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ABSTRACT

Background: A new coronavirus was identified in Jeddah, Saudi Arabia in 2012 and designated as Middle
East Respiratory Syndrome Coronavirus (MERS-CoV). To date, this virus has been reported in 27 coun-
tries. The virus transmission to humans has already been reported from camels. Currently, there is no
vaccine or antiviral therapy available against this virus.
Methods: The siRNAs were in silico predicted, designed, and chemically synthesized by using the MERS-
CoV-orflab region as a target. The antiviral activity was experimentally evaluated by delivering the
siRNAs with Lipofectamine™ 2000 and JetPRIMER as transfection reagents in both Vero cell and HEK-
293-T cell lines at two different concentrations (10.0 nM and 5.0 nM). The Ct value of quantitative
Real-Time PCR (qRT-PCR) was used to calculate and determine the reduction of viral RNA level in both
cell supernatant and cell lysate isolated from both cell lines.
Results: The sequence alignment resulted in the selection of highly conserved regions. The orflab region
was used to predict and design the siRNAs and a total of twenty-one siRNAs were finally selected from
four hundred and twenty-six siRNAs generated by online software. Inhibition of viral replication and sig-
nificant reduction of viral RNA was observed against selected siRNAs in both cell lines at both concentra-
tions. Based on the Ct value, the siRNAs # 11, 12, 18, and 20 were observed to be the best performing in
both cell lines at both concentrations.
Conclusion: Based on the results and data analysis, it is concluded that the use of two different transfec-
tion reagents was significantly effective. But the Lipofectamine™ 2000 was found to be a better transfec-
tion reagent than the JetPRIMER for the delivery of siRNAs in both cell lines.
© 2023 The Author(s). Published by Elsevier B.V. on behalf of King Saud University. This is an open access
article under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).

1. Introduction

Respiratory Syndrome Coronavirus (MERS-CoV) was identified in
2012 from a hospitalized patient from Jeddah, Saudi Arabia. This

Coronaviruses are well-known for respiratory illness in both
humans and animals. A novel Coronavirus, known as Middle East
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PCR, quantitative Real-Time PCR; siRNAs, short interfering RNAs.
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is the sixth human pathogenic coronavirus that had significant
genomic sequence similarity with SARS-CoV to cause disease in
humans and animals. The infected patient developed severe pneu-
monia symptoms followed by death after 11 days of hospitaliza-
tion (Zaki et al. 2012). The infected persons develop variable
symptoms like shortness of breath, fever, and in severe cases, mul-
tiorgan failure (Assiri et al. 2013; Yin and Wunderink 2018). Cur-
rently, this virus has spread to 27 countries with 2591 confirmed
cases and 894 deaths, and a mortality rate up to greater than 35 %
including WHO; (last Accessed on 10.9.2022; https://www.emro.
who.int/health-topics/mers-cov/mers-outbreaks.html) and became
a global threat to the human population (Chafekar and Fielding
2018; WHO 2022; Zaki et al. 2012). The dromedary camels are
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known as the main source of virus spread and their role in infec-
tion to humans have been reported (Azhar et al. 2014; Lee and
Wong 2015; Memish et al. 2014; Oboho et al. 2015). However,
camel workers are also known as an intermediary source of the
virus spread to humans. The source of infection remains uncertain
as some of the infected patients had no history of close contact
with camel (Alshukairi et al. 2018). The MERS-CoV belongs to the
family Coronaviridae and the genome of coronaviruses is single-
stranded positive sense RNA with an approximately 25-32 kb gen-
ome size. The virus has been divided into Alpha, Beta, Gamma, and
Delta coronaviruses groups and MERS-CoV belongs to the lineage -
C Betacoronavirus (BCoVs). As it has been reported that coron-
aviruses have a very high rate of mutation, recombination, and
sequence diversity which favors the new virus strain and isolates
emergence with novel features and characteristics (Al-Omari
et al. 2019).

Currently, no vaccines or antiviral therapy is available for
MERS-CoV but many therapeutic compounds and vaccines are
under various stages of an investigation, and few have reached
an advanced stage with promising results. The role of RNA interfer-
ence (RNAi) has shown significant antiviral activity against many
viruses as well as other pathogens and diseases by using short
interfering RNAs (siRNAs) and micro-RNA (miRNAs). Long noncod-
ing RNAs (IncRNAs) against cancers (Mahmoodi et al. 2019; Hattab
et al. 2021), bacterial infections (Menanteau-Ledouble et al. 2020)
fungal infections (Bruch et al., 2022; Wang et al. 2022), parasitic
infections (Somarathne et al. 2018; Portet 2021), viral infections
(Levanova et al. 2018). Several potential RNA interference-based
(RNAI) drugs have been recently reported (Setten et al.2019). Addi-
tionally, the clustered regularly interspaced short palindromic
repeats (CRISPR-Cas) system was identified in 2005 as an adaptive
immune system against viral and plasmid infections and currently
it has been divided into two classes, class 1 and class 2 (Escalona-
Noguero et al. 2021). The details and effective use of CRISPR have
been recently proposed as a potential therapeutic tool for the treat-
ment of viral diseases (Baddeley et al., 2021; Kong et al. 2021; Lin
et al. 2021; Najafi et al.2022).

The genome-wide molecular screening and bioinformatics
approaches have provided a platform to predict, design, and filter
the potential siRNAs, shRNA, and miRNAs against various diseases
(Levanova and Poranen 2018; Setten et al. 2019). Many siRNAs and
miRNAs have been designed in silico and evaluated experimentally
in more than 20 clinical trials against viral diseases like HIV, Flock
house virus (FHV), DENV, HBV, HCV, HPV, Influenza, SARS-CoV,
SARS-CoV-2, & MERS-CoV and shown promising results (Fakhr
et al. 2016; Hasan et al. 2014; Huang et al. 2017; Idrees and
Ashfaq 2013; Kumar et al. 2013; Liu et al. 2017; Nur et al. 2015;
Shahid et al. 2017; Sohrab et al. 2021; Sohrab, Aly El-Kafrawy,
et al. 2020a, 2020b; Sohrab et al. 2018; Taning et al. 2018; Tsai
et al. 2018; Wang et al. 2016; Zeng et al. 2017; Zhang and Lu
2020). As per the status and information, we designed this study
to conduct the in-silico prediction, designing, and experimental
evaluation of potential siRNAs at 5 and 10 nM concentrations by
using two different transfection reagents in Vero and HEK-293-T
cell lines.

