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Abstract
Canine babesiosis, one of the most prevalent tick-borne diseases worldwide, is an endemic disease in
Brazil that has been detected in several locations. Anemia and thrombocytopenia are the most common
hematologic changes in dogs with babesiosis. The aim of this study was to assess the prevalence of
piroplasms, and hematological changes found in dogs in a metropolitan region of Rio de Janeiro served
by the Small Animals Veterinary Hospital of the Federal Rural University of Rio de Janeiro. The 18S rRNA
gene was amplified by polymerase chain reaction (PCR) and sequence-based genetic characterization
was performed. Of the total 250 blood samples that were randomly analyzed, nine (3.6%) were positive
for Babesia spp. Samples identified as positive for piroplasms by PCR were sequenced and Babesia vogeli
was detected. The predominant hematological changes in piroplasm-positive dogs included anemia and
thrombocytopenia, which were observed in six (66.7%) and eight (89%) dogs, respectively. The findings
indicate that B. vogeli was the predominant piroplasm in most of the affected dogs in the studied metropolitan
region. Piroplasm can cause changes, including anemia and thrombocytopenia, in affected animals.
Keywords: piroplasmosis, ticks, PCR, protozoon, molecular analysis.

Resumo
A babesiose canina é, no mundo inteiro, uma das mais importantes doenças transmitidas por carrapatos.
É uma doença endêmica no Brasil e sua presença tem sido detectada em várias localidades. As alterações
hematológicas mais comumente encontradas em cães com babesiose são anemia e trombocitopenia. O objetivo
desse trabalho foi avaliar a prevalência de piroplasmas e as alterações hematológicas encontradas em cães,
da região metropolitana do Rio de Janeiro, que foram atendidos no setor de Pequenos Animais do Hospital
Veterinário da Universidade Federal Rural do Rio de Janeiro (UFRRJ) através da amplificação do gene 18S rRNA
pela Reação em Cadeia de Polimerase (PCR) e caracterização genética através do sequenciamento. Foram
utilizadas, aleatoriamente, 250 amostras de sangue de cães. Do total de amostras, nove (3,6%) foram positivas
para Babesia spp. pela PCR para piroplasmas. As amostras positivas foram sequenciadas e identificadas como
Babesia vogeli. As alterações hematológicas predominantes nos animais positvos na PCR foram anemia em seis
(66,7%) e trombocitopenia em oito (89%) cães. Conclui-se que Babesia vogeli é o piroplasma que mais acomete
cães naquela região, podendo causar alterações como anemia e trombocitopenia nos animais acometidos.
Palavras-chave: piroplasmoses, carrapatos, PCR, protozoário, análise molecular.
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Introduction
Babesiosis is caused by Babesia sp., an intra-erythrocytic protozoan transmitted by ticks (Irwin,
2009). Babsesia sp. is considered the most prevalent mammalian hemoparasite and has a wide
worldwide distribution (Pantchev et al., 2015).
The genotypic classification of canine piroplasms has identified multiple Babesia species that
infect dogs (Beck et al., 2009). Uilenberg (2006) suggested that the three subspecies of Babesia
canis should be separate species and proposed that the group should be called Babesia canis
sensu lato; the subspecies B. canis, B. rossi, and B. vogeli are different species within this group
(Uilenberg, 2006). The different species of Babesia canis sensu lato vary markedly in terms of
clinical signs, geographical distribution, and vector specificity (Cacciò et al., 2002). A species of
Babesia, isolated from sick dogs in North Carolina (Birkenheuer et al., 2004), was subsequently
designated as Babesia sp. (coco) (Lehtinen et al., 2008). Another, as yet unnamed species of Babesia,
was found in Great Britain (Birkenheuer, 2012). In 2009, B. caballi was detected in infected dogs
in Croatia (Beck et al., 2009). Rangelia vitalii, a piroplasm that infects dogs, has been detected
in South America, particularly in Brazil (Loretti & Barros 2005, Lemos et al., 2012), Argentina
(Eiras et al., 2014), and Uruguay (Soares et al., 2015). R. vitalii is morphologically identical to
the great Babesias, and species differentiation has been achieved using molecular analyses by
polymerase chain reaction (PCR) and sequencing (Lemos et al., 2012).
