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Abstract.

Background: Alzheimer’s disease (AD) is the leading cause of dementia, with its prevalence increasing as the global
population ages. AD is a multifactorial and intricate neurodegenerative disease with pathological changes varying from
person to person. Because the mechanism of AD is highly controversial, effective treatments remain a distant prospect.
Currently, one of the most promising hypotheses posits mitochondrial dysfunction as an early event in AD diagnosis and a
potential therapeutic target.

Objective: Here, we adopted a systems medicine strategy to explore the mitochondria-related mechanisms of AD. Then, its
implications for discovering nutrients combatting the disease were demonstrated.

Methods: We employed conditional mutual information (CMI) to construct AD gene dependency networks. Furthermore,
the GeneRank algorithm was applied to prioritize the gene importance of AD patients and identify potential anti-AD nutrients
targeting crucial genes.
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Results: The results suggested that two highly interconnected networks of mitochondrial ribosomal proteins (MRPs) play
an important role in the regulation of AD pathology. The close association between mitochondrial ribosome dysfunction and
AD was identified. Additionally, we proposed seven nutrients with potential preventive and ameliorative effects on AD, five

of which have been supported by experimental reports.

Conclusions: Our study explored the important regulatory role of MRP genes in AD, which has significant implications for

AD prevention and treatment.
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INTRODUCTION

Alzheimer’s disease (AD) is considered one of
the most common causes of dementia [1], with
hallmark pathological features including amyloid
plaques containing amyloid- (Af) and neurofib-
rillary tangles composed of hyperphosphorylated
tau proteins. Neuroimaging often reveals temporal
and medial parietal cortices accompanied by brain
atrophy, and reduced glucose utilization typically
manifests in in the posterior regions of the brain in
the early stages [2]. The current diagnostic criteria
for AD, proposed by the National Institute on Aging
and Alzheimer’s Association (NIA-AA), rely on the
observation of pathological markers during life or
after death [3]. A recent statistic shows that current
AD drug development is focused on the targets of
inflammation, amyloid, neurotransmitter receptors,
synaptic plasticity, tau pathology, oxidative and pro-
tein homeostasis/protein lesions [4]. However, the
safety and efficacy of these therapies remain contro-
versial [5]. In recent years, it has become apparent
that some changes in the aging process, such as
increased use of medications, decreased appetite,
and impaired nutrient absorption, can prevent older
adults from meeting their nutritional requirements.
This ultimately leads to malnutrition, which increases
the risk of frailty and reduces the quality of life [6].
Therefore, attention has been paid to the therapeu-
tic effects of nutrients in AD, thus reducing the side
effects of conventional medications. Recent studies
have highlighted the importance of improving the
intake of certain nutrients to slow the progression
of non-communicable diseases, including dementia
[7]. For example, recent studies have shown for the
first time that vitamin D receptor can regulate mito-
chondrial DNA transcription. In the human brain,
it can interact with mitochondrial transcription fac-
tor A, demonstrating its important role in energy
metabolism [8].

The slow progress in drug development for tradi-
tional targets prompted new perspectives to explore
the pathogenesis of AD. Mitochondria are mater-
nally inherited organelles with the primary role
of energy metabolism and signaling programmed
cell death through second messengers [9]. The
mitochondrial theory of aging suggests that aging-
associated accumulation of mitochondrial oxidative
damage and decreased repair efficiency lead to defi-
ciencies in cellular bioenergetics [10]. Recently,
researchers have identified mitochondrial dysfunc-
tion as a major deficiency contributing to the
pathophysiology of AD, referring to it as the “mito-
chondrial cascade hypothesis” [2]. Our previous work
further supports this theory by uncovering impor-
tant mitochondrion-associated genes involved in AD
pathological processes from a systems genetics per-
spective [11].

However, the mechanism of mitochondria in
AD pathogenesis remains largely unknown. Gene
dependency is a common phenomenon in biolog-
ical processes. For example, the activity of many
transcription factors that regulate their targets is
dependent on other regulators. Therefore, identify-
ing gene dependencies following phenotypic changes
can provide a better understanding of the biological
regulatory mechanisms of phenotypes. To address
this issue, several methods have been proposed to
construct Gene Regulatory Network (GRN) based
on gene expression data. However, these GRNs
can only represent static regulatory relationships
and cannot identify gene dependencies based on
phenotypic changes, which are crucial for us to inves-
tigate the biological mechanisms behind a specific
phenotype/disease [12]. In our previous work, we
proposed a regulatory network construction method
that can reveal the gene dependence during pheno-
typic changes. This strategy has been successfully
applied in breast cancer precision medicine [13, 14].
In this study, transcriptomic data from AD patients
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Fig. 1. The workflow of analysis procedure. Using transcriptomic data of AD patients and controls from ADNI (N=711) and ROSMAP
(N=410), we constructed gene dependency networks to analyze the mitochondrial mechanisms of AD. Gene dependency networks were first
constructed by conditional mutual information (CMI) calculation and permutation tests to identify gene-dependent pairs behind phenotypic
changes. We then used the GeneRank algorithm [15, 16] to calculate gene importance rankings for each AD patient based on gene expression
levels and gene dependencies. Based on the gene importance ranking results, we screened out nutrients targeting important genes for potential
preventive and therapeutic interventions in AD. ADNI, Alzheimer’s Disease Neuroimaging Initiative; ROSMAP, Religious Orders Study

and Rush Memory and Aging Project.

and controls were used to construct gene dependency
networks for dissecting the mitochondrial related
mechanisms in AD.

The gene dependency networks were first
constructed by calculating conditional mutual infor-
mation (CMI) and permutation tests to identify the
gene dependent pairs during the phenotypic changes.
The GeneRank [15, 16] algorithm was then used to
rank the gene importance ranking for each AD patient
based on gene expression levels and gene dependen-
cies. Based on the gene importance ranking results,
we screened out nutrients targeting important genes
as potential AD preventive and therapeutic interven-
tions. Figure 1 illustrates our analysis process.

MATERIAL AND METHODS
Study subjects

Transcriptome and phenotype data were obtained
from Alzheimer’s Disease Neuroimaging Initiative
(ADNI) and the Religious Orders Study and Rush
Memory and Aging Project (ROSMAP). ADNI is
a longitudinal, multicenter study, that has collected
multiple biomedical data from cognitively normal
elderly, mild cognitive impairment (MCI) individ-
uals, and AD patients since 2004. Resources are
available for exploring new clinical, imaging, genetic,
and biochemical biomarkers for the early diagnosis
and monitoring of AD [17].

ROSMAP consists of two projects, the Religious
Communities Study (ROS) and the Rush Memory
and Aging Project (MAP). The ROS project, initi-
ated by Rush University in 1994, is a comprehensive
longitudinal study that focuses on aging and AD.
The study recruited individuals from religious groups
for longitudinal clinical analysis and brain donation
[18]. MAP is a longitudinal epidemiological clin-
icopathology study of dementia and other chronic
diseases of aging. Since the study began in 1997, par-
ticipants undergo detailed annual clinical evaluations
and donate their brains, spinal cords, and muscles
after death [19].

