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Abstract: Diabetes mellitus type-2 (DMT2) molecular pathophysiology is still challenging since the
disease represents a complex, multifactorial metabolic disease caused by polygenic defects and
environmental factors. In addition, the resulting secondary organ complications can be affected by
various environmental and life-style factors over the years. The metabolic imbalance in DMT2 is
manifested by the dysfunction of pancreatic 3-cells in secreting insulin and the inability of other tissue
cells to respond to insulin and utilize blood glucose. However, over recent years, through the advances
in genomics and molecular analysis, several genes and microRNAs have been shown to be correlated
as potential biomarkers with DMT2 prognosis, diagnosis, and therapy. Furthermore, drug therapy
and clinical pharmacology have benefited from pharmacogenomics in a manner where the molecular
knowledge can be translated into clinical information aiming to improve precision and personalized
medicine therapeutic methodologies in healthcare. In this work, using systems pharmacology
and network analysis approaches, we comprehensively assessed the molecular and genomics data
associated with DMT?2 to: (a) Better understand miRNA, gene, and drug associations; (b) Create
connectivity and interaction maps of practical clinical utility; and (c) Facilitate the application of
precision medicine therapeutic decisions in group and individual patients. Moreover, in order for the
clinical pharmacology guidelines to be implemented in parallel with the generated molecular data,
we also carried out an assessment of drug interactions in specific pharmacological classes that affect
DMT?2 pharmacotherapy outcomes. Overall, the proposed methodology and the results obtained:
(a) Enrich our understanding of DMT2 molecular pathophysiology; (b) Unveil important biomarker
and drug-gene pharmacogenomics associations; (c) Help the use of personalized therapy options;
and (d) Allow precision medicine concepts to be broadly exploited in new therapeutic developments
and within the clinical setting.

Keywords: systems pharmacology; pharmacogenomics; precision medicine; diabetes mellitus type-2;
DMT?2; network analysis; biomarkers; therapeutics

1. Introduction

Diabetes Mellitus Type-2 (DMT?2) is a complex polygenic metabolic disorder that has
increased in prevalence over the last decades and constitutes a major public health issue
that is classified as one of the leading causes of high mortality and morbidity rate. Current
global estimates indicate that 537-million adults (20-79 years) are living with diabetes; that
is projected to escalate to 643 million by 2030 and 783 million by 2045 [1]. DMT2 is charac-
terized by hyperglycemia and metabolism disturbance with a large variation in the relative
contributions of insulin resistance, as well as impaired insulin production and secretion by
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pancreatic 3-cells between subgroups and individuals [2]. It is important for diabetes to be
diagnosed and managed at the early stage to prevent or delay its potential complications,
including macrovascular conditions such as coronary heart disease, cerebrovascular dis-
ease, and peripheral vascular disease and microvascular conditions, including retinopathy,
neuropathy, and nephropathy [3]. Growing scientific evidence and research data suggest
that inflammation, adipokine dysregulation, oxidative stress, and abnormalities in the
immune system have emerged as important pathophysiological factors [4,5].

The heterogeneity in the clinical phenotype of DMT2 leads to variations of therapeutic
responses to the different drug classes and, sometimes, even serious adverse effects between
patients, so there is growing uncertainty regarding the proper selection and screening of
antidiabetic agents for each individual. For most patients, there is a wide spectrum of
glucose-lowering treatment options, and the choice is based predominantly on costs and
average effects in clinical trials. After the initial metformin, in patients with established
atherosclerotic cardiovascular and chronic renal disease, current guidelines recommend
incretin-related medications, including glucagon-like peptide 1 receptor agonists (GLP-
1RA) and dipeptidyl peptidase-4 (DPP-4) inhibitors, or sodium-glucose cotransporter
2 inhibitors (SGLT?2i) [6,7]. However, these specific recommendations are applied to only
15-20% of diabetic patients [8,9].

Precision medicine has the potential to optimize the diagnosis, prediction, prevention,
or treatment of diabetes by integrating multidimensional data based on genetic factors,
clinical features, and biomarkers of specific patient subgroups rather than for the pa-
tient population as a whole [10]. Body mass index (BMI), sex, HbAlc, markers of renal
function, such as estimated glomerular filtration rate (eGFR) and other biomarkers, and
clinical characteristics can be used for the stratification of people with Type 2 diabetes
into subgroups showing differential responses to glucose-lowering therapies [11]. It has
been suggested that a higher BMI (BMI > 30 kg/m?) could be associated with a greater
glucose-lowering response with thiazolidinediones (pioglitazone) than DPP4 inhibitors
(sitagliptin), and that patients with lower eGFR (60-90 mL/min/1.73 m?) have a greater re-
sponse to DPP4 inhibitors than SGLT2i inhibitors compared with patients with higher eGFR
(>90 mL/min/1.73 m?) [12].

Nowadays, the advances in genomics, bioinformatics, and nanotechnology promise
a more effective approach to prevent, classify, manage, and treat diabetes. Thus, the
implementation of pharmacogenomic knowledge of antidiabetic therapeutics in the clinical
setting is resulting in new research directions in precision diabetes medicine. Apart from
heterogeneity in the pathophysiology of DMT?2, patients also showed marked variations in
their responses to various blood glucose-lowering drugs due to specific polymorphisms
in genes related to metabolism and a response to antidiabetic drugs. With increasing
understanding of the molecular mechanisms of diabetes and the documentation of different
subphenotypes, there is a case to include this new knowledge to improve the precision
of diagnosis and classification to optimize care, maximize treatment efficacy, and reduce
undesirable side effects [13-16].

This study is focused on the use of systems pharmacology and network analysis
methodologies to comprehensively analyze the molecular and genomics data associated
with DMT2, as well as to assess drug interactions in specific pharmacological classes that
affect DMT2 pharmacotherapy outcomes. The disease genes associated with DMT2 were
obtained from expert-curated databases and analyzed via bioinformatic tools to identify
biological processes and cellular locations, as well as molecular functions and pathways
enriched in DMT2-related genes. In addition, the target genes of DMT2-related miRNAs, as
validated via experimental procedures, were also retrieved from expert-curated databases
and thoroughly studied via bioinformatic analysis accordingly. The unique shared genes
between the experimentally validated target genes of DMT2-related miRNAs and the genes
associated with DMT2 were identified, studied via a targeted bioinformatics analysis, and
visualized in networks that assemble the pharmacogenomics profile of DMT2. Through
this approach, the work provided aims to advance our understanding of microRNA,
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gene, and drug-target associations by presenting connectivity and interaction molecular
maps of practical clinical utility. In this way, we also aim to facilitate the application of
pharmacogenomic knowledge to guide precision medicine therapeutic decisions in group
and individual patients.

2. Materials and Methods
Methodology to Perform Network Analysis of Pharmacogenomics Data Related to DMT?2

The genes and variants associated with Diabetes Mellitus Type 2 were recovered from
DisGeNET database (https://www.disgenet.org/ accessed on 12 December 2022) (v7.0)
utilizing the disgenet2r package (v099.2) in R. Shared genes involved in multiple diseases,
including DMT?2, colorectal cancer, kidney disease, and obesity, were also retrieved using
the same package. DisGeNET contains disease-associated genes and variants derived from
expert-curated repositories, GWAS catalogues, animal models, and the scientific literature.
Only the data derived from expert-curated repositories were retrieved and used for the
bioinformatics analysis. The overrepresentation analysis of the genes associated with DMT2
for Gene ontology (GO), disease ontology (DOSE), and REACTOME pathways enrichment
was performed utilizing clusterProfiler (v4.0.5), DOSE (v3.18.3), and ReactomePA (v1.36.0)
R packages, respectively.

MiRNAs associated with Diabetes Mellitus Type 2 (DMT2) were retrieved from the Hu-
man microRNA Disease Database (https:/ /www.cuilab.cn/hmdd/ accessed on 12 December
2022) (HMDD v.3.2). This database contains curated experiment-supported evidence for
human microRNA-disease associations. The validated target genes of the DMT2-associated
miRNAs were recovered from the miRTarBase, miRecords, and TarBase databases using
multiMiR package in R. For increased reliability, the target genes of the DMT2-associated
miRNAs were further filtered to incorporate only the interactions validated with appropriate
experimental molecular methods, including Western Blot analysis, reporter activity assays,
qPCR, microarray array, etc. An overrepresentation analysis on the validated target genes
of the DMT2-associated miRNAs for gene ontology (GO), disease ontology (DOSE), and
REACTOME pathways enrichment was performed, as described previously.

