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Diabetes mellitus, a complex metabolic disorder, presents a growing global health challenge. In 2021, there
were 529 million diabetics worldwide. At the super-regional level, Oceania, the Middle East, and North
Africa had the highest age-standardized rates. The majority of cases of diabetes in 2021 (>90.0%) were
type 2 diabetes, which is largely indicative of the prevalence of diabetes in general, particularly in older
adults (K. L. Ong, et al, Global, regional, and national burden of diabetes from 1990 to 2021, with
projections of prevalence to 2050: a systematic analysis for the Global Burden of Disease Study
2021, Lancet, 2023, 402(10397), 203-234). Nowadays, slowing the progression of diabetic complications
is the only effective way to manage diabetes with the available therapeutic options. However, novel
biomarkers and treatments are urgently needed to control cytokine secretion, advanced glycation end
products (AGEs) production, vascular inflammatory effects, and cellular death. Emerging research has
highlighted the intricate interplay between reactive oxygen species (ROS) and protein aggregation in the
pathogenesis of diabetes. In this scenario, the main aim of this paper is to provide a comprehensive
review of the current understanding of the molecular mechanisms underlying ROS-induced cellular
damage and protein aggregation, specifically focusing on their contribution to diabetes development.
The role of ROS as key mediators of oxidative stress in diabetes is discussed, emphasizing their impact
on cellular components and signaling. Additionally, the involvement of protein aggregation in impairing
cellular function and insulin signaling is explored. The synergistic effects of ROS and protein aggregation
in promoting B-cell dysfunction and insulin resistance are examined, shedding light on potential targets
for therapeutic intervention.
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looking at research that spans more than 20 years about dia-
betes associations with ROS and protein aggregation.

1 Introduction

We provide a thorough analysis of the literature spanning from
2000 to 2023, concentrating on significant advancements and
trends in the subject. We seek to offer a comprehensive study of
the development of theories and approaches in this field by
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Diabetes, commonly referred to as diabetes mellitus (DM), is
a fatal metabolic illness that affects millions of individuals
globally. According to global data, diabetes will be the cause of
592 million deaths by 2035.">

Type 1 diabetes mellitus (T1DM), also known as insulin-
dependent, constitutes 5-10% of all cases; type 2 diabetes
(T2DM), non-insulin-dependent diabetes mellitus, is the most
frequent form of diabetes, with a percentage of 90-95% of all
cases.>* Gestational diabetes mellitus (GDM) occurs between
0.6% and 15% of pregnancy cases, and it is related to socio-
economic conditions and ethnicity.

T2DM results in progressive and complex metabolic
dysfunctions due to the anomalous secretion of insulin by
pancreatic cells, the anomalous action of this hormone in the
cells (insulin resistance), or possibly by both events.**

These dysfunctions include disorders of the heart, such as
hypertension and strokes, foot ulcers, retinopathy-related visual
impairment, renal failure, complications from nephropathy,

© 2024 The Author(s). Published by the Royal Society of Chemistry


http://crossmark.crossref.org/dialog/?doi=10.1039/d4ra02349h&domain=pdf&date_stamp=2024-05-29
http://orcid.org/0009-0000-3929-3996
http://orcid.org/0000-0002-7696-7707
http://orcid.org/0000-0003-4187-3919
http://orcid.org/0000-0001-9803-9015
http://orcid.org/0000-0001-8149-9023
http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4ra02349h
https://pubs.rsc.org/en/journals/journal/RA
https://pubs.rsc.org/en/journals/journal/RA?issueid=RA014025

Open Access Article. Published on 29 miessemannu 2024. Downloaded on 2025-10-30 19:47:29.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

Review

HYPERGLYCEMIA

&

‘v
t Aces t

| |
I

DIABETES COMPLICATIONS

&

HEART FOOT RETINOPATHY
DISORDERS

ULCERS

NEPHROPATHY ~ NEUROPATHY

Fig. 1 Correlation between AGEs, ROS, and diabetes.

and diseases of the nerve system that cause neuropathy, which
is linked to osteoarthropathy.®

Nephropathy, retinopathy, neuropathy, and lower limb
amputations are examples of microvascular complications from
diabetes mellitus, while cardiovascular problems represent
macrovascular complications.” These mainly arise from the
damage induced by Amadori and AGEs, as well as the released
free radicals (Fig. 1).

