
31 July 2024

AperTO - Archivio Istituzionale Open Access dell'Università di Torino

Original Citation:

First molecular characterization of visna/maedi viruses from naturally infected sheep in Turkey.

Published version:

DOI:10.1007/s00705-012-1518-1

Terms of use:

Open Access

(Article begins on next page)

Anyone can freely access the full text of works made available as "Open Access". Works made available
under a Creative Commons license can be used according to the terms and conditions of said license. Use
of all other works requires consent of the right holder (author or publisher) if not exempted from copyright
protection by the applicable law.

Availability:

This is the author's manuscript

This version is available http://hdl.handle.net/2318/123038 since



	  
	  
	  
	  

This	  is	  an	  author	  version	  of	  the	  contribution	  published	  on:	  
Questa	  è	  la	  versione	  dell’autore	  dell’opera:	  

	  First	  molecular	  characterization	  of	  visna/maedi	  viruses	  from	  naturally	  infected	  
sheep	  in	  Turkey	  

Archives	  of	  Virology	  March	  2013,	  Volume	  158,	  Issue	  3,	  pp	  559-‐570	  	  
10.1007/s00705-‐012-‐1518-‐1	  

The	  definitive	  version	  is	  available	  at:	  
La	  versione	  definitiva	  è	  disponibile	  alla	  URL:	  

http://link.springer.com/article/10.1007%2Fs00705-‐012-‐1518-‐1	  
	   	  



First molecular characterization of visna/maedi viruses from naturally infected sheep in Turkey 
 
Dilek Muz • Tuba Cigdem Oguzoglu • Sergio Rosati • Ramses Reina • Luigi Bertolotti • Ibrahim 
Burgu 
 
D. Muz (&) Faculty of Veterinary Medicine, Department of Virology, Mustafa Kemal University, 
Hatay, Turkey e-mail: dilekmnm@gmail.com; dpinar@mku.edu.tr 
T. C. Oguzoglu, ̇I. Burgu Faculty of Veterinary Medicine, Department of Virology, Ankara 
University, Diskapi, Ankara, Turkey 
S. Rosati, L. Bertolotti Facoltà di Medicina Veterinaria, Dipartimento di Produzioni Animali, 
Epidemiologia, Ecologia, Università degli Studi di Torino, Via Leonardo da Vinci 44, 10095 
Grugliasco, TO, Italy 
R. Reina Instituto de Agrobiotecnologia, CSIC-Universidad Pu0blicade Navarra-Gobierno de 
Navarra, 31192 Mutilva, Navarra, Spain 
 
Abstract 
Recent worldwide serological and genetic studies of small ruminant lentiviruses (SRLV) have led to 
the description of new genotypes and the development of new diagnostic tests. This study 
investigated the detection and molecular characterization of visna/maedi virus (VMV) infection in 
serum and blood samples from pure and mixed sheep breeds acquired from different regions in 
Turkey using ELISA and PCR techniques. The prevalence of VMV was 67.8 % by ELISA and/or 
LTR-PCR with both assays showing a medium level of agreement (kappa: 0.26; ± 0.038 CI). 
Positivity of VMV in sheep increased according to the age of the animal, although PCR positivity 
was higher than ELISA in young individuals. Phylogenetic analysis of 33 LTR sequences identified 
two distinct clades that were closely related to American and Greek LTR sequences. Phylogenetic 
analysis of 10 partial gag gene sequences identified A2, A3, A5, A9, A11 subtypes of genotype A 
SRLVs. In vitro culture of all isolates in fetal sheep lung cells (FSLC) showed a slow/low 
phenotype causing less or no lytic infection compared with infection with the WLC-1 American 
strain characterized by a rapid/ highly lytic phenotype. Phylogenetic analysis revealed that Turkish 
VMV sequences preceded the establishment of American or Greek strains that were associated with 
the migration of sheep from the Middle East to Western Europe several centuries ago. This is the 
first study that describes Turkish VMV sequences with the molecular characterization of LTR and 
gag genes, and it strongly suggests that SRLV-genotype A originated in Turkey. 
 
Introduction 
Small ruminant lentiviruses (SRLV) include visna/maedi virus (VMV) and caprine arthritis 
encephalitis virus (CAEV) and belong to the genus Lentivirus of the family Retroviridae. SRLV 
infection is persistent and chronic, characterized by slow progressive degenerative inflammation in 
multiple organs, including lungs, brain, udder, and joints in sheep and goats. SRLV infection results 
in performance losses, decreased milk production and sudden deaths due to encephalitis [1]. 
Transmission of SLRV occurs during colostral uptake (lactogenic transmission) or by direct contact 
between infected animals through respiratory secretions (horizontal transmission). Diagnosis of the 
infection is usually performed by serological tests or detection of the viral genome. Although agar 
gel immunodiffusion (AGID) has been used for diagnosis for many years and is the World 
Organization for Animal Health (OIE) reference method for serological diagnosis, various ELISA 



methods have been developed using different antigen preparations. Available commercial ELISA 
kits include whole virus preparations (AG-Chekit CAEV/MVV kit; IDEXX, Switzerland), single 
recombinant proteins (Institut Pourquier, Montpellier, France) or a combination of synthetic 
peptides (Elitest) [2]. However, intermittent or weak antibody responses may cause false-negative 
results in serological assays. Molecular techniques may also be used for SRLV diagnosis and show 
an added value for detecting early infections, especially those caused by divergent strains [3– 5]. 
Molecular epidemiological studies have resulted in the classification of SRLV into five genotypes 
(A-E) using genetic sequences from the gag, pol, and long terminal repeat (LTR) regions [5–10]. 
Turkey contains approximately 29 million small ruminants [11] but does not yet have control 
measures for SRLV. Anatolia is a part of the ‘‘fertile crescent’’ where the transition of humans 
from hunting to manipulating the behaviors of certain animals is known to have led to the process 
of domestication more than 10,000 years ago [12, 13]. The seroprevalence of VMV in Turkey has 
been reported in many studies [14–18]. Most of them were local reports, and no molecular 
characterization of circulating field viruses has been reported. 
In this study, 911 serum and blood-DNA samples from different pure and mixed sheep breeds in 
Turkey were analyzed using a commercial ELISA and LTR-PCR, respectively. Turkish sheep 
showed a high seroprevalence rate, and PCR detected mostly early infections. Nucleotide sequences 
of the LTR and gag gene regions demonstrated the presence of two different clades related to 
VMV-like viruses and strongly suggested that SRLV-genotype A originated in Turkey. 
 
Material and methods 
Samples 
A total of 911 sheep sera and 757 EDTA-treated blood samples from 23 flocks (identified as I 
through XXIII) were collected for serological studies and virological diagnosis of SRLV, 
respectively, in Turkey from 2006 to 2009 (Table 1). The animals ranged from 1 to 7 years of age. 
Individual sera were used for antibody determination by ELISA, and leukocytes were obtained from 
the buffy coats for proviral DNA detection by PCR. Animals included eight different breeds, 
namely Karayaka, White Karaman, Turkish Merino (cross of Kivircik 90 % + German Mutton 
Merino 10 %), Anatolian Merino (cross of German Mutton Merino 80 % + White Karaman 20 %), 
Acipayam (cross of Awassi 50 % + Ost Fries 25 % + Daglic 25 %), Anatolian Merino 9 Awassi, 
Anatolian Merino 9 Chios, and White Karaman 9 Awassi. Clinical signs character- 
ized by respiratory disease (coughing, sneezing, nasal flow, and pneumonia), weakness, and 
mastitis that sporadically led to deaths were observed in animals from 13 flocks (Table 1). 
Flocks II, III and VI had been reported previously as seropositive for VMV infection [19] where no 
control measures or eradication programs have been applied and were included this study. 
Furthermore, flock II was sampled twice, with a four-month interval. Finally, only serum samples 
were available from flocks I, VII and XXI, and thus, these flocks were evaluated only by ELISA. 
 
Antibody detection (ELISA) 
A commercial ELISA kit (Institute Porquier, Montpellier, France) that employs recombinant 
proteins from the capsid antigen and transmembrane (TM) region of the env gene as coating 
antigens was used. ELISA was performed, and the results were interpreted according to the 
manufacturer’s instructions. 
 
