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Abstract
Hemoprotozoan parasites pose a serious threat to the livestock population in terms of mortality, reduced milk yield and 
lowered draft power. Diagnosis of these diseases often poses a challenging task. Needless to say that impact of disease 
in health and productivity is huge though a fair economic assessment on the quantum of economic loss associated is yet 
to be worked out from India. The diagnosis of hemoprotozoan infections largely depends on various laboratory-based 
diagnostic methods as the clinical manifestations are often inconspicuous and non-specific. Traditional diagnostic methods 
rely on microscopical demonstration of infective stages in blood or tissue fluids. However, it is laborious, lesser sensitive, 
and cannot differentiate between morphologically similar organisms. Recent development in the technologies has opened 
new avenues for improvement in the accurate diagnosis of parasitic infections. Serological tests are simple, fast but 
lack specificity. With advent of molecular techniques, as DNA hybridization assays, polymerase chain reaction and its 
modifications ensure the detection of infection in the latent phase of the disease. Nucleic acid-based assays are highly 
sensitive, free from immunocompetence and can differentiate between morphologically similar parasites. With the advent 
of newer diagnostics complemented with traditional ones will be of huge help for targeted selective treatment with better 
chemotherapeutic agents.
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Introduction

Protozoan parasites are responsible for causing 
severe infections both in humans and animals world-
wide. The infection is mainly transmitted by arthropod 
vectors, or through blood transfusion [1]. The import-
ant hemoprotozoan diseases of veterinary importance 
are trypanosomosis, theileriosis, babesiosis, and 
anaplasmosis, which are caused by several species 
of Trypanosoma [2], Theileria, Babesia [3-5], and 
Anaplasma, respectively, in several species of live-
stock. The impact of diseases caused by these organ-
isms on health and productivity of farm animals and 
human beings is huge, though a fair economic assess-
ment on the quantum of incidental economic loss is 
yet to be worked out from India [6]. The clinical man-
ifestation of the disease varies from fever, anorexia, 
anemia, threatened abortion, and death in the acute 
form of infections [7]. Conventional diagnostic meth-
ods for most of the infections rely on microscopical 
demonstration of infective stages in blood or tissue 

fluids. Diagnosing hemoprotozoan infections by light 
microscopy examination of invasively acquired speci-
mens at chronic stage of infection is a challenging task. 
Serological tests developed and designed for indirect 
antibody-based diagnosis of the infectious parasitic 
diseases during the year 1970s had wide acceptance 
globally though a specific serological reference test 
for many of the infections are still to come. The major 
difficulty associated with standardization of such 
test is the paucity of specific non-cross-reactive test 
reagents [8]. Most popular serologic assays used to 
detect antibodies to most of the hemoparasitic infec-
tions in test sera from animals and humans include 
immunofluorescence, enzyme-linked immunosorbent 
assay (ELISA) and its variants and Western blot. The 
sensitivity and specificity of these tests for detecting 
infection specific antibody are not known because 
few comparative evaluations have been published. 
Detecting some pathogens in infected cell cultures 
may be possible, but isolating the organisms in cell 
culture as a means of diagnosing infection is labori-
ous and lengthy and is prone to failure with specimens 
from non-sterile sites. Therefore, the cell culture is not 
recommended as a routine laboratory technique for 
diagnosing most of the hemoparasites hence, though 
animal inoculation test is ethically prohibitive, still a 
dependable diagnostic strategy for blood-borne par-
asites such as trypanosomes. Keeping these in mind, 
nowadays, molecular diagnosis is the method of 
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choice for identification of parasites. Commonly used 
molecular tools are polymerase chain reaction (PCR), 
real-time PCR, loop-mediated isothermal amplifica-
tion (LAMP), etc. [9]. The nucleic acid-based tech-
niques have the advantage of ensuring the detection 
of infection in the latent phase of the disease when the 
level of parasitemia is often below the detection limit 
of conventional methods as well as in the assessment 
of the success of the specific chemotherapeutic inter-
vention, besides its epidemiological applications [10]. 
Although total eradication of the protozoan infections 
may be impossible, strategies for effective control of 
the infections in many tropical countries like India 
can be a feasible goal. To ensure this goal, applica-
tion of techniques with proven impact needs to be 
applied especially for identifying the carrier animals. 
Ironically, diagnostic decisions still rely on micros-
copy ostensibly for economic reasons. Compared to 
the microscope and serology-based techniques, the 
molecular methods offer more sensitivity and speci-
ficity, which greatly increase the probability of spe-
cific detection in test samples. The molecular detec-
tion techniques are useful even in dealing with a large 
number of samples at a much higher sensitivity and 
have the required flexibility of automation and up gra-
dation [10]. Therefore, the techniques can be applied 
for the prevalence studies of a disease of veterinary 
and zoonotic importance.
Trypanosomosis

Trypanosomosis popularly known as surra is one 
of the most important hemoprotozoan diseases affect-
ing human and animal health in the tropics [11,12] 
especially in the South East Asia [13]. The prevalence 
of surra peaks around the monsoon when the animals 
are under maximum work-stress owing to agricul-
tural plantations, besides other contributing factors, 
viz., concurrent disease, poor nutrition, innate and 
acquired resistance, parasite pathogenicity, and strain 
of parasite. Effective surveillance for Trypanosoma 
evansi is constrained by a lack of sensitive diagnos-
tic tests and information on T. evansi distribution in 
India. Although the level of awareness in veterinarians 
and diagnostic laboratories with regard to T. evansi is 
almost adequate, lack of diagnostic techniques of high 
sensitivity hinders quick identification. Microscopy 
is the only diagnostic tool besides animal inoculation 
with virtues of high specificity, ease of use, lack of 
cold chain [14]. However, its low sensitivity (approx-
imately 100,000 parasites/ml for wet blood film 
examination, leads to an erroneous judgment of false 
negativity which often results in even death of the 
infected individual in the absence of treatment [15]. 
Only with concentration methods such as microhema-
tocrit centrifugation [16], quantitative buffy coat tech-
nique [17], and mini-anion-exchange centrifugation 
technique [18,19] can detect parasitemia as low as 
50 parasites/ml. This limits the utility of microscopy 
in resource-poor settings.

Immunodiagnostic techniques are useful for 
diagnosis of trypanosomosis, but most of them have 
been retrospective surveys so ineffective in controlling 
the ailment. However, the complement fixation test 
was used successfully in the control and eradication 
of dourine in North America [20] and the diagnosis of 
surra in buffalo in the Philippines [21]. The indirect 
fluorescent antibody test (IFAT) is both specific and 
sensitive for detection of trypanosome antibodies in 
animals and humans [22]. However, a major problem 
associated with IFAT is the cross reactivity between 
different species of Tryponosoma and requirement of 
the sophisticated microscope. Other immunodiagnos-
tics followed very often are ELISA [23], card agglu-
tination test (CATT), etc. [24]. CATT can detect early 
infections as it can detect immunoglobulin IgM. On 
the contrary, ELISA used to detect immunoglobulin 
IgG in established infections. A monoclonal anti-
body-based latex agglutination test has been claimed 
effective in the diagnosis of surra in domesticated ani-
mals under field conditions, which have been reported 
to be simple, rapid, and cost effective in field condi-
tions [25-27].