Recent advances in the field of diabetic complications were
made in terms of medications and pathogenesis. Asadi S. et al.
studied the relationship between these diseases and genetic
variations of glutathione peroxidase (GPx) and methylenete-
trahydrofolate reductase (MTHFR). They discovered that Gpx-1
TT and MTHFR genotypes were both linked to higher BMI
values, diabetic patients with the MTHFR TT genotype had
a considerably higher chance of developing neuropathy, and
that patients with diabetes who have the GPx-1 CT genotype are
at higher risk of developing retinopathy.® In another study
Ahmed et al. they investigated the Ischemia-modified albumin
(IMA) which is formed when ischemia of the hypoxic tissue
induces modification of circulating albumin and is a sensitive
marker of tissue hypoxia and oxidative stress. In this case, they
wanted to assess if there are any relationships between this
marker and diabetes and its related complications, especially
with neuropathy and retinopathy. The results showed that IMA
levels were higher in T2DM patients, which presented neurop-
athy and retinopathy, resulting in a promising marker for the
detection of diabetes-related complications.’

Concerning the diabetic nephropathy complication, recent
advances have led to a novel potential drug called Finerenone,
which may be able to reduce the damage to the kidney tissue
and, hence, the collapse of the organ.*

AGEs are formed by a non-enzymatic reaction called the
Maillard process, which occurs between ketones or aldehydes,
the amino groups of proteins, nucleic acids and lipids. The
process starts under hyperglycemic or oxidative stress condi-
tions. Amadori modification rapidly progresses, and a signifi-
cant amount of ROS are created during hyperglycemia.
Moreover, excessive production of ROS has been linked to the
onset of DM and its associated complications. Since oxidative
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Fig.2 The mechanisms of ROS/oxidative stress generation in diabetes
mellitus and the effects of ROS release on the vasculature.*?

stress is increased by hyperglycation, glycation and oxidation
are inextricably linked (Fig. 2)."*

Hyperglycemia is known to activate the formation of diac-
ylglycerol (DAG), protein kinase C (PKC), and nicotinamide
adenine dinucleotide phosphate (NADPH)-oxidase, all of which
contribute to generating ROS and oxidative stress in diabetes.
Due to the subsequent interaction effects with the corre-
sponding receptor (RAGE), AGEs may exacerbate the inflam-
matory reactions associated with diabetes, which are mediated
by pathological cellular death (apoptosis and autophagy)'
(Fig. 3).

T2DM is often associated with cognitive dysfunctions and
late-onset Alzheimer's disease (LOAD) several epidemiological
studies indicate that people suffering from T2DM have a higher
risk of developing Alzheimer's disease (AD)."**

Similar to AD, T2DM leads to decreased volumes of gray
matter, white matter, and hippocampus and the gray matter
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Fig. 3 ROS, hyperglycemia, and protein cross-linking.

RSC Adv, 2024, 14,17448-17460 | 17449


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4ra02349h

Open Access Article. Published on 29 miessemannu 2024. Downloaded on 2025-10-30 19:47:29.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

RSC Advances

loss mainly occurs in medial temporal, anterior, cingulate, and
medial frontal lobes.*”°

The association between T2DM and AD is quite complex and
not fully elucidated yet. However, both diseases share the
following features:

@ Impairment of glucose and energy metabolism.**

@ Deposits of amyloidogenic peptides, AP (amyloid beta),
and islet amyloid polypeptide (IAPP) in the brain and in the
pancreatic islets of Langerhans of patients affected by AD and
T2DM, respectively.?*?

@ Accumulation of advanced glycated products and oxida-
tive stress were observed in both T2DM and AD.***

@ Inflammation, mitochondrial and synaptic dysfunction,
and impairment of autophagy are common to both AD and
T2DM26,27

@ Dyshomeostasis of metal ions.?®

2 Clinical experimentation therapies

In the context of diabetes, the role of Reactive Oxygen Species
(ROS), Advanced Glycation End Products (AGEs), and protein
aggregation are of significant interest due to their contribution
to the pathophysiology of the disease.”® Hyperglycemia, a hall-
mark of diabetes, leads to increased oxidative stress and the
formation of AGEs, which in turn can cause damage to various
cellular structures and functions. Moreover, the interaction
between ROS and AGEs can exacerbate the aggregation of
proteins, contributing to the formation of insoluble fibrils that
impair cellular function and viability. Protein aggregation is
particularly detrimental in diabetes as it can lead to the
dysfunction of crucial proteins involved in insulin signaling and
glucose metabolism. Addressing these molecular mechanisms
has become a focal point in diabetes research. Consequently,
a number of drugs targeting the reduction of ROS, inhibition of
AGE formation, and prevention of protein aggregation are
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under development or in clinical trials. These therapeutic
agents aim to alleviate oxidative stress, minimize glycation, and
stabilize protein structures, thereby offering potential to miti-
gate the progression of diabetic complications and improve
patient outcomes. In the table below (Table 1), some of them are
listed with their relative mechanism of action. In this section,
some of the drugs included in Table 1 are described from the
most to the least studied.

