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 Leptospirosis, caused by pathogenic spirochetes 
belonging to the genus Leptospira, isglobally recognized 
reemerging zoonosis impacting human and animal health. 
Pathogenic Leptospira interrogans complex has over 24 
serogroups and more than 300 serovars based on the 
expression of surface exposed lipopolysaccharides. The 
disease represents major threat to health of animals like 
dogs, cattle, buffaloes, swine, horses, sheep and goats etc. 
and infection runs in different forms like acute, subacute or 
chronic which can have major impact on health resulting in 
significant economic losses (Perez et al., 2020). 
Leptospirosis is reported to be endemic in several parts of 
India such as Kerala, Gujarat, Maharastra, Tamil Nadu, 
Karnataka, Pondicherry and Andamans (Shekatkar et al., 
2010). The disease has been one of the underreported 
diseases in India.

 Direct contact with infected urine, tissue from 
infected animals, or coming into contact with water or soil 
that has previously been contaminated by urine can all 
result in leptospirosis in humans or animals (Adler and de 
la Peña Moctezuma, 2010). Among goats leptospirosis is 
exhibited as the subclinical and silent chronic form which 
can lead to reproductive abnormalities like reduced 
fertility, abortion and stillbirths in affected animals. It also 
affects milk production of animal and all these factors lead 
to significant economic losses (Lilenbaum et al., 2008). 
Infected animals shed leptospires and this contaminates 
the environment which acts as a continuous source of 
infection to others (Vihol et al., 2017). Because of lack of 

specific clinical signs, laboratory confirmation of disease 
is necessary for diagnosis. Laboratory diagnosis includes 
use of indirect methods like microscopic agglutination 
test, ELISA etc. and/or direct methods like bacterial 
culture, immunoûuorescence assays (IFAs). The MAT or 
other serological approaches are little challenging and 
complicated by means of its time-consuming nature, live 
culture maintenance and contamination issues. Isolation or 
culture of bacteria for clinical diagnosis may not be 
suitable as it is difficult to isolate organism because of very 

slow growth (13 weeks) and high rate of contamination 

(Perez et al., 2020). So now days molecular methods like 
PCR, isothermal amplification and quantitative real time 
PCR have caught the attention of many laboratories or 
researchers being simple, effective and inexpensive 
diagnostic methods. These assays may be used for 
detection of leptospiral DNA from samples like urine, 
blood, serum, semen, and aborted fetus (Fornazari et al., 
2012; Miotto et al., 2018; Perez et al., 2020) and reported 
to be useful as the most important methods for the 
diagnosis of leptospirosis in animals (Di Azevedo and 
Lilenbaum, 2020).The real time PCR assay can detect the 
desired nucleic acid as well as it also can quantify the load 
of organism.

 For the diagnosis of Leptospira infection, several 
real-time PCR techniques that amplify various target 
sequences have been established (Smythe et al., 2002; 
Levett et al., 2005; Stoddard et al., 2009; Villumsen et al., 
2012). The most often used target for Leptospira detection 
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is the lipL32 gene of pathogenic Leptospira spp., which 
encodes an outer membrane lipoprotein absent in 
nonpathogenic species and possibly involved in virulence 
(Naddaf et al., 2020). Real-time PCR tests for the detection 
of pathogenic Leptospira species are widely in use 
presently as it is faster than conventional PCR, however 
there aren’t many methods that have been successfully 
documented for the analysis of urine samples. This study 
depict the real-time PCR assay using LipL32 gene target 
for the rapid detection of pathogenic Leptospira species in 
goat urine samples.

MATERIALS AND METHODS

Real time assay design

 The standard curve method was used for development 
of the quantitative real-time PCR (qPCR) assay to detect 
and quantify the pathogenic leptospires from urine samples.

Standards for Leptospira organism

 The standard curve method was used to determine 
the absolute target quantity of pathogenic leptospires. In 
this study quantitative standards of Leptospira spp. 
genomic DNA were prepared. For preparation of 
standards, the genomic DNA was extracted using 
commercial kit (DNeasy® Blood and Tissue kit, Cat. No. 
69504, QIAGEN, Germany) as per the manufacturer’s 
instructions from culture of L. interrogans serogroup 
Icterohaemorrhagiae serovar Icterohaemorrhagiae strain 
RGA. This strain was received from Regional Medical 
Research Centre (Indian Council of Medical Research), 
WHO Collaborating Centre for Diagnosis, Reference, 
Research & Training in Leptospirosis, Port Blair 744 101, 
Andaman & Nicobar Islands. Concentration of extracted 
DNA was measured by Nanodrop UV spectrophotometer 
(Thermo Fisher Scientific Inc.). Concentration of 

extracted DNA was 5.9 ng/l. Numbers of genomes were 

calculated assuming a Leptospira spp. genome size of 4.63 
Mb using the web tool http://www.uri.edu/research/gsc/ 
resources/cndna.html. It was converted to number of 
copies or Genome equivalent. Five serial dilutions i.e. 1:10 

6
of the gDNA (Genome equivalent 1.17×10 /l) were made 

in nuclease free water and were used for standard curve 
analysis. The same gDNA was used as positive control.

Primers

 The gene LipL32 sequence of Leptospira 
interrogans serogroup Icterohaemorrhagiae serovar 
Copenhageni strain Fiocruz L1-130 was used to 
commercially synthesize the primers (eurofinsmwg/ 
operon, Bangalore, India). For primer design Primer3 
software (http://frodo.wi.mit.edu/) was used and the 
specificity was checked by NCBI blast programme 

(http://www.ncbi.nlm.nih.gov/BLAST/). The forward 
primer LipL32-F (5'-GGACGGTTTAGTCGATGGAA-
3') and reverse primer LipL32-R (5'-GCATAATCGC 
CGACATTCTT-3') were used. The LipL32 gene specific 
fragment of size of 227bp was amplified.

Real time assay:

 Real-time PCR assay was performed in final 

reaction volume of 20 l using optical 96 well plates 

(Applied Biosystems) in 7500 Real Time PCR instrument 
(Applied Biosystem, USA). This assay was based on 
SYBR Green I chemistry. In this assay each reaction 

volume was made up of the 1.0 l each forward and reverse 

primer solutions (10 pmol/l), 10.0 l 2X QuantiFast® 

SYBR® Green PCR master mix solution (Cat. No. 
204054, Qiagen, containing Hot Start Taq DNA 
polymerase, SYBR green PCR buffer, dNTPs, SYBR 

green I, ROX-passive reference dye), 5.0 l RNase Free 

Fig. 1. Real time PCR amplification graph for Leptospira organism in 
SYBR green chemistry

Fig. 2. Real time PCR melt curve graph of pathogenic Leptospira after 
real-time amplification with LipL 32 gene specific primers
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trus synchronizathod that synchronizes ovulations is 
named briefly as “Ovsynch” (Pursley et al., 1995). The 
study was aimed to evaluate the efficacy of different 
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Fig. 1. Dead male foal with fetal membrane after delivery
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 In tropical countries like India ticks and tick-borne 
diseases, especially bovine theleriosis, babesiosis and 
anaplasmosis, can cause sudden death of severely infected 
animals. The cattle tick Rhipicephalus (Boophilus) 
microplus is a significant vector of these deadly diseases 
(Ghosh et al., 2015). The most common method for 
controlling tick infestation is to treat the host with synthetic 
acaricides like Arsenic trioxide, organochlorines, 
organophosphates, carbamates, amidines, pyrethroids and 
ivermectins etc.  which kill the associated larvae, nymphs, 
and adults. Although this has limitations due to wide 
spread environmental pollution, increased risk of 
insecticide residue, quick development of resistance and 
parasite reoccurrence (Picinin et al., 2017).

 It has been reported that the topical treatment of 
animals with herbal acaricidal formulations is safe and less 
toxic as compared to synthetic agents (Chen et al., 2019). 
In response to the insecticides residue problems, many 
researchers attempted to develop bioint, acaricidal, and 
larvicidal and which in particular acts against Rhipicephalus 
microplus (Martins, 2006). The main objective of the 
present study was to observe the effect of Citronella oil on 
tick infested cattle on the basis of improvement in 
haemato-biochemical attributes, management of clinical 
manifestations and reduction in tick count.al Dairy Farm 
for providing infrastructure and necessary facilities to 
conduct the research.
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 Perianal region of the dog is frequently affected with 
three types of glandular tumours; apocrine gland tumour of 
anal sacs, circumanal, perianal or hepatoid tumours and 
anal gland tumours. The incidence of perianal adenoma is 
about 9-18% of all skin tumors and accounts for the third 
most prevalent tumour in male dogs (Bray, 2011).  The 
most commonly affected breeds are Cocker Spaniel, 
Pekingese, Beagle, Siberian husky, Bulldog and Samoyed 
(Turek and Withrow, 2007). There can be reduction in re-
occurence up to 95% of adenomas and hyperplasia cases 
after castration at the time of surgical excision (Brodzki et 
al., 2021). The present study reports the occurrence of 
perianal adenoma in intact Rottweiler and non-descript 
dog and their surgical management.

 An eight years old non-descript intact male dog 
weighing 8 kg and a five years old intact Rottweiler dog, 
weighing 22 kg were brought with history of growth in the 
perianal region since last five months and two months, 
respectively. The dogs had the history of constant straining, 
licking and scooting in the perineal region. The mass was 
reported to have increased gradually from initial peanut 
size. On clinical examination, the dogs were apparently 
healthy with slightly pale mucous membrane but all vital 
parameters were within normal range. Hematology revealed 
relative neutrophillia and anemia. Palpation of perianal 
growth in Rottweiler revealed sessile, circumscribed mass 
of 2 cm in diameter (Fig. 1A) whereas in non-descript it 
was firm in consistency, encapsulated and round mass of 
7cm in diameter (Fig. 1B) on the lateral side of the anus. 
Chest radiography was negative for metastasis.

 The dogs were anaesthetized with balanced 
anaesthetic protocol with pre-medication using atropine @ 

SUMMARY

 An eight and five years old intact male dogs presented with the history of straining, licking and scooting in the perianal region since five and 
two month, respectively. Clinical examination revealed a circumscribed mass of 2 cm diameter in the Rottweiler dog and 7 cm in the non-descript dog 
in the perianal region. Haemato-biochemical parameters showed relative neutrophillia and anemia whereas survey radiography of lateral thorax 
revealed no metastasis. Surgical resection of the mass was done under general anesthesia. Histopathology revealed the growths as perianal adenoma. 
There was no reocurrence on three months follow up in both the dogs.
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0.04 mg/kg IM and Midazolam @ 0.2 mg/kg IM. Induction 
was done with propofol @ 4 mg/kg IV. Maintenance of 
anaesthesia was done with Isoflurane @ 1-2% with oxygen 
with flow rate of 50 ml/kg. The surgical site was prepared 
aseptically and an anal plug was placed to prevent intra-
operative contamination. A circular incision was made 
around the tumor mass and fascia was separated in both the 
cases. Tumorous masses were resected and blood vessels 
were ligated using polyglactin 910 no. 1-0 (Fig. 2). Skin 
was opposed with interrupted horizontal mattress followed 
by pre-scrotal castration.

 Resected masses were sent for histoptathology which 
revealed it to be a hepatoid gland tumor or perianal adenoma. 
There was presence of neoplastic cells arranged in cords 
pattern which resembled like hepatocytes. The neoplastic 
cells were polyhedral and centrally located ovoid, vesicular 
nucleus, centrally placed nucleoli and eosinophilic 
cytoplasm. Single cell layer thickened basloid cells were 
present in the periphery. These cords are separated by 
interlobular stroma, with abundant inflammatory cells and 
congested blood vessels (Fig. 3A-C).

 Post-operative medication with broad spectrum 
antibiotic and analgesic was done for five days in both the 

thcases. Sutures were removed on 14  day. Both the dogs 
showed uneventfully recovery. A three month post-operative 
follow up revealed no reocurrence in both the cases.

 Hepatoid gland tumor/Perianal adenoma is slow-
growing benign tumour that develops from sebaceous 
gland cells in the perianal region. Petterino et al. (2004) 
stated that testosterone stimulates the tumorous cells. 
Castration was done to prevent the reocurrence in both the 
cases. The size of the mass may shrink after one or two 
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Fig. 1. Photograph showing small (A) and large (B) round growth/mass in perianal region

Fig. 2. Photograph showing surgical excision of round mass

Fig. 3. Photomicrograph showing presence of neoplastic cells arranged in cords pattern which resembled like hepatocytes. The neoplastic cells were 
polyhedral and centrally located ovoid, vesicular nucleus, centrally placed nucleoli and eosinophilic cytoplasm.

months of castration due to low level of testosterone 
making its removal easy (Hayes and Wilson, 2008). The 
growth might appear as single, numerous masses, diffuse, 
relatively flat sheets of sebaceous tumour cells, or any 
combination of these (Shelley, 2002). Although benign 
lesions are rarely adherent to surrounding structures, they 
may ulcerate and become infected (Jakab et al., 2009). 
Faecal incontinence may be seen postoperatively if tumour 
occupies more than half of circumference of anal sphincter 
(Goldschmidt and Shofer, 2004). No such complication 
was seen in both of the operated cases in the present study 
till three months of follow up. The tumours could be 
removed using cryotherapy if size is small (Liska and 
Withrow, 1978). Hepatoid adenoma and epithelioma can 
also be removed effectively using electro-chemotherapy 
with an overall success rate of 93.9% (Tozon et al., 2010). 

Perianal adenomas have excellent prognosis if surgically 
removed, however, their malignant equivalent has a worse 
prognosis due to problems with local reocurrence and 

possible metastasis (Morris and Dobson, 2001).
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 Saliva is the first biological medium to confront 
external materials that are taken into the body as food. 
Thus, it serves as the first line of oral defence (Elewa et al., 
2010). These secretions have an important role in 
moistening the food stuffs, lubricating the upper digestive 
tube and protecting the lining cells of the mucosa against 
the injury. It also controls the bacterial flora by secreting 
lysozymes (Featherstone,  2000)  and contains 
lactoperoxidase and Immunoglobulin-A which serve as a 
salivary antimicrobial system (Cunningham, 2002). 
Saliva, which is so important, is secreted from major and 
minor salivary glands. The smaller of these glands situated 
within the oral mucous membrane and were grouped as 
minor salivary glands. These are named according to their 
location, as lingual, labial, buccal and palatine glands 
located in the tongue, lips, cheek and palate, respectively 
(Arthur et al., 1999). This wide distribution of the minor 
salivary glands is advantageous for the protection of the 
oral cavity against pathogens (Sannes et al., 2002). The 
saliva was conveyed to the oral cavity through the 
excretory ducts. The literature revealed that most of the 
research work was confined to major salivary glands 
however, there is no detailed information available on 
minor salivary glands, and pig in particular. Hence, the 
goal of the present study was to describe the detailed 

topographic anatomy of minor salivary glands of pig.

MATERIALS AND METHODS

 The present study was undertaken on ten healthy 
adult pigs of local mixed breed of either sex. The heads 
were procured from local slaughter house immediately 
after decapitation and then fixed in ten per cent formalin 
solution. After four to five days of fixation, the dissection 
was performed with the aim to study the gross anatomical 
localization and distribution of buccal, labial, lingual and 
palatine glands of pig.

RESULTS AND DISCUSSION

Buccal glands: The buccal glands in pig were observed in 
the cheek region and they were arranged in two rows viz., 
dorsal and ventral groups. The dorsal buccal gland was 
light yellowish in colour and located along the alveolar 
border of maxilla and was extended up to the angle of the 
mouth (Fig. 1). Laterally, it was covered by buccinator, 
masseter, zygomatic muscles, and fascia and skin of that 
region while medially, the gland was blended with the 
buccal mucosa. It had a rostral part and a caudal part. The 
rostral part was located in front of transverse facial artery, 
vein and dorsal buccal nerve. The glandular tissue was in 
the form of oval lobes of half an inch in diameter and each 
lobe had its own duct. The ventral buccal gland was a 
distinct yellow coloured compact mass and was located on 

ABSTRACT

 The present study was aimed at elucidating the topographic anatomy of minor salivary glands viz., buccal, labial, lingual and palatine of ten 
healthy adult pigs of local mixed breed of either sex. The heads were procured from local slaughter house immediately after decapitation and then 
fixed in ten per cent formalin solution to study the gross anatomical localization and distribution of glands. The buccal glands were found in the cheek 
region and were arranged in two rows as dorsal and ventral groups. The light yellowish coloured dorsal buccal gland was located along the maxillary-
alveolar border and extended up to the angle of the mouth. It was covered laterally by buccinator, masseter and zygomatic muscles, fascia and skin of 
that region while medially, the gland was blended with the buccal mucosa. The ventral buccal gland was located on the lateral aspect of horizontal 
ramus of mandible, dorsal to ventral buccal nerve and ventral to buccinator nerve and inferior labial vein and covered superficially by inferior part of 
buccinator and depressor mandibularis muscles. The labial glands were distributed in the superior, inferior and commissural portions of the lips and 
were placed under the skin rostral to the insertion of the zygomaticus muscle embedded in the orbicularis oris muscle. These glands extended between 
the superior labial artery and inferior labial vein along the angle of mouth. The lingual glands were situated in the root of tongue, dorsal surface of 
body of tongue and vicinity of the circumvallate papillae. The tissues for the palatine glands were collected from the ridged portion of the hard palate 
and also from the oropharyngeal region of soft palate.
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Fig. 1. Photograph of dissected head of pig showing the distribution of 
buccal and labial glands. (DBG: Dorsal buccal glands; VBG: 
Ventral buccal glands; SLG: Superior labial glands; ILG: 
Inferior labial glands; CLG: Commissural labial glands)

Fig. 2. Photograph of oral cavity of pig showing the distribution of 
lingual glands. (R: Root of tongue; Arrow: Circumvallate 
papillae; *: Different regions of body of tongue)

Fig. 3. Photograph of oral cavity of pig showing the distribution of 
palatine glands. (S: Soft palate; *: Different regions of hard palate)

surface of body of tongue and vicinity of the circumvallate 
papillae. The palatine glands were absent in ridged portion 
of hard palate and present at the oropharyngeal region of 
the soft palate.
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Palatine glands: The tissues for the study of palatine 
glands were collected from the hard palate (rostral, middle 
and caudal portions) and also from oropharyngeal region 
of the soft palate (Fig. 3). Similar findings were reported 
by Eurell and Frappier (2006) which showed the presence 
of branched tubuloacinar mucous glands in the caudal part 
of the hard palate in domestic animals except in the pigs. 
The palatine glands were earlier reported by Abbas et al. 
(2020) histologically, which showed that the mucous 
glands were embedded in the submucosal layer of the soft 
palate in cat. However, Nabipour (2011) stated that the 
palatine glands of camel were located in the caudal part of 
the hard palate and in the entire length of the soft palate and 
the palatine gland was most numerous at the apex of the 
soft palate. On the other hand, Mohamed (2020) reported 
that the sero-mucoid glands were present in the rostral and 
caudal parts of the hard palate, as well as in the soft palate 
of domestic animals.

