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Surveillance
The measurement of virus-specific neutralising antibodies represents the ‘‘gold-standard” for diagnostic
serology. For animal morbilliviruses, such as peste des petits ruminants (PPRV) or rinderpest virus (RPV),
live virus-based neutralisation tests require high-level biocontainment to prevent the accidental escape
of the infectious agents. In this study, we describe the adaptation of a replication-defective vesicular
stomatitis virus (VSVDG) based pseudotyping system for the measurement of neutralising antibodies
against animal morbilliviruses. By expressing the haemagglutinin (H) and fusion (F) proteins of PPRV
on VSVDG pseudotypes bearing a luciferase marker gene, neutralising antibody titres could be measured
rapidly and with high sensitivity. Serological responses against the four distinct lineages of PPRV could be
measured simultaneously and cross-neutralising responses against other morbilliviruses compared.
Using this approach, we observed that titres of neutralising antibodies induced by vaccination with live
attenuated PPRV were lower than those induced by wild type virus infection and the level of cross-
lineage neutralisation varied between vaccinates. By comparing neutralising responses from animals
infected with either PPRV or RPV, we found that responses were highest against the homologous virus,
indicating that retrospective analyses of serum samples could be used to confirm the nature of the orig-
inal pathogen to which an animal had been exposed. Accordingly, when screening sera from domestic
livestock and wild ruminants in Tanzania, we detected evidence of cross-species infection with PPRV,
canine distemper virus (CDV) and a RPV-related bovine morbillivirus, suggesting that exposure to animal
morbilliviruses may be more widespread than indicated previously using existing diagnostic techniques.
� 2016 The Authors. Published by Elsevier Ltd. This is an openaccess article under the CCBY license (http://

creativecommons.org/licenses/by/4.0/).
1. Introduction

Once the scourge of European, African and Asian livestock and
wild ruminants, rinderpest virus (RPV) is only the second virus in
history after smallpox to be eradicated by vaccination. RPV is a
morbillivirus, a close relative of measles virus (MeV) and peste
des petits ruminants (PPRV). Like rinderpest, PPR is now being con-
sidered for global eradication by vaccination [1]. PPR has spread
over the last decade and is now endemic in many areas of Africa,
the Middle East, Central and Southern Asia and into China. PPRV
causes a devastating disease in small ruminants, threatening both
food security and the livelihoods of smallholders [2,3]. As such, PPR
has been selected as a top priority disease to be addressed by the
World Organization for Animal Health (OIE), with a global plan
for eradication by 2030 [4].

Goats vaccinated with RPV-derived vaccines resist PPRV infec-
tion [5–7]. For example, following vaccination with a vaccinia
RPV recombinant, the vaccinates initially produced an RPV-
specific response prior to challenge, with no cross-reactive PPRV
antibodies [7]. However, following challenge with PPRV and
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elicitation of a PPRV-specific response, the RPV-specific response
increased significantly, consistent with the PPRV challenge boost-
ing the RPV-specific response [7]. Similarly, PPRV vaccines elicit
both PPRV and RPV neutralising antibodies [8] and measles vacci-
nes cross-prime an anti-canine distemper virus (CDV) response in
dogs [9]. While the induction of cross-neutralising antibodies is a
common feature of exposure to morbilliviruses, the strength and
specificity of the response varies between viral species.

The ‘‘gold standard” for measuring morbillivirus-specific anti-
bodies is the virus neutralisation test [10]. However, classical tests
for neutralising antibodies are restricted to viral strains that are
amenable to propagation in cell culture. During the adaptation of
the virus for growth in cell culture, the biological properties of
the virus may alter dramatically to suit the new ex vivo environ-
ment and the availability of potential viral receptors [11–19]. As
the receptor binding domains of the morbilliviral haemagglutinins
are targets for neutralising antibodies [20], alterations in receptor
binding that facilitate infection in vitro may alter the conformation
of the viral haemagglutinin, modulating sensitivity to neutralising
antibodies. If biologically-relevant neutralising antibody responses
are to be quantified accurately, assays that utilize primary field
strains of virus and their cognate receptors are required. By gener-
ating viral ‘‘pseudotypes” bearing both the haemagglutinin (H) and
fusion (F) proteins of the morbillivirus [11,21], neutralising anti-
body responses may be measured against primary, field isolates
of the morbillivirus. Moreover, as viral pseudotype-based neutral-
isation assays are not constrained by the ability of the primary
morbillivirus to grow in the target cell, inter-assay variability is
minimized. Finally, where the viruses being studied present a sig-
nificant biohazard, pseudotype-based assays circumvent the need
for high-level bio-containment.

In this study we examined the neutralisation of ruminant mor-
billiviruses by sera from animals exposed to either PPRV or RPV.
We demonstrate that while cross-neutralisation is evident
between the two morbilliviruses, the strength and breadth of the
response against the two viruses differs markedly. Further, we
identify an RPV-specific neutralising activity, indicative of the cir-
culation of an RPV-related bovine morbillivirus.
2. Materials and methods

2.1. Cell lines and sera

HEK293 [22] and HEK293T cells were maintained in Dulbecco’s
Modified Eagle Medium (DMEM) supplemented with 10% foetal
bovine serum, 100 IU/ml penicillin, 100 lg/ml streptomycin,
2 mM glutamine and 0.11 mg/ml sodium pyruvate. Media for
293T cells and 293 cells stably expressing canine SLAM were sup-
plemented with 400 lg/ml G418. All media and supplements were
obtained from Life Technologies Ltd., Paisley, UK. Sera were col-
lected from ruminants exposed to PPRV, RPV or PPRV and RPV vac-
cines. Samples from cattle vaccinated with live attenuated PPRV,
RPV, and wild type PPRV have been described previously [23]. Mis-
cellaneous sera from goats, sheep and cattle infected with either
PPRV or RPV were obtained from The Pirbright Institute, Surrey,
UK and the Joint United Nations Food and Agriculture Organization
(FAO) and International Atomic Energy Agency (IAEA) Biotechnol-
ogy and Agriculture Laboratories (Joint FAO/IAEA), Seibersdorf,
Austria.
2.2. Eukaryotic expression vectors and recombinant viruses