A range of nucleic acid amplification-based 
molecular techniques has been developed to improve 
the detection of pathogenic trypanosomes. Among 
them, PCR has the maximum application [28,29]. 
Several PCR-based diagnostic assays have been devel-
oped which include the use of species-specific primers, 
single and nested PCRs [30], and real-time PCR [31]. 
Tandem repeat domain of GM6 (cytoskeletal protein) 
has diagnostic value and its usefulness as seroepide-
miological studies of surra has been evaluated among 
water buffaloes [32]. PCR based on invariant surface 
glycoprotein 75 gene can be useful in the detection of 
carrier status of surra in animals [33]. With the use of 
generic primers in semi-nested PCR targeting variable 
region of 18s rDNA gene followed by the restriction 
fragment length polymorphism (RFLP) approach, it is 
possible to differentiate between important trypano-
some species infecting bovines with mixed infec-
tions [34]. However, requirements for trained man-
power and sophisticated equipment have restricted 
its use for wide application in the endemic areas. 
Isothermal reactions, such as LAMP [35] and nucleic 
acid sequence-based amplification (NASBA) [36,37], 
have recently been developed for the diagnosis of try-
panosomosis; however, the techniques have increased 
application only for detection of human cases. These 
diagnostic tests have advantages that they do not need 
expensive equipment, post-amplification handling 
requirements and also are highly sensitive in terms of 
detection of pathogen [38]. However, the importance 
of PCR in the control of trypanosomosis in screening 
samples from serologically positive field samples in 
a specialized reference laboratory and the high accu-
racy would ease early detection and epidemiologi-
cal mapping of trypanosomosis. More recently, pro-
teome (i.e., the whole parasite content) and secretome 
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(i.e. naturally excreted/secreted molecules) analysis 
providing valuable clues for identification of immu-
nodominant antigens of T. evansi for detection and 
control of chronic trypanosomosis [39].
Chemotherapy

Diminazene aceturate (DA) is the most exten-
sively used curative trypanocide against surra in rumi-
nants followed by isometamidium chloride (IMC) 
(both curative and preventive), cymelarsan (for cura-
tive treatment of camels), suramin, and quinapyra-
mine (curative and/or preventive). Its use in horses 
and dogs is limited due to poor efficacy and tolerance 
in these species. IMC, a member of phenanthridine 
family, can be used for curative (0.5 mg/kg bw) and 
preventive (1 mg/kg bw) treatment of surra in rumi-
nants and horses via intramuscular or subcutaneous 
injection [23]. Further, DA and IMC constitute a “san-
ative pair,” which means that once resistance devel-
ops to one of the drugs and another drug can be used 
to control the infection. Melarsominedihydrochloride 
(cymelarsan) is the latest trypanocide to be discov-
ered. It is used to control surra at a dose rate of 0.25, 
0.25-0.5, 0.5, and 0.75 mg/kg bw in camels, horses, 
cattle, and buffaloes, respectively. Quinapyramine 
methyl-sulfate, a member of aminoquinaldine deriv-
atives, can be used to treat the infection by subcu-
taneous injection at a dose of 5 mg/kg bw. A more 
effective mixture of quinapyramine chloride and 
quinapyramine sulfate (triquin) can be used as a cura-
tive/preventive drug against T. evansi in horses and 
camels administered by subcutaneous injection at a 
dose of 8 mg/kg bw. The drug has chemoprophylactic 
effect which can last up to 4 months. Its use should be 
restricted to horses and camels only. Quinapyramine 
is not recommended in cattle because it may induce 
cross resistance to both IMC and DA [23].

The 50% inhibitory concentrations of the four 
existing agents were reported as 87.6, 12.5, 1.1, and 
0.1 ng/ml for suramin, diminazene, cymelarsan, and 
quinapyramine, respectively. The diamidine dimina-
zene reported to have the least efficacy among all of 
the standard drugs currently available in the market. In 
contrast, cymelarsan demonstrated the best efficacy, 
yet the costs of this drug, which is higher than those 
of other trypanocidal drugs, coupled with its limited 
availability throughout the world (it is available only 
in the Middle East and Africa), overshadow its benefi-
cial properties. Variation of the glycoprotein between 
and within Trypanosoma spp. is a major stumbling 
block for vaccine development against this parasite. 
Hence, researchers are in the process of identifying 
non-variant regions such as PFR protein, which is 
universally present in the kinetoplastid flagellum as 
potential drug and vaccine target [40-44]. Against 
the backdrop of failed attempts to develop a protec-
tive vaccine using native or recombinant proteins of 
trypanosome origin, development of a live attenu-
ated vaccine using ionizing radiation is believed to be 

impressive and practical. We are presently working in 
this area to explore the immunoprophylactic potential 
of irradiated T. evansi in a murine model. The radi-
ation attenuated T. evansi was used in immunization 
trial involving rats and mice. The immunized rats and 
mice could withstand a lethal homologous challenge, 
and the conferred protection was attributed to both the 
humoral and cellular immune responses. Based on the 
encouraging response achieved through irradiation 
attenuated parasites in the preliminary studies involv-
ing rodent model, an experimentation involving the 
target bovine model may be emphasized further as it 
has shown promise toward the development of a live 
attenuated vaccine against surra (Unpublished Data).
Babesiosis

Babesiosis is caused by hemotropic protozoa 
belonging to the genus Babesia, family Babesiidae and 
order Piroplasmida, within the phylum Apicomplexa. 
This protozoan parasitizes the erythrocytes of wild and 
domestic animals. The infection has long been recog-
nized as an economically important disease of cattle, 
horses, and dogs and has gained increasing attention 
as an emerging zoonotic disease. Bovine babesiosis or 
red water fever is prevalent in cattle worldwide [45]. 
In India, Babesia bigemina is the important species 
infecting cattle. Clinical signs characteristic of infec-
tion in bovines are increased in body temperature, high 
rate of pulse, and respiration with a marked decrease 
in appetite and disinclination to movement. In acute 
infection, hemoglobinurea and hemolytic anemia are 
characteristic with fatal outcome in absence of che-
motherapy [46].

Traditionally, the microscopic detection of 
Babesia parasites has always been considered as the 
gold standard for the diagnosis of acute babesiosis  [47]. 
However, the low sensitivity of the technique is the 
major drawback which makes it difficult to detect low 
parasitemia in the chronic stage of infection as well 
as in the carrier animals  [48,49]. Serological test-like 
IFAT, due to their better sensitivity, is considered as 
a suitable protocol for diagnosis of infection [50], 
but cross reactivity among species and also in genus 
level is really a major drawback for species-specific 
diagnosis. Nucleic acids-based detection methods 
developed in recent past with increased specificity 
and sensitivity. PCR-based assays have been widely 
used for the detection of Babesia parasites owing to 
their high specificity and sensitivity [     51,52]. PCR 
enables detection of Babesia parasitemia as low as a 
few organisms per milliliter. Real-time PCR is use-
ful, especially in early stage of infection when results 
of serological tests are negative, and the blood smear 
does not reveal the pathogen [53,54] or where the dis-
tinction between inter-erythrocytic forms of related 
organisms, viz., Theileria sp. and Plasmodium sp. 
required. Reverse line blot (RLB) is a more sensitive 
method than PCR since it is able to detect extremely 
low parasitemia levels and simultaneously identify 
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Theileria and Babesia species using specific oligonu-
cleotide probes [55]. The utility of LAMP technique 
for diagnosis of babesiosis infection in cattle has been 
successfully demonstrated [56]. NASBA or tran-
scription-mediated amplification or self-sustaining 
sequence replication system, which is a highly sen-
sitive, isothermal, transcription-based amplification 
system specifically designed for the detection of RNA 
targets. NASBA employs a battery of three enzymes, 
i.e., RNAase H, reverse transcriptase and T7 DNA 
dependent RNA polymerase, and two primers lead-
ing to main amplification product of single-stranded 
RNA. It is recently used for diagnosis of Babesia and 
Theileria using RNA as an initial template [57].