A targeted bioinformatics analysis to reveal unique shared genes between the exper-
imentally validated target genes of DMT2-related miRNAs and the genes implicated in
DMT?2 pathogenesis was also performed, matching the genes identified in the two groups.
An overrepresentation analysis on the matched genes involved in DMT2 pathophysio-
logical mechanisms and targeted by the DMT2-associated miRNAs was performed, as
described previously. Curated variant-drug pairs were retrieved by PharmGKB database
(https:/ /www.pharmgkb.org/ accessed on 12 December 2022), according to the clinical
annotations [17]. The variant-drug pairs corresponding to the genes shared among the
two groups were included in the miRNA-target genes network. Cytoscape (v3.9.0) software
platform was used for network construction and visualization. Scheme 1 illustrates the
detailed pipeline followed to implement the bioinformatics analysis.
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Scheme 1. Schematic illustration of bioinformatics pipeline applied to analyze the molecular data in
this work. Created by BioRender.com (accessed on 12 December 2022).

3. Results and Discussion
3.1. Genes Implicated in DMT2 Disease According to DisGeNET Database

Our search in the DisGeNET database, using expert-curated data, revealed that
221 genes are related with DMT2 pathophysiological mechanisms (Table S1 and Figure 1a).
In addition, the identified variants of the genes implicated in DMT2 are depicted in a
circular network (Figure 1b). The gene ontology (GO) enrichment analysis based on the
biological process (BP) revealed that the DMT2-associated genes are implicated in cellular
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responses to peptide hormones, including insulin, as well as glucose homeostasis, trans-
membrane transport, and metabolic processes. The disease ontology (DOSE) enrichment
analysis unveiled that the DMT2-related genes are implicated in diseases that usually
co-exist in patients with DMT?2, including glucose intolerance, obesity, kidney or pancreas
diseases, fatty liver disease, and polycystic ovary syndrome.

Genes associated to Diabetes Mellitus, Non-Insulin-Dependent

Figure 1. Cont.
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(b)

Figure 1. (a) Genes associated with DMT2 (Non-Insulin-Dependent) as retrieved from expert curated
data integrated into DisGeNET database. The network was constructed using the disgenet2r package
in R. (b) Network visualization of the variants associated with the DMT2-related genes. The variants
were retrieved from expert-curated data integrated into DisGeNET database. Pink nodes illustrate
the DMT2-related genes. Green nodes depict the variants corresponding to the DMT2-related genes.
The network was constructed using Cytoscape.

Obesity is associated with an increased risk of developing insulin resistance and is
considered as a significant inducer of DMT2 evolution. In individuals with obesity, the
adipose tissue releases increased levels of non-esterified fatty acids (NEFAs), hormones,
glycerol, and pro-inflammatory cytokines that are implicated in insulin resistance. Obesity-
associated insulin resistance and abnormalities in pancreatic islet-§ cell function result in
abnormal blood glycose levels and DMT2 development [18]. In addition, insulin resistance
in skeletal muscle is a dominant etiological factor of hyperlipidemia and excess fat accu-
mulation in patients with DMT2 [19]. The prevalence of chronic kidney disease (CKD) is
two-to-five times higher in people with DMT2 as compared with non-diabetic individuals,
since hyperglycemia promotes pathological changes withing the kidney [20,21]. Patients
with nonalcoholic fatty liver disease (NAFLD) have an increased risk of DMT2 develop-
ment and vice versa; NAFLD and DMT2 have similar pathophysiological pathways and
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insulin resistance is the hallmark presented in both diseases [22]. The accumulation of toxic
metabolites derived from triglycerides results in NAFLD-associated lipotoxicity. Such toxic
metabolites accumulated in liver, pancreas, and muscles trigger inflammatory cascades
and hepatic insulin resistance, which are pivotal inducers of DMT2 development [23].
Non-alcoholic fatty pancreas disease (NAFPD) is also associated with obesity, metabolic
syndrome (MetS), atherosclerosis, and DMT2, verifying the existence of molecular path-
ways that are common between the diseases [24]. Impaired glycose homeostasis is also
observed in patients with polycystic ovary syndrome (PCOS). This endocrine disorder
usually coexists with prediabetes, which usually gradually develops into DMT2 over time.
Insulin resistance and pancreatic 3-cell dysfunction, which are the main pathophysiological
factors for DMT2 development, are also concomitant in women with PCOS [25].

Furthermore, the DMT2-related genes are significantly enriched in pathways related
to the regulation of gene expression in pancreatic (3-cells, insulin secretion, metabolic hor-
mones regulation, and interleukin signaling. These pathways form six different, larger
pathway clusters, i.e., as depicted on Figure 2d, mainly referring to: (a) Oxidative stress;
(b) Interleukin-signaling inflammasomes and adipocyte differentiation; (c) Energy and
hormone metabolism; (d) Leptin and insulin signaling; (e) B-pancreatic cell development
and gene regulation; and (f) Cellular hexose transport. The abnormal function of the
genes implicated in these pathway clusters is the driving etiological factor towards DMT2
development. Oxidative stress and chronic inflammation participate in the development
of DMT2. Inflammatory mediators, including the interleukins 1-beta and 6 and tumor
necrosis factor-alpha, in combination with hyperglycemia, induce the generation of reac-
tive oxygen species implicated in DMT2 pathogenesis [26]. Abnormalities in signaling
pathways involved in energy and hormone metabolism, leptin and insulin signaling, and
cellular glucose transport strongly determine the molecular signature associated with
DMT?2 development and progression [27].
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Figure 2. Gene ontology (GO), disease ontology (DOSE), and pathway enrichment analysis and
visualization of the genes associated to DMT2 pathogenesis as retrieved from DisGeNET database.
(a) Top 15 significantly enriched gene ontology (GO) biological process (BP) terms associated with
the genes implicated in DMT2. The gene ratio and statistical significance (p-value < 0.01, following
Benjamini and Hochberg’s adjustment method) are also depicted. (b) Top 15 significantly enriched
disease ontology (DOSE) terms associated with the genes implicated in DMT2. The gene ratio and
statistical significance (p-value < 0.01, following Benjamini and Hochberg’s adjustment method) are
also depicted. (¢) The REACTOME pathway enrichment analysis on the genes involved in DMT2. Top
15 statistically significant pathways are listed, and their colors correspond to the adjusted p-values.
(d) Network construction to visualize the relationship between REACTOME pathways associated
with the genes involved in DMT2. Node size corresponds to the number of genes associated with the
particular pathway, and node color corresponds to the adjusted p-values. The enrichment analysis
was performed using clusterProfiler and ReactomePA packages in R.

3.2. Experimentally Validated Target Genes of DMT2-Related miRNAs

The search of the HMDD database revealed 232 total miRNA entries that are related
to DMT2. After excluding duplicates, we identified 128 unique miRNAs to be associated
with DMT2. Amongst them, 16 miRNAs are already shown to be associated with their
target genes, according to the multiMiR package. Subsequently, the miRNA-target gene
interactions, which are not supported by experimental validation, were excluded. After
applying this filtering, 15 miRNAs interacting with 6697 different target genes, according to
available experimental validation data, were used for downstream analysis (see Table S2).
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The gene ontology enrichment analysis based on the biological process (BP) revealed
that the miRNA-target genes are involved mainly in catabolic processes mediated by
proteasome, and in processes related to cell cycle phase transition and nuclear transport
(Figure 3).

