of mTOR signaling by rapamycin and
other inhibitors results in suppression of the secretion of inflammatory cytokines such as
IL-6, and reduces the expression of the upstream regulator of NF-«B activity IL-1c, inhibit-
ing SASP production [36]. mTOR inhibition also affects the MAPK (mitogen-activated
protein kinase) pathway, downregulating the MAPKAPK?2 translation and ultimately acti-
vating NF-«B [35]. Inhibition of other members of the MAPK pathway has also been found
to affect NF-kB transcriptional activity and suppress the SASP and its paracrine effects.
Specifically, inhibition of p38MAPK limits the secretion of IL-6 and IL-8 cytokines [37,38].

Ataxia telangiectasia mutated (ATM) protein has also emerged as an interesting
senomorphic target. This kinase is a key driver of NF-kB-dependent DNA damage-induced
senescence, stem cell dysfunction and aging, and it has been reported that its genetic
and pharmacological inactivation decreases NF-«B activity, reducing SASP [39]. Another
molecular target related to the NF-xB pathway is the silencing information regulator
related enzyme 1 (sirtuin 1, SIRT1), an NAD*-dependent deacetylase that negatively reg-
ulates the nuclear factor signaling. Thus, activation of SIRT1 has been shown to reduce
inflammatory cytokine expression by inhibiting NF-kB activity, thereby attenuating cellular
senescence [40].

The activity of NF-kB can be directly modulated and it has been shown that direct
inhibition can interfere with the translocation of NF-«B to the nucleus, restricting its
transcriptional activity and decreasing the capacity of cells to be proinflammatory [41].
NF-«B inhibition, and therefore, SASP attenuation, can be achieved by interaction with IxB
kinases (IKK), key regulators in NF-«B activation [42,43].

C/EBP is the other critical transcriptional regulator of SASP expression and its
activity can be induced by JAK/STAT (Janus kinase/signal transducer and activator of
transcription) signaling [32]. This pathway is highly upregulated in SnCs, and there is
evidence that genetic and pharmacologic inhibition of JAK1/2 signaling alleviates SASP
production [44]. Additionally, the specific action on SASP components could provide a
more precise and safer senomorphic strategy. In this sense, the neutralization of IL-1, IL-6,
and IL-8 cytokines or their receptors by monoclonal antibodies represents an attractive
approach [45].

All these signaling pathways are present in different cells and tissues and their dereg-
ulation is behind the appearance of the cellular senescence phenotype, which induces most
of the diseases directly related to aging.

3. Diseases Related to Senescence

We are living longer than at any point time in human history. The continuous increase
in life expectancy is undoubtedly a demographic success that, unfortunately, has not
improved hand in hand with healthspan [46]. Conversely, global aging has led to a
higher prevalence of chronic age-related pathologies—including cancer, neurodegeneration,
chronic pulmonary diseases, cardiovascular diseases, atherosclerosis, diabetes, osteoporosis,
osteoarthritis, hepatic dysfunction, renal failure, and blindness—that are responsible for
years lived with disability and ultimately are among the major causes of morbidity and
death in old age [47]. The World Health Organization (WHO) estimates non-communicable
chronic diseases to be the cause of about 41 million deaths yearly, equivalent to 71% of
all deaths globally [48]. In this context, the known “geroscience hypothesis” considers
aging as the leading risk factor for most serious chronic diseases and disabilities. Thus,
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addressing an intervention that can slow down the aging process, potentially reducing or
postponing the incidence of debilitating age-related diseases, should significantly impact
decreasing the enormous social and economic burden caused by chronic diseases [49].

SnCs accumulate with age in different tissues [50], producing the characteristic
SASP [31] that contributes to tissue deterioration and ultimately to a variety of diseases
and disorders [51]. Beyond cancer, which is considered the aging disease par excellence,
herein we discuss the numerous age-related diseases that have been associated with cellular
senescence [49,52-56]. Preclinical and clinical studies performed with currently available
senotherapeutic drugs are summarized below and in Table 1, whereas the full description
of compounds and their mechanisms of action are covered in the following section. Up to
this moment, no drug has been approved to treat, delay, or prevent senescence as the main
indication since clinical trials are coming along slowly. This is due to the need for a careful
risk-benefit balance within first-in-human senolytic clinical trials since potential short- and
long-term side effects from clearing SnCs are not yet fully known.

Table 1. Senolytic and senomorphic compounds in clinical trials or advanced preclinical studies for
age-related diseases.

Clinical Trial Status

Compound Target/Pathway Age-Related Disease Registration Number (Phase)
Senolytics
NCT04063124 (1/2)
Alzhei s di NCT05422885 (1/2)
zheimer’s disease NCT04685590 (2)
NCTO04785300 (1/2)
Dasatinib + Quercetin Numerous (incl. Idiopathic pulmonary fibrosis NCT02874989 (1)
D+Q) PI3K/AKT and BCL-2) Skeletal health NCT04313634 (2) !
Chronic kidney disease NCT02848131 (2)
Frailty NCT04733534 (2)
Diabetic chronic kidney disease NCT02848131 (2)
Epigenetic aging NCT04946383 (2)
Age-related bone loss NCT04313634 (2) 2
NCT03675724 (2)
Frail elderly syndrome NCT03430037 (2)
Numerous (incl. NCT04733534 (2)
Fisetin PI3K/AKT, BCL-2, p53, NCT04210986 (1/2)
and NF-kB) K hriti NCT04770064 (1/2)
nee osteoarthritis NCT04210986 (1,/2)
NCT04815902 (1/2)
i NCT04129944 (2) 3
UBX0101 MDM2/p53 Knee osteoarthritis NCT04349956 (2)
: . NCT05275205 (2)
UBX1325 BCL-X, Age-related macular degeneration NCT04857996 (2)

Curcumin %% and

Numerous (incl. Nrf2

Cellular models of senescence

EF-24 and NF-kB)
Cardiac glycosides BCL-2, BCL-X, and .. .
(ouabain, digoxin %) BCL-W Preclinical animal models
ABT-263 ® (Navitoclax) BCL-2, BCL-Xy and Preclinical animal models
BCL-W
Alvespimycin ° . .
HSP90 Preclinical animal models

(17-DMAG)
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Table 1. Cont.