The latest development in molecular biology has 
created exciting possibilities for improved specific 
diagnosis of hemoprotozoan diseases. The 18S rDNA 
gene (18s rDNA, SSU rDNA) encoding rRNA of the 
small ribosomal subunit is one of the frequently used 
molecular markers in diagnostic and epidemiological 
studies. In Babesia, the gene encoding 18s rRNA har-
bors eight variable regions numbered V1 to V5 and V7 
to V9 among which the V4 gene (300 bp) is the biggest 
and most changeable region. Nested PCR enables the 
amplification of this region characteristics for certain 
Babesia species or even strains within this species. 
With the aim of developing the molecular diagnos-
tics of babesiosis, Birkenheuer et al., 2003 carried out 
semi-nested PCR to detect and differentiate the DNA 
of Babesia gibsoni, Babesia canis, and Babesia vogeli 
in canine blood samples [58]. It is emphasized that in 
the diagnosis of babesiosis, the determination of the 
species, sub species, and even genotype that caused the 
babesiosis is very essential as virulence, prognosis, and 
response to treatment against Babesia species is dif-
ferent. Molecular markers such as HSP-70, β tubulin 
allow the precise identification of Babesia species with 
the help of PCR-RFLP technique. Recently, PCR assay 
targeting B. bigemina small subunit ribosomal RNA has 
been used for detection of low-level B. bigemina infec-
tion in yaks at the yak rearing tracts of Himalayas [59]. 
Microchip electrophoresis (ME) using programed 
field strength gradient allows the analysis of 591 and 
1191 bp DNA fragments from the 18 s RNA of B. gib-
soni and Babesia caballi [60]. However, none of these 
nucleic acid-based methods could be considered better 
than another. Their utility in diagnostic applications 
varies as per the need.
Chemotherapy

For chemotherapy of babesiosis three babesi-
acides, viz., quinuroniumsulfate (Ludobal®, Bayer 
Ltd.), amicarbalideiso-thionate (Diampron®, May 
and Baker Ltd.), and DA (Berenil®, Hoechst Ltd.) 
were available in most European countries, whereas 
only the last one is available in India. Diaminazine 
works rapidly against Babesia bovis and B. bigemina 
at a dose rate of 3.5 mg/kg intramuscularly and well 
tolerated. It will protect cattle from the two diseases 

for 2 and 4 weeks, respectively [61]. In the 1970s, 
a fourth, imidocarbdipropionate was introduced 
(Imizol®; Schering-Plough) for chemotherapy of red 
water fever. Imidocarb dipropionate rapidly became 
the product of choice because of its prophylactic 
efficacy at twice the therapeutic doses. Imidocarb is 
used subcutaneously at 1.2 mg/kg for treatment while 
3 mg/kg provides protection from B. bovis for 4 weeks 
and B. bigemina for at least 2 months. At high dose, 
imidocarb also eliminates B. bovis and B. bigemina 
from carrier animals [45]. Imidocarb appears to be 
the drug of choice for treatment of infected horses 
(at 2 mg/kg, 4 mg/kg for B. caballi and Babesia equi, 
respectively). Later quinuronium and amicarbalide 
were withdrawn because of safety issue and dimina-
zene, which is still widely used in the tropics for the 
chemotherapy of babesiosis and trypanosomosis was 
withdrawn from Europe for marketing reasons [62]. 
In addition, supportive therapies, such as blood trans-
fusions, anti-inflammatory drugs, tick removal, iron 
reparations, dextrose, vitamins (B complex), purga-
tives, and fluid replacements, may be necessary in 
severe cases of babesiosis [63].
Theileriosis

Bovine tropical theileriosis is a tick-borne infec-
tion caused by Theileria annulata, an intracellular 
protozoan parasite. It is a lymphoproliferative disease 
with high mortality and morbidity in cattle. Theileria 
sergenti/buffeli/orientalis cause mild or asymp-
tomatic disease in cattle and well known as bovine 
benign theileriosis. Certain Ixodid ticks, such as 
Hyalommaanatolicumanatolicum, H. m. marginatum, 
and H. a. excavatum known to transmit T. annulata, 
are found in the Mediterranean region, especially in 
semi-arid areas [64]. Ticks of the genera Amblyomma, 
Rhipicephalus, and Haemaphysalis were suggested 
as a possible vector in the transmission of benign 
Theileria species [65].

Subclinical infection in cattle with T. annulata 
in endemic regions produces chronic carrier state and 
serves as sources of infection for ticks. Therefore, latent 
infections are important in the epidemiology of theileri-
osis [66]. The diagnosis of Theileria infection is based 
on clinical findings, and microscopic examination of 
Giemsa-stained thin blood and lymph node smears in 
acute cases. However, expertise in microscopy detec-
tion of piroplasm is required in subclinical or chronic 
infections because parasitemia is often extremely low 
and may otherwise be missed. Serological tests such 
as IFAT though provides adequate sensitivity and easy 
to perform but due to reduced specificity are not fol-
lowed now a days. ELISA using recombinant proteins 
of T. annulata surface protein (TaSP) and T. annulata 
merozoite surface antigen 1 (TamS1) are being used 
to detect antibodies in infected animals [67]. A lateral 
flow device has been developed with recombinant 
TaSP antigen of T. annulata which did not show any 
cross reaction with hemoparasites of cattle [68]. ELISA 
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based on 53 kDa recombinant protein from truncated 
EMA-2 gene of T. equi is able to detect T. equi specific 
antibodies as early as 9 days post-infection [69]. In 
recent time, PCR has been the most preferred method 
for detection of Theileria species in epidemiological 
studies. Several studies documented that PCR is more 
sensitive and specific than other conventional diag-
nostic techniques in determining piroplasm-carrier 
animals [70]. Different variants of PCR such as nested 
PCR [71] and real-time PCR [72], can be followed for 
fast and accurate diagnosis of the infection. ME is an 
increasingly popular technique due to its economical, 
time-saving nature and used successfully in the diag-
nosis of bovine theileriosis after amplifying the 816 bp 
DNA using only 200 nl of blood [73]. ME using pro-
gramed field strength gradient allows amplification of 
816 bp DNA fragment from the 18s RNA of T. buf-
feli [60]. RLB micro array is a recently developed 
technique that uses oligonucleotide probe to detect 
and identify Theleria and/Babesia simultaneously 
that by specifically amplifying the rRNA gene of V4 
hypervariable region of all Babesia and Theileria spe-
cies [74]. The obtained PCR products are then hybrid-
ized to nitrocellulose membrane, onto which different 
species-specific oligonucleotide probes are covalently 
linked. This assay has been extensively used in epide-
miological surveys in various countries [75].
Chemotherapy

Parvaquone (2-cyclohexyl-3-hydroxy-1,4-naph-
thoquinone) and buparvaquone (2-(trans-4-t-butyl-
cyclohexyl-methyl)-3-hydroxy-1,4-naphthoquinone) 
are the two important chemotherapeutic agents used 
for the treatment of theileriosis caused by T. annulata 
in cattle without significant side effects or relapse of 
disease. Buparvaquone at a dose of 2.5 mg/kg has a 
satisfactory therapeutic index and is more effective in 
the chemotherapy of T. annulata than parvaquone [1].

Reliable vaccines of known efficacy have been 
developed for T. annulata. Rakshavac-T - the schi-
zont tissue culture vaccine is meant for prevention 
of theileriosis caused in crossbred and exotic cattle. 
Attenuated schizonts do not produce the clinical dis-
ease. Immunized cattle can withstand the attack of 
infected ticks for a period of 3-year. In areas where 
the vaccinated animals are constantly exposed to tick 
bites, the immunity is constantly boosted and hence 
the immunity is conferred for lifetime. Where the 
animals are maintained in tick free condition, revac-
cination in every 3 years is recommended. The pro-
phylactic use of Rakshavac-T and chemotherapy with 
buparvaquone could be the most promising means of 
controlling theileriosis. Vaccination against T. parva 
is based on infection and treatment, in which cattle is 
given a subcutaneous dose of tick-derived sporozoites 
and a simultaneous treatment with a long-acting tetra-
cycline formulation. Recovered animals demonstrate 
a robust immunity to homologous challenge, which 
usually lasts for the lifetime of an animal [76].