Moreover, as also shown in Figure 3, the disease ontology (DOSE) enrichment anal-
ysis unveiled that the miRNA-target genes are implicated in different types of cancers,
including tumors of the female reproductive system and the musculoskeletal system, breast
cancer, and ovarian cancer. Although the association between DMT2 and cancer has been
extensively reported and discussed over the last decades, the mechanisms underlying this
relationship remain unclear [28]. However, some epidemiological studies have revealed
that DMT2 shares risk factors and characteristics with gynecologic breast, ovarian, and
endometrial cancer, suggesting that lifestyle- and health-associated problems (e.g., obesity)
are key factors for both illnesses [29-31]. The hormonal changes of women with diabetes
have been strongly associated with increased breast and ovarian cancer risk [32,33]. Indeed,
the increased bioavailability of estrogen triggered the proliferation of ER-positive and/or
estrogen-dependent breast tumor cells, while the activity of insulin and IGFs (insulin-like
growth factors) has been also implicated in the positive proliferation and invasiveness of
breast and ovarian cancer cells [34-36]. In addition, DMT2 can affect the musculoskeletal
system, leading to connective tissue alterations via metabolic changes such as protein glyco-
sylation, blood vessel destruction, and nerve destruction, as well as collagen accumulation
in skin and periarticular structures. However, a direct association of DMT2 and cancer in
the musculoskeletal system has not been reported yet [37].
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Figure 3. Gene ontology (GO), disease ontology (DOSE), pathway enrichment analysis, and visualiza-
tion of the experimentally validated target genes of DMT2-related miRNAs. (a) Top 15 significantly
enriched gene ontology (GO) biological process (BP) terms associated with the experimentally
validated target genes of the DMT2-related miRNAs. The gene ratio and statistical significance
(p-value < 0.01, following Benjamini and Hochberg’s adjustment method) are also depicted. (b) Top
15 significantly enriched disease ontology (DOSE) terms associated with the experimentally validated
target genes of the DMT2-related miRNAs. The gene ratio and statistical significance (p-value < 0.01,
following Benjamini and Hochberg’s adjustment method) are also depicted. (c) The REACTOME
pathway enrichment analysis on the experimentally validated target genes of the DMT2-related
miRNAs. Top 15 statistically significant pathways are listed, and their colors correspond to the
adjusted p-values. (d) Network construction to visualize relationship between REACTOME pathways
associated with the experimentally validated target genes of the DMT2-related miRNAs. Node
size corresponds to the number of genes associated with the particular pathway, and node color
corresponds to the adjusted p-values. The enrichment analysis was performed using clusterProfiler
and ReactomePA packages in R.

Furthermore, the validated target genes (VIGs) of DMT2-related miRNAs are signif-
icantly enriched in pathways related with cell cycle regulation, transcription regulation
by TP53 protein, and the SUMOylation processes that affect gene expression. Indeed, it
was previously shown that deregulation of the post-translational modification process
executed by the SUMOylation pathway affects insulin secretion in 3-pancreatic cells [38].
In addition, accumulated evidence during the last years proposes an important role of p53-
signaling pathways in metabolic abnormalities (e.g., oxidative phosphorylation, glycolysis,
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lipolysis, lipogenesis, 3-oxidation, gluconeogenesis, and glycogen synthesis) that result
in the imbalance of insulin action [39]. Moreover, insulin signaling has shown to regulate
the FoxM1/PLK1/CENP-A pathway and, thus, promote the proliferation of 3-pancreatic
cells [40].

3.3. Targeted Analysis to Reveal Unique Shared Genes between the Experimentally Validated Target
Genes of DMT2-Related miRNAs and the Genes Implicated in DMT2 Pathogenesis Relevant to
Pharmacogenomics Analysis

The correlation of 221 genes that are related to DMT2 pathogenesis, according to
the DisGeNET database and the experimentally validated target genes (VDTs) from our
analysis of the DMT2-associated miRNAs, revealed 71 unique shared genes (see Table S3).
These genes are related to DMT2 pathogenesis and interact with DMT2-associated miRNAs.
The gene ontology enrichment analysis based on biological process (BP) revealed the shared
genes involvement in processes related with oxidative stress, apoptosis regulation, and
glucose transmembrane transport (Figure 4). The disease ontology (DOSE) enrichment
analysis unveiled that the shared genes are implicated in several diseases, which can
be clustered in three major disease groups, including urinary system disease, obesity-
overnutrition, and colorectal cancer (Figure 4). The network (Figure 5) depicting the genes
implicated in DMT2, kidney diseases, obesity, and colorectal cancer reveals several key
genes shared among the disease groups. The shared key genes could be the connection link,
in terms of pathophysiological mechanisms, which relates DMT2 with other diseases that
coexist in patients with DMT2, including kidney diseases, obesity, and colorectal cancer.
TGF-$1, a pleiotropic cytokine involved in several processes, including angiogenesis,
extracellular matrix (ECM) formation, and immunoregulation, is considered a dominant
factor involved in fibrotic processes of chronic kidney disease in patients with diabetes [41].
The EDN1 gene encodes a preprotein that is subjected to the proteolytic process generating
an endothelial cell-derived peptide (endothelin 1). Hyperglycemia and hypertension
associated with DMT2 contribute to increased renal Endothelin 1 production, progressively
resulting in diabetic nephropathy [42,43]. Several genes are shared between DMT2 and
obesity-overnutrition, including the ICAM1, PPARG, LEPR, SIRT1, FTO etc. For instance,
genetic variations in the FTO gene are related with insulin resistance, inflammation, obesity,
and DMT2. Groups of patients with a high risk of genetic variations in the FTO gene could
be benefited by obesity prevention programs to prevent DMT2 development [44].

Furthermore, strong epidemiological evidence supports the existence of molecular con-
nectors that increase the susceptibility for colorectal cancer (CRC) development of patients
with DMT?2. Diabetes is associated with dysregulated carbohydrate and lipid metabolic
processes. The increased availability of nutrients, such as glucose and lipids, related with
DMT?2 disease favors the metabolic transformation of the cancer cells, overcoming growth
inhibition checkpoints and apoptotic mechanisms [45]. Several signal transduction path-
ways, including the Wnt, PI3K/Akt, Ras-MAPK, and TGF-f3, are triggered by the high
lipid and glucose content in patients with DMT2 [46,47]. Notable previous studies have
demonstrated the increased activation of cancer-related pathways in non-cancer mucosa of
DMT2 patients, suggesting the field cancerization effect induced by diabetes [48]. TCF7L2,
a gene shared between DMT2 and colorectal cancer, according to our analysis, is a transcrip-
tion factor involved in the Wnt-signaling pathway [49]. This gene is related with DMT2
development and its complications, as well as with a susceptibility to CRC evolution [50].
Furthermore, previous studies have demonstrated a strong association between variants in
the TCF7L2 gene and DMT2 and colorectal cancer development [51,52].

In addition, the matched genes are significantly enriched in pathways related with in-
terleukins signaling, inflammasome and pro-inflammatory responses, apoptosis regulation,
programmed cell death, and death receptor signaling. These pathways strongly interact
with each other, forming larger pathway clusters as depicted on Figure 4d. Following these
data, as shown in Figure 6, an additional network analysis was carried out to link the iden-
tified genes and miRNAs implicated in DMT?2 pathogenesis with drug targets. Importantly,
in this network, 13 microRNAs (miR-802, miR-320a, miR-320d, miR-375, miR-665, miR-107,
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miR-133b, miR-4534, miR-4463, miR-451a, miR-217, miR-206, and miR-384) are connected
via six gene single nucleotide polymorphism (SNP) variants (rs290487, rs4402960, rs1470579,
rs12255372, rs1801278, and rs13431554) with DMT2 drug therapeutics. These SNPs are
variants of insulin-like growth factor 2 mRNA-binding protein 2 (IGF2BP2) gene (rs4402960
and rs1470579) of transcription factor 7-like 2 (TCF7L2) gene (rs290487 and rs12255372) and
of insulin receptor substrate-1 (IRS-1) gene (rs1801278 and rs13431554) [53-56].

Such a network allows the creation of connection molecular maps between genes,
SNPs, microRNAs, and drugs (e.g., repaglinide, urea-derivatives) relevant to pharma-
cogenomics and precision medicine decisions in DMT2 therapy. It is also interesting to
note that one SNP (rs13431554) is associated with clopidogrel effects sharing the common
target gene insulin receptor substrate 1 (IRS1) with the DMT2-associated SNP rs1801278.
The latter correlation was shown to exist in coronary artery disease (CAD) patients with
DMT2, where IRS1 polymorphisms and high platelet reactivity were associated with the
clopidogrel therapy outcome [56].