Clinical Trial Status

Compound Target/Pathway Age-Related Disease Registration Number (Phase)
Senomorphics
NCT04488601 (2)
NCT01649960 (1)
Aging NCT04742777 (2)
Rapamycin 6 Mitor (also Nrf2 and NCT02874924 (2)
NF-«B)
NCT05237687 (2)
Alzheimer disease NCT04629495 (2)
Amyotrophic lateral sclerosis NCT03359538 (2)
NCT03309007 (3)
Numerous (incl. IKK, Aging Egigiggigg; gi
Metformin 7 NF-«kB, GPx7, and
MBNL1) NCT03451006 (2)
Frailty NCT03107884 (1)
Muscle atrophy NCT03107884 (1)
NCT02211885 (1)
8 9
BIRB796 p38MAPK Healthy NCT02209805 (1)
RADO01 10 mTOR Preclinical animal models
NDGA ° unknown Preclinical animal models
SR12343 IKK/NF-«B Preclinical animal models
Ruxolitinib 811 JAK Preclinical animal models
SRT12104 SIRT1 Preclinical animal models

! Fisetin treatment group was also included in the study. ? Treatment includes the concomitant administration of
fisetin. 3 Not effective. * Curcumin dietary supplementation is under evaluation (NCT03085680, Phase 2/3) for
improving cognitive and physical function in older adults. ° In clinical trials for various cancers. ® Approved
for immunosuppression and in more than 1000 clinical trials for other disorders. 7 Approved for tuberous
sclerosis complex-associated diseases and in more than 500 clinical trials for various cancers. & In clinical trials for
immuno-related disorders. ° Representative studies to assess safety, pharmacokinetics, and pharmacodynamics.
10 Approved for type 2 diabetes and in more than 2700 clinical trials for other disorders. ! Approved for
graft-versus-host disease.

3.1. Neurodegenerative Diseases

Alzheimer’s disease (AD) is nowadays the most common neurodegenerative disease
and the most frequent cause of dementia, affecting 50 million people worldwide [57]. Cur-
rently approved drugs, e.g., cholinesterase inhibitors and N-methyl D-aspartate (NMDA)
antagonists, are effective only in treating the symptoms but do not cure or prevent the
disease. Parkinson’s disease (PD) is the fastest growing neurological disorder that cur-
rently affects people worldwide. Dopamine-based therapies, selective serotonin reuptake
inhibitors, and cholinesterase inhibitors help to decrease motor, psychiatric, and cognitive
symptoms, respectively; however, no disease-modifying pharmacologic treatments are
currently available [58]. In this light, innovative therapeutic approaches are necessary for
the treatment of neurodegenerative processes.

Brain functions diminish with age and numerous reports have concluded that cell
senescence contributes to the pathogenesis of neurodegenerative diseases [59], especially
AD [60] and PD [61], but also of other pathologies such as Huntington’s disease (HD) [62],
multiple sclerosis (MS) [63], and amyotrophic lateral sclerosis (ALS) [64]. Neuronal senes-
cence has been demonstrated in the brains of rodents with aging [65], tauopathy [66], and
amyloid-f3 accumulation [67]. Furthermore, a higher SASP activity has been demonstrated
in the astrocytes in AD patients [68] and the accumulation of SnCs in the central nervous
system has been suggested to contribute significantly to the cognitive decline characteris-
tic of neurological disease. The abundance of SnCs is also associated with deposition of
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a-synuclein and increased expression of SA-3-gal has been observed in brain tissue from PD
patients, suggesting that cell senescence contributes to dopaminergic neurodegeneration [61].

Notably, clearance or reduction in SnCs by senolytics, e.g., dasatinib and quercetin
(D + Q) [67,69], fisetin [70], ABT-263 (navitoclax) [71], and piperlongumine [72], improved
relevant outcomes in AD mouse models (see Figure 2 for compound structures). Metformin
induced diminished PD pathology in vivo [73]. Senomorphic oral rapamycin [74,75] and
metformin [76] (Figure 3) have also been shown to reduce the accumulation of amyloid-3
and tau and improve cognition in animal models.

The promising data from preclinical studies and post-mortem human brain tissue
have boosted the translation of targeting senescence as an innovative, potentially disease-
modifying treatment for AD and PD to the clinic [77]; however, the use of senolytics
in humans holds several potential challenges and clinical trials are still in early stages
(Table 1 summarizes the most relevant clinical trials currently ongoing with different
senotherapeutic compounds). In this regard, D + Q is currently under Phase 2 studies
toward amnestic mild cognitive impairment or early AD (NCT04063124, NCT04685590,
NCT04785300, and NCT05422885, Table 1). Likewise, Phase 2 clinical trials of senomorphic
rapamycin for early AD and ALS (NCT04629495 and NCT03359538, respectively, Table 1)
are presently underway.

OH C‘m”’ dM@

R O
Quercetin: R = OH . .
Fisetin: R = H GLV9 Piperlongumine

O

(0] (0]

N OGN

HO OH
Curcumin

Compds 47-49 -0

—O0

F o F

saoacil
N .
H HO
EF-24

Ouabain

Figure 2. Cont.
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(B)

ABT-737
Dasatinib

@AQ&J

0
oA
NH,

‘ ABT-263 (navitoclax): R = H OAc
Geldanamycin: R = OCH3

cl Nav-Gal: R = ¢ \OAc . H
: : Tanespimycin (17-AAG): R = 2N _~
(0] H |
T "OAc Alvespimycin (17-DMAG): R = 2N _~_N <
OAc

O PZ15227 (ABT-263 based PROTAC) ©
Cl

Figure 2. Structure of selected senolytics. (A) Natural products. (B) Repurposed compounds targeting
key enzymes/pathways and representative examples of other approaches based on prodrugs and
PROTAC:S.

