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ABSTRACT: SARS-CoV-2 poses a great challenge toward
mankind, majorly due to its evolution and frequently occurring

Input of Complement of 2656 human miRNAs along with
Reference SARS-CoV-2 genome (NC-045512.2)

GUCACGUUACAAAAGGAA

variants. On the other hand, in human hosts, microRNA (miRNA) MalipeSequene Algnmentusin Clusil Omegs (Csl0) ‘ b
plays a vital role in replication and propagation during a viral

infection and can control the biological processes. This may be ‘ Rﬂﬂkiﬂg°fu}:;‘;ﬂﬁewgmzﬂ;;“;::“gﬂmm' ‘

essential for the progression of viral infection. Moreover, human

miRNAs can play a therapeutic role in treatment of different viral Slton ooy 0 b s i i o

diseases by binding to the target sites of the virus genome, thereby I )

hindering the essential functioning of the virus. Motivated by this | yuuDeiirgofeac efcf‘igm‘mmm 7
fact, we have hypothesized a new approach in order to identify “'C;t‘:zg?‘c‘l;{‘,g“g‘?::;:"“" afrfindig e o targetin A
human miRNAs that can target the mRNA (genome) of SARS- A b .

CoV-2 to degrade their protein synthesis. In this regard, the
multiple sequence alignment technique Clustal Omega is used to
align a complement of 2656 human miRNAs with the SARS-CoV-2 reference genome (mRNA). Thereafter, ranking of these aligned
human miRNAs is performed with the help of a new scoring function that takes into account the (a) total number of nucleotide
matches between the human miRNA and the SARS-CoV-2 genome, (b) number of consecutive nucleotide matches between the
human miRNA and the SARS-CoV-2 genome, (c) number of nucleotide mismatches between the human miRNA and the SARS-
CoV-2 genome, and (d) the difference in length before and after alignment of the human miRNA. As a result, from the 2656 ranked
miRNAs, the top 20 human miRNAs are reported, which are targeting different coding and non-coding regions of the SARS-CoV-2
genome. Moreover, molecular docking of such human miRNAs with virus mRNA is performed to verify the efficacy of the
interactions. Furthermore, 4 miRNAs out of the top 20 miRNAs are identified to have the seed region. In order to inhibit the virus,
the key human targets of the seed regions may be targeted. Repurposable drugs like carfilzomib, bortezomib, hydralazine, and
paclitaxel are identified for such purpose.

B INTRODUCTION reflection.” Herpes viruses also use miRNAs to repress cellular
targets to modulate host cells."’

miRNAs often lead to mRNA degradation by binding to the
complementary regions of specific messenger RNAs in order to
regulate the functioning of mRNAs."" As a consequence, it plays
an eccentric role in the human genome by regulating the
protein-coding genes. On the other hand, a virus relies heavily
on the metabolism of the host body in order to provide a suitable
environment for viral infection and infectivity.' It is to be noted
that virus infections has a direct effect on miRNA profiling. Li et
al.”® conducted similar experiment on HCV infection with
microarray analysis. As a result, they found that miR-25, miR-
130a/b, and let-7a down-regulated miRNAs have a direct impact

MicroRNAs are small non-coding molecules of length 18—25
nucleotides which act as gene regulators by targeting 3'-UTR,
§'-UTR, and coding regions of mRNA' and play an important
role in life processes.” miRNA is also known to be involved in
many physiological processes and is also important in cell
development.® Inside the human body, there are more than 2000
precursor miRNAs that play numerous roles within the host
body.*~¢ Although it is a challenging task to figure out human
miRNA and virus mRNA interactions, it is well established that
human miRNAs play vital role in stopping the replications and
propagation of the virus during a viral infection by binding to the
virus genome and controlling the biological processes. There-
fore, human miRNAs can regulate the infection through

complex regulatory pathways.” However, it also needs to be Received: August 9, 2022
pointed out that viruses can also use miRNAs for their survival Accepted:  October 6, 2022
by incorporating the miRNA seeding region in their genome. To Published: December §, 2022

stabilize their genome and prevent degradation, some viruses
use host-derived miRNAs.”® miR-122 directly binds to the $'-
UTR of HCV and stabilizes the RNA to promote viral
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Figure 1. Graphical abstract to visualise (a) flowchart of the work (b) aligned complement of the human miRNA hsa-miR-4029 with the reference
SARS-CoV-2 genome (c) docked pose of the hsa-miR-4029 miRNA and virus mRNA (genome).