CONCLUSION

 It was concluded that the buccal glands in pigs were 
found in the cheek region and were arranged in two rows as 
dorsal and ventral groups. The dorsal buccal gland was 
situated along the maxillary-alveolar border and extended 
up to the angle of the mouth and was covered laterally by 
buccinator, masseter, zygomatic muscles, and fascia and 
skin of that region while medially, the gland was blended 
with the buccal mucosa whereas, the ventral buccal gland 
was located on the lateral aspect of horizontal ramus of 
mandible, between ventral buccal nerve (dorsally) and 
buccinator nerve (ventrally) and inferior labial vein. The 
labial glands were distributed in the superior, inferior and 
commissural portions of the lips and were placed under the 
skin rostral to the insertion of the zygomaticus muscle. The 
lingual glands were placed at the root of tongue, dorsal 

the lateral aspect of horizontal ramus of mandible, between 
ventral buccal nerve (dorsally) and buccinator nerve 
(ventrally) and the inferior labial vein (Fig. 1). It was 
covered superficially by inferior part of buccinator and 
depressor mandibularis muscles. The ducts of the buccal 
glands opened between the non-papillary parts of the 
buccal wall. These findings were in agreement with the 
observations of Narasimhan et al. (2000) in goat. However, 
it was in contrary to the findings of Habel (2002) that 
described the buccal glands in cattle were arranged as 
dorsal and ventral groups with a few scattered lobes 
forming an intermediate layer. The dorsal row extended on 
the maxilla, major part under the cover of the masseter 
muscle and few lobules under buccinator muscle up to the 
angle of the mouth. The ventral groups were brown in 
colour and present on the mandible under the depressor 
mandibular muscle. Intermediate group placed under the 
buccinator and extended backwards from the angle of the 
mouth. On the other hand, Bradley (2004) noticed that in 
the dog that the buccal glands were arranged in two rows.

 The buccal glands were present as a series of 
glandular structures which were divided into dorsal and 
ventral groups in sheep. The former was situated at the 
maxillary alveolar border along the buccinator and was 
covered superficially by the cutaneous fascia and zygomatic 
muscle. It was arranged as thin rostral part across which 
transverse facial artery, vein and dorsal buccal nerve pass 
and a thick caudal part with compact lobulated tissue in the 
angle b/w the maxillary tuberosity and buccinator vein 
under the cover of masseter muscle. The ventral buccal 
gland located on the mandible under the cover of the 
depressor mandibular muscle was elongated and thin. The 
ducts of the dorsal and ventral buccal glands opened 
between the papillae within the vestibule of the mouth 
(May, 2004). However, Ayyangar and Alur (2007) reported 
that the buccal glands in ox were arranged in three rows. 
Dorsal row consisted of yellowish lobules which extended 
from the angle of the mouth between zygomaticus and the 
buccinator to the maxillary tuberosity. The middle row 
consisted of scattered yellowish lobules and was placed 
mostly on the deep face of the buccinator. The ventral row 
occurred as brownish lobules arranged from the angle of 
the mouth to a short distance under the masseter. These 
findings were in fully agreement with those of Saxena and 
Gupta (2007) which reported that the buccal glands of goat 
were arranged in dorsal, middle and ventral rows. The 
zygomatic gland in dog represented the posterior 
condensation of unilobulated dorsal buccal glands of other 
mammals (Miller, 2009). However, Getty (2012) observed 
that the buccal glands of horse were arranged in two rows, 
the superior row was placed on the outer surface of the 

buccinator, while the inferior ones in the submucous tissue 
at the lower border of the buccinator. The buccal glands of 
sheep were arranged in three rows i.e., dorsal, middle and 
ventral as reported by Singh et al., 2011.

Labial glands: The labial glands of pig were distributed in 
the superior, inferior and commissural portions of the lips. 
The commissural labial glands were found distributed 
around the commissure of the lips on either side (Fig. 1). 
The labial glands were placed under the skin rostral to the 
insertion of the zygomaticus muscle embedded in the 
orbicularis oris muscle. These glands extended between 
the superior labial artery and inferior labial vein along the 
angle of mouth. Similarly, Ayyangar and Alur (2007) 
described the presence of labial glands in ox between the 
mucous membrane and the muscles of the lip. Their ducts 
opened in the mucous membrane. The superior labial 
glands of sheep were distributed in two zones viz. external 
and rostral (nasolabial) zones. The labial gland of external 
zone continued rostrally from the commissural labial 
glands distributed under the skin and orbicularis oris 
muscle over the mucosa. The rostral zone of superior labial 
gland was comprised of globular aggregations of the 
glandular lobes, which were wider at the philtrum but 
narrower towards the commissure. The inferior labial 
glands were the continuation of the commissural labial 
glands into the inferior labium between the mucosa and 
orbicularis oris muscle internally and the skin externally. 
Bevelander (2000) found small serous and mucous 
glandular structures in the lips of humans and their 
secretions passed through short ducts into vestibule. The 
labial glands of goat were grouped as commissural, 
superior and inferior glands as reported by Saxena and 
Gupta (2007). In sheep, the labial glands were present as 
commissural, dorsal and ventral labial glands (Singh et al., 
2014) which are in accordance with the present findings.

Lingual glands: The lingual glands of pig were observed 
in the root of tongue, dorsal surface of body of tongue and 
vicinity of the circumvallate papillae. However, the glands 
were absent in the tip region. These findings were in fully 
agreement with the findings of Bourne (1993) in goat, 
which reported the presence of lingual glands in the deeper 
portion of the corium of the tongue and among its muscle 
bundles. Their ducts opened on its epithelial surface 
between papillae. These glands were not abundant at the 
base of the organ and found along its margin extending up 
to the tip. Ebner’s glands were present below the 
circumvallate papillae. The presence of lingual glands 
were reported histologically by Prakash and Rao (2000) in 
Indian buffalo, Kadhim et al. (2014) in the black francolin, 
Javad et al. (2016) in the Persian squirrel and Kuru et al. 
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 Leptospirosis, caused by pathogenic spirochetes 
belonging to the genus Leptospira, isglobally recognized 
reemerging zoonosis impacting human and animal health. 
Pathogenic Leptospira interrogans complex has over 24 
serogroups and more than 300 serovars based on the 
expression of surface exposed lipopolysaccharides. The 
disease represents major threat to health of animals like 
dogs, cattle, buffaloes, swine, horses, sheep and goats etc. 
and infection runs in different forms like acute, subacute or 
chronic which can have major impact on health resulting in 
significant economic losses (Perez et al., 2020). 
Leptospirosis is reported to be endemic in several parts of 
India such as Kerala, Gujarat, Maharastra, Tamil Nadu, 
Karnataka, Pondicherry and Andamans (Shekatkar et al., 
2010). The disease has been one of the underreported 
diseases in India.

 Direct contact with infected urine, tissue from 
infected animals, or coming into contact with water or soil 
that has previously been contaminated by urine can all 
result in leptospirosis in humans or animals (Adler and de 
la Peña Moctezuma, 2010). Among goats leptospirosis is 
exhibited as the subclinical and silent chronic form which 
can lead to reproductive abnormalities like reduced 
fertility, abortion and stillbirths in affected animals. It also 
affects milk production of animal and all these factors lead 
to significant economic losses (Lilenbaum et al., 2008). 
Infected animals shed leptospires and this contaminates 
the environment which acts as a continuous source of 
infection to others (Vihol et al., 2017). Because of lack of 

specific clinical signs, laboratory confirmation of disease 
is necessary for diagnosis. Laboratory diagnosis includes 
use of indirect methods like microscopic agglutination 
test, ELISA etc. and/or direct methods like bacterial 
culture, immunoûuorescence assays (IFAs). The MAT or 
other serological approaches are little challenging and 
complicated by means of its time-consuming nature, live 
culture maintenance and contamination issues. Isolation or 
culture of bacteria for clinical diagnosis may not be 
suitable as it is difficult to isolate organism because of very 

slow growth (13 weeks) and high rate of contamination 

(Perez et al., 2020). So now days molecular methods like 
PCR, isothermal amplification and quantitative real time 
PCR have caught the attention of many laboratories or 
researchers being simple, effective and inexpensive 
diagnostic methods. These assays may be used for 
detection of leptospiral DNA from samples like urine, 
blood, serum, semen, and aborted fetus (Fornazari et al., 
2012; Miotto et al., 2018; Perez et al., 2020) and reported 
to be useful as the most important methods for the 
diagnosis of leptospirosis in animals (Di Azevedo and 
Lilenbaum, 2020).The real time PCR assay can detect the 
desired nucleic acid as well as it also can quantify the load 
of organism.

 For the diagnosis of Leptospira infection, several 
real-time PCR techniques that amplify various target 
sequences have been established (Smythe et al., 2002; 
Levett et al., 2005; Stoddard et al., 2009; Villumsen et al., 
2012). The most often used target for Leptospira detection 
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is the lipL32 gene of pathogenic Leptospira spp., which 
encodes an outer membrane lipoprotein absent in 
nonpathogenic species and possibly involved in virulence 
(Naddaf et al., 2020). Real-time PCR tests for the detection 
of pathogenic Leptospira species are widely in use 
presently as it is faster than conventional PCR, however 
there aren’t many methods that have been successfully 
documented for the analysis of urine samples. This study 
depict the real-time PCR assay using LipL32 gene target 
for the rapid detection of pathogenic Leptospira species in 
goat urine samples.

MATERIALS AND METHODS

Real time assay design

 The standard curve method was used for development 
of the quantitative real-time PCR (qPCR) assay to detect 
and quantify the pathogenic leptospires from urine samples.

Standards for Leptospira organism

 The standard curve method was used to determine 
the absolute target quantity of pathogenic leptospires. In 
this study quantitative standards of Leptospira spp. 
genomic DNA were prepared. For preparation of 
standards, the genomic DNA was extracted using 
commercial kit (DNeasy® Blood and Tissue kit, Cat. No. 
69504, QIAGEN, Germany) as per the manufacturer’s 
instructions from culture of L. interrogans serogroup 
Icterohaemorrhagiae serovar Icterohaemorrhagiae strain 
RGA. This strain was received from Regional Medical 
Research Centre (Indian Council of Medical Research), 
WHO Collaborating Centre for Diagnosis, Reference, 
Research & Training in Leptospirosis, Port Blair 744 101, 
Andaman & Nicobar Islands. Concentration of extracted 
DNA was measured by Nanodrop UV spectrophotometer 
(Thermo Fisher Scientific Inc.). Concentration of 

extracted DNA was 5.9 ng/l. Numbers of genomes were 

calculated assuming a Leptospira spp. genome size of 4.63 
Mb using the web tool http://www.uri.edu/research/gsc/ 
resources/cndna.html. It was converted to number of 
copies or Genome equivalent. Five serial dilutions i.e. 1:10 

6
of the gDNA (Genome equivalent 1.17×10 /l) were made 

in nuclease free water and were used for standard curve 
analysis. The same gDNA was used as positive control.

Primers

 The gene LipL32 sequence of Leptospira 
interrogans serogroup Icterohaemorrhagiae serovar 
Copenhageni strain Fiocruz L1-130 was used to 
commercially synthesize the primers (eurofinsmwg/ 
operon, Bangalore, India). For primer design Primer3 
software (http://frodo.wi.mit.edu/) was used and the 
specificity was checked by NCBI blast programme 

(http://www.ncbi.nlm.nih.gov/BLAST/). The forward 
primer LipL32-F (5'-GGACGGTTTAGTCGATGGAA-
3') and reverse primer LipL32-R (5'-GCATAATCGC 
CGACATTCTT-3') were used. The LipL32 gene specific 
fragment of size of 227bp was amplified.

Real time assay:

 Real-time PCR assay was performed in final 

reaction volume of 20 l using optical 96 well plates 

(Applied Biosystems) in 7500 Real Time PCR instrument 
(Applied Biosystem, USA). This assay was based on 
SYBR Green I chemistry. In this assay each reaction 

volume was made up of the 1.0 l each forward and reverse 

primer solutions (10 pmol/l), 10.0 l 2X QuantiFast® 

SYBR® Green PCR master mix solution (Cat. No. 
204054, Qiagen, containing Hot Start Taq DNA 
polymerase, SYBR green PCR buffer, dNTPs, SYBR 

green I, ROX-passive reference dye), 5.0 l RNase Free 

Fig. 1. Real time PCR amplification graph for Leptospira organism in 
SYBR green chemistry

Fig. 2. Real time PCR melt curve graph of pathogenic Leptospira after 
real-time amplification with LipL 32 gene specific primers
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Fig. 1. Dead male foal with fetal membrane after delivery
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 In tropical countries like India ticks and tick-borne 
diseases, especially bovine theleriosis, babesiosis and 
anaplasmosis, can cause sudden death of severely infected 
animals. The cattle tick Rhipicephalus (Boophilus) 
microplus is a significant vector of these deadly diseases 
(Ghosh et al., 2015). The most common method for 
controlling tick infestation is to treat the host with synthetic 
acaricides like Arsenic trioxide, organochlorines, 
organophosphates, carbamates, amidines, pyrethroids and 
ivermectins etc.  which kill the associated larvae, nymphs, 
and adults. Although this has limitations due to wide 
spread environmental pollution, increased risk of 
insecticide residue, quick development of resistance and 
parasite reoccurrence (Picinin et al., 2017).

 It has been reported that the topical treatment of 
animals with herbal acaricidal formulations is safe and less 
toxic as compared to synthetic agents (Chen et al., 2019). 
In response to the insecticides residue problems, many 
researchers attempted to develop bioint, acaricidal, and 
larvicidal and which in particular acts against Rhipicephalus 
microplus (Martins, 2006). The main objective of the 
present study was to observe the effect of Citronella oil on 
tick infested cattle on the basis of improvement in 
haemato-biochemical attributes, management of clinical 
manifestations and reduction in tick count.al Dairy Farm 
for providing infrastructure and necessary facilities to 
conduct the research.
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 Perianal region of the dog is frequently affected with 
three types of glandular tumours; apocrine gland tumour of 
anal sacs, circumanal, perianal or hepatoid tumours and 
anal gland tumours. The incidence of perianal adenoma is 
about 9-18% of all skin tumors and accounts for the third 
most prevalent tumour in male dogs (Bray, 2011).  The 
most commonly affected breeds are Cocker Spaniel, 
Pekingese, Beagle, Siberian husky, Bulldog and Samoyed 
(Turek and Withrow, 2007). There can be reduction in re-
occurence up to 95% of adenomas and hyperplasia cases 
after castration at the time of surgical excision (Brodzki et 
al., 2021). The present study reports the occurrence of 
perianal adenoma in intact Rottweiler and non-descript 
dog and their surgical management.

 An eight years old non-descript intact male dog 
weighing 8 kg and a five years old intact Rottweiler dog, 
weighing 22 kg were brought with history of growth in the 
perianal region since last five months and two months, 
respectively. The dogs had the history of constant straining, 
licking and scooting in the perineal region. The mass was 
reported to have increased gradually from initial peanut 
size. On clinical examination, the dogs were apparently 
healthy with slightly pale mucous membrane but all vital 
parameters were within normal range. Hematology revealed 
relative neutrophillia and anemia. Palpation of perianal 
growth in Rottweiler revealed sessile, circumscribed mass 
of 2 cm in diameter (Fig. 1A) whereas in non-descript it 
was firm in consistency, encapsulated and round mass of 
7cm in diameter (Fig. 1B) on the lateral side of the anus. 
Chest radiography was negative for metastasis.

 The dogs were anaesthetized with balanced 
anaesthetic protocol with pre-medication using atropine @ 

SUMMARY

 An eight and five years old intact male dogs presented with the history of straining, licking and scooting in the perianal region since five and 
two month, respectively. Clinical examination revealed a circumscribed mass of 2 cm diameter in the Rottweiler dog and 7 cm in the non-descript dog 
in the perianal region. Haemato-biochemical parameters showed relative neutrophillia and anemia whereas survey radiography of lateral thorax 
revealed no metastasis. Surgical resection of the mass was done under general anesthesia. Histopathology revealed the growths as perianal adenoma. 
There was no reocurrence on three months follow up in both the dogs.

Keywords: Dog, Perianal adenoma, Surgical management
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0.04 mg/kg IM and Midazolam @ 0.2 mg/kg IM. Induction 
was done with propofol @ 4 mg/kg IV. Maintenance of 
anaesthesia was done with Isoflurane @ 1-2% with oxygen 
with flow rate of 50 ml/kg. The surgical site was prepared 
aseptically and an anal plug was placed to prevent intra-
operative contamination. A circular incision was made 
around the tumor mass and fascia was separated in both the 
cases. Tumorous masses were resected and blood vessels 
were ligated using polyglactin 910 no. 1-0 (Fig. 2). Skin 
was opposed with interrupted horizontal mattress followed 
by pre-scrotal castration.