Anaplasmosis

Anaplasmosis is also known as gall sickness 
is an infectious non-contagious rickettsial disease 
caused by Anaplasma marginale. This is an obli-
gate intra-erythrocyte rickettsial organism. It spreads 
through tick bites or by the mechanical transfer of 
fresh blood from infected to susceptible cattle from 
biting flies or by blood-contaminated fomites. The 
infection is also occasionally passed from an infected 
cow to her unborn calf through the placenta. Bovine 
anaplasmosis occurs in tropical and subtropical 
regions mainly due to A. marginale and Anaplasma 
centrale. Although cattle of all ages are prone to 
infection, adult cattle are more susceptible to infec-
tion than calves. It is worthy to note that recovered 
animals from primary attack remain as lifelong carri-
ers [77]. The wild ruminants particularly cervids have 
been implicated as important reservoirs of infection 
for A. marginale, Anaplasma Phagocytophilum, and 
Anaplasma ovis. It infects the red blood cells, and 
the disease is characterized by fever, severe anemia, 
jaundice, brownish urine, loss of appetite, dullness or 
depression, rapid deterioration of the physical condi-
tion, muscular tremors, constipation, and pale mucous 
membrane and labored breathing [78].

Similar to babesiosis, diagnosis of bovine ana-
plasmosis can be made by microscopic detection of 
Anaplasma parasites by a well-prepared thin smear 
free from foreign matter, as specks of debris can 
confuse diagnosis. This method is suitable for clini-
cally infected animals during the acute phase of the 
disease, but it is not reliable for detecting infection 
in pre-symptomatic or carrier animals [79]. In these 
cases, the diagnosis is made by serological tests. 
Several immunological and molecular assays have 
been established to detect this rickettsia in carrier 
animals, where parasitemia is low. Among serolog-
ical tests, competitive ELISA using a recombinant 
antigen recombinant major surface receptor protein 
5 (MSP5), and MSP5-specific monoclonal antibody 
has proven very sensitive and specific for detection of 
anaplasma-infected animals [80]. However, due to the 
presence of similar B epitopes in anaplasma species, 
the available serological tests display cross reaction 
among different species [81]. Nowadays, nucleic acid-
based diagnostic methods with high levels of sensitiv-
ity and specificity are used. It includes arrays of tools 
such as RLB [82], PCR [83], PCR-ELISA [84], semi-
nested PCR [85], and real-time PCR [86].
Chemotherapy

All Anaplasma species infections in cattle 
respond to tetracycline in the early stages of infection 
at a dose rate of 6-10 mg/kg body weight thrice in a 
day. Long-acting oxytetracycline sometimes preferred 
with a dose rate of 20 mg/kg body weight with a single 
dose. Chronic infection can be eliminated by admin-
istrating long-acting oxytetracycline at a dose rate of 
20 mg/kg body weight with at least two injections 
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with 7 days interval. Imidocarb is highly effective 
against A. maginale at a dose rate of 1.5 mg/kg body 
weight [77,87].

Presently, there are two commercially available 
vaccines against anaplasmosis in the United States. 
Anaplaz® is the first anaplasmosis vaccine manu-
factured for cattle in the United States made by Fort 
Dodge. More recently, Mallinckrodt (later Schering-
Plough) marketed a vaccine called Plazvax®. Both the 
vaccines protect the animal against anaplasmosis by 
similar mechanisms. Two injections given at 4-6 weeks 
apart with annual boosters are recommended. This is 
a killed vaccine, which will prevent the death loss but 
not the disease [88]. In rare cases, new calves born to 
vaccinated dams may develop an anemia and die. In 
such circumstances, the early detection of the parasite 
becomes paramount importance.
Conclusion

Specific diagnosis of the etiological agent is 
most important for control of the hemoprotozoan 
infections [89]. Microscopy-based detection methods 
are still the cheapest and fastest methods for diagno-
sis though the techniques suffer from the limitations 
of sensitivity and specificity. Comparatively, newer 
immunological tools offer faster and higher through-
put over the conventional methods [90]. Serological 
tests commonly used for diagnosis of hemoprotozoan 
diseases have become more popular because of their 
high sensitivity. However, the efficiency of serologi-
cal tests depends on the application of specific para-
site-derived diagnostic antigen molecules that are yet 
to be identified. Although serological tests can be used 
to detect circulating antibodies, cross reactivity with 
antibodies against other species of piroplasms have 
been documented by various workers [91]. Moreover, 
antibodies tend to disappear in long-term carriers, 
whereas piroplasms persist. So, animals with a nega-
tive serological test can infect ticks and be the source 
of infection for other animals. Another pit fall with 
the serological tests is that the antibodies can still be 
detected years after recovery even though the parasite 
is not present in the circulation. Most of the serolog-
ical tests employ crude/native parasite antigen and/or 
polyclonal antiserum as test reagents which result in 
poor specificity and lack of uniformity. Therefore, the 
traditional methods have been complemented by the 
molecular ones.

Nucleic acid amplification-based detection 
methods are sensitive and reliable; they are fast and 
very specific. Variants of PCR such as randomly 
amplified polymorphic DNA (RAPD), amplified frag-
ment length polymorphism (AFLP), amplification 
refractory mutation system-PCR [92], and RFLP are 
also useful for species-specific diagnosis, genotyping 
(DNA polymorphism) and hence, in epidemiological 
studies of parasites. RAPD able to differentiate species 
of Trypanosoma [93], Theileria [94], and Babesia [95]. 
Similarly, population genetics of Trypanosoma [96] is 

investigated following AFLP. PCR-RFLP was also 
used to genotype trypanosome [97], Babesia [98], 
Theileria [99], and A. marginale [100,101]. Although 
the techniques are performed using sophisticated 
equipment, new methodologies are being developed to 
perform the tests without the need of expensive appa-
ratus. A large reservoir of asymptomatic infections has 
been detected using the molecular methods [102-104]. 
Most of the recently developed molecular techniques 
are amenable to high-throughput scaling up for larger 
sample sizes. These methods provide novel informa-
tion on prevalence and epidemiology and are suited 
for active detection. The tools are also useful for 
sensitive molecular detection of carriers, especially 
in endemic areas. These advanced diagnostics com-
plemented with well-controlled and efficient chemo-
therapeutic usage will provide the best means of con-
trolling the hemoprotozoan infections and emergence 
of drug resistance.
Authors’ Contributions

BRM collected and interpreted published infor-
mation as part of his post-graduate thesis work. The 
manuscript was jointly prepared by BRM, AKT, and 
BCS. AKT and BCS as principal and co-guide of BRM 
during his post-graduate program incorporated valu-
able suggestions for improvement of the manuscript. 
BRM, AKT, BCS, and NRS drafted and revised the 
manuscript. All authors read and approved the final 
manuscript.
Acknowledgments

 The authors are highly thankful to Director 
ICAR-IVRI for providing the necessary facilities and 
support.
Competing Interests

The authors declare that they have no competing 
interests.
 References
1. Salih, D.A., El Hussein, A.M. and Singla, L.D. (2015) 

Diagnostic approaches for tick borne haemoparasitic dis-
eases in livestock. J. Vet. Med. Anim. Health, 7(2): 45-56.