2.1 Aminoguanidine

Aminoguanidine (AG) (Fig. 4) is a therapeutic nucleophilic
hydrazine compound offering protection against diabetes-
induced impairments in vascular dynamics* and in addition,
its use has the potential to expand in neurodegenerative
diseases such as AD and Parkinson's.

Aminoguanidine is a low molecular weight compound,
soluble in polar solvents, and a highly reactive reagent that can
react with a wide variety of biological molecules such as glucose
and pyruvate.*

It was commercially available under the name of Pimagedine
and was used as a therapeutic drug for diabetic nephropathy®
but the development and clinical trials were discontinued due
to serious adverse side such as myocardial infarction, conges-
tive heart failure, anemia and gastrointestinal disturbance.
Since AG is a competitive inhibitor, large quantities were
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Fig. 4 Aminoguanidine structure.

Table 1 Drugs against AGEs, ROS, and protein aggregation related to diabetes®®

Drug Mechanism of action

Aminoguanidine Post-Amadori inhibitor

Pyridoxamine Post-Amadori inhibitor

Benfotiamine Post-Amadori inhibitor

ACEIs Pre-Amadori and post-Amadori inhibitor

ARBs Agonist of peroxisome proliferator-activated receptor gamma (PPARY)
Statins Stimulate RAGE shedding

Alagebrium (ALT-711) AGE-breaker

TZDs Agonist of PPARY

ALT-946 Post-Amadori inhibitor

OPB-9195 Post-Amadori inhibitor

Tenilsetam Post-Amadori inhibitor

LR-90 Post-Amadori inhibitor

TM2002 Transition metal ion chelator

SRAGE Inhibits AGE-RAGE binding

PEDF Reduces AGE-RAGE signal transduction, activation of PPARy

IAPP targeting therapy Targets IAPP hormone

NI203 Antibody that targets IAPP aggregates

T3D-959 PPAR delta-activating compound

NE3107 Regulates nuclear factor kappa B/extracellular signal-regulated kinase (NF-kB/ERK) pathway
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required for each dose to be effective leading to subsequent
cytotoxicity and withdrawal from the market.***

Although past clinical trials faced challenges due to adverse
effects, further exploration of Aminoguanidine's therapeutic
potential through preclinical studies and alternative formula-
tions may provide valuable insights for future clinical
development.

When proteins or lipids are exposed to sugars, they become
glycated, and they form advanced glycation end products
(AGESs); aminoguanidine prevents the formation of the AGEs.
The glycated products of these reactions are common
biomarkers of aging and the progression of degenerative
diseases such as diabetes, AD, and atherosclerosis.

Aminoguanidine can trap reactive carbonyls formed during
the Maillard reaction, especially Amadori intermediates,
therefore inhibiting their further conversion into AGEs (Fig. 5).

Proteins are very common targets of glycation and that
reaction usually takes place at their N-terminal end, guanidi-
nium group of arginine or amino-group of lysine. As a result,
AGEs may induce cross-linking between proteins and the
affected protein may be subject to loss of activity and/or mis-
folding and aggregation.®® Since AG is structurally similar to
arginine, it can mimic the main target of AGEs and act as an
alternate route of conjugation and glycation, protecting the
functional proteins. Additional to that, AG can compete with
Lys/Arg amino acid of a protein for glycose binding and protect
the carbonyl formation on the protein.

AG also acts by reacting rapidly with o,B-dicarbonyl
compounds such as glyoxal, methylglyoxal, and 3-deoxy-
glucosone. Moreover, aminoguanidine also inhibits the accu-
mulation of advanced oxidation protein products (AOPP),
produced as a result of excessive oxidative stress in diabetes.**

Regarding its therapeutic applications in other diseases,
aminoguanidine has a protective role in the diabetes-induced
impairment in vascular dynamics such as structural modifica-
tion of collagen in the arterial wall and heart, caused by AGEs.*”
Atheroprotective effects of aminoguanidine were also reported
in animal models, where AG reduced the AGEs accumulation
and atherosclerotic plaques in the abdominal and thoracic area
of diabetic mice.