DNA extraction and PCR 



Proviral DNA was extracted from buffy coat samples using a phenol-chloroform extraction method, 
as described previously [20] with slight modification. Briefly, 300 µL denaturing solution (4 M 
guanidinium thiocyanate, 0.75 M sodium citrate, 0.6 % N-lauryl sarcosine, 0.2 M 2-
mercaptoethanol) was added to 300 µL of buffy coat and mixed vigorously by vortex. The buffy 
coat suspension was mixed with 325 µL phenol (pH 5.0) and 325 µL chloroform–isoamyl alcohol 
solution (24:1, v:v). After centrifugation at 12,000 9 g for 10 min, the upper phase was precipitated 
with 3 M sodium acetate and isopropanol at -80 °C for 1 h. After washing with 70 % ethanol, the 
pellet was dried and then resuspended in deionized water. 
LTR and gag gene regions were amplified by PCR using specific primer pairs reported by 
Extramania et al. [21] and Grego et al. [5], producing fragments of approximately 300 and 800 nt, 
respectively. LTR-PCR was performed in a 30-lL reaction consisting of 10 9 reaction buffer, 2 mM 
MgCl2, 0.2 mM dNTP, 0.2 pmol each primer and 1.25 U Taq DNA polymerase (Fermentas, 
Lithuania). The PCR cycling profile included a denaturation stage at 96 °C for 6 min, followed by 
35 cycles of 94 °C for 1 min, 56 °C for 1 min, 72 °C for 1 min, and a final extension step at 72 °C 
for 10 min. Gag-PCR was performed using the same mix but employing a nested protocol, as 
described previously [5]. PCR products were analyzed after electrophoresis in 1 % agarose gels 
containing ethidium bromide and visualized on a UV transilluminator (Kodak, Gel Logic 100, 
USA). 
 
Sequencing and phylogenetic analysis 
PCR fragments were purified using a High Pure PCR Cleanup Micro Kit (Roche, Germany), and 
sequenced. Sequencing of partial LTR and gag gene regions was carried out in a Beckman Coulter 
CEQ 8000 genetic analyzer (Beckman Coulter, USA) using a dye terminator cycle sequencing kit 
(GenomeLab DTCS-Quick Start Kit, Beckman Coulter, USA) according to the manufacturer’s 
protocol. The LTR and gag sequences were evaluated and identified using the Basic Local 
Alignment Search Tool (BLAST) web service of the National Center for Biotechnology 
Information (NCBI). Sequence analysis of 300 bp of the LTR and 800 bp of gag was performed 
using the MEGA version 5.1 [22]. Phylogenetic trees were constructed by the neighbor-joining 
method with bootstrapping of 1000 replicates. The final phylogenetic trees of LTR and gag gene 
sequences were performed using 11 and 29 reference sequences available from the GenBank 
database, respectively. Multiple sequence alignments of Turkish SRLVs were performed using 
ClustalW [23] in the BioEdit program (version 7.0.5.3) using reference sequences (AY101611-
85/34, DQ084441-GR-LTR6 and DQ64767710-blood for the LTR gene region and M316646-
SAOMVV, AY101611-85/34, AY454686-SNCR5586, AY45 4210-SNCR5693, AY454175-
SNCR5560, EF676006-It0 30g03, EF676017-It060s01, M33677-Cork, AY454218SCNR5720, 
JF502418-TR-DM, AF322109-1GA and EU29 3537-Roccaverano for the gag region) obtained 
from GenBank. Aligned LTR sequences were evaluated for conservation of AP1, AML (vis), AP4, 
and TATA box regions within U3, and the compositions of the R regions and conservation of the 
inverted repeat (IR), and primerbinding site (PBS) regions within U5. Aligned gag sequences were 
investigated for immunodominant epitope motifs. 
 
Virus isolation and immunochemistry 
Fetal sheep lung cell (FSLC) cultures were prepared from 102to 120-day-gestation-age sheep 
fetuses obtained from a local abattoir as described previously [24] to isolate field viruses selected 
from PCR-positive flocks. Cells were prepared using Dulbecco’s modified Eagle medium (DMEM; 



Biochrom, Germany) containing 25,000 U/mL penicillin, 20 mg/mL streptomycin and 10 % fetal 
calf serum (FCS; Biochrom, Germany) and checked for pestivirus and VMV infections by RT-PCR 
[25] and PCR [21], respectively. The VMV American strain WLC-1, obtained from Weybridge 
Laboratory Agency (Veterinary Research Institute, UK) was used as a positive control for PCR. 
To detect virus-infected cells after a 10to 15-day incubation period, an immunoperoxidase assay 
(IPA) was performed. Briefly, cells, after five passages, were fixed in 10 % formalin for 1-2 h. 
After washing with PBS-Tween 20 (0.01 %), cells were treated for 1 h with a monoclonal antibody 
raised against VMV p25 protein (kindly supplied by Dr. B. Blacklaws, Department of Veterinary 
Medicine, University of Cambridge, UK). After washing, rabbit IgG secondary antibody 
horseradish peroxidase (HRP)conjugated anti-sheep was incubated for 1 h at 37 °C. After washing 
the cells with PBS, a substrate solution was added (combination of 3-amino-9-ethyl carbazole ? 
dimethyl formamide ? H2O2 in sodium acetate buffer), and the cells were then incubated for 30 min 
at room temperature. 
Statistical analysis 
To evaluate the agreement between ELISA and PCR values, the kappa value [26] was determined, 
and sensitivity/ specificity and chi-square tests were performed using SPSS (version 15.0; IBM, 
USA). 
Nucleotide sequence accession numbers 
The nucleotide sequences from this study have been submitted to GenBank and assigned the 
accession numbers GQ862782 to GQ862813 and JQ898288 for the LTR gene regions and 
JQ898278 to JQ898287 for the partial gag gene regions. 
 
Results 
ELISA and PCR 
Using ELISA and/or PCR, 618 of 911 (67.8 %) samples were found to show evidence of infection 
(Table 1). Furthermore, 465 positive animals were determined to be seropositive by ELISA, but 
only 414 (54.7 %) were detected by PCR. The seroprevalence within flocks (n = 22) varied between 
8 and 100 %, and for PCR, the proportion of positive samples ranged from 22.2-100 %, reaching a 
medium level of agreement between the two assays (kappa: 0.26; ± 0.038 CI). The seroprevalence 
within flocks II, III, and VI in this study was found to be 75, 33.3, and 84 %, respectively, by 
ELISA and 45, 40.2, and 49.2 % by PCR, and the cumulative prevalence of infection reached 80, 
62.1, 87.3 %, respectively (Fig. 1). 
The prevalence of SRLV infection was evaluated according to the age of animals and, as expected, 
it increased with age (Table 2). The prevalence was also analyzed between breeds, and the 
Karayaka breed appeared to have a lower rate of infection compared with the others (Table 1). 
Indeed, flock VII was composed of Karayakabreed sheep and was evaluated only by ELISA, but it 
showed no evidence of infection. However, five VMVinfected flocks containing Karayaka-breed 
sheep (n = 91) showed a prevalence of 70.3 %. The prevalence in other breeds ranged between 66.7 
and 98 %. 
Forty positive animals from flock II were sampled twice, with a four-month interval (Fig. 2). The 
prevalence of infection detected by ELISA and PCR was found to be 85 % (34) and 17 % (6), 
respectively, in the first sampling and 87.5 % (35) and 55 % (22) in the second sampling,. Four 
animals were found to be positive in the first sampling and then negative in the second sampling. 
Comparison between ELISA and PCR 



When the results of ELISA and PCR assays were compared for 757 samples, detection of VMV 
infection (77.9 %) varied, with 57.7 % positive by ELISA, 54.7 % positive by PCR, and 34.5 % 
positive by both assays (Table 2). Prevalence based on a single test was 23.2 % by ELISA alone but 
was 20.2 % by PCR alone. As shown previously, prevalence increased with age, but when 
compared by ELISA and PCR, the prevalence in young animals was higher by PCR (age \ 1=38.8 
%; age B2=47.7 %) than by ELISA (age \1=15.1 %; age B2=42.7 %). The results of the two tests 
showed a lower agreement value when analyzing animals less than 2 years of age (kappa1age: 0.18; 
kappa2age: 0.20) or more than 5 years (kappaC5age: 0.30). 
 
