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Abstract

Aim: Vector-borne infections namely dirofilariosis, ehrlichiosis, anaplasmosis and lyme borreliosis are being recognized
as emerging and/or re-emerging problems in dogs and man due to rapid extension of zoogeographical ranges of many
causative agents through international tourism and increase mobility of dogs at national and international level towards
meeting the demand for companion animals in the present day society. Anticipating such situation, a serological study
was conducted in dogs from North East India to estimate the prevalence of zoonotically important Dirofilaria immitis,
Anaplasma phagocytophilum and Borrelia burgdorferi along with Ehrlichia canis.

Materials and Methods: Serological study was carried out using enzyme immunoassay in commercial SNAP 4DX® test kit
(Idexx Laboratories, USA). The study was conducted in 191 dogs comprising 82 pets, 57 stray and 52 working dogs owned
by defence organizations.

Results: The study revealed seroprevalence of mosquito-borne D. immitis (17.80%), tick-borne E. canis (22.51%) and
A. phagocytophilum (4.71%) with an overall 41.88% prevalence of pathogens in single or co-infection. Serological evidence
of tick-borne lyme borreliosis due to B. burgdorferi could not be established in dogs in the present study. Of the zoonotic
species, highest prevalence of D. immitis was found in the stray dogs (22.80%) and that of A. phagocytophilum in pet dogs
(6.09%).

Conclusion: The results of the present serological study serve as baseline information on the prevalence of
A. phagocytophilum in dogs reported for the first time in India and reaffirmation on the high prevalence of D. immitis and

E. canis in the North East India.
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Introduction

Dog, a multipurpose highly demanding compan-
ion animal in the present day society suffers from sev-
eral vector-borne diseases caused by bacterial, viral
and parasitic pathogens. Majority of these infections
in the changing environment have attained emerging/
re-emerging and zoonotic status [1] due to rapid exten-
sion of their geographic distribution through travelling
pets, working dogs owned by defence organizations
and unabated dog trading at national and international
levels [2,3]. This has warranted monitoring and sur-
veillance of diseases for better information to veteri-
narians and pet owners about their prevalence, risk of
spread and public health importance.

Therefore, the aim of this study was to determine
the seroprevalence of mosquito-borne Dirofilaria
immitis and tick-borne Anaplasma phagocytophi-
lum and Borrelia burgdorferi of zoonotic importance
besides Ehrlichia canis in dogs from the North East
India.

Copyright: The authors. This article is an open access article licensed
under the terms of the Creative Commons Attributin License (http://
creative commons.org/licenses/by/2.0) which permits unrestricted
use, distribution and reproduction in any medium, provided the
work is properly cited.

Materials and Methods

Study population

The study was conducted in 191 dogs compris-
ing pets (82), working (52) and stray dogs (57) of
different breeds, ages more than 6 months and either
sex. The pet dogs owned by private owners and the
working dogs of several defence organizations were
selected from the population of dogs that were pre-
sented with different clinical illness at the Teaching
Veterinary Clinical Complex, College of \eterinary
Science, Guwahati, Assam during the year 2011 and
2012. Selection was done on the basis of medical his-
tory and presenting clinical findings, which included
lethargy, depression, anorexia, fever, lameness, hem-
orrhages, pale mucous membrane, tiredness and
weight loss. The stray dogs included in the study were
randomly chosen from the animals captured time to
time by the animal welfare organizations for steriliza-
tion under birth control program.

Method

Blood samples were collected in tubes con-
taining ethylenediaminetetraacetic acid for enzyme
linked immunosorbent assay in commercial SNAP
4DX® (ldexx Laboratories, USA) test kits for
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qualitative detection of antibodies to A. phagocy-
tophilum, B. burgdorferi and E. canis and D. immitis
antigen. The test was performed as per manufacturer’s
protocol. Thin blood smears were prepared from the
blood samples, stained with Giemsa and microscopi-
cally examined to correlate its findings with those of
immunoassay for conclusive evidence.