2. Tewari, A.K., Ray, D., Mishra, A.K. and Bansal, G.C. (2001) 
Identification of immunodominant polypeptides common 
between Babesia bigemina and Theileria annulata. Indian 
J. Anim. Sci., 71: 679-680.

3. Singh, H., Mishra, A.K., Rao, J.R. and Tewari, A.K. (2007a) 
A PCR assay for detection of Babesia bigemina infec-
tion using clotted blood in bovines. J. Appl. Anim. Res., 
32: 201-202.

4. Singh, H., Mishra, A.K., Rao, J.R. and Tewari, A.K. (2007b) 
Seroprevalence of babesiosis in cattle and buffaloes by indi-
rect fluorescent antibody test. J. Vet. Parasitol., 21(1): 1-4.

5. Singh, H., Mishra, A.K., Rao, J.R. and Tewari, A.K. (2009) 
Comparison of indirect fluorescent antibody test (IFAT) and 
slide enzyme linked immunosorbent assay (SELISA) for 
diagnosis of Babesia bigemina infection in bovines. Trop. 
Anim. Health Prod., 41(2): 153-159.

6. Juyal, P.D., Singla, L.D. and Kaur, P. (2005) Management 
of surra due to Trypanosoma evansi in India: An overview. 
Infectious diseases of domestic animals and zoonosis in 
India. In: Tandon, V., Dhawan, B.N., editors. Proceedings 



Veterinary World, EISSN: 2231-0916 493

Available at www.veterinaryworld.org/Vol.9/May-2016/10.pdf

of the National Academy of Sciences of India. Vol. 75. 
p109-120.

7. Guan, G., Moreau, E., Liu, J., Hao, X. and Luo, J. (2010) 
Molecular evidence of experimental transmission to sheep 
by Haemaphysalis qinghaiensis and Haemaphysalis longi-
cornis. Parasitol. Int., 59: 265-267.

8. Terkawi, M.A., Thekiso, O.M., Katsande, C. and Igarashi, I. 
(2011) Serological Survey of Babesia bovis and Babesia 
bigemina in cattle of South Africa. Vet. Parasitol., 
182: 337-342.

9. Parida, M., Sannarangaiah, S., Dash, P.K., Rao, P.V. and 
Morita, K. (2008) Loop mediated isothermal amplification 
(LAMP): A new generation of innovative gene amplifica-
tion technique; Perspectives in clinical diagnosis of infec-
tious diseases. Rev. Med. Virol., 18(6): 407-421.

10. Gasser, R.B. (2006) Molecular tools - Advances, opportuni-
ties and prospects. Vet. Parasitol., 136(2): 69-89.

11. Tewari, A.K., Rao, J.R., Mishra, A.K. and Yadav, M.P. 
(2005) Recent trends in the diagnosis of trypanosomo-
sis (surra) in domesticated animals. Proc. Natl. Acad. Sci. 
India, 75(B): 121-133.

12. Kurup, S.P. and Tewari, A.K. (2012) Induction of protec-
tive immune response in mice by a DNA vaccine encod-
ing Trypanosoma evansi beta tubulin gene. Vet. Parasitol., 
187: 9-16.

13. Bossard, G., Boulange, A., Holzmuller, P., Thévenon, S., 
Patrel, D. and Authie, E. (2010) Serodiagnosis of bovine 
trypanosomosis based on HSP70/BiP inhibition ELISA. 
Vet. Parasitol., 173(1-2): 39-47.

14. Singh, V. and Tewari, A.K. (2012) Bovine surra in India: An 
update. Rumin. Sci., 1(1): 1-7.

15. Deborggraeve, S. and Buscher, P. (2010) Molecular diag-
nostics for sleeping sickness: What is the benefit for the 
patient? Lancet Infect. Dis., 10: 433-439.

16. Mitashi, P., Hasker, E., Lejon, V., Kande, V., Muyembe, J.J., 
Lutumba, P. and Boelaert, M. (2012) Human African try-
panosomiasis diagnosis in first-line health services of 
endemic countries, a systematic review. PLoS Negl. Trop. 
Dis., 6(11): e1919.

17. Mugasa, C.M., Schoone, G.J., Ekangu, R.A., Lubega, G.W., 
Kager, P.A. and Schalling, H.D.F. (2008) Detection of 
Trypanosoma brucei parasites in blood samples using real-
time nucleic acid sequence-based amplification. Diagn. 
Microbiol. Infect. Dis., 61: 440-445. 

18. Buscher, P., Mumba, N.D., Kabore, J., Lejon, V. and 
Robays, J. (2009) Improved Models of mini anion exchange 
centrifugation technique (mAECT) and modified single 
centrifugation (MSC) for sleeping sickness diagnosis and 
staging. PLoS Negl. Trop. Dis., 3: e471.

19. Lanham, S.M. and Godfrey, D.G. (1970) Isolation of sali-
varian trypanosomes from man and other mammals using 
DEAE-cellulose. Exp. Parasitol., 28: 521-534.

20. Watson, E.A. (1920) Dourine in Canada. History, Research, 
Suppression. Dominion of Canada, Department of 
Agriculture.

21. Randall, R. and Schwartz, S.C. (1936) A survey for the inci-
dence of surra in the Philippine islands. Vet. Bull. US Army, 
30: 99-108.

22. Luckins, A.G., Boid, R., Rae, P., Mahmoud, M.M., 
EI-Malik, K.H. and Gray, A.R. (1979) Sero diagnosis of 
infection with Trypanosoma evansi in camels in the Sudan. 
Trop. Anim. Health Prod., 11: 1-12.

23. Desquesnes, M., Dargantes, A., Lai, D.H., Lun, Z.R., 
Holzmuller, P. and Sathaporn, J. (2013) Trypanosoma 
evansi and surra: A review and perspectives on transmis-
sion, epidemiology and control, impact, and zoonotic 
aspects. Biomed. Res. Int., 2013: 321237.

24. Bajyana-Songa, E., Hamers-Casterman, C., Hamers, R., 
Pholpark, M., Pholpark, S., Leidl, K, Tangchaitrong, S., 
Chaichanopoonpol, I., Vitoorakool, C. and Thirapataskum, T. 
(1987) The use of a card agglutination test (Testryp CATT) 
for use in detection of T. evansi infection: A comparison with 

other trypanosomiasis diagnostic tests under field condi-
tions in Thailand. Ann. Soc. Belg. Med. Trop., 67: 137-148.

25. Rayulu, V.C., Singh, A. and Chaudhri, S.S. (2007) 
Monoclonal antibody based immunoassays for detection 
of circulating antigens of Trypanosoma evansi in buffaloes. 
Ital. J. Anim. Sci., 6: 907-910.

26. Shyma, K.P., Gupta, S.K., Singh, A. and Chaudhri, S.S. 
(2011) Latex agglutination test for detection of trypanoso-
mosis in equines. J. Vet. Parasitol., 25(2): 132-134.

27. Shyma, K.P., Gupta, S.K., Singh, A. and Chaudhri, S.S. 
(2012) Efficiency of monoclonal antibody based latex 
agglutination test in detecting Trypanosoma evansi under 
field condition for improving the productivity in buffaloes. 
Buffalo Bull., 31: 163-172.

28. Kundu, K., Tewari, A.K., Kurup, S.P., Baidya, S., 
Rao, J.R. and Joshi, P. (2013) Sero-surveillance for surra 
in cattle using native surface glycoprotein antigen from 
Trypanosoma evansi. Vet. Parasitol., 196: 258-264.

29. Shahardar, R.A., Rao, J.R., Mishra, A.K. and Tewari, A.K. 
(2007) Detection of Trypanosoma evansi in Indian drome-
dary camels by polymerase chain reaction using ribosomal 
DNA target. J. Vet. Parasitol., 21(2): 105-108.

