
Indian J Anim Health (2023), 62(2): 286-291
DOI: https://doi.org/10.36062/ijah.2023.10822

Comparative efficacy of S-ELISA, N & F gene based reverse transcriptase PCR and cell
culture methods for detection of PPR virus in clinical specimens

M. M. Tajpara1*, N. M. Shah1, D. R. Patel2, B. B. Bhanderi3 and I. H. Kalyani2

1College of Veterinary Science and Animal Husbandry, Junagadh Agricultural University, Junagadh- 362 001,
Gujarat, India; 2Department of Veterinary Microbiology, College of Veterinary Science and Animal Husbandry,
Kamdhenu University, Navsari- 396 450, Gujarat, India; 3Department of Veterinary Microbiology, College of
Veterinary Science and Animal Husbandry, Kamdhenu University, Anand- 388 001, Gujarat, India

Abstract
The present study was aimed to detect PPRV in clinical samples using S-ELISA, N & F gene based reverse transcriptase

PCR (RT-PCR) and cell culture techniques. A total of 119 clinical samples comprised of nasal (62), oral (16) and conjunctival
swabs (20) and tissues (21) were collected from goats (95) and sheep (24) from different districts of Saurashtra region of
Gujarat for detection of PPRV. Thirty-one animals were found positive for PPRV by all four tests. Two samples were
found negative by N gene-based RT-PCR but positive by S-ELISA. Relative to S-ELISA, sensitivity, specificity, and
overall agreement for N gene-based RT-PCR was 94.59%, 100% and 98.32%, respectively, while for F gene-based RT-
PCR, it was 86.49%, 100% and 95.80%, respectively. Representative clinical samples positive for PPRV by S-ELISA (37)
were subjected to isolation and propagation of PPR virus in Vero cells. Out of 37 S-ELISA positive samples, 31 samples
showed CPE on first passage, which was further confirmed by RT-PCR.
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Highlights:
 PPR virus was detected from clinical samples of sheep and goats from Saurashtra region of Gujarat by sandwich

ELISA (31.09%), F gene based RT-PCR (29.41%) and N gene based RT-PCR (26.89%) assays.
 PPR virus was isolated in cell culture (83.78%) from S-ELISA positive clinical samples.
 Relative to S-ELISA, sensitivity of F & N gene based RT-PCR was 86.49% and 94.59%, respectively.

Research Article

*Corresponding Author, E-mail: tajpara1978@rediffmail.com

INTRODUCTION
In India, sheep and goats play an essential role in the

socio-economic development of rural households and
are generally referred as “Any Time Money” to rural
landless, marginal, and small landholding farmers. The
majority of small ruminant population of the country is
migratory in nature and moves to different places for
grazing and water requirements. Goats suffer various
infectious and non-infectious diseases, of which peste
des petits ruminants, contagious ecthyma, viral
pneumonia and goat pox are most predominant (Harish
et al., 2009; Balamurugan et al., 2014).

PPR is a highly contagious, acute, febrile viral
disease in goats and sheep, characterized by fever,
anorexia, depression, nasal discharge, ocular discharge,
anorexia, abortion, erosion of nasal mucosa, stomatitis,
coughing and depression. PPR is caused by peste des
petits ruminants virus (PPRV) under the genus
Morbillivirus of the family Paramyxoviridae (Gibbs
et al., 1979). In India, PPR emerged as a real threat,

especially after eradication of rinderpest (Saliki et al.,
1994). The disease is reported from all parts of India
including Gujarat (Patel et al., 2017; Sakhare, 2019).
The World Organization of Animal Health (WOAH) has
identified PPR as a notifiable and economically
important transboundary viral disease of sheep and goats
(Balamurugan et al., 2010).

Conventional serological tests often fail to
differentiate PPRV and RPV infections. The diagnosis
of PPR is based on sandwich ELISA (Haq et al., 2017),
RT-PCR (Chukwudi et al., 2020) and haemagglutination
using piglet or chicken red blood cells (Shaila et al.,
1996). Virus isolation remains the “gold standard” for
detection of the virus from the clinical samples (Fakri
et al., 2016). But in some cases, it requires high technical
expertise, labor and is also expensive, besides the
requirement of sterile condition of the samples.
Monoclonal antibody based immunocapture (sandwich)
ELISA (Libeau et al., 1994) was found to be more
sensitive than virus isolation (Saliki et al., 1994).



Molecular techniques such as PCR have emerged as
highly specific and sensitive tests, which are also useful
in molecular characterization of the virus. Forsyth and
Barrett (1995) developed a highly sensitive PCR using
F-gene specific primer for detection of PPRV. It has
become the most popular tool so far for diagnosis as
well as molecular epidemiological studies (Shaila et al.,
1996). The N gene was found to be more suitable for
detection of PPR from field samples than the F gene by
RT-PCR (Sakhare, 2019).

