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Abstract

Up to now, several attenuated measles virus vaccine strains derived from the Edmonston B vaccine consisting of Schwarz/Moraten,
Zagreb, and AIK-C have been introduced for the rescue of their relative viruses through reverse genetics. In most studies, the measles
virus rescue was done by supplying a cell line that expresses T7 RNA polymerase and measles virus N and P proteins as accessory
proteins. The present study aimed to evaluate the rescue efficiency of the recombinant measles virus AIK-C vaccine strain by using
a tricistronic expression plasmid. In this study, the rescue of the recombinant measles virus AIK-C vaccine strain was performed by
co-transfection of three plasmids, including the cloned antigenomic cDNA of measles virus, a tricistronic expression plasmid that
contained T7 RNA polymerase and measles virus N and P genes, and measles virus L polymerase expression plasmid. To increase
the rescue efficiency, the transfected HEK-293 cells were co-cultured with Vero cells. As a result, the use of tricistronic expression
plasmid that concomitantly encoded three necessary genes for the rescue of the measles virus led to the viral cytopathic effect with
high efficacy five days post-transfection. Finally, the co-culture of transfected HEK-293 cells with Vero cells showed a relatively fast
induction of viral cytopathic effect.
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o

. Background duced after a constitutive passage of Edmonston strain on
primary human kidney and amnion cells and adaptation
to chicken embryo fibroblasts (CEF). In 1975, the Edmon-

The Measles virus (MV) as a causative agent of measles
ston B vaccine was abandoned because of being reacto-

belongs to the genus Morbillivirus in the family Paramyx-

oviridae and contains a nonsegmented genomic single-
stranded RNA with minus-sense (1, 2). The measles virus,
like other members of this family, is an enveloped virus in
which the viral RNA, along with nucleocapsid (N) proteins,
is present in the form of ribonucleoprotein (RNP). The vi-
ral polymerase complexes containing the phospho (P) and
large (L) proteins are associated with RNPs. The genomic
negative-sense RNA encodes six transcription units, called
N protein, P, V, and C (P/V/C) proteins, matrix (M) protein,
fusion (F) protein, hemagglutinin (H) protein, and L pro-
tein from the 3’ to 5’ end, in sequence (3, 4). For the first
time, the Edmonston B strain as an attenuated MV was pro-

genic. Then, the Edmonston B strain was replaced by other
attenuated vaccine strains, including Schwarz/Moraten,
Zagreb, and AIK-C (5, 6). By now, MV vaccine strains have
been used worldwide, and they showed to produce safe
and efficacious vaccines to prevent measles. The MV vac-
cine strains are very stable genetically, as a genetic rever-
sion to pathogen strains has not been found. On the other
hand, the MV vaccine strains can induce long-lasting pro-
tection and elicit protective antibodies and cellular immu-
nity (5, 7-12).

The rescue of MV through reverse genetics from
cloned full-length antigenome cDNA was first achieved by
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Radecke et al. (13) in 1995. They developed a helper cell line
(HEK293-3-46) that stably expresses T7 RNA polymerase, as
well as N and P proteins of MV to make viral RNPs from
transcribed RNA. Then, reverse genetics was used to rescue
other MV vaccine strains by co-transfection of MV antige-
nomic cDNA plasmid into the HEK293-3-46 cell line (6, 14).
On the other hand, some studies could rescue the MV
through transient expression of viral N and P proteins, as
well as T7 RNA polymerase (15, 16).

Tricistronic expression plasmids have shown to be ef-
fective for the concomitant production of three genes into
acellline. By a tricistronic expression system, the first gene
was located under the control of CMV promoter, but the
second and third genes were located downstream of the In-
ternal ribosome entry site (IRES) sequence (17, 18). Thus, to
increase the rescue efficiency of MV, the use of tricistronic
expression plasmid containing T7 RNA polymerase and MV
N and P genes could be beneficial, as previously described
(19).