 Resected masses were sent for histoptathology which 
revealed it to be a hepatoid gland tumor or perianal adenoma. 
There was presence of neoplastic cells arranged in cords 
pattern which resembled like hepatocytes. The neoplastic 
cells were polyhedral and centrally located ovoid, vesicular 
nucleus, centrally placed nucleoli and eosinophilic 
cytoplasm. Single cell layer thickened basloid cells were 
present in the periphery. These cords are separated by 
interlobular stroma, with abundant inflammatory cells and 
congested blood vessels (Fig. 3A-C).

 Post-operative medication with broad spectrum 
antibiotic and analgesic was done for five days in both the 

thcases. Sutures were removed on 14  day. Both the dogs 
showed uneventfully recovery. A three month post-operative 
follow up revealed no reocurrence in both the cases.

 Hepatoid gland tumor/Perianal adenoma is slow-
growing benign tumour that develops from sebaceous 
gland cells in the perianal region. Petterino et al. (2004) 
stated that testosterone stimulates the tumorous cells. 
Castration was done to prevent the reocurrence in both the 
cases. The size of the mass may shrink after one or two 
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Fig. 1. Photograph showing small (A) and large (B) round growth/mass in perianal region

Fig. 2. Photograph showing surgical excision of round mass

Fig. 3. Photomicrograph showing presence of neoplastic cells arranged in cords pattern which resembled like hepatocytes. The neoplastic cells were 
polyhedral and centrally located ovoid, vesicular nucleus, centrally placed nucleoli and eosinophilic cytoplasm.

months of castration due to low level of testosterone 
making its removal easy (Hayes and Wilson, 2008). The 
growth might appear as single, numerous masses, diffuse, 
relatively flat sheets of sebaceous tumour cells, or any 
combination of these (Shelley, 2002). Although benign 
lesions are rarely adherent to surrounding structures, they 
may ulcerate and become infected (Jakab et al., 2009). 
Faecal incontinence may be seen postoperatively if tumour 
occupies more than half of circumference of anal sphincter 
(Goldschmidt and Shofer, 2004). No such complication 
was seen in both of the operated cases in the present study 
till three months of follow up. The tumours could be 
removed using cryotherapy if size is small (Liska and 
Withrow, 1978). Hepatoid adenoma and epithelioma can 
also be removed effectively using electro-chemotherapy 
with an overall success rate of 93.9% (Tozon et al., 2010). 

Perianal adenomas have excellent prognosis if surgically 
removed, however, their malignant equivalent has a worse 
prognosis due to problems with local reocurrence and 

possible metastasis (Morris and Dobson, 2001).
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 Saliva is the first biological medium to confront 
external materials that are taken into the body as food. 
Thus, it serves as the first line of oral defence (Elewa et al., 
2010). These secretions have an important role in 
moistening the food stuffs, lubricating the upper digestive 
tube and protecting the lining cells of the mucosa against 
the injury. It also controls the bacterial flora by secreting 
lysozymes (Featherstone,  2000)  and contains 
lactoperoxidase and Immunoglobulin-A which serve as a 
salivary antimicrobial system (Cunningham, 2002). 
Saliva, which is so important, is secreted from major and 
minor salivary glands. The smaller of these glands situated 
within the oral mucous membrane and were grouped as 
minor salivary glands. These are named according to their 
location, as lingual, labial, buccal and palatine glands 
located in the tongue, lips, cheek and palate, respectively 
(Arthur et al., 1999). This wide distribution of the minor 
salivary glands is advantageous for the protection of the 
oral cavity against pathogens (Sannes et al., 2002). The 
saliva was conveyed to the oral cavity through the 
excretory ducts. The literature revealed that most of the 
research work was confined to major salivary glands 
however, there is no detailed information available on 
minor salivary glands, and pig in particular. Hence, the 
goal of the present study was to describe the detailed 

topographic anatomy of minor salivary glands of pig.

MATERIALS AND METHODS

 The present study was undertaken on ten healthy 
adult pigs of local mixed breed of either sex. The heads 
were procured from local slaughter house immediately 
after decapitation and then fixed in ten per cent formalin 
solution. After four to five days of fixation, the dissection 
was performed with the aim to study the gross anatomical 
localization and distribution of buccal, labial, lingual and 
palatine glands of pig.

RESULTS AND DISCUSSION

Buccal glands: The buccal glands in pig were observed in 
the cheek region and they were arranged in two rows viz., 
dorsal and ventral groups. The dorsal buccal gland was 
light yellowish in colour and located along the alveolar 
border of maxilla and was extended up to the angle of the 
mouth (Fig. 1). Laterally, it was covered by buccinator, 
masseter, zygomatic muscles, and fascia and skin of that 
region while medially, the gland was blended with the 
buccal mucosa. It had a rostral part and a caudal part. The 
rostral part was located in front of transverse facial artery, 
vein and dorsal buccal nerve. The glandular tissue was in 
the form of oval lobes of half an inch in diameter and each 
lobe had its own duct. The ventral buccal gland was a 
distinct yellow coloured compact mass and was located on 

ABSTRACT

 The present study was aimed at elucidating the topographic anatomy of minor salivary glands viz., buccal, labial, lingual and palatine of ten 
healthy adult pigs of local mixed breed of either sex. The heads were procured from local slaughter house immediately after decapitation and then 
fixed in ten per cent formalin solution to study the gross anatomical localization and distribution of glands. The buccal glands were found in the cheek 
region and were arranged in two rows as dorsal and ventral groups. The light yellowish coloured dorsal buccal gland was located along the maxillary-
alveolar border and extended up to the angle of the mouth. It was covered laterally by buccinator, masseter and zygomatic muscles, fascia and skin of 
that region while medially, the gland was blended with the buccal mucosa. The ventral buccal gland was located on the lateral aspect of horizontal 
ramus of mandible, dorsal to ventral buccal nerve and ventral to buccinator nerve and inferior labial vein and covered superficially by inferior part of 
buccinator and depressor mandibularis muscles. The labial glands were distributed in the superior, inferior and commissural portions of the lips and 
were placed under the skin rostral to the insertion of the zygomaticus muscle embedded in the orbicularis oris muscle. These glands extended between 
the superior labial artery and inferior labial vein along the angle of mouth. The lingual glands were situated in the root of tongue, dorsal surface of 
body of tongue and vicinity of the circumvallate papillae. The tissues for the palatine glands were collected from the ridged portion of the hard palate 
and also from the oropharyngeal region of soft palate.
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Fig. 1. Photograph of dissected head of pig showing the distribution of 
buccal and labial glands. (DBG: Dorsal buccal glands; VBG: 
Ventral buccal glands; SLG: Superior labial glands; ILG: 
Inferior labial glands; CLG: Commissural labial glands)

Fig. 2. Photograph of oral cavity of pig showing the distribution of 
lingual glands. (R: Root of tongue; Arrow: Circumvallate 
papillae; *: Different regions of body of tongue)

Fig. 3. Photograph of oral cavity of pig showing the distribution of 
palatine glands. (S: Soft palate; *: Different regions of hard palate)

surface of body of tongue and vicinity of the circumvallate 
papillae. The palatine glands were absent in ridged portion 
of hard palate and present at the oropharyngeal region of 
the soft palate.
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Palatine glands: The tissues for the study of palatine 
glands were collected from the hard palate (rostral, middle 
and caudal portions) and also from oropharyngeal region 
of the soft palate (Fig. 3). Similar findings were reported 
by Eurell and Frappier (2006) which showed the presence 
of branched tubuloacinar mucous glands in the caudal part 
of the hard palate in domestic animals except in the pigs. 
The palatine glands were earlier reported by Abbas et al. 
(2020) histologically, which showed that the mucous 
glands were embedded in the submucosal layer of the soft 
palate in cat. However, Nabipour (2011) stated that the 
palatine glands of camel were located in the caudal part of 
the hard palate and in the entire length of the soft palate and 
the palatine gland was most numerous at the apex of the 
soft palate. On the other hand, Mohamed (2020) reported 
that the sero-mucoid glands were present in the rostral and 
caudal parts of the hard palate, as well as in the soft palate 
of domestic animals.

CONCLUSION

 It was concluded that the buccal glands in pigs were 
found in the cheek region and were arranged in two rows as 
dorsal and ventral groups. The dorsal buccal gland was 
situated along the maxillary-alveolar border and extended 
up to the angle of the mouth and was covered laterally by 
buccinator, masseter, zygomatic muscles, and fascia and 
skin of that region while medially, the gland was blended 
with the buccal mucosa whereas, the ventral buccal gland 
was located on the lateral aspect of horizontal ramus of 
mandible, between ventral buccal nerve (dorsally) and 
buccinator nerve (ventrally) and inferior labial vein. The 
labial glands were distributed in the superior, inferior and 
commissural portions of the lips and were placed under the 
skin rostral to the insertion of the zygomaticus muscle. The 
lingual glands were placed at the root of tongue, dorsal 

the lateral aspect of horizontal ramus of mandible, between 
ventral buccal nerve (dorsally) and buccinator nerve 
(ventrally) and the inferior labial vein (Fig. 1). It was 
covered superficially by inferior part of buccinator and 
depressor mandibularis muscles. The ducts of the buccal 
glands opened between the non-papillary parts of the 
buccal wall. These findings were in agreement with the 
observations of Narasimhan et al. (2000) in goat. However, 
it was in contrary to the findings of Habel (2002) that 
described the buccal glands in cattle were arranged as 
dorsal and ventral groups with a few scattered lobes 
forming an intermediate layer. The dorsal row extended on 
the maxilla, major part under the cover of the masseter 
muscle and few lobules under buccinator muscle up to the 
angle of the mouth. The ventral groups were brown in 
colour and present on the mandible under the depressor 
mandibular muscle. Intermediate group placed under the 
buccinator and extended backwards from the angle of the 
mouth. On the other hand, Bradley (2004) noticed that in 
the dog that the buccal glands were arranged in two rows.

 The buccal glands were present as a series of 
glandular structures which were divided into dorsal and 
ventral groups in sheep. The former was situated at the 
maxillary alveolar border along the buccinator and was 
covered superficially by the cutaneous fascia and zygomatic 
muscle. It was arranged as thin rostral part across which 
transverse facial artery, vein and dorsal buccal nerve pass 
and a thick caudal part with compact lobulated tissue in the 
angle b/w the maxillary tuberosity and buccinator vein 
under the cover of masseter muscle. The ventral buccal 
gland located on the mandible under the cover of the 
depressor mandibular muscle was elongated and thin. The 
ducts of the dorsal and ventral buccal glands opened 
between the papillae within the vestibule of the mouth 
(May, 2004). However, Ayyangar and Alur (2007) reported 
that the buccal glands in ox were arranged in three rows. 
Dorsal row consisted of yellowish lobules which extended 
from the angle of the mouth between zygomaticus and the 
buccinator to the maxillary tuberosity. The middle row 
consisted of scattered yellowish lobules and was placed 
mostly on the deep face of the buccinator. The ventral row 
occurred as brownish lobules arranged from the angle of 
the mouth to a short distance under the masseter. These 
findings were in fully agreement with those of Saxena and 
Gupta (2007) which reported that the buccal glands of goat 
were arranged in dorsal, middle and ventral rows. The 
zygomatic gland in dog represented the posterior 
condensation of unilobulated dorsal buccal glands of other 
mammals (Miller, 2009). However, Getty (2012) observed 
that the buccal glands of horse were arranged in two rows, 
the superior row was placed on the outer surface of the 

buccinator, while the inferior ones in the submucous tissue 
at the lower border of the buccinator. The buccal glands of 
sheep were arranged in three rows i.e., dorsal, middle and 
ventral as reported by Singh et al., 2011.

Labial glands: The labial glands of pig were distributed in 
the superior, inferior and commissural portions of the lips. 
The commissural labial glands were found distributed 
around the commissure of the lips on either side (Fig. 1). 
The labial glands were placed under the skin rostral to the 
insertion of the zygomaticus muscle embedded in the 
orbicularis oris muscle. These glands extended between 
the superior labial artery and inferior labial vein along the 
angle of mouth. Similarly, Ayyangar and Alur (2007) 
described the presence of labial glands in ox between the 
mucous membrane and the muscles of the lip. Their ducts 
opened in the mucous membrane. The superior labial 
glands of sheep were distributed in two zones viz. external 
and rostral (nasolabial) zones. The labial gland of external 
zone continued rostrally from the commissural labial 
glands distributed under the skin and orbicularis oris 
muscle over the mucosa. The rostral zone of superior labial 
gland was comprised of globular aggregations of the 
glandular lobes, which were wider at the philtrum but 
narrower towards the commissure. The inferior labial 
glands were the continuation of the commissural labial 
glands into the inferior labium between the mucosa and 
orbicularis oris muscle internally and the skin externally. 
Bevelander (2000) found small serous and mucous 
glandular structures in the lips of humans and their 
secretions passed through short ducts into vestibule. The 
labial glands of goat were grouped as commissural, 
superior and inferior glands as reported by Saxena and 
Gupta (2007). In sheep, the labial glands were present as 
commissural, dorsal and ventral labial glands (Singh et al., 
2014) which are in accordance with the present findings.

Lingual glands: The lingual glands of pig were observed 
in the root of tongue, dorsal surface of body of tongue and 
vicinity of the circumvallate papillae. However, the glands 
were absent in the tip region. These findings were in fully 
agreement with the findings of Bourne (1993) in goat, 
which reported the presence of lingual glands in the deeper 
portion of the corium of the tongue and among its muscle 
bundles. Their ducts opened on its epithelial surface 
between papillae. These glands were not abundant at the 
base of the organ and found along its margin extending up 
to the tip. Ebner’s glands were present below the 
circumvallate papillae. The presence of lingual glands 
were reported histologically by Prakash and Rao (2000) in 
Indian buffalo, Kadhim et al. (2014) in the black francolin, 
Javad et al. (2016) in the Persian squirrel and Kuru et al. 
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water and 3.0 l template DNA. The amplification protocol 

consisted of 2 minutes at 50º C, 10 minutes at 95º C 
followed by 40 cycles of amplification (95º C for 0.15 
minutes, 60º C for 1 minute), after which the reaction was 
melted for one cycle at 95º C for 0.15 minutes, 60º C for 1 
minute, 95º C for 0.15 minutes and  60º C for 1 minute. For 
each run, serially diluted five standards, positive control 
and no template control were used along with the clinical 
samples. All the samples were run in duplicate. Five serial 
dilutions i.e. 1:10 of the gDNA (Genome equivalent 1.17 × 

6
10 /l) made in nuclease free water were used for standard 

curve analysis and as positive control. The plate was sealed 
using adhesive. At the end of each extension step, 
fluorescence was measured once every cycle using SYBR 
Green filters (excitation at 492 nm and emission at 530 
nm). In real time machine itself, the fluorescence data were 
converted into a log scale and the threshold was obtained 
for the calculation of the threshold cycle value (Ct; the 
cycle at which the threshold line crosses the amplification 
curve). For every cycle, the threshold was set above the 
background (0.01) normalized fluorescence value. Upon 
completion of real-time PCR run, data were automatically 
analyzed for melt curve and quantification by 7500 system 
Sequence Detection Software (SDS).

Evaluation of assay using clinical samples

 The archived goat urine samples positive for 
leptospiral DNA by conventional PCR were used to check 
the developed real time assay. These samples have been 
described in detail previously (Vihol et al., 2017). Briefly, 
Goat urine samples were collected and DNA was extracted 
using a boiling method. The extracted DNA was stored at -
80º C until further use. Later on these samples were used 
for PCR to detect nucleic acid of leptospira organism using 
primers G1/G2. In realtime PCR, randomly selected 
twenty one PCR positive samples were used to check 
sensitivity for detection of pathogenic leptospires and to 
quantify the bacterial load.

 Procedure followed for sample collection, DNA 
extraction and PCR assay for urine samples was as 
described below:

Collection of urine samples

 Midstream urine samples were collected in plastic 
containers transported to laboratory as soon as possible in 
ice container. In laboratory, these samples were filtered in 
sterile 50 ml conical centrifuge tubes using 0.45 micrometer 
pore size filters (Pall Life Science). The filtrate was 
centrifuged at 7800 rpm for 20 minutes at 4º C. The 
supernatant was discarded and pellet was vortex and 
transferred to sterile 1.5 ml microcentrifuge tube. These 

pellet were resuspended in phosphate-buffered saline (pH 
7.2).

Genomic DNA extraction

 For DNA extraction, resuspended pellet samples 
were centrifuged at 14000 rpm for 15 minutes at 4º C. 
Again the obtained pellet was resuspended with 1ml PBS 
(7.2 pH) and centrifuged at 14000 rpm for 10 minutes at 4º 
C. This step was repeated twice. Then supernatant was 
discarded and 0.5 ml nuclease free water (Qiagen) was 
added in pellet and centrifuged at 14000 rpm for 10 
minutes at 4º C. This step was again repeated. Lastly, in 
pellet 0.1 ml nuclease free water was added and vortexed. 
These tubes were placed in boiling water bath for 15 
minutes and immediately snap chilled for 20 minutes. 
Then the tubes were vortexed and samples were stored at -
20º C until further analysis.

PCR assay

 The final reaction mixture of 25 l for PCR 

comprised of 7.5 l DNase -RNase-free water, 12.5 l Taq 

PCR master Mix (having 1X PCR Buffer containing 1.5 

mM MgCl2, 2.5 units Taq DNA Polymerase and 200 M 

each dNTPs, QIAGEN, Germany), 1.0 l (20 pmoles/l) 

forward primer, 1.0 l (20 pmoles/l) reverse primer (20 

pmoles/l) and 3.0 l template DNA. Primers G1 (forward) 

and G2 (reverse) had sequences 5’CTGAATCGCT 
GTATAAAAGT3’ and 5’GGAAAACAAATGGTCGG 
AAG3’, respectively. In PCR programme consisted of 
initial denaturation at 95º C for 4 min followed by 35 
cycles of denaturation at 95º C for 1 min, annealing at 53º C 
for 1 min, extension at 72º C for 1 min and final extension 
at 72º C for 10 min. The visualization of the band at the 
predicted product size of 285bp in electrophoresis was 
considered PCR positive. For each PCR run, positive and 
negative control samples were also used. For positive 
control, the genomic DNA extracted from culture of L. 
interrogans Serogroup Icterohaemorrhagiae Serovar 
Icterohaemorrhagiae strain RGA was used while as 
negative control nuclease free water was added in place of 
gDNA in PCR reaction mixture (Vihol et al., 2017).