Metformin Aminoacids == Sugar Lipid
Buformin E& @ﬁ Adiguanin
Aspirin l Atorvastatin
Peroxidation
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Pyridoxamine l \ Autoxidations Dicarbonyl Aminoguanidine
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Crosslinking breaker
Fig.5 Action sites that inhibit the formation of AGEs in vivo. Mn™ refers

to transition metals. Endogenous AGEs are formed through the Mail-
lard reaction in three main stages: early, middle, and final.**
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AGE accumulation seems to have also an effect on Parkin-
son's disease patients, who display disturbed sugar metabolism
and alpha-synuclein protein glycation. Diabetes is a risk
element for Parkinson's disease and other degenerative disor-
ders and recent studies suggest that the risk factor can reach
23-38%.*** Alpha-synuclein (aSyn) is a long-lived protein and
thus is subject to glycation. AGEs can accumulate to aSyn and
increase its aggregation tensity and toxicity. Moreover, studies
reported the co-localization in the substantia nigra of AGEs with
aSyn in Lewy bodies and the presence of a.Syn in a glycated form
in the brain of Parkinson's disease patients.***' Interestingly,
aminoguanidine acting as a methylglyoxal scavenger was shown
to have a protective role against aggregation of aSyn.**

Since AG reduces oxidative stress and AGE levels and reduces
ROS formation, In a study, Magdaleno et al.>* examined genes
linked to antioxidants and oxidants that can control reactive
oxygen species (ROS), as well as proteins sensitive to oxidative
stress that control the expression of collagen type I. Their
findings imply that AG either mitigates oxidative stress or
lowers the amount of AGE-associated oxidative modifications,
such as RAGE binding, to decrease collagen type I expression
and myofibroblast activation. For example, different signaling
pathways that modulate oxidative stress and contribute to
cellular dysfunction associated with diabetes can be triggered
by RAGE activation, depending on the cellular context and
interacting ligand.

Here, they suggest that AG reduces oxidatively-associated
cardiac fibrosis by attenuating the fibrogenic response in
T2DM rats. Therefore, there is substantial evidence from this
study to support the link between diabetes and cardiac
fibrosis.*

Complexes formed by aminoguanidine and metals can slow
down glycation and subsequent AGEs formation, by scavenging
metal cations such as Fe(m) and Cu(u). These metal cations are
ubiquitous in most alive organisms. It is highly considered that
the mechanism of AGEs inhibition results mainly from the
metal chelating rather than the carbonyl entrapment route
since these metals can catalyse the auto-oxidation of the Ama-
dori compounds. Additionally, the complex formation of copper
ions with aminoguanidine, antagonizes and prevents the
formation of complexes of Amadori products with Cu(u).
Otherwise, the Amadori products would be degraded and AGEs
would be formed.*?

AG is capable of forming stable coordination compounds
with redox active metal ions (Cu(u), Fe(m) and Fe(u)) under

NH,

OH

HO N

~
N~ CH,
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g. 6 Pyridoxamine structure.
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physiological conditions, with some of these complexes dis-
playing antioxidant activity.*>**

2.2 Pyridoxamine

Pyridoxamine (PM) is a structural analog and one of the three
natural inconvertible forms of vitamin B6, along with pyridoxal
and pyridoxine (Fig. 6).** It belongs also to the AGE inhibitor
family, by suppressing post-Amadori products, AGEs formation
and inhibiting advanced lipoxidation endproducts formation.*®
Its inhibiting action towards oxidation of Amadori products
that leads to AGE formation was first discovered in 1999*” and
since then it has found application in clinical and non-clinical
models as a therapeutic molecule on diabetic nephropathy,*®
vascular diseases and retinopathies.”” Pyridoxamine is the
active ingredient of the FDA-approved drug pyridorin which
finds application in preventing the progression of diabetic
nephropathy.***

Some of its biological activities, that have a therapeutic and
inhibitory effect on the progression of diabetes disease are its
ROS scavenging ability; its binding and trapping of the dicarbonyl
intermediates produced during the glycation reaction, such as
methylglyoxal (MGO), and its entrapment of toxic carbonyl
compounds that derive after lipid or protein degradation.

Pyridoxamine as AG has metal chelating activity, and this
could be one of the potential mechanisms that contribute to its
action. It can form stable complexes with copper (Cu®*), zinc
(zn**), and iron ions (Fe*"), which catalyze the oxidative reac-
tions taking place in the protein glycation procedure. Addi-
tionally, PM can inhibit the production or can directly react with
the hydroxyl radical from the Fenton reaction, in addition to
binding with several carbonyl compounds.®?