2. Objectives

Here, the MV antigenomic sequence of AIK-C strain was
synthesized for use in the rescue of a recombinant MV vac-
cine strain vector. Transient expression of helper proteins
containing T7 RNA polymerase and N and P proteins of MV
by tricistronic expression plasmid was illustrated to be ef-
ficacious for the rescue of recombinant MV vaccine AIK-
C strain. It seems that concomitant expression of three
helper proteins into cells could optimize the formation of
viral RNPs after the transcription of antigenomic RNA.

3. Methods

3.1. Construction of Measles Virus Vaccine cDNA

The antigenomic cDNA sequence of MV based on the
AIK-C strain (accession number AF266286) was synthesized
by Genscript Company. In this sequence, the T7 promoter,
together with GGG nucleotides, was added to the 5’ end of
antigenomic cDNA to ensure enhanced transcription with
T7 RNA polymerase activity. According to previously doc-
umented results, to avoid the presence of the three G nu-
cleotides in transcribed viral antigenomes, the ribozyme
hammerhead sequence was added to the upstream of the
first nucleotide of MV antigenome, which could digest the
5" end of antigenome through self-activity. Therefore, the
hammerhead sequence could correctly make the 5’ end in
the transcribed RNA antigenome. The hepatitis delta virus
ribozyme along with a T7 terminator sequence was added
to the 3’ end of antigenomic cDNA to form exactly the 3’
end of antigenomic RNA.

Besides, three additional Ttranscription units (ATUs)
were added to the antigenomic cDNA to convert it into a vi-
ral vector to express foreign transgenes. The first ATU was
located between the N and P genes under the control of
gene end (GE) and gene start (GS) sequences of the P gene.
The second ATU was located between the Pand M genes un-
der the control of GE and GS of the M gene. The third ATU
was located between the Fand H genes under the control of
GE and GS of the H gene. The ATUs bear the unique restric-
tion enzyme sites to accommodate foreign transgenes. The
complete sequence of MV antigenome was cloned into a
pUC57 plasmid and called pAIKc-rMV (Figure 1).

3.2. Cell Lines

The Human Embryonic Kidney (HEK) 293 cells and
Vero cells (African green monkey kidney) from the ATCC
source were grown as monolayers at high-glucose Dul-
becco’s modified eagle’s minimal (DMEM) medium with
100 U/mL penicillin and 100 mg/mL streptomycin, supple-
mented with10% heat-inactivated fetal bovine serum (FBS).

The cells were incubated at 37°C under 5% CO, condi-
tion.

3.3. Generation of Recombinant MV Vaccine Strain

The rescue of recombinant MV vaccine AIK-C strain was
performed by co-transfection of three plasmids consisting
of pAIKc-tTMV (as MV antigenomic cDNA), pT7N1P5 (as the
expression plasmid encoding T7 RNA polymerase and MV
N and P proteins, as previously described), and pEMC-La
(as MV RNA polymerase L, kindly provided by H.Y. Naim).
Briefly, HEK-293 cells were maintained at 70% confluencyin
six wells of cell culture plates with 10% FBS in the absence
of antibiotics. A plasmid mixture of pAIKc-rMV (1.2 ug),
pT7NIP5 (1 ug), and pEMC-La (0.4 pg) was co-transfected
into HEK-293 using lipofectamine 2000 (invitrogen).

After overnight incubation at 36°C and 5% CO,, we
added 2% FBS together with DMEM to the transfected cell
culture. For rescue analysis of the recombinant MV vac-
cine, after two to six days, the transfected cells were as-
sessed for the observation of viral cytopathic effect. To in-
crease the rescue of recombinant MV vaccine AIK-C strain,
the co-cultivation was also used for transfected HEK-293
cells with Vero cells.