The recombinant vesicular stomatitis virus (VSV) in which the
glycoprotein (G) gene has been deleted (VSVDG) and replaced with
firefly luciferase (luc) has been described [24,25] and was kindly
provided by Michael Whitt, Memphis, TN, USA. The construction
of the RPV H and F expression plasmids and those for the vaccine
strain of PPRV (PPRV/Nigeria/75/1) has been previously described
[23]. Primary PPRV H and F cDNAs were amplified from viral
RNA. PPRV containing supernatants from cultures of PPRV isolates
Senegal 1969 [26] (lineage I), Benin 2010 [27] (lineage II), Kenya
2011 [28] (lineage III) and Ethiopia 2010 (lineage IV, Joint FAO/
IAEA PPRV Bank, Seibersdorf, Austria) were mixed with RLT lysis
buffer (QIAgen) and RNA prepared as per manufacturer’s instruc-
tions using a QIAamp Viral RNA Mini kit (QIAgen). This RNA was
then used to prepare first strand cDNA (Transcriptor First Strand
cDNA Synthesis Kit, Roche) and used as a template in PCR reactions
using Q5 high fidelity DNA polymerase (see Supplementary Meth-
ods for details of primers). Amplification products were digested
with SalI and NotI and cloned into the vector VR1012 (Vical Inc.).
The nucleic acid sequences of all amplified cDNAs were deter-
mined externally (LIGHTrun Sequencing Service, GATC Biotech
AG, Cologne, Germany). All oligonucleotide primers were obtained
from Integrated DNA Technologies, Leuven, Belgium.

2.3. VSVDGluc pseudotype preparation

293T cells were transfected with the H and F expression vectors
from the respective morbillivirus, followed by super-infection with
VSVDGluc (VSVG) as described [24,25]. Supernatants were har-
vested and titred on 293dogSLAM cells [24,25]. Luciferase activity
was measured by the addition of Steadylite plusTM (Perkin Elmer)
and a Microbeta 1450 Jet luminometer (Perkin Elmer). The viral
titre [50% tissue culture infectious dose (TCID50)] was calculated
using the Spearman-Kärber formula [29].

2.4. Pseudotype-based neutralisation assay

2 � 104 293-dogSLAM cells were plated into each well of a 96-
well plate (Culturplate-96, Perkin Elmer, Coventry, UK). Fourfold
serum dilutions were prepared in triplicate in complete medium
ranging from 1:8 to 1:32768. The diluted serum samples were then
added to the 293-dogSLAM cells followed by 2.5 � 103 TCID50 of
each VSVDGluc pseudotype. Luciferase activity was measured at
48–72 h post-plating and antibody titres calculated by interpolat-
ing the point at which there was a 90% reduction in luciferase
activity (90% neutralisation, inhibitory concentration 90 or IC90)
[30].

2.5. Live virus-based PPRV neutralisation assay

Virus neutralising activity in sera from cattle vaccinated with
live attenuated RPV and PPRV vaccines was assessed in a 96-well
plate based micro-neutralisation assay as per the standard OIE
specified procedure [10]. The target virus was PPRV Nigeria/75/1
and the target cells were Vero dogSLAM. The neutralising titre
was expressed as the reciprocal of the antibody dilution at which
50% of the wells showed virus growth.

2.6. PPRV cELISA

Antibodies against PPRV H in African sera were detected by
ELISA using a competitive ELISA (The Pirbright Institute, Surrey
and BDSL, Irvine, UK) as per the manufacturers’ instructions.
Briefly, inactivated PPRV is coated onto an ELISA plate prior to
the addition of test and control sera in the presence of a mono-
clonal antibody against PPRV H. Antibodies within the test sample
compete for binding with the anti-H monoclonal antibody, binding
of which is then quantified using an anti-mouse IgG horseradish
peroxidase (HRP) conjugated antibody. The percent inhibition
(PI) of monoclonal antibody binding for each test sample is
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calculated in comparison with positive and negative control sera.
The diagnostic threshold for the assay is set at 50% PI of the mon-
oclonal antibody control. A PI value of <25% is considered negative.
3. Results

3.1. Neutralisation of PPRV pseudotypes by sera from vaccinated and
infected animals

Neutralising antibody titres were measured in sera from cattle
infected previously [23] with either PPRV/Ivory Coast/89 (IC89,
wild type lineage 1), PPRV/Nigeria/75/1 (N75, vaccine lineage 2),
PPRV/Sungri/96 (S96, vaccine lineage 4) or the Plowright vaccine
strain of RPV (RBOK). Sera were screened for ability to neutralize
pseudotypes bearing the glycoproteins of the widely used PPRV
vaccine strain N75, four field strains representative of lineages 1–
4 (Senegal 1969, Benin 2010, Kenya 2011 and Ethiopia 2010),
and RPV Kabete O. All pre-challenge sera were negative for morbil-
livirus neutralising antibodies (titres < 16). Sera from IC89 infected
animals displayed high antibody titres against each of the five
PPRV strains (Fig. 1A–E) and cross-neutralized RPV albeit less effi-
ciently than PPRV (Fig. 1F). Sera raised against IC89 neutralized
Senegal 1969 (Fig. 1A) and N75 (Fig. 1E) (lineages 1 and 2 respec-
tively) most efficiently. Strong activity was also noted against
Benin 2010 (Fig. 1B) (lineage 2). Weaker responses were detected
against Kenya 2011 (Fig. 1C) and Ethiopia 2010 (Fig. 1D) (lineages
3 and 4 respectively), the titres being significantly lower than those
against lineages 1 and 2 (Wilcoxon matched pairs signed rank test,
p < 0.05).

