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ABSTRACT

 The study was conducted to assess the impact of ethanolic extract of Moringa oleifera at different concentrations (2.0 and 5.0%) on the 
seminal parameters before and after cryopreservation of extended Jamnapari buck semen. A total of twelve ejaculates were collected twice a week 
from two Jamnapari bucks. Each ejaculate was diluted in a TFYG (Tris-citric-acid-fructose-egg-yolk-glycerol) extender keeping 80 million/mL and 
divided into three equal aliquots, which were supplemented with ethanolic extract of Moringa oleifera (0.0, 2.0 and 5.0%; Treatment C, T1 and T2, 
respectively), filled in 0.25 mL straws, cooled to and equilibrated for 4 hours at 4° C and then frozen in LN2 vapour. Frozen straws were thawed at 37° 
C for 30 seconds in a water bath for the post-thaw evaluation. Sperm motility, percent live sperm, sperm abnormalities, plasma membrane integrity 
(HOST) and enzyme leakage (AST ALT, ACP and AKP) were evaluated at both pre-freeze (on dilution) and post-thaw stages. The results indicated 
that the addition of ethanolic extract of Moringa oleifera, at both 2.0 % and 5.0% concentrations significantly (P<0.05) improved sperm motility, 
sperm viability, and HOS-positive spermatozoa. Further, the sperm abnormalities and enzyme leakage were significantly (P<0.05) lower in Moringa 
oleifera - treated groups than in control group. The results were the best with 5% ethanolic extract of Moringa oleifera supplementation. In 
conclusion, the study showed that Moringa oleifera at a concentration of 5% exhibited superior protection of sperm structures and functions as 
compared to 2.0% Moringa oleifera and the control group.

Keywords: Cryopreservation, Jamnapari, Moringa oleifera, Semen, TFYG
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 Extender used for goat semen containing egg yolk is 
detrimental to spermatozoa due to presence of enzyme 
phospholipase A in seminal plasma secreted from bulbo-
urethral gland. Furthermore, the phospholipase A 
hydrolyses the lecithin of the egg yolk to fatty acids and 
lysolecithin which are spermicidal and also cause 
coagulation of the storage medium (Roy 1957; Iritani and 
Nishikawa 1963), however no latest research available 
which suggest spermicidal effect of caprine seminal 
plasma at 10% egg yolk. Cryopreservation induces 
biochemical, functional, and ultra-structural alterations in 
spermatozoa (Tamburrino et al., 2023). These alterations 
encompass the enhancement of permeability in the plasma 
and acrosome membranes of the spermatozoa, resulting in 
the disruption of their morphology, motility, and 
chromatin structure (Gandini et al., 2006). ROS generation 
is the primary factor responsible for the decline in goat 
sperm quality during cryopreservation, as it leads to 
damage to the mitochondrial membranes of spermatozoa 
(Bansal et al., 2011). Oxidative stress leads to the 
production of reactive oxygen species (ROS) and/or an 
imbalance of antioxidant defense mechanisms. This 
results inmembrane lipids peroxidation and sperm injury 
(Mahanta et al., 2012). Moreover, the elevated level of 
polyunsaturated fatty acids in the plasma membranes of 

ruminant spermatozoa makes them more prone to lipid 
peroxidation (Bucak et al., 2009). Spermatozoa possess an 
inherent enzymatic antioxidant defense system (Andrabi, 
2009). Nevertheless, the antioxidants of seminal plasma 
are unable to cope up with reactive oxygen species (ROS) 
associated injuries (Neild et al., 2005). In order to mitigate 
ROS associated injuries, natural antioxidants can be used 
as an additive (Bilodeau et al., 2001). Indeed, addition of 
antioxidants in semen improves the seminal attributes and 
fertility of cattle (Iqbal et al., 2016; Javed et al., 2019) and 
caprine semen (Atessahin et al., 2008). Moringa oleifera 
contains a lot of antioxidants, especially in the leaves (Das 
et al., 2012). Ascorbic acid, flavonoids (quercetin, 
kaempferol, potassium, vitamin E, selenium, vitamin C, 
magnesium and proanthocyanidin), polyphenolics, and 
carotenes are found in Moringa oleifera leaves 
(Jayawardana et al., 2015). These compounds lower the 
free radicals production and reduce the risk of sperm cell 
death (Wang et al., 2017). Carrera-Chavez (2020) 
observed that a methanolic extract of Moringa oleifera 
seed improved post-thaw semen motility and antioxidant 
capacity in rams. To date, no literature available regarding 
antioxidative properties of Moringa oleifera leaves extract 
in TFYGdiluter on the post-thaw seminal attributes of 
Jamnapari bucks.
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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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ABSTRACT

 The present study was conducted on the middle ear ossicles of six adult Beetal goats (Capra hircus). The goat heads were collected from a 
municipal slaughterhouse in Ludhiana. Access to the ossicular assembly was made from the base of the tympanic bulla by cutting the occipital bone 
with a bone saw blade at the level of condyles and para mastoid processes at an angle parallel to the ventral surface of the tympanic bulla without 
damaging the bony part of the middle ear canal. It was observed that the ossicular assembly of Beetal goats was formed by three ear ossicles named 
malleus (hammer), incus (anvil), and stapes (stirrup). The malleuswas the most peripheral and was composed of a head, neck, and manubrium. The 
head of the malleus possessed an oval articular facet on its medial surface. The neck of the malleus was comprised of three processes viz., lateral, 
rostral, and muscular. The manubrium of the malleus was the longest, with a length of 0.46 cm±0.009, and appeared slightly curved. The shape of the 
incus was like a biradicular molar and it presented a body and two processes, the short and long crura, of which the lenticular process was present only 
on the long crus. The stapes was the smallest and consisted of a head, an anterior, a posterior arm, and a footplate.

Keywords: Middle ear, Goat, Gross anatomy, Ossicles
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 In ways that humans cannot, animal models of 
middle ear surgery enable us to investigate disease 
mechanisms. According to the authors, the ear underwent a 
protracted evolutionary process lasting more than 300 
million years. Mammals have been known to have three 
ossicle assemblies (Amin and Tucker, 2006); Takechi and 
Kuratani, (2010), while birds have a unique circumstance 
where just one ossicle-the Columella auris-is known to 
exist (Anthwal et al., 2013; Besoluk et al., 2019; Claes et 
al., 2016; Mills, 1994; Takechi and Kuratani, 2010). It has 
been claimed that stapes is the name given to the same 
bony structure in reptiles and proposed that the articular 
and quadrate bone in non-mammals serve as analogues of 
the malleus and incus described in mammals (Anthwal et 
al., 2012). Goats are known as excellent models for 
experimental scientific studies, reconstructive surgical 
procedures of the ossicular chain, and training in human 
ear surgery due to the size of the middle ear and anatomical 
similarities with human ossicles.

 The Malleus, Incus, and Stapes have all evolved 
from the jawbones of mammals and the Columella auris of 
reptiles, respectively. These three tiny bones are irregularly 
shaped and laterally located in the tympanic cavity. This 
articulated chain of ossicles connects the tympanic 
membrane and medial wall of the tympanic cavity which 
transfers sound from the tympanic membrane to the 
cochlea through an oval window (Ludman and Wright, 
2006); Strandring (2008). As a transformer of air acoustic 
energy’s impedance towards the fluids of the inner ear, this 

ossicular assembly’s primary job was to mediate the 
transmission of vibrations from the tympanic membrane 
through the handle of the malleus (Manubrium mallei) and 
send them over toward the components of the internal ear 
(Wilson, 1987; Keefe, 2015).

 In middle ear surgical research, rats and mice are the 

most frequently utilized small vertebrate animals. However, 

other small vertebrate animals are being used, including 

rodents (such as gerbils, chinchillas, and guinea pigs), 

rabbits, and cats. The findings can vary greatly since small 

animals are morphologically and physiologically different 

from humans and show differing middle ear shapes and 

sizes (Hemilä et al., 1995). Large animal models have also 

been examined to better represent the human ear’s 

anatomy. For instance, the pig has been considered a 

potential animal model; however, experimental methods 

are challenging because of the soft and fatty tissues 

covering the mastoid process (Schnabl et al., 2012). In the 

present day, due to the widespread trans-canal endoscopic 

surgery in humans, especially in the middle ear, goats can 

be used as an animal model for studying the middle ear 

ossicles due to its advantageous size. The anatomical features 

and parameters of the middle ear are frequently utilized to 

predict the species’ hearing sensitivity (Hadžiomeroviae et 

al., 2023). Therefore, the current study was planned to 

record various anatomical and morphometrical data 

regarding the middle ear ossicles in native Beetal goats 

which may help researchers and clinicians in various 

interventions.
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MATERIALS AND METHODS

 Six freshly slaughtered adult goat heads were 
collected from a muncipals laughter house in Ludhiana, 
India. The tissues surrounding the tympanic bulla were 
removed and the ventral surface of the bulla was cut open. 
Access to the ossicular assembly was made from the base/ 
ventral surface of the tympanic bulla by cutting through the 
occipital bone with a bone saw blade at the level of 
occipital condyles, and para mastoid processes at an angle 
parallel to the ventral surface of the tympanic bulla without 
damaging the bony part of the middle ear canal (Fig. 1). 
Examination of middle ear structures was done by using a 
magnifying lens and stereo zoom microscope. The images 
of ear ossicles were captured using an iPhone camera in 
macro mode, 12 megapixels. The terminology of all the 
anatomical structures was adopted in accordance to 
Nomina Anatomica Veterinaria (2017).

Morphometrical data recording

 Measurements were recorded by using vernier 
calipers (Fig. 2). The parameters for the measurements 
were the length and width of ear ossicles, the width of the 
malleus at the broadest point, vertical diameter, the 
thickness of the malleus’ narrow, concave neck, length of 
malleus’ manubrium, length of long crus and short crus of 
the incus, and length of rostral and caudal crus of Stapes 
(Fig. 3). The mean and standard errors of respective data 
were calculated using the MS Excel programme. The data 
for the length and width at the broadest point were 
analysed and presented as graphs with GraphPad Prism 
8.0.2. Normality tests were done on all three data sets and 
subjected to one-way analysis of variance (ANOVA) and 
Tukey’s multiple comparisons test to find statistical 
differences in the length and width of the three ear ossicles.

RESULTS AND DISCUSSION

 The assembly of the three ossicles was disclosed 
when the occipital condyles and para mastoid processes 
were removed properly. The lateral component was the 
malleus, followed by the connection with the incus, and the 
most medial one being the stapes. The finding of the 
presence of three ossicles’ assembly at the level of the 
tympanic cavity was in consonance with the findings in 
non-human primates (Borin et al., 2008), sheep (Simaei et 
al., 2017), wolves (Gürbüz et al., 2019) and rabbits (Guan 
et al., 2019). However, Nazih (2017) reported fourth ear 
ossicle in donkey.

 The malleus or drumstick bone consisted of the 
malleus head (Caput mallei), a slightly narrowed neck 
(Collum mallei) with three separate processes (lateral, 
rostral and muscular) (Processus lateralis, Processus 
rostralis and Processus muscularis), and a handle 
(Manubrium mallei) (Fig. 4A, B). When viewed from the 
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lateral side, the head of the malleus (Caput mallei) had an 
overall oval form with a dorso-caudal disposition. Its 
medial surface had an articular surface for the incus 
(Facies articularis). The neck was tuberous and nearly 
flattened near the head. As approached the handle, it was 
more cylindrical, and its diameter reduced significantly. 
Tensor tympanic muscle insertion was provided by the 
muscular process (P. muscularis) on the neck of malleus. 
The morphometrical data of Malleus has been presented in 
Table 1. The malleus, or drumstick bone, in goats was 
0.885±0.009 cm long. It was the longest ear ossicle. The 
average width of the malleus at the broadest point was 
0.24±0.002 cm. The oval-shaped malleus head had an 
average vertical diameter of 0.33±0.009 cm. The malleus’ 
narrow, concave neck was 0.21±0.005 cm in thickness. 
The malleus’ manubrium, or handle, was the longest part 
and measured 0.46±0.009 cm in length and had a concave 
rostral edge. It was firmly connected to the eardrum and 
dragged the center inwards to the tympanic cavity. The 
handle of the goat’s malleus bone accounted for roughly 
70% of the entire malleus length (Hadžiomeroviæ et al., 
2023). The same observations were reported in goats 
(Martonos et al., 2020). But contrast to this, neck of 
malleus with only 2 processes, the lateral and rostral, was 
reported in Capra aegagrushircus, a subspecies of goat 
domesticated from Southwest Asia and Eastern Europe 
(Tolba, 2016).

 The body of Incus (Corpus incudes) housed two 
processes: a short process and a lengthy process (Crus 
breve and Crus longum, respectively) (Figs. 5A, B). The 
incus was a biradicular molar in shape. The body of incus 
had an articular process for malleus on rostral extremity. 
Similar observations were reported in camel (Osman and 
Arnautovic, 1987) and rabbit (Arnautovic and Osman,1985). 
Contrarily, Martonos et al. (2020) reported that the short 
and long crurain Capra hircus were nearly of the same 
length, with the long crus projecting obliquely. In addition, 
the long root of the incus showed one tiny bone, known as 
the lenticular process in rabbits (Kurtul et al., 2003), which 
could not be seen in the Beetal goats. The morphometrical 
data of Incus has been presented in Table 2. It was a short, 
broad bone that was 0.29±0.002 cm long, and 0.35±0.006 
cm wide. The cuboidal body of incus was located in the 
tympanic cavity caudal to the malleus’ head. The long crus 
fall caudoventrally, to make an acute angle with the body, 
measuring 0.37±0.006 cm in length and possessed 
lenticular process. The short root, which was 0.23±0.005 
cm in length, directed rostro-dorsally, to articulate with the 
body of the stapes via its terminal facet to form the incudo-
stapedial joint.

 Stapes was the smallest of the three ear ossicles. 
Topographically, it was located in between the terminal 
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Fig. 1. Steps in reaching the middle ear to locate ear ossicles.
Fig. 2. (A) Ossicular chain visible inside the middle ear cavity showing 1.  Head of malleus 2. Chorda tympani nerve, 3. Long crus of incus; Arrow 

pointing to the malleoincudal joint. Yellow dotted area showing cut opened ventral surface of tympanic bulla; (B) Ear ossicles taken out of the 
middle ear, 1. Malleus, 2. Incus, and 3. Stapes; (C) method of taking morphometrical measurements by using verniercallipers.

Fig. 3. Drawing of ear ossicles showing the landmarks for morphometrical parameters of A) Malleus, B) Incus, and C) Stapes.
Fig. 4. Malleus of goat showing Malleus head showing the articular process (1), Rostral process (2), Tympanic membrane attached to manubrium of 

the malleus (3), Neck (4) and Manubrium/ handle of the malleus (5).
Fig. 5. Incus of goat showing long process of incus (1), body of incus (2), short process of incus (3), articular facet for stapes (4), and medial 

depression (5).
Fig. 6. Stapes of goat showing head (1), rostral crus (2), Obturator foramen (3), Footplate (4) and Caudal crus (5).
Fig. 7. Graphical representation of average length (A) and width at the broadest point (B) of three ear ossicles and their statistical analysis.
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facet on the short crus of the incus and the vestibular or 
oval window connecting the middle ear to the inner ear 
(Figs. 6A, B). It was deeply excavated and could be found 
below the chorda tympani nerve branch of the facial nerve. 
It was placed in dorso-medially oblique orientation. The 
shape of stapes was like a triangle with a head (Caput 
stapedis), a rostral arm (Crus rostralis), a caudal arm (Crus 

caudale) and a foot plate (Basis stapedis). The head of 
stapes contained an articular facet for incus. The caudal 
margin of the stapes showed a process for insertion of the 
stapedius muscle (Membrana stapedius). Between the two 
arms of stapes, it enclosed an oval space known as 
obturator/intercrural space. The base or footplate of the 
stapes was ellipsoid in shape, and its medial surface was 

Table 1. Morphometrical data on the malleus of beetal goat (in centimeters)

Parameter Total length Width at widest Vertical diameter Thickness (cm) Manubrium
 (cm) point (cm) (cm) of head of the neck length (cm)

Mean ± SE 0.885 ± 0.009 0.24 ± 0.002 0.33 ± 0.009 0.21 ± 0.005 0.46± 0.009

Table 2. Morphometrical data on incus of beetal goat (in centimeters)

Parameter length Width Length of long crus Length of short crus

Mean ± SE 0.29±0.002 0.35 ± 0.006 0.37± 0.006 0.23± 0.005

Table 3. Morphometrical data on stapes of beetal goat (in centimeters)

Parameter length Width Length of rostral crus Length of caudal crus

Mean ± SE 0.27 ± 0.004 0.2 ± 0.005 0.26 ± 0.008 0.2 ± 0.006
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attached to an oval or vestibular window by means of an 
annular ligament (Annularesta pedis). The Stapes in Beetal 
goats under present study had a similar shape to those in 
guinea pigs (Albuquerque et al., 2009), degu and paca, 
hamsters (Mohammadpour, 2010), Chinese bamboo rats 
(Pleštilová et al., 2016), and wolves (Gürbüz et al., 2019). 
The morphometrical data of Stapes has been presented in 
Table 3. It measured 0.27±0.004 cm in length and 0.2± 
0.005 cm in width. The rostral crus measured 0.26±0.008 cm 
in length and was concave, curved and longer than the caudal 
one. The caudal crus were convex and 0.2±0.006 cm in length.

 The data analysis of the length of the three ear 
ossicles (Fig. 7A) showed that Malleus was significantly 
longer than the other two ear ossicles (P<0.0001). No 
significant difference in the length of Incus and Stapes was 
observed. The Incus was the widest ear ossicle and Stapes 
was the narrowest of the three (Fig. 7B). Our results 
regarding the length of the rostral crus being larger than the 
caudal crus correlated with earlier findings in goats (Tolba, 
2016). On the contrary, the two roots were equal in length, 
according to (Osman & Arnautovic, 1987) in camel and 
donkey, in deer (Ragab and Osman,1987), and in pig (Gurr 
et al., 2010). An earlier study in goats (Martonos et al., 
2020) recorded the presence of a spicule on the caudal crus 
of stapes crossing onto the obturator/intercrural space, 
which was not found in our study.

CONCLUSION

 This study’s major goal was to present a detailed 
morphological description and some morphometrical 
information about the auditory ossicles in Beetal goats. 
Combining all the data in this way could be a great 
educational tool for studying the comparative morphology 
of the middle ear and suggest some fresh research areas.
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 The indiscriminate antimicrobial usage in clinical 

medicine and food animal production along with the 

presence of various environmental factors, host factors, 

and pathogens intrinsic or acquired characteristics act as 

drivers in the emergence and dissemination antimicrobial 

resistance (AMR) (Manoj et al., 2023). The efflux-pump 

mediated AMR is an intrinsic mechanism possessed by the 

bacteria to extrude metabolic waste, toxic substances and 

antimicrobial agents (Blanco et al., 2016). The AcrAB-

TolC is an important resistance nodulation division (RND) 

family efflux pump which plays a major role in expression 

of multi-drug resistant (MDR) phenotype in Escherichia 

coli because of their broad specificity (Weston et al., 

2018). A simple and cost-effective phenotypic method to 

demonstrate the efflux pump activity in bacteria is ethidium-

bromide (Et-Br) agar cartwheel method (EBACM). The 

absence of fluorescence under UV light by bacterial mass 

in the agar plates supplemented with Et-Br indicates an 

overexpression of efflux pumps (Martins et al., 2011).