on the virus genome in the culture of liver tissues. Moreover, in
the case of enterovirus 71 infection,"* miR-141 was found to be
affected in cells. Similarly, in miRNA profiling of the Newcastle
disease virus done with the help of microarray-based analysis ,
miR-485-5p was found to be up-regulated, and a similar trend
was also seen in the case of influenza virus.'® In addition to this,
microarray analysis of miRNAs in the case of IAV infected lungs
of mice discovered miR-144 as the up-regulated miRNA which
resulted in increased virion production in cells.'"® With the
motivation that RNA viruses can encode miRNAs, which can
modulate host gene expression, Roy et al.'” predicted viral
miRNA-like sequences for SARS-CoV-2, MERS-CoV, and
SARS-CoV. They also analyzed sequence reciprocity and used
bioinformatics tools and machine learning algorithms like Naive
Bayes to identify SARS-CoV-2-encoded possible miRNA-
human gene interactions. In ref 18, the authors used a
computational approach to screen various miRNAs targeted
against the ORF8 gene of SARS-CoV-2. Their results indicated
that miRNAs targeting ORF8 had agreeable shape comple-
mentarity as well as they were successfully docked with the
ORF7a gene. Islam et al.'” performed an in silico analysis to
hypothesize that the Chikungunya virus may create miRNAs
which target host genes for their survival. In this regard, they
identified many such miRNAs using a bioinformatics approach.
Thereafter, they predicted the host genes targeted by such
miRNAs. In ref 20, Haldar et al. used network analysis to
correlate the host protein BCL2L1 with the miRNA miR-23b.
According to their study, miRNAs can inhibit viral infection by
increasing the production of IFN a/f or help the virus to avoid
host immune response by suppressing the same.

On the other hand, it is found that host miRNAs also block the
virus replication due to increased levels of a specific miRNA or
by binding to the viral genome in different fashions.”" In this
regard, miR-296-5p was found to be targeting the capsid protein
of the enterovirus 71 genome in the form of a viral response.”!
Similarly, in ref 22, the case of CVB3 (coxsackievirus B3), miR-
342-5p was found to be the key in degrading the virus through
targeting the 2C-coding region of the viral mRNA. miR-221 and
miR-222 are known to limit human immunodeficiency virus
type 1 (HIV-1) propagation and production in the human
body.*® The first evidence that a miRNA, miR-548g-3p, could
suppress dengue virus (DENV) multiplication by directly
binding to the virus genome was reported in ref 24. Similarly,
Betancur and Inchima®® found miRNAs like miR-133a, miR-

484, and miR-744 targeting the DENV genome by inhibiting the
virus replication. Another study found miR-252 as highly
suppressing the DENV-2 genome by targeting the coding region
of the envelope protein of the DENV-2 RNA genome.”

Moreover, human miRNAs play many different and important
roles in SARS-CoV-2”" infections by inhibiting viral replication,
blocking cellular receptors, and deactivating the functioning of
viral proteins. Ref 12 reports a study where the expression
analysis of the human miRNAs was done, and it was found that
an increased expression of miR-1037-3p leads to the inhibition
of the replication of the SARS-CoV-2 genome. The structural
and non-structural proteins of SARS-CoV-2 are responsible for
the entry, replication, and infection of the virus in a human host.
In order to stop this, for example, miR-190a-Sp targets the
coding region of ORF6 in the SARS-CoV-2 genome. Therefore,
these miRNAs can be considered as an innate antiviral defense
system since SARS-CoV-2 replicates and inhibit the immune
system by decreasing the cellular miRNAs. Moreover, in another
study conducted by Rad Sm et al,”® it was demonstrated that
miR-29b-3p, miR-338-3p, miR-4661-3p, miR-4761-5p, and
miR-4793-5p may act against the S protein of the SARS-CoV-
2 genome. Arisan et al.”’ reported that miR-8066 could act
against the SARS-CoV-2 nucleocapsid gene, which encodes a
basic RNA-binding protein. Therefore, targeting this gene can
reduce or block the assembly and production of the virus
genome. On the other hand, it is known that patients suffering
from diseases such as diabetes and cardiovascular disease have a
high expression of ACE2 receptors; hence, blocking the binding
mechanism of ACE2 and the spike protein with the miRNA can
also be a potential treatment for the more vulnerable patients.*’
Therefore, it is highly important to identify such miRNAs that
can help in reducing the impact of SARS-CoV-2.

Taking cues from the above literature, we have hypothesized a
new approach in order to identify putative human miRNAs that
can target the mRNA (genome) of SARS-CoV-2 to degrade its
protein synthesis. In this regard, the multiple sequence
alignment technique Clustal Omega is used to align a
complement of 2656 human miRNAs with the SARS-CoV-2
reference genome (mRNA). Thereafter, ranking of these aligned
human miRNAs is done with the help of a new scoring function
which takes into account (a) the total number of nucleotide
matches between the human miRNA and the SARS-CoV-2
genome, (b) number of consecutive nucleotide matches
between the human miRNA and the SARS-CoV-2 genome,
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Table 1. Top 20 Human miRNAs Targeting SARS-CoV-2 Genome in Different Coding and Non-Coding Regions