Infection with the vaccine strains N75 and S96 induced sub-
stantially lower antibody titres per se. Titres induced by N75 infec-
tion were highest against the lineage 2 N75 (homologous strain)
and Benin 2010 strains. Neutralisation of lineage 3 Kenya 2011
by sera from the N75 vaccinates (Fig. 1C) was significantly less effi-
cient compared to homologous virus. The relatively poor neutrali-
sation of Kenya 2011 extended to the animals infected with the
lineage 4 vaccine strain S96 (Fig. 1C), titres being significantly
lower than those against all other viruses (p < 0.05). While neither
the N75 or S96 vaccinates developed RPV cross-neutralising anti-
bodies, the RPV vaccinates developed PPRV cross-neutralising anti-
bodies at levels comparable to those induced by the N75 or S96
vaccines, consistent with the cross-protection against PPRV
induced by RPV vaccines [5–7].
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Fig. 1. Neutralising antibody titres in cattle following PPRV or RPV inoculation. Four grou
(N75), PPRV/Sungri/96 (S96) or RPV/RBOK (RPV). Sera were tested at 4 weeks post-infect
1969, (B) Benin 2010, (C) Kenya 2011, (D) Ethiopia 2010 or (E) Nigeria 75/1 strains of PPR
in triplicate and screened for neutralising activity against each VSV(PPRV) pseudotype. A
no serum control. Mean ± SEM (n = 6) is shown for each group.
3.2. Detection of neutralising antibodies in sera from ruminants in
Africa

The accurate identification of PPRV-exposed animals in the field
is critical to eradication campaigns and serological tests can facili-
tate the identification of animal reservoirs of infection in cases
where viral genomic material is undetectable in blood or body flu-
ids. We screened a panel of Tanzanian ruminant sera (goats (C.
aegagrus hircus), cattle (B. taurus), buffalo (S. caffer) and gazelle
(G. Thomsonii and G. Grant)) from areas reported previously to har-
bour PPRV. The buffalo and gazelle sera had been screened previ-
ously by cELISA and classed as ‘‘negative” (<50% inhibition on
cELISA), the sera which tested positive by ELISA having been sent
to The Pirbright Institute for further study. Buffalo sera were col-
lected across the Serengeti National Park (SNP) from 2005 to
2012. The goat sera, collected during 2012, came from the NCA, a
region that had undergone a PPRV vaccination campaign in
2011–2012.

The 27 gazelle sera tested negative for neutralising antibodies
against PPRV, in agreement with the cELISA test findings
(Fig. 2A). In contrast, 16 of the 42 buffalo sera displayed neutralis-
ing activity against PPRV (Fig. 2B), all of which had tested negative
previously by cELISA. 59 goat sera were screened for neutralising
antibodies, yielding 36 positive sera, 14 of which were negative
by cELISA (Fig. 2C). In combination, screening of these gazelle, buf-
falo and goat sera suggested that the cELISA had a positive predic-
tive value of 100%; all positives detected by cELISA harbouring
neutralising antibodies. In contrast, the negative predictive value
of the cELISA was 71%; 29% of ELISA negatives possessing neutral-
ising antibodies. As the cELISA detects the competitive inhibition of
anti-PPRV H monoclonal antibody binding, it is possible that the
low negative predictive value reflects differences in the epitope
specificity of the antiviral immune response across host species.

Next, we examined the species-specificity of the PPRV
neutralising antibodies in the buffalo and goat sera, comparing
PPRV titres with those against RPV and CDV. The buffalo sera did
not neutralize RPV; however, 5 sera neutralized CDV, only 2 of
which had anti-PPRV activity, indicative of a cross-reactive
response. The remaining 3 animals recognized CDV but neither
PPRV nor RPV, suggesting a primary exposure to CDV or an
antigenically-related ruminant morbillivirus. In comparison with
the buffalo sera, several goat sera displayed cross-neutralising
activity against RPV (Fig. 3A). In general, this activity increased
with anti-PPRV titre (Spearman r = 0.7366, p < 0.0001). Similar
noculum

IC
89 N75 S96 RPV

IC
89 N75 S96 RPV

IC
89 N75 S96 RPV

Ethiopia NIG75/1 RPV

D E F

ps of six cattle were inoculated with PPRV/Ivory Coast/89 (IC89), PPRV/Nigeria/75/1
ion for neutralising activity against VSV(PPRV) pseudotypes bearing the (A) Senegal
V, or (F) Kabete O strain of RPV. Serial dilutions of each serum sample were prepared
ntibody titres were calculated based on a 90% reduction of infectivity relative to the



0 50 100
16

64

256

1024

4096

16384

Percent Inhibition (cELISA) Percent Inhibition (cELISA) Percent Inhibition (cELISA)