 Certain molecules known as the efflux pump inhibitors 

(EPIs) can be used in combination with antibiotics (known 
as adjuvant therapy) to enhance their activity against the 
strains which overexpress efflux pumps (Sharma et al., 

2019). Among the EPIs, phenylalanyl-arginine--

naphthylamide (PAN), a peptidomimetic EPI was the first 

inhibitor of RND family efflux pumps, specifically the AcrB 
(Huang et al., 2022). In addition to its role as a potentiator 
of fluoroquinolones, macrolides and chloramphenicol, the 

phenylalanine-arginine -naphthylamide (PAN) itself 

acts as a substrate for RND efflux pumps as well, thereby 
competitively inhibiting the substrate binding and efflux 
(Viveiros et al., 2008). Although, the efflux pump 
inhibition assay (EPIA) in MDR Salmonella Typhimurium 
has been studied (Anbazhagan et al., 2019), the literatures 

are scarce with regard to the extended spectrum -

lactamase (ESBL)-producing E. coli. Therefore, the current 
study aims to detect the efflux pump activity in ESBL-
producing E. coli isolates recovered from environmental 
sources of Mirzapur district, Uttar Pradesh, India by 
EBACM as well as subjecting these isolates to EPIA using 

PAN against different antibiotics.

ABSTRACT

 The overexpression of efflux pumps is one of the mechanisms of acquisition of multidrug resistant (MDR) traits in bacteria. In the current 
study, a total of 24 extended spectrum -lactamase (ESBL)-producing Escherichia coli isolates recovered from various environmental sources of 
Mirzapur, Uttar Pradesh were evaluated for the presence of efflux pump activity by ethidium-bromide (Et-Br) agar cartwheel method (EBACM) 
followed by the efflux pump inhibition assay (EPIA) against different antibiotics in the presence and absence of phenylalanine-arginine -

naphthylamide (PAN), a broad-spectrum efflux pump inhibitor (EPI). The difference in the zone of inhibition (ZOI) of 5 mm around the antibiotic 

discs in the presence and absence of PAN was considered as a significant change. All the isolates exhibited an efflux activity up to an Et-Br 
concentration of 1.5µg/mL. A total of 19 (79.16%) isolates revealed an MDR phenotype. An absolute resistance (100%) towards ampicillin and 
ceftriaxone was exhibited by all the isolates, followed by azithromycin (54.16%), ciprofloxacin (33.33%), kanamycin (25%), and doxycycline 
(16.66%). In the presence of PAN, a significant increase in the ZOI against azithromycin (100%) and doxycycline (76.19%) was observed. 

However, there was a reduction in ZOI against ceftriaxone, ampicillin/sulbactam, and ciprofloxacin in the presene of PAN in 70.83%, 87.5%, and 
12.5% of the isolates, respectively. The exhibition of a high degree of MDR phenotype and presence of active efflux pumps in environmental ESBL-
producing E. coli isolates is a matter of serious concern from public health point of view.
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MATERIALS AND METHODS

Determination of efflux pump activity by Ethidium-
Bromide (Et-Br) Agar Cartwheel Test (EBACT)

 A total of  24 previously characterized ESBL-producing 
E. coli isolates recovered from various environmental 
sources in and around Mirzapur, Uttar Pradesh (data not 
shown) were included in this study. The efflux pump 
activity of the ESBL-producing E. coli isolates was 
determined by the ethidium-bromide (Et-Br) agar 
cartwheel test (EBACT) as described previously (Martins 
et al., 2011). In brief, sterile Mueller Hinton Agar (MHA) 
plates with varying concentration (i.e., 0, 0.5, 1, 1.5 and 2 
µg/mL) of Et-Br were prepared. The plates were divided 
into six sections forming a cartwheel pattern. The 
overnight-grown culture of ESBL-producing E. coli 
isolates (inoculum adjusted to 0.5 McFarland standard) 
were streaked on those plates starting from the centre to the 
periphery of the plate. The plates were wrapped in 
aluminium foil and incubated overnight at 37º C and then 
observed under UV light in a gel documentation system 
(Biorad, USA). The minimum concentration of Et-Br that 
exhibited fluorescence in the streaking line (bacterial 
mass) was recorded. The E. coli ATCC 25922 was used as a 
control strain.

Antibiotic sensitivity test

 The antibiotic sensitivity test of the isolates against 7 
antibiotics (Himedia, India) representing different classes 
namely, ampicillin (penicillin), kanamycin (aminoglycoside), 
azithromycin (macrolide), ciprofloxacin (fluoroquinolone), 
ceftriaxone (cephalosporins), ampicillin/sulbactam 

(penicillin with a -lactamase inhibitor) and doxycycline 
(tetracycline) was performed as per the Kirby-Bauer disc 
diffusion method in sterile MHA plates. In brief, the plates 
were swabbed with the standard inoculum (adjusted to 0.5 
McFarland standard) of the test isolates. The above-
mentioned antibiotic discs were placed at a distance of 30 
mm centre-to-centre and the plates were incubated 
overnight at 37º C. The zone of inhibition (ZOI) around the 
discs were measured with a ruler against a bright background 
and the results were interpreted according to the CLSI 
guidelines (CLSI, 2018).

Efflux pump inhibition assay against different antibiotics

 The efflux pump inhibition assay was performed in 
the presence and absence of a broad-spectrum efflux pump 

inhibitor i.e., phenylalanine-arginine -naphthylamide 

(PAN) (Sigma Aldrich, USA). In brief, the sterile MHA 

plates supplemented with PAN (at a concentration of 25 

µg/mL) and that without PAN were prepared (Anbazhagan 
et al., 2019). The plates were swabbed with the standard 
inoculum (adjusted to 0.5 McFarland standard) of the test 
isolates. The antibiotic discs mentioned earlier were 

placed at a distance of 30 mm centre-to-centre and the 
plates were incubated overnight at 370C. A difference in 

the ZOI of 5 mm in the presence (P) and absence (A) of 

PAN around the antibiotic discs was considered significant 
for efflux pump inhibition against that antibiotic.

RESULTS AND DISCUSSION

 Determination of Efflux pump activity in the ESBL-
producing E. coli isolates by Et-Br agar cartwheel test 
(EBACT).

 In this study, all the ESBL-producing E. coli isolates 
(100%) exhibited an efflux activity (absence of fluorescence) 
at an Et-Br concentration of 1.5 µg/mL indicating the 
presence and expression of active efflux pumps in those 
isolates. Fluorescence was exhibited by the isolates at an 

Et-Br concentration  2 µg/mL (Fig. 1). Ethidium bromide 
is considered as a common substrate of efflux pump in 
Enterobacteriaceae (Schumacher et al., 2007) and has 
been used to assess the intrinsic efflux activity in E. coli 
(Amaral et al., 2014). The efflux pumps are generally 
involved in the extrusion of harmful chemicals (like Et-Br) 
and toxic metabolites from the bacterial cells (Anbazhagan 
et al., 2019).

Antibiogram of the isolates

 A total of 19 (79.16%) isolates revealed a multi-drug 
resistant (MDR) phenotype, i.e., these were resistant to 
three or more than three classes of antibiotics used in the 
study. An absolute resistance (100%) towards ampicillin 
and ceftriaxone was exhibited by all the isolates. This was 
in concordance to the study of Yadav et al. (2021) in which 
78 % of the ESBL E. coli and Klebsiella isolates recovered 
from milk and faecal samples of buffaloes collected in 
Ayodhya and Sultanpur district of Uttar Pradesh were 
observed to be MDR. Resistance towards azithromycin 
was observed in 54.16% of isolates followed by ciprofloxacin 
(33.33%), kanamycin (25%) and doxycycline (16.66%). 
All the non-MDR isolates (n=5) were sensitive to 
azithromycin and doxycycline (Fig. 2). The presence of 
functional efflux pumps as observed in EBACT may be 
involved in the emergence of MDR traits in these isolates. 
It has been reported that, the emergence of MDR 
phenotypes is linked to the overexpression of efflux pumps 
(Huang et al., 2022). The efflux of different antibiotics was 

evaluated in the presence and absence of PAN, a broad-
spectrum EPI.

Efflux pump inhibition assay (EPIA)

 In the presence of PAN, the difference in the ZOI of 

5 mm against azithromycin was evident in all the isolates 
(100%), whereas, that against doxycylcine was observed 
in 19 (76.19%) isolates (Table 1). This suggests an over 
expression of efflux pumps in acquisition of resistance 
towards these antibiotics. It also indicates that azithromycin 
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and doxycycline are the substrates for the efflux pumps 
present in these isolates. Also, it was well documented that, 

PAN reverts the bacterial resistance towards tetracyclines 
(e.g., doxycycline) and macrolides (e.g. azithromycin) in 
comparison to other EPIs (Kern et al., 2006). Moreover, in 
all the azithromycin and doxycycline-resistant isolates 
under this study, the resistant status changed from resistant 

to sensitive in the presence of PAN against these two 
antibiotics.

 The contribution of PAN-inhibited efflux pumps 

towards ciprofloxacin (a quinolone) resistance was observed 
in 16 isolates in our study (Table 1). This was in agreement 
with a study in which, a 4-32-fold decrease in the MIC of 

nalidixic acid (a quinolone) in the presence of PAN among 

ESBL-producing E. coli isolates recovered from rivers and 
lakes in Switzerland was observed (Zurfluh et al., 2014). In 

another study, a 4-fold decrease in the MIC of ciprofloxacin 

in 7 of the 17 K. pneumoniae isolates were documented 
(Vera-Leiva et al., 2018). Additional mechanisms like 
mutation in DNA gyrase, plasmid-mediated quinolone 

resistance or decreased uptake of quinolones due to loss of 
membrane bound porins may contribute towards 
ciprofloxacin resistance (Bush et al., 2020).

 However, there was a reduction in ZOI against 
ceftriaxone, ampicillin/sulbactam and ciprofloxacin in 
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Fig. 2. Antibiogram of ESBL-producing E. coli isolates recovered 
from environmental sources of Mirzapur, Uttar Pradesh 
(Abbreviations: AZM: Azithromycin, CTR: Ceftriaxone, DO: 
Doxycycline, AMP: Ampicillin, CIP: Ciprofloxacin, K: Kanamycin, 
A/S: Ampicillin/Sulbactam)
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Fig. 1. Determination of efflux pump activity in ESBL-producing E. coli isolates at various concentrations of Et-Br by the ethidium-bromide (Et-Br) 
agar cartwheel method
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presene of PAN in 17 (70.83%), 21 (87.5%) and 3 (12.5%) 

isolates, respectively (Table 1). It can be assumed that, 
along with the production of ESBLs by these isolates, an 

increased efflux of ceftriaxone in presence PAN might 

have resulted in the decrease of ZOI against that antibiotic. 
This is in agreement with a study where, a higher efflux 

activity of cephalosporins in the presence of PAN in E. 

coli was reported which might be attributed to different 
binding sites of cephalosporins in the large binding pocket 
of the RND efflux pump (Kinana et al., 2013). In a study, 

the -lactamase inhibitors like clavulanate and sulbactam 

were found to be the substrates for the MexAB-OprM 
multi-drug efflux system in Pseudomonas aeruginosa (Li 
et al., 1998; Nakae et al., 2000). In another study, it was 

observed that, the PAN treatment reduced the intracellular 

level of AmpC -lactamase in P. aeruginosa. Even at a 

sublethal concentration, PAN increased the permeabilization 

of outer cell membrane, thereby decreasing the intracellular 

accumulation of AmpC -lactamases (Lamers et al., 2013). 

Further, PAN is also considered as a competitive inhibitor 

of RND efflux pumps (Viveiros et al., 2008) and in low 
concentration, it inhibits AcrAB and AcrEF efflux system 

(Misra et al., 2015). All these factors may explain why 
there was a reduction in the ZOI of ampicillin/sulbactam in 

presence of PAN in these ESBL-producing E. coli isolates.

 In this study, no contribution of PAN-inhibited 

efflux pump activity towards ampicillin resistance was 
observed, as there was no change in the ZOI in the presence 

of PAN in any of the studied isolates. Although, efflux 

activity by EBACT is complimentary to the EPIA, it may 
not be true that same efflux activity will be expected for Et-
Br and other antibiotics (Anbazhagan et al., 2019). It has 

been reported that, PAN doesn’t affect the efflux of all 

antibiotics, suggesting a different binding site of antibiotics 
to the efflux pumps (Schneiders et al., 2003) or a different 
mechanism of resistance towards that antibiotic.

 The efflux pumps are one of the mechanisms, but not 
always the only mechanism of antimicrobial resistance in 
bacteria. The EPIs usually show promising results against 
the efflux pumps when used alongside an antibiotic. Also, 
it requires a higher concentration of EPI for the competitive 
inhibition of substrate binding site with that of the antibiotics. 
Some antibiotics may have a different substrate binding 
site other than that of EPIs in the efflux pump. All these 

Table 1. Evaluation of efflux pump inhibition assay in the ESBL-producing E. coli isolates in the presence (P) and absence 
(A) of PAN against different antibiotics

Isolate id Differences (P-A) in ZOI (in mm) in the presence (P) and absence (A) of PAN

 AZM CTR DO AMP CIP K A/S

MH1a 6 -4 5 0 9 0 -1
MH3b 8 0 7 0 1 2 -7
MH4a 8 -1 3 0 0 0 -3
MH4b 8 0 4 0 1 2 1
MH4c 7 -3 2 0 2 0 -4
MH5a 6 -2 5 0 3 0 -12
MH5b 7 -4 1 0 2 0 -4
MH5c 7 -3 3 0 1 2 -6
MH6a 9 0 5 0 -8 3 -7
MH6b 7 0 6 0 0 1 0
MH6c 8 -2 5 0 1 1 -3
MH7a 9 -2 5 0 3 2 -5
MH7b 5 0 6 0 2 0 0
MH7c 7 -2 5 0 2 1 -4
MW2c 7 -3 5 0 0 2 -8
MW3b 7 -4 5 0 0 1 -8
MW4a 5 -1 4 0 2 0 -5
MC1b 8 -3 7 0 4 2 -6
MC2c 9 -3 5 0 2 1 -6
MC3b 6 0 5 0 0 0 -6
MC4a 5 -2 5 0 -11 1 -8
MC4b 8 -1 5 0 3 1 -7
MC5c 8 0 5 0 -7 1 -5
MC6a 6 -2 5 0 4 3 -5
E. coli ATCC 25922 8 -1 5 0 1 1 0

Abbreviations: AZM: Azithromycin, CTR: Ceftriaxone, DO: Doxycycline, AMP: Ampicillin, CIP: Ciprofloxacin, K: Kanamycin, 
A/S: Ampicillin/Sulbactam
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factors greatly narrow the spectrum of an EPI, thereby 
making it specific for particular substrates. However, it is 
extremely difficult to find an EPI that inhibits multiple 
antibiotics at different binding sites of an efflux pump 
(Misra et al., 2015).

CONCLUSION

 The current study demonstrates a simple and effective 
way for detecting efflux pump activity in ESBL-producing 
E. coli isolates by the EBACM which revealed the 
presence of active efflux pumps in all the isolates. The 
EPIA revealed a significant efflux activity by the isolates 
for azithromycin and doxycycline compared to other 
classes of antibiotics. However, the efflux activity for 

different antibiotics varied in the presence of PAN, which 

suggests the presence of other potential resistance 
mechanisms or different binding sites of the antibiotics and 

PAN in the efflux pumps for these isolates. Nevertheless, 

the presence of active efflux pumps and exhibition of a 
high degree of MDR phenotype along with the ESBL 
production among these environmental isolates is a matter 
of concern from public health point of view. It can be 
concluded that, the overexpression of efflux pumps has a 
significant role in the emergence of MDR ESBL-
producing E. coli in the environmental milieu.

REFERENCES
Amaral, L., Martins, A., Spengler, G. and Molnar, J. (2014). Efflux 

pumps of Gram-negative bacteria: What they do, how they do it, 
with what and how to deal with them. Front. Pharmacol. 4: 168.

Anbazhagan, P.V., Thavitiki, P.R., Varra, M., Annamalai, L., Putturu, R., 
Lakkineni, V.R. and Pesingi, P.K. (2019). Evaluation of efflux 
pump activity of multidrug-resistant Salmonella Typhimurium 
isolated from poultry wet markets in India. Infect. Drug Resist. 
12: 1081-1088.

Blanco, P., Hernando-Amado, S., Reales-Calderon, J.A., Corona, F., Lira, 
F., Alcalde-Rico, M., Bernardini, A., Sanchez, M.B. and Martinez, 
J.L. (2016). Bacterial multidrug efflux pumps: Much more than 
antibiotic resistance determinants. Microorganisms. 4(1): 14.

Bush, N.G., Diez-Santos, I., Abbott, L.R. and Maxwell, A. (2020). 
Quinolones: Mechanism, lethality and their contributions to 
antibiotic resistance. Molecules. 25(23): 5662.

CLSI (2018). Performance Standards for Antimicrobial Susceptibility 
thTesting. CLSI supplement M100. (28  Edn.). Wayne, PA: Clinical 

and Laboratory Standards Institute, Wayne, PA. Accessed on 
24.01.2024.

Huang, L., Wu, C., Gao, H., Xu, C., Dai, M., Huang, L., Hao, H., Wang, X. 
and Cheng, G. (2022). Bacterial Multidrug Efflux Pumps at the 
Frontline of Antimicrobial Resistance: An Overview. Antibiotics. 
11(4): 520.

Kern, W.V., Steinke, P., Schumacher, A., Schuster, S., von Baum, H. and 
Bohnert, J.A. (2006). Effect of 1-(1-naphthylmethyl)-piperazine, 
a novel putative efflux pump inhibitor, on antimicrobial drug 
susceptibility in clinical isolates of Escherichia coli. J. Antimicrob. 
Chemother. 57(2): 339-343.

Kinana, A.D., Vargiu, A.V. and Nikaido, H. (2013). Some ligands enhance 
the efflux of other ligands by the Escherichia coli multidrug 
pump AcrB. Biochemistry. 52(46): 8342-8351.

Lamers, R.P., Cavallari, J.F. and Burrows, L.L. (2013). The Efflux 

Inhibitor Phenylalanine-Arginine Beta-Naphthylamide (PAN) 
Permeabilizes the Outer Membrane of Gram-Negative Bacteria. 
PLoS ONE. 8(3): e60663.

Li, X.-Z., Zhang, L., Srikumar, R. and Poole, K. (1998). Betalactamase 
inhibitors are substrates for the multidrug efflux pumps of 
Pseudomonas aeruginosa. Antimicrob. Agents Chemother. 42: 
399-403.

Manoj, Prejit, M., Vergis, J., Vinod, V.K., Asha, K. and Yadav, V. (2023). 
Occurrence of extended spectrum betalactamase producing 
Escherichia coli and Salmonella spp. in houseflies infesting 
farm and non-farm premises in Wayanad, Kerala, India. Haryana 
Vet. 62(1): 42-45.

Martins, M., Viveiros, M., Couto, I., Costa, S.S., Pacheco, T., Fanning, 
S., Pagès, J.M. and Amaral, L. (2011). Identification of efflux 
pump-mediated multidrug-resistant bacteria by the ethidium 
bromide-agar cartwheel method. In Vivo. 25(2): 171-178.

Misra, R., Morrison, K.D., Cho, H.J. and Khuu, T. (2015). Importance 
of real-time assays to distinguish multidrug efflux pump-
inhibiting and outer membrane-destabilizing activities in 
Escherichia coli. J. Bacteriol. 197(15): 2479-2488.

Nakae, T., Saito, K. and Nakajima, A. (2000). Effect of sulbactam on 

anti-pseudomonal activity of -lactam antibiotics in cells 
producing various levels of the MexAB-OprM efflux pump and 

-lactamase. Microbiol. Immunol. 44(12): 997-1001.

Schneiders, T., Amyes, S.G.B. and Levy, S.B. (2003). Role of AcrR and 
RamA in fluoroquinolone resistance in clinical Klebsiella 
pneumoniae isolates from Singapore. Antimicrob. Agents 
Chemother. 47(9): 2831-2837.

Schumacher, A., Trittler, R., Bohnert, J.A., Kümmerer, K., Pagès, J.M. 
and Kern, W.V. (2007). Intracellular accumulation of linezolid 
in Escherichia coli, Citrobacter freundii and Enterobacter 
aerogenes: Role of enhanced efflux pump activity and 
inactivation. J. Antimicrob. Chemother. 59(6): 1261-1264.