nurtri)]szlr of number of number of  expanded length
nucleotide consecutive nucleotide of human
matches nucleotide mismatches miRNA after
human miRNA (m) matches (c) (n) alignment (1)
hsa-miR-4295 15 13 3 18
hsa-miR-3611 17 14 4 21
hsa-miR-145-3p 17 15 S 22
hsa-miR-6857-3p 17 11 4 21
hsa-miR-548f-3p 15 12 4 19
hsa-miR-5694 17 10 4 21
hsa-miR-3158-5p 17 10 4 21
hsa-miR-4678 17 11 S 22
hsa-miR-2355-3p 17 11 S 22
hsa-miR-1306-3p 14 10 4 18
hsa-miR-5582-5p 16 13 6 22
hsa-miR-3121-3p 17 10 S 22
hsa-miR-4753-5p 17 10 S 22
hsa-miR-1262 17 10 S 22
hsa-miR-23a-3p 17 8 4 21
hsa-miR-6745 17 8 4 21
hsa-miR-6822-3p 18 11 6 24
hsa-miR-374a-3p 16 12 6 22
hsa-miR-187-3p 16 12 6 2
hsa-miR-4320 14 9 4 18

aligned SARS-CoV-2
genome with human

miRNA

length of

human codingand  genomic

miRNA score start end non-coding  coverage
(©) (S) coordinate coordinate region (%)
18 16.370 1791 1808 NSP2 99.885
21 16.024 4936 4956 NSP3 99.885
22 15419 17968 17989 helicase 99.693
21 15.078 929 949 NSP2 99.510
19 14.928 4032 4050 NSP3 99.596
21 14.704 21668 21688 spike 99.865
21 14.704 29239 29259 nucleocapsid 99.068
22 14.203 1511 1532 NSP2 99.097
22 14.203 10013 10034 NSP4 99.126
18 13.943 16745 16762 helicase 99.750
22 13.905 21948 21969 spike 99.712
22 13.829 2218 2236 NSP2 99.750
22 13.829 11179 11200 NSP6 99.693
22 13.829 16039 16060 RdRp 99.558
21 13.829 20754 20774 2-O-RMT 99.347
21 13.829 24369 24389 spike 98.837
24 13.712 243 266 §’-UTR 99.683
22 13.591 21848 21869 spike 98.107
22 13.591 28377 28398 nucleocapsid 98.962
18 13.530 10339 10356 3CL-Pro 99.789

(c) number of nucleotide mismatches between the human
miRNA and the SARS-CoV-2 genome, and (d) the difference in
the length before and after alignment of the human miRNA.
From 2656 ranked miRNAs, the top 20 human miRNAs are
considered, which target different coding and non-coding
regions of the SARS-CoV-2 genome. Moreover, molecular
docking of such human miRNAs with virus mRNA is performed
to verify the efficacy of the interactions. Furthermore, out of the
top 20, four human miRNAs like hsa-miR-3611, hsa-miR-1262,
hsa-miR-3121-3p, and hsa-miR-4320 are identified to have the
seed region. In order to inhibit the virus, the key human targets
of the seed regions may be targeted. For this purpose, drugs like
carfilzomib, bortezomib, hydralazine, and paclitaxel are
identified for such purpose.

B MATERIALS AND METHODS

In this section, the details of data acquisition and preparation are
described along with a brief discussion on the pipeline of the
proposed work.

Data Acquisition. The reference genome (NC_045512.2)
of the SARS-CoV-2 virus is collected from the National Center
for Biotechnology Information (NCBI)I, followed by the
collection of 2656 human miRNAs in fasta format from
miRBase2. For alignment purpose, Clustal Omega is used.
Please note that for the alignment of sequences, the High-
Performance Computing (HPC) facility of NITTTR, Kolkata, is
used. The HPC cluster has a master node with a dual Intel Xeon
Gold 6130 processor having 32 cores, 2.10 GHz, 22 MB L3
cache, 128 GB DDR4 RAM, and 2 GPU and 4 CPU computing
nodes with a dual Intel Xeon Gold 6152 processor having 44
cores, 2.1 GHz, 30 MB L3 cache, and 192 GB DDR4 RAM each,
while GPU nodes have Nvidia Tesla V100 GPU with 16 GB
memory each.

Pipeline of the Work. The pipeline of the work is given in
Figure 1la. Initially, the complement of 2656 human miRNAs is
computed, as the complement binds to human or virus mRNA.
Thereafter, they are aligned with respect to the reference
genome of SARS-CoV-2 (NC-045512.2) using the Clustal
Omega (ClustalO)*" alignment technique. Clustal Omega is the
new addition to the Clustal multiple sequence alignment family
and has increased scalability, thereby facilitating thousands of
sequence alignments quickly due to the HMM probabilistic
model while taking care of the evolutionary changes in a set of
sequences through capturing position-specific patterns. In
Clustal Omega, updated mBed is taken into account with a
complexity of O(dlog N), where mBed refers to embedding
layer of “d” dimension representing each sequence and “d” is
proportional to “log N”. Hence, each n-dimensional vector
represents each sequence. Each of these sequences can be
clustered with the help of K-means and UPGMA methods.
Thus, due to such advantage of aligning large sequences quickly
by considering the evolutionary patterns, Clustal Omega is used
for alignment in this work. Once the alignment is done, the
ranking of each human miRNAs is performed with the help of a
new scoring function as given in eq 1.