Considering the above facts and importance of
disease on the economics of sheep and goat farming, the
present research work was carried out to establish the
comparative efficacy of sandwich-ELISA, cell culture,
and N & F gene-based RT-PCR for the detection of PPRV
in clinical specimens.

MATERIALS AND METHODS
Sample collection: The study was carried out from
January 2019 to December 2020. A total of 119 samples
from goats (n=95) and sheep (n=24) of different districts
of Saurashtra region were collected. The samples,
including swabs (nasal, oral and conjunctival swabs)
and tissue (lungs, intestine, spleen, etc.), were collected
aseptically from clinically ailing animals showing
symptoms suggestive of PPR and also from dead carcasses.
All the samples were transported to the laboratory under
a cold chain and stored at -80oC till further use.

Detection of virus: All the nasal, oral and conjunctival
swabs and tissues like lungs, intestine and spleen were
processed for detection of PPRV using S-ELISA and
RT-PCR, while those samples positive in S-ELISA
were also processed for isolation and identification
of PPRV. S-ELISA was performed using PPR S-ELISA
kit supplied by the Division of Virology, ICAR-IVRI,
Mukteswar as per the instructions of the manufacturer
(Singh et al., 2004).

RT-PCR: PPR Sungri 95 strain was used as a positive
control. Viral RNA was extracted using QIAamp Viral
RNA Mini Kits (Qiagen, France) as per the manufacturer’s
instructions. RNA was quantified by spectrophotometric
analysis using a NanoDrop 1000 spectrophotometer
(Thermo Fisher Scientific, USA). The reverse
transcription and PCR were carried out sequentially in
the same tube. The RNA obtained was converted to
cDNA using a reverse transcriptase enzyme. The cDNA
was amplified using PPRV specific N and F gene specific
primers. The primers and PCR protocol for NP3 and NP4
(Couacy-Hymann et al., 2002) and F1 and F2 (Forsyth
and Barett, 1995) were carried out for the detection of

PPRV. RT-PCR was carried out in a final reaction volume
of 50 L using 200 L capacity thin-walled PCR tubes
comprising of 10 L Qiagen one-step RT-PCR Buffer
(5×), 2 L of dNTP mix (10 mMol), 3.0 L of each primer
(10 pmol), 2 L of Qiagen one-step RT-PCR enzyme
mix, 10 L of RNA template (30 ng/L) and 20 L of
RNAse free water. The RT-PCR cycle conditions for N
gene were reverse transcription at 50°C for 30 min, initial
denaturation of 95°C for 15 min followed by 35 cycles
of denaturation, annealing and extension at 94°C for
30s, 58°C for 30s and 72°C for 60s, respectively, and
the final extension was carried out at 72°C for 5 min.
The RT-PCR cycle conditions for F gene were reverse
transcription at 50°C for 30 min, initial denaturation of
95°C for 15 min followed by 35 cycles of denaturation,
annealing and extension at 94°C for 30s, 50°C for 60s
and 72°C for 120s, respectively, and the final extension
was carried out at 72°C for 10 min. Agarose gel
electrophoresis was carried out to confirm the targeted
amplification and documented by gel documentation
system (Vilber-lourmat, France).

Virus isolation and identification: Isolation of PPR
virus was carried out following the protocol given by
Nanda et al. (1996). Thirty-seven clinical samples (12
tissues, 7 nasal swabs, 3 conjunctival swabs,7 oral
swabs from goats and 2 tissues and 6 nasal swabs of
sheep), ascertained positive for PPR virus by S-ELISA
were further processed for isolation and identification
of PPRV in Vero cell line. The Vero cell line was procured
from National Centre for Cell Sciences, Pune
(Maharashtra), India. The samples were filtered through
0.22 m filters and 500 L filtrate was inoculated in the
tissue culture flasks (25 cm2) with confluent Vero cell
monolayer. DMEM (2.5 mL) supplemented with 2% FBS
was added to each flask. The flasks were then incubated
at 37oC for two hours with intermittent shaking for
adsorption of the virus. At the end of incubation, flasks
were filled with 7.5 mL of maintenance medium. Finally,
the flasks were incubated in CO

2
 incubator at 37oC with

5% CO
2
 for 5 days with intermittent change of

maintenance medium. The cells were observed for CPE
under a microscope and harvested on the 5th day using
three cycles of freeze-thaw.