2. Materials and methods
2.1. Sequence retrieval and analysis

The MERS-CoV (Human/Camels) genome was retrieved from
NCBI-PubMed. The analysis of the genome sequence was per-
formed by using the online software BioEdit (Version 7.2). The
multiple sequence alignment was done using ClustalW. As it has
been reported that the orflab region plays an important role in
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virus replication. Based on the multiple sequence alignment and
homology, the orflab region was selected as the target for siRNAs
design.

2.2. Designing, filtration, and chemical synthesis of siRNAs

The multiple sequence alignment homology provided the selec-
tion of orflab as a target for the prediction, designing, and filtration
of probable potential siRNAs. We have used an online integrated
bioinformatics approach for the prediction, designing, and filtra-
tion of potential siRNAs as per the guidelines for the strict criteria
of selection and filtration (EIHefnawi et al. 2016; Fakhr et al. 2016;
Hasan et al. 2014; Naito and Ui-Tei 2012; Nur et al. 2015; Sohrab
et al. 2021; Sohrab, Aly El-Kafrawy, et al. 2020a, 2020b; Sohrab
et al. 2018). By applying the criteria for selection, we have filtered
only twenty-one siRNAs for their in-vitro evaluation study. Inte-
grated DNA Technologies (IDT-USA) was used for the chemical syn-
thesis of selected siRNAs.

2.3. Cytotoxicity assay

The cytotoxicity of designed and synthesized siRNAs was eval-
uated and determined in both cells by using the Invitrogen™
CyQUANT™ MTT Cell Viability Assay following the manufacturer’s
instruction. The absorbance was measured at 570 nm using a Spec-
traMax i3x imaging cytometer and the mean OD value was used for
cytotoxicity calculation using the standard formula.

2.4. Experimental evaluation of siRNAs against MERS-CoV

The experimental evaluation of chemically synthesized siRNA
was performed in triplicates at two different concentrations
(10.0 nM and 5.0 nM) in selected cell lines (Vero cells and HEK-
293-T cells) by using two different transfection reagents. The
transfection reagents were selected based on their transfection
efficiency. The first one was Lipofectamine™ 2000 (ThermoFisher
Scientific, USA). According to its manufacturer, Lipofectamine
reagents have become the most referenced transfection reagents
since their launch in 1993. They are therefore considered the gold-
standard of transfection reagents and are used as a basis of com-
parison for efficiencies of other transfection methods.
Lipofectamine™ 2000 is a versatile transfection reagent that has
been shown to effectively transfect the widest variety of adherent
and suspension cell lines. This is being used and works effectively
with common cell lines and many challenging ones. The second
one was JetPRIMER ((Polyplus, France), which is a non-liposomal,
polymer-based transfection reagent. This is cost-effective and is
widely used for many siRNA and DNA delivery in many cell lines
with better cell viability and higher transfection efficiency. The
virus replication inhibition and reduction of viral RNA were deter-
mined by the Ct value of qRT-PCR with proper negative and posi-
tive control.

2.5. Delivery of siRNAs by Lipofectamine 2000 and Jet prime and virus
inoculation

The siRNAs were delivered through reverse transfection method
by using Lipofectamine™ 2000 and JetPRIMER transfection reagent
into grown Vero and HEK-293-T cells (60-80 % confluency (1x104)
at various concentrations (10.0 nM and 5.0 nM). Briefly, 50 UM siR-
NAs stocks were diluted to various concentrations (10.0 and
5.0 nM) in 100 pl Opti-MEM medium by adding Lipofectamine™
2000 as well as JetPRIMER following incubation at Room tempera-
ture for 30 min. The siRNA-lipid complex (1 pl) was added to the
grown cells at various siRNA concentrations (10.0 nM-5.0 nM)
and mixed gently and incubated at 37 °C for 72 h. The transfected