3.4. Viral RNA Extraction and RT-PCR Assay

For RT-PCR, the culture supernatant from transfected
HEK-293 cells was used to infect Vero cells to increase the vi-
ral titer of the rescued virus. The viral genomic RNA was ex-
tracted from 300 pl of the supernatant of transfected HEK-
293 cells and infected Vero cells using TRIZOL (Invitrogen)
according to the manufacturer’s instruction. Then, reverse
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Figure 1. Schematic diagram of cloned antigenomic cDNA of the MV AIK-C vaccine strain into the pUC57 plasmid. The recombinant plasmid named pAIKc-rMV contains
accessory elements, which is preceded by the T7 RNA polymerase promoter and Hammerhead (HH) sequence and is ended by ribozyme delta (RD) T7 terminator (T7 ter)
sequence. Three additional transcription units (ATUs) were included between the N and P genes, P and M genes, and F and H genes. After transfection of the construct into
HEK-293 cells in the presence of T7 RNA polymerase, the antigenomic viral RNA could be transcribed.

transcription was done for DNase-treated RNA samples by
random hexamer primers. Briefly, 12 uL of extracted RNA
was added to RT mixtures containing random hexamer
primers, incubated at 80°C for 10 min, and then placed on
ice for 5 min. Next, the second reaction buffer was added to
the previous mixture and incubated at 42°C for 70 min. Fi-
nally, the RT reaction mixture was incubated at 85°C for 10
min to inactivate the enzyme. For the amplification of MV
cDNA, two sets of primer pairs, one containing MV3’-F and
MV3'Rand the other containing MV5’F and MV5'R, were de-
signed to amplify 184 bp and 392 bp fragments located at
the Noncoding region of the 3’ and 5’ ends of the MV AIK-C
strain genome, respectively (Table 1). Briefly, for each sam-
ple, the PCR was performed in a 20-¢Lreaction volume con-
taining 5 L synthesized cDNA, 4 L PCR master mix, and 10
mM of each primer. The PCR amplification was done under
the following condition: Primary denaturation at 95°C for
10 min, followed by 30 amplification cycles consisting of
denaturation at 95°C for 15 s, annealing at 60°C for 15 s, and
extension at 72°C for 30 s, and one cycle of final extension
for 7 min.

Table1. Primers Sequence for Detection of 3’NCRand 5’NCR of Measles Virus Genome

Primers Sequence Amplification Length, bp
MV3’-F 5’-TAA TAC GAC TCA CTA TAG GGC 184
CAAC3
MV3’-R 5’- CTC GGA TAT CCC TAATCC TGC 184
TCTTGT C3’
MV5’-F 5-TT ATT GAT TGA ACT CCG GAA 392
c3
MV5’-R 5- ATC CGG ATA TAG TTC CTC CTT 392
TCA GCA AAA AAC C-3'
4. Results

4.1. Rescue of AIK-C Vaccine Strain of Measles Virus

The cDNA sequence of AIK-C vaccine strain of MV to-
gether with all accessory elements consisting of T7 pro-
moter and hammerhead located before viral antigenome
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and hepatitis delta ribozyme sequence along with T7 ter-
minator added to the end of the viral antigenome, as well
as ATUs, which were cloned into pUC57, were used to rescue
the MV vaccine AIK-C strain. To transcribe the viral antige-
nomic RNA and encapsidate it for the production of viral
RNP associated with viral P protein in HEK-293 cells, the co-
transfection of pAIKc-rMV (containing viral antigenome)
with a tricistronic expression plasmid (named pT7N1P5),
was carried out. The tricistronic expression plasmid ac-
commodated three genes consisting of T7 RNA polymerase
and MV N and P genes. The T7 RNA polymerase sequence
was located at the downstream of CMV promoter since
high expression was necessary for the enzymatic activity of
T7 RNA polymerase. The MV N and P genes were cloned un-
der the control of IRES sequence for the equivalent expres-
sion of them. In principle, the tricistronic plasmid could
ensure the concomitant expression of three genes in cells
as helper proteins. To establish the reverse genetics sys-
tem to rescue the AIK-C strain, the pAIKc-rMV, pT7N1P5, and
pPEMC-La plasmids were co-transfected into HEK-293, which
resulted in the formation of a vast cytopathic effect (CPE)
five days post-co-transfection (Figure 2A). It seemed that
the concomitant expression of the three genes included
in the tricistronic expression plasmid could increase viral
RNPs in co-transfected cells. The co-cultivation of trans-
fected HEK-293 with Vero cells resulted in the observation
of the viral CPE four days post-co-culture (Figure 3A). On
the other hand, to confirm the induction of viral CPE in
Vero cells, the Vero cells were infected with the rescued re-
combinant AIK-C vaccine strain. Here, the MV vaccine AIK-C
strain could start to induce the viral CPE three days post-
inoculation.