Sequence analysis and phylogenetic tree 
The sequences of 33 VMV LTRs and 10 partial gag gene regions were determined from 15 and 6 
different flocks, respectively, and compared. LTR and gag-region sequences showed 26.3-98.4 % 
and 70.2-88.9 % identity, respectively. 
LTR regions were predicted to contain three AP-1, two AML (vis), and one AP-4 putative motifs 
without any duplication or deletion in their U3 regions compared with reference sequences (Fig. 3). 
Putative promoter and transcription-factor-binding domains within the U3 region, AP-1, AP-4, 
AML and AML (vis) were conserved with respect to similar reference strains, excluding the K18, 
K23, K24, t2-4, and t2-10 sequences (Fig. 4). The composition of the R region in the LTR 
sequences differed from that of other field viruses from Greece (DQ084441/GR-LTR6, 
DQ647677/10-blood), Portugal (AF479638/P1OLV), North Africa (SA-OVMV) and North 
America (AY101611-85/34) for which insertions or deletions in certain regions had been reported. 
The K18, K23, K24, t2-4, and t2-10 sequences contained a 12to14-nucleotide insertion, and the 
B29, B37 and B40 sequences had a 7-nucleotide insertion within the R region. The PBS region in 
the U5 region of the LTR was highly conserved among the field isolates and was similar to that of 
American strain 85/34 (Fig. 3). 
A phylogenetic tree of the Turkish LTR sequences comparing it to other reference sequences of 
genotypes A, B, C, and E available in the GenBank database formed a separate branch in which 
only the American 85/34 and Greek sequences were included, suggesting a common origin. The 
p25 capsid antigen epitope and major homology region (MHR) of the10 gag sequences obtained 
were conserved and corresponded to genotype A (Fig. 5). Sequences from the gag region from 
Turkish isolates grouped with other reference VMV-like viruses within the A2, A3, A5, A9, A11 
subtypes in the phylogenetic tree (Fig. 6). 
Agreement of the LTR gene region with in vitro culture of field strains in IPA 
Blood samples from VMV-positive animals were screened for virus isolation in FSLCs. Co-culture 
and IPA revealed that seven positive isolates showed evident syncytia formation and the presence of 
spindled cells (Fig. 7). The LTR region of three isolates (P73, P79 from flock III, and G49 from 
flock XIX) were sequenced and were found to possess high homology within the R region, with no 
insertions or deletions. P73 and G49 were cultivated without evident cytopathic effect in FSLC; 
however, P79 developed a cytopathic effect in FSLC after five passages. When all isolates were 
compared with the control virus, a 
slow/low phenotype with less or no visible cell lysis in vitro was detected. 
 
Discussion 
SRLV causes a persistent immunopathogenic infection characterized by progressive degenerative 
inflammation in multiple organs of sheep and goats [1] that is only controlled by early diagnosis 



and culling [27]. SRLV infection results in reductions in birth weight, weight gain, and milk yield, 
leading to significant economic losses in small-ruminant production [1]. Serological diagnosis can 
be achieved by different types of ELISA [2]; however, the use of new serological and/or molecular 
assays has resulted 
in the description of new genotypes/subtypes [5, 7, 9, 10, 28]. 
The presence of VMV infection in Turkey, which is considered a bridge between Asia and Europe, 
has been shown by several serological or virological studies since the 1970 s [14–18]. However, 
molecular characterization of field isolates of SRLV has not yet been reported. In this study, we 
investigated the occurrence of VMV infection in sheep in Turkey by serology and PCR. Molecular 
characterization of field viruses according to LTR and gag gene sequences provided evidence that is 
compatible with genesis of the VMV epidemic in the Middle East, followed by spreading 
throughout the world due to human migrations. 
The serological diagnosis of infection has some disadvantages, such as the presence of infected 
animals with a low antibody titer or the absence of an antibody response during early infection 
stages, and the lack of cross-reacting antibodies from different genotypes of SRLVs, leading to 
false-negative results [4]. These infected animals that are not detected by serology may then act as 
carriers of VMV infection, resulting in outbreaks of disease [29]. Another difficulty with 
overreliance on serological diagnosis is that the antigens used to design the tests can show 
differences in sensitivity and specificity. For the detection of SRLV infections, current tests are 
better at detecting genotype B 
infections, although genotype-A-derived tests are able to detect cross-reacting antibodies, but the 
sensitivity is quite low when used in genotype-Bor E-infected populations [30]. Furthermore, it may 
be possible to genotype isolates by serology using genotype A or B versions of the same epitope [5, 
30–32]. Nonetheless, recent studies suggest that using a combination of two or more techniques to 
achieve a ‘‘gold standard’’ is preferable than trusting a single assay [27, 33]. ELISA has been 
commonly used in recent years [3], and when combined with molecular assays, it provides excellent 
diagnostic capabilities, especially for detecting early infections [33]. 
The findings of this study support the idea that none of the available strategies, when used alone, 
are able to detect the entire infected population. Rather, a combined strategy may be more suitable 
for the diagnosis of SRLV. PCR techniques were designed with specific primers that are able to 
detect current SRLVs genotypes A, B, and E [5], even though the proviral load may not be high 
enough to ensure amplification in all infected animals. Thus, seroconversion and viral load may be 
variable parameters in blood, depending on the infection stage [34]. The results of the ELISA and 
PCR assays in this study show discrepancies that may be associated with factors such as the period 
of early infection, animal age, genetic variability, virus load, antibody level, and sampling time. 
Conflicting results about the positivity of VMV infection can be obtained using serological and 
virological methods. In young animals, the PCR assay provided an important alternative to the 
antibody-based methods and helped to prevent false negative results. The current study sampled 
three flocks that were previously reported to be seropositive [19], and no eradication program for 
SRLV infections had been implemented since. We show that the prevalence of VMV infection in 
these flocks increased with time (Fig. 1), and PCR complemented the ELISA results for the overall 
determination of prevalence. 
The relationship between breed and VMV infection has been emphasized previously [35–39]. The 
Finnish, Border Leicester, and Awassi breeds have been found to have a high infection rate, 
whereas Roumbouillet and Iceland 9 Border Leicester sheep have shown low infection rates. In 



Turkey, the Awassi, Chios, Daglic, Kivircik, and Merino breeds have been shown to have high 
seroprevalence [14, 19]. All eight breeds in the present study were positive, with prevalence ranging 
from 30.3 to 98 %, although the positivity rate in pure-breed animals (69.3 %) was lower than for 
mixed breeds (80 %). 
The U3 region of the SRLV LTR contains promoter/ enhancer sequences, AP-1, AP-4 and 
AML(vis), which are transcription-factor-binding sites that play a regulatory role in virus 
transcription [40, 41]. The presence of deletions in U3 has been shown to be associated with slow 
virus replication in vitro [40–43]. As in many other field isolates, LTR regions sequenced in this 
study possessed the normal binding sites without repetition in the U3 region. Sheep numbers K18, 
K23, K24 (flock VI) showed no clinical symptoms, whereas t2-4, t2-10 samples (flocks XIV and 
XV, respectively) had evidence of chronic respiratory disease, and both clustered together in the 
LTR phylogenetic tree, suggesting a low association of pathogenic potential and LTR sequences. 
Variations in the R region of the LTR have been reported, and although a deletion was supposed to 
be present in asymptomatic sheep [44], recently it has also been found in diseased animals [28]. 
Thus, VMV strains growing slowly in cell cultures or showing low cytopathic effect may lead to 
mild disease, and lytic strains can cause severe disease in sheep [28, 42]. 
Animal trade is known to be a factor involved in increased transmission [1]. Phylogenetic analysis 
in this study revealed that Turkish VMV sequences might have 
existed before the American or Greek strains. This would correspond to the migration of sheep from 
the Middle East to Western Europe several centuries ago. In contrast, increasing numbers of 
animals have been imported into Turkey in recent years. The phylogenetic evaluation of LTR 
sequences, in particular, showed more variability within subbranches. Animal interactions may be 
affecting the variability of the field viruses. Phylogenetic estimation using LTR sequences 
identified Turkish sequences as the common ancestor of European or American ones, indicating that 
SRLV of genotype A may have arisen from exportation during different historical ages (i.e., during 
the colonization of the Mediterranean, and the Ottoman Empire), together with human migration 
from the Fertile Crescent to Western Europe. 
In vitro cultivation of Turkish isolates in FSLC showed a slow/low phenotype when compared with 
the WLC-1 American strain, which is characterized by a rapid/high phenotype. Therefore, one can 
tentatively hypothesize that the LTR affects in vitro virus replication, but recent findings clearly 
demonstrate that the LTR is not a limiting factor in in vitro virus production [45]. Alternatively, 
other factors such as receptor usage or the presence of host-cell restriction factors should be further 
explored. 
The gag region of the viral genome is commonly used in the phylogenetic classification of SRLV 
[5–10]. VMV-like viruses originally isolated from sheep are referred to as genotype A and can be 
further subdivided into 13 subgroups (A1-A13). CAEV-like viruses originally isolated from goats 
are referred to as genotype B and can be further subdivided into three subgroups (B1-B3). 
Genotypes C, D, and E have been reported to be geographically limited to Norway, Switzerland and 
Spain [6, 46], and Italy [5], respectively. In Turkey, genotype B (subtype B3) has been described 
previously from a single sheep, showing a close relationship to Italian gag sequences from within 
the Mediterranean Basin [8]. In the present study, ten partial gag sequences were identified as 
genotype A, including A2, A3, A5, A9, and A11 subtypes. This likely reflects differences in 
circulating viruses in the sampling area, since the PCR assay is capable of amplifying sequences 
from both genotypes. 