RESULTS
S-ELISA: Out of 119 clinical samples, 37 samples were
found positive by S-ELISA with an overall incidence
rate of 31.09 percent. In case of goats, 30.52% (29/95)
samples were detected positive, whereas in sheep,
33.33% (8/24) cases were confirmed as positive
(Table 1 and Fig. 1).
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Table 1. Positive by S-ELISA, ‘N’ and ‘F’ gene RT-PCR and cell culture

Sl. Types of No of S-ELISA N-gene F-gene Cell culture
no. samples sample Animals positive RT-PCR RT-PCR positive

tested positive positive

1
Nasal

40 Goat 7 (17.50) 7 (17.50) 6 (15.00) 6 (15.00)
2 22 Sheep 6 (27.27) 5 (22.72) 4 (18.18) 4 (18.18)
3

Conjunctival
20 Goat 3 (15.00) 3 (15.00) 2 (10.00) 2 (10.00)

4 00 Sheep 0 0 0 0
5

Oral
16 Goat 7 (43.75) 6 (37.50) 6 (37.50) 5 (31.25)

6 00 Sheep 0 0 0 0
7

Tissues
19 Goat 12 (63.16) 12 (63.16) 12 (63.16) 12 (63.16)

8 02 Sheep 2 (100) 2 (100) 2 (100) 2 (100)
Total (%) 119 Goat & Sheep 37/119 35/119 32/119 31/37

(31.09) (29.41) (26.89) (83.78)

RT-PCR: The result of N gene-based RT-PCR revealed
351bp product (Fig. 3) in 29.41% (35/119) samples,
while F gene-based RT-PCR yielded 372bp product (Fig.
2) by 26.89% (32/119) samples (Table 1). The vaccine
strain used in the study was also found to be positive for
both genes.

Cell culture: Out of 37 S-ELISA positive clinical samples,
31 (83.78%) (10 nasal swabs, 2 conjunctival swabs, 5 oral
swabs and 14 tissues) were found to be positive by cell
culture on first passage. CPE characterized by ballooning
of cells by 24-36 hr, and later on aggregation of the cells
in 36-72 hr followed by formation of fusion mass and
syncytia upto 72-96 hr post infection was observed. Cell
lysis was also observed in some cases. The monolayer
infected with sterile PBS (negative control) showed no
such changes (Table 1 and Fig. 4a-4d).

[1:- Positive control; 2, 3, 4:- Positive sample
5:- Negative control]

Fig. 2. Agar-gel electrophoresis showing F (372 bp) gene
specific product for confirmation of PPR

[1 to 4: - Positive sample; 5: - Positive control;
6: - Negative control]

Fig. 3. Agar-gel electrophoresis showing N (351 bp)
gene specific product for confirmation of PPR

DISCUSSION
The overall incidence of PPR was found to be 31.09%

by S-ELISA. Incidence of PPR in goats in the present
study remained lower than the observations reported by
other workers in India so far, where the rate ranged from
54.54% to 66.7% (Tiwari, 2004; Malik et al., 2011;
Mahajan et al., 2013; Muthuchelvan et al., 2014;
Sakhare, 2019). Nagraj (2006) and Choudhary et al.
(2009) also reported significantly high incidence of PPR
in Gujarat. In the present study, the low incidence rate
of PPR might be due to aggressive PPR control programs
in Gujarat state through vaccination. Detection of PPRV
antibodies can confirm the diagnosis of PPR; however,
in areas where specific vaccination against PPR is
practiced, detection of PPRV antibodies may yield a
false picture of the prevalence of infection. The presence
of maternal antibodies may further contribute to this
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problem. Thus, in such cases, detection of PPR virus in
clinical samples becomes essential.

Detection of N and F genes of PPRV using RT-PCR
could be concluded that the disease outbreaks in the
current study areas were caused by PPRV. N gene based
RT-PCR was employed by Kerur et al. (2008), who
amplified and characterized N gene and Kwiatek et al.
(2010), who proposed that N gene is the most divergent
and hence most appropriate for molecular
characterization of closely related isolates. N gene codes
for an internal structural protein, and also mRNAs of N
gene are the most abundant transcripts of the virus,
making it an attractive target for development of a highly
sensitive and specific diagnostic assay for PPRV
(George, 2002). Chowdhury et al. (2014) and Kgotlele
et al. (2014) carried out N gene based PPRV detection.
Luka et al. (2011) and Sundarpandian (2014) reported
51.52% and 9.7% positivity by F gene RT-PCR.

Isolation of the PPRV is the gold standard and
confirmatory method of PPR disease in sheep and goats.
Cell culture isolation of PPRV has been described by
Ozkul et al. (2002) and Sakhare (2019) isolated PPR virus
in Vero cells following first passage and also confirmed
the isolates by RT-PCR. Biruk (2014) and Malik (2016)
successfully isolated PPRV in Vero cells and detected
CPE on day one after infection without any subsequent
blind passage. Furley et al. (1987) isolated PPR virus in
secondary calf kidney cells during second passage.