Sharma, A., Gupta, V.K. and Pathania, R. (2019). Efflux pump inhibitors 
for bacterial pathogens: From bench to bedside. Indian J. Med. 
Res. 149(2): 129-145.

Vera-Leiva, A., Carrasco-Anabalón, S., Lima, C.A., Villagra, N., 
Domínguez, M., Bello-Toledo, H. and González-Rocha, G. 

(2018). The efflux pump inhibitor phenylalanine-arginine -

naphthylamide (PAN) increases resistance to carbapenems in 
Chilean clinical isolates of KPC-producing Klebsiella pneumoniae. 
J. Glob. Antimicrob. Resist. 12: 73-76.

Viveiros, M., Martins, M., Couto, I., Rodrigues, L., Spengler, G., Martins, 
A., Kristiansen, J., Molnar, J. and Amaral, L. (2008). New Methods 
for the Identification of Efflux Mediated MDR Bacteria, 
Genetic Assessment of Regulators and Efflux Pump Constituents, 
Characterization of Efflux Systems and Screening for Inhibitors 
of Efflux Pumps. Curr. Drug Targets. 9(9): 760-778.

Weston, N., Sharma, P., Ricci, V. and Piddock, L.J.V. (2018). Regulation 
of the AcrAB-TolC efflux pump in Enterobacteriaceae. Res. 
Microbiol. 169(7-8): 425-431.

Yadav, V., Joshi, R.K., Joshi, N., Kumar, A. and Singh, S. (2021). Status 
of multidrug resistance among ESBL producing E. coli and 
Klebsiella spp. isolates of buffalo origin in eastern plain zone of 
Uttar Pradesh. Haryana Vet. 60(2): 208-212.

Zurfluh, K., Abgottspon, H., Hachler, H., Nuësch-Inderbinen, M. and 
Stephan, R. (2014). Quinolone resistance mechanisms among 
Extended-Spectrum Beta-Lactamase (ESBL) producing 
Escherichia coli isolated from rivers and lakes in Switzerland. 
PLoS ONE, 9(4): e95864.

165

 Babesiosis is a tick-borne disease in dogs caused by 
haemoprotozoan parasite (Yadav et al., 2021; Sangeetha et 
al., 2022; Gowtham et al., 2022). Babesia canis vogeli 
(large form) and Babesia gibsoni (small form) babesia are 
the most commonly reported species in dogs from India 
(Reddy et al., 2022). During the course of the disease, 
anaemia produces hypoxia and the resulting myocarditis 
can induce arrhythmias  and abnormal i t ies  in 
electrocardiography (Reddy et al., 2022). Hence in the 
present case a thorough investigation was aimed at 
observing various clinico-haemato-biochemical and ECG 
alterations of Babesia infection in canines.

 A Dachshund female (Fig. 2) of 9 years of age was 
presented to VCC, Navania, Udaipur for treatment. Both 
peripheral blood and whole blood were drawn for blood 
smear examinations and different blood parameters 
respectively. Blood samples were taken using EDTA vials 
so that plasma could be extracted for biochemical analysis. 
Plasma concentrations of aspartate amino transferase 
(AST), alanine aminotransferase (ALT), blood urea 
nitrogen (BUN) and glucose were determined by bio-
chemistry auto-analyzers (BIO-CHEMISTRY AUTO 
ANALYZER CAT No. BGS-246). ECG was recorded with 
a paper speed of 50 mm/sec. Tilley's (1992) guidelines 
were followed for the interpretation of electrocardiograms. 
The bitch was already dewormed.

 On clinical examination, congested mucous 
membrane with elevated temperature (105 ºF), pulse rate 
(108 bpm) and respiration rate (27 breaths/min). Pupillary 
light reflex and menace reflex were sluggish. Babesiosis 
was confirmed as a diagnosis by showing the parasites 

within the infected erythrocytes in thin blood smears 
stained with Giemsa. Their morphology is pyriform. The 
serum haematological parameters showed neutrophilia 

3(91%), leukocytosis (39.7×10 /µL) and lymphocytopenia 
(7%). The haematological findings were in accordance 
with Bilwal et al., 2017. Serum biochemistry revealed 
elevations in the levels of ALT (291.7 IU/L), AST (249.2 
IU/L), BUN (76.6 mg/dL) and glucose (389.57). These 
findings were similar to the previous finding of study by 
Mittal et al. (2019) and Sahu et al. (2020) found that the 
affected dogs had increases in ALT, AST and BUN. On 
faecal examination no parasitic ova were seen.

  Electrocardiographic studies revealed (Fig. 3) 
prolonged P wave duration (P mitrale or 0.06 sec) which 
was in contrast to normal P wave duration which is 0.04 
sec, T wave amplitude was greater than 25% of R wave 
amplitude (0.45 mV), absence of Q wave and ST coving 
(Sahoo et al., 2022).

 Bitch was treated with Inj. Diminazene aceturate @ 
5mg/kg b.wt. deep intramuscularly along with Tablet 
furosemide+spironolactone, Tablet Lisybin (S-adenosyl 
methionine and Silybin A+ B), Tablet Nefrotec + Pow. 
Nefrotec and losartas, at 25 mg. Cardiac dysfunction in 
canine babesiosis is considered a rare complication 
(Gowtham et al., 2022). Prolong P wave (P-mitrale) was 
seen due to following of haemodynamic disturbances to 
the left atrium that damaged the cells (Shahoo et al., 2021; 
Reddy et al., 2022). After the formation of the P wave a flat 
base line indicated the absence of the Q wave on ECG 
graph. The tall T wave was recognized by amplitude of T 
wave more than R/4 amplitude and it was associated with 
hyperkalemia (more than 5.5 mEq/L) (Chaudhuri et al., 

SUMMARY

 A 9 year old female Dachshund was presented with a complaint of fever, vomiting and a distended abdomen. Microscopic examination 
revealed presence of large form of Babesia spp. The haematological examination revealed anemia, thrombocytopenia and increase in number of 
circulating reticulocytes-biochemical examination revealed elevations in the levels of ALT (291.7 IU/L), AST (249.2 IU/L), BUN (76.6 mg/dL) and 
glucose (389.57). The study was also conducted to observe ECG changes associated with Canine babesiosis due to cardiac, hepatic and renal 
dysfunctions. The bitch was treated with diminazene aceturate but the patient showed no signs of recovery and passed on the following day.
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2017). ST coving was diagnosed as a delayed return to 
baseline in the ST segment or curved terminal upstroke of 
S wave or displacement of the ST segment in the opposite 
direction of QRS deflection, ST coving associated with 
endocardial ischaemic changes (Sahoo et al., 2021; 
Gowtham et al., 2022). The present data of the study 
indicates that canine babesiosis can affect the cardiac 
tissues resulting in ECG changes.

 Canine babesiosis infection which is commonly 
observed in dogs may affect vital organs including heart 
and the early diagnosis will be helpful to prevent multi 
organ failure due to this infection. The cardiac dysfunction 
due to canine babesiosis is considered as a rare 
complication, but it was visible in this case. In current 
investigation we could not save the life of animal as there 
was a delay in the treatment of disease and the case was not 
timely reported by the owner. This paper will be useful for 
early diagnosis of cardiac dysfunction associated with 
canine babesiosis infection and this will help in saving the 
lives of dogs.
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 The term “canine transmissible sarcoma” refers to 
another term for the naturally occurring contagious tumour 
in dogs, which is commonly identified as a cauliflower-
like, pedunculated, nodular, papillary growth that is most 
commonly found in the vestibule (95.6% of cases) and less 
frequently in the vagina (44.5%) or, in females, invading 
the vulvar lips (18.6%) (Ayala et al., 2017). Chemotherapy 
is the most popular and successful treatment for CTVT and 
intravenous (IV) vincristine given once weekly for about 
three weeks at a dose of 0.025 mg/kg has shown promising 
results (Amber et al., 1990). Pregnancy-related adverse 
effects of chemotherapy are linked to a higher incidence of 
teratogenesis and abortions (Ayala et al., 2017). 
Nonetheless, many of human case reports have 
demonstrated the comparatively safe application of these 
agents during advanced gestation (Wiebe et al., 1994).

 A two years old female Pomeranian dog weighing 
10.6 kg was brought to department of Veterinary 
Gynaecology and Obstetrics, Veterinary College, Hebbal, 
Bengaluru for pregnancy diagnosis with the history of 
mating two month back and with complaint of growth 
around vulvar lips since 5 days. On clinical examination, 
animal was active, all physiological parameters were 
within normal range. The abdomen was found to be 
distended and on abdominal palpation fetal structures were 
palpable. On per vaginal examination cauliflower-like 
growth was palpable around clitoris and vulvar lips (Fig. 
1). Impression smear of nodular growthwastaken and 

subjected for cytology. Giemsa's stain revealed multiple 
cytoplasmic vacuolated cells which confirm the presence 
of CTVT (Fig. 2). Multiple viable fetuses with mean head 
diameter 54±2 days and fetal heart rate 240±2 beats per 
minute were detected by transabdominal ultrasonography 
(Fig. 3). First dose of vincristine @ 0.025 mg/kg body 
weight intravenously was administered and followed by 
two more doses at weekly interval alongwith supportive 
treatment (Singh et al., 2019). Mother delivered live and 
healthy puppies after initial treatment of vincristine and 
animal recovered completely with no palpable growth 
after three doses (Fig. 4).

 CTVT is a commonly occurring neoplasm in dogs 
living in tropical and subtropical areas, affecting mostly 
breeding-age dogs (Ortega et al., 2003) and shows a good 
response to vincristine based chemotherapeutic treatment 
(Ozalp et al., 2012). Vinca alkaloids have very poor 
penetration through the blood-brain barrier and may not be 
able to cross some barriers, such as the blood-placental 
barrier, due to their high protein binding (>99%) and even 
at non-cytotoxic concentrations, the foetus can only be 
barely impacted by the alkaloids (Dc, 1989). If the 
condition of TVT is very severe during any stage of 
pregnancy, chemotherapy should becomethe first choice 
of treatment. Effect of vincristine sulphate on developing 
fetus in canines may not cause any detrimental effect 
because duration of pregnancy in dogs is two months. 
Chemotherapy with cytotoxic anticancer medications 
during the first trimester might result in congenital 
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Fig. 1. Before treatment

Before treatmentBefore treatmentBefore treatment

Fig. 3. Ultrasonographic picture reveals presence of live fetus

Fig. 2. Impression smear of vulvar lips showing presence multiple 
cytoplasmic vacuolated cells indicative of TVT

Fig. 4. After Treatment

abnormalities in about 20% of instances; therefore, it 
should be avoided (Azim et al., 2010). However, 
Miyamoto et al. (2016) has reported that if the mother and 
foetalsafety and long-term effects are sufficiently taken 
into account and if chemotherapy is found to be necessary, 
chemotherapy can be given from second trimester 
onwards.

 It is important to note that there is limited 
information about the unusual combination of advanced 
pregnancy and transmissible venereal tumor in female 
dogs and can be managed by using vincristine sulphate. 
However, further studies required to record the effect of 

vincristine during different stages of pregnancy in canines. 
Since there was severe bleeding from the TVT lesions and 
chances of attraction of flies which further led to formation 
of maggot wound and hence treatment was initiated 
immediately with vincristine sulphate by following all 
possible precautions.

REFERENCES

Amber, E.I., Henderson, R.A., Adeyanju, J.B. and Gyang, E.O. (1990). 
Single drug chemotherapy of canine transmissible venereal 
tumor with cyclophosphamide, methotrexate, or vincristine. J. 
Vety. Inter. Med. 4(3): 144-147.

Ayala-Diaz, S., Medina, D.A., Lizano, M. and Manzo-Merino, J. 
(2017). Transmissible cancer: a canine transmissible venereal 

172

tumor during pregnancy, Case Report. J. Cancer Res. 1(1): 1-4.

Azim Jr, H.A., Pavlidis, N. and Peccatori, F.A.(2010). Treatment of the 
pregnant mother with cancer: a systematic review on the use of 
cytotoxic, endocrine, targeted agents and immunotherapy 
during pregnancy. Part II: hematological tumors. Cancer Treat. 
Rev. 36(2): 110-121.

Dc, D. (1989). Antineoplastic agents and pregnancy. Semin Oncol. 16: 
337-346.

Miyamoto, S., Yamada, M., Kasai, Y., Miyauchi, A. and Andoh, K. 
(2016). Anticancer drugs during pregnancy. J. J. Clin. Onc. 
46(9): 795-804.

Ortega-Pacheco, A., Acevedo-Arcique, M., Sauri-Arceo, C., Bolio-
González, M. and Gutiérrez-Blanco, E. (2003). Prevalence of 

transmissible venereal tumor of stray dogs in Merida Yucatan 
Mexico. Revista Biomédica. 14(2): 83-87.

Ozalp, G.R., Zik, B.E.R.R.İ.N., Bastan, A., Peker, S.A.B.I.R.E., 
Ozdemir-Salcı, E.S., Bastan, I., Darbaz, I., Salar, S.E.C.K.I.N. 
and Karakas, K. (2012). Vincristine modulates the expression of 
Ki67 and apoptosis in naturally occurring canine transmissible 
venereal tumor (TVT). Biotechnic. Histochem. 87(5): 325-330.

Singh, G., Dutt, R., Kumar, S., Kumari, S. and Chandolia, R.K. (2019). 
Gynaecological problems in she dogs. Haryana Vet. 58(SI): 8-
15.

Wiebe, V.J. and Sipila, P.E. (1994). Pharmacology of antineoplastic 
agents in pregnancy. Crit. Rev. Oncol. Hematol. 16(2): 75-112.



66

MATERIALS AND METHODS

Preparation of Moringa oleifera leaves extract

 The mature, healthy and fresh Moringa oleifera 
leaves were harvested from Experimental Farm of College 
of Horticulture, ANDUAT Kumarganj, Ayodhya U.P. Fifty 
grams of dried Moringa oleifera leaves powder was 
extracted using a modified technique proposed by Khalaf 
et al. (2008).

Animals

 Twelve semen ejaculates were collected from two 
Jamnapari buck, (2-3 years) reared at Deep Frozen Semen 
Laboratory, College of Veterinary Science & Animal 
Husbandry, ANDUAT Kumarganj, Ayodhya of Uttar 
Pradesh under standard management conditions.

Semen Collection, Processing and Freezing

 Buck ejaculates were harvested twice in a week 
using AV and transfer to laboratory for analysis of mass 
motility (10X) and sperm concentration (Accucell 
photometer, IMV, France).

 Selected ejaculates with visual motility above 75 % 
were diluted using a Tris-citric-acid-fructose-egg-yolk-
glycerol (TFYG) extender. Diluted semen was splited into 
three equal aliquots having different concentrations of 0%, 
2%, and 5% of ethanolic extract of Moringa oleifera 
control (C) and treatment groups (T  and T ), respectively, 1 2

to make final sperm concentration of 80 million per ml. 
Diluted semen were automatically filled into 0.25 mL 
French straws (ISEVO, IMV, France) and equilibrated in a 
cold cabinet (Minitube, Germany) at 4° C for 4 hours. 
Straws were arranged horizontally and suspended in LN  2

vapour inside a foam box at 4 cm height above liquid 
nitrogen for 20 min, then dipped in liquid nitrogen (Najafi 
et al., 2014).

Evaluation of semen’s quality

 Seminal attributes (sperm motility, viability and 
morphology) at post-dilution and post-thaw stage (Hafez 
and Hafez, 2000). The assessment of sperm plasma 
membrane integrity was carried out using a HOS test 
(Amorim et al., 2009). The seminal plasma was separated 
from freshly diluted and frozen-thawed samples through 
centrifugation at 3000 rpm for duration of 20 minutes. The 
levels of enzyme leakage in seminal plasma (AST, ALT, 
AKP, and ACP) were measured using commercially 
available kits on the BEACON B Auto200 analyzer.

Statistical analysis

 The values were presented as means ± SE for all 
variables. Statistical analysis was done with one-way ANOVA 
using Graph Pad Prism 5 software.

RESULTS AND DISCUSSION

 The impacts of ethanolic extract of Moringa oleifera 
on the seminal parameters of frozen buck semen are 
depicted in Table 1. Semen samples cryopreserved with 

5.0% ethanolic extract of Moringa oleifera in TFYG extender 
had significantly (P<0.05) higher percent post-diluted and 
post-thaw sperm motility, viability and morphological 
normal sperm followed by 2.0% ethanolic extract of 
Moringa oleifera as compared to the control extender (Fig. 
1). The mean post-thaw motility recorded was in line with 
the findings of Hammad et al. (2019). Conversely lower 
(Mina & Husam, 2020) and higher (Wahjuningsih et al., 
2019) values were reported in previous studies. Our findings 
on sperm viability were in tune with Saurabh (2021), and 
lower than the findings of Mina and Husam (2020), but 
higher than those reported by Doidar et al. (2018).

 Cryopreservation causes membrane dysfunction 
and excessive cell dehydration, leading to osmotic shock 
(Neild et al., 2005). The damage is scribed to intracellular 
and extracellular ice crystals formation along with an increase 
in solute quantity (Mazur, 1984). However, cryopreservation 
can lead to alterations in sperm mitochondrial membrane 
fluidity, potentially leading to release of reactive oxygen 
species and changes in sperm membrane potential (Said 
et al., 2010). ROS causes ATP depletion, which in turns 

Fig. 2. Image showing post-thawed seminal plasma enzyme leakage 
(AST, ALT, ACP and AKP) of control and ethanolic extract of 
Moringa oleifera (T1 and T2) treated group (P<0.05)

Fig. 1. Image showing post-thawed motility, livability and abnormality 
of control and ethanolic extract of Moringa oleifera (T1 and T2) 
treated group (P<0.05)
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result in insufficient phosphorylation of the axoneme and 
lipid peroxidation. These effects ultimately decrease both 
motility and survival (El-Sherbiny et al., 2022). Moringa 
oleifera leaves possess potent antioxidant properties by 
virtue of its ascorbic acid, carotenes, flavonoids and 
polyphenol content (Jayawardana et al., 2015). These 
compounds have been shown to decrease the presence of 
free radicals and mitigate the possibility of cellular death 
(Wang et al., 2017). Moreover, Carrera-Chavez (2020) 
observed that a 0.5 mg/mL concentration of M. oleifera 
seed extract effectively maintained the integrity of the 
sperm membrane.

 The average percent HOS-reactive sperm cells were 
significantly (P<0.05) higher in extender containing 5.0% 
ethanolic extract of Moringa oleifera at both post-diluted 
and post-thaw stage followed by 2.0% ethanolic extract of 
Moringa oleifera than those of control extender (P<0.05, 
Table 1). Our findings are in tuned with Doidar et al. 
(2018), but were lower (El-Seadawy et al., 2022) and 
higher (Kumar, 2022) values were also observed. Plasma 
membrane functionality and integrity are vital sperm 
parameters to consider when evaluating sperm quality 
because an intact plasma membrane is required for sperm 
cell survival (Makarevich et al., 2010). Moreover, it plays 
essential roles in sperm metabolism, capacitation, acrosome 
reaction, eventually sperm-oocyte fusion (Forouzanfar et 
al., 2013).

 The significantly (P<0.05) lower values of AST, 
ALT, ACP and AKP activities in plasma of post-thawed 
semen were recorded in extender containing 5.0% as 
compared to 2.0% ethanolic extract of Moringa oleifera 
and the control extender (P<0.01, Table 1 & Fig. 2). 
Elevated enzyme activity in the extracellular medium 
indicates cold shock associated damage of spermatozoa 
membrane (Singh et al., 1992). The assessment of 
enzymes also indicates the effectiveness of the extender in 
preserving the membrane integrity of spermatozoa during 
freezing and thawing (Prasad et al., 2000). The addition of 
an ethanolic extract of Moringa oleifera leaves to the 
extender may have enhanced protection of the sperm 

membrane, leading to the preservation of structural 
integrity and cell membrane permeability, ultimately 
resulting in reduced enzyme leakage. These findings align 
with the results reported by Srivastava and Kumar (2014). 
Moringa oleifera leaves are used for sperm preservation 
because they contain significant amounts of protein, 
calcium, potassium, magnesium, vitamin E, selenium, 
vitamin C, fat, and phenolic components (Ayodele et al., 
2014). Moreover, Moringa oleifera leaves contain a flavonoid 
compound that enhances antioxidant activity and prevent 
lipid peroxidation in sperm (Moyo et al., 2012).