The binding interaction of Amadori with metal ions leads to
the compounds autooxidation, degradation and the subsequent
production of glycation end products. PM can compete against
an Amadori compound on the binding Cu(u) or Fe(m) ions,
preventing this autoxidation.>?

PM has antioxidant activity as a ROS scavenger and reacts with
reactive carbonyl compounds which are generated byproducts of
protein glycation, thus inhibiting further protein damage.>

Pyridoxamine has been proven to have therapeutic action on
both diabetic humans and animals****** as a potent inhibitor of
post-Amadori products in vivo and in vitro.>

Administration of pyridoxamine at the early stages of diet-
induced kidney nephropathy in mice showed significant
improvement in insulin sensitivity and reduction of serum
creatinine. AGEs produced by glycation can alter useful extra-
cellular proteins such as collagen and elastin and interfere with
different signalling pathways in the kidney. Binding of AGE's by
PM, greatly decreases their levels and effect.*®

The action of pyridoxamine is not limited to protection against
diabetes but has shown also encouraging results against diabetes-
associated damage. One such example is cognitive damage and
recognition memory impairment linked with the long term effects
of diabetes associated cognitive decline, (DACD).*

Another complication of diabetic mellitus is the delayed
bone repair process, which is the result of the reactive
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View Article Online

Review

methylglyoxal production and subsequent prevention of osteo-
blast differentiation. Pyridoxamine treatment improved the
bone regeneration ability in hyperglycemic diabetic mice by
restoring the MGO levels.>”

2.3 IAPP targeting therapy

To tackle the challenges presented by IAPP aggregation,
researchers are developing IAPP targeting therapies with several
objectives. Firstly, these therapies aim to prevent IAPP mis-
folding by designing small molecules, peptides, or antibodies
that inhibit the initial misfolding process, thus preventing the
formation of toxic oligomers and fibrils. Secondly, efforts are
being made to promote fibril dissociation by investigating
compounds capable of breaking down existing IAPP amyloid
fibrils into non-toxic monomers, thereby restoring normal B-cell
function. Additionally, therapies are being explored to enhance
B-cell protection by shielding them from the toxic effects of IAPP
aggregates, utilizing antioxidants or anti-inflammatory agents
to preserve insulin secretion capacity (Fig. 7).

By addressing the underlying mechanisms of IAPP aggrega-
tion and its detrimental effects, these therapies show promise
in enhancing B-cell survival and function in individuals with
diabetes. This potential improvement could lead to a slowdown
of disease progression and better glucose control. In particular,
Wren Therapeutics is developing an IAPP-targeting small
molecule for the treatment of Type 2 diabetes and metabolic
disease. This therapy is still at the discovery stage.>**°

2.4 NI203

It is a recombinant human monoclonal antibody that targets
pathologic IAPP aggregates and neutralizes their toxicity. In
preclinical models of type-2 diabetes NI203 supported normal
beta cell functions resulting in re-stored insulin secretion and
reduction of the type-2 diabetes symptoms. It is under devel-
opment by Neurimmune, using its reverse translational medi-
cine platform for the treatment of type 2 diabetes.®

2.5 T3D-959

This drug candidate activates two nuclear receptors that are
central regulators of normal glucose and lipid metabolism in
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Fig. 7 Schematic representation of hlIAPP aggregation and common
antidiabetic molecules and repurposed drugs with the potential to
inhibit and/or reverse hIAPP aggregation in T2DM.58
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the brain. It is the first PPAR delta-activating compound, PPAR
delta and PPAR gamma targets are central regulators of glucose
and lipid metabolism. T3D-959 is orally delivered as a once-a-
day medicine. It is currently in phase II clinical trial
(NCT04251182).%

2.6 NE3107

This molecule has shown anti-inflammatory qualities in
a number of preclinical disease models, including rheumatoid
arthritis, diabetes mellitus, Parkinson's disease, and chronic
obstructive pulmonary disease. TNFa, IFNYy, IL-1a, and trans-
forming growth factor-beta are among the inflammatory cyto-
kines that are less likely to be released when NE3107 inhibits
the nuclear factor kappa B/extracellular signal-regulated kinase
(NF-«B/ERK) pathway (Fig. 8). Limiting the NF-kB/ERK pathway
reduces the production of pTau and AP, oxidative stress, and
glial activation. Reducing hyperglycemia and hyperinsulinemia,
NE3107 inhibits the activation of mitogen-activated protein
kinases (MAPK), which is implicated in the mediation of insulin
resistance.®

3 In use therapies
3.1 Exenatide

Exenatide, a mimetic of glucagon-like peptide-1 (GLP-1), is
a synthetic form of exendin-4, a peptide of 39 amino acids
(Fig. 9). GLP-1 is produced in the intestine after food intake and
starts the production of insulin from the pancreas.®® People who
present T2DM have a low level of GLP-1, thus an addition of this
peptide might help to correct the disease.