RESULTS AND DISCUSSION

 The Real time qPCR was developed for detection 
and quantification of leptospiral nucleic acid/load in the 
urine samples. The DNA concentration (5.9 ng/µl) was 

6
converted into genome equivalent (1.17 × 10 ) using GE 
calculator and these were serially diluted 10 fold up to five 
dilutions and used for generation of standard curve. The 
PCR assay was able to detect 3-4 genome copies per PCR 
reaction. The melt curve temperature of standards was 
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around 83º C.

 The 21 PCR positive urine samples were used for 
detecting the load of leptospires and the results are 
depicted in Table 1. Out of a total of 21 urine samples 
examined, melt curve analysis were near to the melt curve 
temperature of standards i.e. 83.34 to 83.84º C in 4 samples 
only. While in rest of the samples the melt curve 
temperature was recorded between 71.98 to 80.84º C. The 
calculated threshold cycle (Ct) value is shown in 
amplification plot (Fig. 1) and melt curve obtained in assay 
is depicted in Fig. 2. The quantification was automatically 
done by SDS software with the help of standard curve. The 
quantity obtained was in genome equivalent number.

 In the present study the load of leptospiral organisms 
ranged from 16.08 to 1047.74 GE/reaction in urine 
samples (Table 1). On the basis of melt curve analysis the 
detection limit of this Real Time PCR assay was found up 
to 3-4 leptospires (considering 5 GE is equal to one 
leptospiral organism). When PCR products of serially diluted 
DNA were visualized by agarose gel electrophoresis at 15 
min of electrophoresis run, no band was observed in 
sample having concentration of 16.08 GE/reaction of 
leptospiral DNA. However, real-time PCR detected the 
amplification and melt curve of the same sample. These 
observations indicated the higher sensitivity of the real-
time PCR especially when microbial load is low.

Table 1. Load of leptospires in tested urine samples of goats

Sr. No. Sample No. Leptospires load in urine (GE/reaction)

1. 01/G 58.71

2. 02/G 1047.74

3. 03/G 16.08

4. 04/G 44.57

 In this study, the primer that amplified the LipL32 
gene fragment of pathogenic Leptospira spp. was used. In 
literature, for PCR or real time PCR based diagnosis either 
universal gene present in bacteria like gryB, rrs (16S rRNA 
gene) and secY or surface proteins restricted to Leptospira, 
such as lipl21, lipl32, lipl41 and ligB (Guernier et al., 
2018) are reported to be a prime focus for amplification or 
primer design. Several real-time PCR assays that amplify 
different target sequences have been described for the 
diagnosis of Leptospira infection (Smythe et al., 2002; 
Levett et al., 2005; Stoddard et al., 2009; Villumsen et al., 
2012; Fink et al., 2015; Naddaf et al., 2020). In many of 
these studies, the LipL32 gene, which encodes the 
Leptospira subsurface lipoprotein Lipl32 was commonly 
used (Levett et al., 2005; Stoddard et al., 2009; Fink et al., 
2015; Naddaf et al., 2020). Because Lipl32 is thought to be 
a virulence factor that is only present in pathogenic species 

and hence it provides selective detection of the pathogenic 
Leptospira and also aid in increasing the specificity of 
these methods (Podgorsek et al., 2020).

 In present study, the PCR positive samples showed 
positivity for the LipL-32 gene which substantiate the 
appropriateness of DNA extraction and amplification 
procedures used. The qPCR assay described in this study 
presented high analytical sensitivity as it was able to detect 
low concentrations of leptospiral DNA extracted from goat 
urine samples (at least 3-4 copies per reaction). These 
results were compatible with the sensitivity levels of 
previous studies that used the LipL-32 gene as a target for 
molecular detection of leptospires in clinical samples like 
urine from dogs or human (Stoddard et al., 2009; Rojas et 
al., 2010; Fink et al., 2015; Miotto et al., 2018).

 Previously, counting chambers were used for 
counting of leptospires under dark field microscope 
(Levett et al., 2005) however with the recent technologies 
this is possible without risk of handling of organism 
directly and comparatively latest technique is more precise 
with higher sensitivity. Although the conventional PCR 
positive samples were tested in qPCR, only 4 samples 
showed amplification similar to standards in this assay. It 
is reported that the LipL-32 primers can amplify the DNA 
from the pathogenic Leptospira spp. strains like L. 
interrogans, L. borgpetersenii, L. santarosai, L. noguchii, 
L. kirschneri and but not the intermediate and saprophytic 
strains viz., L. inadai, L. meyeri and L. biflexa (Miotto et 
al., 2018). So either infection with intermediate strain or 
possible loss of DNA integrity during sample processing 
may be the possible reason for less amplification in tested 
samples. Our findings supported the results of Smythe et 
al. (2002) who suggested that certain component(s) in 
urine samples could interfere with the qPCR in urine 
resulting in low percentage of positivity against Leptospira. 
Thus in their opinion urine in comparison to serum was not 
efficient sample in performing qPCR test. On the same 
line, it was noted that the presence of inhibitors in clinical 
samples may decrease efficiency of assay or entirely 
inhibit the reaction (Levett et al., 2005).

 In present study, assay was developed using SYBR 
green technology. Earlier, Levett et al. (2005) reported 
higher specificity derived from melting point analysis with 
the use of SYBR green technology for real time PCR. 
Commonly the real time PCR assays have been developed 
or are used with either SYBR technology (Levett et al., 
2005) or TaqMan probe (Smythe et al., 2002) or, more 
recently, Light Upon eXtension (LUX) technology 
(Stoddard et al., 2009). The omission of a probe from 
currently developed assay helped to limit the costs of 
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trus synchronizathod that synchronizes ovulations is 
named briefly as “Ovsynch” (Pursley et al., 1995). The 
study was aimed to evaluate the efficacy of different 
methods of estrus sync
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Fig. 1. Dead male foal with fetal membrane after delivery
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 In tropical countries like India ticks and tick-borne 
diseases, especially bovine theleriosis, babesiosis and 
anaplasmosis, can cause sudden death of severely infected 
animals. The cattle tick Rhipicephalus (Boophilus) 
microplus is a significant vector of these deadly diseases 
(Ghosh et al., 2015). The most common method for 
controlling tick infestation is to treat the host with synthetic 
acaricides like Arsenic trioxide, organochlorines, 
organophosphates, carbamates, amidines, pyrethroids and 
ivermectins etc.  which kill the associated larvae, nymphs, 
and adults. Although this has limitations due to wide 
spread environmental pollution, increased risk of 
insecticide residue, quick development of resistance and 
parasite reoccurrence (Picinin et al., 2017).

 It has been reported that the topical treatment of 
animals with herbal acaricidal formulations is safe and less 
toxic as compared to synthetic agents (Chen et al., 2019). 
In response to the insecticides residue problems, many 
researchers attempted to develop bioint, acaricidal, and 
larvicidal and which in particular acts against Rhipicephalus 
microplus (Martins, 2006). The main objective of the 
present study was to observe the effect of Citronella oil on 
tick infested cattle on the basis of improvement in 
haemato-biochemical attributes, management of clinical 
manifestations and reduction in tick count.al Dairy Farm 
for providing infrastructure and necessary facilities to 
conduct the research.

REFERENCES

Al-Ani, F.K. and Vestweber, J. (2004). Parasitic diseases. In: Camel 

management and diseases. Al-Ani, F.K. (Edt.). Al-Sharq 
printing press, Jordan, pp. 419–444.

Chagas, A.C.S., Barros, L.D., Cotinguiba, F., Furlan, M., Giglioti, R., 
Oliveira, M.C.S. and Bizzo, H.R. (2012). In-vitro efficacy of 
plant extracts and synthesized substances on Rhipicephalus 
(Boophilus) microplus (Acari: Ixodidae). Parasitol. Res. 
110(1): 295-303.

Chen, Z., Van Mol, W., Vanhecke, M., Duchateau, L. a

SUMMARY

 The study was carried out to

Haryana Vet. (December, 2022) 61(2), 284-285

*Corresponding author: rashugoswami0911@gmail.com

How to cite: Goswtle. Haryana Vet. 62(1): 2-2.

HV-62-22 final for print

150

 Perianal region of the dog is frequently affected with 
three types of glandular tumours; apocrine gland tumour of 
anal sacs, circumanal, perianal or hepatoid tumours and 
anal gland tumours. The incidence of perianal adenoma is 
about 9-18% of all skin tumors and accounts for the third 
most prevalent tumour in male dogs (Bray, 2011).  The 
most commonly affected breeds are Cocker Spaniel, 
Pekingese, Beagle, Siberian husky, Bulldog and Samoyed 
(Turek and Withrow, 2007). There can be reduction in re-
occurence up to 95% of adenomas and hyperplasia cases 
after castration at the time of surgical excision (Brodzki et 
al., 2021). The present study reports the occurrence of 
perianal adenoma in intact Rottweiler and non-descript 
dog and their surgical management.

 An eight years old non-descript intact male dog 
weighing 8 kg and a five years old intact Rottweiler dog, 
weighing 22 kg were brought with history of growth in the 
perianal region since last five months and two months, 
respectively. The dogs had the history of constant straining, 
licking and scooting in the perineal region. The mass was 
reported to have increased gradually from initial peanut 
size. On clinical examination, the dogs were apparently 
healthy with slightly pale mucous membrane but all vital 
parameters were within normal range. Hematology revealed 
relative neutrophillia and anemia. Palpation of perianal 
growth in Rottweiler revealed sessile, circumscribed mass 
of 2 cm in diameter (Fig. 1A) whereas in non-descript it 
was firm in consistency, encapsulated and round mass of 
7cm in diameter (Fig. 1B) on the lateral side of the anus. 
Chest radiography was negative for metastasis.

 The dogs were anaesthetized with balanced 
anaesthetic protocol with pre-medication using atropine @ 

SUMMARY

 An eight and five years old intact male dogs presented with the history of straining, licking and scooting in the perianal region since five and 
two month, respectively. Clinical examination revealed a circumscribed mass of 2 cm diameter in the Rottweiler dog and 7 cm in the non-descript dog 
in the perianal region. Haemato-biochemical parameters showed relative neutrophillia and anemia whereas survey radiography of lateral thorax 
revealed no metastasis. Surgical resection of the mass was done under general anesthesia. Histopathology revealed the growths as perianal adenoma. 
There was no reocurrence on three months follow up in both the dogs.
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0.04 mg/kg IM and Midazolam @ 0.2 mg/kg IM. Induction 
was done with propofol @ 4 mg/kg IV. Maintenance of 
anaesthesia was done with Isoflurane @ 1-2% with oxygen 
with flow rate of 50 ml/kg. The surgical site was prepared 
aseptically and an anal plug was placed to prevent intra-
operative contamination. A circular incision was made 
around the tumor mass and fascia was separated in both the 
cases. Tumorous masses were resected and blood vessels 
were ligated using polyglactin 910 no. 1-0 (Fig. 2). Skin 
was opposed with interrupted horizontal mattress followed 
by pre-scrotal castration.

 Resected masses were sent for histoptathology which 
revealed it to be a hepatoid gland tumor or perianal adenoma. 
There was presence of neoplastic cells arranged in cords 
pattern which resembled like hepatocytes. The neoplastic 
cells were polyhedral and centrally located ovoid, vesicular 
nucleus, centrally placed nucleoli and eosinophilic 
cytoplasm. Single cell layer thickened basloid cells were 
present in the periphery. These cords are separated by 
interlobular stroma, with abundant inflammatory cells and 
congested blood vessels (Fig. 3A-C).

 Post-operative medication with broad spectrum 
antibiotic and analgesic was done for five days in both the 

thcases. Sutures were removed on 14  day. Both the dogs 
showed uneventfully recovery. A three month post-operative 
follow up revealed no reocurrence in both the cases.

 Hepatoid gland tumor/Perianal adenoma is slow-
growing benign tumour that develops from sebaceous 
gland cells in the perianal region. Petterino et al. (2004) 
stated that testosterone stimulates the tumorous cells. 
Castration was done to prevent the reocurrence in both the 
cases. The size of the mass may shrink after one or two 
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Fig. 1. Photograph showing small (A) and large (B) round growth/mass in perianal region

Fig. 2. Photograph showing surgical excision of round mass

Fig. 3. Photomicrograph showing presence of neoplastic cells arranged in cords pattern which resembled like hepatocytes. The neoplastic cells were 
polyhedral and centrally located ovoid, vesicular nucleus, centrally placed nucleoli and eosinophilic cytoplasm.

months of castration due to low level of testosterone 
making its removal easy (Hayes and Wilson, 2008). The 
growth might appear as single, numerous masses, diffuse, 
relatively flat sheets of sebaceous tumour cells, or any 
combination of these (Shelley, 2002). Although benign 
lesions are rarely adherent to surrounding structures, they 
may ulcerate and become infected (Jakab et al., 2009). 
Faecal incontinence may be seen postoperatively if tumour 
occupies more than half of circumference of anal sphincter 
(Goldschmidt and Shofer, 2004). No such complication 
was seen in both of the operated cases in the present study 
till three months of follow up. The tumours could be 
removed using cryotherapy if size is small (Liska and 
Withrow, 1978). Hepatoid adenoma and epithelioma can 
also be removed effectively using electro-chemotherapy 
with an overall success rate of 93.9% (Tozon et al., 2010). 

Perianal adenomas have excellent prognosis if surgically 
removed, however, their malignant equivalent has a worse 
prognosis due to problems with local reocurrence and 

possible metastasis (Morris and Dobson, 2001).
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 Saliva is the first biological medium to confront 
external materials that are taken into the body as food. 
Thus, it serves as the first line of oral defence (Elewa et al., 
2010). These secretions have an important role in 
moistening the food stuffs, lubricating the upper digestive 
tube and protecting the lining cells of the mucosa against 
the injury. It also controls the bacterial flora by secreting 
lysozymes (Featherstone,  2000)  and contains 
lactoperoxidase and Immunoglobulin-A which serve as a 
salivary antimicrobial system (Cunningham, 2002). 
Saliva, which is so important, is secreted from major and 
minor salivary glands. The smaller of these glands situated 
within the oral mucous membrane and were grouped as 
minor salivary glands. These are named according to their 
location, as lingual, labial, buccal and palatine glands 
located in the tongue, lips, cheek and palate, respectively 
(Arthur et al., 1999). This wide distribution of the minor 
salivary glands is advantageous for the protection of the 
oral cavity against pathogens (Sannes et al., 2002). The 
saliva was conveyed to the oral cavity through the 
excretory ducts. The literature revealed that most of the 
research work was confined to major salivary glands 
however, there is no detailed information available on 
minor salivary glands, and pig in particular. Hence, the 
goal of the present study was to describe the detailed 

topographic anatomy of minor salivary glands of pig.

MATERIALS AND METHODS

 The present study was undertaken on ten healthy 
adult pigs of local mixed breed of either sex. The heads 
were procured from local slaughter house immediately 
after decapitation and then fixed in ten per cent formalin 
solution. After four to five days of fixation, the dissection 
was performed with the aim to study the gross anatomical 
localization and distribution of buccal, labial, lingual and 
palatine glands of pig.

RESULTS AND DISCUSSION

Buccal glands: The buccal glands in pig were observed in 
the cheek region and they were arranged in two rows viz., 
dorsal and ventral groups. The dorsal buccal gland was 
light yellowish in colour and located along the alveolar 
border of maxilla and was extended up to the angle of the 
mouth (Fig. 1). Laterally, it was covered by buccinator, 
masseter, zygomatic muscles, and fascia and skin of that 
region while medially, the gland was blended with the 
buccal mucosa. It had a rostral part and a caudal part. The 
rostral part was located in front of transverse facial artery, 
vein and dorsal buccal nerve. The glandular tissue was in 
the form of oval lobes of half an inch in diameter and each 
lobe had its own duct. The ventral buccal gland was a 
distinct yellow coloured compact mass and was located on 

ABSTRACT

 The present study was aimed at elucidating the topographic anatomy of minor salivary glands viz., buccal, labial, lingual and palatine of ten 
healthy adult pigs of local mixed breed of either sex. The heads were procured from local slaughter house immediately after decapitation and then 
fixed in ten per cent formalin solution to study the gross anatomical localization and distribution of glands. The buccal glands were found in the cheek 
region and were arranged in two rows as dorsal and ventral groups. The light yellowish coloured dorsal buccal gland was located along the maxillary-
alveolar border and extended up to the angle of the mouth. It was covered laterally by buccinator, masseter and zygomatic muscles, fascia and skin of 
that region while medially, the gland was blended with the buccal mucosa. The ventral buccal gland was located on the lateral aspect of horizontal 
ramus of mandible, dorsal to ventral buccal nerve and ventral to buccinator nerve and inferior labial vein and covered superficially by inferior part of 
buccinator and depressor mandibularis muscles. The labial glands were distributed in the superior, inferior and commissural portions of the lips and 
were placed under the skin rostral to the insertion of the zygomaticus muscle embedded in the orbicularis oris muscle. These glands extended between 
the superior labial artery and inferior labial vein along the angle of mouth. The lingual glands were situated in the root of tongue, dorsal surface of 
body of tongue and vicinity of the circumvallate papillae. The tissues for the palatine glands were collected from the ridged portion of the hard palate 
and also from the oropharyngeal region of soft palate.
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Fig. 1. Photograph of dissected head of pig showing the distribution of 
buccal and labial glands. (DBG: Dorsal buccal glands; VBG: 
Ventral buccal glands; SLG: Superior labial glands; ILG: 
Inferior labial glands; CLG: Commissural labial glands)

Fig. 2. Photograph of oral cavity of pig showing the distribution of 
lingual glands. (R: Root of tongue; Arrow: Circumvallate 
papillae; *: Different regions of body of tongue)

Fig. 3. Photograph of oral cavity of pig showing the distribution of 
palatine glands. (S: Soft palate; *: Different regions of hard palate)

surface of body of tongue and vicinity of the circumvallate 
papillae. The palatine glands were absent in ridged portion 
of hard palate and present at the oropharyngeal region of 
the soft palate.
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Palatine glands: The tissues for the study of palatine 
glands were collected from the hard palate (rostral, middle 
and caudal portions) and also from oropharyngeal region 
of the soft palate (Fig. 3). Similar findings were reported 
by Eurell and Frappier (2006) which showed the presence 
of branched tubuloacinar mucous glands in the caudal part 
of the hard palate in domestic animals except in the pigs. 
The palatine glands were earlier reported by Abbas et al. 
(2020) histologically, which showed that the mucous 
glands were embedded in the submucosal layer of the soft 
palate in cat. However, Nabipour (2011) stated that the 
palatine glands of camel were located in the caudal part of 
the hard palate and in the entire length of the soft palate and 
the palatine gland was most numerous at the apex of the 
soft palate. On the other hand, Mohamed (2020) reported 
that the sero-mucoid glands were present in the rostral and 
caudal parts of the hard palate, as well as in the soft palate 
of domestic animals.