CONCLUSION

 This study indicated that adding 2.0% and 5.0% 
ethanolic extract of Moringa oleifera to the extender 
improved the quality of post-thawed Jamnapari buck 
semen, highest preservation efficiency was observed in 
5.0% ethanolic extract of Moringa oleifera compared to 
other treatments.
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 concentration motility livability abnormality reactive (µmole/L) (µmole/L) KAU/ KAU/
 (%) (%) (%) (%) sperm (%)   100 ml 100 ml
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A A B A C C C CPost- thaw Control (C) 48.33±0.67  75.00±0.97  13.17±1.4  39.33±0.42  137.2±4.73  263.5±4.49  59.17±1.35  151.80±5.10
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C C A C A A A A 5.0% (T ) 57.67±0.84  81.17±0.95  10.67±0.9  46.17±0.87  127.30±3.9  246.70±3.70  53.00±0.93  145.80±4.902

AST-ALT = Asparate and Alanine amino-transferases, ACP-AKP = Alkaline and acid Phosphatases, Mean±SE values bearing different superscript 
within the stage (a, b, c / A, B, C) in a column differ significantly (P<0.05).
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trus synchronizathod that synchronizes ovulations is 
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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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ABSTRACT

 The present study was conducted on the middle ear ossicles of six adult Beetal goats (Capra hircus). The goat heads were collected from a 
municipal slaughterhouse in Ludhiana. Access to the ossicular assembly was made from the base of the tympanic bulla by cutting the occipital bone 
with a bone saw blade at the level of condyles and para mastoid processes at an angle parallel to the ventral surface of the tympanic bulla without 
damaging the bony part of the middle ear canal. It was observed that the ossicular assembly of Beetal goats was formed by three ear ossicles named 
malleus (hammer), incus (anvil), and stapes (stirrup). The malleuswas the most peripheral and was composed of a head, neck, and manubrium. The 
head of the malleus possessed an oval articular facet on its medial surface. The neck of the malleus was comprised of three processes viz., lateral, 
rostral, and muscular. The manubrium of the malleus was the longest, with a length of 0.46 cm±0.009, and appeared slightly curved. The shape of the 
incus was like a biradicular molar and it presented a body and two processes, the short and long crura, of which the lenticular process was present only 
on the long crus. The stapes was the smallest and consisted of a head, an anterior, a posterior arm, and a footplate.

Keywords: Middle ear, Goat, Gross anatomy, Ossicles
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 In ways that humans cannot, animal models of 
middle ear surgery enable us to investigate disease 
mechanisms. According to the authors, the ear underwent a 
protracted evolutionary process lasting more than 300 
million years. Mammals have been known to have three 
ossicle assemblies (Amin and Tucker, 2006); Takechi and 
Kuratani, (2010), while birds have a unique circumstance 
where just one ossicle-the Columella auris-is known to 
exist (Anthwal et al., 2013; Besoluk et al., 2019; Claes et 
al., 2016; Mills, 1994; Takechi and Kuratani, 2010). It has 
been claimed that stapes is the name given to the same 
bony structure in reptiles and proposed that the articular 
and quadrate bone in non-mammals serve as analogues of 
the malleus and incus described in mammals (Anthwal et 
al., 2012). Goats are known as excellent models for 
experimental scientific studies, reconstructive surgical 
procedures of the ossicular chain, and training in human 
ear surgery due to the size of the middle ear and anatomical 
similarities with human ossicles.

 The Malleus, Incus, and Stapes have all evolved 
from the jawbones of mammals and the Columella auris of 
reptiles, respectively. These three tiny bones are irregularly 
shaped and laterally located in the tympanic cavity. This 
articulated chain of ossicles connects the tympanic 
membrane and medial wall of the tympanic cavity which 
transfers sound from the tympanic membrane to the 
cochlea through an oval window (Ludman and Wright, 
2006); Strandring (2008). As a transformer of air acoustic 
energy’s impedance towards the fluids of the inner ear, this 

ossicular assembly’s primary job was to mediate the 
transmission of vibrations from the tympanic membrane 
through the handle of the malleus (Manubrium mallei) and 
send them over toward the components of the internal ear 
(Wilson, 1987; Keefe, 2015).

 In middle ear surgical research, rats and mice are the 

most frequently utilized small vertebrate animals. However, 

other small vertebrate animals are being used, including 

rodents (such as gerbils, chinchillas, and guinea pigs), 

rabbits, and cats. The findings can vary greatly since small 

animals are morphologically and physiologically different 

from humans and show differing middle ear shapes and 

sizes (Hemilä et al., 1995). Large animal models have also 

been examined to better represent the human ear’s 

anatomy. For instance, the pig has been considered a 

potential animal model; however, experimental methods 

are challenging because of the soft and fatty tissues 

covering the mastoid process (Schnabl et al., 2012). In the 

present day, due to the widespread trans-canal endoscopic 

surgery in humans, especially in the middle ear, goats can 

be used as an animal model for studying the middle ear 

ossicles due to its advantageous size. The anatomical features 

and parameters of the middle ear are frequently utilized to 

predict the species’ hearing sensitivity (Hadžiomeroviae et 

al., 2023). Therefore, the current study was planned to 

record various anatomical and morphometrical data 

regarding the middle ear ossicles in native Beetal goats 

which may help researchers and clinicians in various 

interventions.
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MATERIALS AND METHODS

 Six freshly slaughtered adult goat heads were 
collected from a muncipals laughter house in Ludhiana, 
India. The tissues surrounding the tympanic bulla were 
removed and the ventral surface of the bulla was cut open. 
Access to the ossicular assembly was made from the base/ 
ventral surface of the tympanic bulla by cutting through the 
occipital bone with a bone saw blade at the level of 
occipital condyles, and para mastoid processes at an angle 
parallel to the ventral surface of the tympanic bulla without 
damaging the bony part of the middle ear canal (Fig. 1). 
Examination of middle ear structures was done by using a 
magnifying lens and stereo zoom microscope. The images 
of ear ossicles were captured using an iPhone camera in 
macro mode, 12 megapixels. The terminology of all the 
anatomical structures was adopted in accordance to 
Nomina Anatomica Veterinaria (2017).

Morphometrical data recording

 Measurements were recorded by using vernier 
calipers (Fig. 2). The parameters for the measurements 
were the length and width of ear ossicles, the width of the 
malleus at the broadest point, vertical diameter, the 
thickness of the malleus’ narrow, concave neck, length of 
malleus’ manubrium, length of long crus and short crus of 
the incus, and length of rostral and caudal crus of Stapes 
(Fig. 3). The mean and standard errors of respective data 
were calculated using the MS Excel programme. The data 
for the length and width at the broadest point were 
analysed and presented as graphs with GraphPad Prism 
8.0.2. Normality tests were done on all three data sets and 
subjected to one-way analysis of variance (ANOVA) and 
Tukey’s multiple comparisons test to find statistical 
differences in the length and width of the three ear ossicles.

RESULTS AND DISCUSSION

 The assembly of the three ossicles was disclosed 
when the occipital condyles and para mastoid processes 
were removed properly. The lateral component was the 
malleus, followed by the connection with the incus, and the 
most medial one being the stapes. The finding of the 
presence of three ossicles’ assembly at the level of the 
tympanic cavity was in consonance with the findings in 
non-human primates (Borin et al., 2008), sheep (Simaei et 
al., 2017), wolves (Gürbüz et al., 2019) and rabbits (Guan 
et al., 2019). However, Nazih (2017) reported fourth ear 
ossicle in donkey.

 The malleus or drumstick bone consisted of the 
malleus head (Caput mallei), a slightly narrowed neck 
(Collum mallei) with three separate processes (lateral, 
rostral and muscular) (Processus lateralis, Processus 
rostralis and Processus muscularis), and a handle 
(Manubrium mallei) (Fig. 4A, B). When viewed from the 
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lateral side, the head of the malleus (Caput mallei) had an 
overall oval form with a dorso-caudal disposition. Its 
medial surface had an articular surface for the incus 
(Facies articularis). The neck was tuberous and nearly 
flattened near the head. As approached the handle, it was 
more cylindrical, and its diameter reduced significantly. 
Tensor tympanic muscle insertion was provided by the 
muscular process (P. muscularis) on the neck of malleus. 
The morphometrical data of Malleus has been presented in 
Table 1. The malleus, or drumstick bone, in goats was 
0.885±0.009 cm long. It was the longest ear ossicle. The 
average width of the malleus at the broadest point was 
0.24±0.002 cm. The oval-shaped malleus head had an 
average vertical diameter of 0.33±0.009 cm. The malleus’ 
narrow, concave neck was 0.21±0.005 cm in thickness. 
The malleus’ manubrium, or handle, was the longest part 
and measured 0.46±0.009 cm in length and had a concave 
rostral edge. It was firmly connected to the eardrum and 
dragged the center inwards to the tympanic cavity. The 
handle of the goat’s malleus bone accounted for roughly 
70% of the entire malleus length (Hadžiomeroviæ et al., 
2023). The same observations were reported in goats 
(Martonos et al., 2020). But contrast to this, neck of 
malleus with only 2 processes, the lateral and rostral, was 
reported in Capra aegagrushircus, a subspecies of goat 
domesticated from Southwest Asia and Eastern Europe 
(Tolba, 2016).

 The body of Incus (Corpus incudes) housed two 
processes: a short process and a lengthy process (Crus 
breve and Crus longum, respectively) (Figs. 5A, B). The 
incus was a biradicular molar in shape. The body of incus 
had an articular process for malleus on rostral extremity. 
Similar observations were reported in camel (Osman and 
Arnautovic, 1987) and rabbit (Arnautovic and Osman,1985). 
Contrarily, Martonos et al. (2020) reported that the short 
and long crurain Capra hircus were nearly of the same 
length, with the long crus projecting obliquely. In addition, 
the long root of the incus showed one tiny bone, known as 
the lenticular process in rabbits (Kurtul et al., 2003), which 
could not be seen in the Beetal goats. The morphometrical 
data of Incus has been presented in Table 2. It was a short, 
broad bone that was 0.29±0.002 cm long, and 0.35±0.006 
cm wide. The cuboidal body of incus was located in the 
tympanic cavity caudal to the malleus’ head. The long crus 
fall caudoventrally, to make an acute angle with the body, 
measuring 0.37±0.006 cm in length and possessed 
lenticular process. The short root, which was 0.23±0.005 
cm in length, directed rostro-dorsally, to articulate with the 
body of the stapes via its terminal facet to form the incudo-
stapedial joint.

 Stapes was the smallest of the three ear ossicles. 
Topographically, it was located in between the terminal 
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Fig. 1. Steps in reaching the middle ear to locate ear ossicles.
Fig. 2. (A) Ossicular chain visible inside the middle ear cavity showing 1.  Head of malleus 2. Chorda tympani nerve, 3. Long crus of incus; Arrow 

pointing to the malleoincudal joint. Yellow dotted area showing cut opened ventral surface of tympanic bulla; (B) Ear ossicles taken out of the 
middle ear, 1. Malleus, 2. Incus, and 3. Stapes; (C) method of taking morphometrical measurements by using verniercallipers.

Fig. 3. Drawing of ear ossicles showing the landmarks for morphometrical parameters of A) Malleus, B) Incus, and C) Stapes.
Fig. 4. Malleus of goat showing Malleus head showing the articular process (1), Rostral process (2), Tympanic membrane attached to manubrium of 

the malleus (3), Neck (4) and Manubrium/ handle of the malleus (5).
Fig. 5. Incus of goat showing long process of incus (1), body of incus (2), short process of incus (3), articular facet for stapes (4), and medial 

depression (5).
Fig. 6. Stapes of goat showing head (1), rostral crus (2), Obturator foramen (3), Footplate (4) and Caudal crus (5).
Fig. 7. Graphical representation of average length (A) and width at the broadest point (B) of three ear ossicles and their statistical analysis.
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6
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5 7

facet on the short crus of the incus and the vestibular or 
oval window connecting the middle ear to the inner ear 
(Figs. 6A, B). It was deeply excavated and could be found 
below the chorda tympani nerve branch of the facial nerve. 
It was placed in dorso-medially oblique orientation. The 
shape of stapes was like a triangle with a head (Caput 
stapedis), a rostral arm (Crus rostralis), a caudal arm (Crus 

caudale) and a foot plate (Basis stapedis). The head of 
stapes contained an articular facet for incus. The caudal 
margin of the stapes showed a process for insertion of the 
stapedius muscle (Membrana stapedius). Between the two 
arms of stapes, it enclosed an oval space known as 
obturator/intercrural space. The base or footplate of the 
stapes was ellipsoid in shape, and its medial surface was 

Table 1. Morphometrical data on the malleus of beetal goat (in centimeters)

Parameter Total length Width at widest Vertical diameter Thickness (cm) Manubrium
 (cm) point (cm) (cm) of head of the neck length (cm)

Mean ± SE 0.885 ± 0.009 0.24 ± 0.002 0.33 ± 0.009 0.21 ± 0.005 0.46± 0.009

Table 2. Morphometrical data on incus of beetal goat (in centimeters)

Parameter length Width Length of long crus Length of short crus

Mean ± SE 0.29±0.002 0.35 ± 0.006 0.37± 0.006 0.23± 0.005

Table 3. Morphometrical data on stapes of beetal goat (in centimeters)

Parameter length Width Length of rostral crus Length of caudal crus

Mean ± SE 0.27 ± 0.004 0.2 ± 0.005 0.26 ± 0.008 0.2 ± 0.006
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attached to an oval or vestibular window by means of an 
annular ligament (Annularesta pedis). The Stapes in Beetal 
goats under present study had a similar shape to those in 
guinea pigs (Albuquerque et al., 2009), degu and paca, 
hamsters (Mohammadpour, 2010), Chinese bamboo rats 
(Pleštilová et al., 2016), and wolves (Gürbüz et al., 2019). 
The morphometrical data of Stapes has been presented in 
Table 3. It measured 0.27±0.004 cm in length and 0.2± 
0.005 cm in width. The rostral crus measured 0.26±0.008 cm 
in length and was concave, curved and longer than the caudal 
one. The caudal crus were convex and 0.2±0.006 cm in length.

 The data analysis of the length of the three ear 
ossicles (Fig. 7A) showed that Malleus was significantly 
longer than the other two ear ossicles (P<0.0001). No 
significant difference in the length of Incus and Stapes was 
observed. The Incus was the widest ear ossicle and Stapes 
was the narrowest of the three (Fig. 7B). Our results 
regarding the length of the rostral crus being larger than the 
caudal crus correlated with earlier findings in goats (Tolba, 
2016). On the contrary, the two roots were equal in length, 
according to (Osman & Arnautovic, 1987) in camel and 
donkey, in deer (Ragab and Osman,1987), and in pig (Gurr 
et al., 2010). An earlier study in goats (Martonos et al., 
2020) recorded the presence of a spicule on the caudal crus 
of stapes crossing onto the obturator/intercrural space, 
which was not found in our study.

CONCLUSION

 This study’s major goal was to present a detailed 
morphological description and some morphometrical 
information about the auditory ossicles in Beetal goats. 
Combining all the data in this way could be a great 
educational tool for studying the comparative morphology 
of the middle ear and suggest some fresh research areas.
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 The indiscriminate antimicrobial usage in clinical 

medicine and food animal production along with the 

presence of various environmental factors, host factors, 

and pathogens intrinsic or acquired characteristics act as 

drivers in the emergence and dissemination antimicrobial 

resistance (AMR) (Manoj et al., 2023). The efflux-pump 

mediated AMR is an intrinsic mechanism possessed by the 

bacteria to extrude metabolic waste, toxic substances and 

antimicrobial agents (Blanco et al., 2016). The AcrAB-

TolC is an important resistance nodulation division (RND) 

family efflux pump which plays a major role in expression 

of multi-drug resistant (MDR) phenotype in Escherichia 

coli because of their broad specificity (Weston et al., 

2018). A simple and cost-effective phenotypic method to 

demonstrate the efflux pump activity in bacteria is ethidium-

bromide (Et-Br) agar cartwheel method (EBACM). The 

absence of fluorescence under UV light by bacterial mass 

in the agar plates supplemented with Et-Br indicates an 

overexpression of efflux pumps (Martins et al., 2011).

 Certain molecules known as the efflux pump inhibitors 

(EPIs) can be used in combination with antibiotics (known 
as adjuvant therapy) to enhance their activity against the 
strains which overexpress efflux pumps (Sharma et al., 

2019). Among the EPIs, phenylalanyl-arginine--

naphthylamide (PAN), a peptidomimetic EPI was the first 

inhibitor of RND family efflux pumps, specifically the AcrB 
(Huang et al., 2022). In addition to its role as a potentiator 
of fluoroquinolones, macrolides and chloramphenicol, the 

phenylalanine-arginine -naphthylamide (PAN) itself 

acts as a substrate for RND efflux pumps as well, thereby 
competitively inhibiting the substrate binding and efflux 
(Viveiros et al., 2008). Although, the efflux pump 
inhibition assay (EPIA) in MDR Salmonella Typhimurium 
has been studied (Anbazhagan et al., 2019), the literatures 

are scarce with regard to the extended spectrum -

lactamase (ESBL)-producing E. coli. Therefore, the current 
study aims to detect the efflux pump activity in ESBL-
producing E. coli isolates recovered from environmental 
sources of Mirzapur district, Uttar Pradesh, India by 
EBACM as well as subjecting these isolates to EPIA using 

PAN against different antibiotics.

ABSTRACT

 The overexpression of efflux pumps is one of the mechanisms of acquisition of multidrug resistant (MDR) traits in bacteria. In the current 
study, a total of 24 extended spectrum -lactamase (ESBL)-producing Escherichia coli isolates recovered from various environmental sources of 
Mirzapur, Uttar Pradesh were evaluated for the presence of efflux pump activity by ethidium-bromide (Et-Br) agar cartwheel method (EBACM) 
followed by the efflux pump inhibition assay (EPIA) against different antibiotics in the presence and absence of phenylalanine-arginine -

naphthylamide (PAN), a broad-spectrum efflux pump inhibitor (EPI). The difference in the zone of inhibition (ZOI) of 5 mm around the antibiotic 

discs in the presence and absence of PAN was considered as a significant change. All the isolates exhibited an efflux activity up to an Et-Br 
concentration of 1.5µg/mL. A total of 19 (79.16%) isolates revealed an MDR phenotype. An absolute resistance (100%) towards ampicillin and 
ceftriaxone was exhibited by all the isolates, followed by azithromycin (54.16%), ciprofloxacin (33.33%), kanamycin (25%), and doxycycline 
(16.66%). In the presence of PAN, a significant increase in the ZOI against azithromycin (100%) and doxycycline (76.19%) was observed. 

However, there was a reduction in ZOI against ceftriaxone, ampicillin/sulbactam, and ciprofloxacin in the presene of PAN in 70.83%, 87.5%, and 
12.5% of the isolates, respectively. The exhibition of a high degree of MDR phenotype and presence of active efflux pumps in environmental ESBL-
producing E. coli isolates is a matter of serious concern from public health point of view.