3.2. Respiratory Diseases

Cellular senescence has been hypothesized to play a pathogenic role in two chronic
lung pathologies endowed with very limited therapeutic options: idiopathic pulmonary
fibrosis (IPF) and chronic obstructive pulmonary disease (COPD) [52,53,78-81]. Though
their full etiology is unknown, some risk factors, such as smoking and aging [82,83], are
well established and are suspected to be linked to cellular senescence [84]. In support of
this, numerous in vitro studies show evidence of the accumulation of SnCs in lungs from
patients with COPD and patients with IPF [85,86].
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Figure 3. Structure of selected senomorphic compounds.

IPF is a progressive, fatal lung disorder in which abundant fibrotic tissue forms be-
tween the alveoli interfering with the gas exchanges. The detrimental role of senescence
in lung fibrosis has been supported ex vivo in lung tissue slice cultures from bleomycin-
treated mice, in which senescence markers and expression of SASP factors diminished
upon the use of senolytics [87]. In vivo, pharmacological or genetic elimination of SnCs
also attenuated lung fibrosis and restored lung function in mice models [85,88]. Most
importantly, a first-in-human study further showed that senotherapy with D + Q signifi-
cantly improved pulmonary function during exercise in IPF patients after three weeks of
intermittent treatment (NCT02874989, Table 1).

COPD is characterized by progressive airflow limitation and respiratory failure, which
is attributed to a combination of small airway fibrosis and emphysema. Treatment with
inhaled long-acting bronchodilators improves symptoms and exacerbations but does not
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reduce disease progression or mortality. In COPD lungs, markers of cellular senescence
are evident [89], though it still remains uncertain whether those changes are the cause
or consequence with respect to COPD pathogenesis. Nevertheless, targeting cellular
senescence has gained increasing attention as a new approach for COPD treatment [90].
Better tolerance to exercise and oxygenation ameliorating the lifespan of animals has been
demonstrated using senotherapeutic agents such as rapamycin and its analog (rapalog)
everolimus [91], metformin [92], SRT1720 [93] (structures shown in Figure 3), and navitoclax
(Figure 2B) [94]. In humans, a study has demonstrated that the use of metformin in diabetic
patients with COPD significantly lowers the risk of all-cause mortality [95].

3.3. Cardiovascular Diseases

Cardiovascular diseases, principally ischemic heart disease and stroke, are the primary
cause of mortality worldwide and a major contributor to disability [96]. These pathologies
are often complications of atherosclerosis, a disease characterized by the formation of
fibrofatty lesions in the artery wall that begins early in life and progresses gradually, usually
remaining asymptomatic for a long period of time but leading to blood flow reduction [97].

Aging leads to cardiac dysfunction that can ultimately cause cardiovascular diseases.
Senescence can direct the pathophysiology of these diseases, as different senescent cardiac
cell types are known to accumulate upon aging, contributing to cardiac fibrosis and hy-
pertrophy [98,99]. Clinical evidence of the involvement of senescence in atherosclerosis
comes from post-mortem histological analysis that showed a senescent cell burden in
atherosclerotic substantially higher than in physiologically aged healthy arteries [51,100]
and from the development of atherosclerosis in accelerated aging disorders such as the
Hutchinson-Gilford progeria syndrome (HGPS) [101-103].

Importantly, preclinical studies in genetically modified aged mouse models have
demonstrated that clearance of SnCs from cardiovascular organs reverses cardiac fibrosis
and hypertrophy [9,49]. Pharmacological decrease in cardiac senescent cell burden upon
senolytics (D + Q or navitoclax) treatment resulted in a similar beneficial effect, partly
reversing cardiac dysfunction of animal models [98,99,104]. Furthermore, prolonged oral
administration of D + Q resulted in a reduction in plaque calcification in naturally aging
mice and mice with chronic hypercholesterolemia as a model of atherosclerosis [105]. These
studies suggest that senescence inhibition could improve cardiac function and support
the emerging role of senolytics as a promising therapeutic option for atherosclerosis and
cardiovascular disease management [49,53,54,106-108]; however, clinical trials of senolytic
therapies in cardiovascular disease are scarce, mainly due to the limited tolerability of
toxicity and side effects that limits current senolytic agents.

3.4. Diabetes

In low and middle-income countries, diabetes mellitus type 2 (T2D) has risen dramat-
ically and accounts for 1.6 million deaths worldwide each year [109]. Characterized by
insulin resistance in peripheral organs, the major risk factors for the development of T2D
are obesity and aging, both associated with an increased burden of SnCs. Moreover, diabetic
individuals are more likely to develop age-related comorbidities early. Not only is cellular
senescence postulated to contribute to the development of T2D, but also diabetes seems
to lead to an increased senescent cell accumulation [110]. Hence, the recent identification
of senolytics represents an opportunity for testing how senescence is involved in diabetes
pathogenesis.

In obese mice, genetic or pharmacological strategies able to promote clearance of SnCs
are associated with the improvement of diabetic phenotypes, including glucose tolerance
and insulin sensitivity [111]. In obese humans, SnCs accumulate in the adipose tissue, and
a senescence signature is found in 3 cells isolated from T2D patients [112]. Consistently,
exposure to senolytics D + Q or fisetin (Figure 2A) in organ cultures of human adipose
tissue from patients with diabetes and obesity resulted in a decrease in senescent cell
abundance within two days [113,114].
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Cellular senescence is also implicated in the pathogenesis of type 1 diabetes (T1D), charac-
terized by insulin deficiency due to the progressive immune-mediated elimination of pancreatic
B cells. Elimination of these cells when they are senescent, following the administration of
navitoclax, has proven sufficient to protect against T1D development [115,116].