This study is the first to describe the occurrence of SRLV in Turkey from both the biological and 
molecular perspective to investigate the field virus genotype A with a slow/low pattern of in vitro 
growth. In addition, phylogenetic analysis provided evidence of the origin of SRLV, identifying 
Turkish, European, and American strains as the originators of current SRLV infections worldwide. 
Further studies are required that include the collection of additional sequences from other genetic 
regions of the virus and from all described genotypes. 
 
Acknowledgments 
We are grateful to Prof. Feray Alkan and Prof. Aykut O ̈ zkul from Ankara University for their help, 
and to Dr. Barbara Blacklaws from Cambridge University for kindly providing of the conjugate for 
diagnosis of VMV in cell culture. 
 
References 
1. Peterhans E, Greenland T, Badiola J, Harkiss G, Bertoni G, Amorena B, Liaszewicz ME, Juste R, 

Krassnig R, Lafont JP, Lenihan P, Petursson G, Pritchard G, Thorley G, Vitu C, Mornex JF, 
Pepin M (2004) Routes of transmission and consequences of small ruminant lentiviruses 
(SRLVs) infection and eradication schemes. Vet Res 35:257–274 

2. Saman E, Van Eynde G, Lujan L, Extramania B, Harkiss G, Tolari F, Gonzalez L, Amorena B, 
Watt NJ, Badiola JJ (1999) A new sensitive serological assay for detection of lentivirus 
infections in small ruminants. Clin Diagn Lab Immunol 6:734–740 

3. De Andres D, Klein D, Watt NJ, Berriatua E, Torsteinsdottir S, Blacklaws BA, Harkiss GD 
(2005) Diagnostic tests for small ruminant lentiviruses. Vet Microbiol 107:49–62 

4. Leginagokoa I, Daltabuit-Test M, Alvarez V, Arranz J, Juste RA, Amorena B, De Andres D, 
Lujan LL, Badiola JJ, Berriatua E (2006) Horizontal Maedi-Visna virus (MVV) infection in 
adult dairy-sheep raised under varying MVV-infection pressures investigated by ELISA and 
PCR. Res Vet Sci 80:235–241 

5. Grego E, Bertolotti L, Quasso A, Profiti M, Lacerenza D, Muz D, Rosati S (2007) Genetic 
characterization of small ruminant lentivirus in Italian mixed flocks: evidence for a novel 
genotype circulating in a local goat population. J Gen Virol 88:3423–3427 

6. Shah CA, Huder JB, Bo ̈ni J, Schonmann M, Mu ̈hlherr J, Lutz H, Schu ̈pbach J (2004) Direct 
evidence for natural transmission of small ruminant lentiviruses of subtype A4 from goats to 
sheep and vice versa. J Virol 78:7518–7522 process inferred from large-scale mitochondrial 
DNA analysis of wild and domestic individuals. Proc Natl Acad Sci 18(105): 17659–17664 

7. Pisoni G, Quasso A, Moroni P (2005) Phylogenetic analysis of small ruminant lentivirus subtype 
B1 in mixed flocks: evidence for natural transmission from goats to sheep. Virology 339: 147–
152 

8. Bertolotti L, Mazzei M, Puggioni G, Carrozza MI, Dei Giudici S, Muz D, Juganaru MM, Patta C, 
Tolari F, Rosati S (2011) Characterization of new small ruminant lentivirus subtype B3 
suggests animal trade within the Mediterranean Basin. J Gen Virol 92: 1923–1929 

9. Giammarioli M, Bazzucch M, Puggioni G, Brajon G, Deigiudici S, Taccori F, Feliziani F, Demia 
GM (2011) Phylogenetic analysis of small ruminant lentivirus (SRLV) in Italian flocks reveals 
the existence of novel genetic subtypes. Virus Genes. doi: 10.1007/s11262-011-0653-1 

10. Olech M, Rachid A, Croise ́ B, Kuz ́mak J, Valas S (2012) Genetic and antigenic 
characterization of small ruminant lentiviruses circulating in Poland. Virus Res 163:528–536 



11. Tu ̈ ik (2011) Hayvansal U ̈ retim, 2010, Haber Bu ̈ lteni Sayı:160 12. Naderi S, Rezaei HR, 
Taberlet P, Zundel S, Rafat SA, Naghash HR, El-Barody MA, Ertugrul O, Pompanon F (2007) 
Large-scale mitochondrial DNA analysis of the domestic goat reveals six haplogroups with 
high diversity. PLoS ONE 2:e1012 

13. Naderi S, Rezaei HR, Pompanon F, Blum MG, Negrini R, Naghash HR, Balkiz O, Mashkour 
M, Gaggiotti OE, Ajmone-Marsan P, Kence A, Vigne JD, Taberlet P (2008) The goat 
domestication 

14. Burgu  ̇I, Toker A, Akc ̧a Y, Alkan F, Yazıcı Z, O ̈ zkul A (1990) Tu ̈ rkiye’de Visna-Maedi 
Enfeksiyonunun Serolojik Olarak Aras ̧tırılması. AU ̈ VetFakDerg 37:538–553 

15. Aslantas ̧ O ̈ , Pınar D, Gu ̈ ngo ̈ r B (2002) Hatay yo ̈ resinde maedivisna enfeksiyonunun 
serolojik olarak aras ̧tırılması. Vet Hek Mikrob Derg 2:31–34 

16. Tan MT, Alkan F (2002) Tu ̈rkiye’de Maedi-Visna Enfeksiyonunun Seroepidemiyolojisi ve 
Virus  ̇Izolasyonu. AU ̈ Vet Fak Derg 49:45–50 

17. Yılmaz H, Gu ̈rel A, O ̈ zgu ̈r Y, Turan N, Bilal T, Kus ̧c ̧u B, Ilgaz A, Dawson MM, Morgan 
KL (2002) Abattoir study of maedi-visna virus infection in Turkey. Vet Rec 151:358–360 

18. Karaog ̆ lu T, Alkan F, Burgu  ̇I (2003) Ku ̈ c ̧ u ̈ k Aile  ̇Is ̧ letmelerindeki Koyunlarda Maedi-
Visna Enfeksiyonunun Seroprevalansı. AU ̈ Vet Fak Derg 50:123–126 

19. Tan MT (2000) Tu ̈rkiye’de Visna Maedi Enfeksiyonunun Seroepidemiyolojisi ve 
Virus  ̇Izolasyonu. AU ̈ Sag ̆lık Bilimleri Ens Doctoral thesis 

20. Chomczynski P, Sacchi N (1987) Single-step method of RNA isolation by acid guanidinium 
thiocyanate-phenol-chloroform extraction. Anal Biochem 162:156–159 

21. Extramania AB, Gonzalez L, Cortabarria N, Garcia M, Juste RA (2002) Evaluation of a PCR 
technique for the detection of maedivisna proviral DNA in blood, milk and tissue samples of 
naturally infected sheep. Small Rum Res 44:109–118 

22. Tamura K, Peterson D, Peterson N, Stecher G, Nei M, Kumar S (2011) MEGA5: molecular 
evolutionary genetics analysis using maximum likelihood, evolutionary distance, and 
maximum parsimony methods. Mol Biol Evol 28:2731–2739 