Keywords: MDR, ESBL, E. coli, Efflux pump, Et-Br agar cartwheel method, PAN
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MATERIALS AND METHODS

Determination of efflux pump activity by Ethidium-
Bromide (Et-Br) Agar Cartwheel Test (EBACT)

 A total of  24 previously characterized ESBL-producing 
E. coli isolates recovered from various environmental 
sources in and around Mirzapur, Uttar Pradesh (data not 
shown) were included in this study. The efflux pump 
activity of the ESBL-producing E. coli isolates was 
determined by the ethidium-bromide (Et-Br) agar 
cartwheel test (EBACT) as described previously (Martins 
et al., 2011). In brief, sterile Mueller Hinton Agar (MHA) 
plates with varying concentration (i.e., 0, 0.5, 1, 1.5 and 2 
µg/mL) of Et-Br were prepared. The plates were divided 
into six sections forming a cartwheel pattern. The 
overnight-grown culture of ESBL-producing E. coli 
isolates (inoculum adjusted to 0.5 McFarland standard) 
were streaked on those plates starting from the centre to the 
periphery of the plate. The plates were wrapped in 
aluminium foil and incubated overnight at 37º C and then 
observed under UV light in a gel documentation system 
(Biorad, USA). The minimum concentration of Et-Br that 
exhibited fluorescence in the streaking line (bacterial 
mass) was recorded. The E. coli ATCC 25922 was used as a 
control strain.

Antibiotic sensitivity test

 The antibiotic sensitivity test of the isolates against 7 
antibiotics (Himedia, India) representing different classes 
namely, ampicillin (penicillin), kanamycin (aminoglycoside), 
azithromycin (macrolide), ciprofloxacin (fluoroquinolone), 
ceftriaxone (cephalosporins), ampicillin/sulbactam 

(penicillin with a -lactamase inhibitor) and doxycycline 
(tetracycline) was performed as per the Kirby-Bauer disc 
diffusion method in sterile MHA plates. In brief, the plates 
were swabbed with the standard inoculum (adjusted to 0.5 
McFarland standard) of the test isolates. The above-
mentioned antibiotic discs were placed at a distance of 30 
mm centre-to-centre and the plates were incubated 
overnight at 37º C. The zone of inhibition (ZOI) around the 
discs were measured with a ruler against a bright background 
and the results were interpreted according to the CLSI 
guidelines (CLSI, 2018).

Efflux pump inhibition assay against different antibiotics

 The efflux pump inhibition assay was performed in 
the presence and absence of a broad-spectrum efflux pump 

inhibitor i.e., phenylalanine-arginine -naphthylamide 

(PAN) (Sigma Aldrich, USA). In brief, the sterile MHA 

plates supplemented with PAN (at a concentration of 25 

µg/mL) and that without PAN were prepared (Anbazhagan 
et al., 2019). The plates were swabbed with the standard 
inoculum (adjusted to 0.5 McFarland standard) of the test 
isolates. The antibiotic discs mentioned earlier were 

placed at a distance of 30 mm centre-to-centre and the 
plates were incubated overnight at 370C. A difference in 

the ZOI of 5 mm in the presence (P) and absence (A) of 

PAN around the antibiotic discs was considered significant 
for efflux pump inhibition against that antibiotic.

RESULTS AND DISCUSSION

 Determination of Efflux pump activity in the ESBL-
producing E. coli isolates by Et-Br agar cartwheel test 
(EBACT).

 In this study, all the ESBL-producing E. coli isolates 
(100%) exhibited an efflux activity (absence of fluorescence) 
at an Et-Br concentration of 1.5 µg/mL indicating the 
presence and expression of active efflux pumps in those 
isolates. Fluorescence was exhibited by the isolates at an 

Et-Br concentration  2 µg/mL (Fig. 1). Ethidium bromide 
is considered as a common substrate of efflux pump in 
Enterobacteriaceae (Schumacher et al., 2007) and has 
been used to assess the intrinsic efflux activity in E. coli 
(Amaral et al., 2014). The efflux pumps are generally 
involved in the extrusion of harmful chemicals (like Et-Br) 
and toxic metabolites from the bacterial cells (Anbazhagan 
et al., 2019).

Antibiogram of the isolates

 A total of 19 (79.16%) isolates revealed a multi-drug 
resistant (MDR) phenotype, i.e., these were resistant to 
three or more than three classes of antibiotics used in the 
study. An absolute resistance (100%) towards ampicillin 
and ceftriaxone was exhibited by all the isolates. This was 
in concordance to the study of Yadav et al. (2021) in which 
78 % of the ESBL E. coli and Klebsiella isolates recovered 
from milk and faecal samples of buffaloes collected in 
Ayodhya and Sultanpur district of Uttar Pradesh were 
observed to be MDR. Resistance towards azithromycin 
was observed in 54.16% of isolates followed by ciprofloxacin 
(33.33%), kanamycin (25%) and doxycycline (16.66%). 
All the non-MDR isolates (n=5) were sensitive to 
azithromycin and doxycycline (Fig. 2). The presence of 
functional efflux pumps as observed in EBACT may be 
involved in the emergence of MDR traits in these isolates. 
It has been reported that, the emergence of MDR 
phenotypes is linked to the overexpression of efflux pumps 
(Huang et al., 2022). The efflux of different antibiotics was 

evaluated in the presence and absence of PAN, a broad-
spectrum EPI.

Efflux pump inhibition assay (EPIA)

 In the presence of PAN, the difference in the ZOI of 

5 mm against azithromycin was evident in all the isolates 
(100%), whereas, that against doxycylcine was observed 
in 19 (76.19%) isolates (Table 1). This suggests an over 
expression of efflux pumps in acquisition of resistance 
towards these antibiotics. It also indicates that azithromycin 
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and doxycycline are the substrates for the efflux pumps 
present in these isolates. Also, it was well documented that, 

PAN reverts the bacterial resistance towards tetracyclines 
(e.g., doxycycline) and macrolides (e.g. azithromycin) in 
comparison to other EPIs (Kern et al., 2006). Moreover, in 
all the azithromycin and doxycycline-resistant isolates 
under this study, the resistant status changed from resistant 

to sensitive in the presence of PAN against these two 
antibiotics.

 The contribution of PAN-inhibited efflux pumps 

towards ciprofloxacin (a quinolone) resistance was observed 
in 16 isolates in our study (Table 1). This was in agreement 
with a study in which, a 4-32-fold decrease in the MIC of 

nalidixic acid (a quinolone) in the presence of PAN among 

ESBL-producing E. coli isolates recovered from rivers and 
lakes in Switzerland was observed (Zurfluh et al., 2014). In 

another study, a 4-fold decrease in the MIC of ciprofloxacin 

in 7 of the 17 K. pneumoniae isolates were documented 
(Vera-Leiva et al., 2018). Additional mechanisms like 
mutation in DNA gyrase, plasmid-mediated quinolone 

resistance or decreased uptake of quinolones due to loss of 
membrane bound porins may contribute towards 
ciprofloxacin resistance (Bush et al., 2020).

 However, there was a reduction in ZOI against 
ceftriaxone, ampicillin/sulbactam and ciprofloxacin in 
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Fig. 2. Antibiogram of ESBL-producing E. coli isolates recovered 
from environmental sources of Mirzapur, Uttar Pradesh 
(Abbreviations: AZM: Azithromycin, CTR: Ceftriaxone, DO: 
Doxycycline, AMP: Ampicillin, CIP: Ciprofloxacin, K: Kanamycin, 
A/S: Ampicillin/Sulbactam)
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Fig. 1. Determination of efflux pump activity in ESBL-producing E. coli isolates at various concentrations of Et-Br by the ethidium-bromide (Et-Br) 
agar cartwheel method
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presene of PAN in 17 (70.83%), 21 (87.5%) and 3 (12.5%) 

isolates, respectively (Table 1). It can be assumed that, 
along with the production of ESBLs by these isolates, an 

increased efflux of ceftriaxone in presence PAN might 

have resulted in the decrease of ZOI against that antibiotic. 
This is in agreement with a study where, a higher efflux 

activity of cephalosporins in the presence of PAN in E. 

coli was reported which might be attributed to different 
binding sites of cephalosporins in the large binding pocket 
of the RND efflux pump (Kinana et al., 2013). In a study, 

the -lactamase inhibitors like clavulanate and sulbactam 

were found to be the substrates for the MexAB-OprM 
multi-drug efflux system in Pseudomonas aeruginosa (Li 
et al., 1998; Nakae et al., 2000). In another study, it was 

observed that, the PAN treatment reduced the intracellular 

level of AmpC -lactamase in P. aeruginosa. Even at a 

sublethal concentration, PAN increased the permeabilization 

of outer cell membrane, thereby decreasing the intracellular 

accumulation of AmpC -lactamases (Lamers et al., 2013). 

Further, PAN is also considered as a competitive inhibitor 

of RND efflux pumps (Viveiros et al., 2008) and in low 
concentration, it inhibits AcrAB and AcrEF efflux system 

(Misra et al., 2015). All these factors may explain why 
there was a reduction in the ZOI of ampicillin/sulbactam in 

presence of PAN in these ESBL-producing E. coli isolates.

 In this study, no contribution of PAN-inhibited 

efflux pump activity towards ampicillin resistance was 
observed, as there was no change in the ZOI in the presence 

of PAN in any of the studied isolates. Although, efflux 

activity by EBACT is complimentary to the EPIA, it may 
not be true that same efflux activity will be expected for Et-
Br and other antibiotics (Anbazhagan et al., 2019). It has 

been reported that, PAN doesn’t affect the efflux of all 

antibiotics, suggesting a different binding site of antibiotics 
to the efflux pumps (Schneiders et al., 2003) or a different 
mechanism of resistance towards that antibiotic.

 The efflux pumps are one of the mechanisms, but not 
always the only mechanism of antimicrobial resistance in 
bacteria. The EPIs usually show promising results against 
the efflux pumps when used alongside an antibiotic. Also, 
it requires a higher concentration of EPI for the competitive 
inhibition of substrate binding site with that of the antibiotics. 
Some antibiotics may have a different substrate binding 
site other than that of EPIs in the efflux pump. All these 

Table 1. Evaluation of efflux pump inhibition assay in the ESBL-producing E. coli isolates in the presence (P) and absence 
(A) of PAN against different antibiotics

Isolate id Differences (P-A) in ZOI (in mm) in the presence (P) and absence (A) of PAN

 AZM CTR DO AMP CIP K A/S

MH1a 6 -4 5 0 9 0 -1
MH3b 8 0 7 0 1 2 -7
MH4a 8 -1 3 0 0 0 -3
MH4b 8 0 4 0 1 2 1
MH4c 7 -3 2 0 2 0 -4
MH5a 6 -2 5 0 3 0 -12
MH5b 7 -4 1 0 2 0 -4
MH5c 7 -3 3 0 1 2 -6
MH6a 9 0 5 0 -8 3 -7
MH6b 7 0 6 0 0 1 0
MH6c 8 -2 5 0 1 1 -3
MH7a 9 -2 5 0 3 2 -5
MH7b 5 0 6 0 2 0 0
MH7c 7 -2 5 0 2 1 -4
MW2c 7 -3 5 0 0 2 -8
MW3b 7 -4 5 0 0 1 -8
MW4a 5 -1 4 0 2 0 -5
MC1b 8 -3 7 0 4 2 -6
MC2c 9 -3 5 0 2 1 -6
MC3b 6 0 5 0 0 0 -6
MC4a 5 -2 5 0 -11 1 -8
MC4b 8 -1 5 0 3 1 -7
MC5c 8 0 5 0 -7 1 -5
MC6a 6 -2 5 0 4 3 -5
E. coli ATCC 25922 8 -1 5 0 1 1 0

Abbreviations: AZM: Azithromycin, CTR: Ceftriaxone, DO: Doxycycline, AMP: Ampicillin, CIP: Ciprofloxacin, K: Kanamycin, 
A/S: Ampicillin/Sulbactam
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factors greatly narrow the spectrum of an EPI, thereby 
making it specific for particular substrates. However, it is 
extremely difficult to find an EPI that inhibits multiple 
antibiotics at different binding sites of an efflux pump 
(Misra et al., 2015).

CONCLUSION

 The current study demonstrates a simple and effective 
way for detecting efflux pump activity in ESBL-producing 
E. coli isolates by the EBACM which revealed the 
presence of active efflux pumps in all the isolates. The 
EPIA revealed a significant efflux activity by the isolates 
for azithromycin and doxycycline compared to other 
classes of antibiotics. However, the efflux activity for 

different antibiotics varied in the presence of PAN, which 

suggests the presence of other potential resistance 
mechanisms or different binding sites of the antibiotics and 

PAN in the efflux pumps for these isolates. Nevertheless, 

the presence of active efflux pumps and exhibition of a 
high degree of MDR phenotype along with the ESBL 
production among these environmental isolates is a matter 
of concern from public health point of view. It can be 
concluded that, the overexpression of efflux pumps has a 
significant role in the emergence of MDR ESBL-
producing E. coli in the environmental milieu.
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 Babesiosis is a tick-borne disease in dogs caused by 
haemoprotozoan parasite (Yadav et al., 2021; Sangeetha et 
al., 2022; Gowtham et al., 2022). Babesia canis vogeli 
(large form) and Babesia gibsoni (small form) babesia are 
the most commonly reported species in dogs from India 
(Reddy et al., 2022). During the course of the disease, 
anaemia produces hypoxia and the resulting myocarditis 
can induce arrhythmias  and abnormal i t ies  in 
electrocardiography (Reddy et al., 2022). Hence in the 
present case a thorough investigation was aimed at 
observing various clinico-haemato-biochemical and ECG 
alterations of Babesia infection in canines.

 A Dachshund female (Fig. 2) of 9 years of age was 
presented to VCC, Navania, Udaipur for treatment. Both 
peripheral blood and whole blood were drawn for blood 
smear examinations and different blood parameters 
respectively. Blood samples were taken using EDTA vials 
so that plasma could be extracted for biochemical analysis. 
Plasma concentrations of aspartate amino transferase 
(AST), alanine aminotransferase (ALT), blood urea 
nitrogen (BUN) and glucose were determined by bio-
chemistry auto-analyzers (BIO-CHEMISTRY AUTO 
ANALYZER CAT No. BGS-246). ECG was recorded with 
a paper speed of 50 mm/sec. Tilley's (1992) guidelines 
were followed for the interpretation of electrocardiograms. 
The bitch was already dewormed.

 On clinical examination, congested mucous 
membrane with elevated temperature (105 ºF), pulse rate 
(108 bpm) and respiration rate (27 breaths/min). Pupillary 
light reflex and menace reflex were sluggish. Babesiosis 
was confirmed as a diagnosis by showing the parasites 

within the infected erythrocytes in thin blood smears 
stained with Giemsa. Their morphology is pyriform. The 
serum haematological parameters showed neutrophilia 

3(91%), leukocytosis (39.7×10 /µL) and lymphocytopenia 
(7%). The haematological findings were in accordance 
with Bilwal et al., 2017. Serum biochemistry revealed 
elevations in the levels of ALT (291.7 IU/L), AST (249.2 
IU/L), BUN (76.6 mg/dL) and glucose (389.57). These 
findings were similar to the previous finding of study by 
Mittal et al. (2019) and Sahu et al. (2020) found that the 
affected dogs had increases in ALT, AST and BUN. On 
faecal examination no parasitic ova were seen.

  Electrocardiographic studies revealed (Fig. 3) 
prolonged P wave duration (P mitrale or 0.06 sec) which 
was in contrast to normal P wave duration which is 0.04 
sec, T wave amplitude was greater than 25% of R wave 
amplitude (0.45 mV), absence of Q wave and ST coving 
(Sahoo et al., 2022).

 Bitch was treated with Inj. Diminazene aceturate @ 
5mg/kg b.wt. deep intramuscularly along with Tablet 
furosemide+spironolactone, Tablet Lisybin (S-adenosyl 
methionine and Silybin A+ B), Tablet Nefrotec + Pow. 
Nefrotec and losartas, at 25 mg. Cardiac dysfunction in 
canine babesiosis is considered a rare complication 
(Gowtham et al., 2022). Prolong P wave (P-mitrale) was 
seen due to following of haemodynamic disturbances to 
the left atrium that damaged the cells (Shahoo et al., 2021; 
Reddy et al., 2022). After the formation of the P wave a flat 
base line indicated the absence of the Q wave on ECG 
graph. The tall T wave was recognized by amplitude of T 
wave more than R/4 amplitude and it was associated with 
hyperkalemia (more than 5.5 mEq/L) (Chaudhuri et al., 

SUMMARY

 A 9 year old female Dachshund was presented with a complaint of fever, vomiting and a distended abdomen. Microscopic examination 
revealed presence of large form of Babesia spp. The haematological examination revealed anemia, thrombocytopenia and increase in number of 
circulating reticulocytes-biochemical examination revealed elevations in the levels of ALT (291.7 IU/L), AST (249.2 IU/L), BUN (76.6 mg/dL) and 
glucose (389.57). The study was also conducted to observe ECG changes associated with Canine babesiosis due to cardiac, hepatic and renal 
dysfunctions. The bitch was treated with diminazene aceturate but the patient showed no signs of recovery and passed on the following day.
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2017). ST coving was diagnosed as a delayed return to 
baseline in the ST segment or curved terminal upstroke of 
S wave or displacement of the ST segment in the opposite 
direction of QRS deflection, ST coving associated with 
endocardial ischaemic changes (Sahoo et al., 2021; 
Gowtham et al., 2022). The present data of the study 
indicates that canine babesiosis can affect the cardiac 
tissues resulting in ECG changes.

 Canine babesiosis infection which is commonly 
observed in dogs may affect vital organs including heart 
and the early diagnosis will be helpful to prevent multi 
organ failure due to this infection. The cardiac dysfunction 
due to canine babesiosis is considered as a rare 
complication, but it was visible in this case. In current 
investigation we could not save the life of animal as there 
was a delay in the treatment of disease and the case was not 
timely reported by the owner. This paper will be useful for 
early diagnosis of cardiac dysfunction associated with 
canine babesiosis infection and this will help in saving the 
lives of dogs.
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 The term “canine transmissible sarcoma” refers to 
another term for the naturally occurring contagious tumour 
in dogs, which is commonly identified as a cauliflower-
like, pedunculated, nodular, papillary growth that is most 
commonly found in the vestibule (95.6% of cases) and less 
frequently in the vagina (44.5%) or, in females, invading 
the vulvar lips (18.6%) (Ayala et al., 2017). Chemotherapy 
is the most popular and successful treatment for CTVT and 
intravenous (IV) vincristine given once weekly for about 
three weeks at a dose of 0.025 mg/kg has shown promising 
results (Amber et al., 1990). Pregnancy-related adverse 
effects of chemotherapy are linked to a higher incidence of 
teratogenesis and abortions (Ayala et al., 2017). 
Nonetheless, many of human case reports have 
demonstrated the comparatively safe application of these 
agents during advanced gestation (Wiebe et al., 1994).

 A two years old female Pomeranian dog weighing 
10.6 kg was brought to department of Veterinary 
Gynaecology and Obstetrics, Veterinary College, Hebbal, 
Bengaluru for pregnancy diagnosis with the history of 
mating two month back and with complaint of growth 
around vulvar lips since 5 days. On clinical examination, 
animal was active, all physiological parameters were 
within normal range. The abdomen was found to be 
distended and on abdominal palpation fetal structures were 
palpable. On per vaginal examination cauliflower-like 
growth was palpable around clitoris and vulvar lips (Fig. 
1). Impression smear of nodular growthwastaken and 

subjected for cytology. Giemsa's stain revealed multiple 
cytoplasmic vacuolated cells which confirm the presence 
of CTVT (Fig. 2). Multiple viable fetuses with mean head 
diameter 54±2 days and fetal heart rate 240±2 beats per 
minute were detected by transabdominal ultrasonography 
(Fig. 3). First dose of vincristine @ 0.025 mg/kg body 
weight intravenously was administered and followed by 
two more doses at weekly interval alongwith supportive 
treatment (Singh et al., 2019). Mother delivered live and 
healthy puppies after initial treatment of vincristine and 
animal recovered completely with no palpable growth 
after three doses (Fig. 4).