Human GLP-1 has the problem of a very short half-life due to
the enzymatic action of dipeptidyl dipeptidase IV, hence there is
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Fig.8 The general mechanism of advanced glycation end-productsin
diabetic vascular complications is due to the activation of multiple
signal transduction pathways as a result of RAGE/AGE interaction or
through cross-link formation with cellular proteins. Activation of RAGE
leads to the activation of Nox-1, ERKs, Janus kinase, MAPK, and acti-
vation of NF-kB. When those pathways are activated, oxidative stress
(decreased NOS, increased ROS, and increased NADPH oxidase) and
inflammatory factors are activated. Cross-link (adduct) formation on
the other hand altered the three-dimensional structure of protein
consequently impairing cellular function.®*
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the need for a peptide that has a longer half-life and is resistant
to the action of the enzyme. Scientists developed the Exenatide,
an analog of GLP-1 that lacks the enzyme binding site.*® Exe-
natide operates through multiple mechanisms to lower glucose
levels, including boosting insulin secretion, stimulating beta
cell generation, increasing satiety, and setback the emptiness of
the stomach. Its use is indicated for type 2 diabetes patients.®”
Exenatide has a beneficial effect on oxidative stress and
This was demonstrated in a study by Jin-dan
Wu et al. where they wanted to ascertain how exenatide
affected oxidative stress and inflammatory markers in patients
with T2DM whose disease was not adequately controlled with
other drugs. The result was that exenatide treatment decreased
body weight, body mass index (BMI), lowered hemoglobin Alc
(HbA1c) and the seven-point glucose profile, decreased daily
mean glucose, limited glycemic excursion, and decreased
oxidative stress and inflammatory markers.*

Gastrointestinal side effects are the main consequences of
this drug, with nausea as the most common symptom. Some
patients may experience insulin-induced hypoglycemia when
administered with other drugs, such as metformin.”

inflammation.®®

3.2 Metformin

Metformin (Fig. 10) is the first-line medication for T2DM, it is
an oral medicine that belongs to the guanidine group, and it is
mainly used as monotherapy. It increases the cell response to
insulin and reduces glucose absorption and gluconeogenesis in
the liver.”* The activation of AMP-activated protein kinase
(AMPK) plays an important role in the anti-diabetic action of
metformin. AMPK contributes to the reduction in hepatic
gluconeogenesis and it increases glucose uptake in skeletal
muscles.”,”® Metformin increases the amount and/or affinity of
muscle and adipocyte insulin receptors, increases insulin
receptor tyrosine kinase activity, enhances the transport of

NH;

H3C. )\/U\

CH3

Fig. 10 Metformin structure.
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glucose and glycogen synthesis, and decreases both hepatic
gluconeogenesis and glycogenolysis. Furthermore, metformin
has been reported to decrease lipid oxidation and plasma-free
fatty acid levels, resulting in the inhibition of the overactive
Randle cycle. In patients with T2DM, metformin monotherapy
decreases the fasting blood glucose levels by ~60-70 mg dl™*
and HbA(1c) by 1.5-2.0%.7*

It has been demonstrated that metformin lowers intracel-
lular ROS. However, there is still much to learn about the exact
mechanism underlying metformin's antioxidant effects. Met-
formin's cardiovascular-protective effects are mediated in part
by activating the AMP-activated protein kinase (AMPK)
pathway.” In this study, they have demonstrated that by upre-
gulating the expression of the antioxidant tioredoxin (Trx),
metformin dramatically lowers the levels of ROS inside cells.
Trx expression is induced by metformin via the AMPK-FOXO3
pathway. Therefore, one important mechanism for the antiox-
idant effects of metformin is the activation of the AMPK-FOXO-
Trx axis.””

In another study by Ishibashi et al., they investigated the
AGEs and their receptor (RAGE). These two play a role in
tubulointerstitial damage in diabetic nephropathy. The current
study indicates that metformin may prevent AGE-induced
tubular cell apoptosis as well as inflammatory and fibrotic
responses. This is likely achieved by lowering ROS production
through suppression of RAGE expression via activation of AMP-
activated protein kinase. By inhibiting the AGEs RAGE-ROS axis,
metformin may prevent tubular cell damage in diabetic
nephropathy.”®

Even if this drug is the most used one, it was demonstrated it
has some side effects, which are mainly gastrointestinal symp-
toms such as nausea and diarrhea. Additionally, some patients
may experience a reduction of Vitamin B12, and hypoglycemia
may occur when it is combined with insulin therapy.”