4.2. Virus RT-PCR Amplification

To monitor the MV production, the supernatant of co-
transfected cells after the formation of viral CPE, and to de-
tect MV after the inoculation of the virus in Vero cells, the
RT-PCR was done by two sets of specific primers targeting
3'NCR and 5'NCR of the MV genome. The results of RT-PCR
amplification were positive in either of co-transfected HEK-
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Figure 2. A, Measles virus rescue after co-transfection with pAIKc-rMV, pT7N1P5, and pEMC-La visualized with vast syncytia formation (shown by arrow) after five days; B,

negative control of HEK-293 cells transfected with pAIKc-rMV and pT7N1P5 plasmids.

Figure 3. Measles virus rescue in co-cultivated HEK-293 cells with Vero cells. A, Rescued recombinant measles virus after co-culture of transfected HEK-293 cells (pAIKc-rMV,
PT7N1P5, and pEMC-La) with Vero cells visualized with a vast cytopathic effect after four days. B, co-culture of transfected HEK-293 cells (pAIKc-rMV and pT7N1P5) with Vero cells

as a negative control.

293 cells, the MV rescued from the co-culture system, and
175 inoculated Vero cells (Figure 4).

5. Discussion

For the first time, reverse genetics for the rescue of MV
Edmonstone strain was done by Rodecke et al. (13) in 1995.
They illustrated that the MV could be rescued from antige-
nomic but not genomic cDNA in the helper cell line (HEK

293-3-46), which expressed stably T7 RNA polymerase en-
zyme and MV N and P proteins. After that, many studies
were published on the rescue of different strains of MV vac-
cine strains.

In all of them, the enzymatic activity of T7 RNA poly-
merase and expression of MV N and P proteins were neces-
sary (5, 6). However, the rescue of MV by transient expres-
sion of T7 RNA polymerase, as well as MV N and P proteins,
instead of stable expression of them, could be done (15,
20, 21). As stable cell lines need for the addition of antibi-
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Figure 4. The RT-PCR to amplify 5’NCR and 3'NCR from rescued MV. The amplifica-
tion results of 5’NCR and 3’'NCR showed 392-bp and 184-bp bands. Lane 1is related
to the DNA marker; lanes 2, 3, and 4 are positive amplification results of 5’NCR se-
quence of transfected HEK-293 cells, rescued measles virus from transfected HEK-293
co-culture cells with Vero cells, and inoculated Vero cells with rescued measles virus,
respectively; lanes 5, 6,and 7 are positive amplification results of 3’NCR sequence of
rescued measles virus from HEK-293 cells, co-culture system, and inoculated measles
virus, respectively.

otics such as G418 in the culture medium for the mainte-
nance of foreign gene expression, we previously designed
a tricistronic expression plasmid harboring either of the
three necessary genes consisting of T7 RNA polymerase and
MV N and P genes (19). On the other hand, because of co-
transfection of several plasmids that individually express
T7 RNA polymerase and MV N and P proteins, a tricistronic
expression plasmid could be useful as an effective system
for concomitant expression of them.

Here, we tested the tricistronic expression plasmid for
the rescue of MV AIK-C vaccine strain from antigenomic
cloned cDNA. Our results showed the successful rescue of
recombinant MV AIK-C vaccine strain, called pAIKc-rMV, by
tricistronic expression plasmid through the formation of
several cytopathic effects (syncytia). These results were
possibly due to the presence of either of the three proteins
concomitantly in per cell, which was accompanied by an
efficient formation of viral RNP.