30. Ranjithkumar, M., Saravanan, B.C., Yadav, S.C., Kumar, R., 
Singh, R. and Dey, S. (2014) Neurological trypanosomiasis 
in quinapyramine sulfate-treated horses - A breach of the 
blood-brain barrier? Trop. Anim. Health Prod., 46: 371-377.

31. Duffy, T., Cura, C.I., Ramirez, J.C., Abate, T., Cayo, N.M., 
Parrado, R., Bello, Z.D., Velazquez, E., Muñoz-Calderon, A., 
Juiz, N.A., Basile, J., Garcia, L., Riarte, A., Nasser, J.R., 
Ocampo, S.B., Yadon, Z.E., Torrico, F., de Noya, B.A., 
Ribeiro, I. and Schijman, A.G. (2013b) Analytical perfor-
mance of a multiplex real-time PCR assay using TaqMan 
probes for quantification of Trypanosoma cruzi satellite 
DNA in blood samples. PLoS Negl. Trop. Dis., 7(1): e2000.

32. Thuy, N.T., Goto, Y., Lun, Z.R., Kawazu, S. and Inoue, N. 
(2012) Tandem repeat protein as potential diagnostic anti-
gen for Trypanosoma evansi infection. Parsitol. Res., 
110: 733-739.

33. Rudramurthy, G.R., Sengupta, P.P., Balamurugan, V., 
Prabhudas, K. and Rahman, H. (2013) PCR based diagnosis 
of trypanosomiasis exploring invariant surface glycoprotein 
(ISG) 75 gene. Vet. Parasitol., 193: 47-58.

34. Geysen, D., Delespaux, V. and Geerts, S. (2003) PCR-RFLP 
using Ssu-rDNA amplification as an easy method for spe-
cies-specific diagnosis of Trypanosoma species in cattle. 
Vet. Parasitol., 110: 171-180.

35. Njiru, Z.K., Mikosza, A.S., Matovu, E., Enyaru, J.C., 
Ouma, J.O., Kibona, S.N., Thompson, R.C. and Ndung’u, J.M. 
(2008) African trypanosomiasis: Sensitive and rapid detec-
tion of the sub-genus Trypanozoon by loop-mediated iso-
thermal amplification (LAMP) of parasite DNA. Int. J. 
Parasitol., 38: 589-599. 

36. Mugasa, C.M., Laurent, T., Schoone, G.J., Kager, P.A., 
Lubega, G.W. and Schalling, H.D. (2009) Nucleic acid 
sequence-based amplification with oligochromatography 
for detection of Trypanosoma brucei in clinical samples. J. 
Clin. Microbiol., 47: 630-635.

37. Mugasa, C.M., Adams, E.R., Boer, K.R., Dyserinck, H.C., 
Buscher, P., Schalling, H.D. and Leeflang, M.M. (2012) 
Diagnostic accuracy of molecular amplification tests for 
human African trypanosomiasis–systematic review. PLoS 
Negl. Trop. Dis., 6(1): e1438.

38. O.I.E. (2010) Trypanosoma evansi infections. In: Terrestrial 
Manual. Office International Des Epizooties, World Health 
Organization for Animal Health, Paris, France, Vol. 1. Ch. 
2.1.17. p352-360.

39. Yadav, S.C., Kumar, R., Kumar, V., Jaideep, K.R., 
Gupta, A.K., Bera, B.C. and Tatu, U. (2013) Identification 
of immunodominant antigens of Trypanosoma evansi for 
detection of chronic trypanosomosis using experimentally 
infected equines. Res. Vet. Sci., 95(2): 522-528.

40. Singh, V., Singh, A. and Chhabra, M.B. (1995) Polypeptide 



Veterinary World, EISSN: 2231-0916 494

Available at www.veterinaryworld.org/Vol.9/May-2016/10.pdf

profiles and antigenic characterization of cell membrane and 
flagellar preparations of different stocks of Trypanosoma 
evansi. Vet. Parasitol., 56: 269-279.

41. Maharana, B.R., Rao, J.R., Tewari, A.K. and Singh, H. 
(2011a) Isolation and characterization of PFR1 in 
Trypanosoma evansi and its conservation among other kine-
toplastid parasites. Indian J. Anim. Res., 45(4): 283-288.

42. Maharana, B.R., Rao, J.R., Tewari, A.K., Singh, H. (2011b) 
Cloning and expression of paraflagellar rod protein 
gene 2 (PFR2) in Trypanosoma evansi. J. Vet. Parasitol., 
25(2):118-123.

43. Maharana, B.R., Rao, J.R., Tewari, A.K., Singh, H., 
Raina, O.K., Allaie, I.M. and Varghese, A. (2014a) 
Molecular characterization of paraflagellar rod protein gene 
in Trypanosoma evansi. J. Appl. Anim. Res., 42: 1-5.

44. Maharana, B.R., Tewari, A.K. and Singh, V. (2014b) An 
overview on kinetoplastid paraflagellar rod. J. Parasit. Dis., 
39(4): 589-595.

45. EI-Ashker, M., Hotzel, H., Gwida, M., EI-Beskawy, M., 
Silaghi, C. and Tomaso, H. (2015) Molecular, biological 
identification of Babesia, Theileria, and Anaplasma species 
in cattle in Egypt using PCR assays, gene sequence anal-
ysis and a novel DNA microarray. Vet. Parasitol., 207(3): 
329-334.

46. Behera, S.K., Banerjee, P.S., Garg, R. and Maharana, B.R. 
(2012) A case of Babesia equi. Indian Vet. J., 89(12): 87-88.

47. O.I.E. (2010) Bovine babesiosis. In: Terrestrial Manual. 
Vol. 1. Ch. 2.4. Office International Des Epizooties, World 
Health Organization for Animal Health, Paris, France. 
p1-15.

48. Tewari, A.K., Mishra, A.K. and Rao, J.R. (2000) Isolation 
and purification of cationic proteins from microaerophilus 
stationary phase culture supernatants of Babesia bigemina. 
J. Appl. Anim. Res., 18: 41-48.

49. Almeria, S., Castella, J., Ferrer, D., Ortuno, A., Estrada-
Peña, A. and Gutierrez, J.F. (2001) Bovinepiroplasms in 
minorca (Balearic Islands, Spain): A comparison of PCR-
based and light microscopy detection. Vet. Parasitol., 
99: 249-259.

50. Krause, P.J., Telford, S.R. 3rd, Ryan, R., Conrad, P.A., 
Wilson, M., Thomford, J.W. and Spielman, A. (1994) 
Diagnosis of babesiosis: Evaluation of a serologic test for 
the detection of Babesia microti antibody. J. Infect. Dis., 
169: 923-926.

51. Mtshali, M.S. and Mtshali, P.S. (2013) Molecular diagnosis 
and phylogenetic analysis of Babesia bigemina and Babesia 
bovis hemoparasites from cattle in South Africa. B.M.C. Vet. 
Res., 9: 154.

52. AbouLaila, M., Yokoyama, N. and Igarashi, I. (2010) 
Development and evaluation of two nested PCR assays 
for the detection of Babesiab ovis from cattle blood. Vet. 
Parasitol., 172: 65-70.

53. Kim, C., Iseki, H., Herbas, M.S., Yokoyama, N., Suzuki, H., 
Xuan, X., Fujisaki, K., Kawazu, S. and Igarashi, I. (2007) 
Development of TaqMan-based real-time PCR assays for 
diagnostic detection of Babesia bovis and Babesia bigem-
ina. Am. J. Trop. Med. Hyg., 77(5): 837-841.