These studies suggest that senotherapeutic interventions might alleviate metabolic
dysfunction associated with diabetes. This has been supported in an early, open-label
clinical trial of a single three-day course of oral D + Q administration in patients with
diabetes complicated by renal dysfunction (NCT02848131, Table 1). As in mice, D + Q
successfully reduced senescent cell burden and inflammation in adipose tissue in humans.

Interestingly, synthetic drug metformin (Figure 3), the first-line treatment for T2D, is
endowed with senomorphic activity. In humans, a potent effect of the antidiabetic agent
on delaying the onset of age-related pathologies has been observed. This prompted the
launch of an ongoing clinical study in collaboration with the FDA, aiming at the approval
of additional indications for the drug [117].

3.5. Musculoskeletal Dysfunctions

Osteoarthritis, a disorder that involves the movable joints, is the leading cause of
chronic pain and disability in elderly people [118]. Osteoporosis appears upon aging due
to bone loss accompanied by an increasing risk of bone fractures. Aging is also associated
with loss of skeletal muscle mass and function, a process defined as sarcopenia, which
significantly contributes to frailty and increased mortality in the geriatric population [119].
These age-related musculoskeletal dysfunctions are associated with the accumulation of
SnCs in aged cartilage [120], bone [121], or muscle tissues [122]. In the last two decades,
the causal role of cellular senescence in these diseases has been demonstrated in preclinical
old-mice models by selective clearance of SnCs, achieved by a genetic strategy or senolytic
treatment [54]. UBX0101 (structure not disclosed) halts osteoarthritis progression and
reduces pain [22]; D + Q leads to increased bone mass and strength [123], as well as
improved physical muscle function [113]. In addition, senomorphics rapamycin and
metformin promote a regenerative environment in cartilage and exert beneficial effects in
osteoarthritic mice [124,125].

Based on preclinical evidence that targeting SnCs may positively affect musculoskeletal
system regeneration and age-related pathological progression, a number of clinical trials
are currently underway to validate senolytics as a therapy for osteoporosis, osteoarthritis,
and sarcopenia [53,126]. UBX0101, via local intra-articular injection, is in Phase 2 studies
for knee osteoarthritis (NCT04129944 and NCT04349956, Table 1). Fisetin is also in clinical
Phase 2 as an oral treatment for the same pathology (NCT04770064, NCT04210986, and
NCT04815902, Table 1). Clinical studies of D + Q and fisetin for age-related bone loss are
also in course (NCT04313634). In addition, senomorphic rapamycin is being tested for the
aging condition, including bone and muscle loss, in healthy older adults (NCT04488601,
Table 1).

3.6. Other Diseases

The liver and the kidney undergo age-related alterations in both structure and function
that may cause hepatic dysfunction and renal failure, respectively. Empirical evidence
from rodent and human studies, such as senescent cell burden or SASP hallmark, points
to a role of cellular senescence in the development of chronic hepatic [127,128] and renal
diseases [129,130]. In this light, D + Q is under clinical study for chronic kidney disease
(NCT02848131, Table 1).

On the other hand, although evidence for a direct role of cellular senescence in ocular
diseases remains scarce [131], the senolytic compound UBX1325 (structure not disclosed)
is currently in clinical trials for the treatment of age-related macular degeneration and
diabetic macular edema (NCT05275205 and NCT04857996, Table 1).

For some reason, the pandemia caused by the severe acute respiratory syndrome
coronavirus-2 (SARS-CoV-2), which emerged in 2020, produced a significantly higher
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mortality rate in chronologically older patients; therefore, the fight against the disease
should involve testing the hypothesis that senotherapeutic drugs may have a prominent role
in preventing the transmission of the virus, as well as assisting in its treatment [132]. Clinical
trials are underway to test whether senolytics, such as fisetin, reduce the progression and
morbidity of SARS-CoV-2 in hospitalized older adults [133].

4. Senotherapeutic Molecules in Preclinical Studies and Clinical Trials

As previously discussed, the selective elimination of SnCs in mouse models has been
demonstrated to extend lifespan and delay the start of age-related pathologies without
apparent side effects; therefore, the removal or modulation of SnCs by senotherapeutic
drugs has become an attractive approach to prevent, delay, and even revert many of
the chronic age-associated disorders and to extend healthspan. As mentioned before,
senotherapeutic compounds can be divided into senolytics, which selectively promote the
death of SnCs or induce senolysis, and senomorphics that suppress markers of senescence,
in particular the SASP, to cause senostasis and prevent the detrimental cell-extrinsic effects
of SnCs. This section details the most profoundly characterized small molecules and their
mechanism of action in the context of the diseases in which they have been studied.

4.1. Senolytics

To date, several classes of senolytic agents have been identified, including natural prod-
ucts and their analogs, compounds derived from the repurposing of anti-cancer drugs tar-
geting critical enzymes involved in pro-survival and anti-apoptotic mechanisms, and other
approaches to improve the efficacy or safety (for recent reviews see refs. [7,8,134]). Herein we
have summarized the most characterized and advanced compounds of each category that
have been validated as senolytics in preclinical models of disease or clinical trials.

4.1.1. Natural Products

Many natural products display anti-oxidant and anti-inflammatory activities, so it is
expected that some of them show anti-aging effects. In fact, several natural products have
been used as traditional medicines and nutritional supplements to prevent or treat age-
related diseases; however, only a few of them have been properly identified as senolytics,
although their mechanisms of action have not always been well defined. Among them,
compounds such as the flavonoids quercetin and fisetin, piperlongumine, curcumin, and
cardiac glycosides deserve special attention (Figure 2A).