Notably, IRS1 is also known as a signaling adapter protein, which is to be involved
in various signaling cascades with a potential role in cancer progression [57,58]. Such
connections allow us to better understand how specific gene functions contribute to the
molecular pathophysiology of various illnesses. Recently, researchers proved that miR-107
expression is regulated by the p53 pathway, leading to insulin metabolism dysfunction [59].
Moreover, miR-133a plays a key role for proper skeletal and cardiac muscle function by
regulating crucial signaling pathways, including the Wnt signaling [60]. It was also shown
to regulate the EGFR/cMyc/P53 axis. Thus, it is implicated in various cellular processes,
including migration, invasion, autophagy, proliferation, and apoptosis [61]. Since the
function of miRNA-133a was previously associated with diabetic cardiomyopathy [62], it is
reasonable for someone to consider molecular connections from its pleotropic biological
effects with DMT2 pathophysiology.
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Figure 4. Gene ontology (GO), disease ontology (DO), and pathway-enrichment analysis and visual-
ization of the matched genes retrieved from the targeted analysis. The matched genes are implicated
in DMT2 pathogenesis, according to DisGeNET database. Moreover, these genes are the experimen-
tally validated targets of the DMT2-related miRNAs, which were retrieved from the HMDD database.
(a) The top 15 significantly enriched gene ontology (GO) biological process (BP) terms associated with
the matched genes of the targeted analysis. The gene ratio and statistical significance (p-value < 0.01,
following Benjamini and Hochberg’s adjustment method) are also depicted. (b) Top 15 significantly
enriched disease ontology (DO) terms associated with the matched genes of the targeted analysis. The
gene ratio and statistical significance (p-value < 0.01, following Benjamini and Hochberg’s adjustment
method) are also depicted. (c) The REACTOME pathway enrichment analysis on the matched genes.
The top 15 statistically significant pathways are listed, and their colors correspond to the adjusted
p-values. (d) Network construction to visualize the relationship between REACTOME pathways,
corresponding to the matched genes that are associated with DMT?2 pathogenesis and DMT2-related
miRNAs. Node size corresponds to the number of genes associated with the particular pathway,
and node color corresponds to the adjusted p-values. The enrichment analysis was performed using
clusterProfiler and ReactomePA packages in R.
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Figure 5. Network visualization of the matched genes retrieved from the targeted analysis and their
association with diseases. In the selected three examples shown above that were taken from the
disease ontology (DO) enrichment analysis, the pink nodes located between the DMT2 group and
colorectal cancer (a), obesity (b), and kidney disease (c) groups represent genes implicated in the
pathogenesis of the referred diseases, including DMT2.

Likewise, for microRNA-375, it was previously published that it exerts important
gene functions that affect the complex regulatory network of pancreatic development [63].
Besides cell growth and proliferation, it has been proposed that its function in 3-pancreatic
cells is correlated with insulin secretion [64]. Complementary previous studies have also
shown that miR-375 is involved in the regulation of the epithelial-mesenchymal transition
(EMT) of tumor cells by affecting signaling pathways like Wnt, nuclear factor kB (NF-«B),
and transforming growth factor 3 (TGF-f3), which are considered crucial for cancer cell
progression [65].

As far as the function of miR-320 in DMT?2 is concerned, its involvement in the
regulation of glucose and lipid metabolism was previously proposed. Specifically, the
diabetes-induced cardiac dysfunction was shown to be mediated by miR-320 via the
transcription regulation of genes involved in the fatty acid biosynthetic pathway [66].
Furthermore, miR-320a can directly cause dysfunction of pancreatic 3-cells via its target
gene [67], whereas it has been proposed to exert effects to myelodysplastic syndromes,
too [68].

Overall, the proposed network analysis that unifies knowledge from genes, miRNAs,
SNPs, and drugs sheds light onto molecular maps that contribute to: (a) Better understand-
ing of DMT2 pathophysiology; (b) The creation of connections with signaling pathways
linked to other illnesses; (c) The work related to drug repurposing approaches; (d) The
exploitation and clinical implementation of pharmacogenomics knowledge; and (e) The
formulation of precision medicine decisions in DMT?2 therapy.
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Figure 6. Network of the matched genes retrieved from the targeted analysis. The matched genes
(red nodes) are implicated in DMT?2 pathogenesis, according to DisGeNET database. Moreover,
these genes are the experimentally validated targets of the DMT2-related miRNAs (blue rectangular
objects), which were retrieved from the HMDD database. The variants associated with the shared
genes are depicted as green nodes. The drugs associated with the variants of the shared genes,
according to PharmGKB database, are depicted as diamonds in orange. The network was created
using Cytoscape.

3.4. Assessment of Drug Interactions of Various Pharmacological Classes of Antidiabetic Drugs
3.4.1. Sulfonylureas and Glinides

Sulfonylureas (SUs) bind to their receptors (SURs) and stimulate the insulin release
from pancreatic islet 3-cells by deactivating the adenosine triphosphate (ATP)-sensitive
potassium channel (Karp). When the Karp channel is closed, intracellular K* begins to
accumulate inside the cells. This leads to an influx of extracellular Ca*?, whereas the
binding of Ca*? to the insulin vesicles promotes their release into the circulation. Such
results lead to the transportation of glucose molecules into the cell via the activation of
the glucose transporter GLUT2 and, thus, the initiation of mitochondrial glycolysis. This
insulin release is independent of the glucose levels in the blood, whereas the chronic
administration of SUs can result in impaired insulin secretion due to downregulation of the
expression level of SURs on the 3-cell surface [69].

The most common clinically relevant drug interactions of SUs occur with metformin
and thiazolidinediones (pioglitazone, rosiglitazone) (Table 1). The drug interactions are of
special concern when new drugs are delivered to patients to control their DMT2 symptoms,
or when the dosage of a medication has already been adjusted. Moreover, of special interest
are patients with DMT2 who also have increased cardiovascular (CVD) risk and, thus, are
treated with statins, which are predominantly metabolized by CYP3A4 (e.g., lovastatin,
atorvastatin). When glibenclamide is co-administered with these statins, the Cppax and AUC
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of glibenclamide has been shown to increase up to 20% [70]. Patients with DMT2 who often
take vitamin K antagonists, such as warfarin due to CVD comorbidities, have exhibited
an increased risk for hypoglycemia, although little clinical information exists to support
such evidence. To this end, a case report was published presenting a warfarin-maintained
patient whose International Normalised Ratio (INR) was elevated upon co-administration
of glibenclamide. The latter interaction has been considered to occur at the level of protein
binding. However, the clinical evidence of such an effect is still limited [71].

Glibenclamide, glimepiride, and glipizide are the most frequently used SU agents.
SUs are mainly metabolized by CYP2C9 and, to a lesser extent, by CYP3A4 [72]. When their
pharmacokinetic profiles combine high plasma protein binding and hepatic metabolism
by CYP enzymes, this property leads to a greater possibility of SUs to show an interac-
tion with other drugs. Another level of interaction of SUs may stand in gastrointestinal
absorption, which is largely dependent on gastric pH; even small changes can affect their
bioavailability [73]. Inducers of CYP2C9, such as carbamazepine, phenobarbital, rifampicin,
ritonavir, and St John’s wort, can cause increased elimination rates that result in decreased
plasma levels of SUs. In contrast, inhibitors of CYP2C9, such as amiodarone, cimetidine,
ranitidine, trimethoprim, fluconazole, ketoconazole, voriconazole, fluoxetine, leflunomide,
and metronidazole prolong the pharmacodynamic effect of SUs. Therefore, when the
daily dose of SUs has been on the adjustment phase, the clinical interactions with other
drugs, and the emergence of adverse effects such as hypoglycemia, can more frequently
occur [70,71]. In addition, many antibiotic drugs affect hepatic enzyme activity and can
increase hypoglycemic risk of SUs. Therefore, these interactions are associated with higher
morbidity and increased costs [74]. In a Finnish study, it was shown that the drugs trimetho-
prim, metronidazole, and ketoconazole contributed to interactions in patients with DMT2
with a rate of 75% [75].