Piroplasms that are smaller in size include B. gibsoni (Zahler et al., 2000b); B. conradae found
in California (Kjemtrup & Conrad, 2006; Kjemtrup et al., 2006); B. microti-like, also known as
Theileira annae (Zahler et al., 2000a; García, 2006; Miró et al., 2015) or “Isolated from the Spanish
dog” (Yeagley et al., 2009). Other described species include the Theileria spp. detected in South
Africa (Matjila et al., 2008), T. annulata found in Spain, and T. equi (known as B. equi) isolated
from infected dogs in Spain and Croatia (Criado-Fornelio et al., 2003; Birkenheuer et al., 2004;
Beck et al., 2009).
In Brazil, babesiosis disease is of great veterinary importance, being endemic throughout the
country, and has been increasingly reported in different places (Bastos et al., 2004). Molecular
studies have characterized B. vogeli (Passos et al., 2005; Sá et al., 2006), B. gibsoni (Trapp et al.,
2006), and R. vitalii as the agents responsible for canine piroplasmosis in Brazil (Silva et al., 2011;
Soares et al., 2011; Lemos et al., 2012).
The severity of the infection varies and is generally associated with host age, immunity,
co-infection with other pathogens, and/or genetic factors. The most common symptoms in
the acute phase are fever, anemia, hemoglobinuria, jaundice, lethargy, malaise, and anorexia.
The chronic phase is generally asymptomatic (Schnittger et al., 2012).
In general, Babesia sp. causes hemolytic anemia, which is multifactorial and is the predominant
clinical manifestation leading to the immune response that can have a devastating effect on
the infected animal (Ayoob et al., 2010). The acute phase can be lethal in puppies. Hemolytic
anemia and a systemic inflammatory response can lead to multiple organ dysfunction syndrome
(Taboada & Lobetti, 2006).
Thrombocytopenia may be the only hematological alteration found and is frequently reported
in dogs infected with Babesia sp. Thrombocytopenia can be related to immunity, splenic
sequestration, or platelet consumption due to hemolytic changes or vascular injuries. Immunemediated thrombocytopenia has been demonstrated in experimental studies on infections
with B. gibsoni in dogs (Wilkerson et al., 2001). However, abnormal coagulation parameters have
not been frequently reported in dogs with babesiosis (Taboada & Lobetti, 2006). According to
Lobetti (2003), anemia and thrombocytopenia are the most frequent changes encountered in
cases of babesiosis.
The aim of this study was to determine the prevalence of piroplasms in blood samples from
dogs in the metropolitan region of Rio de Janeiro served by the Veterinary Hospital of Small
Animals of the Federal Rural University of Rio de Janeiro (UFRRJ). The analyses involved PCR
and sequencing, as well as the assessment of hematological changes caused by the protozoa.
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Material and methods
This study was approved by the ethics committee of Universidade Federal Fluminense
under protocol number 582. Whole blood samples (n = 250) were collected from dogs in the
metropolitan region of Rio de Janeiro that were treated at the Veterinary Hospital of the Federal
Rural University of Rio de Janeiro, in the municipality of Seropédica, in Baixada Fluminense.
The samples were collected from the jugular or cephalic vein, and individually place in a tube
containing 10% ethylenediaminetetraacetic acid (EDTA). The animals were randomly selected
with no preference regarding sex, race, or age during March to June 2015.
The whole blood samples were used for the hemogram testing using an automated device
(pocH 100iv; Sysmex). For hematozoa investigation, blood smears were prpeared and stained
with Panótico Rápido dye. The remaining blood was separated for PCR.
DNA was extracted from 300 μL of each whole blood sample using the Illustra blood
genomicPrep Kit (GE Healthcare) in accordance with the manufacturer’s instructions. Extracted
DNA was stored at -20°C until use.
To detect specific piroplasmid DNA, PIRO A (5′-AAT ACC CAA TCC TGA CAC AGG G-3′) and PIRO
B (5′-TTA AAT ACG AAT GCC CCC AAC-3′) primers were used. The primers amplified an 18S rRNA
gene fragment of approximately 400bp. The final reagent concentrations were 200 µM of each
dNTP, 200 nM of each primer, 1,625 mM MgCl2, 1,25 U GoTaq Flexi DNA polymerase (Promega),
and 5 µL of DNA sample in the final reaction volume of 25 µL, with the buffer provided by the
manufacturer at the proper concentration. The reaction program was performed as follows: 94 °C
for 5 min, followed by 30 cycles at 94 °C for 1 min, 55ºC for 1 min, and 72ºC for 1 min. A final
extension step was performed at 72ºC for 5 min (Carret et al., 1999).