23. Thompson JD, Higgins DG, Gibson TJ (1994) ClustalW: improving the sensitivity of 
progressive multiple sequence alignment through sequence weighting, position spesific gap 
penalties and weight matrix choice. Nucleic Acids Res 22: 4673–4680 

24. Noakes DE (1986) Fertility and obstretics in cattle. Blackwell, Oxford, London 
25. Vilcek S, Nettleton PF, Paton DJ, Belak S (1997) Molecular characterization of ovine 

pestiviruses. J Gen Virol 78:725–735 
26. Dohoo I, Martın W, Stryhn H (eds) (2003) Veterinary epidemiologic research. AVC Inc., 

Charlottetown 
27. Reina R, Grego E, Profiti M, Glaria I, Robino P, Quasso A, Amorena B, Rosati S (2009) 

Development of specific diagnostic test for small ruminant lentivirus genotype E. Vet 
Microbiol 138:251–257 

28. Glaria I, Reina R, Crespo H, De Andres X, Ramirez H, Biescas E, Perez MM, Badiola J, Lujan 
L, Amorena B, De Andres D (2009) Phylogenetic analysis of SRLV sequences from an arthritic 
sheep outbreak demonstrates the introduction of CAEV-like viruses among Spanish sheep. Vet 
Microbiol 138:156–162 

29. Sihvonen L (1980) Studies on Transmission of Maedi-Visna Virus in Lambs. Acta Vet Scand 
20:1–10 



30. Glaria I, Reina R, Ramirez H, De Andres X, Crespo H, Jauregui P, Lujan L, Perez MM, 
Benavides J, Pe ́rez V, Polledo L, Garc ́ıaMar ́ın JF, Riezu JI, Borra ́s F, De Andres D (2011) 
Visna/maedi virus genetic characterization and serological diagnosis of infection in sheep from 
a neurological outbreak. Vet Microbiol. doi:10.1016/j.vetmic.2011.08.027 

31. Grego E, Profiti M, Giammarioli M, Giannino L, Rutili D, Woodall C, Rosati S (2002) Genetic 
heterogeneity of small ruminant lentiviruses involves immunodominant epitope of 
capsidantigenandaffectssensitivityofsingle-trainbased ̇Immunoassay. Clin Diagn Lab Immunol 
9:828–832 

32. Reina R, Berriatua E, Luja ́n L, Juste R, Sa ́nchez A, de Andre ́s D, Amorena B (2009) 
Prevention strategies against small ruminant lentiviruses: an update. Vet J 182:31–37 

33. Brinkhof JM, Houwers DJ, Moll L, Dercksen D, van Maanen C (2010) Diagnostic performance 
of ELISA and PCR in identifying SRLV-infected sheep and goats using serum, plasma and 
milk samples and in early detection of infection in dairy flocks through bulk milk testing. Vet 
Microbiol 19(142):193–198 

34. Celer JRV, Celer V, Nejedla E, Bertoni G, Peterhans E, Zanoni RG (2000) The Detection of 
proviral DNA by semi-nested PCR and phylogenetic analysis of Czech Maedi-Visna isolates 
based on gag sequences. J Vet Med 47:203–215 

35. Palsson PA (1976) Maedi and visna in sheep. Front Biol 44:17–43 
36. Cutlip RC, Lehmkuhl HD, Brogden KA, Mcclurkin AW (1986) Vasculitis associated with ovine 

progressive pneumonia virus infection in sheep. Am J Vet Res 46:61–64 
37. Perk K, Yaniv A, Gazit A, Demartini JC (1996) Evaluation of vaccines for ovine lentivirus 

infection. AIDS Res Hum Retroviruses 12:425–426 
38. Foley BT (2000) An overview of the molecular phylogeny of lentiviruses. HIV sequence 

compendium 
39. Herrmann-Hoesing LM, White SN, Mousel MR, Lewis GS, Knowles DP (2008) Ovine 

progressive pneumonia provirus levels associate with breed and Ovar-DRB1. Immunogenetics 
60:749–758 

40. Barros SC, Ramos F, Duarte M, Fagulha T, Cruz B, Fevereiro M (2004) Genomic 
characterization of a slow/low maedi visna virus. Virus Genes 29:199–210 

41. Barros SC, Andresdottir V, Fevereiro M (2005) Cellular specificity and replication rate of 
maedi visna virus in vitro can be controlled by LTR sequences. Arch Virol 150:201–213 

42. Angelopoulou K, Poutahidis T, Brellou GD, Greenland T, Vlemmas I (2007) A deletion in the 
R region of long terminal repeats in small ruminant lentiviruses is associated with decreased 
pathology in the lung. The Vet J 136:27–35 

43. Oskarsson T, Hreggvidsdo ́ ttir HS, Agnarsdo ́ ttir G, Matth ́ıasdo ́ ttir S, Ogmundsdo ́ ttir MH, 
Jo ́ nsson SR, Georgsson G, Ingvarsson S, Andre ́ sson OS, Andre ́ sdo ́ ttir V (2007) 
Duplicated sequence motif in the long terminal repeat of maedi-visna virus extends cell tropism 
and is associated with neurovirulence. J Virol 81:4052–4057 

44. Angelopoulou K, Brellou GD, Greenland T, Vlemmas I (2006) A novel deletion in the LTR 
region of a Greek small ruminant lentivirus may be associated with low pathogenicity. Virus 
Res 18:178–184 

45. Juganaru M, Reina R, Bertolotti L, Stella MC, Profiti M, Armentano M, Bollo E, Amorena B, 
Rosati S (2011) In vitro properties of small ruminant lentivirus genotype E. Virology 410:88–
95 



46. Reina R, Mora MI, Glaria I, Garc ́ıa I, Solano C, Luja ́n L, Badiola JJ, Contreras A, Berriatua E, 
Juste R, Mamoun RZ, Rolland M, Amorena B, De Andre ́s D (2006) Molecular 
characterization and phylogenetic study of maedi visna and caprine arthritis encephalitis viral 
sequences in sheep and goats from Spain. Virus Res 121:189–198 

  



 
 

 
 

Sequencing and phylogenetic analysis

PCR fragments were purified using a High Pure PCR
Cleanup Micro Kit (Roche, Germany), and sequenced.

Sequencing of partial LTR and gag gene regions was

carried out in a Beckman Coulter CEQ 8000 genetic ana-
lyzer (Beckman Coulter, USA) using a dye terminator

cycle sequencing kit (GenomeLab DTCS-Quick Start Kit,

Beckman Coulter, USA) according to the manufacturer’s
protocol. The LTR and gag sequences were evaluated and

identified using the Basic Local Alignment Search Tool

(BLAST) web service of the National Center for Biotech-
nology Information (NCBI). Sequence analysis of 300 bp

of the LTR and 800 bp of gag was performed using

the MEGA version 5.1 [22]. Phylogenetic trees were

constructed by the neighbor-joining method with boot-

strapping of 1000 replicates. The final phylogenetic trees of
LTR and gag gene sequences were performed using 11 and

29 reference sequences available from the GenBank data-

base, respectively. Multiple sequence alignments of Turkish
SRLVs were performed using ClustalW [23] in the BioEdit

program (version 7.0.5.3) using reference sequences

(AY101611-85/34, DQ084441-GR-LTR6 and DQ647677-
10-blood for the LTR gene region and M316646-SA-

OMVV, AY101611-85/34, AY454686-SNCR5586, AY45
4210-SNCR5693, AY454175-SNCR5560, EF676006-It0

30g03, EF676017-It060s01, M33677-Cork, AY454218-

SCNR5720, JF502418-TR-DM, AF322109-1GA and EU29
3537-Roccaverano for the gag region) obtained from

GenBank. Aligned LTR sequences were evaluated for

Table 1 The data of sampled sheep in this study. Flocks are identified with romanic numbers, seroprevalence and PCR incidence are indicated
between brackets

Flock no. Region Breed Sampling
date

Age Number of
sheep sampled

ELISA (?)
(%)

PCR (?)
(%)

ELISA and/or
PCR (?) (%)

Ia Amasya Karayaka December-2006 1-4 24 24 (100) - 24 (100)

IIb Ankara Acipayam June-2007 and

October- 2007

2-5 100 75 (75) 45 (45) 80 (80)

III Ankara Anatolian Merino November-2007 2-6 87 29 (33.3) 35 (40.2) 54 (62.1)

IV Antalya Anatolian Merino 9

Chios

February-2008 2-4 25 2 (8) 13 (52) 15 (60)

V Antalya Anatolian Merino ?