The co-administration of clarithromycin and verapamil with SUs can cause increased
plasma levels of glibenclamide due to the inhibition of the gastrointestinal drug transporter
P-glycoprotein (P-gp) [70]. The organic anion transporting polypeptides OATP1B1-3 is
implicated in the cellular permeability of many drugs, including SUs. Specifically, OATP1B3
facilitates the entry of glibenclamide [76]. However, further studies are needed to determine
the exact impact of OATPs in the pharmacokinetic behavior of SUs and also validate any
clinical relevance. For example, the co-delivery of chloramphenicol in DMT2 patients can
increase the hypoglycemic effect of glibenclamide. The same result was shown when SUs
were co-administered with NSAIDs. In addition, the concomitant use of DPP-4 inhibitors
with SUs led to pharmacodynamic interaction [77]. Another significant interaction was
shown with ethanol; alcohol intake is dangerous for DMT2 patients who treated with SUs.
Ethanol increases the risk of patients to develop hypoglycemia upon SU administration.
Alcohol intake should not exceed one-to-three drinks and should always be consumed with
food [78]. Notably, many antacid medications that contain magnesium salts can increase
the risk of hypoglycemia by increasing the absorption of SUs. Therefore, a sufficient time
interval should mediate between the administration of SUs and antacid medications. On
the other hand, the co-administration of cholestyramine may lead to a decreased absorption
of SUs [79].

Table 1. Interactions of SUs and Glinides.

Drugs CO-Administered Drugs Effect References
. . . Cmax and AUC of glibenclamide
Glibenclamide Statins increased by up to 20% [70]
Inducers of CYP2C9
SUs (carbamazepine, Increased elimination rate of SUs [70]

phenobarbital, rifampicin,
ritonavir, St John’s wort)
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Table 1. Cont.

Drugs CO-Administered Drugs Effect References
Inhibitors of CYP2C9
(amiodarone, cimetidine,
ranitidine, trimethoprim,
SUs fluconazole, ketoconazole, Prolong SU effect [70]
voriconazole, fluoxetine,
leflunomide, metronidazole
Glibenclamide Clarithromycin Increased levels of glibenclamide [70]
Glibenclamide Verapamil Increased levels of glibenclamide [70]
SUs Ethanol Increased risk of hypoglycemia [78]
SUs Antiacids Increased risk of hypoglycemia [79]
SUs Cholestyramine Decreased absorption of SUs [79]
Repaglinide Gemfibrozil Increased plasma 'ancentratlon of [80]
repaglinide
Repaclinide Cveclosporin Increased plasma concentration of [80]
pag yelosp repaglinide
.. Inducers O.f CYP enzymes Reduced plasma concentrations of
Repaglinide (carbamazepine, phenytoin, St .. [81]
p b . repaglinide
John’s wort, rifampicin)
Repaclinide Ketoconazole (inhibitor of Increased AUC by 15% and the mean 82]
pag CYP3A4) Cmax by 8% for repaglinide
Repaglinide Macrolide antbiotcs The effect of repaglinide is increased [83]
pag (clarithromycin) pag
Repaglinide Clopidogrel Increased risk of hypoglycemia [84]

Although glinides (or meglitinides) have similar mechanisms of action with Sus,
they are also prescribed for patients with renal sufficiency to reduce the postprandial
hyperglycemia. The two analogs currently available for clinical use, repaglinide and
nateglinide, bind to SUR1 on pancreatic 3-cells and inhibit the ATP-sensitive potassium
channel Karp. The most common adverse event associated with repaglinide monotherapy
is hypoglycemia, whereas it has been reported that the combination of glinides and TZDs
may lead to an increased risk of edema [85].

Glinides are associated with a lower risk of hypoglycemia than SUs due to their
pharmacokinetic profile having shorter half-life values (t; /,) [86]. Moreover, the elimina-
tion of repaglinide is executed by the metabolic enzymes CYP2C8, CYP3A4, and uridine
diphosphate glucuronosyltransferase 1A1 (UGT1A1). Thus, repaglinide should not be
administered with gemfibrozil or cyclosporine, drugs that are known inhibitors of these
enzymes. As the class of SUs, nateglinide is metabolized by CYP2C9 and CYP3A4, and it is
also a substrate for the OATP1B1 transporter. Thus, it is reasonable to note that the drug
interactions seen in clinical practice are similar in both cases. Rifampicin, as an inducer of
CYP enzymes, can reduce plasma concentrations of repaglinide by increasing its metabolic
elimination. Other inducers of CYP3A4, such as carbamazepine, phenytoin, and St John's
wort, could also decrease the pharmacodynamic effects of repaglinide, as proposed [81].

Moreover, a pharmacokinetic interaction at the level of metabolism was shown upon
the co-administration of repaglinide and ketoconazole. Healthy subjects received repaglin-
ide alone or repaglinide on Day 5 of ketoconazole treatment. Ketoconazole, a known
inhibitor of CYP3A4, increased the mean AUC of repaglinide by 15% and the mean Cpax by
8%. However, the safety profile of repaglinide has not changed [82]. In another randomized
crossover study, an interaction between repaglinide and gemfibrozil (CYP2C8 inhibitor),
and between repaglinide and itraconazole (CYP3A4 inhibitor), was shown. The Cpax of
repaglinide increased by 140% with gemfibrozil co-administration and by 47% with itra-
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conazole co-administration. Importantly, the co-delivery of the two drugs with repaglinide
led to a significant increase (175%) in the Cpax of repaglinide. [87]. The macrolide antibiotic
clarithromycin inhibits CYP3A4 as well as the OATP1B1-mediated hepatic uptake of many
drug substrates. Thus, the co-administration of repaglinide and clarithromycin can increase
the plasma concentration and the glucose-lowering effects of repaglinide [83]. Clopidogrel
is an antiplatelet drug and potent antagonist of the P2Y, receptors. The use of clopido-
grel in patients with repaglinide treatment is not recommended to avoid hypoglycemia,
since one metabolite of clopidogrel is an inhibitor of CYP2CS8. In such a case, ticagrelor is
considered an alternative drug to be used as antiplatelet therapy in DMT?2 patients [86-88].

3.4.2. Metformin

Metformin is recommended as a first-line therapy for the treatment of DMT2 patients.
Metformin is excreted by renal elimination without undergoing hepatic metabolism. There-
fore, all drugs that affect renal function may reduce the clearance of metformin and increase
the emergence of adverse reactions [89]. As a biguanide agent, metformin decreases both
basal and postprandial plasma glucose. In addition, metformin may have additional health
benefits such as weight reduction, lowering plasma lipid levels and preventing cardio-
vascular complications. The action of metformin on mitochondria involves the inhibition
of Complex I of the respiratory chain suppressing ATP production. Changes in the ratio
of NAD*: NADH have also been observed following metformin administration. The
inhibition of mitochondrial function leads to changes in AMP:ATP and ADP:ATP ratios,
resulting in the activation of AMPK [90].

Although metformin does not often cause significant side effects, lactic acidosis is
a rare but life-threatening adverse effect of metformin. In Table 2, the drug interactions
associated with metformin are summarized. Thus, metformin is not administered with
iodinated contrast agents due to the risk of renal failure. The mechanism of this interaction
is not fully understood, but the transporters OCT, MATE1, MATE2K seem to have a crucial
role [79]. Patients who received inhibitors of these transporters, such as trimethoprim,
digoxin, amiloride, ranitidine, and vancomycin must be warned for potential interactions
with metformin. Ranitidine, especially, is a potential inhibitor of MATE1 and, hence,
the renal clearance of metformin is decreased. Thus, famotidine is a more suitable H2
antagonist in patients who are treated with metformin [91]. Cimetidine, as an inhibitor of
MATE], could also decrease the excretion of metformin, resulting in increased exposure [92].
A study has shown that individuals with the MATE1 808GT variant were more tolerant
to this interaction with cimetidine [93]. Moreover, in vitro studies have revealed that cells
with M420del were more sensitive to inhibition by amitriptyline than wild-type cells [94].
Furthermore, trimethoprim inhibits the elimination of metformin via the inhibition of OCTs
and MATEs [95].

Table 2. Drug interactions with metformin.