The PCR products were resolved by 1% agarose gel electrophoresis and stained with Gel Red
(Biotium) to assess the size of the DNA fragments produced. In all amplifications, samples known
to be positive for B. vogeli were included as a positive control.
All positive samples were purified with the Illustra GFX PCR DNA Kit and Gel Band Purification
Kit (GE Healthcare Life Sciences), following the manufacturer’s instructions. The purified DNA
was sequenced using an ABI Prism 3130 automatic sequencer (Thermo Fisher Scientific) and
the Program for Technological Development of Health Products/ Fundação Oswaldo Cruz
(PDTIS/FIOCRUZ) (RPT01A) sequencing platform as described by Otto et al. (2008).
The sequences were aligned using the Clustal W version 2.1 program (Larkin et al., 2007) and
alignment gaps were removed. A phylogenetic analysis was performed using the Phylogeny
Inference Package (PHYLIP) as previously described (Felsenstein, 2005) using na analysis of
maximum parsimony with a bootstrap number of 1000. A consensus tree was generated using
the Seqboot, Dnapars, and Consense programs. Graphic processing of the tree was performed
using Mega version 6.06. The sequences used in the comparison were B. canis rossi (HM585429),
B. canis canis (AY072926), Babesia sp. isolate Okinawa dog-76 (AY077719), and B. canis vogeli
(AY072925). These were chosen because they are grouped in the same clade as B. vogeli in the
proposed phylogeny of Lack et al. (2012). In addition, B. gibsoni (AY102164), Babesia sp. coco
(AY618928), and R. vitalii (KT319117) were included for comparison because they are other species
of piroplasms. The sequence of Plasmodium falciparum (AB100091) was chosen as the outgroup,
as it is in a different clade from the clade of the evaluated piroplasm species (Lack et al., 2012).
The sequences of that study were deposited in GenBank with the following accession codes:
KU662363, KU662364, KU662365, KU662366, KU662367, KU662368, KU662369, KU662370 and
KU662371.

Results
The intra-erythrocyte piroplasmid was detected by optical microscopy in five samples,
corresponding to 2% of the total blood samples. Of the 250 samples, the 18S rRNA gene for
Babesia spp. Was amplified in 3.6% (9/250), demonstrating that the sensitivity of the molecular
technique was greater. Five (2%) positive blood smear samples were also positive when PCR was
performed. Sequencing identified all the samples as B. vogeli.
The sequences of the positive samples were 99% to 100% identical to B. canis vogeli (isolated
from Belém [KT333456], Europa [AY072925] and Okinawa [AY077719]). In the phylogenetic tree,
all sequences grouped internally to the B. canis vogeli clade, confirming the specific identity of
B. vogeli (Figure 1).
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Figure 1. Phylogeny dendogram assessed in the molecular detection study of dogs naturally infected by Babesia
vogeli in the metropolitan region of Rio de Janeiro. The sequences obtained by Genbank are preceded by their
access numbers. The sequences marked with (*) are samples obtained in this study, which were positive for
B. vogeli by PCR and sequencing. These sequences were identified with their GenBank accession numbers.

Hematological examinations revealed anemia in 66.7% (6/9) of the dogs positive for B. vogeli.
Associated with anemia, anisocytosis and polychromasia were observed in 67% (6/9) of the
dogs the were PCR-positive for piroplasms. Leukocytosis was found in one (11.1%) of the nine
positive dogs, and 55.6% (5/9) presented with leukopenia. Only 11.1% (1/9) presented monocytosis
and 22% (2/9) presented eosinophilia. Lymphopenia was evident in 78% (7/9) of the samples.
Thrombocytopenia was present in 89% (8/9) of the positive animals.

Discussion
Soares et al. (2006) reported a 2% positivity rate for Babesia sp. in blood smears from domiciled
dogs in Juiz de Fora, consistent with that found in the present study. O’Dwyer et al. (2001) reported
a 5.2% positivity rate in rural areas of Paraíba do Sul River Valley, in the state of Rio de Janeiro.
Miranda et al. (2008) obtained a positivity rate of 1.47% in dogs from Campos dos Goytacazes in
the same state. Araújo et al. (2015) found only two positive samples (0.5%) in rural Pernambuco.
The lower sensitivity of optical microscopy used by these authors as well as in the presente study
was evidenced by the low frequency of parasitic forms of piroplasm detected in blood smears,
which can be explained by the fact that parasites are rarely found in the peripheral blood of
animals with subclinical infection (Weiss & Wardrop, 2010). However, in a retrospective study
in a metropolitan region in Salvador, Ungar de Sá et al. (2007) reported that 33.95% (2,459/7,243)
of dogs had inclusions compatible with Babesia spp. in red blood cells using the blood smear
technique. The higher rate of detection was likely because they used samples from animals
suspected of babesiosis.