S. Sartaj Sohrab, S. Aly El-Kafrawy, Z. Mirza et al.

Journal of King Saud University - Science 35 (2023) 102540

:o zn :o w0 s0 EO £ 50 100 10 ua nn 160 un
IR REEY ERRRY B [ERERY RERRS RRRES R [ERRR R [ (R e | [ERRR Ry | - 1
Jeddah-hm TGTCTTTCGTGGCTGGTGTGACCGCGCAAGGTG:GCGCGGTACGTATCGAGCAGCGCTCAACTCTGAMAAQ\TQ\AGACCATGTGTﬂﬂmmmﬁmcﬁTmﬁmeTTmeTD\T
Ryu-Cn Lissssssssssscsonsesos o s sassaiovnissiesssinesshesssssssioessdsietestssssrsisttitstssssstbtsissitstesisssisitessdssisssssisssbsasissssstsssosnibisssnssa
160 170 180 190 :uo 210 230 nu 250 260 nu zln xn 100
........ I T L T D I L L T BT T T T T T B L P R T T T T T
Jeddah-hm TGGCGAMATG;ETATGAAGFGGTGAAGGCEATGFTACTTAMAAGGAGCHCTTCTCTATGTmeG@Tmmmm@mwmATm|wl T GG?I'('_AI TGCT lbluAAAAT
Riyadh-Ca | .. ... .. e D S« PP
210 220 220 240 250 260 280 230 00 a0 ua nu ue aso
Sy T | [ D N P B PP P P [P R R (R S— (R (u— (" ——— Pooealonn- [ D P 1
Jeddah-hm TCATGGTTAACCAATTGGCTTATAGCTCTAmmeGCTTGmTCGCAmCTTTGZAGGGCAAECTATTGGI‘ATG[ll.l TCCCTTATGACATCGAACT lblLACAGGAMGCAMATATTCTCCTmAmAT
- S . T o O 1 A N A N s
un a0 20 490 500 510 s30 540 ss0 s60 svn sn 30 €00
............................ T T e T T T e R e e g N
Jeddah-hn CGTTATCAC‘PACACCCCATTCCACTATGAGCCAGAEMCACCTCTTCCCCTCAGTCGATGGM:GAT1‘TTCAGCCGGATCCTAAAGGCAAATATG:CCAGAATCTGCPTMGAAGTTGATTGG:GGTCATGTCACTCCAGTT
Rivadh-Ca: |:csscesssusen s L
610 620 620 640 650 €60 620 €30 700 uo ua uo uo 50
AT R 1 e o e T R T e e P e e R N T T R R femsslianss loses Do iians T e (TR e T 1
Jeddah-hm ACATG'TGTGGCGTTGATGGAAMCCCATTAG'I‘GCCTACG:ATT’l‘TTMTGG:CAAGGATGGMTMCCMACTGGCTGATWTGAA@GGAC@WMGATGACGAAMTCATCACATTAAAGAACAATCI‘ATATA
RIFAAR=CE | o oottt ottt e et e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e
260 770 80 %0 00 210 220 250 50 250 0 nu 230 200
| e T e e S S o e Ly (e -
Jeddah-hm |TG(TI'TTGGCATGTTGAGCGI'AAAGACGI‘TmTATCCTAAGCAATCTATTTTTACTATTAATA(TI‘(.TI'G(.Tl'CCAAAAGGATGGTGTTGAAAAQCTCCTCCFCAC[‘ATTTTALTCFTGGATMTTTTM
Riyadh-Ca | ........................................................................................ o e I e s il e G B B T i e S
510 920 530 240 350 360 520 330 1000 1010 1020 1030 1060 1080
L T T I T L T T I T T i T e
Jeddah-hm \GTGGAGTGGCGTTTCTGACT TGTCCCTCAAACAAAAACTCCTTTACACCTTCTATGGTAAGGAGTCACT TGAGAACCCAACCTACATTTACCACTCCGCATTCATTGAGTGTGGAAGT TGTGGTAATGATTCCTGGCTTACAGGGAA
T o

:aso :o'm :olo 1090 1100 110

1130 1140 1150 1160 17 1180 1190 :.zao
Sl [EERRS EERES RS Rrrey | [EERRS EEEES REERS EERES RETES Errrs i 1 '

Jeddah-hm FCTATCCAAGGGTTTGCCTGTGGATGTGGGGCATQ\TATAQ\GCTMTGATGTCGAAG‘I‘CCAATC.ATCTGGCP\TGATTMGCD\AATG:Tl.'l'Tl.'l"l'TGPG:TACTTWTTTG?PMGGGTGATAGCTGTTCPTCTA)\TTM

Jeddah-hm rCAGTTGCTCAGT TGGTTAGTTACCTTTCTGAACGTTGTAATGTTATTGCTGAT TCTAAGTECTTCAEACTTATCTTTGG]'GGCGI’AGCI'TACGCCPACPTTGGATGFGAGGAAGGFACTATGFAEFTTGI'GCCI‘AGAGCI"AAG!’CI‘GI’

xua 1460 1450 uu un 1480 1490 uoo
- [ ERERS RRREY B 1. I ERERS RRREY B

. -
Jeddah-hm rTCTCMCCATTCGAGACTCCATCTTTACAGGCTGTACTGGCTCTTCGN\CN\GGTTACTCA\AATTGCTMCATGTTC'l'TCGAACAGACTCAG:ATTCCCTTAACTTTGTGGCACAGTTCCTTGTCAACGATCTTCTCCTCMTTCT

I EEREY PESS PSR RERES RETl FESTy B
RIFAAR-CB L.ccssossscsncsosssvsssssssssssssssssssssssns
1210 1220 1230 1200 1250 1260
Riyadh-€a |.ccecececccacaessocsnssaasonsscnass e crerasosorsscassessasonscassocass
1360 1370 1280 1390 1400 1410
HERERY N R EEREY RRREY REREY RERRE ERRES RESy
PEVRARTOR! oo uroiorscamore oot e woete s o) s mremiehs s ol v s e e e o o s o D s STe e e iase
1510 1520 1530 1540 1550 1560
I RRRR EEREY RRRRy b N ERERY EERRE RS RERY ERREY RRRRd B

1580 15%0 1600 1610 1620 1630 Nu uso
I EREES ERRRY RRRey B [ERRR EERRY RRRy I -

s IR RERR b Sl
Jeddah-hm rC'I‘GGAACCACMCTMTG‘l‘TG}\L‘AMATACCCCAGC’I‘TCTCAMCGTGTC}\CCCTTG}\CMG‘PTGCGTGATTATTT}\GC‘PGACTATGACGTAGCAGTCACTGCCCG:CCATTCATGGATMTG:TATTMTG‘\‘TCG‘I‘GGTACAGGATTBi

Riyadh-Ca

................................................. Risisenanisaius

ulo 1670 xno 1690 1700 imo

1730 1740 1750 1760 im0 1780 1730 1800
T i T P T T o o P e e PP e i e P o P

Riyadh-Ca

Jeddah-hm FGTATGCCGCCATTACTGCACCTTATGTA&I TCTCACTGGCT IAGGTGAL.H.I.I T lMGMAGTTG(L\ACCATACCGTACAAGGTTTMTCTGTTMGGATACTETGACTTATTATGZ‘I‘CAEAGCGTGTTGTAEAWTTTTCLT'

100 1820 1830 1840 1850 1860

1880 1890 1900 10 1920 1930 1940 uu
L T T e e N T

Jeddah-hm ll'ATGACATGGAT'I'CTGGTGTGTCATCI:TTTAGTGAACTACTTTTTGAT TGCGTTGATCTTTCAGTAGCT TCTACCTATTTTTTAGTCCG:CTCTTGCAAGGFMGACTGGCGACTTTAT(H‘CTACAATTATTACTTCCTGCCRAACTGC