Finally, because of the accommodated ATUs in antige-
nomic cDNA of AIK-C vaccine strain, which has a capac-
ity of incorporating foreign transgenes, the pAIKc-rMV can
be used as a viral vector for expression of antigens from
other viral pathogens. In general, similar to several pre-
vious research that demonstrated the MV as a potent vec-
tor to express foreign antigens, the MV in this study could
also express inserted genes in ATUs (5, 14, 22-27). Regard-
ing the previously published literature that demonstrated
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MV could induce neutralizing antibodies and an efficient
immune system against SARS coronavirus (25, 26), here we
can use the ATU to include the SARS coronavirus-2 Santigen
and assess the immune response against it.

5.1. Conclusions

As the MV has documented to infect macrophages and
dendritic cells to induce stable immunity against the MV
(28), using the recombinant attenuated MV AIK-C vaccine
strain as a viral vector for the expression of other viral anti-
gens will allow us to elevate the possible achievement for
vaccine targets in the case of highly pathogenic viruses
such as HIV, avian high pathogenic influenza virus, HCV,
SARS coronavirus-2, and some of the arboviruses.

Footnotes

Authors’ Contribution: Concept and design: Mostafa
Ghaderi and Alireza Gholami. Acquisition of data: Seyed
Amir Hosein Hoseini, Payam Purnoor, Mohammad Has-
san Firouzjani, and Ava Asadi. Drafting of the manuscript:
Mostafa Ghaderi and Nasrin Gharenaz. Critical revision of
the manuscript for important intellectual content: Seyed
Dawood Mousavi-Nasab, Maryam Fazeli, and Nayebali Ah-
madi.

Conflict of Interests: There is no conflict of interest for
the authors.

Ethical Approval: No ethical approval was needed for this
study.

Funding/Support: This study received no public sector
funding or support.

References

1. Parks CL,Lerch RA, Walpita P, Wang HP, Sidhu MS, Udem SA. Analysis of
the noncoding regions of measles virus strains in the Edmonston vac-
cine lineage. ] Virol. 2001;75(2):921-33. doi: 10.1128/]V1.75.2.921-933.2001.
[PubMed: 11134305]. [PubMed Central: PMC113988].

2. Parks CL, Lerch RA, Walpita P, Sidhu MS, Udem SA. Enhanced
measles virus cDNA rescue and gene expression after heat shock.
J Virol. 1999;73(5):3560-6. [PubMed: 10196245]. [PubMed Central:
PMC104128].

3. Parks CL, Lerch RA, Walpita P, Wang HP, Sidhu MS, Udem SA. Com-
parison of predicted amino acid sequences of measles virus strains
in the Edmonston vaccine lineage. | Virol. 2001;75(2):910-20. doi:
10.1128[]V1.75.2.910-920.2001. [PubMed: 11134304]. [PubMed Central:
PMC113987].

4. Bankamp B, Takeda M, Zhang Y, Xu W, Rota PA. Genetic characteriza-
tion of measles vaccine strains. J Infect Dis. 2011;204 Suppl 1:5533-48.
doi: 10.1093/infdis/jir097. [PubMed: 21666210].

5. Zuniga A, Wang Z, Liniger M, Hangartner L, Caballero M, Pavlovic
], et al. Attenuated measles virus as a vaccine vector. Vaccine.
2007;25(16):2974-83. doi: 10.1016/j.vaccine.2007.01.064. [PubMed:
17303293]. [PubMed Central: PMC3707277].


http://dx.doi.org/10.1128/JVI.75.2.921-933.2001
http://www.ncbi.nlm.nih.gov/pubmed/11134305
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC113988
http://www.ncbi.nlm.nih.gov/pubmed/10196245
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC104128
http://dx.doi.org/10.1128/JVI.75.2.910-920.2001
http://www.ncbi.nlm.nih.gov/pubmed/11134304
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC113987
http://dx.doi.org/10.1093/infdis/jir097
http://www.ncbi.nlm.nih.gov/pubmed/21666210
http://dx.doi.org/10.1016/j.vaccine.2007.01.064
http://www.ncbi.nlm.nih.gov/pubmed/17303293
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3707277

Hoseini SAH et al.