The ADNI sample used in this study followed
the ADNI data use protocol (adni.loni.usc.edu/
wpcontent/uploads/how_to_apply/ADNI_Acknowle
dgement_List.pdf). The ROSMAP data used were
under the terms of the data use agreement of Rush
University Medical Center (RUMC). All data from
ROSMAP are available on the AMP-AD knowledge
portal. The data access requirements followed for
use can be found at https://adknowledgeportal.syna
pse.org/DataAccess/Instructions. All participants
provided written informed consent, autopsy consent,
and data use consent.

Data processing

Gene expression profiles of blood samples from
ADNI participants were provided by Bristol-Myers
Squibb (BMS). Gene expression measurements were
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Table 1
Basic Characteristics for participants in ADNI (N=711) and ROSMAP (N =410)
ADNI AD (n=109) nonAD (n=602) Diff (p)*
Sex (F/M) 39F, 70 M 277F 325 M 0.048
Age,y (SD) 74.5 (7.63) 72.9 (6.93) 0.049
Education, y (SD) 15.9 (2.98) 16.1 (2.77) 0.626
ROSMAP AD (n=145) nonAD (n=265) Diff (p)*
Sex (F/M) 57F 88M 103 F, 162M 0.93
Age, y (SD) 83.1(6.28) 80.3 (6.87) <0.0001
MMSE (SD) 26.8 (3.79) 13.6 (8.65) <0.0001

AD, Alzheimer’s disease; ADNI, Alzheimer’s Disease Neuroimaging Initiative; ROSMAP, The Reli-
gious Orders Study/the Rush Memory and Aging Project; F, female; M, male; MMSE, Mini-Mental
Status Examination score; SD, standard deviation; Diff, statistical difference between AD and non-AD.
*p-values are calculated by Fisher’s exact tests (for sex) or two-sample #-tests (for age, education, and

MMSE).

performed on 811 ADNI participants in the ADNI
WGS cohort. The Affymetrix Human Genome U219
array (Affymetrix, Santa Clara, CA) was used for
expression profiling. For more information, please
see http://www.affymetrix.com. Peripheral blood
from each sample was collected using PAXgene tubes
and analyzed for RNA. The quantity and quality
of the extracted RNA were further assessed using
NanoDrop and PerkinElmer LabChip GX, respec-
tively. To ensure a balance of sample sex and trait,
all samples were randomly assigned to Affymetrix
Human Genome U219 array plates. In order to
ensure the balance of sample gender and traits, all
samples were randomly assigned to the Affymetrix
Human Genome U219 array plate. Subsequent steps
of hybridization, washing, staining, and scanning
were automatically completed using the Affymetrix
GeneTitan system. The Affymetrix HG U219 array
contained 530,467 probes for 49,293 transcripts.
Quality control was performed according to the
standard procedures of Affymetrix Expression Con-
sole software and Partek Genomic Suite 6.6. Raw
expression values were preprocessed with the RMA
(Robust Multi-chip Average) normalization method.
All Affymetrix U219 probe sets were annotated with
reference to GRCh37 (hg19). The final ADNI expres-
sion profile retained 14,868 genes.

Gene expression data for brain samples from Rush
University contained 490 samples with no duplicates
(syn3800853). Brain tissue RNA extraction was per-
formed using the Rneasy Lipid Tissue Kit (Qiagen,
Valencia, CA). Subsequent steps such as hybridiza-
tion were processed with an automated Scigene Little
Dipper process (Scigene, Sunnyvale, CA). Specific
experimental details of the data are described in the
study by Zhang et al. [20]. 410 samples with pheno-
typic information and passing quality control were

retained, each of which had expression information
for 19,306 genes. The basic characteristics of two
datasets are summarized in Table 1.

Construction of gene dependency network

We constructed gene-dependent networks for
ADNI and ROSMAP transcriptome data separately,
with the following process:

1. Gene expression levels of each gene in the
dataset and clinical information of all samples
were discretized. The final judgment of AD and
normal control (CN) depended on the patient’s
status at the time of the last sampling. Some of
the MCI patients who eventually converted to
AD were classified as AD phenotype (ADNI:
15, ROSMAP: 104). Only patients who were
eventually stable in MCI phenotype and nor-
mal were considered CN. For AD patients, we
set the phenotype to 1; if the patient was CN,
the phenotype was set to 0. For gene expression
levels, a gene was set to 1 if its expression in a
sample was higher than the median expression
level of that gene in all samples; otherwise, it
was set to 0.

2. To make the calculations more efficient and the
results more reliable, we only consider those
gene pairs that interact in the protein-protein
interaction (PPI) network as candidate depen-
dency pairs. The PPIs used in this study were
obtained from the latest STRING database [21].
Gene pairs with scores no less than 400 were
retained for subsequent analyses. For each can-
didate gene-dependent pair (gene A and gene
B), we set the expression levels of gene A and
gene B and the AD risk of all patients into a
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triad. The triads were sorted in ascending order
according to the expression level of gene B.

3. For genes and their interactions pairs co-
existing in gene expression data and PPI
network, the gene dependency of one gene
(gene A) with another gene (gene B) was char-
acterized by CMI. The calculation formula was
as follows:

CM1(Gene A;risk|Gene B) = Epjgn
(Gene A, risk) — Ej,,(Gene B, risk)

where Ep;gp, (Gene A, risk) is the mutual infor-
mation for AD patients with high expression
levels of Gene A and 35% of Gene B. Ej,,,
(Gene A, risk) is the mutual information for AD
patients with low expression levels of Gene A
and 35% of Gene B. The mutual information
was calculated using the tool of Peng et al. [22].
For each candidate pair (A, B), we obtained
711 and 410 trios in the ADNI and ROSMAP
datasets in the form of (value of gene A, clini-
cal information, value of gene B), with each trio
representing one sample, respectively.

4. p-values for CMI were calculated for each gene
pair using a permutation test. First, we per-
formed a random permutation of the expression
levels of gene B to calculate random CMIs for
gene A and gene B. Then, the random per-
mutation was repeated 1000 times to obtain
1000 random CMIs, and these 1000 randomly
calculated CMIs were used as the null hypoth-
esis distribution. The actual CMI values in the
original hypothetical distribution were divided
by 1000 in order (descending order) as the
significance p-value of (A, B). Finally, all sig-
nificant gene dependency pairs (p-value<0.05)
were combined into the gene dependency net-
work. In the network, the nodes represent genes
and the directed edge (A—> B) represents the
clinical phenotypic mutual information of gene
A significantly dependent on gene B.