 CTVT is a commonly occurring neoplasm in dogs 
living in tropical and subtropical areas, affecting mostly 
breeding-age dogs (Ortega et al., 2003) and shows a good 
response to vincristine based chemotherapeutic treatment 
(Ozalp et al., 2012). Vinca alkaloids have very poor 
penetration through the blood-brain barrier and may not be 
able to cross some barriers, such as the blood-placental 
barrier, due to their high protein binding (>99%) and even 
at non-cytotoxic concentrations, the foetus can only be 
barely impacted by the alkaloids (Dc, 1989). If the 
condition of TVT is very severe during any stage of 
pregnancy, chemotherapy should becomethe first choice 
of treatment. Effect of vincristine sulphate on developing 
fetus in canines may not cause any detrimental effect 
because duration of pregnancy in dogs is two months. 
Chemotherapy with cytotoxic anticancer medications 
during the first trimester might result in congenital 

SUMMARY

 A female Pomeranian dog aged 2 years presented to department of Veterinary Gynaecology and Obstetrics, Veterinary College, Hebbal, 
Bengaluru for pregnancy diagnosis with history of crossed two months back and with growth around vulvar lips since 5 days. On clinical 
examination, all physiological parameters were within normal range, abdomen was distended and cauliflower-like growthwas noticed around vulvar 
lips. Cytology confirmed the presence of transmissible venereal tumor (TVT). Transabdominal ultrasonography revealed presence of multiple viable 
intrauterine fetuses. Animal had given first dose of vincristine @ 0.025 mg/kg body weight total dose. After a week pet was presented for followup 
with history of delivered five live healthy puppies normally and there was considerable reduction in the size of cauliflower-like growth. 
Subsequently, two doses of vincristine were given and animal was completely recovered. This case report gives the successful management of TVT 
using vincristine in advanced gestation.

Keywords: Advanced gestation, Female dog, TVT, Vincristine sulphate
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Fig. 1. Before treatment

Before treatmentBefore treatmentBefore treatment

Fig. 3. Ultrasonographic picture reveals presence of live fetus

Fig. 2. Impression smear of vulvar lips showing presence multiple 
cytoplasmic vacuolated cells indicative of TVT

Fig. 4. After Treatment

abnormalities in about 20% of instances; therefore, it 
should be avoided (Azim et al., 2010). However, 
Miyamoto et al. (2016) has reported that if the mother and 
foetalsafety and long-term effects are sufficiently taken 
into account and if chemotherapy is found to be necessary, 
chemotherapy can be given from second trimester 
onwards.

 It is important to note that there is limited 
information about the unusual combination of advanced 
pregnancy and transmissible venereal tumor in female 
dogs and can be managed by using vincristine sulphate. 
However, further studies required to record the effect of 

vincristine during different stages of pregnancy in canines. 
Since there was severe bleeding from the TVT lesions and 
chances of attraction of flies which further led to formation 
of maggot wound and hence treatment was initiated 
immediately with vincristine sulphate by following all 
possible precautions.
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MATERIALS AND METHODS

Preparation of Moringa oleifera leaves extract

 The mature, healthy and fresh Moringa oleifera 
leaves were harvested from Experimental Farm of College 
of Horticulture, ANDUAT Kumarganj, Ayodhya U.P. Fifty 
grams of dried Moringa oleifera leaves powder was 
extracted using a modified technique proposed by Khalaf 
et al. (2008).

Animals

 Twelve semen ejaculates were collected from two 
Jamnapari buck, (2-3 years) reared at Deep Frozen Semen 
Laboratory, College of Veterinary Science & Animal 
Husbandry, ANDUAT Kumarganj, Ayodhya of Uttar 
Pradesh under standard management conditions.

Semen Collection, Processing and Freezing

 Buck ejaculates were harvested twice in a week 
using AV and transfer to laboratory for analysis of mass 
motility (10X) and sperm concentration (Accucell 
photometer, IMV, France).

 Selected ejaculates with visual motility above 75 % 
were diluted using a Tris-citric-acid-fructose-egg-yolk-
glycerol (TFYG) extender. Diluted semen was splited into 
three equal aliquots having different concentrations of 0%, 
2%, and 5% of ethanolic extract of Moringa oleifera 
control (C) and treatment groups (T  and T ), respectively, 1 2

to make final sperm concentration of 80 million per ml. 
Diluted semen were automatically filled into 0.25 mL 
French straws (ISEVO, IMV, France) and equilibrated in a 
cold cabinet (Minitube, Germany) at 4° C for 4 hours. 
Straws were arranged horizontally and suspended in LN  2

vapour inside a foam box at 4 cm height above liquid 
nitrogen for 20 min, then dipped in liquid nitrogen (Najafi 
et al., 2014).

Evaluation of semen’s quality

 Seminal attributes (sperm motility, viability and 
morphology) at post-dilution and post-thaw stage (Hafez 
and Hafez, 2000). The assessment of sperm plasma 
membrane integrity was carried out using a HOS test 
(Amorim et al., 2009). The seminal plasma was separated 
from freshly diluted and frozen-thawed samples through 
centrifugation at 3000 rpm for duration of 20 minutes. The 
levels of enzyme leakage in seminal plasma (AST, ALT, 
AKP, and ACP) were measured using commercially 
available kits on the BEACON B Auto200 analyzer.

Statistical analysis

 The values were presented as means ± SE for all 
variables. Statistical analysis was done with one-way ANOVA 
using Graph Pad Prism 5 software.

RESULTS AND DISCUSSION

 The impacts of ethanolic extract of Moringa oleifera 
on the seminal parameters of frozen buck semen are 
depicted in Table 1. Semen samples cryopreserved with 

5.0% ethanolic extract of Moringa oleifera in TFYG extender 
had significantly (P<0.05) higher percent post-diluted and 
post-thaw sperm motility, viability and morphological 
normal sperm followed by 2.0% ethanolic extract of 
Moringa oleifera as compared to the control extender (Fig. 
1). The mean post-thaw motility recorded was in line with 
the findings of Hammad et al. (2019). Conversely lower 
(Mina & Husam, 2020) and higher (Wahjuningsih et al., 
2019) values were reported in previous studies. Our findings 
on sperm viability were in tune with Saurabh (2021), and 
lower than the findings of Mina and Husam (2020), but 
higher than those reported by Doidar et al. (2018).

 Cryopreservation causes membrane dysfunction 
and excessive cell dehydration, leading to osmotic shock 
(Neild et al., 2005). The damage is scribed to intracellular 
and extracellular ice crystals formation along with an increase 
in solute quantity (Mazur, 1984). However, cryopreservation 
can lead to alterations in sperm mitochondrial membrane 
fluidity, potentially leading to release of reactive oxygen 
species and changes in sperm membrane potential (Said 
et al., 2010). ROS causes ATP depletion, which in turns 

Fig. 2. Image showing post-thawed seminal plasma enzyme leakage 
(AST, ALT, ACP and AKP) of control and ethanolic extract of 
Moringa oleifera (T1 and T2) treated group (P<0.05)

Fig. 1. Image showing post-thawed motility, livability and abnormality 
of control and ethanolic extract of Moringa oleifera (T1 and T2) 
treated group (P<0.05)

67

result in insufficient phosphorylation of the axoneme and 
lipid peroxidation. These effects ultimately decrease both 
motility and survival (El-Sherbiny et al., 2022). Moringa 
oleifera leaves possess potent antioxidant properties by 
virtue of its ascorbic acid, carotenes, flavonoids and 
polyphenol content (Jayawardana et al., 2015). These 
compounds have been shown to decrease the presence of 
free radicals and mitigate the possibility of cellular death 
(Wang et al., 2017). Moreover, Carrera-Chavez (2020) 
observed that a 0.5 mg/mL concentration of M. oleifera 
seed extract effectively maintained the integrity of the 
sperm membrane.

 The average percent HOS-reactive sperm cells were 
significantly (P<0.05) higher in extender containing 5.0% 
ethanolic extract of Moringa oleifera at both post-diluted 
and post-thaw stage followed by 2.0% ethanolic extract of 
Moringa oleifera than those of control extender (P<0.05, 
Table 1). Our findings are in tuned with Doidar et al. 
(2018), but were lower (El-Seadawy et al., 2022) and 
higher (Kumar, 2022) values were also observed. Plasma 
membrane functionality and integrity are vital sperm 
parameters to consider when evaluating sperm quality 
because an intact plasma membrane is required for sperm 
cell survival (Makarevich et al., 2010). Moreover, it plays 
essential roles in sperm metabolism, capacitation, acrosome 
reaction, eventually sperm-oocyte fusion (Forouzanfar et 
al., 2013).

 The significantly (P<0.05) lower values of AST, 
ALT, ACP and AKP activities in plasma of post-thawed 
semen were recorded in extender containing 5.0% as 
compared to 2.0% ethanolic extract of Moringa oleifera 
and the control extender (P<0.01, Table 1 & Fig. 2). 
Elevated enzyme activity in the extracellular medium 
indicates cold shock associated damage of spermatozoa 
membrane (Singh et al., 1992). The assessment of 
enzymes also indicates the effectiveness of the extender in 
preserving the membrane integrity of spermatozoa during 
freezing and thawing (Prasad et al., 2000). The addition of 
an ethanolic extract of Moringa oleifera leaves to the 
extender may have enhanced protection of the sperm 

membrane, leading to the preservation of structural 
integrity and cell membrane permeability, ultimately 
resulting in reduced enzyme leakage. These findings align 
with the results reported by Srivastava and Kumar (2014). 
Moringa oleifera leaves are used for sperm preservation 
because they contain significant amounts of protein, 
calcium, potassium, magnesium, vitamin E, selenium, 
vitamin C, fat, and phenolic components (Ayodele et al., 
2014). Moreover, Moringa oleifera leaves contain a flavonoid 
compound that enhances antioxidant activity and prevent 
lipid peroxidation in sperm (Moyo et al., 2012).

CONCLUSION

 This study indicated that adding 2.0% and 5.0% 
ethanolic extract of Moringa oleifera to the extender 
improved the quality of post-thawed Jamnapari buck 
semen, highest preservation efficiency was observed in 
5.0% ethanolic extract of Moringa oleifera compared to 
other treatments.
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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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 This article earlier available at https://www.luvas.edu.in/haryana-veterinarian/download/ 
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ABSTRACT

 The present study was conducted on the middle ear ossicles of six adult Beetal goats (Capra hircus). The goat heads were collected from a 
municipal slaughterhouse in Ludhiana. Access to the ossicular assembly was made from the base of the tympanic bulla by cutting the occipital bone 
with a bone saw blade at the level of condyles and para mastoid processes at an angle parallel to the ventral surface of the tympanic bulla without 
damaging the bony part of the middle ear canal. It was observed that the ossicular assembly of Beetal goats was formed by three ear ossicles named 
malleus (hammer), incus (anvil), and stapes (stirrup). The malleuswas the most peripheral and was composed of a head, neck, and manubrium. The 
head of the malleus possessed an oval articular facet on its medial surface. The neck of the malleus was comprised of three processes viz., lateral, 
rostral, and muscular. The manubrium of the malleus was the longest, with a length of 0.46 cm±0.009, and appeared slightly curved. The shape of the 
incus was like a biradicular molar and it presented a body and two processes, the short and long crura, of which the lenticular process was present only 
on the long crus. The stapes was the smallest and consisted of a head, an anterior, a posterior arm, and a footplate.

Keywords: Middle ear, Goat, Gross anatomy, Ossicles
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 In ways that humans cannot, animal models of 
middle ear surgery enable us to investigate disease 
mechanisms. According to the authors, the ear underwent a 
protracted evolutionary process lasting more than 300 
million years. Mammals have been known to have three 
ossicle assemblies (Amin and Tucker, 2006); Takechi and 
Kuratani, (2010), while birds have a unique circumstance 
where just one ossicle-the Columella auris-is known to 
exist (Anthwal et al., 2013; Besoluk et al., 2019; Claes et 
al., 2016; Mills, 1994; Takechi and Kuratani, 2010). It has 
been claimed that stapes is the name given to the same 
bony structure in reptiles and proposed that the articular 
and quadrate bone in non-mammals serve as analogues of 
the malleus and incus described in mammals (Anthwal et 
al., 2012). Goats are known as excellent models for 
experimental scientific studies, reconstructive surgical 
procedures of the ossicular chain, and training in human 
ear surgery due to the size of the middle ear and anatomical 
similarities with human ossicles.

 The Malleus, Incus, and Stapes have all evolved 
from the jawbones of mammals and the Columella auris of 
reptiles, respectively. These three tiny bones are irregularly 
shaped and laterally located in the tympanic cavity. This 
articulated chain of ossicles connects the tympanic 
membrane and medial wall of the tympanic cavity which 
transfers sound from the tympanic membrane to the 
cochlea through an oval window (Ludman and Wright, 
2006); Strandring (2008). As a transformer of air acoustic 
energy’s impedance towards the fluids of the inner ear, this 

ossicular assembly’s primary job was to mediate the 
transmission of vibrations from the tympanic membrane 
through the handle of the malleus (Manubrium mallei) and 
send them over toward the components of the internal ear 
(Wilson, 1987; Keefe, 2015).

 In middle ear surgical research, rats and mice are the 

most frequently utilized small vertebrate animals. However, 

other small vertebrate animals are being used, including 

rodents (such as gerbils, chinchillas, and guinea pigs), 

rabbits, and cats. The findings can vary greatly since small 

animals are morphologically and physiologically different 

from humans and show differing middle ear shapes and 

sizes (Hemilä et al., 1995). Large animal models have also 

been examined to better represent the human ear’s 

anatomy. For instance, the pig has been considered a 

potential animal model; however, experimental methods 

are challenging because of the soft and fatty tissues 

covering the mastoid process (Schnabl et al., 2012). In the 

present day, due to the widespread trans-canal endoscopic 

surgery in humans, especially in the middle ear, goats can 

be used as an animal model for studying the middle ear 

ossicles due to its advantageous size. The anatomical features 

and parameters of the middle ear are frequently utilized to 

predict the species’ hearing sensitivity (Hadžiomeroviae et 

al., 2023). Therefore, the current study was planned to 

record various anatomical and morphometrical data 

regarding the middle ear ossicles in native Beetal goats 

which may help researchers and clinicians in various 

interventions.
*Corresponding author: drdevendra@gmail.com
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MATERIALS AND METHODS

 Six freshly slaughtered adult goat heads were 
collected from a muncipals laughter house in Ludhiana, 
India. The tissues surrounding the tympanic bulla were 
removed and the ventral surface of the bulla was cut open. 
Access to the ossicular assembly was made from the base/ 
ventral surface of the tympanic bulla by cutting through the 
occipital bone with a bone saw blade at the level of 
occipital condyles, and para mastoid processes at an angle 
parallel to the ventral surface of the tympanic bulla without 
damaging the bony part of the middle ear canal (Fig. 1). 
Examination of middle ear structures was done by using a 
magnifying lens and stereo zoom microscope. The images 
of ear ossicles were captured using an iPhone camera in 
macro mode, 12 megapixels. The terminology of all the 
anatomical structures was adopted in accordance to 
Nomina Anatomica Veterinaria (2017).

Morphometrical data recording

 Measurements were recorded by using vernier 
calipers (Fig. 2). The parameters for the measurements 
were the length and width of ear ossicles, the width of the 
malleus at the broadest point, vertical diameter, the 
thickness of the malleus’ narrow, concave neck, length of 
malleus’ manubrium, length of long crus and short crus of 
the incus, and length of rostral and caudal crus of Stapes 
(Fig. 3). The mean and standard errors of respective data 
were calculated using the MS Excel programme. The data 
for the length and width at the broadest point were 
analysed and presented as graphs with GraphPad Prism 
8.0.2. Normality tests were done on all three data sets and 
subjected to one-way analysis of variance (ANOVA) and 
Tukey’s multiple comparisons test to find statistical 
differences in the length and width of the three ear ossicles.

RESULTS AND DISCUSSION

 The assembly of the three ossicles was disclosed 
when the occipital condyles and para mastoid processes 
were removed properly. The lateral component was the 
malleus, followed by the connection with the incus, and the 
most medial one being the stapes. The finding of the 
presence of three ossicles’ assembly at the level of the 
tympanic cavity was in consonance with the findings in 
non-human primates (Borin et al., 2008), sheep (Simaei et 
al., 2017), wolves (Gürbüz et al., 2019) and rabbits (Guan 
et al., 2019). However, Nazih (2017) reported fourth ear 
ossicle in donkey.

 The malleus or drumstick bone consisted of the 
malleus head (Caput mallei), a slightly narrowed neck 
(Collum mallei) with three separate processes (lateral, 
rostral and muscular) (Processus lateralis, Processus 
rostralis and Processus muscularis), and a handle 
(Manubrium mallei) (Fig. 4A, B). When viewed from the 
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lateral side, the head of the malleus (Caput mallei) had an 
overall oval form with a dorso-caudal disposition. Its 
medial surface had an articular surface for the incus 
(Facies articularis). The neck was tuberous and nearly 
flattened near the head. As approached the handle, it was 
more cylindrical, and its diameter reduced significantly. 
Tensor tympanic muscle insertion was provided by the 
muscular process (P. muscularis) on the neck of malleus. 
The morphometrical data of Malleus has been presented in 
Table 1. The malleus, or drumstick bone, in goats was 
0.885±0.009 cm long. It was the longest ear ossicle. The 
average width of the malleus at the broadest point was 
0.24±0.002 cm. The oval-shaped malleus head had an 
average vertical diameter of 0.33±0.009 cm. The malleus’ 
narrow, concave neck was 0.21±0.005 cm in thickness. 
The malleus’ manubrium, or handle, was the longest part 
and measured 0.46±0.009 cm in length and had a concave 
rostral edge. It was firmly connected to the eardrum and 
dragged the center inwards to the tympanic cavity. The 
handle of the goat’s malleus bone accounted for roughly 
70% of the entire malleus length (Hadžiomeroviæ et al., 
2023). The same observations were reported in goats 
(Martonos et al., 2020). But contrast to this, neck of 
malleus with only 2 processes, the lateral and rostral, was 
reported in Capra aegagrushircus, a subspecies of goat 
domesticated from Southwest Asia and Eastern Europe 
(Tolba, 2016).

 The body of Incus (Corpus incudes) housed two 
processes: a short process and a lengthy process (Crus 
breve and Crus longum, respectively) (Figs. 5A, B). The 
incus was a biradicular molar in shape. The body of incus 
had an articular process for malleus on rostral extremity. 
Similar observations were reported in camel (Osman and 
Arnautovic, 1987) and rabbit (Arnautovic and Osman,1985). 
Contrarily, Martonos et al. (2020) reported that the short 
and long crurain Capra hircus were nearly of the same 
length, with the long crus projecting obliquely. In addition, 
the long root of the incus showed one tiny bone, known as 
the lenticular process in rabbits (Kurtul et al., 2003), which 
could not be seen in the Beetal goats. The morphometrical 
data of Incus has been presented in Table 2. It was a short, 
broad bone that was 0.29±0.002 cm long, and 0.35±0.006 
cm wide. The cuboidal body of incus was located in the 
tympanic cavity caudal to the malleus’ head. The long crus 
fall caudoventrally, to make an acute angle with the body, 
measuring 0.37±0.006 cm in length and possessed 
lenticular process. The short root, which was 0.23±0.005 
cm in length, directed rostro-dorsally, to articulate with the 
body of the stapes via its terminal facet to form the incudo-
stapedial joint.

 Stapes was the smallest of the three ear ossicles. 
Topographically, it was located in between the terminal 
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Fig. 1. Steps in reaching the middle ear to locate ear ossicles.
Fig. 2. (A) Ossicular chain visible inside the middle ear cavity showing 1.  Head of malleus 2. Chorda tympani nerve, 3. Long crus of incus; Arrow 

pointing to the malleoincudal joint. Yellow dotted area showing cut opened ventral surface of tympanic bulla; (B) Ear ossicles taken out of the 
middle ear, 1. Malleus, 2. Incus, and 3. Stapes; (C) method of taking morphometrical measurements by using verniercallipers.