2030 2040 2050 2060 2070 2080 2080 2100
B I T S o T T e T P Ny e e

Jeddah-hm ITFTAGTMGCTTCTAGATAQ\TGTTTTGMGCTA.Q\GMGCAAQ\TTTMCTTCTTGTTAGATTTGGG\GGNI‘TGTTC\GAATCTTTCTTCGL\ATGCCTATmmAEACTTWTTmGGPWTCMTmTTCTAD‘*i

By-C8 L iR irsititisiisiisaiistieisitsstivis isssivia
1960 1970 1980 1950 2000 2010
2 ol et L ase s ol v e leRe s aleis s eh s el saal e salmes &
Riyadh-Ca | ..... L
zno nzn :uo 21400 . n|:n ullo
e i

180 %0 2200 o zno 2230 2240 zuo
B ! ! 1 ' ! ! ' ! ' ' ! '

Jeddah~-hm FTTGTQ\MEAAGTGT TAGM:T TGCTTMTMGGGTATGCAACTT TTGCATAQMGGTCTCCTGGGCTGGT T'l‘TMTA‘I'CAGI‘GC‘I‘GTTA‘I‘CTA.CAGCGGCAGGGAGTCTCTMTATTECCATCGGGMCCTATTACTGPGTCAC&\E

Riyadh-Ca ssBsssssssccsnsss . sssssssssss sssssssssssssssss
2260 2270 2200 2200 2300 210 2330 un 2150 2380 2370 2380 2330 nnu
I ERERY REREY ERRRY REREY ERREY RRERY EERES RERRS ERRES REREl B B ERRRY REREY B R ey (R RRRey b [ RERR | 1
Jeddah-hm GGCTAAGTCCGTTCAACAAGATCTTGACGTTATTTTGCCTGGTGAGTTTTCCAAGAAGCAGTTAOGACTGC'I"CCAACCTACTGM‘_\ATTCTACAAC‘I'GTTAGFGTTACTGTATC&GFAACATGCPTGAMCTGFTGTGOGFCAACT
Riyadh=Ca | . ... e e e e e e e e e e e e e e e e e e e e e e e e e e+ e e PP -l
zuo 2420 2630 2680 2450 2460 2480 2430 2500 510 2520 2530 2580 :uo
I EERRY ERRES RREEY REREY REREE RRRERS RESEY PRREE RRRRE B I EEEEY CERTY PRREY REREY PRSSY ERRES RRREY PESTE ERSES RERSY PRSTY ERRRS RRREY
Jeddah-hm GCAAACTAATATGCATAGTCCTGATGTTATAGTAGGTGACTATGTCAT'l'AT'l'AGTGAMAATTGTTTGTGCGTAGTMGGAAGAAGATGGAT'l'TGCCT'l'CTACCCTITTMTMTGGTG\T@TGTACCGACTCTCTTTAGACT
IRRNRIIENS L a5 5 0 G A S A0 AT A A 0 0 A N B A silbee
zuo 2570 zuo :uo 2600 zuo 2630 2640 2650 2660 2670 :ua R‘M hco
i sifiess sisiiis s i il s i i N ERESY Ry i - e
Jeddah-hm CGCAGG’I‘GCACCTGTMAMAAGTAGCCTTTCGCCGTGATCMGTACATGAGCT'l"CCTCCTCTMGAAGTCT'PACTGTCGACT)\CAACAT‘l‘CATGCTG‘I'ATTAGACACACTACTTG:‘I‘TCTTCTACTCTTAGN\CCTTTGTTGTW
RIVAMN-Co | s s o oo e i s e e e T e e e e e T T T T e R e e e e e B e
mo 2720 2730 2740 nsu 2760 2700 27130 2000 210 2020 2030 zuu :uo
I e e e R eI R e T A o T e e P e S T T T B | B

Jeddah-hm |N\uu.| TTGTCAATTGAGGAGTT |w1uACGTAGTAMGGAACAAGTCTCAGAL| TGCTTGT xAAATTM.|u.uluu\ATGCCGM‘TCCAGM‘T1‘1‘GM‘TTAGM:GATTT‘I‘ATTGACG:ACCATGCTATTGCTTTMCGCTGAGGGTGA

Fig. 1. Multiple sequence alignmnet of MERS-CoV-orflab gene from Human and camels isolates.

cells were grown for 24 h at 37 °C and then MERS-CoV at 0.01 MOI
was used for inoculation following the published protocol from our
lab (Azhar et al. 2014) and cells were incubated for 1 h. The siRNA-
transfected and virus-inoculated cells were replenished with fresh
DMEM and further grown for seventy-two hours. All the experi-
ments were performed in triplicates with proper negative and pos-
itive control. The virus-infected cells were treated as a positive
control, while the non-infected cells were treated as a negative
control. The cytopathic effect (CPE) in both cells was observed daily

for 72 hrs. and after full CPE, the cells were harvested, and the viral
RNA was purified from both cell lysate and supernatant using the
commercial QIAmp Viral RNA Mini Kit (Qiagen, USA) as per kit
instructions.

2.6. Confirmation of virus inhibition by quantitative-Real-Time PCR

The antiviral potency of siRNAs and inhibition of virus replica-
tion and reduction of viral RNA level was determined by
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quantitative-Real-Time PCR (qRT-PCR) using the MERS-CoV pri-
mers as described earlier (Azhar et al. 2014). The Ct value of
gRT-PCR was used to analyze the inhibitory effect of each siRNAs
in Vero and HEK-293-T in cell supernatant as well as cell lysate
at selected concentrations (10.0 nM-5.0 nM).

3. Results
3.1. Sequence analysis

The multiple sequence alignment results of the MERS-CoV full
genome showed significant similarities at various locations. Based
on the role of orflab in the virus replication process and high
sequence homology, we selected this region as a target for in silico
prediction, designing, and filtration of potential siRNAs. Fig. 1
shows the sequence similarity with the MERS-CoV-orflab region
of human and camel isolates.