54. Teal, A.E., Habura, A., Ennis, J., Keithly, J.S. and Madison-
Antenucci, S. (2012) A new real-time PCR assay for 
improved detection of the parasite Babesia microti. J. Clin. 
Microbiol., 50(3): 903-908.

55. Gubbels, J.M., de Vos, A.P., van der Weide, M., Viseras, J., 
Schouls, L.M., de Vries, E. and Jongejan, F. (1999) 
Simultaneous detection of bovine Theileria and Babesia spe-
cies by reverse line blot hybridization. J. Clin. Microbiol., 
37(6): 1782-1789.

56. Liu, A., Guan, G., Du, P., Gou, H., Liu, Z., Liu, J., Ma, M., 
Yang, J., Li, Y., Niu, Q., Ren, Q., Bai, Q., Yin, H. and Luo, 
J. (2012) Loop-mediated isothermal amplification (LAMP) 
method based on two species-specific primer sets for the 
rapid identification of Chinese Babesia bovis and B. bigem-
ina. Parasitol. Int., 61(4): 658-563.

57. Skotarczak, B. and Sawczuk, M. (2008) Molecular diag-
nostics of Babesia and Theileria. Przegl. Epidemiol., 62(1): 
100-108.

58. Birkenheuer, A., Levy, M. and Breitschwerdt, E. (2003) 
Development and evaluation of seminested PCR for detec-
tion and differentiation of Babesia gibsoni and Babesia 
canis DNA in canine blood samples. J. Clin. Microbiol., 
41: 4172-4177.

59. Saravanan, B.C., Das, S.J., Tewari, A.K., Sankar, M., 
Kataktalware, M.A. and Ramesha, K.P. (2013) Babesia 
bigemina infection in yak (Poephagus grunniens L.): 
Molecular detection and characterization. Vet. Parasitol., 
194: 58-64.

60. Kim, D.K. and Kang, S.H. (2005) On channel bare stacking 
in microchip capillary gel electrophoresis for high sensitive 
DNA fragment analysis. J. Chromatogr. A., 1064: 121-27.

61. Mosqueda, J., Olveria-Ramirez, A., Canto, G.J. (2012) 
Current advances in detection and treatment of Babesiosis. 
Curr. Med. Chem., 19(10): 1504-1518.

62. Vial, H.J. and Gorenflot, A. (2006) Chemotherapy against 
babesiosis. Vet. Parasitol., 138: 147-160.

63. Zintl, A., Mulcahy, G., Skerrett, H.E., Taylor, S.M. and 
Gray, J.S. (2003) Babesia divergens, a bovine blood para-
site of veterinary and zoonotic importance. Clin. Microbiol. 
Rev., 16(4): 622-636.

64. Durrani, A.Z., Ahmad, M., Ashraf, M., Khan, M.S., 
Khan, J.A., Kamal, N. and Mumtaz, N. (2008) Prevalence 
of theileriosis in buffaloes and detection through blood 
smear examination and polymerase chain reaction test in 
district Lahore. J. Anim. Plant Sci., 18(2-3): 59.

65. Kohli, S., Atheya, U.K. and Thapliyal, A. (2014) Prevalence 
of theileriosis in cross-bred cattle: Its detection through 
blood smear examination and polymerase chain reaction 
in Dehradun district, Uttarakhand, India, Vet. World, 7(3): 
168-171.

66. Saravanan, B.C., Bansal, G.C., Manigandan, L., Sankar, M., 
Ravindran, R. and Rao, J.R. (2011) Development of a 
non-radioactive probe generated by RAPD-PCR for the 
detection of Theileria annulata. Indian J. Anim. Sci., 
81(11): 1089-1092.

67. Vanlalhmuaka, Bansal, G.C., Saravanan, B.C., Rao, J.R. 
and Ray, D.D. (2010) Evaluation of pre-erythrocytic stage 
recombinant proteins of Theileria annulata for early diag-
nosis of bovine tropical theileriosis in Indian cattle. Indian 
J. Anim. Sci., 80(9): 822-825.

68. Abdo, J., Kristersson, T., Seitzer, U., Renneker, S., 
Merza, M. and Ahmed, J. (2010) Development and labo-
ratory evaluation of a lateral flow device (LFD) for sero-
diagnosis of Theileria annulata infection. Parasitol. Res., 
107(5): 1241-1248.

69. Kumar, S., Kumar, R., Gupta, A.K., Yadav, S.C., Goyal, S.K., 
Khurana, S.K. and Singh, R.K. (2013) Development of 
EMA-2 recombinant antigen based enzyme-linked immu-
nosorbent assay for seroprevalence studies of Theileria 
equi infection in Indian equine population. Vet. Parasitol., 
198: 10-17.

70. Vatansever, Z. and Nalbantoglu, S. (2002) Detection of cat-
tle infected with Theileria annulata in fields by nested PCR, 
IFAT and microscopic examination of blood smears. Turk. 
J. Vet. Anim. Sci., 26: 1465-1469.

71. Parthiban, M., Saranya, R., Magesh, M. and Raman, M. 
(2010) Detection of Theileria parasite in cattle of 
Tamil Nadu using nested PCR. Tamil Nadu J. Vet. Anim. 
Sci., 6(4): 162-165.

72. Ros-García, A., Nicolás, A., García-Pérez, A.L., Juste, R.A. 
and Hurtado, A. (2012) Development and evaluation of 
a real-time PCR assay for the quantitative detection of 
Theileria annulata in cattle. Parasit. Vectors., 5: 171.

73. Sangmin, J. and Keunchangcho, J.H.K. (2004) Fast diagno-
sis of bovine theleriosis by whole blood PCR and microchip 
electrophoresis. Bull. Korean Chem. Soc., 25: 757.

74. Sanmartin, J.G., Nagore, D., Garciaperez, A.L., Juste, R.A. 



Veterinary World, EISSN: 2231-0916 495

Available at www.veterinaryworld.org/Vol.9/May-2016/10.pdf

and Hurtaldo, A. (2006) Molecular diagnosis of Theleria 
and Babesia species infecting cattle in Northern Spain using 
reverse line blot microarrays. BMC Vet. Res., 2: 16-21.

75. Niu, Q., Luo, J., Guan, G., Ma, M., Liu, Z. and Liu, A. 
(2009) Detection and differentiation of ovine Theileria and 
Babesia by reverse line blotting in China. Parasitol. Res., 
104: 1417-1423.

76. Salih, D.A., El Hussein, A.M., Kyule, M.N., Zessin, K.H. and 
Ahmed, J.S. (2007) Determination of potential risk factors 
associated with Theileria annulata and Theileria parva infec-
tions of cattle in the Sudan. Parasitol. Res., 101: 1285-1288.

77. Amorim, L.S., Wenceslau, A, Carvalho, F.S. and 
Albuquerque, G.R. (2013) Bovine babesiosis and anaplas-
mosis complex: Diagnosis and evaluation of the risk factors 
from Bahia, Brazil. Braz. J. Vet. Parasitol., 23(3): 328-336.

78. Awad, H., Sandra, A.S. and El Hussein, A.M. (2011) 
Prevalence and genetic diversity of Babesia and Anaplasma 
species in cattle in Sudan. Vet. Parasitol., 181: 146-152.

79. Aubry, P. and Geale, D.W. (2011) A review of bovine ana-
plasmosis. Transbound. Emerg. Dis., 58(1): 1-30.

80. Reinbold, J.B., Coetzee, J.F., Sirigireddy, K.R. and 
Ganta, R.R. (2010) Detection of Anaplasma marginale and 
A. phagocytophilum in bovine peripheral blood samples by 
duplex real-time reverse transcriptase PCR assay. J. Clin. 
Microbiol., 48: 2424-2432.