S = logz(m_Xc) w ol/G=8)+1 "
n

where S denotes the score of each miRNA, m represents the total
number of nucleotide matches between human miRNA and the
SARS-CoV-2 genome, ¢ represents the number of consecutive
nucleotide matches between human miRNA and the SARS-
CoV-2 genome, n represents the number of nucleotide
mismatches between the human miRNA and the SARS-CoV-2
genome, and the difference in the length before (&) and after (1)
alignment of the miRNA is given by 4 — 6. The purpose of
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Figure 2. Aligned SARS-CoV-2 genome with complements of (a) hsa-miR-4295 (b) hsa-miR-3611 (c) hsa-miR-145-3p (d) hsa-miR-6857-3p (e) hsa-
miR-548f-3p (f) hsa-miR-3158-5p (g) hsa-miR-5694 (h) hsa-miR-2355-3p (i) hsa-miR-4678 (j) hsa-miR-1306-3p (k) hsa-miR-5582-5p (1) hsa-miR-
232-3p (m) hsa-miR-1262 (n) hsa-miR-4753-5p (o) hsa-miR-6745 (p) hsa-miR-3121-3p (q) hsa-miR-6822-3p (r) hsa-miR-187-3p (s) hsa-miR-

374a-3p (t) hsa-miR-4320, human miRNAs with the help of ClustalO.

defining the scoring function in this way is to consider the
influence of all the relative parameters. e.g., m and ¢ should be
higher while, n and 4 — & should be smaller to have relevant
miRNAs as proper binders. After the scoring of each miRNA, the
top 20 human miRNAs are selected for further biological
validations. In this regard, molecular docking of such human
miRNAs with virus mRNA is performed using HNADOCK®” to
verify the efficacy of the interactions. In addition to this, the
characteristics of these 20 miRNAs are shown after performing
KEGG pathway analysis usm% the Enrichr tool>>~* with the top
human targets from miRDB.

B RESULTS AND DISCUSSION

The results of this work are obtained after executing the pipeline
as shown in Figure la. This study focuses on the selection of
miRNAs whose complement can bind effectively to the SARS-
CoV-2 genome in order to inhibit the viral replication and
thereby degrading the functionality of viral proteins. In this
regard, complement of 2656 human miRNAs is aligned with the
virus genome or mRNA in order to identify sites of possible
interactions. The aligned sequences are provided in the
supplementary. After alignment, all the human miRNAs are
ranked in order to identify the best candidates, which can have a
vital role in inhibiting the virus genome. The top 20 ranked
miRNAs are reported in Table 1 while the rest are given in the
supplementary as Table SI1. Also, the aligned 20 such
complemented miRNAs with the reference SARS-CoV-2
genome are shown in Figure 2. Please note that in Figure 2,
“SAR-2/Wuhan” is “SARS-CoV-2 isolate Wuhan-hu-1”. The
naming convention is taken from the NCBI.

46414

Table 2. Binding Affinity and RMSD of Such Top 20 Human
miRNAs after Docking with the Reference SARS-CoV-2
Genome

human miRNA binding affinity human miRNA binding affinity
hsa-miR-4295 —313.65 hsa-miR-5582-5p —192.96
hsa-miR-3611 —239.16 hsa-miR-23a-3p —214.28
hsa-miR-145-3p —314.77 hsa-miR-1262 —262.11
hsa-miR-6857-3p —259.74 hsa-miR-4753-5p —107.05
hsa-miR-548f-3p —301.88 hsa-miR-6745 —229.92
hsa-miR-3158-5p —32143 hsa-miR-3121-3p —535.09
hsa-miR-5694 —283.65 hsa-miR-6822-3p —230.78
hsa-miR-2355-3p —332.23 hsa-miR-187-3p —318.65
hsa-miR-4678 —261.47 hsa-miR-374a-3p —329.32
hsa-miR-1306-3p —259.07 hsa-miR-4320 —431.48

As can be seen from Table 1, the top 20 human miRNAs are
prone to bind with several coding regions of SARS-CoV-2
reference genome like NSP2, NSP3, helicase, nucleocapsid,
spike, NSP4, 2’-O-RMT, RdRp, NSP6, and 3CL-Pro as well as a
non-coding region like 5’-UTR. With a score (S) of 16.37, which
is calculated considering eq 1, hsa-miR-429S is the top human
miRNA prone to bind with SARS-CoV-2 coding region NSP2.
Moreover, the conservativeness of the binding regions of the
SARS-CoV-2 genome is also computed. In this regard, target
regions of the SARS-CoV-2 genome of the top 20 human
miRNAs are verified in 10407 SARS-CoV-2 genomes and
subsequently reported in Table 1. For example, the genomic
coverage of hsa-miR-4295 is 99.88%.
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S