Chios

April-2009 3-7 5 5 (100) 5 (100) 5 (100)

VI Bursa Turkish Merino November-2007 2-6 63 53 (84) 31 (49.2) 55 (87.3)

VIIa Giresun Karayaka December 2006 1-4 120 0 (0) - 0 (0)

VIIIb Hatay White

Karaman ? Awassi

April-2008 2-7 49 32 (65.3) 40 (81.2) 48 (98)

IX Konya Anatolian Merino ?

Awassi

December -2007 2-4 93 80 (86) 56 (60.2) 85 (91.4)

Xb Konya Anatolian Merino January-2008 2-4 20 17 (85) 13 (65) 18 (90)

XIb Kütahya White Karaman April-2008 2-4 10 9 (90) 8 (80) 10 (100)

XIIb Kütahya White Karaman April-2008 2-4 5 2 (40) 3 (60) 4 (80)

XIIIb Kütahya White Karaman April-2008 2-4 9 6 (66.7) 2 (22.2) 7 (77.8)

XIVb Tokat Karayaka September-2007 2-4 12 9 (75) 4 (33.3) 10 (83.3)

XVb Tokat Karayaka September-2007 2-4 11 10 (90.1) 6 (54.6) 11 (100)

XVIb Tokat Karayaka September-2007 2-4 27 6 (22.2) 9 (33.3) 12 (44.4)

XVIIb Tokat Karayaka November-2007 2-4 17 4 (23.6) 6 (35.2) 7 (41.2)

XVIII Şanlıurfa Anatolian Merino February-2008 2-6 135 78 (57.8) 90 (66.7) 113 (83.7)

XIX Şanlıurfa Anatolian Merino March-2008 0-1 9 1 (11.1) 2 (22.2) 3 (33.3)

XXb Aydın Anatolian Merino April-2009 1-4 47 7 (14.9) 32 (68) 35 (74.5)

XXIa,b Sivas Whitekaraman January-2008 1-4 10 4 (40) - 4 (40)

XXIIb Hatay Whitekaraman June -2009 2-4 15 6 (40) 5 (33.3) 8 (53.3)

XXIII Ankara Anatolian Merino May-2009 2-4 18 6 (33.3) 9 (50) 10 (55.6)

TOTAL 911 (757c) 465 (51) 414 (54.7) 618 (67.8)

a Only serum samples were collected, b chronic respiratory tract disease was noticed, c number of samples analysed by PCR
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Forty positive animals from flock II were sampled twice,

with a four-month interval (Fig. 2). The prevalence of
infection detected by ELISA and PCR was found to be

85 % (34) and 17 % (6), respectively, in the first sampling

and 87.5 % (35) and 55 % (22) in the second sampling,.
Four animals were found to be positive in the first sampling

and then negative in the second sampling.

Comparison between ELISA and PCR

When the results of ELISA and PCR assays were compared
for 757 samples, detection of VMV infection (77.9 %)

varied, with 57.7 % positive by ELISA, 54.7 % positive by

PCR, and 34.5 % positive by both assays (Table 2).
Prevalence based on a single test was 23.2 % by ELISA

alone but was 20.2 % by PCR alone. As shown previously,

prevalence increased with age, but when compared by
ELISA and PCR, the prevalence in young animals was

higher by PCR (age\ 1=38.8 %; age B2=47.7 %) than by

ELISA (age\1=15.1 %; age B2=42.7 %). The results of
the two tests showed a lower agreement value when ana-

lyzing animals less than 2 years of age (kappa1age: 0.18;

kappa2age: 0.20) or more than 5 years (kappaC5age: 0.30).

Sequence analysis and phylogenetic tree

The sequences of 33 VMV LTRs and 10 partial gag gene

regions were determined from 15 and 6 different flocks,
respectively, and compared. LTR and gag-region sequences

showed 26.3-98.4 % and 70.2-88.9 % identity, respectively.

LTR regions were predicted to contain three AP-1, two
AML (vis), and one AP-4 putative motifs without any

duplication or deletion in their U3 regions compared with

reference sequences (Fig. 3). Putative promoter and tran-
scription-factor-binding domains within the U3 region,

AP-1, AP-4, AML and AML (vis) were conserved with

respect to similar reference strains, excluding the K18, K23,
K24, t2-4, and t2-10 sequences (Fig. 4). The composition of

the R region in the LTR sequences differed from that of

other field viruses from Greece (DQ084441/GR-LTR6,
DQ647677/10-blood), Portugal (AF479638/P1OLV), North

Africa (SA-OVMV) and North America (AY101611-85/34)

for which insertions or deletions in certain regions had been
reported. The K18, K23, K24, t2-4, and t2-10 sequences

contained a 12- to14-nucleotide insertion, and the B29, B37

and B40 sequences had a 7-nucleotide insertion within the R
region. The PBS region in the U5 region of the LTR was

highly conserved among the field isolates and was similar to

that of American strain 85/34 (Fig. 3).
A phylogenetic tree of the Turkish LTR sequences

comparing it to other reference sequences of genotypes A,

B, C, and E available in the GenBank database formed a
separate branch in which only the American 85/34 and

Greek sequences were included, suggesting a common ori-

gin. The p25 capsid antigen epitope and major homology
region (MHR) of the10 gag sequences obtained were con-

served and corresponded to genotype A (Fig. 5). Sequences
from the gag region from Turkish isolates grouped with

other reference VMV-like viruses within the A2, A3, A5,

A9, A11 subtypes in the phylogenetic tree (Fig. 6).

Agreement of the LTR gene region with in vitro culture

of field strains in IPA

Blood samples from VMV-positive animals were screened

for virus isolation in FSLCs. Co-culture and IPA revealed

Table 2 ELISA, PCR or combined positivity rates comparison regarding animal’s age

Age Number of animals
sampled (%)

ELISA and/or
PCR (?) (%)

ELISA (?)
PCR (-) (%)

ELISA (-)
PCR (?) (%)

ELISA (?)
PCR (?) (%)

ELISA (-)
PCR (-) (%)

1 139 (18.4) 62 (44.6) 8 (5.8) 41 (29.4) 13 (9.4) 77 (55.4)

2 297 (39.2) 223 (75) 69 (23.2) 58 (19.5) 96 (32.3) 74 (24.9)

3 231 (30.5) 218 (94.3) 68 (29.4) 41 (17.7) 109 (47.2) 13 (5.6)

4 74 (9.8) 71 (95.9) 26 (35.1) 10 (13.5) 35 (47.3) 3 (4)

C 5 16 (2.1) 16 (100) 5 (31.3) 3 (18.7) 8 (50) 0 (0)

Total 757 590 (77.9) 176 (23.2) 153 (20.2) 261 (34.5) 167 (22)

Fig. 2 Difference in MVV detection rates for positive animals of
flock-II depending on the time of sampling
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conservation of AP1, AML (vis), AP4, and TATA box

regions within U3, and the compositions of the R regions
and conservation of the inverted repeat (IR), and primer-

binding site (PBS) regions within U5. Aligned gag
sequences were investigated for immunodominant epitope
motifs.

Virus isolation and immunochemistry

Fetal sheep lung cell (FSLC) cultures were prepared from
102- to 120-day-gestation-age sheep fetuses obtained

from a local abattoir as described previously [24] to iso-

late field viruses selected from PCR-positive flocks. Cells
were prepared using Dulbecco’s modified Eagle medium

(DMEM; Biochrom, Germany) containing 25,000 U/mL

penicillin, 20 mg/mL streptomycin and 10 % fetal calf
serum (FCS; Biochrom, Germany) and checked for pes-

tivirus and VMV infections by RT-PCR [25] and PCR

[21], respectively. The VMV American strain WLC-1,
obtained from Weybridge Laboratory Agency (Veterinary

Research Institute, UK) was used as a positive control for

PCR.
To detect virus-infected cells after a 10- to 15-day

incubation period, an immunoperoxidase assay (IPA) was

performed. Briefly, cells, after five passages, were fixed in
10 % formalin for 1-2 h. After washing with PBS-Tween

20 (0.01 %), cells were treated for 1 h with a monoclonal

antibody raised against VMV p25 protein (kindly supplied
by Dr. B. Blacklaws, Department of Veterinary Medicine,

University of Cambridge, UK). After washing, rabbit

IgG secondary antibody horseradish peroxidase (HRP)-
conjugated anti-sheep was incubated for 1 h at 37 !C.
After washing the cells with PBS, a substrate solution

was added (combination of 3-amino-9-ethyl carba-
zole ? dimethyl formamide ? H2O2 in sodium acetate

buffer), and the cells were then incubated for 30 min at

room temperature.