Quercetin is a dietary flavonoid with diverse biological activities [135], including in-
teracting with a PI3K isoform and BCL-2 family members (Table 1), which has been used as
a nutritional supplement and phytochemical treatment for diabetes, obesity, cardiovascular
dysfunction, inflammation, and mood disorders. This flavonoid, with strong anti-oxidant
activity, was characterized as a moderate senolytic in 2015, being capable of clearing only
some specific types of cells, such as endothelial cells, but not senescent preadipocytes [136].
Interestingly, its combination with dasatinib, a tyrosine kinase inhibitor approved by the
FDA as an anti-cancer drug, induces apoptosis more efficiently by targeting more SnC
anti-apoptotic pathways (SCAPs) than either drug alone [136]. Moreover, the combination
treatment D + Q delayed many age-related diseases, extending the healthspan in mice,
and has demonstrated its efficacy in mouse models of atherosclerosis [105], pulmonary
fibrosis [85], hepatic steatosis [137], AD [67], and obesity [138] among others. This senolytic
combination has entered several clinical trials, as summarized in Table 1.

Fisetin is another flavonoid found in a variety of fruits and vegetables that has shown
beneficial biological effects such as anti-oxidant, anti-cancer, anti-inflamatory, anti-diabetic,
antiviral, and neuroprotective activities [139]. This flavonoid exerts these effects through
diverse mechanisms of action on multiple molecular targets and signaling pathways,
including BCL-2, PI3K/AKT, and p53 [140] (Table 1). In 2017, fisetin was first characterized
as a senolytic compound able to selectively kill SnCs [14]. Treatment of progeroid Erccl~/
or naturally aged mice with fisetin reduced SnC burden in multiple tissues, improving
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tissue homeostasis, reducing age-related pathologies, and extending lifespan [114]. The
human efficacy of this flavonoid in age-related diseases is currently being evaluated in
several clinical trials, as shown in Table 1.

GL-V9, a synthetic flavonoid derivative of wogonin, has shown senolytic activity in
senescent breast cancer cells, by inducing ROS-dependent apoptosis [141], and in malignant
T-cell lines [142], although further studies are required to elucidate its mechanism of action.

Piperlongumine is a natural amide alkaloid isolated from long pepper, which exerts
senolytic effects in senescent WI38 fibroblasts [143]. Although its precise senolytic mecha-
nism of action is still unclear, it has been demonstrated that piperlongumine selectively
kills SnCs by directly binding to oxidation resistance 1 (OXR1), leading to its proteasomal
degradation and increasing ROS production [144]. A series of structural modifications
around piperlongumine afforded analog compounds 4749 (Figure 2A) with improved
senolytic activity [145].

Curcumin, a hydrophobic polyphenol isolated from the rhizome of Curcuma longa,
is recognized and used worldwide in many different forms for multiple potential health
benefits [146]. This natural product has been shown to clear human senescent intervertebral
disc cells by down-regulating the Nrf2 and NF-kB pathways [147] (Table 1). Its synthetic
analog EF-24 (Figure 2A), with improved bioavailability, displays more potent senolytic ac-
tivity in several SnCs by inducing cellular apoptosis through an increase in the proteasome
degradation of the BCL-2 anti-apoptotic protein family [148] (Table 1).

Cardiac glycosides ouabain and digoxin (Figure 2A), secondary metabolites found in
several plants, have been recently characterized as senolytic compounds by high through-
put screening [149,150]. These compounds caused the death of several types of SnCs from
different species and tissues origins probably by targeting the Na*/K* ATPase pump,
thus causing an imbalanced electrochemical gradient within the cell, which produced
depolarization and acidification. Ouabain and digoxin activate the gene expression of the
pro-apoptotic BCL2-family, mainly the protein NOXA [150] (Table 1). They also exhibit
strong senolytic activity in several mouse models of age-related diseases, such as lung
fibrosis [149], which supports their potential as a therapeutic treatment of age-associated
pathologies.

4.1.2. Repurposed Compounds

Targeted senolytics identified to date are mainly repurposed anti-cancer drugs that
target SCAPs (Figure 2B). These compounds are, in general, more potent senolytics than
natural products, with the exception of cardiac glycosides. Nonetheless, repurposed
senolytics usually display many on-target and/or off-target toxicities, which can hamper
their clinical translation as anti-aging drugs; therefore, new strategies to develop safer
targeted senolytics are required.

Inhibitors of the BCL-2 family proteins. Some BCL-2 inhibitors, such as ABT-737
and ABT-263 (Figure 2B), have been identified as a novel class of senolytics. ABT-737 is able
to eliminate SnCs in mice in the lung and epidermis [12], although it has poor solubility and
is not orally bioavailable. Structural modifications led to its derivative ABT-263 (navitoclax,
Table 1), an orally bioavailable pan-BCL inhibitor [151], which can selectively clear SnCs in
various murine tissues and ameliorates pathological conditions associated with aging, such
as dementia [152], atherosclerosis [13], and pulmonary fibrosis [71]. Navitoclax has reached
clinical trials for several types of cancer [7]; however, its inhibition of other members of the
family, such as BCL-X,, produces thrombocytopenia, which impedes its clinical translation
for age-related diseases; therefore, new strategies to overcome the on-target toxicity of
navitoclax and to advance the BCL-2 inhibitors to clinical translation are under study:.

HSP90 inhibitors. Several HSP90 inhibitors, such as geldanamycin, tanespimycin (17-
AAG), and alvespimycin (17-DMAG) (Figure 2B), have been identified as senolytics able to
kill a variety of SnCs in mouse and human [27] and the treatment of Erccl~/* progeroid mice
with 17-DMAG delayed the onset of several age-related phenotypes and diseases [153]
(Table 1); however, 17-DMAG displays poor pharmacokinetic and pharmacodynamic
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properties, which has boosted the search for new analogs with safer profile to reach HSP90
inhibitors into the clinic for the treatment of age-related pathologies.

p53 pathway targeting compounds. The increase in p53 transcriptional activity via
disruption of its interaction with FOXO4 or MDM2 has been hypothesized as a senescence
pathway. The inhibition of FOXO4/p53, with the designed peptide FOXO4-DRI [20], or
MDM2/p53, with the compound UBX0101 (structure not disclosed) [22], effectively cleared
SnCs in mice. In fact, local treatment with UBX0101 selectively kills SnCs in mice with
post-traumatic osteoarthritis and Unity Biotechnology advanced this compound to clinical
trials for the treatment of this pathology (Table 1); however, the Phase 2 clinical trial for
osteoarthritis did not result in statistical significance compared with the placebo; therefore,
the development of more efficient and safer approaches to activate p53 without causing
significant tissue toxicity is still required.