Figure 3. Docked poses of (a) hsa-miR-4295 (b) hsa-miR-3611 (c)
hsa-miR-145-3p (d) hsa-miR-6857-3p (e) hsa-miR-548f-3p (f) hsa-
miR-3158-Sp (g) hsa-miR-5694 (h) hsa-miR-2355-3p (i) hsa-miR-

Figure 3. continued

4678 (j) hsa-miR-1306-3p (k) hsa-miR-5582-Sp (1) hsa-miR-23a-3p
(m) hsa-miR-1262 (n) hsa-miR-4753-Sp (o) hsa-miR-6745 (p) hsa-
miR-3121-3p (q) hsa-miR-6822-3p (r) hsa-miR-187-3p (s) hsa-miR-
374a-3p (t) hsa-miR-4320, human miRNAs into the SARS-CoV-2
regions.

Notably, as can be seen from Table 1, hsa-miR-5694, hsa-miR-
5582-5p, hsa-miR-6745, and hsa-miR-374a-3p are able to bind
to the spike coding region of the SARS-CoV-2 genome, wherein
spike glycoprotein plays a vital role in the infection by helpin:
the virus to enter the human cell through ACE2 receptors.’
Hence, the identified putative miRNAs that bind to the spike
gene of SARS-CoV-2 may be considered for further study.
Moreover, it is found that NSP2 plays a vital role in viral
replication by binding to the host cells. Cornillez-Ty et al.>® have
found the presence of four putative trans-membrane helices
along with an amino acid substitution that may result in an
increased infectivity of the virus. From the table, it can be seen
that highest ranked miRNA that is miR-4295, which lies in the
intron region of the VTIIA gene, plays as an inhibitor for the
SARS-CoV-2 genome in the NSP2 coding region. It is also found
that miR-4295 plays a role in inhibiting cancers.”” On the other
hand, hsa-miR-3611, the second highest scoring miRNA, targets
the NSP3 coding region, which is known to hinder host response
and contribute to the virus’ pathogenesis in the host body.
Furthermore, another top scoring human miRNA hsa-miR-145-
3p, which functions as a tumour suppressor in the case of head
and neck squamous cell carcinoma, " targets the helicase coding
region. Also, nucleocapsid protein plays multiple roles in the
infection of SARS-CoV-2 through binding and packaging of the
viral RNA. From the table, it can be seen that hsa-miR-3158-3p
and hsa-miR-187-3p, which work as cancer inhibitors, target this
region. Therefore, they can possibly play a vital role in inhibiting
the SARS-CoV-2 virus as well.

Furthermore, the binding efficacy of the top 20 miRNAs with
the virus genome isverified by docking, which is reported in
Table 2 and visualised in Figure 3. In Figure 3, the docked poses
of the miRNAs are shown in red while the virus mRNA
(genome) is shown in green. e.g, the binding affinity score of
hsa-miR-4295 is —313.65; a negative value shows more binding
efficacy.

As a further study, to identify the potential illnesses associated
with the identified human miRNAs, KEGG pathway analysis was
also carried out by considering their targets, and the results are
reported in Table 3. It can be observed from the table that the
identified human miRNAs play important roles in various
diseases like hepatocellular carcinoma (FDR corrected p-value
2.81 X 107"), type-II diabetes mellitus (FDR corrected p-value
4.16 X 107"), axon guidance (FDR corrected p-value 6.73 X
107"), maturity onset diabetes of the young (FDR corrected p-
value 6.81 X 107"), and ErbB signaling pathway (FDR corrected
p-value 6.90 X 107'). These results are provided in the
supplementary.

Please note that the seed region of miRNA is mostly situated
at positions 2—7 from the miRNA 5’-end. The seed sequence is
essential for the binding of the miRNA to the mRNA. In Figure
2, miRNAs like hsa-miR-3611 (b), hsa-miR-1262 (m), hsa-miR-
3121-3p (p), and hsa-miR-4320 (t) have the seed regions out of
the 20 listed miRNAs. Viruses usually use this seed region for
survival. It can be seen from"' that upon binding with miR-122,
which is in the seed region, translation and initiation of

https://doi.org/10.1021/acsomega.2c05091
ACS Omega 2022, 7, 46411-46420


https://pubs.acs.org/doi/10.1021/acsomega.2c05091?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.2c05091?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.2c05091?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.2c05091?fig=fig3&ref=pdf
http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.2c05091?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

Article

//pubs.acs.org/journal/acsodf

http:

ACS Omega

0T X T€%
0T X T€F

10T X T€%
10T X T€%

=0T X 62T
0T X T€T
10T X 98'T
0L X 96'S

0T X $9°C

0T X ¥Lt
10T X 0T

20T X L0T
0T X L0'T

0T X L0T

0T X L0T
0T X LT€
0T X IT€
10T X 1T°€

10T X TST

0T X 0€'S
0T X TLT
10T X TLT
0T X LT

0T X 9p'T
0T X 60°T

0T X 67T
0T X 67T
0T X SL'T

0T X TH'1
0T X T€7T

anpea-d
Pa1091100 YA

stsf[oaj01d pajerpawr unmbiqn

Aemyped SurpeuSis g edde-gN

uonepeidsp VN

stsajudsorq ueoA[Soururesos[3

D snneday

uopoun( suaraype

Aempped urpeuSis oddry
Aemyped Surreudrs ejaq-g0 1,

Aemyyed Surreudis Soyadpay

spuueyd JY.L, Jo
uonen3ar 1ojerpawr Lrojewurefyur

stsA[oajo1d pajerpawr unmbiqn

AZeydoyne
stso[aSrys

Aemipped SureuSrs sey

stsoydooZeyd
pajerpaw-y eurwed o

BWOUDIED [[3D [eseq
sworpuds Jurgsno

stsayjudsorq uesL[Soururesos[3
uoneduold poe £13e)

rurournIed uﬁ~5-000«ﬁ&®£
Aemyped Sureusts Pv-YEId
uonoayur snuaewoided uewny

SI[NIJ[OW UOISIAYpPE [[30

UOTIRRUSISJIP [[30 LTY.L

BIUWOYNA] Pro[oAu STUOIyd

safdofworpres
ur Surpeudrs s1i8rouaipe

asdeuss o18rourwredop

aseastp sedeyd
Aemyyed Surreudrs oddiy

324> aprsaa ondeuds

skemyped Hom

TNST
‘eIagaLd ‘TLS9SH ‘AND ‘TO¥H

LVHJA YT4dD
TOAYNY ‘90SOXH ‘CILSHD

IdIIAN ‘TIDLTD
‘SETDADD ‘€OOV TNININS

TAVINS ‘VONMI
‘€OVAH ‘dTdnV ‘dddadd

€axO1d
‘€VHJH ‘TOITO ‘TVON ‘SSOMYT

JIHNI
‘SdgaDI ‘Teadn ‘THVIS ‘€I

HOXdd
T10d ‘TS.INI DT4LH ‘419D

T<dNd
‘€IDND ‘79vd ‘TdIH ‘ddn

IXNMA
‘AINDS ‘€dCHS “1dOdS ‘ISO.L

1dOA
‘SXAY ‘SXID ‘€TXdd ‘TOVAH

dLIN “TSTAIN
90dD ‘deDANA ‘90HD

adgdaD ‘vezvd
‘€dS¥S ‘abdnav ‘videddd

sjod1ey

0T X €8'S
(0T X €8S

L_0T X €8°S
0T X €8S

de-Tzreyrw-esy 0T X €8°S
0T X 6¥'T
0T X 65T

0T X 6+
0T X ¥¥L

SyL9-gru-esy 0T X S+'¢

10T X 069

0T X 189
0T X €49

0T X 9T'¥

dg-¢S/pyrw-esy 01 X 18T
(0T X 76
10T X T6'¥

0T X T6¥
=0T X T6¥

ToTIw-esy 01 X T6
0T X 90T
10T X 90T

1-0T X 90T
0T X S6'T
de-egzygrueesy 0T X S6'T

0T X L0°€
0T X LO0°€
0T X L0°€

0T X L0°€

dg-78Ss-yrur-esy
SYNJ I uewny

0T X 0°€
anfea-d
Pa1021105 YA

s3a8re] uewnpy £3)] 3y} uo paseqg syNYIw uewny g doJ, ay3 jo sisffeuy Lemyed HOT "€ dqeL