CONCLUSION

 It was concluded that the buccal glands in pigs were 
found in the cheek region and were arranged in two rows as 
dorsal and ventral groups. The dorsal buccal gland was 
situated along the maxillary-alveolar border and extended 
up to the angle of the mouth and was covered laterally by 
buccinator, masseter, zygomatic muscles, and fascia and 
skin of that region while medially, the gland was blended 
with the buccal mucosa whereas, the ventral buccal gland 
was located on the lateral aspect of horizontal ramus of 
mandible, between ventral buccal nerve (dorsally) and 
buccinator nerve (ventrally) and inferior labial vein. The 
labial glands were distributed in the superior, inferior and 
commissural portions of the lips and were placed under the 
skin rostral to the insertion of the zygomaticus muscle. The 
lingual glands were placed at the root of tongue, dorsal 

the lateral aspect of horizontal ramus of mandible, between 
ventral buccal nerve (dorsally) and buccinator nerve 
(ventrally) and the inferior labial vein (Fig. 1). It was 
covered superficially by inferior part of buccinator and 
depressor mandibularis muscles. The ducts of the buccal 
glands opened between the non-papillary parts of the 
buccal wall. These findings were in agreement with the 
observations of Narasimhan et al. (2000) in goat. However, 
it was in contrary to the findings of Habel (2002) that 
described the buccal glands in cattle were arranged as 
dorsal and ventral groups with a few scattered lobes 
forming an intermediate layer. The dorsal row extended on 
the maxilla, major part under the cover of the masseter 
muscle and few lobules under buccinator muscle up to the 
angle of the mouth. The ventral groups were brown in 
colour and present on the mandible under the depressor 
mandibular muscle. Intermediate group placed under the 
buccinator and extended backwards from the angle of the 
mouth. On the other hand, Bradley (2004) noticed that in 
the dog that the buccal glands were arranged in two rows.

 The buccal glands were present as a series of 
glandular structures which were divided into dorsal and 
ventral groups in sheep. The former was situated at the 
maxillary alveolar border along the buccinator and was 
covered superficially by the cutaneous fascia and zygomatic 
muscle. It was arranged as thin rostral part across which 
transverse facial artery, vein and dorsal buccal nerve pass 
and a thick caudal part with compact lobulated tissue in the 
angle b/w the maxillary tuberosity and buccinator vein 
under the cover of masseter muscle. The ventral buccal 
gland located on the mandible under the cover of the 
depressor mandibular muscle was elongated and thin. The 
ducts of the dorsal and ventral buccal glands opened 
between the papillae within the vestibule of the mouth 
(May, 2004). However, Ayyangar and Alur (2007) reported 
that the buccal glands in ox were arranged in three rows. 
Dorsal row consisted of yellowish lobules which extended 
from the angle of the mouth between zygomaticus and the 
buccinator to the maxillary tuberosity. The middle row 
consisted of scattered yellowish lobules and was placed 
mostly on the deep face of the buccinator. The ventral row 
occurred as brownish lobules arranged from the angle of 
the mouth to a short distance under the masseter. These 
findings were in fully agreement with those of Saxena and 
Gupta (2007) which reported that the buccal glands of goat 
were arranged in dorsal, middle and ventral rows. The 
zygomatic gland in dog represented the posterior 
condensation of unilobulated dorsal buccal glands of other 
mammals (Miller, 2009). However, Getty (2012) observed 
that the buccal glands of horse were arranged in two rows, 
the superior row was placed on the outer surface of the 

buccinator, while the inferior ones in the submucous tissue 
at the lower border of the buccinator. The buccal glands of 
sheep were arranged in three rows i.e., dorsal, middle and 
ventral as reported by Singh et al., 2011.

Labial glands: The labial glands of pig were distributed in 
the superior, inferior and commissural portions of the lips. 
The commissural labial glands were found distributed 
around the commissure of the lips on either side (Fig. 1). 
The labial glands were placed under the skin rostral to the 
insertion of the zygomaticus muscle embedded in the 
orbicularis oris muscle. These glands extended between 
the superior labial artery and inferior labial vein along the 
angle of mouth. Similarly, Ayyangar and Alur (2007) 
described the presence of labial glands in ox between the 
mucous membrane and the muscles of the lip. Their ducts 
opened in the mucous membrane. The superior labial 
glands of sheep were distributed in two zones viz. external 
and rostral (nasolabial) zones. The labial gland of external 
zone continued rostrally from the commissural labial 
glands distributed under the skin and orbicularis oris 
muscle over the mucosa. The rostral zone of superior labial 
gland was comprised of globular aggregations of the 
glandular lobes, which were wider at the philtrum but 
narrower towards the commissure. The inferior labial 
glands were the continuation of the commissural labial 
glands into the inferior labium between the mucosa and 
orbicularis oris muscle internally and the skin externally. 
Bevelander (2000) found small serous and mucous 
glandular structures in the lips of humans and their 
secretions passed through short ducts into vestibule. The 
labial glands of goat were grouped as commissural, 
superior and inferior glands as reported by Saxena and 
Gupta (2007). In sheep, the labial glands were present as 
commissural, dorsal and ventral labial glands (Singh et al., 
2014) which are in accordance with the present findings.

Lingual glands: The lingual glands of pig were observed 
in the root of tongue, dorsal surface of body of tongue and 
vicinity of the circumvallate papillae. However, the glands 
were absent in the tip region. These findings were in fully 
agreement with the findings of Bourne (1993) in goat, 
which reported the presence of lingual glands in the deeper 
portion of the corium of the tongue and among its muscle 
bundles. Their ducts opened on its epithelial surface 
between papillae. These glands were not abundant at the 
base of the organ and found along its margin extending up 
to the tip. Ebner’s glands were present below the 
circumvallate papillae. The presence of lingual glands 
were reported histologically by Prakash and Rao (2000) in 
Indian buffalo, Kadhim et al. (2014) in the black francolin, 
Javad et al. (2016) in the Persian squirrel and Kuru et al. 
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water and 3.0 l template DNA. The amplification protocol 

consisted of 2 minutes at 50º C, 10 minutes at 95º C 
followed by 40 cycles of amplification (95º C for 0.15 
minutes, 60º C for 1 minute), after which the reaction was 
melted for one cycle at 95º C for 0.15 minutes, 60º C for 1 
minute, 95º C for 0.15 minutes and  60º C for 1 minute. For 
each run, serially diluted five standards, positive control 
and no template control were used along with the clinical 
samples. All the samples were run in duplicate. Five serial 
dilutions i.e. 1:10 of the gDNA (Genome equivalent 1.17 × 

6
10 /l) made in nuclease free water were used for standard 

curve analysis and as positive control. The plate was sealed 
using adhesive. At the end of each extension step, 
fluorescence was measured once every cycle using SYBR 
Green filters (excitation at 492 nm and emission at 530 
nm). In real time machine itself, the fluorescence data were 
converted into a log scale and the threshold was obtained 
for the calculation of the threshold cycle value (Ct; the 
cycle at which the threshold line crosses the amplification 
curve). For every cycle, the threshold was set above the 
background (0.01) normalized fluorescence value. Upon 
completion of real-time PCR run, data were automatically 
analyzed for melt curve and quantification by 7500 system 
Sequence Detection Software (SDS).

Evaluation of assay using clinical samples

 The archived goat urine samples positive for 
leptospiral DNA by conventional PCR were used to check 
the developed real time assay. These samples have been 
described in detail previously (Vihol et al., 2017). Briefly, 
Goat urine samples were collected and DNA was extracted 
using a boiling method. The extracted DNA was stored at -
80º C until further use. Later on these samples were used 
for PCR to detect nucleic acid of leptospira organism using 
primers G1/G2. In realtime PCR, randomly selected 
twenty one PCR positive samples were used to check 
sensitivity for detection of pathogenic leptospires and to 
quantify the bacterial load.

 Procedure followed for sample collection, DNA 
extraction and PCR assay for urine samples was as 
described below:

Collection of urine samples

 Midstream urine samples were collected in plastic 
containers transported to laboratory as soon as possible in 
ice container. In laboratory, these samples were filtered in 
sterile 50 ml conical centrifuge tubes using 0.45 micrometer 
pore size filters (Pall Life Science). The filtrate was 
centrifuged at 7800 rpm for 20 minutes at 4º C. The 
supernatant was discarded and pellet was vortex and 
transferred to sterile 1.5 ml microcentrifuge tube. These 

pellet were resuspended in phosphate-buffered saline (pH 
7.2).

Genomic DNA extraction

 For DNA extraction, resuspended pellet samples 
were centrifuged at 14000 rpm for 15 minutes at 4º C. 
Again the obtained pellet was resuspended with 1ml PBS 
(7.2 pH) and centrifuged at 14000 rpm for 10 minutes at 4º 
C. This step was repeated twice. Then supernatant was 
discarded and 0.5 ml nuclease free water (Qiagen) was 
added in pellet and centrifuged at 14000 rpm for 10 
minutes at 4º C. This step was again repeated. Lastly, in 
pellet 0.1 ml nuclease free water was added and vortexed. 
These tubes were placed in boiling water bath for 15 
minutes and immediately snap chilled for 20 minutes. 
Then the tubes were vortexed and samples were stored at -
20º C until further analysis.

PCR assay

 The final reaction mixture of 25 l for PCR 

comprised of 7.5 l DNase -RNase-free water, 12.5 l Taq 

PCR master Mix (having 1X PCR Buffer containing 1.5 

mM MgCl2, 2.5 units Taq DNA Polymerase and 200 M 

each dNTPs, QIAGEN, Germany), 1.0 l (20 pmoles/l) 

forward primer, 1.0 l (20 pmoles/l) reverse primer (20 

pmoles/l) and 3.0 l template DNA. Primers G1 (forward) 

and G2 (reverse) had sequences 5’CTGAATCGCT 
GTATAAAAGT3’ and 5’GGAAAACAAATGGTCGG 
AAG3’, respectively. In PCR programme consisted of 
initial denaturation at 95º C for 4 min followed by 35 
cycles of denaturation at 95º C for 1 min, annealing at 53º C 
for 1 min, extension at 72º C for 1 min and final extension 
at 72º C for 10 min. The visualization of the band at the 
predicted product size of 285bp in electrophoresis was 
considered PCR positive. For each PCR run, positive and 
negative control samples were also used. For positive 
control, the genomic DNA extracted from culture of L. 
interrogans Serogroup Icterohaemorrhagiae Serovar 
Icterohaemorrhagiae strain RGA was used while as 
negative control nuclease free water was added in place of 
gDNA in PCR reaction mixture (Vihol et al., 2017).

RESULTS AND DISCUSSION

 The Real time qPCR was developed for detection 
and quantification of leptospiral nucleic acid/load in the 
urine samples. The DNA concentration (5.9 ng/µl) was 

6
converted into genome equivalent (1.17 × 10 ) using GE 
calculator and these were serially diluted 10 fold up to five 
dilutions and used for generation of standard curve. The 
PCR assay was able to detect 3-4 genome copies per PCR 
reaction. The melt curve temperature of standards was 
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around 83º C.

 The 21 PCR positive urine samples were used for 
detecting the load of leptospires and the results are 
depicted in Table 1. Out of a total of 21 urine samples 
examined, melt curve analysis were near to the melt curve 
temperature of standards i.e. 83.34 to 83.84º C in 4 samples 
only. While in rest of the samples the melt curve 
temperature was recorded between 71.98 to 80.84º C. The 
calculated threshold cycle (Ct) value is shown in 
amplification plot (Fig. 1) and melt curve obtained in assay 
is depicted in Fig. 2. The quantification was automatically 
done by SDS software with the help of standard curve. The 
quantity obtained was in genome equivalent number.

 In the present study the load of leptospiral organisms 
ranged from 16.08 to 1047.74 GE/reaction in urine 
samples (Table 1). On the basis of melt curve analysis the 
detection limit of this Real Time PCR assay was found up 
to 3-4 leptospires (considering 5 GE is equal to one 
leptospiral organism). When PCR products of serially diluted 
DNA were visualized by agarose gel electrophoresis at 15 
min of electrophoresis run, no band was observed in 
sample having concentration of 16.08 GE/reaction of 
leptospiral DNA. However, real-time PCR detected the 
amplification and melt curve of the same sample. These 
observations indicated the higher sensitivity of the real-
time PCR especially when microbial load is low.

Table 1. Load of leptospires in tested urine samples of goats

Sr. No. Sample No. Leptospires load in urine (GE/reaction)

1. 01/G 58.71

2. 02/G 1047.74

3. 03/G 16.08

4. 04/G 44.57

 In this study, the primer that amplified the LipL32 
gene fragment of pathogenic Leptospira spp. was used. In 
literature, for PCR or real time PCR based diagnosis either 
universal gene present in bacteria like gryB, rrs (16S rRNA 
gene) and secY or surface proteins restricted to Leptospira, 
such as lipl21, lipl32, lipl41 and ligB (Guernier et al., 
2018) are reported to be a prime focus for amplification or 
primer design. Several real-time PCR assays that amplify 
different target sequences have been described for the 
diagnosis of Leptospira infection (Smythe et al., 2002; 
Levett et al., 2005; Stoddard et al., 2009; Villumsen et al., 
2012; Fink et al., 2015; Naddaf et al., 2020). In many of 
these studies, the LipL32 gene, which encodes the 
Leptospira subsurface lipoprotein Lipl32 was commonly 
used (Levett et al., 2005; Stoddard et al., 2009; Fink et al., 
2015; Naddaf et al., 2020). Because Lipl32 is thought to be 
a virulence factor that is only present in pathogenic species 

and hence it provides selective detection of the pathogenic 
Leptospira and also aid in increasing the specificity of 
these methods (Podgorsek et al., 2020).

 In present study, the PCR positive samples showed 
positivity for the LipL-32 gene which substantiate the 
appropriateness of DNA extraction and amplification 
procedures used. The qPCR assay described in this study 
presented high analytical sensitivity as it was able to detect 
low concentrations of leptospiral DNA extracted from goat 
urine samples (at least 3-4 copies per reaction). These 
results were compatible with the sensitivity levels of 
previous studies that used the LipL-32 gene as a target for 
molecular detection of leptospires in clinical samples like 
urine from dogs or human (Stoddard et al., 2009; Rojas et 
al., 2010; Fink et al., 2015; Miotto et al., 2018).

 Previously, counting chambers were used for 
counting of leptospires under dark field microscope 
(Levett et al., 2005) however with the recent technologies 
this is possible without risk of handling of organism 
directly and comparatively latest technique is more precise 
with higher sensitivity. Although the conventional PCR 
positive samples were tested in qPCR, only 4 samples 
showed amplification similar to standards in this assay. It 
is reported that the LipL-32 primers can amplify the DNA 
from the pathogenic Leptospira spp. strains like L. 
interrogans, L. borgpetersenii, L. santarosai, L. noguchii, 
L. kirschneri and but not the intermediate and saprophytic 
strains viz., L. inadai, L. meyeri and L. biflexa (Miotto et 
al., 2018). So either infection with intermediate strain or 
possible loss of DNA integrity during sample processing 
may be the possible reason for less amplification in tested 
samples. Our findings supported the results of Smythe et 
al. (2002) who suggested that certain component(s) in 
urine samples could interfere with the qPCR in urine 
resulting in low percentage of positivity against Leptospira. 
Thus in their opinion urine in comparison to serum was not 
efficient sample in performing qPCR test. On the same 
line, it was noted that the presence of inhibitors in clinical 
samples may decrease efficiency of assay or entirely 
inhibit the reaction (Levett et al., 2005).

 In present study, assay was developed using SYBR 
green technology. Earlier, Levett et al. (2005) reported 
higher specificity derived from melting point analysis with 
the use of SYBR green technology for real time PCR. 
Commonly the real time PCR assays have been developed 
or are used with either SYBR technology (Levett et al., 
2005) or TaqMan probe (Smythe et al., 2002) or, more 
recently, Light Upon eXtension (LUX) technology 
(Stoddard et al., 2009). The omission of a probe from 
currently developed assay helped to limit the costs of 
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trus synchronizathod that synchronizes ovulations is 
named briefly as “Ovsynch” (Pursley et al., 1995). The 
study was aimed to evaluate the efficacy of different 
methods of estrus sync

1 2

A

2215

Marinelli, L., Adamelli, S., Normando, S. and Bono, G. 
(2007). Quality of life of the pet dog: Influence of 
owner and dog’s characteristics. Appl. Anim. Behav. 
Sci. 108(1-

How to cite: Mahajan, V., Filia, G., Bal, M.S., Leishangthem, G.D. and Sandhu, K.S. (2021). Epidemiological and pathological studies 
on outbreaks of swinepox in Punjab. Har. Vet. 60(1):-


n

i=1


n

i=1


n

i=1


n

i=1

Abs 540 nm in the reaction mixtures
Abs 540nm in100% hemolysis control

2 × volume of sample taken × absorbance of sample

1.56 × 105 X ml

mg of protein in 0.01 ml of hemolysate

Y%

Absorbance of sample

Absorbance of standard

Assessment of microwave processed ready-to-eat meat snacks

 Somesh Kumar Meshram, Sanjod Kumar Mendiratta, Pranav Chauhan, Deepali Sakunde, Serlene Tomar
 and Baleshwari Dixit

Dongre, V.B., Raut, S.G. and Mugale, R.R. (2023). Critical analysis

Dongre, V.B., Raut, S.G. and Mugale, R.R. (2023). Critical analysis

1111

Average parasitized RBC
Average total number of RBC

Editors/Editorial Board Members are highly thankful to 
all the distinguished referees who helped us in the 
evaluation of articles. We request them to continue to 
extend their co-operation and be prompt in future to give 
their valuable comments on the articles for timely 
publication of the journal.