PP
R

V 
VN

A
 ti

tr
e

positive = >50%

0 50 100
16

64

256

1024

4096

16384

0 50 100
16

64

256

1024

4096

16384

A B C

Fig. 2. PPRV neutralising antibodies in sera from Tanzanian ruminants. Sera from (A) gazelle (n = 27), (B) buffalo (n = 42) or (C) goats (n = 59) were screened by competitive
ELISA (cH-ELISA) for anti-PPRV H antibodies and a ‘‘percent inhibition” calculated for each sample. The samples were then re-screened for neutralising antibodies against VSV
(PPRV) pseudotypes. Serial dilutions of each serum sample were prepared in triplicate and screened for neutralising activity against VSV(PPRV) pseudotypes (Nigeria/75/1).
Antibody titres were calculated based on a 90% reduction of infectivity relative to the no serum control. Samples which tested negative for neutralising antibodies are shown
in blue, those which tested positive for PPRV neutralising antibodies are highlighted in red. The 50% cut-off above which a sample is declared positive by the cH-ELISA is
denoted by a grey line. (For interpretation of the references to color in this figure legend, the reader is referred to the web version of this article.)
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Fig. 3. Comparison of neutralising antibody titres against VSV(PPRV) with those against VSV(RPV), VSV(CDV) or PPRV live virus. Goat sera were screened simultaneously for
neutralising activity against VSV pseudotypes bearing PPRV (Nigeria/75/1) and either (A) RPV (Kabete O) or (B) CDV (Onderstepoort) glycoproteins. (C) In a separate
experiment, sera from cattle vaccinated with live attenuated RPV (blue circles) or PPRV (red circles) vaccines and with known antibody titres against live PPRV Nigeria/75/
1virus, were re-screened for neutralising activity against VSV(PPRV Nigeria/75/1). Antibody titres in the pseudotyped virus assay (A,B,C) were calculated based on a 90%
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cross-reactivity was observed between the PPRV responses of the
goat sera and the corresponding anti-CDV responses (Fig. 3B),
albeit with a weaker correlation (Spearman r = 0.6002,
p < 0.0001). Antibody titres obtained with the pseudotyped virus
neutralisation assay correlated well with the titres obtained by live
virus neutralisation assay (Fig. 3C) albeit with an increased sensi-
tivity. PPRV neutralising antibody titres in 72 serum samples from
cattle vaccinated with live attenuated PPRV or RPV vaccines (as
described in [31] and Fig. 1) were estimated using either VSV(PPRV
Nigeria/75/1) on 293-dogSLAM cells or replication competent PPRV
Nigeria/75/1 virus on Vero dogSLAM cells. Titres correlated well
between both assay systems (Spearman r = 0.89, p < 0.0001). The
pseudotyped virus assay yielded titres approximately 100-fold
higher than the ‘‘live virus”-based assay with 10 of the 72 sera that
were negative by live virus neutralisation assay testing positive by
the pseudotyped virus test.

3.3. Cross-reactivity between PPRV and RPV neutralising antibodies

Previously, we noted cross-neutralisation between the anti-
PPRV and anti-CDV responses in sera from both naturally infected
and vaccinated animals [32]. To characterize the degree of
cross-neutralisation between PPRV and RPV, we compared sera
from animals exposed to either PPRV or RPV for the presence of
cross-neutralising antibodies against the heterologous virus
(Fig. 4). The sera raised against RPV and PPRV clustered into two
distinct groups, irrespective of the two sets of sera being derived
from different host species and having been raised against a range
of viral strains. Hence the RPV sera neutralized RPV more effi-
ciently than PPRV while the PPRV sera neutralized PPRV more effi-
ciently than RPV. Moreover, by comparing the neutralising
antibody titres against PPRV and RPV, it was possible to predict
whether an animal had been exposed to PPRV or RPV.

3.4. Detecting atypical morbillivirus infections

While PPRV is primarily a pathogen of sheep and goats, it can
infect sub-clinically a range of species (reviewed in [33]). Subse-
quent to a PPRV outbreak in the Serengeti ecosystem in 2008,
the presence of PPRV was confirmed in cattle in Northern Tanzania
[34]. Previously, RPV vaccination of cattle would have induced
cross-protective immunity against PPRV; however, following the
global eradication of rinderpest and the cessation of RPV vaccina-
tion, the presence of PPRV in cattle may indicate that the absence
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of cross-protective immunity has facilitated the spread of PPRV
into atypical hosts. Hence, an enhanced immunosurveillance of
both domestic and non-domestic species may establish the poten-
tial reservoir species that should be targeted during future PPRV
eradication campaigns. Accordingly, we screened cattle sera from
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three villages in Northern Tanzania for the presence of neutralising
antibodies against PPRV, CDV and RPV (Fig. 5). Of 125 serum sam-
ples screened, 4 samples were identified with PPRV-specific neu-
tralising activity (samples 83, 155, 211 and 236). Surprisingly, we
also detected 5 samples with RPV-specific activity (56, 70, 118,
170 and 192) and a further two samples (125 and 197) with high
activity against RPV and cross-neutralising activity against PPRV.
Further, 2 samples neutralized CDV specifically (samples 195 and
204). Hence, we were able to confirm the exposure of cattle to
PPRV (4/125, 3.2%), an RPV-like virus (7/125, 5.6%) and CDV
(2/125, 1.6%). Given the cessation of rinderpest vaccination in Tan-
zania in 1998 and the confirmation of rinderpest eradication in
Tanzania in 2003, the detection of RPV-specific antibodies in
2009 is of significant interest. The samples that displayed RPV-
specific neutralisation were screened against an extended panel
of morbillivirus pseudotypes including MeV and PDV, and com-
pared with sera raised against MeV, CDV, PPRV or RPV (Fig. 6).
Human serum from an MMR-vaccinate neutralized MeV efficiently
and displayed good cross-neutralisation of RPV and PPRV, with
weak activity against CDV (Fig. 6a). Conversely, serum from an
RPV-vaccinated animal neutralized RPV most efficiently but dis-
played cross-neutralisation of CDV, PPRV and MeV (Fig. 6a). The
sera from a CDV-vaccinate and a PPRV-vaccinate neutralized their
respective homologous viruses most efficiently with weaker cross-
neutralisation of other morbilliviruses at high serum concentra-
tions (Fig. 6a). In contrast, the Tanzanian cattle sera (170, 192, 56
and 188) neutralized RPV primarily with only weak cross-
neutralisation of MeV, PPRV or CDV. As the neutralising activity
in these samples was modest in comparison with the sera from
cattle exposed to RPV experimentally (Figs. 1 and 4), the specific
neutralisation of RPV by these samples may reflect lower antibody
titres in the sera per se. However, the specificity of the sera for RPV
may also indicate that the virus to which they were exposed is a
R
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genetic outlier, most closely related to RPV but substantially diver-
gent from MeV, CDV and PPRV. Given that all the sera we have
tested to date displayed a higher titre of neutralising antibody
against their homologous morbillivirus, the data suggest that these
Tanzanian cattle were exposed to an RPV-like bovine morbillivirus.
4. Discussion

The OIE has identified PPR as a global priority for eradication.
PPRV continues to spread globally [35,36], with over 1 billion sheep
and goats at risk from infection, approximately 80% of the world’s
small ruminants [37]. RPV eradication led to the cessation of vacci-
nation and, as a result, there are fears that morbilliviruses such as
PPRV or CDV could spill over into the global population of 1.5 billion
immunologically-naïve cattle [38]. Indeed, PPRV seropositive cattle
have now been identified in countries across Africa and Asia [39–
42]. Understanding the patterns of morbillivirus infections in
domestic livestock andwildlife populationswill be critical to ensur-
ing the success of future global eradication programs.