3.2. In silico prediction and chemical synthesis of siRNAs

The software generated a total of four hundred and sixty-two
siRNAs from the orlab gene of MERS-CoV, but we have selected
only twenty-one siRNAs based on their strict criteria for selection

Table 1
List of siRNAs from MERS-CoV orflab gene (KF958702).
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and filtration with no off-target, and no match with human mRNA
sequences (Fakhr et al. 2016; Naito and Ui-Tei 2012; Sohrab, Aly
El-Kafrawy, et al. 2020a, 2020b; Sohrab et al. 2018). The selected
siRNAs were chemically synthesized by Integrated DNA Technolo-
gies (IDT), USA, and used for experimental evaluation in selected
cells. The predicted siRNAs were expected to be highly specific
and potent against the orflab gene of MERS-CoV. The predicted
siRNAs have been listed in Table 1.

3.3. Cytotoxicity Assay

The cytotoxicity of selected siRNAs in both cells was deter-
mined by using both Lipofectamine™ 2000 and JetPRIMER transfec-
tion reagent. Based on the results obtained in this study, no
cytotoxicity was observed for any siRNAs in both cells at tested
concentrations.

3.4. Experimental evaluation of siRNAs against MERS-CoV

The in-vitro evaluation of siRNAs was performed by using Lipo-
fectamine™ 2000 and JetPRIMER as transfection reagents to Vero
and HEK-293 cell lines. The inhibition of virus replication and the
reduction of viral RNA were determined by the Ct value of qRT-
PCR performed by using the cell supernatant and lysate for all

S.N. Target sequence Predicted RNA oligo sequences
(5'-3)
1 AGCAATCTATTTTTACTATTAAT UAAUAGUAAAAAUAGAUUGCU
CAAUCUAUUUUUACUAUUAAU
2 ATGGATAATGCTATTAATGTTGG AACAUUAAUAGCAUUAUCCAU
GGAUAAUGCUAUUAAUGUUGG
3 GCGACTTTATGTCTACAATTATT UAAUUGUAGACAUAAAGUCGC
GACUUUAUGUCUACAAUUAUU
4 GACACTTTAGATGATATCTTACA UAAGAUAUCAUCUAAAGUGUC
CACUUUAGAUGAUAUCUUACA
5 ATGCTATTAGTTTGAGTTTTAAT UAAAACUCAAACUAAUAGCAU
GCUAUUAGUUUGAGUUUUAAU
6 TGCTATTAGTTTGAGTTTTAATA UUAAAACUCAAACUAAUAGCA
CUAUUAGUUUGAGUUUUAAUA
7 GAGCTAGTTTGCGTCAAATTTTT AAAUUUGACGCAAACUAGCUC
GCUAGUUUGCGUCAAAUUUUU
8 CTCTAATATCTTTGTTATTAACA UUAAUAACAAAGAUAUUAGAG
CUAAUAUCUUUGUUAUUAACA
9 CTCTTAGAAACTCTTTAACTAAT UAGUUAAAGAGUUUCUAAGAG
CUUAGAAACUCUUUAACUAAU
10 TGGTTTGATTTTGTTGAAAATCC AUUUUCAACAAAAUCAAACCA
GUUUGAUUUUGUUGAAAAUCC
11 ACGCAAATTGCGTTAATTGTACT UACAAUUAACGCAAUUUGCGU
GCAAAUUGCGUUAAUUGUACU
12 TGGTATCTAAAGGTTTCTTTAAG UAAAGAAACCUUUAGAUACCA
GUAUCUAAAGGUUUCUUUAAG
13 GTCTTGTATTCGGCTTATACAAG UGUAUAAGCCGAAUACAAGAC
CUUGUAUUCGGCUUAUACAAG
14 TCCTTCTATAGTTGAATTTAATA UUAAAUUCAACUAUAGAAGGA
CUUCUAUAGUUGAAUUUAAUA
15 GTCTACAATAATAAATTGTTAGC UAACAAUUUAUUAUUGUAGAC
CUACAAUAAUAAAUUGUUAGC
16 AACAACATTAACAGATTTAATGT AUUAAAUCUGUUAAUGUUGUU
CAACAUUAACAGAUUUAAUGU
17 CTCTACAATTAGGATTTTCAACT UUGAAAAUCCUAAUUGUAGAG
CUACAAUUAGGAUUUUCAACU
18 TTGTATAAGAAAGTCAATAATGA AUUAUUGACUUUCUUAUACAA
GUAUAAGAAAGUCAAUAAUGA
19 CTCAACTATTCATAACTATTTTA AAAUAGUUAUGAAUAGUUGAG
CAACUAUUCAUAACUAUUUUA
20 TGCCAATATGCGTGTTATACATT UGUAUAACACGCAUAUUGGCA
CCAAUAUGCGUGUUAUACAUU
21 GGGTACTATTAAAGAAAATATAG AUAUUUUCUUUAAUAGUACCC
GUACUAUUAAAGAAAAUAUAG
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selected siRNAs. The better inhibition of virus replication and
reduction of viral RNA level in cell supernatant as well as lysate
was observed in Vero cells by Lipofectamine™ 2000 at both concen-
trations (10.0 nM and 5.0 nM) of siRNAs tested than the JetPRIMER
transfection reagent.

By using the JetPRIMER as a transfection reagent, the Ct value of
qRT-PCR was observed to be variable in both cells. The Ct value has
been presented in Table 2 and Fig. 2. The inhibition of MERS-CoV
replication was observed to be comparable with the dose-
dependent in Vero cells as well as HEK-293-T cells at both concen-
trations of siRNAs. In Vero cells supernatant, the highest Ct value of
qRT-PCR was observed with siRNAs#12 (22.98/22.70 (at 10.0 nM
/5.0 nM)) followed by siRNA#18 (19.96/20.99) and siRNA#20
(17.22/17.35). The Ct value in cell lysate also varied significantly
as compared to the control group. The highest Ct value was
observed in siRNA#11 (22.93/22.66) followed by siRNA#20
(22.91/22.65) and siRNA#18 (21.73/22.55). Interestingly, the Ct
value of most of the siRNAs was significantly better in cell lysate

Table 2
The Ct value of qRT-PCR of siRNAs delivered by JetPRIMER transfection reagent.
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than the cell supernatant at both concentrations as well as the
higher Ct value was observed at 5.0 nM, which indicates that the
lower concentration is more effective than the higher concentra-
tion of siRNAs tested (Table 2).