THE HARYANA VETERINARIAN

Percent identify

72.7

75.3

D
iv

er
ge

n
ce

99.0

80.1

95.0

95.5

73.8

65.7

83.9

72.9

83.3

39.1

39.9

98.8

97.4

82.7

85.4

70.9

19 19

19

74.3

76.9

82.1

96.2

95.8

75.4

67.1

85.7

74.4

85.2

40.3

37.3

98.5

15 15

5.4

4.5

25.8

2.3

15

86.5

81.7

95.8

95.5

97.5

97.2

87.2

77.6

99.0

85.1

97.5

48.4

37.7

95.5

97.8

16 16

3.5

22.1

7.3

16

82.8

81.9

96.9

93.0

98.1

97.9

83.7

74.3

95.6

82.8

96.1

45.9

35.5

96.4

95.7

94.1

17 17

22.8

6.3

17

66.8

66.1

83.3

78.4

81.9

85.0

68.6

60.4

77.9

68.1

78.6

43.9

78.1

78.2

76.5

78.1

18 18

28.3

18

19.2

20.6

97.9

24.6

27.2

30.4

20.8

18.0

22.1

19.5

24.5

17.1

13 13

134.9

134.9

176.0

160.3

190.5

134.9

13

71.3

74.0

99.7

78.4

93.8

94.4

72.3

64.5

82.3

71.5

81.6

36.0

39.9 39.9

14 14

1.2

4.7

3.7

25.9

1.2

14

98.2

84.2

95.8

96.6

97.2

97.2

99.8

8 8

1.9

3.3

2.8

47.7

152.5

5.3

5.7 5.7 5.7

2.6

4.4

23.6

7.9

8

85.3

80.5

95.595.5

94.4

97.2

96.9

86.3

76.5

9 9

2.9

2.6

49.5

171.8

5.0

0.5

3.2

22.5

7.6

9

92.8

84.2

95.5

98.0

96.9

96.5

97.4

87.1

96.6

10 10

2.9

44.0

157.4

5.3

3.7

3.8

21.7

7.9

10

79.0

75.3

63.9

95.2

95.9

97.9

82.7

71.2

91.1

79.0

11 11

47.3

145.5

5.4

6.1

2.6

3.2

21.6

8.2

11

63.7

55.9

31.6

67.8

61.6

63.6

69.3

62.4

63.8

67.0

65.2

12 12

152.7

60.1

58.2

48.8

52.5

56.1

62.2

12

61.8

94.8

77.6

89.4

2.9

2.9

3.2

3.6

2.1

50.3

153.6

5.8

4.4

2.9

2.1

16.8

4.7

6

90.5

81.0

95.8

96.6

97.5

97.2

0.2

1.6

2.7

2.6

39.6

152.5

4.8

5.6

1.9

3.9

22.2

7.5

7

64.7

5.1

4.7

4.7

4.3

4.3

4.7

4.7

4.7

49.9

134.9

1.8

0.3

4.3

3.2

18.9

1.0

3

73.1

95.1

3.1

3.2

3.5

3.5

2.9

2.0

2.1

42.4

145.5

6.0

6.7

3.2

3.6

18.5

8.9

4

69.5

95.5

81.8

0.0

2.6

2.9

2.9

3.2

1.9

54.9

153.6

5.3

3.9

2.6

1.9

20.7

5.2

5

13.7

4.7

2.9

2.9

3.2

1.5

1.8

1.1

2.7

2.6

49.9

171.8

5.3

5.7

1.8

3.5

23.6

7.9

1

0.7

10.2

4.2

4.7

17.2

16.8

7.1

17.1

7.6

65.8

134.9

1.8

2.3

8.4

5.7

25.3

4.4

2

1 1

2 2

3 3

4 4

5 5

6 6

1915 16 17 1813 148 9 10 11 126 73 4 51 2

19

15

16

17

18

13

14

8

9

10

11

12

1

2

3

4

5

6

7 7 7

83.3 62.1 70.2 62.578.3 JQ688412

KF564870

JX678261

KJ995525

KX274233

KP341659

JQ688410

GU133061

KC283190

AB743577

AB817059

AB553695

FN432335

KX657873

KX657875

KX639720

MN535799

KY889140

KX657874

G. crumenifer | Capra hircus | Ind

P. epiclitum | Bubalus bubalis | Ind

P. epiclitum | Bos indicus | Ind

P. leydeni | Bos taurus | Arg

P. cervi | Cervus elaphus | Croa

P. cervi | Bos grunniens | Chi

F. elongatus | Bos indicus | Ind

F. elongatus | Capra hircus | Ind

G. crumenifer | Bos indicus | Ind

Explanatum explanatum | Bubalus bubalis | Jap

Calicophoron microbothrium | Bos taurus | Egy

Fasciola gigantical | Bubalus bubalis | Egy

Haemonchus gigantical | Capra hircus | Italy

Paramphistomum epiclitum | Capra hircus | MTR

Paramphistomum epiclitum | Capra hircus | MTR

Fischoederius spp. | Capra hircus | MTR

Gastrothylax crumenifer | Capra hircus | MTR

Explanatum explanatum | Bubalus bubalis | MTR

Paramphistomum epiclitum | Bubalus bubalis | MTR

        KC283190 | G. crumenifer | Bos indicus | Ind

        KX639720 | Fischoederius spp. | Capra hircus | MTR s

        JQ688412 | G. crumenifer | Capra hircus | Ind

          JQ688410 | F. elongatus | Bos indicus | Ind

          GU133061 | F. elongatus | Capra hircus | Ind

       AB817059 | Calicophoron microbothrium | Bos taurus | Egy

         KX274233 | P. cervi | Cervus elaphus | Croa

         KP341659 | P. cervi | Bos grunniens | Chi

       MN535799 | Gastrothylax crumenifer | Capra hircus | MTR s

         KF564870 | P. epiclitum | Bubalus bubalis | Ind

         KX657874 | Paramphistomum epiclitum | Bubalus bubalis | MTR

         JX678261 | P. epiclitum | Bos indicus | Ind

         KX657873 | Paramphistomum epiclitum | Capra hircus | MTR s

         KX657875 | Paramphistomum epiclitum | Capra hircus | MTR s

   KJ995525 | P. leydeni | Bos taurus | Arg

AB743577 | Explanatum explanatum | Bubalus bubalis | Jap

                 KY889140 | Explanatum explanatum | Bubalus bubalis | MTR

                                                      AB553695 | Fasciola gigantical | Bubalus bubalis | Egy

                                                      FN432335 | Haemonchus gigantical | Capra hircus | Italy

0.1

39

1

23

31

88

48
31

86
57

81

l Research/Clinical articles are invited for next issue from the Scientists/Veterinarians 
engaged in Veterinary Profession.

l Please follow strictly the format of 'The Haryana Veterinarian' for manuscript 
writing/submission.

l Please pay processing fee of Rs. 1000/- online in the account of Dean, College of 
Veterinary Sciences, along with each article.

l After revision, please return the revised manuscript and rebuttal at the earliest.
l Please mention your article reference number in all correspondence for a quick 

response.
l We solicit your co-operation.
l All correspondence should be addressed to 'The Editor', Haryana Veterinarian, 

Department of Veterinary Parasitology, College of Veterinary Sciences, LUVAS, 
Hisar-125004.

Editors

CONTRIBUTORS MAY NOTE

l Research/Clinical articles are invited for next issue from the Scientists/Veterinarians engaged in 
Veterinary Profession.

l Please follow strictly the format of 'The Haryana Veterinarian' for manuscript writing/  
submission.

l Please pay processing fee of Rs. 1000/- online in the account of Dean, College of Veterinary 
Sciences, along with each article.

l After revision, please return the revised manuscript and rebuttal at the earliest.
l Please mention your article reference number in all correspondence for a quick response.
l We solicit your co-operation.
l All correspondence should be addressed to 'The Editor', Haryana Veterinarian, Department of 

Veterinary Parasitology, College of Veterinary Sciences, LUVAS, Hisar-125004.
Editors

CONTRIBUTORS MAY NOTE

l Research/Clinical articles are invited for next issue from the Scientists/Veterinarians 
engaged in Veterinary Profession.

l Please follow strictly the format of 'The Haryana Veterinarian' for manuscript 
writing/submission.

l Please pay processing fee of Rs. 1000/- online in the account of Dean, College of 
Veterinary Sciences, along with each article.

l After revision, please return the revised manuscript and rebuttal at the earliest.

l Please mention your article reference number in all correspondence for a quick 
response.

l We solicit your co-operation.

l All correspondence should be addressed to 'The Editor', Haryana Veterinarian, 
Department of Veterinary Parasitology, College of Veterinary Sciences, LUVAS, 
Hisar-125004.

Editors

CONTRIBUTORS MAY NOTE

l Research/Clinical articles are invited for next issue from the Scientists/Veterinarians 
engaged in Veterinary Profession.

l Please follow strictly the format of 'The Haryana Veterinarian' for manuscript 
writing/submission.

l Please pay processing fee of Rs. 1000/- online in the account of Dean, College of 
Veterinary Sciences, along with each article.

l After revision, please return the revised manuscript and rebuttal at the earliest.

l Please mention your article reference number in all correspondence for a quick 
response.

l We solicit your co-operation.

l All correspondence should be addressed to 'The Editor', Haryana Veterinarian, 
Department of Veterinary Parasitology, College of Veterinary Sciences, LUVAS, 
Hisar-125004.

Editors

CONTRIBUTORS MAY NOTE

l Research/Clinical articles are invited for next issue from the Scientists/Veterinarians 
engaged in Veterinary Profession.

l Please follow strictly the format of 'The Haryana Veterinarian' for manuscript 
writing/submission.

l Please pay processing fee of Rs. 1000/- online in the account of Dean, College of 
Veterinary Sciences, along with each article.

l After revision, please return the revised manuscript and rebuttal at the earliest.

l Please mention your article reference number in all correspondence for a quick 
response.

l We solicit your co-operation.

l All correspondence should be addressed to 'The Editor', Haryana Veterinarian, 
Department of Veterinary Parasitology, College of Veterinary Sciences, LUVAS, 
Hisar-125004.

Editors

CONTRIBUTORS MAY NOTE

Fig. 1. Dead male foal with fetal membrane after delivery

Haryana Vet. (March, 2024) 63(SI), 

l Research/Clinical articles are invited for next issue from the Scientists/Veterinarians 
engaged in Veterinary Profession.

l Please follow strictly the format of 'The Haryana Veterinarian' for manuscript 
writing/submission.

l Please pay processing fee of Rs. 1000/- online in the account of Dean, College of 
Veterinary Sciences, along with each article.

l After revision, please return the revised manuscript and rebuttal at the earliest.
l Please mention your article reference number in all correspondence for a quick 

response.
l We solicit your co-operation.
l All correspondence should be addressed to 'The Editor', Haryana Veterinarian, 

Department of Veterinary Parasitology, College of Veterinary Sciences, LUVAS, 
Hisar-125004.

Editors

CONTRIBUTORS MAY NOTE

l Research/Clinical articles are invited for next issue from the Scientists/Veterinarians engaged in 
Veterinary Profession.

l Please follow strictly the format of 'The Haryana Veterinarian' for manuscript writing/  
submission.

l Please pay processing fee of Rs. 1000/- online in the account of Dean, College of Veterinary 
Sciences, along with each article.

l After revision, please return the revised manuscript and rebuttal at the earliest.
l Please mention your article reference number in all correspondence for a quick response.
l We solicit your co-operation.
l All correspondence should be addressed to 'The Editor', Haryana Veterinarian, Department of 

Veterinary Parasitology, College of Veterinary Sciences, LUVAS, Hisar-125004.
Editors

CONTRIBUTORS MAY NOTE

l Research/Clinical articles are invited for next issue from the Scientists/Veterinarians 
engaged in Veterinary Profession.

l Please follow strictly the format of 'The Haryana Veterinarian' for manuscript 
writing/submission.

l Please pay processing fee of Rs. 1000/- online in the account of Dean, College of 
Veterinary Sciences, along with each article.

l After revision, please return the revised manuscript and rebuttal at the earliest.
l Please mention your article reference number in all correspondence for a quick 

response.
l We solicit your co-operation.
l All correspondence should be addressed to 'The Editor', Haryana Veterinarian, 

Department of Veterinary Parasitology, College of Veterinary Sciences, LUVAS, 
Hisar-125004.

Editors

CONTRIBUTORS MAY NOTE

Editors/Editorial Board Members are highly thankful to 
all the distinguished referees who helped us in the 
evaluation of articles. We request them to continue to 
extend their co-operation and be prompt in future to give 
their valuable comments on the articles for timely 
publication of the journal.

THE HARYANA VETERINARIAN

284

 In tropical countries like India ticks and tick-borne 
diseases, especially bovine theleriosis, babesiosis and 
anaplasmosis, can cause sudden death of severely infected 
animals. The cattle tick Rhipicephalus (Boophilus) 
microplus is a significant vector of these deadly diseases 
(Ghosh et al., 2015). The most common method for 
controlling tick infestation is to treat the host with synthetic 
acaricides like Arsenic trioxide, organochlorines, 
organophosphates, carbamates, amidines, pyrethroids and 
ivermectins etc.  which kill the associated larvae, nymphs, 
and adults. Although this has limitations due to wide 
spread environmental pollution, increased risk of 
insecticide residue, quick development of resistance and 
parasite reoccurrence (Picinin et al., 2017).

 It has been reported that the topical treatment of 
animals with herbal acaricidal formulations is safe and less 
toxic as compared to synthetic agents (Chen et al., 2019). 
In response to the insecticides residue problems, many 
researchers attempted to develop bioint, acaricidal, and 
larvicidal and which in particular acts against Rhipicephalus 
microplus (Martins, 2006). The main objective of the 
present study was to observe the effect of Citronella oil on 
tick infested cattle on the basis of improvement in 
haemato-biochemical attributes, management of clinical 
manifestations and reduction in tick count.al Dairy Farm 
for providing infrastructure and necessary facilities to 
conduct the research.
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 Perianal region of the dog is frequently affected with 
three types of glandular tumours; apocrine gland tumour of 
anal sacs, circumanal, perianal or hepatoid tumours and 
anal gland tumours. The incidence of perianal adenoma is 
about 9-18% of all skin tumors and accounts for the third 
most prevalent tumour in male dogs (Bray, 2011).  The 
most commonly affected breeds are Cocker Spaniel, 
Pekingese, Beagle, Siberian husky, Bulldog and Samoyed 
(Turek and Withrow, 2007). There can be reduction in re-
occurence up to 95% of adenomas and hyperplasia cases 
after castration at the time of surgical excision (Brodzki et 
al., 2021). The present study reports the occurrence of 
perianal adenoma in intact Rottweiler and non-descript 
dog and their surgical management.

 An eight years old non-descript intact male dog 
weighing 8 kg and a five years old intact Rottweiler dog, 
weighing 22 kg were brought with history of growth in the 
perianal region since last five months and two months, 
respectively. The dogs had the history of constant straining, 
licking and scooting in the perineal region. The mass was 
reported to have increased gradually from initial peanut 
size. On clinical examination, the dogs were apparently 
healthy with slightly pale mucous membrane but all vital 
parameters were within normal range. Hematology revealed 
relative neutrophillia and anemia. Palpation of perianal 
growth in Rottweiler revealed sessile, circumscribed mass 
of 2 cm in diameter (Fig. 1A) whereas in non-descript it 
was firm in consistency, encapsulated and round mass of 
7cm in diameter (Fig. 1B) on the lateral side of the anus. 
Chest radiography was negative for metastasis.

 The dogs were anaesthetized with balanced 
anaesthetic protocol with pre-medication using atropine @ 

SUMMARY

 An eight and five years old intact male dogs presented with the history of straining, licking and scooting in the perianal region since five and 
two month, respectively. Clinical examination revealed a circumscribed mass of 2 cm diameter in the Rottweiler dog and 7 cm in the non-descript dog 
in the perianal region. Haemato-biochemical parameters showed relative neutrophillia and anemia whereas survey radiography of lateral thorax 
revealed no metastasis. Surgical resection of the mass was done under general anesthesia. Histopathology revealed the growths as perianal adenoma. 
There was no reocurrence on three months follow up in both the dogs.
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0.04 mg/kg IM and Midazolam @ 0.2 mg/kg IM. Induction 
was done with propofol @ 4 mg/kg IV. Maintenance of 
anaesthesia was done with Isoflurane @ 1-2% with oxygen 
with flow rate of 50 ml/kg. The surgical site was prepared 
aseptically and an anal plug was placed to prevent intra-
operative contamination. A circular incision was made 
around the tumor mass and fascia was separated in both the 
cases. Tumorous masses were resected and blood vessels 
were ligated using polyglactin 910 no. 1-0 (Fig. 2). Skin 
was opposed with interrupted horizontal mattress followed 
by pre-scrotal castration.

 Resected masses were sent for histoptathology which 
revealed it to be a hepatoid gland tumor or perianal adenoma. 
There was presence of neoplastic cells arranged in cords 
pattern which resembled like hepatocytes. The neoplastic 
cells were polyhedral and centrally located ovoid, vesicular 
nucleus, centrally placed nucleoli and eosinophilic 
cytoplasm. Single cell layer thickened basloid cells were 
present in the periphery. These cords are separated by 
interlobular stroma, with abundant inflammatory cells and 
congested blood vessels (Fig. 3A-C).