Results

In the present study, overall 41.88% dogs tested
positive for D. immitis antigen (17.80%) and anti-
bodies to E. canis (22.51%) and A. phagocytophi-
lum (4.71%). Exposure to single species pathogen
was observed in 38.74% cases against 6.28% with
dual infection (Figure-1). According to categories of
dogs, highest exposure was recorded in stray dogs
(52.63%), followed by working dogs (51.92%) and
the least in the pet dogs (28.04%). Of the zoonotic
species, highest record of D. immitis was found in
stray dogs (22.80%) and that of A. phagocytophilum
in pet dogs (6.09%). Evidence of B. burgdorferi was
not recorded in any of the dog blood samples exam-
ined (Table-1).

Corresponding examination of Giemsa stained
blood smears revealed lesser number of dogs positive
to microfilariae of D. immitis and morulae of E. canis
and A. phagocytophilum besides detection of B. canis,
Babesia gibsoni in erythrocytes, Hepatozoon canis in
neutrophils and Anaplasma platys inside platelets.

Positive control spot

A. phagocytophilum
antibody positive

E. canis antibody
positive spot

Figure-1: SNAP 4DX kit showing a dog seropositive to
Ehrlichia canis and Anaplasma phagocytophilum antibodies.

Discussion

The present study was conducted to under-
stand the epidemiology of mosquito borne D. immitis
and tick-borne E. canis, A. phagocytophilum and
B. burgdorferi infection in dogs from the North East
India to increase awareness among veterinary practi-
tioners and the pet owners about their prevalence and
risk of human exposure. Serological test based on
enzyme immunoassay technology in a commercial kit
SNAP 4DX® with proven high degree of sensitivity
and specificity [4,5] employed in the present study
could detect 41.88% dogs positive to D. immitis anti-
gen and antibodies against E. canis and A. phagocy-
tophilum. A handful of studies conducted in different
countries have revealed prevalence of these patho-
gens, including B. burgdorferi at varying rates accord-
ing to geographical location [5-8].

Canine vector-borne diseases in Indiaare reported
to be far from clear [9]. Limited studies conducted at
different places revealed prevalence of Trypanosoma
evansi, B. canis, B. gibsoni, D. immitis, Dirofilaria
repens, H. canis, E. canisand A. platys [10,11]. Present
findings also confirmed the existence of these patho-
gens except T. evansi in this study region. However
the rates of prevalence of D. immitis and E. canis in all
categories of dogs were found much higher than those
reported from other parts of the country. This might
suggest maximum confinement of heartworm infec-
tion in India’s North East [9] and use of SNAP 4DX®
which is the most efficient kit for serodiagnosis of
E. canis compared to detection of morula by micros-
copy [5]. Seroprevalence of A. phagocytophilum
recorded in this region provides a new insight since
the pathogen has not been reported earlier from India.
Evidence of lyme borreliosis due to B. burgdorferi in
dog could not be established in the present investi-
gation although its prevalence in human population
has been recorded in India including the North east
region [12].

There is ample literature to suggest serological
assay as an efficient tool that provides more accurate
result compared with microscopy in diagnosis of hid-
den or past infections [13,14]. Serological findings
supported by microscopic detection of corresponding
parasite stages in Giemsa stained blood smear also
helped to ascertain the disease status by overcoming
the complexity of diagnosis from clinical symptoms,

Table-1: Seroprevalence of D. immitis, E. canis, A. phagocytophilum and B. burgdorferi in dogs from North-East India.