In HEK-293-T cells transfected with Jet prime transfection
reagent, the Ct value of qRT-PCR for each siRNAs was variable in
cell supernatant as well as cell lysate at both concentrations. In cell
supernatant, the highest Ct value was observed with siRNA#19
(39.61/ 39.68 (at 10.0 nM /5.0 nM)) followed by siRNA#7
(35.94/36.85) and siRNA#21 (35.82/36.71). The cell lysate showed
the variable Ct value for all the tested siRNAs. The highest Ct value
was observed with siRNA#12 (37.60/37.78) followed by siRNA#18
(37.34/37.99), siRNA#13 (36.82/36.48), and siRNA#19
(36.73/36.87) at both concentrations (Table 2).

In the case of Lipofectamine™ 2000 as a transfection reagent, the
gqRT-PCR results were variable in both Vero and HEK-293-T cells.
The results of the Ct value for each siRNAs have been presented
in Table 3 and Fig. 3. The level of viral RNA was reduced as indi-

siRNAs combinations Vero cells

HEK-293-T cells

(Cell Supernatant) (Cell Lysate)

(Cell Supernatant) (Cell Lysate)

(nM) (nM) (nM) (nM)
10.0 5.0 10.0 5.0 10.0 5.0 10.0 5.0
siRNA1 16.00 16.95 15.81 15.75 34.49 33.31 36.50 36.13
siRNA 2 16.57 16.95 15.95 15.71 34.14 34.24 35.85 35.99
siRNA3 14.54 14.81 15.21 15.35 34.93 33.89 35.48 36.59
siRNA4 16.61 16.84 16.49 15.98 33.25 33.76 33.87 35.53
siRNA5 16.09 16.75 16.11 15.98 33.75 33.99 34.32 33.74
siRNA6 15.21 14.12 16.64 16.28 33.79 33.80 34.78 35.75
siRNA7 15.97 16.78 15.35 15.87 35.94 36.85 35.97 34.76
siRNA8 17.46 17.95 15.94 15.79 34.65 33.84 35.89 35.23
siRNA9 17.89 17.91 16.23 16.87 34.46 34.14 34.96 34.11
siRNA10 17.51 17.96 16.95 16.90 33.85 33.10 3547 35.21
siRNA11 17.53 19.67 22.93 22.66 35.93 35.71 35.32 35.61
siRNA 12 22.98 22.70 20.21 21.13 35.78 35.97 37.60 37.78
siRNA 13 14.22 14.59 20.64 20.06 34.74 35.63 36.82 36.48
siRNA14 15.29 19.86 20.55 21.45 34.86 36.61 35.72 35.76
siRNA15 15.00 14.10 22.85 2143 34.55 36.06 35.27 36.50
siRNA16 15.05 16.45 21.8 20.82 33.76 35.91 35.84 36.48
siRNA17 15.67 15.11 22.46 21.49 33.08 35.67 34.19 35.81
siRNA18 19.96 20.99 21.73 22.55 35.88 35.81 37.34 37.99
siRNA19 16.21 16.53 21.66 21.80 39.61 39.68 36.73 36.87
siRNA20 17.22 17.35 2291 22.65 35.64 35.97 35.97 35.70
siRNA 21 15.49 16.97 20.06 21.90 35.82 36.71 34.87 34.61
Positive Control 15.99 16.95 15.81 15.75 33.32 33.12 34.72 33.24
Negative Control 80.90 80.78 80.75 80.71 90.10 90.15 90.18 90.16
VERO CELLS HEK-293 CELLS
100
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Fig. 2. Graphical representation of Ct value of qRT-PCR of siRNAs delivered by JetPRIMER in Vero cells and HEK-293-T cells.
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Table 3
Ct value of qRT-PCR of siRNAs delivered by Lipofectamine™ 2000 transfection reagent.
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siRNAs combination Vero cells

HEK-293-T cells

(Cell Supernatant) (Cell Lysate)

(Cell Supernatant) (Cell Lysate)

(nM) (nM) (nM) (nM)
10.0 5.0 10.0 5.0 10.0 5.0 10.0 5.0
siRNA1 15.99 16.87 15.97 16.95 15.21 15.98 14.83 14.48
siRNA 2 16.57 16.98 16.31 15.95 14.65 14.21 14.56 14.31
siRNA3 14.54 14.38 15.21 15.81 15.41 15.12 14.99 14.38
siRNA4 16.31 16.89 16.26 16.84 15.82 15.71 14.75 14.50
siRNA5 15.99 16.95 15.90 16.75 14.43 14.94 15.52 15.21
siRNA6 15.21 14.99 15.10 14.12 14.65 14.98 15.13 15.98
siRNA7 15.97 16.98 16.17 16.78 15.56 16.21 15.78 15.67
siRNA8 17.46 16.93 17.50 17.95 16.12 15.78 14.91 14.99
siRNA9 17.89 16.98 17.71 17.91 16.34 15.89 14.75 14.91
siRNA10 17.51 17.81 17.23 17.96 15.75 15.67 14.21 14.97
siRNA11 17.53 16.41 19.06 19.67 19.89 19.86 19.63 18.98
siRNA 12 20.18 19.56 19.49 20.70 20.61 19.92 19.93 19.66
siRNA 13 14.22 15.67 15.12 14.59 15.78 16.83 16.50 16.49
siRNA14 15.29 16.65 15.06 15.86 15.37 16.87 14.52 15.29
siRNA15 15.10 15.89 16.04 14.10 15.03 15.30 16.22 15.93
siRNA16 15.05 15.06 15.30 1545 14.47 14.62 14.49 14.63
siRNA17 15.67 15.82 15.42 15.11 15.99 14.89 16.30 15.71
siRNA18 19.96 19.62 18.44 20.19 19.41 19.75 17.25 17.96
siRNA19 16.21 15.10 15.01 15.53 16.59 15.03 17.24 16.22
siRNA20 16.22 18.34 17.83 17.33 15.76 15.20 15.03 15.06
siRNA 21 15.49 15.23 14.79 16.47 14.54 14.69 14.38 14.57
Positive Control 11.19 11.17 12.10 12.15 11.32 12.00 12.09 12.41
Negative Control 78.01 77.82 81.92 77.01 77.11 71.90 77.12 71.72
Vero Cells HEK 293 Cells
100 - Py
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Fig. 3. Graphical representation of Ct value of qRT-PCR of siRNAs delivered by Lipofectamine™ 2000 in Vero cells and HEK-293-T Cells.