10.

1.

12.

14.

15.

16.

17.

. Combredet C, Labrousse V, Mollet L, Lorin C, Delebecque F, Hurtrel

B, et al. A molecularly cloned Schwarz strain of measles virus vac-
cine induces strong immune responses in macaques and trans-
genic mice. ] Virol. 2003;77(21):11546-54. doi: 10.1128/jvi.77.21.11546-
11554.2003. [PubMed: 14557640]. [PubMed Central: PMC229349].

. Swett-Tapia C, Bogaert L, de Jong P, van Hoek V, Schouten T, Damen

I, et al. Recombinant measles virus incorporating heterologous viral
membrane proteins for use as vaccines. | Gen Virol. 2016;97(9):2117-28.
doi: 10.1099/jgv.0.000523. [PubMed: 27311834].

. Kasamay, Satoh M, Saito M, Okada S, Kai C, Tsukiyama-Kohara K. Evalu-

ation of arecombinant measles virus as the expression vector of hep-
atitis C virus envelope proteins. World ] Vaccines. 2011;1:98-103.

. Gans HA, Yasukawa LL, Alderson A, Rinki M, Dehovitz R, Maldonado Y,

et al. T cell immunity to measles viral proteins in infants and adults
after measles immunization. Viral Immunol. 2004;17(2):298-307. doi:
10.1089/0882824041310522. [PubMed: 15279707].

Hilleman MR. Current overview of the pathogenesis and prophylaxis
of measles with focus on practical implications. Vaccine. 2001;20(5-
6):651-65. doi: 10.1016/s0264-410%(01)00384-x. [PubMed: 11738730].
Ovsyannikova IG, Dhiman N, Jacobson RM, Vierkant RA, Poland GA.
Frequency of measles virus-specific CD4+ and CD8+ T cells in sub-
jects seronegative or highly seropositive for measles vaccine. Clin Di-
agn Lab Immunol. 2003;10(3):411-6. doi: 10.1128/cdli.10.3.411-416.2003.
[PubMed: 12738640]. [PubMed Central: PMC154970].

Baldo A, Galanis E, Tangy F, Herman P. Biosafety considerations
for attenuated measles virus vectors used in virotherapy and
vaccination. Hum Vaccin Immunother. 2016;12(5):1102-16. doi:
10.1080/21645515.2015.1122146. [PubMed: 26631840]. [PubMed Central:
PMC4963060)].

. RadeckeF, Spielhofer P, Schneider H, Kaelin K, Huber M, Dotsch C, etal.

Rescue of measles viruses from cloned DNA. EMBO J.1995;14(23):5773-
84.[PubMed: 8846771]. [PubMed Central: PMC394696].

Cantarella G, Liniger M, Zuniga A, Schiller JT, Billeter M, Naim HY,
et al. Recombinant measles virus-HPV vaccine candidates for pre-
vention of cervical carcinoma. Vaccine. 2009;27(25-26):3385-90. doi:
10.1016/j.vaccine.2009.01.061. [PubMed: 19200837]. [PubMed Central:
PM(C3487399].

Mok H, Cheng X, Xu Q, Zengel JR, Parhy B, Zhao ], et al. Evaluation of
measles vaccine virus as a vector to deliver respiratory syncytial virus
fusion protein or Epstein-Barr virus glycoprotein gp350. Open Virol J.
2012;6:12-22. doi: 10.2174[1874357901206010012. [PubMed: 22383906].
[PubMed Central: PMC3286841].

Schneider H, Spielhofer P, Kaelin K, Dotsch C, Radecke F, Sutter G, et al.
Rescue of measles virus using a replication-deficient vaccinia-T7 vec-
tor. ] Virol Methods. 1997;64(1):57-64. doi: 10.1016/s0166-0934(96)02137-
4.[PubMed: 9029530].