Mitochondria-related subnetwork extraction

To capture the significant portions of the whole
gene dependency network, Molecular Complex
Detection (MCODE) was utilized to extract the
densely connected regions in the network. To fur-
ther investigate the role of mitochondrial-nuclear
gene interaction mechanism in AD, we selected gene
pairs with gene A connectivity in the top 10% and

belonging to mitochondria-associated genes for sub-
sequent network analysis. MCODE is based on vertex
weighting of local neighborhood density and traver-
sal outward from locally dense nodes to isolate dense
regions according to given parameters. This algo-
rithm has the advantage over other graph clustering
methods of a directed model that allows fine-tuning
the clusters of interest without considering the rest
of the network, while examining the cluster inter-
connectivity associated with the regulatory network.
This method has demonstrated favorable outcomes
in the analysis of yeast protein interaction networks
[23].

The default parameters of MCODE were applied
in dividing the subnetwork: Node Score Cutoff: 0.2;
Haircut: true; Fluff: false; K-Core: 2; Max. Depth
from Seed: 100. Mitochondria-associated genes were
derived from our recent study [l11], containing
mitochondrial localization genes (n=1,474), mito-
chondrial epistasis-associated genes (n=1,650) and
hub genes identified by weighted gene co-expression
network analysis (WGCNA) (n=91).

Nodes importance ranking

After obtaining the gene dependency network. The
importance of all nodes were assessed. The selected
evaluation metric was Maximal Clique Centrality
(MCC), a newly proposed method that phenocopies
better performance than other methods in terms of
accuracy in predicting the basic proteins of the
yeast PPI network. The calculation formula is as
follows:

MCC(v) = Z (C| - 1!

CeS(v)

where S(v) is the set of extremely large clusters con-
taining v, (|C| — 1)! is the product of all positive
integers less than |C|. If there is no edge between
neighbors of node v, MCC(v) is equal to its degree.
In this study, the TOP100 genes in MCC ranking were
selected as significant nodes for analysis.

Based on these significant nodes, PPI enrich-
ment analysis was performed using the following
databases: STRING [21], BioGrid [24], OmniPath
[25], and InWeb_IM [26]. Only physical interactions
in STRING (physical score>0.132) and BioGrid
were used. The generated network contains a sub-
set of proteins that form physical interactions with
at least one other member of the list. If the network
contained 3 to 500 proteins, the MCODE algorithm
was used to identify densely connected network com-
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ponents. Biological pathway and process enrichment
analysis was then applied independently to each
MCODE sub-network and the top three entries with
the most significant p-values were retained as the
functional descriptions of the corresponding subnet-
works.

Gene importance ranking and nutrient screening

The fundamental principle of drug therapy is the
use of drugs to work on disease driving genes, also
known as targets. Drugs with the same efficacy may
have distinct drug targets. Similarly, patients who
exhibit the same disease symptoms may also have dif-
ferent underlying risk factors, which can be reflected
by gene expression profiles. Therefore, it is essen-
tial to identify key genes for each patient based on
their gene expression data. The effect of a drug on a
specific individual patient can be inferred by testing
whether the drug can target the corresponding critical
gene(s) of the patient. Google developed PageRank
[15] to successfully rank web pages based on the
hyperlinks of all web pages in the Internet. Based on
PageRank, GeneRank [15, 16] can capture the net-
work topology of biological networks and the initial
importance of nodes in the network, ultimately pri-
oritizing important genes in biological systems. In
this study, gene dependency networks were applied
to reveal the interactions between genes. Afterwards,
a modified GeneRank algorithm was implemented
to prioritize the gene importance for each patient
[27].

The central concept of the GeneRank algorithm is
that the importance of a node in the network depends
on the importance of the nodes that point to it. The
equation of the algorithm is as follows:

w; ji’?il

N
"=10-d) fi+d _—
T; ( )fj+ ; degi

where, r;? and r?‘l are the scores of gene i after
n and n-1 iterations of calculation, respectively; f;
is the initial importance of gene j, which is set in
this study as the absolute value of the fold-change
value between the disease patient and the control sam-
ples; w is the linkage matrix constructed based on
the gene dependency network, if gene i depends on
gene j (there is an edge in the gene dependency net-
work pointing from i to j), then wy; =1 and wj; =1,
otherwise 0; deg; describes how many nodes have
interaction with gene i (the out-degree of gene 1);
N represents the number of genes in the network;

d (0 <d<1) is a constant representing the weight of
gene dependency relationship in the calculation pro-
cess.

It can be seen from the formula that the importance
of vertex j depends on the value of two components:
the initial importance of the gene (the differential
expression value of gene i) and the importance value
of all vertices pointing to vertex j (the second term
on the right side of the formula). A larger d rep-
resents that the importance of the gene depends on
the gene-dependent relationship, and a smaller d rep-
resents that the importance of the gene depends on
the initial importance of the gene. In this study, d
was set to 0.5 and the algorithm was iterated to stop
when £<0.00001, where ¢ is the first order paramet-
ric number of [} — 74 ~"|. With this calculation, the
importance of AD pathology-related genes can be
ranked for each individual.

After obtaining the gene importance ranking of AD
samples, statistical methods were used to see if the
target gene(s) of a candidate drug could targeted the
critical genes of the sample and predict the drug’s
effectiveness for a specific patient. Our study used
the Kolmogorov-Smirnov (KS) test, which measures
whether the elements in a set are significantly dis-
tributed in the upper or lower part of a given sequence.
If the target genes of the drug or combination of drugs
are predominantly distributed in the upper part of the
list of key genes in the patient, then this drug or com-
bination of drugs is considered to be more efficacious
in this patient. The smaller the p-value of the test
for the KS test, the more effective the drug is for
this patient. The drug efficacy prediction model for
a particular patient is constructed without the use of
class labels and without a training process. Nutrients
and targets information derived from the most recent
Drugbank database [28], which included 95 approved
nutrients.

Ethics approval and consent to participate

Usage of ADNI samples follows the data use
agreement at ADNI (https://adni.loni.usc.edu/data-
samples/access-data/#faccess_data). Data  from
ROSMAP were obtained under data use agreement
with Rush University Medical Center (RUMC). ROS
and MAP were approved by an Institutional Review
Board of RUMC. All participants gave written
informed consent, signed an Anatomic Gift Act, and
signed a repository consent allowing their data to be
shared.
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Table 2
Gene dependency network enrichment results
TOP10% ADNI-A ADNI-B ROSMAP-A ROSMAP-B
MT-located genes 2.90E-35 4.09E-13 2.90E-35 4.68E-40
MT-epistatic genes 0.98 4.26E-05 0.44 3.79E-09
WGCNA Hub genes 0.11 1.57E-08 0.48 0.16

The gene dependent pair (A, B) implies that the effect of gene B on the phenotype depends on gene
A. Hypergeometric enrichment tests revealed that either gene A or gene B in these combinations
were enriched to different kinds of mitochondria-associated genes as well as WGCNA hub genes

obtained from our previous study [11].
RESULTS

Establishment and evaluation of gene
dependency network

A pipeline for constructing gene dependency
networks was proposed in our previous work
and its efficacy was demonstrated in discovering
cancer-related prognostic genes [13]. In this study,
we applied this strategy to AD to uncover the
mitochondria-related gene-dependent relationships
in the AD pathogenesis. Gene dependency networks
were constructed based on transcriptome data from
ADNI and ROSMAP, respectively. After the permu-
tation test, there were 66,538 and 112,513 significant
gene dependent relationship pairs in ADNI and
ROSMAP, respectively. We selected the gene pairs
with gene A connectivity in the top 10% of the pairs
for subsequent analysis (Supplementary Table 1).
Hypergeometric enrichment tests revealed that either
gene A or gene B in these combinations were enriched
to different kinds of mitochondria-associated genes
as well as WGCNA hub genes obtained from our
previous study [11] (Table 2). Our results suggested
that mitochondrial-nuclear gene interactions play an
important regulatory role in AD pathogenesis.