4.1.3. Other Senolytic Approaches

Several approaches to increase the specificity and safety profile of the senolytic small
molecules identified, mainly based on the use of drug delivery approaches, are currently
under development [154]. Based on the fact that most of the reported SnC types share an
elevated activity of the lysosomal senescence-associated (3-galactosidase activity (SA-3-gal),
pro-drugs with a cleavable galactose moiety attached to a senolytic compound can lead to
the specific release of the compound of interest in SnCs. This strategy has been successfully
applied to the galactose-modified BCL inhibitor navitoclax, in which the attachment of
peracetylated galactose led to the pro-drug Nav-Gal (Figure 2B) with increased senolytic
specificity and lower platelet toxicity than navitoclax [155]. Based on a similar approach,
nanoparticles containing cytotoxic compounds coated with galacto-oligosaccharides on a
silica scaffold have been employed to selectively deliver cytotoxic compounds to SnCs [5].
Thus, treatment with navitoclax encapsulated in galactose nanoparticles increased the
efficacy of the drug in reducing tumor growth in a mouse model of triple-negative breast
cancer [156]. Nonetheless, the efficacy and safety of these drug delivery strategies have not
been validated yet for the treatment of other senescence-induced diseases.

The reduction in the platelet toxicity of navitoclax has also been accomplished using a
proteolysis targeting chimera (PROTAC) methodology by tethering this compound to a
pomalidomide moiety through a linker. The obtained derivative PZ15227 (Figure 2B) is
a selective BCL-X;, PROTAC, which targets this protein to the cereblon (CRBN) E3 ligase
for degradation [157]. Compared to navitoclax, PZ15227 is slightly more potent against
SnCs but less toxic to platelets since CRBN is poorly expressed in platelets [20]. The in vivo
efficacy of PZ15227 has been demonstrated in naturally aged mice; therefore, BCL-X;, PRO-
TACs might become safer and more potent senolytics than BCL-Xy, inhibitors, although
pharmacokinetic and pharmacodynamic studies are required to ensure the adequate ab-
sorption of PZ15227 due to its high molecular weight.

4.2. Senomorphics

Most of the senomorphic agents identified so far (Figure 3) have been discovered by
serendipity, such as rapamycin and metformin. Some of them are natural products (i.e.,
apigenin and kaempferol), which act as free radical scavengers or are able to modulate the
detrimental effects of the SnCs via the inhibition of SASP components through multiple
mechanisms. Others are synthetic compounds that can be divided into inhibitors of NF-kB,
p38MAPK, JAK pathways, and ATM, or sirtuin-activating compounds (STACs).

Synthetic and natural products. Rapamycin (Figure 3) is a macrolide isolated from
Streptomyces hygroscopicus with antifungal properties [158], approved by the FDA to prevent
organ rejection in kidney transplantation and for the treatment of lymphangioleiomyomato-
sis. Several studies have revealed that this macrolide and its analog RADO001 (everolimus,
Figure 3) reduce cellular senescence, suppressing SASP and extending not only lifespan
but also healthspan by slowing or even reversing age-related changes in mice, including
heart dysfunction [159] and cognitive deficits [160]. The senomorphic effects of rapamycin
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are mainly related to its inhibition of the mTOR signaling pathway [161], although other
secondary mechanisms, such as the activation of the Nrf2 pathway [162] or decreasing
NF-«B activity [36], seem to be involved (Table 1). Although rapamycin is the more deeply
characterized senomorphic compound, its clinical translation for the treatment of age-
related pathologies is still under evaluation (Table 1) and might be limited by its toxic
side effects, which include hyperglycemia, hyperlipidemia, thrombocytopenia, kidney
toxicity, and immunosuppression probably due to its off-target inhibition of mTORC?2 [163];
therefore, the development of new rapamycin analogs able to selectively reduce mTORC1
signaling may be an interesting approach to extend the healthspan.

Several natural products, such as the flavonoids apigenin and kaempferol or nordi-
hydroguaiaretic acid (NDGA) (Figure 3), have demonstrated their senomorphic activity
by inhibiting SASP production in bleomycin-induced senescence fibroblasts [164], or in
senescent Erccl/® mice [165], respectively, although their mechanisms of action are still
unclear.

Metformin (Figure 3), a synthetic biguanide, approved for the treatment of T2D for
more than 60 years, is effective in suppressing cellular senescence and SASP in different
types of SnCs, attenuating multiple age-related dysfunctions in animal models through
multiple pathways, such as IKK, NF-kB, GPx7, and MBNL1, in a complex manner. Due
to the geroprotective action of the treatment with metformin in diabetic patients [166,167],
safety and low cost, this compound will be tested in the Targeting Aging with Metformin
(TAME) initiative to study its effect on 3000 non-diabetic individuals, aged 65-79 years,
in multicenter six-year clinical trials in the United States [168] and is currently under
evaluation in several clinical trials related to aging, frailty and muscle atrophy (Table 1).

NF-«kB inhibitors. Pharmacological inhibition of the transcription factor NF-kB with
a peptide inhibitor of IKK, termed the NEMO-binding domain (NBD), delays the onset
of progeroid symptoms in Erccl”/® mice [169]. To overcome the poor pharmacokinetic
profile of this peptide, a virtual screening followed by structural optimization led to the
identification of the small molecule SR12343 (Figure 3) as an IKK/NF-kB inhibitor that
reduces senescence and SASPs in vitro and extends healthspan in vivo in naturally aged
mice and in several models of accelerated aging [170].

p38MAPK inhibitors. Several p38MAPK inhibitors, such as SB203580 [37] and
BIRB796 [171] (Figure 3), reduce the SASP secretion, although a better understanding
of the signaling pathways underlying the SASP is still required. In fact, BIRB796, which is a
more potent suppressor of SASP and a more selective p38MAPK inhibitor than SB203580,
was used to demonstrate that SASP secretion is p38-dependent in human fibroblasts [171].
BIRB796 has reached several clinical trials to evaluate its safety profile and efficacy for the
treatment of inflammatory diseases (Table 1), although its clinical evaluation for age-related
pathologies has not been assessed yet.