Category (No.) Number of

Number of seropositive to

seropositive

D. immitis E. canis A. phagocytophilum B. burgdorferi
Pet dog (82) 23 (28.04) 102P 11ac 5b.e 0]
Working dog (52) 27 (51.92) 112 173ac 2¢ 0
Stray dog (57) 30 (52.63) 13 15 2 0
Overall (191) 80 (41.88) 34 (17.80) 43 (22.51) 9 (4.71) 0

Figures in parenthesis indicate percentage value. *One dog seropositive to D. immitis and E. canis, POne dog seropositive
to D. immitis and A. phagocytophilum, cOne dog seropositive to E. canis and A. Phagocytophilum. D. immitis=Dirofilaria
immitis; E. canis=Ehrlichia canis, A. phagocytophilum=Anaplasma phagocytophilum, B. burgdorferi=Borrelia burgdorferi
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which were not pathogen specific and mimic each
other as reported elsewhere [4,15]. Consistent with
earlier reports made from this region [16,17] on the

borreliosis: Evaluation of an in-clinic enzyme-linked immu-
nosorbent assay (SNAP 4DX). Int. J. Appl. Res. Vet. Med.,
6: 145-149.

. . 5. Mircean, V., Dumitrache, M.O., Gyorke, A., Panctchev, N.,
high rates of prevalence of haemoparasites, the present Jodies, R. Mihalco, AD. and Cozma, V. (2012)
findings of serology supported by microscopic study Seroprevalence and geographic distribution of Dirofilaria
suggest that this region has ideal biotope for the vec- !:nmitiBS andl_ticlg-bO(;nefinfectionsl (fnapéalszrmpﬂf’igocyt_ogoh-

5 in oi ; i i ilum, Borrelia burgdorferi sensu lato and Ehrlichia canis) in
tor-borne pat_hoger)s. I_End_emlc_SItua}tlon V.Vlth mosqul dogs from Romania. Vector-Borne Zoonotic., 12(7): 595-604.
to-borne canine d.|rof_|lar|.a5|s in this region warrants g gowman, D, Little, S.E. Lorentzen, L., Shields, J.
a thorough investigation in the human population for Sullivan, M.P. and Carlin, E.P. (2009) Prevalence and geo-
the risk of zoonosis, which has been reported in India graphic distribution of Dirofilaria immitis, Borrelia burg-
and elsewhere [18-20]. dorferi, Ehrlichia canis, and Anaplasma phagocytophilum

in dogs in the United States: Results of a national clin-
Conclusion ic-based serologic survey. Vet. Parasitol., 160: 138-148.
. 7. Tzipory, N., Crawford, P.C. and Levy, K.K. (2010)
The results of the present serological study serve Prevalence of Dirofilaria immitis, Ehrlichia canis and
as baseline information on the prevalence of A. phago- Borrelia burgdorferi in pet dogs, racing greyhounds and
cytophilum in dogs reported for the first time in India shelter dogs in Florida. Vet. Parasitol., 171(1-2): 136-139.
and reaffirmation on the high prevalence of D. immitis 8 1cean H. 5'\‘/*"‘('3'”'(256'1 f)ln;?ibhéﬁc}:%%hg?'r(ﬁi'fa?gIilrlf{m?t'i\s('
and E. canis in the North East India. Ehrlichia canis, Borrelia burgdorferi infection in dogs from
Authors’ Contributions Diyarbakir in Turkey. Asian. J. Anim. Vet. Adv., 6: 371-378.
9. Megat Abd Rani, P.A., Irwin, PJ., Gatne, M.L,
SKB: Collection of blood, procurement of SNAP Coleman, G.T., Traub, R.J. (2010) Canine vector-borne dis-
4 DX ELISA Kkit, testing of sera; DKD: Procurement eases in India: A review of the literature and identification
F ; ; of existing knowledge gaps. Parasite. Vector., 3(1): 28.
of SNA_‘P 4 I?X ELIS.A kit, testing of sera, presentation 10. Kumar, A. and Varshney, J.P. (2007) Clinico-haematological
of data; KB: Collection of P'OOd s_amples {_:Ind pho'gog— and biochemical investigations in dogs concurrently
raphy; KB and PCS: Detailed microscopic examina- infected with Anaplasma platys and other blood parasites.
tion of blood, conception, preparation and revision of J. Vet. Parasitol., 21: 43-45.
the article. All the authors read and approved the final ~ 11.  Kumar, S.K., Vairamuthu, S. and Kathirecan, D. (2009)
manuscript Prev_alence of haemoprotozgans in canines in Chennai city.
’ Tamil Nadu J. Vet. Anim. Sci., 5(3): 104-108.
Acknowledgments 12. Praharaj, AK. Jetley, S. and Kalghatgi, A.T. (2008)
Seroprevalence of Borrelia burgdorferi in North Eastern
The authors are grateful to Idexx Laboratories, India. Med. J. Armed Forces India, 64: 26-28.
USA for providing the SNAP 4DX® kit to carry outthe ~ 13.  Bourdoiseau, G. (2006) Canine babesiosis in France. Vet.
epidemiological study and Dr. S. S. Dutta, Trustee of Parasitol,, 138: 118-125. =~
Py : 2 . - 14. Eberts, M.D., Vissotto de Paiva Diniz, P.P., Beall, M.J.,