Identification of mitochondria-related
subnetwork modules

To identify important subnetworks that were
closely related to mitochondria, the MCODE algo-
rithm were applied to cluster the whole gene
dependent network. Finally, seven subnetworks were
obtained for ADNI and 11 subnetworks were detected
for ROSMAP. Enrichment of the above three types of
mitochondrial genes in these subnetworks revealed
that clusterl and cluster4 of ROSMAP were sig-
nificantly enriched to mitochondria-associated genes
(Hypergeometric Test, p=0.017 and 0.049) (Supple-
mentary Table 2).

ROSMAP clusterl (MRPS6, MTIF2, MRPL30,
MRPS12, MRPS18A, MRPS33, MRPLA40, CHCHDI,
MRPILA48, MRPL50, MRPL20, MRPS?2) and cluster4
(NDUFSS8, MRPL17, MRPL42, LRPPRC, DICERI,
MTIF3, MRPLI2, MRPSI15, AURKAIPI), which
were significantly enriched for mitochondrial genes,
were selected for GO enrichment. The results showed
that both modules were significantly enriched in
mitochondrial translation initiation and mitochon-
drial translation elongation processes. Most of the
genes in these modules belong to the MRP fam-
ily. CHCHDI in cluster]l and AURKAIP] in cluster4
are also newly identified MRP members (named
MRPS37 and MRPS38, respectively), as shown in
Fig. 2.

Analysis of critical nodes related to mitochondria

The MCC importance of nodes in all dependency
pairs with gene A connectivity in the top 10% and
belonging to mitochondria-related genes were cal-
culated. The nodes with the top 100 MCC scores
were selected for further exploration (Supplemen-
tary Table 3). To elucidate the biological functions of
these important nodes, the densely connected regions
in these nodes were extracted by MCODE and PPI
enrichment analysis. Six sub-networks were derived
from ADNI and seven sub-networks were extracted
from ROSMAP. For each subnetwork, we performed
biological function analysis separately and retained
the top three entries with the best p-value as the func-
tional description of the corresponding sub-networks.
Detailed results were shown in Fig. 3, Table 3, and
Supplementary Tables 4 and 5.

The biological functions involved in the ADNI
MCODE subnetworks can be summarized as:
mitochondrial ribosome translation-related func-
tions, platelet-derived growth factor/platelet-derived
growth factor receptor (PDGF/PDGFR) pathway,
positive regulation of peptidase activity, central
carbon metabolism in cancer, establishment of
proteins localized in mitochondria, and electron
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Gene translation
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Fig. 2. GO analysis of mitochondrial significantly enriched subnetworks. A) cluster 1, B) cluster 4. ROSMAP clusterl (MRPS6, MTIF2,
MRPL30, MRPS12, MRPS18A, MRPS33, MRPL40, CHCHDI, MRPL48, MRPL50, MRPL20, MRPS2) and cluster4 (NDUFSS, MRPL17,
MRPLA42, LRPPRC, DICERI, MTIF3, MRPL12, MRPS15, AURKAIP1), which were significantly enriched for mitochondrial genes, were
selected for GO enrichment. The results showed that both modules were significantly enriched in mitochondrial translation initiation and

mitochondrial translation elongation processes.

transport chain involving mitochondrial ATP,
etc. The biological processes of the MCODE
subnetworks for ROSMAP can be described
as: mitochondrial translation-related functions,
ERBB1/PDGFR/MTOR pathway, CNS neuronal
development, neurotrophic factor signaling pathway,
production of precursor metabolites and energy,
maturation of protein E, and some signaling and
stimulus response processes. It is worth noting
that MCODE_1 of both ADNI and ROSMAP were
associated with mitochondrial translation-related
functions, demonstrating the vital role of these
identified MRP genes in AD pathology.

In addition, these modules were also enriched
in PDGFR-related pathways (ADNI: MCODE 2,
ROSAMP: MCODE 2). PDGF and its receptor
PDGFR are expressed in a variety of cell types,
including brain cells such as neuronal progeni-
tors, neurons, astrocytes, and oligodendrocytes. The
PDGF family comprises five functional subunits.
They are A, B, C, and D, which are linked by disul-

fide bonds of polypeptide chains to form homo-
or heterodimers, namely PDGF-AA, PDGF-AB,
PDGF-BB, PDGF-CC, and PDGF-DD. These growth
factors promote their biological on-cell functions by
binding to their cognate receptors, namely PDGFR-
o and PDGFR-(3, through receptor tyrosine kinase
activity. Emerging evidence suggests that PDGF-
mediated signaling regulates various functions of the
central nervous system (CNS), such as neurogenesis,
cell survival, synaptogenesis, regulation of ligand-
gated ion channels, and the development of specific
types of neurons [29]. Interestingly, PDGF/PDFGR
signaling can trigger opposite effects in the CNS,
depending on the cell type and activating stimulus,
and is associated with the pathogenesis of several
neurodegenerative diseases [30].