JAK/STAT inhibitors. The JAK/STAT pathway is more up-regulated in senescent
than in non-SnCs. Inhibition of the JAK pathway by the JAK 1/2 inhibitor ruxolitinib
(Figure 3) suppressed SASP production [44], alleviated age-related dysfunction in several
mouse models [44,172], and reduced frailty in old age.

ATM inhibitors. ATM is a key protein kinase that is persistently elevated in Erccl~/%
progeroid and naturally aged mice [39]. Its inhibition with KU-600193 (structure shown in
Figure 3) alleviated cellular senescence by recovering mitochondrial function in normal
fibroblasts [173] and in accelerated aging cells [174]; however, ATM activity has to be finely
tuned to achieve beneficial effects in reducing senescence, while minimizing its potential
risk to generate cancer due to the important role of this protein in DNA repair.

STACs. SIRT1 enzyme regulates many signaling and transcriptional pathways in-
volved in senescence and aging [40]. Activation of SIRT1 by resveratrol prevents cellular
senescence and suppresses SASP in several cell types [175,176]. To improve the bioavail-
ability and stability of resveratrol, other STACs, such as SRT1720 and SRT2104 (Figure 3),
have been developed, extending the lifespan of mice [177]. Among them, SRT2104 deserves
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special attention due to its good bioavailability in humans and has entered several clinical
trials for the treatment of age-related disorders (Table 1).

5. Other Approaches

Other approaches for confronting mechanisms of aging focused on increasing healthspan
have been described in the last years. Although they are in a less developed state from the
point of view of drug discovery, they will probably play an important role in the next years.
Among them, the main lines of research include the impact of the blood circulating factors,
the influence of the microbiome, strategies focused on the rejuvenation of the immune
system, and holistic approaches encompassed in the general term of geroprotection, which
include lifestyle aspects such as nutrition, exercise, and calorie restriction. Although these
approaches are still in a very early maturation state with respect to their realistic clinical
application, the underlying aim is that this systematic research can originate new drugs in
the future able to significantly extend the current healthspan.

5.1. Blood Circulating Factors

Aging is characterized by a general impaired ability for tissue regeneration. Hence,
the question that emerges is whether this feature is intrinsic to the cellular state or is some-
how influenced by the environment. Heterochronic parabiosis experiments, in which two
individuals of different ages shared a circulatory system, were designed to address this
subject [178,179]. Initial observations suggested that young blood could improve the age-
related effects if inoculated in an old mouse by improving aged skeletal muscle stem cell
and hepatocyte proliferation [180]. Similarly, young blood can reverse the age-related dele-
terious effects in remyelination [181], neurogenesis and cognitive function [182,183], kidney
deterioration [184], decline in pancreatic 3-cell replication [185], and in bone repair [186]
and vascular dysfunction [187,188]. Collectively, these results suggest two important con-
cepts: (i) that there are systemic blood factors that change with age, and (ii) that these
factors can modulate, halt, or even reverse tissue senescence. Considering the technical
difficulties associated with regular plasma infusion, youth plasma availability, development
of well-designed clinical trials, eventual agency approval, and the ethical concerns that
could arise, the logical quest is to identify those factors and signaling pathways. In this
way, the former could provide new drugs and the latter novel pharmacological approaches
to dissociate physiological aging from tissue deterioration.

The advent of new -omics and single-cell analysis technologies has allowed us to start
to delineate the specific (macro)molecules and the mechanisms of action involved in pro-
or anti-senescent effects. These factors include chemokines such as CCL11 [182] or the 32-
microglobulin (B2M) protein [189], which, at increased levels, impair neurogenesis, learning,
and memory. Other pro-aging factors include the actin-associated protein tropomyosin 1
(TPM1) [190]. On the contrary, sustained levels of tissue inhibitor of metalloproteinases
2 (TIMP2) have been involved in hippocampal-dependent cognition enhancement [191]
and fibroblast growth factor 17 (Fgf17) infusion is sufficient to induce the proliferation
of oligodendrocyte progenitor cells (OPC) and long-term memory consolidation in aged
mice. Conversely, Fgfl7 blockade impairs cognition in young mice. These findings pin-
point Fgfl7 as a key mediator in preserving the oligodendrocyte function in the aging
brain [192]. In relationship to signaling pathways, activation of the cyclic AMP response
element binding protein (Creb) induced structural and cognitive enhancements in the aged
hippocampus [183], whereas inhibition of the canonical (3-catenin pathway during early
stages of injury improves bone healing in aged mice [186].

Among the blood circulating factors, cells are a key part of them, as whole blood
contains not only ions and small macromolecules but also many different cell types, includ-
ing erythrocytes and immune system cells. In this regard, an aged hematopoietic system
has been linked to hippocampal-dependent cognitive deterioration. Among the specific
factors responsible for this effect, cyclophilin A protein has been identified as a pro-aging
factor [193]. It is interesting to note that while, as indicated before, young blood can restore
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many aged tissues, it cannot rejuvenate itself, i.e., aged hematopoietic stem cells (HSCs)
remain unaffected by systemic anti-aging strategies such as parabiosis, exercise, or calorie
restriction [194].