Fig. 3. Drawing of ear ossicles showing the landmarks for morphometrical parameters of A) Malleus, B) Incus, and C) Stapes.
Fig. 4. Malleus of goat showing Malleus head showing the articular process (1), Rostral process (2), Tympanic membrane attached to manubrium of 

the malleus (3), Neck (4) and Manubrium/ handle of the malleus (5).
Fig. 5. Incus of goat showing long process of incus (1), body of incus (2), short process of incus (3), articular facet for stapes (4), and medial 

depression (5).
Fig. 6. Stapes of goat showing head (1), rostral crus (2), Obturator foramen (3), Footplate (4) and Caudal crus (5).
Fig. 7. Graphical representation of average length (A) and width at the broadest point (B) of three ear ossicles and their statistical analysis.
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facet on the short crus of the incus and the vestibular or 
oval window connecting the middle ear to the inner ear 
(Figs. 6A, B). It was deeply excavated and could be found 
below the chorda tympani nerve branch of the facial nerve. 
It was placed in dorso-medially oblique orientation. The 
shape of stapes was like a triangle with a head (Caput 
stapedis), a rostral arm (Crus rostralis), a caudal arm (Crus 

caudale) and a foot plate (Basis stapedis). The head of 
stapes contained an articular facet for incus. The caudal 
margin of the stapes showed a process for insertion of the 
stapedius muscle (Membrana stapedius). Between the two 
arms of stapes, it enclosed an oval space known as 
obturator/intercrural space. The base or footplate of the 
stapes was ellipsoid in shape, and its medial surface was 

Table 1. Morphometrical data on the malleus of beetal goat (in centimeters)

Parameter Total length Width at widest Vertical diameter Thickness (cm) Manubrium
 (cm) point (cm) (cm) of head of the neck length (cm)

Mean ± SE 0.885 ± 0.009 0.24 ± 0.002 0.33 ± 0.009 0.21 ± 0.005 0.46± 0.009

Table 2. Morphometrical data on incus of beetal goat (in centimeters)

Parameter length Width Length of long crus Length of short crus

Mean ± SE 0.29±0.002 0.35 ± 0.006 0.37± 0.006 0.23± 0.005

Table 3. Morphometrical data on stapes of beetal goat (in centimeters)

Parameter length Width Length of rostral crus Length of caudal crus

Mean ± SE 0.27 ± 0.004 0.2 ± 0.005 0.26 ± 0.008 0.2 ± 0.006

100

attached to an oval or vestibular window by means of an 
annular ligament (Annularesta pedis). The Stapes in Beetal 
goats under present study had a similar shape to those in 
guinea pigs (Albuquerque et al., 2009), degu and paca, 
hamsters (Mohammadpour, 2010), Chinese bamboo rats 
(Pleštilová et al., 2016), and wolves (Gürbüz et al., 2019). 
The morphometrical data of Stapes has been presented in 
Table 3. It measured 0.27±0.004 cm in length and 0.2± 
0.005 cm in width. The rostral crus measured 0.26±0.008 cm 
in length and was concave, curved and longer than the caudal 
one. The caudal crus were convex and 0.2±0.006 cm in length.

 The data analysis of the length of the three ear 
ossicles (Fig. 7A) showed that Malleus was significantly 
longer than the other two ear ossicles (P<0.0001). No 
significant difference in the length of Incus and Stapes was 
observed. The Incus was the widest ear ossicle and Stapes 
was the narrowest of the three (Fig. 7B). Our results 
regarding the length of the rostral crus being larger than the 
caudal crus correlated with earlier findings in goats (Tolba, 
2016). On the contrary, the two roots were equal in length, 
according to (Osman & Arnautovic, 1987) in camel and 
donkey, in deer (Ragab and Osman,1987), and in pig (Gurr 
et al., 2010). An earlier study in goats (Martonos et al., 
2020) recorded the presence of a spicule on the caudal crus 
of stapes crossing onto the obturator/intercrural space, 
which was not found in our study.

CONCLUSION

 This study’s major goal was to present a detailed 
morphological description and some morphometrical 
information about the auditory ossicles in Beetal goats. 
Combining all the data in this way could be a great 
educational tool for studying the comparative morphology 
of the middle ear and suggest some fresh research areas.
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 The indiscriminate antimicrobial usage in clinical 

medicine and food animal production along with the 

presence of various environmental factors, host factors, 

and pathogens intrinsic or acquired characteristics act as 

drivers in the emergence and dissemination antimicrobial 

resistance (AMR) (Manoj et al., 2023). The efflux-pump 

mediated AMR is an intrinsic mechanism possessed by the 

bacteria to extrude metabolic waste, toxic substances and 

antimicrobial agents (Blanco et al., 2016). The AcrAB-

TolC is an important resistance nodulation division (RND) 

family efflux pump which plays a major role in expression 

of multi-drug resistant (MDR) phenotype in Escherichia 

coli because of their broad specificity (Weston et al., 

2018). A simple and cost-effective phenotypic method to 

demonstrate the efflux pump activity in bacteria is ethidium-

bromide (Et-Br) agar cartwheel method (EBACM). The 

absence of fluorescence under UV light by bacterial mass 

in the agar plates supplemented with Et-Br indicates an 

overexpression of efflux pumps (Martins et al., 2011).

 Certain molecules known as the efflux pump inhibitors 

(EPIs) can be used in combination with antibiotics (known 
as adjuvant therapy) to enhance their activity against the 
strains which overexpress efflux pumps (Sharma et al., 

2019). Among the EPIs, phenylalanyl-arginine--

naphthylamide (PAN), a peptidomimetic EPI was the first 

inhibitor of RND family efflux pumps, specifically the AcrB 
(Huang et al., 2022). In addition to its role as a potentiator 
of fluoroquinolones, macrolides and chloramphenicol, the 

phenylalanine-arginine -naphthylamide (PAN) itself 

acts as a substrate for RND efflux pumps as well, thereby 
competitively inhibiting the substrate binding and efflux 
(Viveiros et al., 2008). Although, the efflux pump 
inhibition assay (EPIA) in MDR Salmonella Typhimurium 
has been studied (Anbazhagan et al., 2019), the literatures 

are scarce with regard to the extended spectrum -

lactamase (ESBL)-producing E. coli. Therefore, the current 
study aims to detect the efflux pump activity in ESBL-
producing E. coli isolates recovered from environmental 
sources of Mirzapur district, Uttar Pradesh, India by 
EBACM as well as subjecting these isolates to EPIA using 

PAN against different antibiotics.

ABSTRACT

 The overexpression of efflux pumps is one of the mechanisms of acquisition of multidrug resistant (MDR) traits in bacteria. In the current 
study, a total of 24 extended spectrum -lactamase (ESBL)-producing Escherichia coli isolates recovered from various environmental sources of 
Mirzapur, Uttar Pradesh were evaluated for the presence of efflux pump activity by ethidium-bromide (Et-Br) agar cartwheel method (EBACM) 
followed by the efflux pump inhibition assay (EPIA) against different antibiotics in the presence and absence of phenylalanine-arginine -

naphthylamide (PAN), a broad-spectrum efflux pump inhibitor (EPI). The difference in the zone of inhibition (ZOI) of 5 mm around the antibiotic 

discs in the presence and absence of PAN was considered as a significant change. All the isolates exhibited an efflux activity up to an Et-Br 
concentration of 1.5µg/mL. A total of 19 (79.16%) isolates revealed an MDR phenotype. An absolute resistance (100%) towards ampicillin and 
ceftriaxone was exhibited by all the isolates, followed by azithromycin (54.16%), ciprofloxacin (33.33%), kanamycin (25%), and doxycycline 
(16.66%). In the presence of PAN, a significant increase in the ZOI against azithromycin (100%) and doxycycline (76.19%) was observed. 

However, there was a reduction in ZOI against ceftriaxone, ampicillin/sulbactam, and ciprofloxacin in the presene of PAN in 70.83%, 87.5%, and 
12.5% of the isolates, respectively. The exhibition of a high degree of MDR phenotype and presence of active efflux pumps in environmental ESBL-
producing E. coli isolates is a matter of serious concern from public health point of view.
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MATERIALS AND METHODS

Determination of efflux pump activity by Ethidium-
Bromide (Et-Br) Agar Cartwheel Test (EBACT)

 A total of  24 previously characterized ESBL-producing 
E. coli isolates recovered from various environmental 
sources in and around Mirzapur, Uttar Pradesh (data not 
shown) were included in this study. The efflux pump 
activity of the ESBL-producing E. coli isolates was 
determined by the ethidium-bromide (Et-Br) agar 
cartwheel test (EBACT) as described previously (Martins 
et al., 2011). In brief, sterile Mueller Hinton Agar (MHA) 
plates with varying concentration (i.e., 0, 0.5, 1, 1.5 and 2 
µg/mL) of Et-Br were prepared. The plates were divided 
into six sections forming a cartwheel pattern. The 
overnight-grown culture of ESBL-producing E. coli 
isolates (inoculum adjusted to 0.5 McFarland standard) 
were streaked on those plates starting from the centre to the 
periphery of the plate. The plates were wrapped in 
aluminium foil and incubated overnight at 37º C and then 
observed under UV light in a gel documentation system 
(Biorad, USA). The minimum concentration of Et-Br that 
exhibited fluorescence in the streaking line (bacterial 
mass) was recorded. The E. coli ATCC 25922 was used as a 
control strain.

Antibiotic sensitivity test

 The antibiotic sensitivity test of the isolates against 7 
antibiotics (Himedia, India) representing different classes 
namely, ampicillin (penicillin), kanamycin (aminoglycoside), 
azithromycin (macrolide), ciprofloxacin (fluoroquinolone), 
ceftriaxone (cephalosporins), ampicillin/sulbactam 

(penicillin with a -lactamase inhibitor) and doxycycline 
(tetracycline) was performed as per the Kirby-Bauer disc 
diffusion method in sterile MHA plates. In brief, the plates 
were swabbed with the standard inoculum (adjusted to 0.5 
McFarland standard) of the test isolates. The above-
mentioned antibiotic discs were placed at a distance of 30 
mm centre-to-centre and the plates were incubated 
overnight at 37º C. The zone of inhibition (ZOI) around the 
discs were measured with a ruler against a bright background 
and the results were interpreted according to the CLSI 
guidelines (CLSI, 2018).

Efflux pump inhibition assay against different antibiotics

 The efflux pump inhibition assay was performed in 
the presence and absence of a broad-spectrum efflux pump 

inhibitor i.e., phenylalanine-arginine -naphthylamide 

(PAN) (Sigma Aldrich, USA). In brief, the sterile MHA 

plates supplemented with PAN (at a concentration of 25 

µg/mL) and that without PAN were prepared (Anbazhagan 
et al., 2019). The plates were swabbed with the standard 
inoculum (adjusted to 0.5 McFarland standard) of the test 
isolates. The antibiotic discs mentioned earlier were 

placed at a distance of 30 mm centre-to-centre and the 
plates were incubated overnight at 370C. A difference in 

the ZOI of 5 mm in the presence (P) and absence (A) of 

PAN around the antibiotic discs was considered significant 
for efflux pump inhibition against that antibiotic.

RESULTS AND DISCUSSION

 Determination of Efflux pump activity in the ESBL-
producing E. coli isolates by Et-Br agar cartwheel test 
(EBACT).

 In this study, all the ESBL-producing E. coli isolates 
(100%) exhibited an efflux activity (absence of fluorescence) 
at an Et-Br concentration of 1.5 µg/mL indicating the 
presence and expression of active efflux pumps in those 
isolates. Fluorescence was exhibited by the isolates at an 

Et-Br concentration  2 µg/mL (Fig. 1). Ethidium bromide 
is considered as a common substrate of efflux pump in 
Enterobacteriaceae (Schumacher et al., 2007) and has 
been used to assess the intrinsic efflux activity in E. coli 
(Amaral et al., 2014). The efflux pumps are generally 
involved in the extrusion of harmful chemicals (like Et-Br) 
and toxic metabolites from the bacterial cells (Anbazhagan 
et al., 2019).

Antibiogram of the isolates

 A total of 19 (79.16%) isolates revealed a multi-drug 
resistant (MDR) phenotype, i.e., these were resistant to 
three or more than three classes of antibiotics used in the 
study. An absolute resistance (100%) towards ampicillin 
and ceftriaxone was exhibited by all the isolates. This was 
in concordance to the study of Yadav et al. (2021) in which 
78 % of the ESBL E. coli and Klebsiella isolates recovered 
from milk and faecal samples of buffaloes collected in 
Ayodhya and Sultanpur district of Uttar Pradesh were 
observed to be MDR. Resistance towards azithromycin 
was observed in 54.16% of isolates followed by ciprofloxacin 
(33.33%), kanamycin (25%) and doxycycline (16.66%). 
All the non-MDR isolates (n=5) were sensitive to 
azithromycin and doxycycline (Fig. 2). The presence of 
functional efflux pumps as observed in EBACT may be 
involved in the emergence of MDR traits in these isolates. 
It has been reported that, the emergence of MDR 
phenotypes is linked to the overexpression of efflux pumps 
(Huang et al., 2022). The efflux of different antibiotics was 

evaluated in the presence and absence of PAN, a broad-
spectrum EPI.

Efflux pump inhibition assay (EPIA)

 In the presence of PAN, the difference in the ZOI of 

5 mm against azithromycin was evident in all the isolates 
(100%), whereas, that against doxycylcine was observed 
in 19 (76.19%) isolates (Table 1). This suggests an over 
expression of efflux pumps in acquisition of resistance 
towards these antibiotics. It also indicates that azithromycin 
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and doxycycline are the substrates for the efflux pumps 
present in these isolates. Also, it was well documented that, 

PAN reverts the bacterial resistance towards tetracyclines 
(e.g., doxycycline) and macrolides (e.g. azithromycin) in 
comparison to other EPIs (Kern et al., 2006). Moreover, in 
all the azithromycin and doxycycline-resistant isolates 
under this study, the resistant status changed from resistant 

to sensitive in the presence of PAN against these two 
antibiotics.

 The contribution of PAN-inhibited efflux pumps 

towards ciprofloxacin (a quinolone) resistance was observed 
in 16 isolates in our study (Table 1). This was in agreement 
with a study in which, a 4-32-fold decrease in the MIC of 

nalidixic acid (a quinolone) in the presence of PAN among 

ESBL-producing E. coli isolates recovered from rivers and 
lakes in Switzerland was observed (Zurfluh et al., 2014). In 

another study, a 4-fold decrease in the MIC of ciprofloxacin 

in 7 of the 17 K. pneumoniae isolates were documented 
(Vera-Leiva et al., 2018). Additional mechanisms like 
mutation in DNA gyrase, plasmid-mediated quinolone 

resistance or decreased uptake of quinolones due to loss of 
membrane bound porins may contribute towards 
ciprofloxacin resistance (Bush et al., 2020).

 However, there was a reduction in ZOI against 
ceftriaxone, ampicillin/sulbactam and ciprofloxacin in 
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Fig. 2. Antibiogram of ESBL-producing E. coli isolates recovered 
from environmental sources of Mirzapur, Uttar Pradesh 
(Abbreviations: AZM: Azithromycin, CTR: Ceftriaxone, DO: 
Doxycycline, AMP: Ampicillin, CIP: Ciprofloxacin, K: Kanamycin, 
A/S: Ampicillin/Sulbactam)
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Fig. 1. Determination of efflux pump activity in ESBL-producing E. coli isolates at various concentrations of Et-Br by the ethidium-bromide (Et-Br) 
agar cartwheel method

104

presene of PAN in 17 (70.83%), 21 (87.5%) and 3 (12.5%) 

isolates, respectively (Table 1). It can be assumed that, 
along with the production of ESBLs by these isolates, an 

increased efflux of ceftriaxone in presence PAN might 

have resulted in the decrease of ZOI against that antibiotic. 
This is in agreement with a study where, a higher efflux 

activity of cephalosporins in the presence of PAN in E. 

coli was reported which might be attributed to different 
binding sites of cephalosporins in the large binding pocket 
of the RND efflux pump (Kinana et al., 2013). In a study, 

the -lactamase inhibitors like clavulanate and sulbactam 

were found to be the substrates for the MexAB-OprM 
multi-drug efflux system in Pseudomonas aeruginosa (Li 
et al., 1998; Nakae et al., 2000). In another study, it was 

observed that, the PAN treatment reduced the intracellular 

level of AmpC -lactamase in P. aeruginosa. Even at a 

sublethal concentration, PAN increased the permeabilization 

of outer cell membrane, thereby decreasing the intracellular 

accumulation of AmpC -lactamases (Lamers et al., 2013). 

Further, PAN is also considered as a competitive inhibitor 

of RND efflux pumps (Viveiros et al., 2008) and in low 
concentration, it inhibits AcrAB and AcrEF efflux system 

(Misra et al., 2015). All these factors may explain why 
there was a reduction in the ZOI of ampicillin/sulbactam in 

presence of PAN in these ESBL-producing E. coli isolates.

 In this study, no contribution of PAN-inhibited 

efflux pump activity towards ampicillin resistance was 
observed, as there was no change in the ZOI in the presence 

of PAN in any of the studied isolates. Although, efflux 

activity by EBACT is complimentary to the EPIA, it may 
not be true that same efflux activity will be expected for Et-
Br and other antibiotics (Anbazhagan et al., 2019). It has 

been reported that, PAN doesn’t affect the efflux of all 

antibiotics, suggesting a different binding site of antibiotics 
to the efflux pumps (Schneiders et al., 2003) or a different 
mechanism of resistance towards that antibiotic.

 The efflux pumps are one of the mechanisms, but not 
always the only mechanism of antimicrobial resistance in 
bacteria. The EPIs usually show promising results against 
the efflux pumps when used alongside an antibiotic. Also, 
it requires a higher concentration of EPI for the competitive 
inhibition of substrate binding site with that of the antibiotics. 
Some antibiotics may have a different substrate binding 
site other than that of EPIs in the efflux pump. All these 

Table 1. Evaluation of efflux pump inhibition assay in the ESBL-producing E. coli isolates in the presence (P) and absence 
(A) of PAN against different antibiotics

Isolate id Differences (P-A) in ZOI (in mm) in the presence (P) and absence (A) of PAN

 AZM CTR DO AMP CIP K A/S

MH1a 6 -4 5 0 9 0 -1
MH3b 8 0 7 0 1 2 -7
MH4a 8 -1 3 0 0 0 -3
MH4b 8 0 4 0 1 2 1
MH4c 7 -3 2 0 2 0 -4
MH5a 6 -2 5 0 3 0 -12
MH5b 7 -4 1 0 2 0 -4
MH5c 7 -3 3 0 1 2 -6
MH6a 9 0 5 0 -8 3 -7
MH6b 7 0 6 0 0 1 0
MH6c 8 -2 5 0 1 1 -3
MH7a 9 -2 5 0 3 2 -5
MH7b 5 0 6 0 2 0 0
MH7c 7 -2 5 0 2 1 -4
MW2c 7 -3 5 0 0 2 -8
MW3b 7 -4 5 0 0 1 -8
MW4a 5 -1 4 0 2 0 -5
MC1b 8 -3 7 0 4 2 -6
MC2c 9 -3 5 0 2 1 -6
MC3b 6 0 5 0 0 0 -6
MC4a 5 -2 5 0 -11 1 -8
MC4b 8 -1 5 0 3 1 -7
MC5c 8 0 5 0 -7 1 -5
MC6a 6 -2 5 0 4 3 -5
E. coli ATCC 25922 8 -1 5 0 1 1 0

Abbreviations: AZM: Azithromycin, CTR: Ceftriaxone, DO: Doxycycline, AMP: Ampicillin, CIP: Ciprofloxacin, K: Kanamycin, 
A/S: Ampicillin/Sulbactam
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factors greatly narrow the spectrum of an EPI, thereby 
making it specific for particular substrates. However, it is 
extremely difficult to find an EPI that inhibits multiple 
antibiotics at different binding sites of an efflux pump 
(Misra et al., 2015).