Nutrients discovery for Alzheimer’s disease

Traditional drugs used to treat AD often come with
great side effects. Tacrine, the first and most effec-
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Fig. 3. Biological function and pathway analysis of MCC TOP100 nodes. A) ADNI, B) ROSMAP. The nodes with the TOP100 MCC scores were selected for further exploration (Supplementary
Table 3). To resolve the biological functions of these important nodes, the densely connected regions in these nodes were extracted by MCODE and PPI enrichment analysis. Six sub-networks
were derived from ADNI and seven sub-networks were extracted from ROSMAP. For each subnetwork we performed biological function analysis separately and retained the top three entries
with the best p-value as the functional description of the corresponding sub-networks. The biological functions involved in the ADNI MCODE subnetworks can be summarized as: mitochondrial
ribosome translation-related, platelet-derived growth factor/platelet-derived growth factor receptor (PDGF/PDGFR) pathway, positive regulation of peptidase activity, central carbon metabolism
in cancer, establishment of proteins localized in mitochondria, and electron transport chain involving mitochondrial ATP, etc. The biological processes of the MCODE subnetworks for ROSMAP
can be described as: mitochondrial translation-related, ERBB1/PDGFR/MTOR pathway, CNS neuronal development, neurotrophic factor signaling pathway, production of precursor metabolites
and energy, maturation of protein E, and some signaling and stimulus response processes.
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Table 3
Biological function and pathway analysis of MCODE components
MCODE GO Description Logl10(P)
ADNI MCC TOP100
MCODE_1 hsa03010 Ribosome -11.2
MCODE_1 CORUM:320 55 S ribosome, mitochondrial —11.1
MCODE-1 R-HSA-5368286 Mitochondrial translation initiation -10.7
MCODE_2 M186 PID PDGFRB PATHWAY -35.4
MCODE_2 M164 PID ERBB1 DOWNSTREAM PATHWAY -30.8
MCODE_2 WP2037 Prolactin signaling pathway -26.9
MCODE_3 GO0:0010952 positive regulation of peptidase activity -13.3
MCODE_3 GO0:0045862 positive regulation of proteolysis -12.9
MCODE_3 G0:0043280 positive regulation of cysteine-type endopeptidase -12.5
activity involved in apoptotic process
MCODE_4 hsa05230 Central carbon metabolism in cancer —-11.1
MCODE_4 WP4674 Head and neck squamous cell carcinoma -8.3
MCODE_4 hsa05215 Prostate cancer -7.9
MCODE._5 GO0:0072655 establishment of protein localization to mitochondrion -11.9
MCODE_5 GO:0070585 protein localization to mitochondrion -11.6
MCODE_5 R-HSA-5205685 PINK1-PRKN Mediated Mitophagy -11.1
MCODE_6 GO0:0019646 aerobic electron transport chain -10.4
MCODE_6 GO0:0042773 ATP synthesis coupled electron transport -10.3
MCODE_6 GO0:0042775 mitochondrial ATP synthesis coupled electron transport -10.3
ROSMAP MCC TOP100

MCODE_1 R-HSA-5368287 Mitochondrial translation -100.0
MCODE-.1 R-HSA-5368286 Mitochondrial translation initiation -97.8
MCODE_1 R-HSA-5389840 Mitochondrial translation elongation -93.9
MCODE_2 MI164 PID ERBB1 DOWNSTREAM PATHWAY -20.5
MCODE_2 M186 PID PDGFRB PATHWAY -19.7
MCODE_2 Mi21 PID MTOR 4PATHWAY -19.1
MCODE_3 WP3286 Copper homeostasis 9.2
MCODE_3 GO0:0021954 central nervous system neuron development -8.5
MCODE_3 WP3932 Focal adhesion: PI3K-Akt-mTOR-signaling pathway -8.2
MCODE_4 hsa05220 Chronic myeloid leukemia -18.3
MCODE_4 hsa04722 Neurotrophin signaling pathway -16.9
MCODE_4 WP2374 Oncostatin M signaling pathway -15.2
MCODE._5 hsa01200 Carbon metabolism -6.3
MCODE._5 G0:0006091 generation of precursor metabolites and energy 4.7
MCODE_6 R-HSA-9694493 Maturation of protein E -12.1
MCODE_6 R-HSA-9683683 Maturation of protein E —-12.1
MCODE_6 R-HSA-9706377 FLT3 signaling by CBL mutants -11.1
MCODE._7 R-HSA-2262752 Cellular responses to stress —4.8
MCODE._7 R-HSA-8953897 Cellular responses to stimuli —4.8

For the TOP100 significant nodes in the MCC scoring, protein-protein interaction enrichment analysis was performed using the
following databases: STRING, BioGrid, OmniPath, InWeb_IM. Only physical interactions from STRING (physical score >0.132)
and BioGrid were used. The generated protein interaction network contains a subset of proteins that have physical interactions
with other members (at least one) of the analyzed gene lists. When the resulting network contains 3-500 proteins, the MCODE
algorithm was used to identify locally densely connected clusters in the whole. Biological functional enrichment analysis was
performed for each MCODE sub-network identified. The top three results in terms of p-value significance were retained as the

functional description of that sub-network.

tive acetylcholinesterase inhibitor among the five
FDA-approved AD drugs, was found to be highly
hepatotoxic and caused definite acute liver injury.
It was eventually withdrawn from the market due
to excessive adverse effects and risks outweighing
the benefits [31]. To mitigate the toxic effects of
AD medication, we sought to identify nutrients with
potential therapeutic effects on AD. Based on the
constructed gene dependency network, ADNI and

ROSMAP individuals were ranked for gene impor-
tance by GeneRank. Then, 95 nutrients and their
targets collected in DrugBank were predicted for
drug efficiency. The mean KS p-values were calcu-
lated for all individuals in each database to determine
the overall drug efficiency of the nutrients, and
nutrients targeting important genes were selected.
Finally, seven nutrients were identified in ADNI
and 69 nutrients in ROSMAP at a threshold of p-



X. Xu et al. / Dissecting Mitochondrial Mechanisms of Alzheimer’s disease 1719

value less than 0.05. Specifically, the seven nutrients
screened based on ADNI samples were also con-
sistently identified in ROSMAP. The names of all
the significant nutrients were listed in Supplementary
Table 6.

These seven nutrients are listed in descending order
according to the predicted drug effectiveness: Nicoti-
namide Adenine Dinucleotide (NADH), Adenosine
Phosphate, Adenosine Triphosphate (ATP), Pro-
line (Pro), Alfacalcidol, Glutathione (GSH), and
L-Glutamine. Moreover, NADH was predicted to be
the most effective nutrient in both the ADNI and
ROSMAP samples.

DISCUSSION

AD is a neurodegenerative disease that arises from
a complex interplay of various processes. The under-
lying mechanisms of AD remain unclear, and all
potential drugs have failed to varying degrees in
human trials. Several hypotheses have been proposed
to explain the cause of AD. Currently, one of the
most promising hypotheses considers mitochondrial
dysfunction as an early event in AD development
and a potential therapeutic target. Our study provides
innovative insights into the mitochondria-related reg-
ulatory relationships in AD pathogenesis from a
gene-dependent perspective. Based on the AD gene
dependency network, the nutrients targeting impor-
tant genes in patients were further screened by the
personalized GeneRank algorithm and KS test. Our
study provides novel ideas for understanding AD
mitochondrial pathogenesis and personalized preven-
tion and treatment.