Drug Co-Administered Drug Effect References
Metformin Iodinated contrast agents Risk of lactic acidosis [79]
Metformin Ranitidine Decreased renal clearance of metformin [91]
Metformin Cimetidine Increased exposure of metformin [92]
Metformin PPIs Increased exposure of metformin [96]
Metformin Vitamin B12 Decreased absorption of B12 [97]
Metformin Trimethoprim Decreased elimination of metformin [95]
Metformin Verapamil Decreased effect of metformin [98]
Metformin Ranolazine Decreased elimination [99]
Metformin Metoprolol Decreased plasma concentration of metformin [100]
Metformin Vandetanib Increased plasma concentration [101]
Metformin Anticancer drugs Reduced elimination of metformin [101]
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Anticholinergics also interact with metformin, leading to an increased bioavailability
of metformin. Metformin affects the motility of the small bowel and, thus, it is responsible
for the decreased absorption of vitamin B12 [97]. The risk of vitamin B12 deficiency is
increased by the combination of proton pump inhibitors, or H2 receptor blockers [102]. Fur-
thermore, PPIs may inhibit MATE and OCT2 transporters and increase plasma metformin
exposure [96].

Verapamil decreases the glucose-lowering effect of metformin probably due to the
inhibition of OCT1 [98]. This means that the intestinal and hepatic uptake of metformin
is inhibited and, thus, the pharmacodynamic effect is limited [103]. A common variant
of OCT1, M420del has been shown to be more sensitive to inhibition than the wild type
allele. Cells with that variant were more sensitive to inhibition by verapamil. This implies
a decrease in the intestinal and hepatic absorption of metformin. Dujic et al. presented
results showing that individuals who carry reduced-function alleles and are treated with
OCT1-inhibiting drugs had a four-fold higher risk of metformin intolerance [104].

Ranolazine is an approved drug for the therapy of chronic angina as it blocks the
sodium channels of pancreatic x-cells and, thus, inhibits the release of glucagon. Ranolazine
decreases the elimination of metformin through the inhibition of OCT2 transporter. Patients
who are being advised to receive 1000mg of ranolazine should avoid high doses of met-
formin [99]. Another remarkable interaction is with 3-adrenergic blockers. Atenolol inhibits
the OCT?2 transporter and reduces the renal blood flow, so the result of this mechanism is
the reduced elimination of metformin upon co-administration. However, the delivery of
metoprolol can decrease the plasma concentration of metformin by increasing its hepatic
uptake. Moreover, metoprolol increases the renal uptake of metformin by reducing the
expression of MATE1 [100].

Four anticancer drugs (imatinib, nilotinib, gefitinib, and erlotinib) have been shown to
act as inhibitors of metformin’s transporters. The inhibition of OCT1, OCT3, MATE]1, and
MATE2-K could lead to alterations of absorption or the elimination of metformin. Other
anticancer drugs, such as vandetanib, may increase the plasma concentration of metformin
due to a decreased elimination since this drug is also a substrate of transporters. Berberine,
a famous ingredient of herbal medicine, has been also shown to inhibit OCT1 and OCT2
transporters, implying a potential interaction with metformin.

3.4.3. Thiazolidinediones

Thiazolidinediones (TZDs) reduce insulin resistance, especially in adipose and liver
tissue, while at the same time improving the response of pancreatic (3-cells to glucose. TZDs
regulate gene expression through binding to the peroxisome proliferator-activated receptor-
gamma (PPAR-y). PPAR~y agonists improve insulin resistance by increasing adiponectin
and GLUT4 expression, as well as reducing the effect of TNF-« on adipocytes. PPAR-y
acts synergistically with the retinoid receptor (Retinoid X Receptor, RXR), promoting the
expression of genes implicated in insulin sensitivity. The most common side effects of TZDs
are weight gain and fluid retention. Moreover, an increased incidence of edema is observed
when TZDs are co-administered with insulin or other antidiabetic agents [105].

CYP enzymes are involved in the hepatic metabolism of TZDs. Pioglitazone is metab-
olized by CYP2C8 and CYP3A4. Thus, the drugs that inhibit CYP2C8 and CYP3A4 play
a significant role in the pharmacokinetic pathway of pioglitazone. In Table 3, the drug
interactions associated with pioglitazone are summarized. Rosiglitazone is also metabo-
lized by CYP2C8 and CYP2C9. Drugs such as gemfibrozil and trimethoprim that inhibit
CYP2C8-mediated metabolism can induce the emergence of adverse reactions of pioglita-
zone. Gemfibrozil inhibits CYP2C8 and increases the plasma concentration of pioglitazone.
Thus, the level of blood glucose in patients taking gemfibrozil and pioglitazone should
be monitored [106]. Another study showed that the co-administration of fenofibrate and
rosiglitazone may cause myopathy and decreased quantities of high-density lipoprotein
(HDL) [107].
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The concomitant use of trimethoprim and pioglitazone can result in increased levels
of pioglitazone. Notably, the co-administration of rosiglitazone and trimethoprim could
cause adverse effects related with rosiglitazone. The co-administration of clopidogrel and
pioglitazone may result in increased levels of pioglitazone due to fluid retention in the
body. This interaction could also worsen the symptoms of heart failure. Ketoconazole
inhibits CYP2C8 and CYP2C9 enzyme activity. Ketoconazole interacts with pioglitazone
and rosiglitazone and increases the risk of adverse effects of rosiglitazone [108].

Inducers of CYP2C8 may have the opposite results. Rifampicin, as an inducer of
CYP2CS8, may result in the decreased efficacy of pioglitazone. Rifampicin can also induce
CYP3A4 and CYP2C8, which are responsible for the metabolism of pioglitazone. Patients
who are taking rifampicin and pioglitazone might exhibit decreased plasma levels of piogli-
tazone [109]. Rifampicin is also an inducer of CYP2C9. To this end, the co-administration
of rifampicin and rosiglitazone could lead to a decreased plasma concentration of rosiglita-
zone [110].

Table 3. Drug interactions with pioglitazone.

Drug Co-Administered Drug Effect References
Pioglitazone Gemfibrozil Increased plasma concentration of pioglitazone [106]
Pioglitazone Trimethoprim Increased plasma concentration of pioglitazone [73]
Pioglitazone Clopidogrel Increased levels of pioglitazone [84]
Pioglitazone Ketoconazole Increased levels of pioglitazone [108]
Pioglitazone Rifampicin Decreased efficacy of pioglitazone [109]

3.4.4. DPP-4 Inhibitors

Gliptins offer several advantages since they increase insulin secretion in a glucose-
dependent manner. Unlike sulfonylurea, the administration of gliptins is not associated
with weight gain and hypoglycemia. Many patients with DMT2 are also treated with
DPP-4 inhibitors to reduce the incidence of cardiovascular events. Mechanistically, DPP-4
inhibitors increase incretin levels, such as the levels of GLP-1 and GIP. The DPP-4 inhibitors
increase f3-cell mass by stimulating (3-cell differentiation and proliferation by reducing
oxidative stress, inflammation, and apoptosis, both in vitro and in pre-clinical models of
DMT2 [111,112]. In Table 4, the drug interactions of DDP-4 inhibitors with other drugs
are summarized. Despite the advantages of DPP-4 inhibitors, the patient’s therapeutic
response varies.

Sitagliptin, a DPP-4 inhibitor, is administered with metformin [113]. In a multiple-dose
cross-over study, metformin did not alter the pharmacokinetic of sitagliptin. Sitagliptin is a
substrate of P-gp; thus, the inhibitors of P-gp may lead to adverse effects of sitagliptin [114].
The co-administration of sitagliptin and cyclosporin leads to an increased absorption of
sitagliptin through the inhibition of P-gp. However, the half-life changes of sitagliptin
were not clinically significant [115]. The potential interactions between sitagliptin and
other antihyperglycemic agents are also important. The concomitant use of sitagliptin and
glibenclamide was evaluated in an open-label, randomized, two-period cross-over study,
but no pharmacokinetic interactions were observed [116]. Drug interactions with HMG-
CoA reductase inhibitors are also potent. Sitagliptin did not alter the pharmacokinetic
profile of simvastatin, but several cases of rhabdomyolysis in patients with renal failure
were observed [117]. The patients who are receiving sitagliptin along with statins, like
atorvastatin and lovastatin, should be monitored for the symptoms of muscle toxicity.