Statistical analysis

To evaluate the agreement between ELISA and PCR val-

ues, the kappa value [26] was determined, and sensitivity/

specificity and chi-square tests were performed using SPSS
(version 15.0; IBM, USA).

Nucleotide sequence accession numbers

The nucleotide sequences from this study have been sub-

mitted to GenBank and assigned the accession numbers
GQ862782 to GQ862813 and JQ898288 for the LTR gene

regions and JQ898278 to JQ898287 for the partial gag gene
regions.

Results

ELISA and PCR

Using ELISA and/or PCR, 618 of 911 (67.8 %) samples
were found to show evidence of infection (Table 1). Fur-

thermore, 465 positive animals were determined to be

seropositive by ELISA, but only 414 (54.7 %) were
detected by PCR. The seroprevalence within flocks

(n = 22) varied between 8 and 100 %, and for PCR, the

proportion of positive samples ranged from 22.2-100 %,
reaching a medium level of agreement between the two

assays (kappa: 0.26; ± 0.038 CI). The seroprevalence

within flocks II, III, and VI in this study was found to be
75, 33.3, and 84 %, respectively, by ELISA and 45, 40.2,

and 49.2 % by PCR, and the cumulative prevalence of

infection reached 80, 62.1, 87.3 %, respectively (Fig. 1).
The prevalence of SRLV infection was evaluated

according to the age of animals and, as expected, it

increased with age (Table 2). The prevalence was also
analyzed between breeds, and the Karayaka breed appeared

to have a lower rate of infection compared with the others

(Table 1). Indeed, flock VII was composed of Karayaka-
breed sheep and was evaluated only by ELISA, but it

showed no evidence of infection. However, five VMV-

infected flocks containing Karayaka-breed sheep (n = 91)
showed a prevalence of 70.3 %. The prevalence in other

breeds ranged between 66.7 and 98 %.

Fig. 1 Evolution of VMV seroprevalence in flocks II, III and VI over
a period of seven years, as determined by ELISA. Both PCR and
ELISA results from the last sampling are indicated
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Forty positive animals from flock II were sampled twice,

with a four-month interval (Fig. 2). The prevalence of
infection detected by ELISA and PCR was found to be

85 % (34) and 17 % (6), respectively, in the first sampling

and 87.5 % (35) and 55 % (22) in the second sampling,.
Four animals were found to be positive in the first sampling

and then negative in the second sampling.

Comparison between ELISA and PCR

When the results of ELISA and PCR assays were compared
for 757 samples, detection of VMV infection (77.9 %)

varied, with 57.7 % positive by ELISA, 54.7 % positive by

PCR, and 34.5 % positive by both assays (Table 2).
Prevalence based on a single test was 23.2 % by ELISA

alone but was 20.2 % by PCR alone. As shown previously,

prevalence increased with age, but when compared by
ELISA and PCR, the prevalence in young animals was

higher by PCR (age\ 1=38.8 %; age B2=47.7 %) than by

ELISA (age\1=15.1 %; age B2=42.7 %). The results of
the two tests showed a lower agreement value when ana-

lyzing animals less than 2 years of age (kappa1age: 0.18;

kappa2age: 0.20) or more than 5 years (kappaC5age: 0.30).

Sequence analysis and phylogenetic tree

The sequences of 33 VMV LTRs and 10 partial gag gene

regions were determined from 15 and 6 different flocks,
respectively, and compared. LTR and gag-region sequences

showed 26.3-98.4 % and 70.2-88.9 % identity, respectively.

LTR regions were predicted to contain three AP-1, two
AML (vis), and one AP-4 putative motifs without any

duplication or deletion in their U3 regions compared with

reference sequences (Fig. 3). Putative promoter and tran-
scription-factor-binding domains within the U3 region,

AP-1, AP-4, AML and AML (vis) were conserved with

respect to similar reference strains, excluding the K18, K23,
K24, t2-4, and t2-10 sequences (Fig. 4). The composition of

the R region in the LTR sequences differed from that of

other field viruses from Greece (DQ084441/GR-LTR6,
DQ647677/10-blood), Portugal (AF479638/P1OLV), North

Africa (SA-OVMV) and North America (AY101611-85/34)

for which insertions or deletions in certain regions had been
reported. The K18, K23, K24, t2-4, and t2-10 sequences

contained a 12- to14-nucleotide insertion, and the B29, B37

and B40 sequences had a 7-nucleotide insertion within the R
region. The PBS region in the U5 region of the LTR was

highly conserved among the field isolates and was similar to

that of American strain 85/34 (Fig. 3).
A phylogenetic tree of the Turkish LTR sequences

comparing it to other reference sequences of genotypes A,

B, C, and E available in the GenBank database formed a
separate branch in which only the American 85/34 and

Greek sequences were included, suggesting a common ori-

gin. The p25 capsid antigen epitope and major homology
region (MHR) of the10 gag sequences obtained were con-

served and corresponded to genotype A (Fig. 5). Sequences
from the gag region from Turkish isolates grouped with

other reference VMV-like viruses within the A2, A3, A5,

A9, A11 subtypes in the phylogenetic tree (Fig. 6).

Agreement of the LTR gene region with in vitro culture

of field strains in IPA

Blood samples from VMV-positive animals were screened

for virus isolation in FSLCs. Co-culture and IPA revealed

Table 2 ELISA, PCR or combined positivity rates comparison regarding animal’s age

Age Number of animals
sampled (%)

ELISA and/or
PCR (?) (%)

ELISA (?)
PCR (-) (%)

ELISA (-)
PCR (?) (%)

ELISA (?)
PCR (?) (%)

ELISA (-)
PCR (-) (%)

1 139 (18.4) 62 (44.6) 8 (5.8) 41 (29.4) 13 (9.4) 77 (55.4)

2 297 (39.2) 223 (75) 69 (23.2) 58 (19.5) 96 (32.3) 74 (24.9)

3 231 (30.5) 218 (94.3) 68 (29.4) 41 (17.7) 109 (47.2) 13 (5.6)

4 74 (9.8) 71 (95.9) 26 (35.1) 10 (13.5) 35 (47.3) 3 (4)

C 5 16 (2.1) 16 (100) 5 (31.3) 3 (18.7) 8 (50) 0 (0)

Total 757 590 (77.9) 176 (23.2) 153 (20.2) 261 (34.5) 167 (22)

Fig. 2 Difference in MVV detection rates for positive animals of
flock-II depending on the time of sampling
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that seven positive isolates showed evident syncytia for-

mation and the presence of spindled cells (Fig. 7). The
LTR region of three isolates (P73, P79 from flock III, and

G49 from flock XIX) were sequenced and were found to

possess high homology within the R region, with no
insertions or deletions. P73 and G49 were cultivated

without evident cytopathic effect in FSLC; however, P79
developed a cytopathic effect in FSLC after five passages.

When all isolates were compared with the control virus, a

slow/low phenotype with less or no visible cell lysis

in vitro was detected.

Discussion

SRLV causes a persistent immunopathogenic infection
characterized by progressive degenerative inflammation

in multiple organs of sheep and goats [1] that is only

Fig. 3 Alignment of U3-R
sequences of the LTR region
from field viruses from Turkey.
The sequences of 85/34
(AY101611), GR-LTR6
(DQ084441), and 10-blood
(DQ647677) were used as
references. The boundaries
between U3, R and U5 are
indicated by arrows. The AP-1,
AP-4 and AML(vis) motifs,
TATA box, PolyA, IR and PBS
are indicated by boxes

D. Muz et al.

123



 
 
controlled by early diagnosis and culling [27]. SRLV
infection results in reductions in birth weight, weight gain,

and milk yield, leading to significant economic losses in

small-ruminant production [1]. Serological diagnosis can
be achieved by different types of ELISA [2]; however, the

use of new serological and/or molecular assays has resulted

in the description of new genotypes/subtypes [5, 7, 9, 10,
28].