The identification of important nodes related to
mitochondria highlighted the significant role of
MRPs. Mammalian MRPs are encoded by nuclear
genes, synthesized in the cytoplasm and then trans-
ported into the mitochondria for assembly into
mitoribosomes. MRPs not only play a role in
mitochondrial oxidative phosphorylation, but also
participate in regulating cellular state as apoptosis-
inducing factors. Abnormal expression of MRPs
leads to mitochondrial metabolic disorders, cellu-
lar dysfunction, etc. Many studies have shown that
abnormal expression of MRPs is closely related to
aging and various tumors. For example, specific
downregulation of MRPL?2 in the retina was identified
in aged APP/PSI mice at 8 months [32]. Epigenetic
mapping of mice revealed that the methylation level
of MRPIL4 increased with aging [33]. Houtkooper

et al. identified mitochondrial ribosomal protein S5
(MRPS5) and other mitochondrial ribosomal pro-
teins (MRPs) as metabolic and lifespan regulators
using mouse population genetics and RNAi technol-
ogy in Caenorhabditiselegans (C. elegans). MRPs
knockdown triggers mitochondrial protein imbal-
ance, reduces mitochondrial respiration, and activates
the mitochondrial unfolded protein response [34].
Taken together, we suggested that these sets of
MRPs genes in cluster] and cluster4 may have inter-
dependent relationships in the AD mitochondrial
mechanism and jointly regulate the AD pathological
process.

In addition, the analysis for the top 100 impor-
tant genes of MCC ranking revealed that MCODE
2 of both ADNI and ROSMAP were enriched to
PDFGR-related pathways. Since A3 accumulation
starts decades before the onset of AD symptoms,
it has been proposed that biomarkers in plasma
and cerebrospinal fluid could predict AD onset long
before the neurodegenerative process begins, thus
facilitating AD prevention. Ray et al. identified
PDGF-BB as one of the most important biomarkers
associated with AD through a study of 18 differ-
ent plasma markers [35]. Decreased levels of plasma
PDGF-BB correlates with the degree of cognitive
impairment observed in AD patients [36]. There-
fore, PDGF-BB can be used to identify individuals
with MCI in advance. In addition, PDGF-BB was
observed to bind to sorL1, sorCS1, and sorCS3 in
late-onset AD. This process in turn affected their
interactions and downstream signaling from PDGFR-
(3, which may ultimately lead to pericyte dysfunction
and/or degeneration [37]. In summary, a number of
studies have now confirmed the role of PDGF-BB
in AD and its significance as a therapeutic tar-
get. However, no study has yet suggested that this
pathway is associated with mitochondria. Our study
proposed two collections of gene-dependent relation-
ships between the PDGF pathway and mitochondria
associated with the pathogenesis of AD, opening
new doors for the understanding of mitochondrial
mechanisms in AD. Targeting multiple genes simul-
taneously in these subnetworks may improve AD
drug efficacy.

Numerous studies have demonstrated the protec-
tive role of multiple micronutrients and macronu-
trients in the prevention and treatment of AD.
However, the effectiveness of nutrient is difficult to
estimate due to the complexity of the disease and
the individual-specific pathological manifestations
of AD. Therefore, based on the constructed gene
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dependency network, we further ranked the genetic
importance of each patient sample by the GeneR-
ank algorithm [15, 16] and then used the KS test to
screen out nutrients with potential therapeutic effects
on AD. The process can also be used for precision
medicine and drug efficiency prediction for AD or
other diseases. Five of the seven nutrients we pre-
dicted to have the highest overall efficiency have
been shown to improve AD-related symptoms and
are closely related to mitochondria-related pathways
such as energy metabolism or oxidative stress. Com-
bining all ADNI and ROSMAP samples, NADH
was considered to be the most effective nutrient.
NADH is an antioxidant coenzyme present in every
living cell in the body primarily involved in the
metabolism of substances and energy in cells. It is
produced in the citric acid cycle in glycolysis and cel-
lular respiration and acts as a carrier of biohydrogen
and an electron donor, transferring energy to supply
ATP synthesis through an oxidative phosphoryla-
tion process in the inner mitochondrial membrane.
Therefore, NADH is also known as mitochondrial
element [38]. As a derivative of vitamin B3, NADH
enhances brain cognition and health by producing
ATP energy and increasing dopamine levels. NADH
also plays various roles in regulating mitochondrial
energy metabolism, calcium homeostasis, brain gene
expression, and anti-apoptosis. It has been used in the
treatment of several neurological disorders, including
AD [38, 39].

In addition, GSH has been recognized as a natu-
ral antioxidant that protects the brain from damage.
GSH levels are significantly reduced in the hippocam-
pus of MCI and AD patients compared to healthy
elderly subjects. Therefore, GSH supplementation
is necessary to enhance cognitive performance in
patients with MCI and AD [40]. Glutamine is the
most abundant amino acid in human blood, which
is necessary and critical for many cellular functions.
In the brain, glutamine is primarily produced by
astrocytes that express glutamine synthetase. Many
pathological factors known to contribute to AD can
directly reduce glutamine synthetase activity, includ-
ing AP deposition, chronic inflammation, hypoxia,
ischemia/reperfusion, and oxidative stress. Indeed,
glutamine metabolism is impaired in AD patients,
and glutamine deficiency can impede critical cellular
functions such as mitochondrial energy production,
DNA damage response, apoptosis, and autophagy.
Therefore, glutamine supplementation may help
prevent or delay aging-induced degenerative dis-
eases [41]. These results illustrated the effectiveness

of gene-dependent networks and demonstrated the
important role of mitochondria in the diagno-
sis and management of AD. These nutrients may
improve AD by enhancing mitochondrial func-
tion. The remaining ones, proline and alfacalcidol,
while not currently supported by the literature, also
deserve further investigation. It is worth noting that
there is a gap between the therapeutic potential
of these nutrients and their clinical effectiveness.
Extensive follow-up experiments are needed to val-
idate them before they can be used in clinical
treatment.

Several limitations might exist in our study. First,
we used gene expression data for all European
samples. Therefore, the results may differ among
different races. Second, we only considered gene
expression data when calculating the mutual informa-
tion between genes because it best reflects the effect
of the current physiological state of the sample on
the genes. If other types of data can be considered,
such as the genome, epigenome, metabolome, etc., it
may be possible to analyze gene dependencies more
comprehensively. In addition, there are many contro-
versial issues with the prioritization of web pages.
For example, because the most well-known mecha-
nisms or the genes involved in them tend to recur
in many studies, there is a risk of creating artificial
importance based on the visual effects of the Inter-
net. Such results may highlight the importance of
certain research hotspot genes. Finally, the specific
mechanisms of our proposed mitochondria-related
important regulatory genes and the efficacy of the
candidate nutrients need further experimental valida-
tion.

In conclusion, we explored the mitochondria-
related mechanisms in AD through systematic
transcriptomic analysis. By constructing gene depen-
dency networks, we identified two sub-networks with
important regulatory roles in mitochondrial transcrip-
tional translation. The importance of MRPs (e.g.,
MRPLI7, MRPL42) in AD was demonstrated. Node
importance analysis identified subnetworks related to
PDGF pathway and mitochondria. Drugs that simul-
taneously target multiple genes in these subnetworks
may have better therapeutic efficacy. Further, we used
the GeneRank algorithm to rank the gene impor-
tance of each patient sample. Finally, we proposed
seven most effective and safe nutrients by examin-
ing whether the drugs target critical genes. Our study
suggests the important role of MRPs in the regulatory
process of AD. Targeting certain MRPs genes may be
a promising therapeutic strategy for AD.