The worst side effect related to Metformin is lactic acidosis
and the main causes of this metformin-associated adverse event
are typically high plasma concentrations of the medication in
patients with risk factors like renal insufficiency or secondary to
pathological events that disrupt the lactate oxidative pathway,
like hepatic disease, septicemia, shock, or any contraindication
to metformin. The liver is thought to be the primary organ
involved in both the development of lactic acidosis and the
antidiabetic effect of metformin. The latter is brought on by
suppressing the mitochondrial electron transport chain and
preventing pyruvate from being converted to glucose, which
raises lactate levels instead of oxidation.

Pancreatitis has been linked to metformin use, either as
a result of drug overdose or renal insufficiency.” In the recent
study by Congiu et al.” the intrinsic role of metformin in
aggregation of amylin and its copper complex was shown.

3.3 Pramlintide

In 2005, an injectable medication, Pramlintide, received
approval by the US FDA for diabetes treatment.® It is a synthetic
amylin variant proven to effectively reduce post-prandial
glucose (PPG) levels, delay the emptying of stomach contents,
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Amylin KCNTATCATQRLANFLVHSSNNFGAILSSTNVGSNTY

Pramlintide KCNTATCATQRLANFLVHSSNNFGPILPPTNVGSNTY

Fig. 11 Human amylin and Pramlintide sequences. Highlighted in red
are the proline substitutions.®?

and facilitate weight loss.** Pramlintide is a synthetic equivalent
of human amylin (Fig. 11).%2

Human amylin is a hormone produced by B-cells when
glucose levels rise; it regulates glucagon secretion and promotes
satiety. In patients with type 1 diabetes, its production is absent
because of the loss of  cells, whereas in patients with T2DM, its
secretion is reduced.®* Amylin has an amidated C-terminus and
a disulfide bridge between Cys2 and Cys7.*** Human amylin
(hIAPP) is released into the bloodstream by the B-cells of the
pancreas along with insulin after a meal.*””* It binds to specific
sites in pancreatic B-cells, inhibits insulin release, and may
provide negative feedback inhibition of its own secretion.®
Previous preclinical studies®** indicate that amylin possesses
the capacity to bind with high affinity to specific regions of the
brain, including the area called Postrema, which has the
greatest density of amylin receptors. Therefore, amylin is
considered as a neuroendocrine hormone with an important
role in regulating the rate of glucose influx into circulation after
meals.”*** However, hIAPP has a unique amino acid sequence
that increases its tendency to misfold and form cytotoxic
fibrils,”> which have been strongly associated with B-cell
degeneration in T2DM.*® Moreover, His18 plays an important
role in the binding of small oligomeric species of hIAPP to the
cellular membrane.®” Its protonation state is very sensitive even
on minor pH changes.”® This binding has been involved in
disturbing cellular homeostasis, either by ion channel forma-
tion or by a non-specific general lipid bilayer disruption. Recent
studies correlated the presence of amylin aggregates and their
direct toxicity to B-cells.””,*® At higher concentrations, hIAPP
rapidly aggregates by forming B-sheet structures. The formation
of the aggregates leads to the loss of all the physiological hIAPP
functions and to the appearance of cellular toxic effects. The
formation of hIAPP amyloids is strongly dependent on the
region 20-29 (known as the amyloidogenic region)."” Other
studies™* have shown that hIAPP has the ability to generate
hydrogen peroxide (H,0,) during amyloid fibril formation in
vitro. On the contrary, the nontoxic and non-fibrillogenic analog
rat amylin which is called (rIAPP), does not generate H,0,.'**,**>
Also, it is a well-known fact that rats do not develop T2DM. One
of the reasons why rIAPP doesn't form aggregates unlike hIAPP
is because their amino acid sequences differ from each other.