Lemos et al. (2012) reported a 3.9% rate of positivity using optical microscopy and 6.8% using
PCR. This difference is consistent with the fact that parasitic forms are generally visualized in
blood smears only during the acute phase. Therefore, when the parasite is not found in a blood
smear, the possibility of infection cannot be exclused (Passos et al., 2005).
Sá et al. (2006) provided the first description of the presence of B. vogeli in Rio de Janeiro
using the molecular methods of PCR and restriction fragment length polymorphism. The same
approach was used in the present study, where 3.6% of positive samples were found for the
same species. Molecular techniques are useful for the identification of protozoa that infect dogs
(Criado-Fornelio et al., 2003).
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The development of anemia in piroplasmosis is multifactorial and results from both intra
and extravascular causes (Ayoob et al., 2010). Anemia was observed in 66.7% of the piroplasmpositive animals in this study.
In Poland, anisocytosis and polychromasia rates of 60.5% (150/248) and 23.8% (59/248),
respectively, were reported (Zynger et al., 2007). Compared with the current study, such changes
were found concomitantly in 67% of animals that were positive for B. vogeli. Anisocytosis and
polychromasia are changes that can be found in cases of anemia (Thrall, 2007).
In the present study, leukocytosis was observed in only one (11.1%) of the nine positive dogs,
while 55.6% (5/9) presented with leukopenia; this may represent the initial stage of the disease,
followed by neutrophilic leukocytosis (Abdullahi et al.,1990). Furlanello et al. (2005) found
leukopenia in 69% of animals positive for Babesia sp.
Zynger et al. (2007) described that eosinophil and monocyte counts in dogs infected by Babesia
sp. remained within the reference values, without assigning values. Furlanello et al. (2005) did
not find monocytosis in infected animals. However, presently, monocytosis and eosinophilia
were present in 11.1% and 22% of the infected animals, respectively.
Lymphopenia was evident in 78% (7/9) of the samples. This differs markedly from the 7.2%
(18/248) rate reported by Zynger et al. (2007). The difference can be related to the stage of infection
caused by this protozoan (Bourdoiseau, 2006) or associated infections (Thrall, 2007).
Thrombocytopenia was the most frequently observed alteration, accounting for 89% (8/9)
of piroplasm-positive animals. This result agrees with the rate of 99.5% (247/248) reported by
Zynger et al. (2007). As reported in a study conducted by Furlanello et al. (2005), all animals
presented moderate to severe thrombocytopenia. The isolated occurrence of thrombocytopenia,
without changes in the other parameters of the hemogram, has been described in many cases of
babesiosis and can be related to the immune system, splenic sequestration, or peripheral platelet
consumption due to hemolytic alteration or vascular injury (Wilkerson et al., 2001).
Regenerative immune-mediated hemolytic anemia, leukocytosis, leukopenia, and
thrombocytopenia are found in babesiosis, as described by Solano-Gallego et al. (2008) and
Carli et al. (2009). According to Weiss & Wardrop (2010), hematological manifestations in cases
of babesiosis caused by B. canis sensu lato include hemolytic anemia and thromocytopenia.
The quantitative results that have been obtained are generally contradictory, ranging from
the absence of anemia to severe anemia, neutropenia, or leukocytosis, among others. These
contradictory results are due to the heterogeneity of the studied populations and the variable
time of sampling. However, the first changes are usually thrombocytopenia, eosinopenia, and
lymphopenia (Bourdoiseau, 2006).
In a study by Guimarães et al. (2004) that involved 500 dogs in Rio de Janeiro, the most
common alterations caused by Babesia sp. infection were hypochromic normocytic anemia,
anisocytosis and polychromasia, neutrophilic leukocytosis, monocytosis, lymphopenia, and
thrombocytopenia. Similar data were found in the current study, where it was possible to detect
the presence of normochromic normocytic anemia, anisocytosis and polychromasia, leukopenia,
lymphopenia, and thrombocytopenia in most animals.

Conclusion
The results suggest that B. vogeli is the parasitic piroplasm affecting dogs in the Baixada
Fluminense region of Rio de Janeiro. The piroplasm mainly causes anemia and thrombocytopenia
in these animals.
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