5.2. The Gut Microbiome

The gut microbiome is emerging as a key regulator of several metabolic, immune,
and neuroendocrine pathways [195,196]. Given its implications for many conditions such
as obesity, type 2 diabetes, cardiovascular disease, non-alcoholic fatty acid liver disease,
and cancer [196-199], its role in aging has also received attention [200]. In this regard,
different studies have addressed the characterization of the gut microbiome in normal
aging [201,202] and in accelerated aging diseases such as HGPS [203], aimed at identifying
fundamental differences that could be therapeutically exploited in the form of specific
pre- o pro-biotic administration. In this context, diverse studies have suggested that the
longevity of centenarians is positively related to the abundance of beneficial commensals
such as Akkermansia muciniphila [202-205]. Subsequent metabolomics analyses carried out
in independent studies have pointed to the importance of secondary bile acids as signaling
key mediators in the observed beneficial effects [203] and specifically have suggested the
importance of isoallolithocholic acid [205]. Collectively, these results support the existence
of a link between aging and the gut microbiome and provide a rationale for microbiome-
based interventions against age-related diseases.

5.3. Immune System

Aging is a multifactorial phenomenon that affects basically all organ systems and
cellular processes, with the immune system being one of the most altered [206]. Almost
all types of immune cells vary with age in terms of numbers and/or activity; however,
these alterations are in general highly detrimental, leading to higher susceptibility to
infections, reduced healing capacity, and altered homeostasis that favor the development
of age-associated diseases such as cancer, diabetes, and other pathologies associated with
inflammation; thus, significantly affecting the overall well-being of the organism [1]. One
example we have just witnessed is how aging has been defined as a strong risk factor for
disease severity and mortality upon infection with the SARS-CoV-2 [207]. This fact is closely
related to the immune dysfunction that characterizes the elderly that precludes a robust
immune response. The dysfunctional immune system in aging has been associated with
two processes defined as “immunosenescence” and “inflammaging”. The former refers
to the gradual deterioration of the immune system that involves a loss in its capacity to
respond to infections and to generate an effective, long-lasting immune memory. The latter
describes the situation in which immune cells such as H5Cs, microglia, granulocytes, and
T lymphocytes are characterized by a chronic and increased production of inflammatory
cytokines that characterizes the senescence-like state. Different anti-aging therapeutic
approaches targeting specific immune dysfunctions in the elderly are being proposed
at a growing pace, with many of them displaying potential in preclinical studies. For
example, the presence of specific protein markers that identify senescent T cells could open
the possibility for therapies targeting these specific populations without affecting normal
immune system functions. In this sense, a CD153 peptide vaccine that uses a specific peptide
to induce high production of anti-CD153 antibodies has been recently described [208].
Another possibility relies on strategies aimed at inducing telomere elongation [209] since T
cells from healthy centenarians show longer telomeres and higher telomerase activity in
response to stimulation compared to other centenarians.

5.4. Geroprotection

The term geroprotection comprises all the strategies aimed at the slowdown, inhibition,
or reversal of age-related decline. It implies changes in lifestyle directed to preserve the
individual’s independence, physical function, and cognition, taking advantage of integral
organism interventions that include nutrition with special attention to the consumption of
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anti-oxidants and other smart foods, calorie restriction regimens, and exercise [210,211].
Among the different interventional strategies, exercise has received special attention and
has been systematically studied. In particular, exercise has been described to reverse
age-related declines in adult neurogenesis and cognitive function in the aged hippocam-
pus [212,213], which is a brain region sensitive to the detrimental effects of aging. Hence,
identification of the molecular factors responsible for the beneficial effects of exercise is
of critical importance to designing therapeutic approaches, especially considering that, in
the elderly, the eagerness or the capacity for performing physical exercise on a routine
basis can be limited by physical frailty or poor health. With this idea in mind, recent
studies have confirmed that administration of circulating blood factors in plasma from
exercised aged mice transferred the effects of exercise on adult neurogenesis and cognition
to sedentary aged mice. To identify the individual circulating blood factors that mediated
these effects, liquid chromatography coupled with tandem mass spectrometry was carried
out. Determination of the relative amounts of soluble proteins in the plasma from exercised
or sedentary aged and mature mice characterized the enzyme glycosylphosphatidylinositol
(GPI) specific phospholipase D1 (Gpld1), as an exercise-induced circulating blood factor in
aged mice and humans with potential relevance to cognitive function in mice. The effect of
Gpld1 seemed to be mediated by altering signaling cascades downstream of GPI-anchored
substrate cleavage. These findings imply a liver-to-brain axis by which blood factors can
transfer the benefits of exercise in old age [214].

6. Conclusions and Future Perspectives

Aging is commonly regarded as an inevitable part of the life cycle; however, current
research suggests that it may not be the inexorable process we consider it at the present
moment. Actually, obtained results with different models indicate that (i) cells become
senescent as time passes; (ii) SnCs have altered functions, which eventually lead to aging-
related diseases; (iii) aged cells are different from young cells and these differences can
be exploited for specific targeting; (iv) senescent cell removal or rejuvenation strategies
involve improvements in aging-related pathological states; (v) there exist compounds (that
may become drugs in the near future) that, by correcting and modulating cellular senesce
can slow down, halt or even reverse aging-related diseases. Globally, these results suggest
that aging is a druggable process that can be targeted with the appropriate drugs, similar to
other chronic disorders. In this context, and as detailed in this review, different compounds
are being actively assayed and their mechanism(s) of action characterized. Although
their potential, specific clinical indication, and long-term safety remain to be confirmed in
clinical trials, current evidence suggests that the ongoing approaches may revolutionize
the longevity field; however, current limitations include the difficulty of performing well-
designed clinical trials, as usually elderly patients are typically multimorbid and take
simultaneously several drugs. Hence, findings from clinical trials performed with elderly
patients may be affected by drug-drug interactions, complicating the evaluation of effects
(either beneficial or harmful) of studied drugs. In addition, another important challenge in
designing such clinical trials is to select the appropriate outcome measures. In addition, a
better understanding of the cellular and molecular pathways that underlie the senescence
and the rejuvenation processes is still required, since this biological knowledge would allow
us to explore not only the known but possibly new therapeutic approaches for achieving
the long-sought goal of healthspan extension. Consecution of this global and ambitious
aim can change the paradigm of life as we conceive it today, and will have fundamental
implications for society and health systems as a whole.
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