Just Be F“endly_ ! GU\_Nahat' for providing stray dogs Stillman, B.A., Chandrashekar, R. and Breitschwerdt, E.B.
blood samples. Financial help rendered by the Dean, (2011) Typical and atypical manifestations of Anaplasma
Faculty of \eterinary Science, Assam Agricultural phagocytophilum infection in dogs. J. Am. Anim. Hosp.
University, Guwahati is gratefully acknowledged. Assoc., 47(6): 86-94. o _

15.  Welc-Faleciak, R., Rodo, A., Sinski, E. and Bajer, A. (2009)
Competing Interests Babesia canis and other tick- borne infections in dogs in
. Central Poland. \et. Parasitol., 166: 191-198.
. The authors declare that they have no competing 16. Borthakur, S.K., Sarmah, K., Rajkhowa, T.K., Das, M.R.
Interests. and Rahman. S. (2006) Dirofilaria immitis infection in dog.
J. Vet. Parasitol., 20: 167-169.
References 17. Bhattacharjee, K. and Sarmah, P.C. (2013) Prevalence of
1. Inci, A., Yazar, S., Tunchilek, A.S., Canhilal, R., haemoparasites in pet, working and stray dogs of Assam
Doganay, M., Aydin, L., Aktas, M., Vatansever, Z., and North-East India: A hospital based study. Vet. World,
Ozdarendeli, A., Ozbel, Y., Yildirim, A. and Duzlu, O. 6(11): 874-878.
(2013) Vectors and vector-borne diseases in turkey. Ankara. 18. Badhe, B.P. and Sane, S.Y. (1989) Human pulmonary diro-
Univ. Vet. Fak., 60: 281-296. filariasis in India: a case report. J. Trop. Med. Hyg., 92(6):
2. Leschnik, M., Lowenstein, M., Edelhofer, R. and Kirtz, G. 425-426.
(2008) Imported non-endemic arthropod borne and par- 19. Montoya-Alonso, J.A., Mellado, 1., Carreton, E., Cabera-
asitic infectious diseases in Austrian dogs. Wien. Klin. Pedrero, E.D., Morchon, R. and Simon, F. (2010) Canine
Wochenschr., 120(19-20 Suppl 4): 59-62. dirofilariasis caused by Dirofilaria immitis is a risk factor
3. Gotsch, S., Leschnik, M., Duscher, G., Burgstaller, J.P., for the human population on the island of Gran Canaria,
Wille-Piazzai, W. and Joachim, A. (2009) Ticks and haemo- Canary Islands, Spain. Parasitol. Res., 107(5): 1265-1269.
parasites of dogs from Praia, Cape Verde. Vet. Parasitol., 20. Simon, F., Siles-Lucas, M., Morchon, R., Gonzalez, Mignel.,
166(1-2): 171-174. Mellado, 1., Carreton, E. and Montoya-Alonso, J.A. (2010)
4, Chandrashekar, R., Daniluk, D., Moffitt, S., Lorentzen, Human and animal dirofilariasis: The emergence of a zoo-
L. and Williams, J. (2008) Serologic diagnosis of canine notic mosaic. Clin. Microbiol. Rev., 25(3): 507-544.
*hkkkhkhkhkikk

Veterinary World, EISSN: 2231-0916

667