To validate the sensitivity of the pseudotype-based assay for
PPRV neutralising antibodies, we screened sera from three groups
of cattle, one infected with a wild type strain of PPRV (IC89) and
two vaccinated with live attenuated PPRV vaccines (N75 and
S96). Animals infected with IC89 developed significantly higher
antibody titres, antibodies that cross-neutralized PPRV strains
from each of the four lineages. These data suggest that an animal
exposed to a virus such as IC89, and which had recovered and gen-
erated a strong humoral response, would be cross-protected from
infection with viruses from all four lineages. In contrast, the neu-
tralising responses of the sera from animals vaccinated with N75
or S96 generated significantly lower titres of neutralising antibod-
ies in comparison with the IC89-infected animals. Lineage 2 N75
and lineage 4 S96-containing vaccines are licenced in several
PPRV-endemic countries. Neutralising antibody titres induced by
the two vaccines were highest against the vaccine strain N75,
and lowest against lineage 3 Kenya 2011. Such observations may
assist the design of future eradication strategies and retrospective
analyses of sera from vaccine trials might provide an insight into
whether the level of neutralising antibody induced by vaccination
correlates with immunity to infection with viruses from distinct
lineages. In this study, we were restricted to the examination of
sera from cattle infected experimentally with PPRV. Future studies
should examine sequential sera from goats and sheep, the primary
targets for PPRV vaccination campaigns, as it is likely that the repli-
cation of live attenuated viruses will vary between target species
and hence the strength and breadth of immunity induced will vary
accordingly.

The high sensitivity of the pseudotype-based assay facilitated
the detection of a higher proportion of sero-positives than a widely
used ELISA. While it should be noted that the ELISA was optimised
for specificity, allowing PPRV exposure in a herd to be confirmed, it
was evident that the assay sensitivity was low, underestimating
the number of positive animals significantly. Indeed, three animals
with high titre neutralising antibodies tested negative by ELISA.
Presumably the humoral response in those animals targeted epi-
topes on PPRV H distinct to that recognised by the monoclonal
antibody within the kit or targeted the PPRV F protein.

We detected PPRV neutralising responses in sera from both buf-
falo and goats. The presence of neutralising antibodies in 38% of
buffalo sera that had tested negative previously by ELISA suggests
that PPRV exposure was under-reported in previous studies [34].
The presence of PPRV in Serengeti buffalo is consistent with find-
ings of PPRV antibody-positive wildlife species in the vicinity
[43]. The detection of CDV-specific antibodies in 5 of the buffalo
indicates that morbillivirus exposure in wildlife is not restricted
to PPRV and is consistent with findings of CDV seropositivity in
lions within the same ecosystem [44]. The co-circulation of PPRV
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and CDV in the same livestock and wildlife species may interfere
with the accurate diagnosis of PPRV infection using existing sero-
logical techniques. The pseudotype-based neutralisation test may
offer additional, rapid discrimination of findings.

By comparing batches of experimental sera from animals
exposed to either RPV or PPRV, we demonstrated that the neutral-
ising responses were highest against the homologous virus, consis-
tent with the original serology-based evidence for the distinction
of RPV and PPRV [45–48]. Accordingly, we are able to examine
banks of sera for historical exposures to morbilliviruses and to pre-
dict the nature of the infecting agent. Using this approach, we
demonstrated that cattle in three villages in Tanzania had been
exposed to not only PPRV, but also CDV, consistent with the earlier
findings with buffalo sera. Intriguingly, seven animals had neutral-
ising antibodies targeted primarily against RPV, two of which also
cross-neutralized PPRV efficiently. Given that (a) rinderpest vacci-
nation ceased in this region in 1997, (b) three of the seven animals
were <5 years of age and (c) positive animals were detected in cat-
tle from three separate villages, the presence of anti-RPV antibod-
ies in 2009 suggests a recent exposure to an RPV-related bovine
morbillivirus. There is a compelling precedent for the existence
of an RPV-related bovine morbillivirus in cattle populations. In
1975, a ‘‘bovine paramyxovirus” was isolated from cattle display-
ing symptoms of sporadic encephalomyelitis in Germany and
Switzerland [49]. Serological tests on cells infected with the agent
confirmed reactivity with sera raised against RPV, or convalescent
sera from measles patients with sub-acute sclerosing panen-
cephalitis (SSPE) [49]. In 1976, a morbillivirus was identified in cat-
tle affected with malignant catarrhal fever in Colorado [50].
Immunofluorescence studies of tissues from an infected animal
reacted strongly with serum from an animal infected with the
Kabete ‘‘O” strain of RPV but only weakly with sera raised against
MeV or CDV [50]. In 1998, an investigation of sporadic outbreaks of
non-suppurative meningoencephalomyelitis in Swiss cattle noted
that four cases displayed immunoreactivity with monoclonal anti-
bodies raised against either RPV or CDV nucleocapsids [51]. The
existence of an RPV-related bovine morbillivirus may also explain
why an animal in a previous rinderpest vaccine trial displayed neu-
tralising antibodies against RPV prior to vaccination [52]. Given
that recent studies have revealed the astonishing diversity of
paramyxoviruses circulating in bats and rodents [53], we should
expect that many more paramyxoviruses await discovery in other
species. Indeed, a morbillivirus of domestic cats has recently been
described, a virus that appears to be relatively widespread globally
[54–56]. The data presented here may suggest an additional bovine
morbillivirus is circulating, with possible implications for PPRV
diagnostics, surveillance and vaccination.