 Post-operative medication with broad spectrum 
antibiotic and analgesic was done for five days in both the 

thcases. Sutures were removed on 14  day. Both the dogs 
showed uneventfully recovery. A three month post-operative 
follow up revealed no reocurrence in both the cases.

 Hepatoid gland tumor/Perianal adenoma is slow-
growing benign tumour that develops from sebaceous 
gland cells in the perianal region. Petterino et al. (2004) 
stated that testosterone stimulates the tumorous cells. 
Castration was done to prevent the reocurrence in both the 
cases. The size of the mass may shrink after one or two 
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Fig. 1. Photograph showing small (A) and large (B) round growth/mass in perianal region

Fig. 2. Photograph showing surgical excision of round mass

Fig. 3. Photomicrograph showing presence of neoplastic cells arranged in cords pattern which resembled like hepatocytes. The neoplastic cells were 
polyhedral and centrally located ovoid, vesicular nucleus, centrally placed nucleoli and eosinophilic cytoplasm.

months of castration due to low level of testosterone 
making its removal easy (Hayes and Wilson, 2008). The 
growth might appear as single, numerous masses, diffuse, 
relatively flat sheets of sebaceous tumour cells, or any 
combination of these (Shelley, 2002). Although benign 
lesions are rarely adherent to surrounding structures, they 
may ulcerate and become infected (Jakab et al., 2009). 
Faecal incontinence may be seen postoperatively if tumour 
occupies more than half of circumference of anal sphincter 
(Goldschmidt and Shofer, 2004). No such complication 
was seen in both of the operated cases in the present study 
till three months of follow up. The tumours could be 
removed using cryotherapy if size is small (Liska and 
Withrow, 1978). Hepatoid adenoma and epithelioma can 
also be removed effectively using electro-chemotherapy 
with an overall success rate of 93.9% (Tozon et al., 2010). 

Perianal adenomas have excellent prognosis if surgically 
removed, however, their malignant equivalent has a worse 
prognosis due to problems with local reocurrence and 

possible metastasis (Morris and Dobson, 2001).
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 Saliva is the first biological medium to confront 
external materials that are taken into the body as food. 
Thus, it serves as the first line of oral defence (Elewa et al., 
2010). These secretions have an important role in 
moistening the food stuffs, lubricating the upper digestive 
tube and protecting the lining cells of the mucosa against 
the injury. It also controls the bacterial flora by secreting 
lysozymes (Featherstone,  2000)  and contains 
lactoperoxidase and Immunoglobulin-A which serve as a 
salivary antimicrobial system (Cunningham, 2002). 
Saliva, which is so important, is secreted from major and 
minor salivary glands. The smaller of these glands situated 
within the oral mucous membrane and were grouped as 
minor salivary glands. These are named according to their 
location, as lingual, labial, buccal and palatine glands 
located in the tongue, lips, cheek and palate, respectively 
(Arthur et al., 1999). This wide distribution of the minor 
salivary glands is advantageous for the protection of the 
oral cavity against pathogens (Sannes et al., 2002). The 
saliva was conveyed to the oral cavity through the 
excretory ducts. The literature revealed that most of the 
research work was confined to major salivary glands 
however, there is no detailed information available on 
minor salivary glands, and pig in particular. Hence, the 
goal of the present study was to describe the detailed 

topographic anatomy of minor salivary glands of pig.

MATERIALS AND METHODS

 The present study was undertaken on ten healthy 
adult pigs of local mixed breed of either sex. The heads 
were procured from local slaughter house immediately 
after decapitation and then fixed in ten per cent formalin 
solution. After four to five days of fixation, the dissection 
was performed with the aim to study the gross anatomical 
localization and distribution of buccal, labial, lingual and 
palatine glands of pig.

RESULTS AND DISCUSSION

Buccal glands: The buccal glands in pig were observed in 
the cheek region and they were arranged in two rows viz., 
dorsal and ventral groups. The dorsal buccal gland was 
light yellowish in colour and located along the alveolar 
border of maxilla and was extended up to the angle of the 
mouth (Fig. 1). Laterally, it was covered by buccinator, 
masseter, zygomatic muscles, and fascia and skin of that 
region while medially, the gland was blended with the 
buccal mucosa. It had a rostral part and a caudal part. The 
rostral part was located in front of transverse facial artery, 
vein and dorsal buccal nerve. The glandular tissue was in 
the form of oval lobes of half an inch in diameter and each 
lobe had its own duct. The ventral buccal gland was a 
distinct yellow coloured compact mass and was located on 

ABSTRACT

 The present study was aimed at elucidating the topographic anatomy of minor salivary glands viz., buccal, labial, lingual and palatine of ten 
healthy adult pigs of local mixed breed of either sex. The heads were procured from local slaughter house immediately after decapitation and then 
fixed in ten per cent formalin solution to study the gross anatomical localization and distribution of glands. The buccal glands were found in the cheek 
region and were arranged in two rows as dorsal and ventral groups. The light yellowish coloured dorsal buccal gland was located along the maxillary-
alveolar border and extended up to the angle of the mouth. It was covered laterally by buccinator, masseter and zygomatic muscles, fascia and skin of 
that region while medially, the gland was blended with the buccal mucosa. The ventral buccal gland was located on the lateral aspect of horizontal 
ramus of mandible, dorsal to ventral buccal nerve and ventral to buccinator nerve and inferior labial vein and covered superficially by inferior part of 
buccinator and depressor mandibularis muscles. The labial glands were distributed in the superior, inferior and commissural portions of the lips and 
were placed under the skin rostral to the insertion of the zygomaticus muscle embedded in the orbicularis oris muscle. These glands extended between 
the superior labial artery and inferior labial vein along the angle of mouth. The lingual glands were situated in the root of tongue, dorsal surface of 
body of tongue and vicinity of the circumvallate papillae. The tissues for the palatine glands were collected from the ridged portion of the hard palate 
and also from the oropharyngeal region of soft palate.
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Fig. 1. Photograph of dissected head of pig showing the distribution of 
buccal and labial glands. (DBG: Dorsal buccal glands; VBG: 
Ventral buccal glands; SLG: Superior labial glands; ILG: 
Inferior labial glands; CLG: Commissural labial glands)

Fig. 2. Photograph of oral cavity of pig showing the distribution of 
lingual glands. (R: Root of tongue; Arrow: Circumvallate 
papillae; *: Different regions of body of tongue)

Fig. 3. Photograph of oral cavity of pig showing the distribution of 
palatine glands. (S: Soft palate; *: Different regions of hard palate)

surface of body of tongue and vicinity of the circumvallate 
papillae. The palatine glands were absent in ridged portion 
of hard palate and present at the oropharyngeal region of 
the soft palate.
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(2017) in mole rat (Spalax leucodon).

Palatine glands: The tissues for the study of palatine 
glands were collected from the hard palate (rostral, middle 
and caudal portions) and also from oropharyngeal region 
of the soft palate (Fig. 3). Similar findings were reported 
by Eurell and Frappier (2006) which showed the presence 
of branched tubuloacinar mucous glands in the caudal part 
of the hard palate in domestic animals except in the pigs. 
The palatine glands were earlier reported by Abbas et al. 
(2020) histologically, which showed that the mucous 
glands were embedded in the submucosal layer of the soft 
palate in cat. However, Nabipour (2011) stated that the 
palatine glands of camel were located in the caudal part of 
the hard palate and in the entire length of the soft palate and 
the palatine gland was most numerous at the apex of the 
soft palate. On the other hand, Mohamed (2020) reported 
that the sero-mucoid glands were present in the rostral and 
caudal parts of the hard palate, as well as in the soft palate 
of domestic animals.

CONCLUSION

 It was concluded that the buccal glands in pigs were 
found in the cheek region and were arranged in two rows as 
dorsal and ventral groups. The dorsal buccal gland was 
situated along the maxillary-alveolar border and extended 
up to the angle of the mouth and was covered laterally by 
buccinator, masseter, zygomatic muscles, and fascia and 
skin of that region while medially, the gland was blended 
with the buccal mucosa whereas, the ventral buccal gland 
was located on the lateral aspect of horizontal ramus of 
mandible, between ventral buccal nerve (dorsally) and 
buccinator nerve (ventrally) and inferior labial vein. The 
labial glands were distributed in the superior, inferior and 
commissural portions of the lips and were placed under the 
skin rostral to the insertion of the zygomaticus muscle. The 
lingual glands were placed at the root of tongue, dorsal 

the lateral aspect of horizontal ramus of mandible, between 
ventral buccal nerve (dorsally) and buccinator nerve 
(ventrally) and the inferior labial vein (Fig. 1). It was 
covered superficially by inferior part of buccinator and 
depressor mandibularis muscles. The ducts of the buccal 
glands opened between the non-papillary parts of the 
buccal wall. These findings were in agreement with the 
observations of Narasimhan et al. (2000) in goat. However, 
it was in contrary to the findings of Habel (2002) that 
described the buccal glands in cattle were arranged as 
dorsal and ventral groups with a few scattered lobes 
forming an intermediate layer. The dorsal row extended on 
the maxilla, major part under the cover of the masseter 
muscle and few lobules under buccinator muscle up to the 
angle of the mouth. The ventral groups were brown in 
colour and present on the mandible under the depressor 
mandibular muscle. Intermediate group placed under the 
buccinator and extended backwards from the angle of the 
mouth. On the other hand, Bradley (2004) noticed that in 
the dog that the buccal glands were arranged in two rows.

 The buccal glands were present as a series of 
glandular structures which were divided into dorsal and 
ventral groups in sheep. The former was situated at the 
maxillary alveolar border along the buccinator and was 
covered superficially by the cutaneous fascia and zygomatic 
muscle. It was arranged as thin rostral part across which 
transverse facial artery, vein and dorsal buccal nerve pass 
and a thick caudal part with compact lobulated tissue in the 
angle b/w the maxillary tuberosity and buccinator vein 
under the cover of masseter muscle. The ventral buccal 
gland located on the mandible under the cover of the 
depressor mandibular muscle was elongated and thin. The 
ducts of the dorsal and ventral buccal glands opened 
between the papillae within the vestibule of the mouth 
(May, 2004). However, Ayyangar and Alur (2007) reported 
that the buccal glands in ox were arranged in three rows. 
Dorsal row consisted of yellowish lobules which extended 
from the angle of the mouth between zygomaticus and the 
buccinator to the maxillary tuberosity. The middle row 
consisted of scattered yellowish lobules and was placed 
mostly on the deep face of the buccinator. The ventral row 
occurred as brownish lobules arranged from the angle of 
the mouth to a short distance under the masseter. These 
findings were in fully agreement with those of Saxena and 
Gupta (2007) which reported that the buccal glands of goat 
were arranged in dorsal, middle and ventral rows. The 
zygomatic gland in dog represented the posterior 
condensation of unilobulated dorsal buccal glands of other 
mammals (Miller, 2009). However, Getty (2012) observed 
that the buccal glands of horse were arranged in two rows, 
the superior row was placed on the outer surface of the 

buccinator, while the inferior ones in the submucous tissue 
at the lower border of the buccinator. The buccal glands of 
sheep were arranged in three rows i.e., dorsal, middle and 
ventral as reported by Singh et al., 2011.

Labial glands: The labial glands of pig were distributed in 
the superior, inferior and commissural portions of the lips. 
The commissural labial glands were found distributed 
around the commissure of the lips on either side (Fig. 1). 
The labial glands were placed under the skin rostral to the 
insertion of the zygomaticus muscle embedded in the 
orbicularis oris muscle. These glands extended between 
the superior labial artery and inferior labial vein along the 
angle of mouth. Similarly, Ayyangar and Alur (2007) 
described the presence of labial glands in ox between the 
mucous membrane and the muscles of the lip. Their ducts 
opened in the mucous membrane. The superior labial 
glands of sheep were distributed in two zones viz. external 
and rostral (nasolabial) zones. The labial gland of external 
zone continued rostrally from the commissural labial 
glands distributed under the skin and orbicularis oris 
muscle over the mucosa. The rostral zone of superior labial 
gland was comprised of globular aggregations of the 
glandular lobes, which were wider at the philtrum but 
narrower towards the commissure. The inferior labial 
glands were the continuation of the commissural labial 
glands into the inferior labium between the mucosa and 
orbicularis oris muscle internally and the skin externally. 
Bevelander (2000) found small serous and mucous 
glandular structures in the lips of humans and their 
secretions passed through short ducts into vestibule. The 
labial glands of goat were grouped as commissural, 
superior and inferior glands as reported by Saxena and 
Gupta (2007). In sheep, the labial glands were present as 
commissural, dorsal and ventral labial glands (Singh et al., 
2014) which are in accordance with the present findings.

Lingual glands: The lingual glands of pig were observed 
in the root of tongue, dorsal surface of body of tongue and 
vicinity of the circumvallate papillae. However, the glands 
were absent in the tip region. These findings were in fully 
agreement with the findings of Bourne (1993) in goat, 
which reported the presence of lingual glands in the deeper 
portion of the corium of the tongue and among its muscle 
bundles. Their ducts opened on its epithelial surface 
between papillae. These glands were not abundant at the 
base of the organ and found along its margin extending up 
to the tip. Ebner’s glands were present below the 
circumvallate papillae. The presence of lingual glands 
were reported histologically by Prakash and Rao (2000) in 
Indian buffalo, Kadhim et al. (2014) in the black francolin, 
Javad et al. (2016) in the Persian squirrel and Kuru et al. 
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assay. A qPCR assay is a rapid method that can be used to 
detect Leptospira in clinical samples like whole blood, 
sera and urine (Stoddard et al., 2009) and also facilitates 
the real time detection of amplified fragments and 
therefore it does not need end-point detection, which is 
comparatively less precise and time consuming too. 
However this assay is less specific in comparison with 
TaqMan probe assays as all double-stranded DNAs 
formed during the PCR reaction such as nonspecific PCR 
products and primer-dimers are detected with the SYBR 
green dye, whereas only sequence-specific amplification 
is measured with a TaqMan probe (Valasekand Repa, 
2005).

CONCLUSION

 The present study described the development of a 
reliable and highly sensitive real time PCR assay for 
detection and quantification of pathogenic leptospires 
using LipL 32 gene specific primers from urine samples 
and these may be applicable for diagnostic or screening 
approach.
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 General anaesthesia is required in canines almost for 
all surgical procedures. Inhalation anaesthesia requires 
specific equipment and may only be possible under 
hospital conditions. It is rarely feasible for the use in the 
field. The adverse effects of atmospheric pollution and 
low-level personnel exposure to volatile anaesthetics must 
also be considered. A lot of new anaesthetic and analgesic 
medications are available, however none of them meet the 
criteria for the perfect anaesthetic and analgesic agent. 
Sedative and anaesthetic drugs have been used in 
conjunction broadly to obtain optimal analgesia, hypnosis 
and muscle relaxation (Verma et al., 2018). Pre-anesthetic 
treatment has a direct impact on the anaesthetic dose that 
may result in the least complications due to low dose 
requirement of anaesthetic agent. Different sedatives are 
increasingly deployed as pre-anesthetic drugs, including 
xylazine, detomidine, dexmedetomidine, diazepam, 
midazolam, and butorphanol (Asif et al., 2021). In order to 
achieve balanced anaesthesia in small animals, ketamine, 
an injectable dissociative anaesthetic, is frequently used in 
conjunction with alpha 2-agonists (El-Sherif, 2018).

MATERIALS AND METHODS

 The present study was conducted on twenty-eight 
female dogs irrespective of age, breed and body weights 
brought to the Department of Veterinary Surgery and 

Radiology, College of Veterinary Sciences, Lala Lajpat 
Rai University of Veterinary and Animal Sciences, Hisar 
for elective ovariohysterectomy. These animals were 
randomly divided into two groups comprising of fourteen 
animals in each group as mentioned below:

Groups No. of Premedication Induction Maintenance
 animals agents agent agent

I 14 Atropine (0.04mg/ Ketamine  Dexmedet-
  kg b.wt. IM) @ 5mg/kg omidine +
  Meloxicam (0.3 mg/ b.wt. I/M Ketamine
  kg b.wt. IM) Till effect (1:1)
  Dexmedetomidine
  (15 g/kg b.wt. IM)

II 14 Atropine (0.04mg/ Ketamine Midazolam
  kg b.wt. IM) @ 5mg/kg + Ketamine
  Meloxicam (0.3mg/ b.wt. I/V (1:1)
  kg b.wt. IM) Till effect
  Midazolam
  (0.5 mg/kg b.wt. IV)

Biochemical Parameters: Three milliliters of blood was 
collected from cephalic vein pre-operatively, after 10 
minutes of sedation and at the end of the surgery into a 
centrifuge tube without anticoagulant for separation of 
serum and separated sera samples were stored in aliquots 
in refrigerator at -20º C for biochemical analysis with helps 
of kits. Biochemical analysis was done using Erba kits 
through TRANSASIA - ERBA EM 200 automatic serum 
analyzer for the various biochemical parameters viz. Total 
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trus synchronizathod that synchronizes ovulations is 
named briefly as “Ovsynch” (Pursley et al., 1995). The 
study was aimed to evaluate the efficacy of different 
methods of estrus sync
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Fig. 1. Dead male foal with fetal membrane after delivery
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 In tropical countries like India ticks and tick-borne 
diseases, especially bovine theleriosis, babesiosis and 
anaplasmosis, can cause sudden death of severely infected 
animals. The cattle tick Rhipicephalus (Boophilus) 
microplus is a significant vector of these deadly diseases 
(Ghosh et al., 2015). The most common method for 
controlling tick infestation is to treat the host with synthetic 
acaricides like Arsenic trioxide, organochlorines, 
organophosphates, carbamates, amidines, pyrethroids and 
ivermectins etc.  which kill the associated larvae, nymphs, 
and adults. Although this has limitations due to wide 
spread environmental pollution, increased risk of 
insecticide residue, quick development of resistance and 
parasite reoccurrence (Picinin et al., 2017).