cated by the Ct value which indicates the inhibition of virus repli-
cation in both cells as compared to the control. The cell super-
natant isolated from Vero cells showed the high Ct value of
many siRNAs at both concentrations. The highest Ct value in cell
supernatant was observed to be 20.18 for siRNA#12 at 10.0 nM
and 19.56 at 5.0 nM followed by 19.96 and 19.62 for siRNA#18
and 17.89 and 16.98 for siRNA#9. While the Ct value was higher
(>15) for siRNAs#1, siRNAs#2, siRNAs#4-12, and siRNAs#14-21.
The cell lysate of Vero cells also showed a better Ct value as com-
pared to the positive control. The highest Ct value of siRNA#12 was
19.49/20.70 (at 10.0 nM /5.0 nM) followed by siRNA#18,
18.44/20.19, 17,83/17.33 for siRNA#20. The siRNA#8-10 showed
almost similar Ct values ranging from 17.23 to 17.96 at both
concentrations.

The HEK-293-T cells also showed the variations in Ct value of
many siRNAs in both cell supernatant and cell lysate. The highest
Ct value in cell supernatant was observed to be 20.61/19.92 (at
10.0 nM /5.0 nM) for siRNA#12 followed by 19.89/19.86 for
siRNA#11 and 19.41/19.65 for siRNA#18. A higher Ct value, <15

was observed in many siRNAs tested in cell supernatant. The cell
lysate also showed the variation in Ct value in many siRNAs at both
concentrations. The highest Ct value was 19.93/19.66 for siRNA#12
followed by 19.63/18.98 for siRNA#12 and 17.25/17.96 for
siRNA#18. Only 3 siRNAs that showed a higher Ct value of more
than 16 and the remaining were more than 14 Ct values as com-
pared to the positive control group. The significant variation of Ct
value was observed in many siRNAs at a lower concentration as
compared to positive control which indicates that the better inhi-
bition of virus replication resulted in the lower level of viral RNA in
both cell supernatant and cell lysate in both cells.

4. Discussion

The new virus was identified in 2012 from a hospitalized
patient in Jeddah, Saudi Arabia, and based on the novel characters,
properties, and sequence homology with another known coron-
avirus, it was finally designated as MERS-CoV. Since 2012, this
virus has been reported from 27 countries with over 2591 con-
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firmed cases and 894 deaths (last Accessed on 10.9.2022 https://
www.emro.who.int/health-topics/mers-cov/mers-outbreaks.html).
Due to the status of the virus spread and reports from various loca-
tions globally, with tremendous efforts, significant progress has
been made with valuable information published about the MERS-
CoV. But still, there is no USFDA-approved vaccine or antiviral ther-
apy available for MERS-CoV. Many vaccines and antiviral therapies
are under the various stage of investigation and some of them have
reached an advanced stage including oligonucleotide-based ther-
apy (siRNAs/miRNAs) based therapy (Folegatti et al. 2020;
Hashem et al. 2019; Li et al. 2020; Mubarak et al. 2019; Xu et al.
2019; Zhou et al. 2019). This RNAi-based approach has emerged
as an alternative therapy against many deadly diseases including
viral-mediated (Carneiro et al. 2015; Chakraborty et al. 2017;
Moon et al. 2016). The oligonucleotide-based therapy includes
the use of siRNA/miRNA/shRNAs and the ALNRSVO1 was the first
siRNA that was documented for human use (Levanova and
Poranen 2018). In silico guided experimental evaluation against
MERS-CoV has been recently described with promising results
which identified the potential siRNAs (ElHefnawi et al. 2016;
Fakhr et al. 2016; Hasan et al. 2014; Nur et al. 2015; Sohrab
et al. 2021; Sohrab, Aly El-Kafrawy, et al. 2020a, 2020b; Sohrab
et al. 2018). Additionally, a similar strategy was used to identify,
design, and evaluate the siRNAs against the newly emerged
SARS-CoV-2, and some of them were found to be potentially effec-
tive (Sohrab et al. 2021).

Similar RNAi technology can be used to design, and filter by
integrated bioinformatics approach, and experimentally evaluated
against MERS-CoV. The replication of MERS-CoV is mediated by the
orflab gene and the attachment with the host cell is mediated by
Spike (S) protein gene. The inhibition of virus replication can be
inhibited in many alternative ways including the use of RNAi tech-
nology applying the use of siRNAs. The orflab region includes two-
thirds of the Coronavirus genome and encodes non-structural pro-
teins. Very few siRNAs have been designed by using in-silico soft-
ware but none of them have been evaluated in cell lines (Hasan
et al. 2014; Nur et al. 2015). A few studies have been conducted
on the in silico designing and experimental evaluation of siRNAs
against HCV and MERS-CoV and some siRNAs were observed to
be potentially effective and inhibited the virus replication resulting
in the reduction of viral RNA level in cell lysate and supernatant.
The reduction of viral RNA level was determined by the Ct value
of qRT-PCR (El Hefnawi et al. 2016; Sohrab et al. 2021; Sohrab,
Aly El-Kafrawy, et al. 2020a, 2020b).