Ho SC, Bardor M, Feng H, Tong YW, Song Z; Mariati, et al. IRES-mediated
Tricistronic vectors for enhancing generation of high monoclonal an-
tibody expressing CHO cell lines. J Biotechnol. 2012;157(1):130-9. doi:
10.1016(j.jbiotec.2011.09.023. [PubMed: 22024589].

18.

19.

20.

21

22.

23.

24.

25.

26.

27.

28.

Zhu ], Musco ML, Grace M]. Three-color flow cytometry analysis of tri-
cistronic expression of eBFP, eGFP,and eYFP using EMCV-IRES linkages.
Cytometry.1999;37(1):51-9. [PubMed: 10451506].

Ghaderi M, Sabahi F, Sadeghizadeh M, Khanlari Z, Jamaati A, Mousavi
Nasab SD, et al. Construction of a minigenome rescue system
for measles virus, AIK-c strain. Iran | Biotechnol. 2014;12(2). doi:
10.5812/ijb.18002.

Fujiyuki T, Horie R, Yoneda M, Kuraishi T, Yasui F, Kwon HJ, et al. Ef-
ficacy of recombinant measles virus expressing highly pathogenic
avian influenza virus (HPAIV) antigen against HPAIV infection in
monkeys. Sci Rep. 2017;7(1):12017. doi: 10.1038/s41598-017-08326-X.
[PubMed: 28931922]. [PubMed Central: PMC5607339].

Kumada A, Komase K, Nakayama T. Recombinant measles AIK-C
strain expressing current wild-type hemagglutinin protein. Vac-
cine.2004;22(3-4):309-16.doi: 10.1016/j.vaccine.2003.08.015. [PubMed:
14670311].

Brandler S, Marianneau P, Loth P, Lacote S, Combredet C, Frenkiel
MP, et al. Measles vaccine expressing the secreted form of West Nile
virus envelope glycoprotein induces protective immunity in squir-
rel monkeys, a new model of West Nile virus infection. J Infect Dis.
2012;206(2):212-9. doi: 10.1093/infdis/jis328. [PubMed: 22551814].
Brandler S, Ruffie C, Najburg V, Frenkiel MP, Bedouelle H, Despres P, et
al. Pediatric measles vaccine expressing a dengue tetravalent antigen
elicits neutralizing antibodies against all four dengue viruses. Vac-
cine. 2010;28(41):6730-9. doi: 10.1016[j.vaccine.2010.07.073. [PubMed:
20688034].

Despres P, Combredet C, Frenkiel MP, Lorin C, Brahic M, Tangy F. Live
measles vaccine expressing the secreted form of the West Nile virus
envelope glycoprotein protects against West Nile virus encephali-
tis. J Infect Dis. 2005;191(2):207-14. doi: 10.1086/426824. [PubMed:
15609230].

Escriou N, Callendret B, Lorin V, Combredet C, Marianneau P, Février
M, et al. Protection from SARS coronavirus conferred by live measles
vaccine expressing the spike glycoprotein. Virology. 2014;452:32-41.
Liniger M, Zuniga A, Tamin A, Azzouz-Morin TN, Knuchel M, Marty
RR, et al. Induction of neutralising antibodies and cellular immune
responses against SARS coronavirus by recombinant measles viruses.
Vaccine. 2008;26(17):2164-74. doi:  10.1016[j.vaccine.2008.01.057.
[PubMed: 18346823]. [PubMed Central: PMC7115634].

Lorin C,Mollet L, Delebecque F,Combredet C,Hurtrel B,Charneau P, et
al. A single injection of recombinant measles virus vaccines express-
ing human immunodeficiency virus (HIV) type 1 clade B envelope
glycoproteins induces neutralizing antibodies and cellular immune
responses to HIV. J Virol. 2004;78(1):146-57. doi: 10.1128/jvi.78.1.146-
157.2004. [PubMed: 14671096]. [PubMed Central: PMC303376].
Rennick L], de Vries RD, Carsillo TJ, Lemon K, van Amerongen G, Lud-
low M, et al. Live-attenuated measles virus vaccine targets dendritic
cells and macrophages in muscle of nonhuman primates. J Virol.
2015;89(4):2192-200. doi: 10.1128/]V1.02924-14. [PubMed: 25473055].
[PubMed Central: PMC4338879].