The presence of VMV infection in Turkey, which is

considered a bridge between Asia and Europe, has been
shown by several serological or virological studies since

the 1970 s [14–18]. However, molecular characterization
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of field isolates of SRLV has not yet been reported. In this

study, we investigated the occurrence of VMV infection in

sheep in Turkey by serology and PCR. Molecular charac-
terization of field viruses according to LTR and gag gene

sequences provided evidence that is compatible with gen-

esis of the VMV epidemic in the Middle East, followed by
spreading throughout the world due to human migrations.

The serological diagnosis of infection has some disad-

vantages, such as the presence of infected animals with a
low antibody titer or the absence of an antibody response

during early infection stages, and the lack of cross-reacting

antibodies from different genotypes of SRLVs, leading to
false-negative results [4]. These infected animals that are

not detected by serology may then act as carriers of VMV

infection, resulting in outbreaks of disease [29]. Another
difficulty with overreliance on serological diagnosis is that

the antigens used to design the tests can show differences

in sensitivity and specificity. For the detection of SRLV
infections, current tests are better at detecting genotype B

infections, although genotype-A-derived tests are able to

detect cross-reacting antibodies, but the sensitivity is quite
low when used in genotype-B- or E-infected populations

[30]. Furthermore, it may be possible to genotype isolates

by serology using genotype A or B versions of the same
epitope [5, 30–32]. Nonetheless, recent studies suggest that

using a combination of two or more techniques to achieve a

‘‘gold standard’’ is preferable than trusting a single assay
[27, 33]. ELISA has been commonly used in recent years

[3], and when combined with molecular assays, it provides
excellent diagnostic capabilities, especially for detecting

early infections [33].

The findings of this study support the idea that none of
the available strategies, when used alone, are able to detect

the entire infected population. Rather, a combined strategy

may be more suitable for the diagnosis of SRLV. PCR
techniques were designed with specific primers that are

able to detect current SRLVs genotypes A, B, and E [5],

even though the proviral load may not be high enough to
ensure amplification in all infected animals. Thus, sero-

conversion and viral load may be variable parameters in

blood, depending on the infection stage [34]. The results of
the ELISA and PCR assays in this study show discrepan-

cies that may be associated with factors such as the period

of early infection, animal age, genetic variability, virus
load, antibody level, and sampling time. Conflicting results

about the positivity of VMV infection can be obtained

using serological and virological methods. In young ani-
mals, the PCR assay provided an important alternative to

the antibody-based methods and helped to prevent false-

negative results. The current study sampled three flocks
that were previously reported to be seropositive [19], and

no eradication program for SRLV infections had been

implemented since. We show that the prevalence of VMV
infection in these flocks increased with time (Fig. 1), and

PCR complemented the ELISA results for the overall

determination of prevalence.
The relationship between breed and VMV infection has

been emphasized previously [35–39]. The Finnish, Border

Leicester, and Awassi breeds have been found to have a
high infection rate, whereas Roumbouillet and Ice-

land 9 Border Leicester sheep have shown low infection

rates. In Turkey, the Awassi, Chios, Daglic, Kivircik, and
Merino breeds have been shown to have high seropreva-

lence [14, 19]. All eight breeds in the present study were

positive, with prevalence ranging from 30.3 to 98 %,
although the positivity rate in pure-breed animals (69.3 %)

was lower than for mixed breeds (80 %).

The U3 region of the SRLV LTR contains promoter/
enhancer sequences, AP-1, AP-4 and AML(vis), which are

transcription-factor-binding sites that play a regulatory role

in virus transcription [40, 41]. The presence of deletions in
U3 has been shown to be associated with slow virus

Fig. 4 Phylogenetic tree of sequences from this study and reference
LTR sequences. The tree was constructed by the neighbor-joining
method with 1000 bootstrap repeats using the Mega (5.1) program.
Animals belonging to the same flock are labelled with the same
symbol
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replication in vitro [40–43]. As in many other field isolates,

LTR regions sequenced in this study possessed the normal
binding sites without repetition in the U3 region. Sheep

numbers K18, K23, K24 (flock VI) showed no clinical

symptoms, whereas t2-4, t2-10 samples (flocks XIV and
XV, respectively) had evidence of chronic respiratory

disease, and both clustered together in the LTR phyloge-

netic tree, suggesting a low association of pathogenic
potential and LTR sequences. Variations in the R region of

the LTR have been reported, and although a deletion was

supposed to be present in asymptomatic sheep [44],
recently it has also been found in diseased animals [28].

Thus, VMV strains growing slowly in cell cultures or

showing low cytopathic effect may lead to mild disease,
and lytic strains can cause severe disease in sheep [28, 42].

Animal trade is known to be a factor involved in

increased transmission [1]. Phylogenetic analysis in this
study revealed that Turkish VMV sequences might have

existed before the American or Greek strains. This would

correspond to the migration of sheep from the Middle East
to Western Europe several centuries ago. In contrast,

increasing numbers of animals have been imported into

Turkey in recent years. The phylogenetic evaluation of
LTR sequences, in particular, showed more variability

within subbranches. Animal interactions may be affecting

the variability of the field viruses. Phylogenetic estimation
using LTR sequences identified Turkish sequences as the

common ancestor of European or American ones, indicat-

ing that SRLV of genotype A may have arisen from
exportation during different historical ages (i.e., during the

colonization of the Mediterranean, and the Ottoman

Empire), together with human migration from the Fertile
Crescent to Western Europe.

In vitro cultivation of Turkish isolates in FSLC showed

a slow/low phenotype when compared with the WLC-1
American strain, which is characterized by a rapid/high

Fig. 5 Aligned amino acid of partial gag sequences obtained in this
study and reference SRLV sequences from genotypes A (M316646-
SAOMVV; AY101611-85/34; AY454686-SNCR5586; AY454210-
SNCR5693; AY454175-SNCR5560; EF676006-It030g03; EF67

6017-It060s01; FR693827-2357), B (M33677-Cork; AY454218-
SCNR5720; JF502418-TR-DM), C (AF322109-1GA), E (EU293537-
Roccaverano). İmmunodominant epitopes and major homology
region (MHR) are marked by boxes
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phenotype. Therefore, one can tentatively hypothesize that

the LTR affects in vitro virus replication, but recent find-
ings clearly demonstrate that the LTR is not a limiting

factor in in vitro virus production [45]. Alternatively, other

factors such as receptor usage or the presence of host-cell
restriction factors should be further explored.

The gag region of the viral genome is commonly used in

the phylogenetic classification of SRLV [5–10]. VMV-like
viruses originally isolated from sheep are referred to as

genotype A and can be further subdivided into 13 sub-
groups (A1-A13). CAEV-like viruses originally isolated

from goats are referred to as genotype B and can be further

subdivided into three subgroups (B1-B3). Genotypes C, D,
and E have been reported to be geographically limited to

Norway, Switzerland and Spain [6, 46], and Italy [5],

respectively. In Turkey, genotype B (subtype B3) has been
described previously from a single sheep, showing a close

relationship to Italian gag sequences from within the

Mediterranean Basin [8]. In the present study, ten partial
gag sequences were identified as genotype A, including

A2, A3, A5, A9, and A11 subtypes. This likely reflects

differences in circulating viruses in the sampling area,
since the PCR assay is capable of amplifying sequences

from both genotypes.

This study is the first to describe the occurrence of
SRLV in Turkey from both the biological and molecular

perspective to investigate the field virus genotype A with a

slow/low pattern of in vitro growth. In addition, phyloge-
netic analysis provided evidence of the origin of SRLV,

identifying Turkish, European, and American strains as the

Fig. 6 Phylogenetic tree of partial gag sequences determined in this
study. The tree was constructed by the neighbor-joining method with
1000 bootstrap repeats using the Mega (5.1) program. Animals
belonging to the same flock are labelled with the same symbol

Fig. 7 Immunoperoxidase
detection of field isolates in
foetal sheep lung cells using a
monoclonal antibody against the
capsid p25 protein (kindly
provided by Dr. B. Blacklaws,
University of Cambridge). A:
negative control, B: virus
control, C, D: positive field
samples. Giant-cell-like
syncytia formation and spindled
cells are shown by arrows
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