In this study, we have discussed the in-silico prediction, design-
ing, and experimental evaluation of siRNAs against MERS-CoV
delivered by two different transfection reagents, namely, Lipofec-
tamine™ 2000 and JetPRIMER in Vero cells and HEK-293-T cell
lines. A total of four hundred and sixty-two siRNAs from the orf
lab genome were generated by online software (Fakhr et al.
2016; Sohrab et al. 2018) but only twenty-one siRNAs were
selected and chemically synthesized and further used. The synthe-
sized siRNAs were delivered by Lipofectamine™ 2000 and
JetPRIMER for the experimental evaluation of the reduction of viral
RNA by using the two different concentrations in both Vero cells
and HEK-293-T cell lines. The results obtained from this work pro-
vided a significant reduction of viral RNA as determined by the Ct
value of qRT-PCR performed by using both cell supernatant and
lysate of both Vero cells and HEK-293-T cells. The use of two differ-
ent transfection reagents for the delivery of siRNA in two different
cells was almost similar at both tested concentrations. But based
on the Ct value of each siRNAs as compared to the control group,
the Lipofectamine™ 2000 was better as compared to JetPRIMER
and Vero cells were better than HEK-293-T cells for the in-vitro
evaluation of siRNAs against MERS-CoV. This variation could be
due to better growth and multiplication of viruses in Vero cells.
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During data analysis, we observed that some siRNAs (siRNA# 11,
12, 18 and, 20) delivered by either Lipofectamine™ 2000 or
JetPRIMER showed the best Ct value and were common in both cell
supernatant and lysate collected from both cell lines at both con-
centrations of siRNAs.

The siRNA#9 and siRNA#12 were observed to be the best-
performing siRNAs at 10.0 nM and 5.0 nM concentrations in both
cell lysate and the supernatant collected from the Vero cells. While
siRNA# 12 and siRNA#19 were observed to be the best for HEK-
293-T cells delivered by JetPRIMER transfection reagent. Based on
the Ct value, the siRNAs (#18 and 20) were better performing siR-
NAs in Vero cell lines, while siRNA#13, and siRNA#16 were better
in HEK-293-T cells at both concentrations in both cell supernatant
and cell lysate. The siRNA#11,12,18, and 20 are the best perform-
ing siRNAs in both cell lines delivered by JetPRIMER transfection
reagent.

The data analysis of siRNAs delivered by Lipofectamine™ 2000
as a transfection reagent, revealed that the siRNA# 8, 11, 12, 18,
and 20, were the best performing siRNAs at 10.0 nM and 5.0 nM
concentration as per their Ct value in both cell supernatant and cell
lysates collected from Vero cell lines while the siRNA# 8,11, 12, 13,
15, 18 and 20 were best in HEK-293-T cell lines. The siRNAs # 8, 11,
12 18 and, 20 were common for both and the best-performing siR-
NAs in both cell lines at both concentrations and in cell super-
natant and cell lysate. The better performing siRNAs# 1, 2, 4, and
5 in the Vero cell line while siRNAs# 7, 19, and 20 were the better
performing siRNAs in HEK-293-T cell lines in both cell supernatant
and cell lysate at both 10.0 nM and 5.0 nM concentrations. Addi-
tionally, it was also observed that there were many siRNAs that
showed higher Ct values as compared to the positive control group
delivered by both Lipofectamine™ 2000 and JetPRIMER transfection
reagent at both concentrations in both cell supernatant and cell
lysate isolated from both cell lines. The siRNAs#2,8,10, 11, 12 13,
14, 15,16,18 19 and, 20 were common and showed higher Ct values
than the positive control in both cell lines at both concentrations
(10.0 nM and 5.0 nM) delivered by Jet Prime while the siRNAs#
1,2,4,5,8,9,10,11,12, 18 and 20 were showed higher Ct value than
positive control in Vero cells while, only siRNAs# 8,11, 12,13,15, 18
and 20 were with higher Ct value than the positive control group.
Based on the above findings, we observed that the many siRNA was
found to be potentially active to inhibit the replication/multiplica-
tion of the virus that indicated low RNA level in cell lines which
resulted in higher Ct value than the positive control at both con-
centrations of siRNAs in qRT-PCR analysis in both cell supernatant
and cell lysate isolated from Vero and HEK-293-T cell lines. How-
ever, better inhibition of virus replication was observed in Vero
cells as compared to HEK-293-T cell lines in both siRNAs’ transfec-
tion reagents tested.

The findings of this study are supported by other recent publi-
cations (El-Kafrawy et al. 2021; Sohrab et al. 2021; El-Kafrawy,
et al. 2020). In a study, it was observed that siRNA#1 and 4 were
found to be potentially effective to inhibit the MERS-CoV replica-
tion in Vero cells (Sohrab 2021; Aly El-Kafrawy, et al. 2020). While
in another study conducted on HEK-293 cells, the siRNAs# 1, 2, 4,
6, and 9 were found to be effective against MERS-CoV replication
inhibition at various concentrations, delivered by Lipofectamine™
2000 as transfection reagent (Sohrab et al. 2021). Additionally, in
another study conducted on the Huh-7 cells line, the siRNAs#
2,6,16 and 19 were the best-performing siRNAs at various concen-
trations tested in both cell supernatant and cell lysate (El-Kafrawy
et al. 2021). The data generated after the result analysis from this
work encouraged us to evaluate these siRNAs in multiple cell lines
against other coronaviruses. The evaluation of these siRNA alone or
in combinations will provide a clear understanding of the potential
use of siRNA as oligonucleotide-based antiviral therapeutics not
only against MERS-CoV but other coronaviruses. The limitation of
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this study was that the evaluation of the siRNAs was conducted in
only selected cell lines because the MERS-CoV does not grow and
multiply in most other cell lines. This study requires a long time
of work in the BSL3 lab only. The findings of this study should be
further evaluated on mice and other human primates which is
lacking here in our facility.

5. Conclusion

The results and data analysis from this study provided a clear
observation that the use of two different transfection reagents sig-
nificantly affected the delivery of siRNAs in two different cell lines
which resulted in the reduction of viral RNA level as determined by
the Ct value of qRT-PCR. A better reduction of viral RNA was
observed in Vero cell lines than the HEK-293-T cell lines by Lipo-
fectamine™ 2000 as compared to JetPRIMER at both concentrations
of siRNAs.
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