 It has been reported that the topical treatment of 
animals with herbal acaricidal formulations is safe and less 
toxic as compared to synthetic agents (Chen et al., 2019). 
In response to the insecticides residue problems, many 
researchers attempted to develop bioint, acaricidal, and 
larvicidal and which in particular acts against Rhipicephalus 
microplus (Martins, 2006). The main objective of the 
present study was to observe the effect of Citronella oil on 
tick infested cattle on the basis of improvement in 
haemato-biochemical attributes, management of clinical 
manifestations and reduction in tick count.al Dairy Farm 
for providing infrastructure and necessary facilities to 
conduct the research.
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 Perianal region of the dog is frequently affected with 
three types of glandular tumours; apocrine gland tumour of 
anal sacs, circumanal, perianal or hepatoid tumours and 
anal gland tumours. The incidence of perianal adenoma is 
about 9-18% of all skin tumors and accounts for the third 
most prevalent tumour in male dogs (Bray, 2011).  The 
most commonly affected breeds are Cocker Spaniel, 
Pekingese, Beagle, Siberian husky, Bulldog and Samoyed 
(Turek and Withrow, 2007). There can be reduction in re-
occurence up to 95% of adenomas and hyperplasia cases 
after castration at the time of surgical excision (Brodzki et 
al., 2021). The present study reports the occurrence of 
perianal adenoma in intact Rottweiler and non-descript 
dog and their surgical management.

 An eight years old non-descript intact male dog 
weighing 8 kg and a five years old intact Rottweiler dog, 
weighing 22 kg were brought with history of growth in the 
perianal region since last five months and two months, 
respectively. The dogs had the history of constant straining, 
licking and scooting in the perineal region. The mass was 
reported to have increased gradually from initial peanut 
size. On clinical examination, the dogs were apparently 
healthy with slightly pale mucous membrane but all vital 
parameters were within normal range. Hematology revealed 
relative neutrophillia and anemia. Palpation of perianal 
growth in Rottweiler revealed sessile, circumscribed mass 
of 2 cm in diameter (Fig. 1A) whereas in non-descript it 
was firm in consistency, encapsulated and round mass of 
7cm in diameter (Fig. 1B) on the lateral side of the anus. 
Chest radiography was negative for metastasis.

 The dogs were anaesthetized with balanced 
anaesthetic protocol with pre-medication using atropine @ 

SUMMARY

 An eight and five years old intact male dogs presented with the history of straining, licking and scooting in the perianal region since five and 
two month, respectively. Clinical examination revealed a circumscribed mass of 2 cm diameter in the Rottweiler dog and 7 cm in the non-descript dog 
in the perianal region. Haemato-biochemical parameters showed relative neutrophillia and anemia whereas survey radiography of lateral thorax 
revealed no metastasis. Surgical resection of the mass was done under general anesthesia. Histopathology revealed the growths as perianal adenoma. 
There was no reocurrence on three months follow up in both the dogs.
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0.04 mg/kg IM and Midazolam @ 0.2 mg/kg IM. Induction 
was done with propofol @ 4 mg/kg IV. Maintenance of 
anaesthesia was done with Isoflurane @ 1-2% with oxygen 
with flow rate of 50 ml/kg. The surgical site was prepared 
aseptically and an anal plug was placed to prevent intra-
operative contamination. A circular incision was made 
around the tumor mass and fascia was separated in both the 
cases. Tumorous masses were resected and blood vessels 
were ligated using polyglactin 910 no. 1-0 (Fig. 2). Skin 
was opposed with interrupted horizontal mattress followed 
by pre-scrotal castration.

 Resected masses were sent for histoptathology which 
revealed it to be a hepatoid gland tumor or perianal adenoma. 
There was presence of neoplastic cells arranged in cords 
pattern which resembled like hepatocytes. The neoplastic 
cells were polyhedral and centrally located ovoid, vesicular 
nucleus, centrally placed nucleoli and eosinophilic 
cytoplasm. Single cell layer thickened basloid cells were 
present in the periphery. These cords are separated by 
interlobular stroma, with abundant inflammatory cells and 
congested blood vessels (Fig. 3A-C).

 Post-operative medication with broad spectrum 
antibiotic and analgesic was done for five days in both the 

thcases. Sutures were removed on 14  day. Both the dogs 
showed uneventfully recovery. A three month post-operative 
follow up revealed no reocurrence in both the cases.

 Hepatoid gland tumor/Perianal adenoma is slow-
growing benign tumour that develops from sebaceous 
gland cells in the perianal region. Petterino et al. (2004) 
stated that testosterone stimulates the tumorous cells. 
Castration was done to prevent the reocurrence in both the 
cases. The size of the mass may shrink after one or two 
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Fig. 1. Photograph showing small (A) and large (B) round growth/mass in perianal region

Fig. 2. Photograph showing surgical excision of round mass

Fig. 3. Photomicrograph showing presence of neoplastic cells arranged in cords pattern which resembled like hepatocytes. The neoplastic cells were 
polyhedral and centrally located ovoid, vesicular nucleus, centrally placed nucleoli and eosinophilic cytoplasm.

months of castration due to low level of testosterone 
making its removal easy (Hayes and Wilson, 2008). The 
growth might appear as single, numerous masses, diffuse, 
relatively flat sheets of sebaceous tumour cells, or any 
combination of these (Shelley, 2002). Although benign 
lesions are rarely adherent to surrounding structures, they 
may ulcerate and become infected (Jakab et al., 2009). 
Faecal incontinence may be seen postoperatively if tumour 
occupies more than half of circumference of anal sphincter 
(Goldschmidt and Shofer, 2004). No such complication 
was seen in both of the operated cases in the present study 
till three months of follow up. The tumours could be 
removed using cryotherapy if size is small (Liska and 
Withrow, 1978). Hepatoid adenoma and epithelioma can 
also be removed effectively using electro-chemotherapy 
with an overall success rate of 93.9% (Tozon et al., 2010). 

Perianal adenomas have excellent prognosis if surgically 
removed, however, their malignant equivalent has a worse 
prognosis due to problems with local reocurrence and 

possible metastasis (Morris and Dobson, 2001).
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 Saliva is the first biological medium to confront 
external materials that are taken into the body as food. 
Thus, it serves as the first line of oral defence (Elewa et al., 
2010). These secretions have an important role in 
moistening the food stuffs, lubricating the upper digestive 
tube and protecting the lining cells of the mucosa against 
the injury. It also controls the bacterial flora by secreting 
lysozymes (Featherstone,  2000)  and contains 
lactoperoxidase and Immunoglobulin-A which serve as a 
salivary antimicrobial system (Cunningham, 2002). 
Saliva, which is so important, is secreted from major and 
minor salivary glands. The smaller of these glands situated 
within the oral mucous membrane and were grouped as 
minor salivary glands. These are named according to their 
location, as lingual, labial, buccal and palatine glands 
located in the tongue, lips, cheek and palate, respectively 
(Arthur et al., 1999). This wide distribution of the minor 
salivary glands is advantageous for the protection of the 
oral cavity against pathogens (Sannes et al., 2002). The 
saliva was conveyed to the oral cavity through the 
excretory ducts. The literature revealed that most of the 
research work was confined to major salivary glands 
however, there is no detailed information available on 
minor salivary glands, and pig in particular. Hence, the 
goal of the present study was to describe the detailed 

topographic anatomy of minor salivary glands of pig.

MATERIALS AND METHODS

 The present study was undertaken on ten healthy 
adult pigs of local mixed breed of either sex. The heads 
were procured from local slaughter house immediately 
after decapitation and then fixed in ten per cent formalin 
solution. After four to five days of fixation, the dissection 
was performed with the aim to study the gross anatomical 
localization and distribution of buccal, labial, lingual and 
palatine glands of pig.

RESULTS AND DISCUSSION

Buccal glands: The buccal glands in pig were observed in 
the cheek region and they were arranged in two rows viz., 
dorsal and ventral groups. The dorsal buccal gland was 
light yellowish in colour and located along the alveolar 
border of maxilla and was extended up to the angle of the 
mouth (Fig. 1). Laterally, it was covered by buccinator, 
masseter, zygomatic muscles, and fascia and skin of that 
region while medially, the gland was blended with the 
buccal mucosa. It had a rostral part and a caudal part. The 
rostral part was located in front of transverse facial artery, 
vein and dorsal buccal nerve. The glandular tissue was in 
the form of oval lobes of half an inch in diameter and each 
lobe had its own duct. The ventral buccal gland was a 
distinct yellow coloured compact mass and was located on 

ABSTRACT

 The present study was aimed at elucidating the topographic anatomy of minor salivary glands viz., buccal, labial, lingual and palatine of ten 
healthy adult pigs of local mixed breed of either sex. The heads were procured from local slaughter house immediately after decapitation and then 
fixed in ten per cent formalin solution to study the gross anatomical localization and distribution of glands. The buccal glands were found in the cheek 
region and were arranged in two rows as dorsal and ventral groups. The light yellowish coloured dorsal buccal gland was located along the maxillary-
alveolar border and extended up to the angle of the mouth. It was covered laterally by buccinator, masseter and zygomatic muscles, fascia and skin of 
that region while medially, the gland was blended with the buccal mucosa. The ventral buccal gland was located on the lateral aspect of horizontal 
ramus of mandible, dorsal to ventral buccal nerve and ventral to buccinator nerve and inferior labial vein and covered superficially by inferior part of 
buccinator and depressor mandibularis muscles. The labial glands were distributed in the superior, inferior and commissural portions of the lips and 
were placed under the skin rostral to the insertion of the zygomaticus muscle embedded in the orbicularis oris muscle. These glands extended between 
the superior labial artery and inferior labial vein along the angle of mouth. The lingual glands were situated in the root of tongue, dorsal surface of 
body of tongue and vicinity of the circumvallate papillae. The tissues for the palatine glands were collected from the ridged portion of the hard palate 
and also from the oropharyngeal region of soft palate.
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Fig. 1. Photograph of dissected head of pig showing the distribution of 
buccal and labial glands. (DBG: Dorsal buccal glands; VBG: 
Ventral buccal glands; SLG: Superior labial glands; ILG: 
Inferior labial glands; CLG: Commissural labial glands)

Fig. 2. Photograph of oral cavity of pig showing the distribution of 
lingual glands. (R: Root of tongue; Arrow: Circumvallate 
papillae; *: Different regions of body of tongue)

Fig. 3. Photograph of oral cavity of pig showing the distribution of 
palatine glands. (S: Soft palate; *: Different regions of hard palate)

surface of body of tongue and vicinity of the circumvallate 
papillae. The palatine glands were absent in ridged portion 
of hard palate and present at the oropharyngeal region of 
the soft palate.
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(2017) in mole rat (Spalax leucodon).

Palatine glands: The tissues for the study of palatine 
glands were collected from the hard palate (rostral, middle 
and caudal portions) and also from oropharyngeal region 
of the soft palate (Fig. 3). Similar findings were reported 
by Eurell and Frappier (2006) which showed the presence 
of branched tubuloacinar mucous glands in the caudal part 
of the hard palate in domestic animals except in the pigs. 
The palatine glands were earlier reported by Abbas et al. 
(2020) histologically, which showed that the mucous 
glands were embedded in the submucosal layer of the soft 
palate in cat. However, Nabipour (2011) stated that the 
palatine glands of camel were located in the caudal part of 
the hard palate and in the entire length of the soft palate and 
the palatine gland was most numerous at the apex of the 
soft palate. On the other hand, Mohamed (2020) reported 
that the sero-mucoid glands were present in the rostral and 
caudal parts of the hard palate, as well as in the soft palate 
of domestic animals.

CONCLUSION

 It was concluded that the buccal glands in pigs were 
found in the cheek region and were arranged in two rows as 
dorsal and ventral groups. The dorsal buccal gland was 
situated along the maxillary-alveolar border and extended 
up to the angle of the mouth and was covered laterally by 
buccinator, masseter, zygomatic muscles, and fascia and 
skin of that region while medially, the gland was blended 
with the buccal mucosa whereas, the ventral buccal gland 
was located on the lateral aspect of horizontal ramus of 
mandible, between ventral buccal nerve (dorsally) and 
buccinator nerve (ventrally) and inferior labial vein. The 
labial glands were distributed in the superior, inferior and 
commissural portions of the lips and were placed under the 
skin rostral to the insertion of the zygomaticus muscle. The 
lingual glands were placed at the root of tongue, dorsal 

the lateral aspect of horizontal ramus of mandible, between 
ventral buccal nerve (dorsally) and buccinator nerve 
(ventrally) and the inferior labial vein (Fig. 1). It was 
covered superficially by inferior part of buccinator and 
depressor mandibularis muscles. The ducts of the buccal 
glands opened between the non-papillary parts of the 
buccal wall. These findings were in agreement with the 
observations of Narasimhan et al. (2000) in goat. However, 
it was in contrary to the findings of Habel (2002) that 
described the buccal glands in cattle were arranged as 
dorsal and ventral groups with a few scattered lobes 
forming an intermediate layer. The dorsal row extended on 
the maxilla, major part under the cover of the masseter 
muscle and few lobules under buccinator muscle up to the 
angle of the mouth. The ventral groups were brown in 
colour and present on the mandible under the depressor 
mandibular muscle. Intermediate group placed under the 
buccinator and extended backwards from the angle of the 
mouth. On the other hand, Bradley (2004) noticed that in 
the dog that the buccal glands were arranged in two rows.

 The buccal glands were present as a series of 
glandular structures which were divided into dorsal and 
ventral groups in sheep. The former was situated at the 
maxillary alveolar border along the buccinator and was 
covered superficially by the cutaneous fascia and zygomatic 
muscle. It was arranged as thin rostral part across which 
transverse facial artery, vein and dorsal buccal nerve pass 
and a thick caudal part with compact lobulated tissue in the 
angle b/w the maxillary tuberosity and buccinator vein 
under the cover of masseter muscle. The ventral buccal 
gland located on the mandible under the cover of the 
depressor mandibular muscle was elongated and thin. The 
ducts of the dorsal and ventral buccal glands opened 
between the papillae within the vestibule of the mouth 
(May, 2004). However, Ayyangar and Alur (2007) reported 
that the buccal glands in ox were arranged in three rows. 
Dorsal row consisted of yellowish lobules which extended 
from the angle of the mouth between zygomaticus and the 
buccinator to the maxillary tuberosity. The middle row 
consisted of scattered yellowish lobules and was placed 
mostly on the deep face of the buccinator. The ventral row 
occurred as brownish lobules arranged from the angle of 
the mouth to a short distance under the masseter. These 
findings were in fully agreement with those of Saxena and 
Gupta (2007) which reported that the buccal glands of goat 
were arranged in dorsal, middle and ventral rows. The 
zygomatic gland in dog represented the posterior 
condensation of unilobulated dorsal buccal glands of other 
mammals (Miller, 2009). However, Getty (2012) observed 
that the buccal glands of horse were arranged in two rows, 
the superior row was placed on the outer surface of the 

buccinator, while the inferior ones in the submucous tissue 
at the lower border of the buccinator. The buccal glands of 
sheep were arranged in three rows i.e., dorsal, middle and 
ventral as reported by Singh et al., 2011.

Labial glands: The labial glands of pig were distributed in 
the superior, inferior and commissural portions of the lips. 
The commissural labial glands were found distributed 
around the commissure of the lips on either side (Fig. 1). 
The labial glands were placed under the skin rostral to the 
insertion of the zygomaticus muscle embedded in the 
orbicularis oris muscle. These glands extended between 
the superior labial artery and inferior labial vein along the 
angle of mouth. Similarly, Ayyangar and Alur (2007) 
described the presence of labial glands in ox between the 
mucous membrane and the muscles of the lip. Their ducts 
opened in the mucous membrane. The superior labial 
glands of sheep were distributed in two zones viz. external 
and rostral (nasolabial) zones. The labial gland of external 
zone continued rostrally from the commissural labial 
glands distributed under the skin and orbicularis oris 
muscle over the mucosa. The rostral zone of superior labial 
gland was comprised of globular aggregations of the 
glandular lobes, which were wider at the philtrum but 
narrower towards the commissure. The inferior labial 
glands were the continuation of the commissural labial 
glands into the inferior labium between the mucosa and 
orbicularis oris muscle internally and the skin externally. 
Bevelander (2000) found small serous and mucous 
glandular structures in the lips of humans and their 
secretions passed through short ducts into vestibule. The 
labial glands of goat were grouped as commissural, 
superior and inferior glands as reported by Saxena and 
Gupta (2007). In sheep, the labial glands were present as 
commissural, dorsal and ventral labial glands (Singh et al., 
2014) which are in accordance with the present findings.

Lingual glands: The lingual glands of pig were observed 
in the root of tongue, dorsal surface of body of tongue and 
vicinity of the circumvallate papillae. However, the glands 
were absent in the tip region. These findings were in fully 
agreement with the findings of Bourne (1993) in goat, 
which reported the presence of lingual glands in the deeper 
portion of the corium of the tongue and among its muscle 
bundles. Their ducts opened on its epithelial surface 
between papillae. These glands were not abundant at the 
base of the organ and found along its margin extending up 
to the tip. Ebner’s glands were present below the 
circumvallate papillae. The presence of lingual glands 
were reported histologically by Prakash and Rao (2000) in 
Indian buffalo, Kadhim et al. (2014) in the black francolin, 
Javad et al. (2016) in the Persian squirrel and Kuru et al. 
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 This article earlier available at https://www.luvas.edu.in/haryana-veterinarian/download/ 

harvet2016-dec/1.pdf entitled “Occurrence of some organochlorine pesticide residues in poultry 

feed and meat” has been retracted by the authors because of some error made during the data 

analysis process of the experimental observations due to counting the number of samples showing 

the concentration of pesticide below its corresponding Limit of Detection. All authors take full 

responsibility for this mistake and sincerely apologize for any inconvenience it may cause.
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