Vildagliptin is another inhibitor DPP-4 that has been used in the treatment of DMT?2.
The CYP enzymes do not play a significant role in the metabolic pathways of vildagliptin.
Different studies have been carried out to determine the potential interactions between
vildagliptin and glibenclamide or pioglitazone. The result of these studies showed that the
coadministration of vildagliptin with either glibenclamide or pioglitazone had no clinically
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significant effect on the pharmacokinetics of vildagliptin [118]. An open-label, multiple-
dose, three-period cross-over study tried to determine the drug interactions between simvas-
tatin and vildagliptin. The data indicated that the absorption of vildagliptin wasn't affected
upon the co-administration with simvastatin [119]. The co-administration of digoxin and
vildagliptin for 7 days in healthy subjects had no effect exposure of digoxin [120]. The
DPP-4 inhibitors also decrease the degradation of peptides, such as substance P. That
means they could be involved in the pathogenesis of ACE inhibitor-associated angioedema.
Vildagliptin use may be associated with a significantly increased risk of angioedema among
patients receiving ACE inhibitors, although the absolute risk is small [121].

Linagliptin is another DPP-4 inhibitor that is used to manage hyperglycemia in patients
with DMT2. It should not be used to treat Type I diabetes or in diabetic ketoacidosis.
Graefe et al., investigated the effect of the linagliptin (5 mg) on the pharmacokinetics
and pharmacodynamics of warfarin, a CYP2C9 substrate [122]. The coadministration of
linagliptin did not alter the pharmacokinetics or pharmacodynamics of R- or S-warfarin.
Therefore, no dosage adjustment is needed.

Saxagliptin, another DPP-IV inhibitor, is mainly metabolized by CYP3A4. Inhibitors
of CYP3A4 and P-gp, such as ketoconazole and diltiazem, may increase the plasma concen-
tration of saxagliptin. It has been observed that the plasma concentration of saxagliptin
is increased by the concomitant use of ketoconazole and saxagliptin. Thus, when the
usage of ketoconazole is necessary, it is recommended to use the lowest dose of saxagliptin
(2.5 mg). Diltiazem, a drug usually prescribed in the management of hypertension, angina,
and arrhythmias, is a potent inhibitor of CYP3A4 and P-gp. The coadministration of
saxagliptin and diltiazem may increase the concentration of saxagliptin [123,124]. The
plasma concentration of saxagliptin may be increased with the concomitant use of other
inhibitors of CYP3A4, such as macrolide antibiotics and antiretroviral drugs. However,
further studies are required to confirm these interactions [70].

Table 4. Drug interactions with DPP-4 Inhibitors.

Drug Co-Administered Drug Effect References
Sitagliptin Cyclosporin Increased absorption of sitagliptin [115]
Sitagliptin Simvastatin Risk of rhabdomyolysis [117]

Vildagliptin ACE Inhibitors Increased risk of angioedema [121]
Saxagliptin Ketoconazole Increased plasma concentration of saxagliptin [124]
Saxagliptin Diltiazem Increased plasma concentration of saxagliptin [124]
Saxagliptin Macrolide antibiotics Increased plasma concentration of saxagliptin [70]

3.4.5. GLP-1 Receptor Agonists (GLP-1RA)

In the guidelines provided by American Diabetes Association-European Association
for the Study of Diabetes, GLP-1 receptor agonists are recommended as a second-line and
third-line therapy for DMT2. GLP-1 receptor agonists reduce the risk of hypoglycemia,
minimize weight gain, and promote weight loss [125,126]. Glucagon-like peptide-1 receptor
agonists are incretin mimetics and contribute to the management of the blood glucose levels
in the patients. Drugs, such as exenatide, liraglutide, lixisenatide, albiglutide, dulaglutide,
and semaglutide, have been approved as GLP-1 agonists. The antidiabetic effect of GLP-1
agonists occurs through many mechanisms, including an increased glucose-dependent insulin
secretion, suppressed glucagon levels, and reduced food intake [127]. GLP-1 receptor agonists,
such as the endogenous GLP-1, bind and activate the GLP-1 receptor. GLP-1 is an incretin
hormone that is released after the oral ingestion of carbohydrates or fats.

Patients with DMT2 have decreased levels of GLP-1. GLP-1 enhances insulin secretion
in the presence of elevated glucose. Moreover, it suppresses glucagon secretion, retards
gastric emptying, reduces food intake via the reduction of appetite, and promotes beta cell
proliferation. GLP-1RA improves the glycemic control in patients with DMT2 and reduces
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body weight [128]. GLP-1RA has been shown to reduce systolic blood pressure and, to a
lesser extent, diastolic blood pressure [129]. In their review article, Saraiva and Sposito
presented data suggesting that GLP-1 receptor agonists do not worsen cardiovascular
disease and may have potential cardiovascular benefits in patients with DMT2 [130].

Nausea and vomiting are common adverse reactions and occur in the onset of treat-
ment with GLP-1RAs. Dose titration regimens are intended to reduce the gastrointestinal
effects. Patients with gastroparesis or other Gl issues are more likely to experience these
adverse reactions [128]. The co-administration of insulin and GLP-1RA may increase the
risk of hypoglycemia. Hence, it is recommended to reduce the dosage of insulin or insulin
secretagogues. GLP-1RA could decrease the weight of patients with DMT?2. Various studies
reported a mean weight loss of —1 kg to —4.4 kg after 3-to-4 months of treatment [131].
Acute pancreatitis has occurred in patients who received GLP-1RA. In February 2014, the
FDA and EMA stated that the current data do not support the increased risk of pancreatitis
in patients receiving incretin mimetics. However, patients with a history of pancreatitis
should be prescribed another antidiabetic therapy [132]. In Table 5, the drug interactions of
GLP-1RA are summarized.

Table 5. Drug interactions with GLP-1RA.

Drug Co-Administered Drug Effect References
Exenatide Acetaminophen Delayed absorption of acetaminophen [133]
Lovastatin Decreased AUC and Cpyax of lovastatin [134]
Liraglutide Acetaminophen Delayed absorption of acetaminophen [135]
Digoxin Delayed Tmax of digoxin [136]
Sulfonylureas Increased risk of hypoglycemia [137]
Atorvastatin Delayed Tmax of atorvastatin [138]
Lisinopril Delayed Tmax of lisinopril [138]
Semaglutide Digoxin Delayed Tmax of digoxin [136]
Warfarin Delayed absorption of warfarin [136]
Atorvastatin Prolonged absorption and lowered Cmayx of atorvastatin [136]
Dulaglutide Digoxin Delayed Tmax of digoxin [139]
Warfarin Delayed absorption of warfarin [139]
Atorvastatin Reduced AUC of atorvastatin [139]
Lixisenatide Ramipril Delayed Tmax of ramipril [140]

Drug—-drug interactions may happen during the treatment of GLP-1RA. GLP-1RA
may slow down the absorption of certain orally administered medications through de-
layed gastric emptying. The concurrent use of digoxin with dulaglutide, liraglutide, or
semaglutide resulted in a little delay in the Tmax of digoxin, but no dose adjustment was
needed [136,139]. Several studies have shown that no Warfarin dose modifications were
required in patients taking dulaglutide, semaglutide, or liraglutide along with warfarin.
However, a delay in the absorption of warfarin was observed in patients receiving dulaglu-
tide, semaglutide, or liraglutide. Thus, the INR of patients receiving GLP-1 agonists and
warfarin needs to be monitored [136,139].

Sulfonylureas are widely used in the treatment of DMT2. A higher risk of hypo-
glycemia was observed in patients taking liraglutide along with sulfonylurea. To avoid the
risk of hypoglycemic episodes, the dose of sulfonylurea should be halved when sulfony-
lurea is co-administered with a GLP-1RA [137]. Previous studies demonstrated that the
administration of exenatide modified the bioavailability of lovastatin. However, no dosage
adjustment was required. The concomitant use of atorvastatin with liraglutide, dulaglutide,
or semaglutide modified the Trax of atorvastatin. However, this change was not clinically
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significant [138,139]. Angiotensin-converting enzyme (ACE) inhibitors are preferred as
first-line antihypertensive agents to treat patients with hypertension and DMT2. However,
the administration of liraglutide delayed the Tmax of lisinopril [138]. The lixisenatide also
delayed the Tmax of ramipril, but this interaction was not clinically significant [140].