Arch Pediatr Infect Dis. 2020; 8(2):100928.


http://dx.doi.org/10.1128/jvi.77.21.11546-11554.2003
http://dx.doi.org/10.1128/jvi.77.21.11546-11554.2003
http://www.ncbi.nlm.nih.gov/pubmed/14557640
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC229349
http://dx.doi.org/10.1099/jgv.0.000523
http://www.ncbi.nlm.nih.gov/pubmed/27311834
http://dx.doi.org/10.1089/0882824041310522
http://www.ncbi.nlm.nih.gov/pubmed/15279707
http://dx.doi.org/10.1016/s0264-410x(01)00384-x
http://www.ncbi.nlm.nih.gov/pubmed/11738730
http://dx.doi.org/10.1128/cdli.10.3.411-416.2003
http://www.ncbi.nlm.nih.gov/pubmed/12738640
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC154970
http://dx.doi.org/10.1080/21645515.2015.1122146
http://www.ncbi.nlm.nih.gov/pubmed/26631840
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4963060
http://www.ncbi.nlm.nih.gov/pubmed/8846771
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC394696
http://dx.doi.org/10.1016/j.vaccine.2009.01.061
http://www.ncbi.nlm.nih.gov/pubmed/19200837
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3487399
http://dx.doi.org/10.2174/1874357901206010012
http://www.ncbi.nlm.nih.gov/pubmed/22383906
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3286841
http://dx.doi.org/10.1016/s0166-0934(96)02137-4
http://dx.doi.org/10.1016/s0166-0934(96)02137-4
http://www.ncbi.nlm.nih.gov/pubmed/9029530
http://dx.doi.org/10.1016/j.jbiotec.2011.09.023
http://www.ncbi.nlm.nih.gov/pubmed/22024589
http://www.ncbi.nlm.nih.gov/pubmed/10451506
http://dx.doi.org/10.5812/ijb.18002
http://dx.doi.org/10.1038/s41598-017-08326-x
http://www.ncbi.nlm.nih.gov/pubmed/28931922
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC5607339
http://dx.doi.org/10.1016/j.vaccine.2003.08.015
http://www.ncbi.nlm.nih.gov/pubmed/14670311
http://dx.doi.org/10.1093/infdis/jis328
http://www.ncbi.nlm.nih.gov/pubmed/22551814
http://dx.doi.org/10.1016/j.vaccine.2010.07.073
http://www.ncbi.nlm.nih.gov/pubmed/20688034
http://dx.doi.org/10.1086/426824
http://www.ncbi.nlm.nih.gov/pubmed/15609230
http://dx.doi.org/10.1016/j.vaccine.2008.01.057
http://www.ncbi.nlm.nih.gov/pubmed/18346823
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC7115634
http://dx.doi.org/10.1128/jvi.78.1.146-157.2004
http://dx.doi.org/10.1128/jvi.78.1.146-157.2004
http://www.ncbi.nlm.nih.gov/pubmed/14671096
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC303376
http://dx.doi.org/10.1128/JVI.02924-14
http://www.ncbi.nlm.nih.gov/pubmed/25473055
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4338879

	Abstract
	1. Background
	2. Objectives
	3. Methods
	3.1. Construction of Measles Virus Vaccine cDNA
	Figure 1

	3.2. Cell Lines
	3.3. Generation of Recombinant MV Vaccine Strain
	3.4. Viral RNA Extraction and RT-PCR Assay
	Table 1


	4. Results
	4.1. Rescue of AIK-C Vaccine Strain of Measles Virus
	Figure 2
	Figure 3

	4.2. Virus RT-PCR Amplification
	Figure 4


	5. Discussion
	5.1. Conclusions

	Footnotes
	Authors' Contribution: 
	Conflict of Interests: 
	Ethical Approval: 
	Funding/Support: 

	References