X. Xu et al. / Dissecting Mitochondrial Mechanisms of Alzheimer’s disease 1721

ACKNOWLEDGMENTS

We like to thank the individuals who participated
in the ROSMAP, ADNI, and their families and care-
givers for making the programs possible.

FUNDING

Study funded by Fundamental Research Funds for
the Central Universities (2662021JC008).

Data obtained from the Alzheimer’s Disease Neu-
roimaging Initiative (ADNI) database were funded
by the Alzheimer’s Disease Neuroimaging Initiative
(ADNI) (National Institutes of Health Grant UO1
AG024904) and DOD ADNI (Department of Defense
award number W81 XWH-12-2-0012). The investiga-
tors within the ADNI contributed to the design and
implementation of ADNI and/or provided data butdid
not participate in analysis or writing of this report.

Work from Rush was supported in part by
grants P30AG10161, RO1AG15819, RO1AG17917,
UO1AG61356, RO1AG30146, the Illinois Depart-
ment of Public Health, and the Translational
Genomics Research Institute (Kronos Science). We
are indebted to the participants in the Religious and
the Orders Study and the Rush Memory and Aging
Project.

CONFLICT OF INTEREST

The authors have no conflict of interest to report.

DATA AVAILABILITY

The transcriptome data can be applied from
the ADNI website (http://adni.loni.usc.edu).
The gene expression profiles of AD patients
from ROSMAP can be obtained through RADC
(https://www.radc.rush.edu) or the ADKnowleage
Portal (http://www.synapse.org). The protein-protein
interaction network was obtained from the latest
STRING database (https://string-db.org). Nutrients
and their target information were downloaded from
the DrugBank database (https://go.drugbank.com).

SUPPLEMENTARY MATERIAL

The supplementary material is available in the
electronic version of this article: https://dx.doi.org/
10.3233/JAD-230366.

REFERENCES

[1] Graff-Radford J, Yong KXX, Apostolova LG, Bouwman
FH, Carrillo M, Dickerson BC, Rabinovici GD, Schott JM,
Jones DT, Murray ME (2021) New insights into atypical
Alzheimer’s disease in the era of biomarkers. Lancet Neurol
20, 222-234.

[2] Weidling IW, Swerdlow RH (2020) Mitochondria in
Alzheimer’s disease and their potential role in Alzheimer’s
proteostasis. Exp Neurol 330, 113321.

[3] Jack CR, Bennett DA, Blennow K, Carrillo MC, Dunn B,
Haeberlein SB, Holtzman DM, Jagust W, Jessen F, Karlaw-
ishJ, Liu E, Molinuevo JL, Montine T, Phelps C, Rankin KP,
Rowe CC, Scheltens P, Siemers E, Snyder HM, Sperling R,
Contributors (2018) NIA-AA Research Framework: Toward
a biological definition of Alzheimer’s disease. Alzheimers
Dement 14, 535-562.

[4] Cummings J, Zhou Y, Lee G, Zhong K, Fonseca J, Cheng
F (2023) Alzheimer’s disease drug development pipeline:
2023. Alzheimers Dement (N'Y) 9, e12385.

[5] Mangialasche F, Solomon A, Winblad B, Mecocci P,
Kivipelto M (2010) Alzheimer’s disease: Clinical trials and
drug development. Lancet Neurol 9, 702-716.

[6] Bruins MJ, Van Dael P, Eggersdorfer M (2019) The role of
nutrients in reducing the risk for noncommunicable diseases
during aging. Nutrients 11, 85.

[71 Cremonini AL, Caffal, Cea M, Nencioni A, Odetti P, Mona-
celli F (2019) Nutrients in the prevention of Alzheimer’s
disease. Oxid Med Cell Longev 2019, 9874159.

[8] Gezen-Ak D, Alaylioglu M, Yurttag Z, Camoglu T, Sengiil
B, i§1er C, Yagar Kina U, Keskin E, Atasoy iL, Kafardar
AM, Uzan M, Annweiler C, Dursun E (2023) Vitamin D
receptor regulates transcription of mitochondrial DNA and
directly interacts with mitochondrial DNA and TFAM. J
Nutr Biochem 116, 109322.

[9] Perez Ortiz JM, Swerdlow RH (2019) Mitochondrial dys-
function in Alzheimer’s disease: Role in pathogenesis and
novel therapeutic opportunities. Br J Pharmacol 176, 3489-
3507.

[10] Sharma C, Kim S, Nam Y, Jung UJ, Kim SR (2021) Mito-
chondrial dysfunction as a driver of cognitive impairment
in Alzheimer’s disease. Int J Mol Sci 22, 4850.

[11] XuX, Wang H, Bennett DA, Zhang Q-Y, Wang G, Zhang H-
Y (2022) Systems genetic identification of mitochondrion-
associated Alzheimer’s disease genes and implications for
disease risk prediction. Biomedicines 10, 1782.

[12] Zhang Q, Fan X, Wang Y, Sun M, Sun SSM, Guo D (2012)
A model-based method for gene dependency measurement.
PLoS One 7, €40918.

[13] Zhou X, Liu J (2014) Inferring gene dependency network
specific to phenotypic alteration based on gene expression
data and clinical information of breast cancer. PLoS One 9,
€92023.

[14] CuiZ-J, GaoM, Quan Y, Lv B-M, Tong X-Y, Dai T-F, Zhou
X-H, Zhang H-Y (2021) Systems pharmacology-based pre-
cision therapy and drug combination discovery for breast
cancer. Cancers 13, 3586.

[15] Page L, Brin S, Motwani R, Winograd T (1998) The
PageRank Citation Ranking: Bringing Order to the Web.
Technical Report SIDL-WP-1999-0120, Stanford Digital
Library Technologies Project.

[16] Morrison JL, Breitling R, Higham DJ, Gilbert DR (2005)
GeneRank: Using search engine technology for the anal-
ysis of microarray experiments. BMC Bioinformatics 6,
233.


http://adni.loni.usc.edu
https://www.radc.rush.edu
http://www.synapse.org
https://string-db.org
https://go.drugbank.com
https://dx.doi.org/10.3233/JAD-230366

1722

[17]

[18]

[19]

[20]

[21]

[22]

[23]

[24]

[25]

[26]

[27]

[28]

X. Xu et al. / Dissecting Mitochondrial Mechanisms of Alzheimer’s disease

Petersen RC, Aisen PS, Beckett LA, Donohue MC, Gamst
AC, Harvey DJ, Jack CR, Jagust W], Shaw LM, Toga AW,
Trojanowski JQ, Weiner MW (2010) Alzheimer’s Disease
Neuroimaging Initiative (ADNI): Clinical characterization.
Neurology 74, 201-209.