3.4.6. SGLT2 Inhibitors

SGLT?2 inhibitors (SGLT2i) reduce renal tubular glucose reabsorption, producing a
reduction in blood glucose without insulin release. Another benefit is the SGLT2i-mediated
positive effects on blood pressure and weight. The SGLT2i mechanism of action depends
on blood glucose levels while it is independent of the actions of insulin. Thus, there is
minimal chance of hypoglycemia and no risk of beta cell overstimulation. Currently, six
SGLT?2 inhibitors, ipragliflozin, dapagliflozin, canagliflozin, empagliflozin, luceogliflozin,
and tofogliflozin, were introduced for the treatment of DMT2 [141].

SGLT2 inhibitors can improve both fasting and postprandial hyperglycemia. A meta-
analysis of 45 clinical trials showed that SGLT2 inhibitor monotherapy results in a 0.79%
reduction of HbAlc plasma levels. Furthermore, the treatment with SGLT2i leads to a
reduction in the body weight by 1.7 kg. The weight loss from SGLT2i therapy occurs due to
an increased glucagon:insulin ratio that causes increased lipid mobilization. The EMPA-
REG OUTCOME study evaluated the cardiovascular safety and efficacy of empagliflozin.
Empagliflozin treatment reduced cardiovascular death, non-fatal myocardial infarction, and
non-fatal stroke by 14%, and it reduced cardiovascular death by 38%. The DAPA-HF study
revealed that dapagliflozin reduced the risk of heart failure or death from cardiovascular
disease by 26% [142]. Higher levels of glucose in the urine due to the glucosuric action of
SGLT2i may lead to urinary tract infection. Although most meta-analyses failed to correlate
urinary tract infection with SGLT2 inhibitors, dapagliflozin appears to have the greatest
effect. A significant increase in genital infections was observed in EMPA-REG OUTCOME.
It has been suggested that therapy with SGLT2i may change the mineral metabolism and,
thus, increase fracture risk. The risk of fractures was significantly higher with canagliflozin,
while an insignificant difference was reported with empagliflozin and dapagliflozin [143].

The metabolism of dapagliflozin occurs predominantly in the liver and kidneys by
uridine diphosphate-glucuronosyltransferase (UGT) 1A9 (UGT1A9). Dapagliflozin is not
cleared by renal excretion, in contrast to its major metabolite, which is mainly eliminated
via renal excretion. Pharmacokinetic studies in healthy volunteers showed that pioglita-
zone, metformin, glimepiride, or sitagliptin can be co-administered with dapagliflozin
without a dose adjustment [144]. The addition of dapagliflozin in patients who couldn’t
control DMT?2 with glimepiride resulted in an important reduction of HbAlc levels [145].
The co-administration of dapagliflozin was evaluated in patients who were treated with
simvastatin, warfarin, valsartan, or digoxin. In Table 6, the drug interactions of SGLT2i are
summarized. Dapagliflozin increases the exposure of simvastatin, but it was not clinically
significant. An increased exposure to warfarin was detected with a concomitant use of da-
pagliflozin, but changes to INR did not occur [144]. Drug interactions of dapagliflozin may
have occurred due to alterations at the level of metabolism. Hence, inducers or inhibitors
of UGT1A9 may lead to clinically relevant interactions of dapagliflozin. As a matter of fact,
rifampicin, an inducer of UGT1A9, and mefenamic aid, a strong inhibitor of UGT1A9, may
interact with dapagliflozin. Indeed, significant changes at dapagliflozin exposure were
observed after the administration of rifampicin (decrease of AUC by 22%) or mefenamic
acid (increase of AUC by 51%) [146].
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Table 6. Drug interactions with SGLT2i.

Drug Co-Administered Drug Effect References
Dapagliflozin Simvastatin Increased AUC of simvastatin [147]
Rifampicin Decreased AUC of dapagliflozin [146]
Mefenamic Acid Increased AUC of dapagliflozin [146]
Canagliflozin Digoxin Increased exposure of digoxin [148]
Rifampicin Decreased Cmax of canagliflozin [149]
Probenecid Acid Increased Cmax of canagliflozin [149]
Cyclosporine Increased AUC of canagliflozin [149]
Empagliflozin Glimepiride Decreased exposure of empagliflozin [150]
Sitagliptin Increased exposure of empagliflozin [151]

Canagliflozin is metabolized through glucuronidation by UGT1A9 and UGT2B4 into
two inactive metabolites. Drugs that induce or inhibit UGT enzymes could lead to several
interactions with canagliflozin. Moreover, canagliflozin is metabolized by CYP3A4 to a
lesser extent [152]. Metformin increases the exposure of canagliflozin (Cnax increase by 5%),
but this change was not clinically significant. The co-administration of canagliflozin and
digoxin increase the exposure to digoxin. Patients treated with this combination should be
monitored due to the narrow therapeutic index of digoxin. In contrast, no obvious changes
were observed after the administration of warfarin [148]. Inducers of UGT enzymes, such
as rifampicin, could decrease the exposure to canagliflozin. Upon the co-administration of
canagliflozin with an inducer of UGT enzymes, patients should be advised to increase the
dose of canagliflozin to 300mg in order to succeed glycemic control. The administration
of probenecid and cyclosporine increase the exposure to canagliflozin without significant
clinical effects [153].

Pharmacokinetic and pharmacodynamic characteristics of empagliflozin were recently
reviewed. The administration of glimepiride decreases the exposure to empagliflozin,
while the administration of sitagliptin increases the exposure. However, these changes
were not clinically relevant [151,154]. The absence of an interaction between empagliflozin
and verapamil showed that there is no effect of P-gp inhibition on the metabolism of em-
pagliflozin [155]. Furthermore, the oral co-administration of ethinylestradiol /levonorgestrel
demonstrated no alteration in the exposure of empagliflozin in DMT2 patients [156].

4. Conclusions

Nowadays, through the exploitation of molecular knowledge, pharmacogenomics
keeps the promise to advance disease prognosis, diagnosis, and therapy, as well as to
provide personalized medicine decisions. As a matter of fact, pharmacogenomics aims to
improve the clinical outcomes broadly for most, if not all, patients. However, by considering
the case of DMT2, its heterogenous and multifactorial nature, along with the molecular
complexity underlying the disease’s pathophysiology, must be emphasized, as well as the
secondary complications being developed over the years. To this regard, and to improve
data usage and clinical implementation, in the presented work, we executed network
analysis by covering gene and microRNA biomarker information complemented with drug
targets to depict the molecular connections of clinical relevance. Indeed, the comprehensive
analysis conducted in this study verified that DMT2 emerges as a multifactional disease
with a variety of pathways and molecular functions to be involved in its pathogenesis
and progressiveness.

This great complexity of DMT2 disease is reflected by the number of miRNAs and
target-genes with a potentially crucial role in the disease. Going further, the association
of DMT2 with cancer and pathways related to cell cycle and inflammation, which have
been already reported, are also presented in the current study, reinforcing the molecular
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complexity of the disease. However, the identification of some key molecules involved
in many processes, and which play a crucial role in biological pathways, can enrich the
existing knowledge as well as lay new foundations in the disease’s prevention and treat-
ment. Such a way helps the improvement of translational research capabilities to extract
pharmacogenomics-based information applicable to the individualized handling of pa-
tients and therapeutic interventions. Furthermore, by comprehensively assessing the drug
interactions of therapeutics delivered to patients with DMT2, the clinical pharmacology
knowledge could be simultaneously correlated with pharmacogenomics information, a
desirable case to happen when decision and drug dosage selection must be undertaken in
the clinical setting to fulfill pharmacotyping [157].

Overall, the data obtained facilitate the analysis of the molecular landscape of DMT2
by improving our understanding of the disease pathophysiology at the molecular level,
unveiling molecular connection maps of practical clinical utility, and empowering the
exploitation of pharmacogenomics-guided therapeutic decisions within the concept of
precision medicine.
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