The native amylin is unstable for clinical use but scientists
discovered that substituting 3 amino acids in the hIAPP
sequence with 3 prolines at certain sites leads to the develop-
ment of Pramlintide.'*'** Pramlintide collaborates with insulin
to delay gastric emptying and inhibit glucagon release. It is
recommended for patients with TIDM who require mealtime
insulin and for those with T2DM who have uncontrolled blood
sugar levels even though receiving optimal therapy with meal-
time insulin, metformin, or sulfonylurea.'®

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Patients with TIDM and T2DM participated in numerous
clinical trials to assess the safety and effectiveness of these
medications. Studies that were double-blind and placebo-
controlled were conducted to evaluate the effectiveness of
pramlintide in patients with T2DM and T1DM. Patients treated
with pramlintide showed a significant decrease in HbA(1c) in
these investigations, which was followed by weight loss. Thus,
pramlintide coupled to insulin therapy can enhance glycemic
control without causing weight gain or hepatic, renal, or
cardiovascular damage, according to these trials' findings.'*®

Gastrointestinal side effects are the main consequences of
this drug; nausea is the most common symptom. In certain
cases, when insulin doses are not reduced, pramlintide might
lead to insulin-induced hypoglycemia.”

4 Discussion

Pharmacological interventions targeting reactive oxygen species
(ROS) and protein aggregation have shown promise in miti-
gating diabetes-related complications. Antioxidant therapies,
such as N-acetylcysteine (NAC), have demonstrated beneficial
effects in reducing oxidative stress and improving glycemic
control.’” Additionally, small molecules like resveratrol have
been shown to inhibit protein aggregation and ameliorate
diabetes-associated pathology.'”® However, some pharmaco-
logical interventions have yielded negative findings. For
instance, bardoxolone methyl did not show significant
improvement in renal outcomes in diabetic nephropathy.'*®
These negative findings highlight the need to address limita-
tions and challenges associated with specific drug candidates or
intervention strategies.

Future directions in pharmacological studies for diabetes
include identifying and validating novel drug targets, exploring
combination therapies, and personalizing treatment
approaches. Advanced screening methods and computational
approaches can aid in identifying potential drug candidates.
Moreover, the development of targeted drug delivery systems
and conducting long-term studies on safety and clinical benefits
are important considerations for optimizing treatment
regimens.

Interdisciplinary collaborations are crucial for advancing our
understanding of diabetes and identifying new drug targets. By
bringing together researchers from various fields such as
molecular biology, biochemistry, pharmacology, genetics, and
clinical medicine, valuable insights into disease mechanisms
can be gained, leading to the development of targeted therapies.

Investing in basic research is essential for elucidating the
molecular mechanisms underlying diabetes. By studying the
interplay between reactive oxygen species (ROS), protein
aggregation, and cellular damage, potential therapeutic targets
can be identified. Basic research also helps uncover key
signaling pathways, cellular components, and molecular targets
that can be modulated to mitigate diabetes progression.
Utilizing advanced technologies and methodologies is vital for
enhancing knowledge in the field of diabetes research. Tech-
niques such as high-throughput screening, genomics, proteo-
mics, metabolomics, and bioinformatics provide valuable data

© 2024 The Author(s). Published by the Royal Society of Chemistry
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for identifying new drug candidates and understanding their
mechanisms of action. Integrating these cutting-edge technol-
ogies accelerates the discovery and development of effective
treatments.

Moreover, openly sharing research findings, datasets, and
methodologies, the scientific community can collectively build
upon existing knowledge and promote collaborative research
endeavors. Collaboration platforms, data repositories, and
international consortia facilitate the exchange of information in
this field.

5 Conclusions

Diabetes mellitus (DM) has emerged as a pressing concern in
the realm of public health, demanding immediate attention.
The increasing trajectory in the number of DM cases is antici-
pated to persist for several decades. At present, there is no
permanent cure for DM. Although various treatment
approaches have displayed encouraging outcomes in managing
DM, the disease continues to pose a significant challenge.
Consequently, it is crucial to address the issue in order to
establish a robust, effective, and safe clinical management plan.
Optimal regulation of metabolic factors such as glucose, blood
pressure, and body weight is essential. Achieving these neces-
sitates dietary choices, increased physical activity, and reduc-
tion in body weight. To manage this condition effectively and
efficiently, there is a need for a focus on public policies that
bolster healthcare access and resources.'’® Furthermore, an
increase in awareness will be essential for the prevention and
management of this disease.’ As we can understand from above,
many factors and variables influence the development of dia-
betes, and many of them are yet to be discovered, consequently,
a proper and up-to-date diagnosis can be fundamental for the
correct treatment of the disease to avoid long-term complica-
tions and reduce mortality. In essence, this review emphasizes
the significance of understanding the intricate metabolic
pathways and diabetes. By exploring and harnessing the
potential of pharmacological interventions, there is a promising
prospect of developing targeted and effective treatments to
mitigate the impact of ROS and protein misfolding, further
studies are needed to develop novel therapeutical approaches
since science is still far from achieving a definite solution
against this epidemic disease.
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