Aemyyed Sureuds yojou
exeje refjaqaradourds

UOT)OBIFUOD
S[PSNUI YJOOWS IEB[NISBA

UonaId3s pue w_moﬁuiw QuoIdjsopre

Aemyped Surpeudis umoldxo
uonpun( ded

uonpun( jy3n

Kemyyed Sureudis unoifxo

UONDPUT ID42]0YD 01IqQIA

U0rjaI23s pIde Jrsed
Aemyped SurreuSs gaig

Bunof
3Y} JO $332qEIp J2SUO AJuInjEw

souepm$ uoxe
smyipw sajaqerp Iy od4y

euroumIed reydojeday

SI[NI3[OUW UOISIYPE [[3D

I190Ued JSBAIq

Aempped SurpeuSis IV
s1s03fo03eyd

pajerpaw-y eurwred o

femyyed Surreudis yvad
WIAYT UBIPEIID

aseastp uorrd

ouepm$ uoxe
erxeje reaqaradourds

UOHRHUSIJIP (39 LTYL,

Aemypyed Surreudts yojou
Kemyyed erwoue ruoouey

1redar UOTSOXS 9prIOddINU
s1030¢y uonyduosuen) Jeseq

uonEUIqU031 snoJojowoy

sfemyyed Hom

VOXd “YdNINH
‘4LSd0D “TVLL TNAvD

qgeadn T IHTI
‘VHIINST ‘€1dSY ‘€1ND

IXNNY ‘oddN.L
‘6X0AV ‘TAITI ‘AVHMA

TdOIN ‘TVIINSD
‘VOVd ‘CODV ‘d1DV

NTTI
NV cdnav TAD¥VAS ‘€dcd

IMNS ‘VIdray
‘CdHD ‘1dgeSdL ‘VOIId

01gvy ‘1
-€X2IN ‘DdVON ‘TedLD ‘$HT1d

ED ‘DT0YAD
TILV ‘SXVd ‘THOLON

€HTHAN ‘TIEddd ‘SVINSd

YVINSd “TVINSA
YOS ‘99NSd ‘TINSd

Sdd9d ‘SXdD
T911OT1D TNTOEIN ‘TVTALD

VIAIH ‘€Vdd
‘HNDD ‘ddg®dD ‘TvOdd

sjo81ey

dg-ggTe-grur-esy

deggrs-yru-esy

de¢-£589-yrw-esy

de-sp1-yru-esy

TT9¢-gruu-esy

S6Th-qru-esy
SYNYIW uewiny

https://doi.org/10.1021/acsomega.2c05091
ACS Omega 2022, 7, 46411-46420

46416


http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.2c05091?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

Article

//pubs.acs.org/journal/acsodf

http:

ACS Omega

0T X TT8

0T X TT'8
0T X TT'8

0T X TT8

=0T X IT¥
0T X €4'C
=0T X LT'T
0T X LT'T

0T X LT1

0T X 00'Z
.01 X 6I'S

=0T X 6I'S
0T X 9S%

0T X 68T
0T X Lt

0T X 09°€
=0T X 09°€

0T X 09°€
0T X 60'T
0T X T€¥

anpea-d
Pa1091100 YA

Aemyped Burreudrs prdijoSuryds

uondjur snimoedawolfd uewny

uonpippe surydiow
ouepm$ uoxe

femyyed Sureudis oxog

UOTRRUSIJIP [[3 LTYL
9seasIp [9mM0q AIojeururefyur

souepm$ uoxe
SO[NO3[OW UOISIYPE [0

Aemyped SurpeuSs sex

uorsaype [ed0J

Aemyped Surreudis gqig

BUIOUIDIED [[30 [eUdI

Aemiped SurpeuSis urgdonomau

Aemipped SurpeuSis prdijoSuryds
wnmonax

srwseidopus ur Zurssasord urejoxd

g snneday

90UR)SISAT UIMSUT

J4d [0

j10dxa urajord

skemyped Hom

DONd ‘€1TvAdD
‘€INT ‘THASD ‘TIDD

dedIdglL YVNXId
‘YO ‘€TOND ‘VOHY

VIO ‘DT0dVd
‘SIVAN ‘TYDEAN ‘dAVST

TSIV
79I ‘d9TAH YdX04d ‘€dX04d

STININ ‘TINLIN
‘DT0dVd ‘VIdVY ‘SSLINVAVY

DIAVIN “TEIND
TIAVTE ‘ATILS ‘TdOIN

INI'Td
TLdID ‘LTIAD TX4X ‘Tdcadn

DdINS
‘1D0 ‘4SS TVNDD ‘dddTdD

sjod1ey

0TEYgrua-esy

de-ep/e-grur-esy

de-z81-yrur-esy

de-7z89-yrw-esy
SYNJIw uewnyy

0T X 8T°€

0T X 8T°€
0T X 8T°€

(0T X 8T°€

=0T X 60°T
0T X 9%'C
20T X ST'T
0T X 8L'6

0T X 0%'9

0T X 0b'9
0T X €€

(0T X €€
0T X €€°T

10T X €€'1
10T X €€'1

10T X 65°S
(0T X 65°S

0T X 6S°S
0T X 65°S

0T X 98T

anfea-d

P23931100 YA

Aqyedofworpres sraqerp

wnnonax
stwseidopus ur Surssasord urayoxd

Aemypyed erwaue wodu e
wstjoqejow surjoxd pue sururSre

3SEASIp IAAI[ £)J SI[OYOd[E-UOU
asdeuss o13reyeuren(3
Aemyped Surreuds yupy

erxeje reagaradourds
Aemyped SurpeuSis IV

aseastp uord
Ayyedofworpres pajeqp

Aemyped
Sureurs 103dasar M-QON

Ayyedofworpres osrydonradAy

UOTOLIIUOD JOSNW IIPILd
Ayyedofworpres
repomuaa JySur sruaSounyifyire

asdeuss o181auojoras
s1so3foopua
spuueyd Y1, jo
uonem3ar 1ojerpawr Lrojewrurefyur