If vaccination to eradicate PPR is to succeed, future studies
should address which species act as reservoirs of infection and
whether they may shed infectious virus. If species such as cattle
shed infectious PPRV, this must be taken into consideration in a
post-PPRV eradication environment. Continued immunosurveil-
lance will ascertain whether PPRV is spreading more widely;
broadening its host species in a post-RPV world. Finally, we should
consider whether RPV eradication has created a vacated niche [57]
for PPRV other morbilliviruses such as CDV, or a novel RPV-related
bovine morbillivirus.

Acknowledgements

The authors wish to thank Michael Whitt for his support and
advice in regard to the VSVDG system and its use. We are grateful
to Rik de Swart for providing RNAs from measles and phocine
distemper viruses, and for many helpful discussions. This work
was funded by the Medical Research Council and the Biotechnol-
ogy and Biological Sciences Research Council (project
BB/M018628/1). Samples from Tanzania were collected with the
support of the Messerli Foundation, the Biotechnology and Biolog-
ical Sciences Research Council, the Department for International
Development and the Scottish Government through the Combating
Infectious Diseases of Livestock for International Development ini-
tiative (project BB/H009302/1). In Tanzania we thank the Ministry
of Agriculture, Livestock and Fisheries, Tanzania National Parks,
Tanzania Wildlife Research Institute, Ngorongoro Conservation
Area Authority, and Tanzania Commission for Science and Technol-
ogy for permission and assistance with field activities.
Appendix A. Supplementary material

Supplementary data associated with this article can be found, in
the online version, at http://dx.doi.org/10.1016/j.vaccine.2016.10.
010.
References

[1] Albina E, Kwiatek O, Minet C, Lancelot R, Servan de Almeida R, Libeau G. Peste
des Petits Ruminants, the next eradicated animal disease? Vet Microbiol
2013;165:38–44.

[2] Parida S, Muniraju M, Mahapatra M, Muthuchelvan D, Buczkowski H, Banyard
AC. Peste des petits ruminants. Vet Microbiol 2015;181:90–106.

[3] Baron MD, Diallo A, Lancelot R, Libeau G. Peste des Petits Ruminants Virus. Adv
Virus Res 2016;95:1–42.

[4] Vallat B, Wang R. Global strategy for the control and eradication of PPR; 2015.
[5] Taylor WP. Protection of goats against peste-des-petits-ruminants with

attenuated rinderpest virus. Res Vet Sci 1979;27:321–4.
[6] Mariner JC, House JA, Mebus CA, van den Ende MC. The use of thermostable

Vero cell-adapted rinderpest vaccine as a heterologous vaccine against peste
des petits ruminants. Res Vet Sci 1993;54:212–6.

[7] Jones L, Giavedoni L, Saliki JT, Brown C, Mebus C, Yilma T. Protection of goats
against peste des petits ruminants with a vaccinia virus double recombinant
expressing the F and H genes of rinderpest virus. Vaccine 1993;11:961–4.

[8] Sinnathamby G, Renukaradhya GJ, Rajasekhar M, Nayak R, Shaila MS. Immune
responses in goats to recombinant hemagglutinin-neuraminidase glycoprotein
of Peste des petits ruminants virus: identification of a T cell determinant.
Vaccine 2001;19:4816–23.

[9] Taylor J, Pincus S, Tartaglia J, Richardson C, Alkhatib G, Briedis D, et al. Vaccinia
virus recombinants expressing either the measles virus fusion or
hemagglutinin glycoprotein protect dogs against canine distemper virus
challenge. J Virol 1991;65:4263–74.

[10] OIE-WHO. Manual of diagnostic tests and vaccines for terrestrial animals. OIE -
World Organisation for Animal Health; 2014.

[11] Tatsuo H, Ono N, Yanagi Y. Morbilliviruses use signaling lymphocyte activation
molecules (CD150) as cellular receptors. J Virol 2001;75:5842–50.

[12] Tatsuo H, Yanagi Y. The morbillivirus receptor SLAM (CD150). Microbiol
Immunol 2002;46:135–42.

[13] Sato H, Yoneda M, Honda T, Kai C. Morbillivirus receptors and tropism:
multiple pathways for infection. Front Microbiol 2012;3:75.

[14] Pratakpiriya W, Seki F, Otsuki N, Sakai K, Fukuhara H, Katamoto H, et al.
Nectin4 is an epithelial cell receptor for canine distemper virus and involved in
neurovirulence. J Virol 2012;86:10207–10.

[15] Noyce RS, Delpeut S, Richardson CD. Dog nectin-4 is an epithelial cell receptor
for canine distemper virus that facilitates virus entry and syncytia formation.
Virology 2013;436:210–20.

[16] Noyce RS, Richardson CD. Nectin 4 is the epithelial cell receptor for measles
virus. Trends Microbiol 2012;20:429–39.

[17] Noyce RS, Bondre DG, Ha MN, Lin LT, Sisson G, Tsao MS, et al. Tumor cell
marker PVRL4 (nectin 4) is an epithelial cell receptor for measles virus. PLoS
Pathog 2011;7:e1002240.

[18] Erlenhofer C, Duprex WP, Rima BK, ter Meulen V, Schneider-Schaulies J.
Analysis of receptor (CD46, CD150) usage by measles virus. J General Virol
2002;83:1431–6.

[19] Baron MD. Wild-type Rinderpest virus uses SLAM (CD150) as its receptor. J
General Virol 2005;86:1753–7.

[20] Tahara M, Ohno S, Sakai K, Ito Y, Fukuhara H, Komase K, et al. The receptor-
binding site of the measles virus hemagglutinin protein itself constitutes a
conserved neutralizing epitope. J Virol 2013;87:3583–6.