Comparative evaluation of Sandwich ELISA with N
gene & F gene RT-PCR and cell culture: Out of the
total 119 samples tested, PPRV could be detected in 37,
35 and 32 samples by S-ELISA, N gene based RT-PCR
and F gene based RT-PCR, respectively. Out of 37
S-ELISA positive samples, PPRV could be detected in

31 samples by cell culture.
Thirty-one samples were positive to all four tests.

Two samples negative by N gene RT-PCR were found
positive by S-ELISA. Five samples negative by F gene
RT-PCR were found positive by sandwich ELISA. Six
samples negative by cell culture were found positive by
sandwich ELISA. Compared to sandwich ELISA, the
sensitivity and specificity of N gene based RT-PCR were
94.59 and 100 per cent, respectively as per the statistical
formula (Samad et al., 1994). Overall agreement between
the two tests was 98.32 per cent (Table 2). Compared to
sandwich ELISA, the sensitivity and specificity of F gene
based RT-PCR was 86.49 and 100 per cent, respectively.
Overall agreement between the two tests was 95.80 per
cent (Table 3). Relative to sandwich ELISA, the
sensitivity of cell culture was 83.78 per cent
(Table 1).

Although RT-PCR was found to be better than virus
isolation (Brindha et al., 2001), very little information
was available on the comparative efficiency of PPRV
detection in the same field samples by RT-PCR and with
any OIE/FAO approved field test such as Ic-ELISA. Thus,
in the present study, the detection of PPRV was done in
the same samples with both the tests, i.e., S-ELISA and
gene based RT-PCR. A total of 119 samples were tested
by both S-ELISA and RT-PCR. S-ELISA proved to be
the most sensitive in detecting PPRV than N gene based
RT-PCR, as it detected 37 samples by S-ELISA and 35
samples N gene based RT-PCR, respectively.
Considering S-ELISA as the reference, the relative
sensitivity of N gene RT-PCR was 94.59%. Significantly
lower sensitivity of RT-PCR to sandwich-ELISA, i.e.,
12.50 and 53.33 per cent was observed by George (2002)
and Tiwari (2004), respectively; however, specificity was
100 per cent in their studies, using the F1-F2 primer pair

Table 2. Comparative evaluation of Sandwich ELISA and N- gene based RT-PCR in detection of PPRV

Table 3. Comparative evaluation of Sandwich ELISA and F- gene based RT-PCR in detection of PPRV

      Test Total
Positive Negative

RT-PCR
Positive  35 00   35

Negative 02 82 84

Total 37 82 119

S-ELISA Sensitivity Specificity Overall
     (%) (%) Agreement (%)

(35/37) x100 (82/82) x100 (117/119) x100
     = 94.59 = 100 = 98.32

      Test Total
Positive Negative

RT-PCR
Positive  32 00   32

Negative 05 82 87

Total 37 82 119

S-ELISA Sensitivity Specificity Overall
     (%) (%) Agreement (%)

(32/37) x100 (82/82) x100 (114/119) x100
     = 86.49 = 100 = 95.80
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for PPRV detection.
Saliki et al. (1994) concluded that sandwich-ELISA

was significantly more sensitive in comparison to single
passage virus isolation. Comparatively, the higher
significance of Sandwich ELISA than the RT-PCR in
our study corroborates the results of Nagraj (2006) and
Vartika (2006), who observed 73.33% and 65.22%
specificity using F and N genes, respectively. Sakhare
(2019) reported 89.18% sensitivity and 100% specificity
using N gene based RT-PCR with S-ELISA. In contrast
to our findings, Biruk (2014) found that those samples
negative in S-ELISA were found to be positive by RT-
PCR and vice versa with one sample.

PPRV could be detected in 31.09, 29.41 and 26.89
per cent by S-ELISA, N & F gene based RT-PCR,
respectively. Those samples were positive in S-ELISA,
in which 83.78% were positive in virus isolation.
Relative to S-ELISA, the sensitivity and specificity of N
gene based RT-PCR was 94.59 and 100 per cent,
respectively. Overall agreement between the two tests
was 98.32 per cent. Relative to S-ELISA sensitivity and
specificity of F gene based RT-PCR were 86.49 and 100

per cent, respectively. Overall agreement between the
two tests was 95.80 per cent. Relative to S-ELISA,
sensitivity of cell culture was 83.78 per cent. The finding
revealed that the comparison of S-ELISA, N & F gene
based RT-PCR and cell culture methods were found to
be comparatively sensitive and specific for the detection
of PPR virus from clinical specimens.
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