Bennett DA, Schneider JA, Arvanitakis Z, Wilson RS (2012)
Overview and findings from the religious orders study. Curr
Alzheimer Res 9, 628-645.

Bennett DA, Schneider JA, Buchman AS, Barnes LL, Boyle
PA, Wilson RS (2012) Overview and findings from the rush
Memory and Aging Project. Curr Alzheimer Res 9, 646-663.
Zhang B, Gaiteri C, Bodea L-G, Wang Z, McElwee J,
Podtelezhnikov AA, Zhang C, Xie T, Tran L, Dobrin R,
Fluder E, Clurman B, Melquist S, Narayanan M, Suver C,
Shah H, Mahajan M, Gillis T, Mysore J, MacDonald ME,
Lamb JR, Bennett DA, Molony C, Stone DJ, Gudnason
V, Myers AJ, Schadt EE, Neumann H, Zhu J, Emilsson V
(2013) Integrated systems approach identifies genetic nodes
and networks in late-onset Alzheimer’s disease. Cell 153,
707-720.

Szklarczyk D, Gable AL, Nastou KC, Lyon D, Kirsch
R, Pyysalo S, Doncheva NT, Legeay M, Fang T, Bork P,
Jensen LJ, von Mering C (2021) The STRING database
in 2021: Customizable protein-protein networks, and func-
tional characterization of user-uploaded gene/measurement
sets. Nucleic Acids Res 49, D605-D612.

Peng H, Long F, Ding C (2005) Feature selection based
on mutual information: Criteria of max-dependency, max-
relevance, and min-redundancy. IEEE Trans Pattern Anal
Mach Intell 27, 1226-1238.

Bader GD, Hogue CW (2003) An automated method for
finding molecular complexes in large protein interaction
networks. BMC Bioinformatics 4, 2.

Oughtred R, Rust J, Chang C, Breitkreutz B-J, Stark C,
Willems A, Boucher L, Leung G, Kolas N, Zhang F, Dolma
S, Coulombe-Huntington J, Chatr-Aryamontri A, Dolinski
K, Tyers M (2021) The BioGRID database: A comprehen-
sive biomedical resource of curated protein, genetic, and
chemical interactions. Protein Sci 30, 187-200.

Tirei D, Korcsmaros T, Saez-Rodriguez J (2016) OmniPath:
Guidelines and gateway for literature-curated signaling
pathway resources. Nat Methods 13, 966-967.

Li T, Wernersson R, Hansen RB, Horn H, Mercer J, Slod-
kowicz G, Workman CT, Rigina O, Rapacki K, Sterfeldt
HH, Brunak S, Jensen TS, Lage K (2017) A scored human
protein-protein interaction network to catalyze genomic
interpretation. Nat Methods 14, 61-64.

Wang J-Y, Chen L-L, Zhou X-H (2017) Identifying prog-
nostic signature in ovarian cancer using DirGenerank.
Oncotarget 8, 46398-46413.

Wishart DS, Feunang YD, Guo AC, Lo EJ, Marcu A, Grant
JR, Sajed T, Johnson D, Li C, Sayeeda Z, Assempour N,
Iynkkaran I, Liu Y, Maciejewski A, Gale N, Wilson A, Chin
L, Cummings R, Le D, Pon A, Knox C, Wilson M (2018)
DrugBank 5.0: A major update to the DrugBank database
for 2018. Nucleic Acids Res 46, D1074-D1082.

[29]

(30]

[31]

(32]

(33]

[34]

[35]

[36]

(371

(38]

(39]

[40]

[41]

Funa K, Sasahara M (2014) The roles of PDGF in develop-
ment and during neurogenesis in the normal and diseased
nervous system. J Neuroimmune Pharmacol 9, 168-181.
Sil S, Periyasamy P, Thangaraj A, Chivero ET, Buch S
(2018) PDGF/PDGFR axis in the neural systems. Mol
Aspects Med 62, 63-74.

Sameem B, Saeedi M, Mahdavi M, Shafiee A (2017) A
review on tacrine-based scaffolds as multi-target drugs
(MTDLs) for Alzheimer’s disease. Eur J Med Chem 128,
332-345.

Mirzaei M, Pushpitha K, Deng L, Chitranshi N, Gupta V,
Rajput R, Mangani AB, Dheer Y, Godinez A, McKay MJ,
Kamath K, Pascovici D, Wu JX, Salekdeh GH, Karl T,
Haynes PA, Graham SL, Gupta VK (2019) Upregulation
of proteolytic pathways and altered protein biosynthesis
underlie retinal pathology in a mouse model of Alzheimer’s
disease. Mol Neurobiol 56, 6017-6034.

Andrawus M, Sharvit L, Shekhidem HA, Roichman A,
Cohen HY, Atzmon G (2020) The effects of environmental
stressors on candidate aging associated genes. Exp Gerontol
137, 110952.

Houtkooper RH, Mouchiroud L, Ryu D, Moullan N,
Katsyuba E, Knott G, Williams RW, Auwerx J (2013)
Mitonuclear protein imbalance as a conserved longevity
mechanism. Nature 497, 451-457.

Ray S, Britschgi M, Herbert C, Takeda-Uchimura Y, Boxer
A, Blennow K, Friedman LF, Galasko DR, Jutel M, Kary-
das A (2007) Classification and prediction of clinical
Alzheimer’s diagnosis based on plasma signaling proteins.
Nat Med 13, 1359-1362.

Bjorkqvist M, Ohlsson M, Minthon L, Hansson O (2012)
Evaluation of a previously suggested plasma biomarker
panel to identity Alzheimer’s disease. PLoS One 7, €29868.
Hermey G, Sjggaard SS, Petersen CM, Nykjaer A, Glie-
mann J (2006) Tumour necrosis factor alpha-converting
enzyme mediates ectodomain shedding of Vps10p-domain
receptor family members. Biochem J 395, 285-293.
Covarrubias AJ, Perrone R, Grozio A, Verdin E (2021)
NAD-+metabolism and its roles in cellular processes during
ageing. Nat Rev Mol Cell Biol 22, 119-141.

Wang X, He H-J, Xiong X, Zhou S, Wang W-W, Feng L, Han
R, Xie C-L (2021) NAD+in Alzheimer’s disease: Molecular
mechanisms and systematic therapeutic evidence obtained
in vivo. Front Cell Dev Biol 9, 668491.

Mandal PK, Shukla D, Tripathi M, Ersland L (2019)
Cognitive improvement with glutathione supplement in
Alzheimer’s disease: A way forward. J Alzheimers Dis 68,
531-535.

Chen J, Herrup K (2015) Chapter 70 — Glutamine as a poten-
tial neuroprotectant in Alzheimer’s disease. In Diet and
Nutrition in Dementia and Cognitive Decline, Martin CR,
Preedy VR, eds. Academic Press, San Diego, pp. 761-771.