[21] Seki F, Ono N, Yamaguchi R, Yanagi Y. Efficient isolation of wild strains of
canine distemper virus in Vero cells expressing canine SLAM (CD150) and their
adaptability to marmoset B95a cells. J Virol 2003;77:9943–50.

[22] Graham FL, Smiley J, Russell WC, Nairn R. Characteristics of a human cell line
transformed by DNA from human adenovirus type 5. J General Virol
1977;36:59–74.

[23] Holzer B, Hodgson S, Logan N, Willett B, Baron MD. Protection of cattle against
rinderpest by vaccination with wild-type but not attenuated strains of peste
des petits ruminants virus. J Virol 2016;90:5152–62.

http://dx.doi.org/10.1016/j.vaccine.2016.10.010
http://dx.doi.org/10.1016/j.vaccine.2016.10.010
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0005
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0005
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0005
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0010
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0010
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0015
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0015
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0025
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0025
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0030
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0030
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0030
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0035
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0035
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0035
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0040
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0040
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0040
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0040
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0045
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0045
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0045
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0045
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0050
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0050
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0055
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0055
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0060
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0060
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0065
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0065
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0070
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0070
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0070
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0075
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0075
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0075
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0080
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0080
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0085
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0085
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0085
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0090
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0090
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0090
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0095
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0095
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0100
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0100
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0100
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0105
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0105
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0105
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0110
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0110
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0110
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0115
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0115
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0115


N. Logan et al. / Vaccine 34 (2016) 5736–5743 5743
[24] Takada A, Robison C, Goto H, Sanchez A, Murti KG, Whitt MA, et al. A system
for functional analysis of Ebola virus glycoprotein. Proc Natl Acad Sci USA
1997;94:14764–9.

[25] Whitt MA. Generation of VSV pseudotypes using recombinant DeltaG-VSV for
studies on virus entry, identification of entry inhibitors, and immune
responses to vaccines. J Virol Methods 2010;169:365–74.

[26] Dundon WG, Yu D, Lo MM, Loitsch A, Diop M, Diallo A. Complete genome
sequence of a lineage I peste des petits ruminants virus isolated in 1969 in
West Africa. Genome Announc 1969;2015:3.

[27] Adombi CM, Waqas A, Dundon WG, Li S, Daojin Y, Kakpo L, et al. Peste des
petits ruminants in benin: persistence of a single virus genotype in the country
for over 42 years. Transbound Emerg Dis 2016. http://dx.doi.org/10.1111/
tbed.12471.

[28] Dundon WG, Kihu SM, Gitao GC, Bebora LC, John NM, Oyugi JO, et al. Detection
and genome analysis of a lineage iii peste des petits ruminants virus in Kenya
in 2011. Transbound Emerg Dis 2015.

[29] Lorenz RJ, Bogel K. Laboratory techniques in rabies: methods of calculation.
Monograph series. World Health Organization 1973:321–35.

[30] Mather ST, Wright E, Scott SD, Temperton NJ. Lyophilisation of influenza,
rabies and Marburg lentiviral pseudotype viruses for the development and
distribution of a neutralisation -assay-based diagnostic kit. J Virol Methods
2014;210C:51–8.

[31] Holzer B, Taylor G, Rajko-Nenow P, Hodgson S, Okoth E, Herbert R, et al.
Determination of the minimum fully protective dose of adenovirus-based
DIVA vaccine against peste des petits ruminants virus challenge in East African
goats. Vet Res 2016;47:20.

[32] Logan N, McMonagle E, Drew AA, Takahashi E, McDonald M, Baron MD, et al.
Efficient generation of vesicular stomatitis virus (VSV)-pseudotypes bearing
morbilliviral glycoproteins and their use in quantifying virus neutralising
antibodies. Vaccine 2016;34:814–22.

[33] Banyard AC, Parida S, Batten C, Oura C, Kwiatek O, Libeau G. Global distribution
of peste des petits ruminants virus and prospects for improved diagnosis and
control. J General Virol 2010;91:2885–97.

[34] Lembo T, Oura C, Parida S, Hoare R, Frost L, Fyumagwa R, et al. Peste des petits
ruminants infection among cattle and wildlife in northern Tanzania. Emerg
Infect Dis 2013;19:2037–40.

[35] Muniraju M, El Harrak M, Bao J, Ramasamy Parthiban AB, Banyard AC, Batten C,
et al. Complete genome sequence of a peste des petits ruminants virus
recovered from an alpine goat during an outbreak in Morocco in 2008. Genome
Announc 2013;1.

[36] Wang J, Wang M, Wang S, Liu Z, Shen N, Si W, et al. Peste des petits ruminants
virus in Heilongjiang province, China, 2014. Emerg Infect Dis 2015;21:677–80.

[37] OIE, FAO. Global control and eradication of peste des petits ruminants. PPRV
summary document; 2015.

[38] Fournie G, Jones BA, Beauvais W, Lubroth J, Njeumi F, Cameron A, et al. The risk
of rinderpest re-introduction in post-eradication era. Prev Vet Med
2014;113:175–84.

[39] Abraham G, Sintayehu A, Libeau G, Albina E, Roger F, Laekemariam Y, et al.
Antibody seroprevalences against peste des petits ruminants (PPR) virus in
camels, cattle, goats and sheep in Ethiopia. Prev Vet Med 2005;70:51–7.

[40] Balamurugan V, Krishnamoorthy P, Veeregowda BM, Sen A, Rajak KK,
Bhanuprakash V, et al. Seroprevalence of Peste des petits ruminants in cattle
and buffaloes from Southern Peninsular India. Trop Anim Health Prod
2012;44:301–6.
[41] Lundervold M, Milner-Gulland EJ, O’Callaghan CJ, Hamblin C, Corteyn A,
Macmillan AP. A serological survey of ruminant livestock in Kazakhstan during
post-Soviet transitions in farming and disease control. Acta Vet Scand
2004;45:211–24.