uonpun( ded

Aemiped souepraans yNRIW
sfemyyed Hom

TXNS ‘TX0S
‘NAdS ‘VFE@DINY ‘TIODN

TATIN ‘TNXIN

"ISNI ‘TVAON ‘TIAVIH  dg-90€T-yrw-esy

WN.LON ‘TINNYdO
T4€ddd ‘SO PALS

DIOV.L ‘VENIID

‘IOMA ‘TANSd ‘TOdNLL 8L9p-grw-esy

INXLY
‘VONMI ‘TVOIN ‘TASN ‘NXN

INALLS

‘GTAS TNXL OGCT TdNVA  de-SSeT-ydru-esy

TITNO.L
‘dAS ‘9OIS ‘€0ddVd ‘TLASD

VIR ‘VIgvy
‘4Dd ‘AVHMA TIdndL

sjo81ey

$69SYru-esy
SYNYIW uewiny

panunuod ‘¢ Jqey,

https://doi.org/10.1021/acsomega.2c05091
ACS Omega 2022, 7, 46411-46420

46417


http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.2c05091?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

ACS Omega

http://pubs.acs.org/journal/acsodf

Table 4. Drugs Targeting the Key Human Targets of the Seed Regions

DrugBank
miRNA genes drugs treatment 1D
hsa-miR-3611 PSMB6, PSMA4, PSMA2,  carfilzomib multiple myeloma DB08889
PSMB1, PSMAS
PSMB6, PSMA4, PSMA2,  bortezomib multiple myeloma DB00188
PSMB1, PSMAS8
PSMB6, PSMA4, PSMA2,  hydralazine hypertension DBO01275
PSMB1
PSMB6, PSMA4, PSMB1 paclitaxel carcinoma of the ovary, and other various cancers including breast and lung ~ DB01229
cancer
hsa-miR-1262 HTR2C, POLI clozapine schizophrenia DB00363
BMP2, HIP1, HTR2C, metronidazole trichomoniasis, amebiasis, inflammatory lesions of rosacea and bacterial DB00916
POLI infections, as well as prevent postoperative infections
HTR2C mirtazapine major depression DB00370
HTR2C trazodone major depression DB00656
hsa-miR-3121-3p  CERK niclosamide treatment of beef, pork, fish, and dwarf tapeworm infections DB06803
CHST12 tanespimycin several types of cancer, solid tumors or chronic myelogenous leukemia DB05134
CERK, CHST12 azacitidine myelodysplastic syndrome DB00928
CHST12 etoposide testicular and small cell lung tumors DB00773
hsa-miR-4320 CSDEL, PRKCA tetrahydropalmatine  under investigation in clinical trial for the treatment of schizophrenia DB12093
EFNB3, PRKCA, RHOA doxorubicin cancers and Kaposi’s sarcoma DB00997
CCR1, CBFA2T3 niclosamide treatment of beef, pork, fish, and dwarf tapeworm infections DB06803
PRKCA mianserin depression and anxiety DB06148

replication for hepatitis C virus are increased. Thus, in order to
inhibit the virus, the key human targets of the seed regions may
be targeted. Table 4 reports some repurposable drugs for the
same. For example, the key genes of hsa-miR-3611 can be
targeted by drugs like carfilzomib, bortezomib, hydralazine, and
paclitaxel to inhibit the virus infection. It is to be noted that the
target regions of the SARS-CoV-2 genome are mostly conserved.
Also, all the mutations in the different strains of SARS-CoV-2
have been checked and there are no changes in those positions
where the 20 miRNAs target the SARS-CoV-2 genome. Thus,
the current mutant strains have the same sequences that could
interact with the reported top 20 human miRNAs.

B CONCLUSIONS

In this work, a new approach has been hypothesized for
identifying miRNAs that can inhibit the SARS-CoV-2 genome.
Therefore, to find the putative miRNA biomarkers, we have
proposed a new scoring function after considering the alignment
of 2656 miRNAs with respect to the virus genome. The scoring
function is defined based on different parameters like the total
number of nucleotide matches between the human miRNA and
the SARS-CoV-2 genome, the number of consecutive nucleotide
matches between the human miRNA and the SARS-CoV-2
genome, the number of nucleotide mismatches between the
human miRNA and the SARS-CoV-2 genome, and the
difference in the length before and after alignment of the
human miRNA. As a result, the top 20 miRNAs as biomarkers
are identified, which bind to the various SARS-CoV-2 coding
and non-coding regions, thereby possibly working as inhibitors
of SARS-CoV-2. Moreover, to verify the efficacy of the
interactions, molecular docking of such human miRNAs with
virus mRNA is performed and promising results are found and
discussed. Therefore, the identified miRNAs may work as
putative biomarkers for inhibiting the SARS-CoV-2 virus. Out of
the 20 identified miRNAs, 4 miRNAs have the seed region.
Thus, drugs such as paclitaxel, bortezomib, carfilzomib, and
hydralazine that may inhibit virus infection are identified for the
human targets of these four miRNAs.

B ASSOCIATED CONTENT

© Supporting Information

The Supporting Information is available free of charge at
https://pubs.acs.org/doi/10.1021/acsomega.2c05091.

List of 2656 human miRNAs targeting SARS-CoV-2
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(PDF)
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