81. Stik, N.I., Alleman, A.R., Barbet, A.F., Sorenson, H.L., 
Wansley, H.L., Gaschen, F.P., Luckschander, N., Wong, S., 
Chu, F., Foley, J.E., Bjoersdorff, A., Stuen, S. and Knowles, D.P. 
(2007) Characterization of Anaplasma phagocytophilum 
major surface protein 5 and the extent of its cross-reactivity 
with A. marginale. Clin. Vac. Immunol., 14: 262-268.

82. Oura, C.A.L., Bishop, R.P., Wampande, E.M., Lubega, G.W. 
and Tait, A. (2004) Application of a reverse line blot assay 
to study the haemoparasites in cattle in Uganda. Int. J. 
Parasitol., 34(5): 603-613.

83. Torioni de Eschaide, S., Bono, M.F., Lugaresi, C., 
Aguirre, N., Mangold, A., Moretta, R., Farber, M. and 
Mondillo, C. (2005) Detection of antibodies against 
Anaplasma marginale in milk using a recombinant MSP5 
indirect ELISA. Vet. Microbiol., 106: 287-292.

84. Gale, K.R., Dimmock, C.M., Gartside, M. and Leatch, G. 
(1996) Anaplasma marginale: Detection of carrier cattle by 
PCR-ELISA. Int. J. Parasitol., 26(10): 1103-1109.

85. Courtney, J.W., Kostelnik, L.M., Zeidner, N.V. and 
Massung, R.F. (2004) Multiplex Real-Time PCR for detec-
tion of Anaplasma phagocytophilum and Borrelia burgdor-
feri. J. Clin. Microbiol., 42: 3164-3168.

86. Picoloto, G., Lima, R.F., Olegário, L.A., Carvalho, C.M., 
Lacerda, A.C., Tomás, W.M., Borges, P.A., Pellegrin, A.O. 
and Madruga, C.R. (2010) Real time polymerase chain 
reaction to diagnose Anaplasma marginale in cattle and 
deer (Ozotoceros bezoarticus leucogaster) of the Brazilian 
Pantanal. Rev. Bras. Parasitol. Vet., 19(3): 186-188.

87. Ashuma, S.A., Singla, L.D., Kaur, P., Bal, M.S., Batth, B.K. 
and Juyal, P.D. (2013) Prevalence and haemato-biochemical 
profile of Anaplasma marginale infection in dairy animals 
of Punjab (India). Asian Pac. J. Trop. Med., 6(2): 139-144.

88. Kocan, K.M., Fuente, J., Alberto, A. and Mele´ndez, R.D. 
(2003) Antigens and alternatives for control of Anaplasma 
marginale infection in cattle. Clin. Microbiol. Rev., 16(4): 
698-712.

89. Reetha, T.L., Thomas, K.S. and Babu, M. (2012) Occurrence 
of haemoprotozoan infection in bovines. Int. J. Appl. 
Biores., 13: 1-2.

90. Nadeem, A., Aslam, A., Chaudhary, Z.I., Ashraf, K., 
Saeed, K., Ahmad, N., Ahmed, I. and Rehman, H.U. (2011) 
Indirect fluorescent antibody technique based prevalence of 

surra in equines. Pak. Vet. J., 31(2): 169-170.
91. Papadpoulos, B., Perie, N.M. and Uilenberg, G. (1996) 

Piroplasms of domesticated animals in the Macedonia 
region of Greece. Serological cross reactions. Vet. Parasitol., 
63(4): 41-56.

92. Munoz, C., Talquenca, S.G. and Volpe, M.L. (2009) Tetra 
primer ARMS-PCR for identification of SNP in beta-tubu-
lin of Botrytis cinerea, responsible of resistance to benzim-
idazole. J. Microbial. Methods, 78: 245-246.

93. Duarte, D.P., Tavares, K.C.S., Lazzarotto, C.R., 
Komati, L.K.O., de Araújo Ferreira, E.R., Bahia, D. and 
Miletti, L.C. (2014) Genetic profile of two isolates of 
Trypanosoma evansi from southern Brazil with different 
parasotemias. Biotemas, 27(3): 73-80.

94. Saravanan, B.C., Sankar, M., Bansal, G.C., Sreekumar, C., 
Tewari, A.K., Rao, J.R. and Ray, D. (2010) Random ampli-
fied polymorphic DNA profiles in two Indian strains of 
Theileria annulata. J. Vet. Parasitol., 24(1): 39-43.

95. Ravindran, R., Mishra, A.K. and Rao, J.R. (2008) Randomly 
amplified polymorphic DNA-polymerase chain reaction 
fingerprinting of Babesia bigemina isolates of India. Vet. 
Arch., 78(6): 545-551.

96. Masiga, D.K., Ndungu, K., Tweedie, A., Tait, A. and 
Turner, C.M. (2006) Trypanosoma evansi: Genetic vari-
ability detected using amplified restriction fragment length 
polymorphism (AFLP) and random amplified polymorphic 
DNA (RAPD) analysis of Kenyan isolates. Exp. Parasitol., 
114(3): 147-153.

97. Rozas, M., de Doncker, S., Adaui, V., Coronado, X., 
Barnabé, C., Tibyarenc, M., Solari, A. and Dujardin, J.C. 
(2007) Multilocus polymerase chain reaction restric-
tion fragment—Length polymorphism genotyping of 
Trypanosoma cruzi (Chagas Disease): Taxonomic and clin-
ical applications. J. Infect. Dis., 195(9): 1381-1388.

98. Genis, A.D., Perez, J., Mosqueda, J.J., Alvarez, A., 
Camacho, M., Muñoz Mde, L., Rojas, C. and Figueroa, J.V. 
(2009) Using msa-2b as a molecular marker for genotyp-
ing Mexican isolates of Babesia bovis. Infect. Genet. Evol., 
9(6): 1102-1107.

99. Zaeemi, M., Haddadzadeh, H., Khazraiinia, P., Kazemi, B. 
and Bandehpour, M. (2011) Identification of different 
Theileria species (Theileria lestoquardi, Theileria ovis, and 
Theileria annulata) in naturally infected sheep using nested 
PCR-RFLP. Parasitol. Res., 108(4): 837-843.

100. Noaman, V. and Shayan, P. (2010) Comparison of micros-
copy and PCR-RFLP for detection of Anaplasma marginale 
in carrier cattle. Iran. J. Microbiol., 2(2): 89-94.

101. O.I.E. (2010) Bovine anaplasmosis. In: Terrestrial Manual. 
Vol. 1. Ch. 2.4.1. Office International Des Epizooties, World 
Health Organization for Animal Health, Paris, France. 
p589-600.

102. Sharma, A., Das Singla, L., Tuli, A., Kaur, P., Batth, B.K., 
Javed, M. and Juyal, P.D. (2013) Molecular prevalence of 
Babesia bigemina and Trypanosoma evansi in dairy animals 
from Punjab, India, by duplex PCR: A step forward to the 
detection and management of concurrent latent infections. 
Biomed. Res. Int., 2013: 893862.

103. Sengupta, P.P., Balumahendiran, M., Suryanarayana, V.V.S., 
Raghavendra, A.G., Shome, B.R., Ganjendragad, M.R. and 
Prabhudas, K. (2010) PCR-based diagnosis of surra-target-
ing VSG gene: Experimental studies in small laboratory 
rodents and buffalo. Vet. Parasitol., 171: 22-31.

104. Pruvot, M., Kamyingkird, K., Desquesnes, M., 
Sarataphan, N. and Jittapalapong, S. (2010) A comparison 
of six primer sets for detection of Trypanosoma evansi by 
polymerase chain reaction in rodents and Thai livestock. 
Vet. Parasitol., 171: 185-193.

********



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