[42] Khan HA, Siddique M, Sajjad ur R, Abubakar M, Ashraf M. The detection of
antibody against peste des petits ruminants virus in sheep, goats, cattle and
buffaloes. Trop Anim Health Prod 2008;40:521–7.

[43] Mahapatra M, Sayalel K, Muniraju M, Eblate E, Fyumagwa R, Shilinde L, et al.
Spillover of peste des petits ruminants virus from domestic to wild ruminants
in the serengeti ecosystem, Tanzania. Emerg Infect Dis 2015;21:2230–4.

[44] Viana M, Cleaveland S, Matthiopoulos J, Halliday J, Packer C, Craft ME, et al.
Dynamics of a morbillivirus at the domestic-wildlife interface: Canine
distemper virus in domestic dogs and lions. Proc Natl Acad Sci U S A
2015;112:1464–9.

[45] Rossiter PB, Jessett DM, Taylor WP. Microneutralisation systems for use with
different strains of peste des petits ruminants virus and rinderpest virus. Trop
Anim Health Prod 1985;17:75–81.

[46] Taylor WP. Serological studies with the virus of peste des petits ruminants in
Nigeria. Res Vet Sci 1979;26:236–42.

[47] Gibbs EP, Taylor WP, Lawman MJ, Bryant J. Classification of peste des petits
ruminants virus as the fourth member of the genus Morbillivirus. Intervirology
1979;11:268–74.

[48] Obi TU, Rowe LW, Taylor WP. Serological studies with peste des petits
ruminants and rinderpest viruses in Nigeria. Trop Anim Health Prod
1984;16:115–8.

[49] Bachmann PA, ter Meulen V, Jentsch G, Appel M, Iwasaki Y, Meyermann R,
et al. Sporadic bovine meningo-encephalitis-isolation of a paramyxovirus.
Arch Virol 1975;48:107–20.

[50] Coulter GR, Storz J. Identification of a cell-associated morbillivirus from cattle
affected with malignant catarrhal fever: antigenic differentiation and cytologic
characterization. Am J Vet Res 1979;40:1671–7.

[51] Theil D, Fatzer R, Schiller I, Caplazi P, Zurbriggen A, Vandevelde M.
Neuropathological and aetiological studies of sporadic non-suppurative
meningoencephalomyelitis of cattle. Vet Rec 1998;143:244–9.

[52] Giavedoni L, Jones L, Mebus C, Yilma T. A vaccinia virus double recombinant
expressing the F and H genes of rinderpest virus protects cattle against
rinderpest and causes no pock lesions. Proc Natl Acad Sci U S A
1991;88:8011–5.

[53] Drexler JF, Corman VM, Muller MA, Maganga GD, Vallo P, Binger T, et al. Bats
host major mammalian paramyxoviruses. Nat Commun 2012;3:796.

[54] Woo PC, Lau SK, Wong BH, Fan RY, Wong AY, Zhang AJ, et al. Feline
morbillivirus, a previously undescribed paramyxovirus associated with
tubulointerstitial nephritis in domestic cats. Proc Natl Acad Sci U S A
2012;109:5435–40.

[55] Sharp CR, Nambulli S, Acciardo AS, Rennick LJ, Drexler JF, Rima BK, et al.
Chronic infection of domestic cats with feline morbillivirus, United States.
Emerg Infect Dis 2016;22:760–2.

[56] Furuya T, Sassa Y, Omatsu T, Nagai M, Fukushima R, Shibutani M, et al.
Existence of feline morbillivirus infection in Japanese cat populations. Arch
Virol 2014;159:371–3.

[57] Lloyd-Smith JO. Vacated niches, competitive release and the community
ecology of pathogen eradication. Philos Trans R Soc Lond B Biol Sci
2013;368:20120150.

http://refhub.elsevier.com/S0264-410X(16)30908-2/h0120
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0120
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0120
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0125
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0125
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0125
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0130
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0130
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0130
http://dx.doi.org/10.1111/tbed.12471
http://dx.doi.org/10.1111/tbed.12471
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0140
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0140
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0140
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0145
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0145
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0150
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0150
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0150
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0150
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0155
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0155
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0155
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0155
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0160
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0160
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0160
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0160
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0165
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0165
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0165
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0170
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0170
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0170
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0175
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0175
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0175
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0175
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0180
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0180
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0190
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0190
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0190
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0195
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0195
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0195
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0200
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0200
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0200
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0200
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0205
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0205
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0205
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0205
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0210
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0210
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0210
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0215
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0215
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0215
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0220
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0220
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0220
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0220
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0225
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0225
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0225
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0230
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0230
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0235
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0235
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0235
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0240
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0240
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0240
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0245
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0245
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0245
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0250
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0250
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0250
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0255
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0255
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0255
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0260
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0260
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0260
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0260
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0265
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0265
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0270
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0270
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0270
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0270
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0275
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0275
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0275
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0280
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0280
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0280
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0285
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0285
http://refhub.elsevier.com/S0264-410X(16)30908-2/h0285

	Enhanced immunosurveillance for animal morbilliviruses using�vesicular stomatitis virus (VSV) pseudotypes
	1 Introduction
	2 Materials and methods
	2.1 Cell lines and sera
	2.2 Eukaryotic expression vectors and recombinant viruses
	2.3 VSVΔGluc pseudotype preparation
	2.4 Pseudotype-based neutralisation assay
	2.5 Live virus-based PPRV neutralisation assay
	2.6 PPRV cELISA

	3 Results
	3.1 Neutralisation of PPRV pseudotypes by sera from vaccinated and infected animals
	3.2 Detection of neutralising antibodies in sera from ruminants in Africa
	3.3 Cross-reactivity between PPRV and RPV neutralising antibodies
	3.4 Detecting atypical morbillivirus infections

	4 Discussion
	Acknowledgements
	Appendix A Supplementary material
	References