CONCLUSION

 The current study demonstrates a simple and effective 
way for detecting efflux pump activity in ESBL-producing 
E. coli isolates by the EBACM which revealed the 
presence of active efflux pumps in all the isolates. The 
EPIA revealed a significant efflux activity by the isolates 
for azithromycin and doxycycline compared to other 
classes of antibiotics. However, the efflux activity for 

different antibiotics varied in the presence of PAN, which 

suggests the presence of other potential resistance 
mechanisms or different binding sites of the antibiotics and 

PAN in the efflux pumps for these isolates. Nevertheless, 

the presence of active efflux pumps and exhibition of a 
high degree of MDR phenotype along with the ESBL 
production among these environmental isolates is a matter 
of concern from public health point of view. It can be 
concluded that, the overexpression of efflux pumps has a 
significant role in the emergence of MDR ESBL-
producing E. coli in the environmental milieu.
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 Babesiosis is a tick-borne disease in dogs caused by 
haemoprotozoan parasite (Yadav et al., 2021; Sangeetha et 
al., 2022; Gowtham et al., 2022). Babesia canis vogeli 
(large form) and Babesia gibsoni (small form) babesia are 
the most commonly reported species in dogs from India 
(Reddy et al., 2022). During the course of the disease, 
anaemia produces hypoxia and the resulting myocarditis 
can induce arrhythmias  and abnormal i t ies  in 
electrocardiography (Reddy et al., 2022). Hence in the 
present case a thorough investigation was aimed at 
observing various clinico-haemato-biochemical and ECG 
alterations of Babesia infection in canines.

 A Dachshund female (Fig. 2) of 9 years of age was 
presented to VCC, Navania, Udaipur for treatment. Both 
peripheral blood and whole blood were drawn for blood 
smear examinations and different blood parameters 
respectively. Blood samples were taken using EDTA vials 
so that plasma could be extracted for biochemical analysis. 
Plasma concentrations of aspartate amino transferase 
(AST), alanine aminotransferase (ALT), blood urea 
nitrogen (BUN) and glucose were determined by bio-
chemistry auto-analyzers (BIO-CHEMISTRY AUTO 
ANALYZER CAT No. BGS-246). ECG was recorded with 
a paper speed of 50 mm/sec. Tilley's (1992) guidelines 
were followed for the interpretation of electrocardiograms. 
The bitch was already dewormed.

 On clinical examination, congested mucous 
membrane with elevated temperature (105 ºF), pulse rate 
(108 bpm) and respiration rate (27 breaths/min). Pupillary 
light reflex and menace reflex were sluggish. Babesiosis 
was confirmed as a diagnosis by showing the parasites 

within the infected erythrocytes in thin blood smears 
stained with Giemsa. Their morphology is pyriform. The 
serum haematological parameters showed neutrophilia 

3(91%), leukocytosis (39.7×10 /µL) and lymphocytopenia 
(7%). The haematological findings were in accordance 
with Bilwal et al., 2017. Serum biochemistry revealed 
elevations in the levels of ALT (291.7 IU/L), AST (249.2 
IU/L), BUN (76.6 mg/dL) and glucose (389.57). These 
findings were similar to the previous finding of study by 
Mittal et al. (2019) and Sahu et al. (2020) found that the 
affected dogs had increases in ALT, AST and BUN. On 
faecal examination no parasitic ova were seen.

  Electrocardiographic studies revealed (Fig. 3) 
prolonged P wave duration (P mitrale or 0.06 sec) which 
was in contrast to normal P wave duration which is 0.04 
sec, T wave amplitude was greater than 25% of R wave 
amplitude (0.45 mV), absence of Q wave and ST coving 
(Sahoo et al., 2022).

 Bitch was treated with Inj. Diminazene aceturate @ 
5mg/kg b.wt. deep intramuscularly along with Tablet 
furosemide+spironolactone, Tablet Lisybin (S-adenosyl 
methionine and Silybin A+ B), Tablet Nefrotec + Pow. 
Nefrotec and losartas, at 25 mg. Cardiac dysfunction in 
canine babesiosis is considered a rare complication 
(Gowtham et al., 2022). Prolong P wave (P-mitrale) was 
seen due to following of haemodynamic disturbances to 
the left atrium that damaged the cells (Shahoo et al., 2021; 
Reddy et al., 2022). After the formation of the P wave a flat 
base line indicated the absence of the Q wave on ECG 
graph. The tall T wave was recognized by amplitude of T 
wave more than R/4 amplitude and it was associated with 
hyperkalemia (more than 5.5 mEq/L) (Chaudhuri et al., 

SUMMARY

 A 9 year old female Dachshund was presented with a complaint of fever, vomiting and a distended abdomen. Microscopic examination 
revealed presence of large form of Babesia spp. The haematological examination revealed anemia, thrombocytopenia and increase in number of 
circulating reticulocytes-biochemical examination revealed elevations in the levels of ALT (291.7 IU/L), AST (249.2 IU/L), BUN (76.6 mg/dL) and 
glucose (389.57). The study was also conducted to observe ECG changes associated with Canine babesiosis due to cardiac, hepatic and renal 
dysfunctions. The bitch was treated with diminazene aceturate but the patient showed no signs of recovery and passed on the following day.
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2017). ST coving was diagnosed as a delayed return to 
baseline in the ST segment or curved terminal upstroke of 
S wave or displacement of the ST segment in the opposite 
direction of QRS deflection, ST coving associated with 
endocardial ischaemic changes (Sahoo et al., 2021; 
Gowtham et al., 2022). The present data of the study 
indicates that canine babesiosis can affect the cardiac 
tissues resulting in ECG changes.

 Canine babesiosis infection which is commonly 
observed in dogs may affect vital organs including heart 
and the early diagnosis will be helpful to prevent multi 
organ failure due to this infection. The cardiac dysfunction 
due to canine babesiosis is considered as a rare 
complication, but it was visible in this case. In current 
investigation we could not save the life of animal as there 
was a delay in the treatment of disease and the case was not 
timely reported by the owner. This paper will be useful for 
early diagnosis of cardiac dysfunction associated with 
canine babesiosis infection and this will help in saving the 
lives of dogs.
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 The term “canine transmissible sarcoma” refers to 
another term for the naturally occurring contagious tumour 
in dogs, which is commonly identified as a cauliflower-
like, pedunculated, nodular, papillary growth that is most 
commonly found in the vestibule (95.6% of cases) and less 
frequently in the vagina (44.5%) or, in females, invading 
the vulvar lips (18.6%) (Ayala et al., 2017). Chemotherapy 
is the most popular and successful treatment for CTVT and 
intravenous (IV) vincristine given once weekly for about 
three weeks at a dose of 0.025 mg/kg has shown promising 
results (Amber et al., 1990). Pregnancy-related adverse 
effects of chemotherapy are linked to a higher incidence of 
teratogenesis and abortions (Ayala et al., 2017). 
Nonetheless, many of human case reports have 
demonstrated the comparatively safe application of these 
agents during advanced gestation (Wiebe et al., 1994).

 A two years old female Pomeranian dog weighing 
10.6 kg was brought to department of Veterinary 
Gynaecology and Obstetrics, Veterinary College, Hebbal, 
Bengaluru for pregnancy diagnosis with the history of 
mating two month back and with complaint of growth 
around vulvar lips since 5 days. On clinical examination, 
animal was active, all physiological parameters were 
within normal range. The abdomen was found to be 
distended and on abdominal palpation fetal structures were 
palpable. On per vaginal examination cauliflower-like 
growth was palpable around clitoris and vulvar lips (Fig. 
1). Impression smear of nodular growthwastaken and 

subjected for cytology. Giemsa's stain revealed multiple 
cytoplasmic vacuolated cells which confirm the presence 
of CTVT (Fig. 2). Multiple viable fetuses with mean head 
diameter 54±2 days and fetal heart rate 240±2 beats per 
minute were detected by transabdominal ultrasonography 
(Fig. 3). First dose of vincristine @ 0.025 mg/kg body 
weight intravenously was administered and followed by 
two more doses at weekly interval alongwith supportive 
treatment (Singh et al., 2019). Mother delivered live and 
healthy puppies after initial treatment of vincristine and 
animal recovered completely with no palpable growth 
after three doses (Fig. 4).

 CTVT is a commonly occurring neoplasm in dogs 
living in tropical and subtropical areas, affecting mostly 
breeding-age dogs (Ortega et al., 2003) and shows a good 
response to vincristine based chemotherapeutic treatment 
(Ozalp et al., 2012). Vinca alkaloids have very poor 
penetration through the blood-brain barrier and may not be 
able to cross some barriers, such as the blood-placental 
barrier, due to their high protein binding (>99%) and even 
at non-cytotoxic concentrations, the foetus can only be 
barely impacted by the alkaloids (Dc, 1989). If the 
condition of TVT is very severe during any stage of 
pregnancy, chemotherapy should becomethe first choice 
of treatment. Effect of vincristine sulphate on developing 
fetus in canines may not cause any detrimental effect 
because duration of pregnancy in dogs is two months. 
Chemotherapy with cytotoxic anticancer medications 
during the first trimester might result in congenital 

SUMMARY

 A female Pomeranian dog aged 2 years presented to department of Veterinary Gynaecology and Obstetrics, Veterinary College, Hebbal, 
Bengaluru for pregnancy diagnosis with history of crossed two months back and with growth around vulvar lips since 5 days. On clinical 
examination, all physiological parameters were within normal range, abdomen was distended and cauliflower-like growthwas noticed around vulvar 
lips. Cytology confirmed the presence of transmissible venereal tumor (TVT). Transabdominal ultrasonography revealed presence of multiple viable 
intrauterine fetuses. Animal had given first dose of vincristine @ 0.025 mg/kg body weight total dose. After a week pet was presented for followup 
with history of delivered five live healthy puppies normally and there was considerable reduction in the size of cauliflower-like growth. 
Subsequently, two doses of vincristine were given and animal was completely recovered. This case report gives the successful management of TVT 
using vincristine in advanced gestation.

Keywords: Advanced gestation, Female dog, TVT, Vincristine sulphate
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Fig. 1. Before treatment

Before treatmentBefore treatmentBefore treatment

Fig. 3. Ultrasonographic picture reveals presence of live fetus

Fig. 2. Impression smear of vulvar lips showing presence multiple 
cytoplasmic vacuolated cells indicative of TVT

Fig. 4. After Treatment

abnormalities in about 20% of instances; therefore, it 
should be avoided (Azim et al., 2010). However, 
Miyamoto et al. (2016) has reported that if the mother and 
foetalsafety and long-term effects are sufficiently taken 
into account and if chemotherapy is found to be necessary, 
chemotherapy can be given from second trimester 
onwards.

 It is important to note that there is limited 
information about the unusual combination of advanced 
pregnancy and transmissible venereal tumor in female 
dogs and can be managed by using vincristine sulphate. 
However, further studies required to record the effect of 

vincristine during different stages of pregnancy in canines. 
Since there was severe bleeding from the TVT lesions and 
chances of attraction of flies which further led to formation 
of maggot wound and hence treatment was initiated 
immediately with vincristine sulphate by following all 
possible precautions.
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 Gaddi goats are a dual-purpose breed that are native 
to the Himalayan region and have breed characters suitable 
for challenging alpine terrain. The breed assists rural 
economy by providing high-quality animal protein, milk, 
and fiber (Archana et al., 2009). Gaddi goats are typically 
raised semi-intensively or as migratory animals, sharing 
pastures with other ruminants. These rearing practices put 
the animal at a high risk for endo-parasitic illness, due to 
larvae pick-up from contaminated pastures (Mandal and 
Sharma, 2008). Among this, gastrointestinal parasitism 
(GIP) is the most common and predominant, caused by 
different helminths. Mostly encountered GI parasites 
belong to Family Trichostrongylidae, comprising of 
Hemonchus contortus at top, followed by other stronglyes 
in association with Strongyloides, Moniezia, Fasciola, 
amphistomes and coccidia. Concurrent infections with one 
or more parasites have been reported (Parmar et al., 2020). 
The current case puts forth a classical report on co-species 
infection with GI parasites in Gaddi goat along with 
complete coprological and hemato-biochemical analysis.

 In the month of July, 2023 (the monsoon), a female 
Gaddi goat aged one year having body weight 14 kg was 
brought to the Advanced Multispecialty Veterinary Clinics 
of DGCN COVAS Palampur, Himachal Pradesh, with an 
usual history of inappatence for the preceding 3 days. The 
animal’s physical appearance was dull and emaciated, with 
a body condition score of 1 (extremely thin) (Ockert, 
2015). During the clinical examination, animal had an 
elevated heart rate (92 bpm), shallow breathing, and a 
rectal temperature of 101.9º F with white conjunctiva 
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having a FAMACHA score of 5. The inter-mandibular 
region was enlarged with development of bottle jaw. Blood 
from jugular venipuncture and fecal samples per-rectally 
were collected and examined as a part of investigation. The 
results of a hemato-biochemical analysis showed very low 
range for hemoglobin (2.1 g/dl), PCV (7.2%), TEC (4.41 
106/µl), RBC (4.41 millions/µl), and protein (3.73 g/dl) as 
well as elevated ALT (28.11 U/L), AST (94.38 U/L) and 
glucose (222.49 mg/dl) levels (Table 1). Fecal sample was 
subjected to standard flotation technique using sheather 
sugar solution, to determine the type of egg (Soulsby, 
1982). According to the size and shape, different eggs 
identified were of Strongyles, Strongyloides, Moniezia 
spp. and coccidian oocysts (Fig.1).

 Egg counting using the modified McMaster 
technique was done at day 0 (pre treatment), 10 and 21 
days (post treatment) to determine the infection gravity. 
The illness severity was suggested by abnormally high 
FEC of 72,000; acute instances of Hemonchus have been 
reported with high FECs up to 1,00,000 . Female H. 
contortus is prolific breeder with magnificent daily egg 
production up to 15,000 (Emery et al., 2016). Fentas Plus 
(fenbendazole and praziquantel) tablet was given to the 
animal as part of a treatment plan that also included other 
supportive therapies. As per Rinaldi et al. (2014), the 
effectiveness of the anthelmintic treatment was assessed at 
days 10 and 21 after treatment. Meanwhile, coproculture 
was carried out under humid conditions at 27º C for 7 days 
to know the generic composition of different species of 
larvae. The larvae were harvested and identified using 
standardized keys (VanWyk and Mayhew, 2013). As 
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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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ABSTRACT

 The present study was conducted on the middle ear ossicles of six adult Beetal goats (Capra hircus). The goat heads were collected from a 
municipal slaughterhouse in Ludhiana. Access to the ossicular assembly was made from the base of the tympanic bulla by cutting the occipital bone 
with a bone saw blade at the level of condyles and para mastoid processes at an angle parallel to the ventral surface of the tympanic bulla without 
damaging the bony part of the middle ear canal. It was observed that the ossicular assembly of Beetal goats was formed by three ear ossicles named 
malleus (hammer), incus (anvil), and stapes (stirrup). The malleuswas the most peripheral and was composed of a head, neck, and manubrium. The 
head of the malleus possessed an oval articular facet on its medial surface. The neck of the malleus was comprised of three processes viz., lateral, 
rostral, and muscular. The manubrium of the malleus was the longest, with a length of 0.46 cm±0.009, and appeared slightly curved. The shape of the 
incus was like a biradicular molar and it presented a body and two processes, the short and long crura, of which the lenticular process was present only 
on the long crus. The stapes was the smallest and consisted of a head, an anterior, a posterior arm, and a footplate.

Keywords: Middle ear, Goat, Gross anatomy, Ossicles
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 In ways that humans cannot, animal models of 
middle ear surgery enable us to investigate disease 
mechanisms. According to the authors, the ear underwent a 
protracted evolutionary process lasting more than 300 
million years. Mammals have been known to have three 
ossicle assemblies (Amin and Tucker, 2006); Takechi and 
Kuratani, (2010), while birds have a unique circumstance 
where just one ossicle-the Columella auris-is known to 
exist (Anthwal et al., 2013; Besoluk et al., 2019; Claes et 
al., 2016; Mills, 1994; Takechi and Kuratani, 2010). It has 
been claimed that stapes is the name given to the same 
bony structure in reptiles and proposed that the articular 
and quadrate bone in non-mammals serve as analogues of 
the malleus and incus described in mammals (Anthwal et 
al., 2012). Goats are known as excellent models for 
experimental scientific studies, reconstructive surgical 
procedures of the ossicular chain, and training in human 
ear surgery due to the size of the middle ear and anatomical 
similarities with human ossicles.

 The Malleus, Incus, and Stapes have all evolved 
from the jawbones of mammals and the Columella auris of 
reptiles, respectively. These three tiny bones are irregularly 
shaped and laterally located in the tympanic cavity. This 
articulated chain of ossicles connects the tympanic 
membrane and medial wall of the tympanic cavity which 
transfers sound from the tympanic membrane to the 
cochlea through an oval window (Ludman and Wright, 
2006); Strandring (2008). As a transformer of air acoustic 
energy’s impedance towards the fluids of the inner ear, this 

ossicular assembly’s primary job was to mediate the 
transmission of vibrations from the tympanic membrane 
through the handle of the malleus (Manubrium mallei) and 
send them over toward the components of the internal ear 
(Wilson, 1987; Keefe, 2015).

 In middle ear surgical research, rats and mice are the 

most frequently utilized small vertebrate animals. However, 

other small vertebrate animals are being used, including 

rodents (such as gerbils, chinchillas, and guinea pigs), 

rabbits, and cats. The findings can vary greatly since small 

animals are morphologically and physiologically different 

from humans and show differing middle ear shapes and 

sizes (Hemilä et al., 1995). Large animal models have also 

been examined to better represent the human ear’s 

anatomy. For instance, the pig has been considered a 

potential animal model; however, experimental methods 

are challenging because of the soft and fatty tissues 

covering the mastoid process (Schnabl et al., 2012). In the 

present day, due to the widespread trans-canal endoscopic 

surgery in humans, especially in the middle ear, goats can 

be used as an animal model for studying the middle ear 

ossicles due to its advantageous size. The anatomical features 

and parameters of the middle ear are frequently utilized to 

predict the species’ hearing sensitivity (Hadžiomeroviae et 

al., 2023). Therefore, the current study was planned to 

record various anatomical and morphometrical data 

regarding the middle ear ossicles in native Beetal goats 

which may help researchers and clinicians in various 

interventions.
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MATERIALS AND METHODS

 Six freshly slaughtered adult goat heads were 
collected from a muncipals laughter house in Ludhiana, 
India. The tissues surrounding the tympanic bulla were 
removed and the ventral surface of the bulla was cut open. 
Access to the ossicular assembly was made from the base/ 
ventral surface of the tympanic bulla by cutting through the 
occipital bone with a bone saw blade at the level of 
occipital condyles, and para mastoid processes at an angle 
parallel to the ventral surface of the tympanic bulla without 
damaging the bony part of the middle ear canal (Fig. 1). 
Examination of middle ear structures was done by using a 
magnifying lens and stereo zoom microscope. The images 
of ear ossicles were captured using an iPhone camera in 
macro mode, 12 megapixels. The terminology of all the 
anatomical structures was adopted in accordance to 
Nomina Anatomica Veterinaria (2017).

Morphometrical data recording

 Measurements were recorded by using vernier 
calipers (Fig. 2). The parameters for the measurements 
were the length and width of ear ossicles, the width of the 
malleus at the broadest point, vertical diameter, the 
thickness of the malleus’ narrow, concave neck, length of 
malleus’ manubrium, length of long crus and short crus of 
the incus, and length of rostral and caudal crus of Stapes 
(Fig. 3). The mean and standard errors of respective data 
were calculated using the MS Excel programme. The data 
for the length and width at the broadest point were 
analysed and presented as graphs with GraphPad Prism 
8.0.2. Normality tests were done on all three data sets and 
subjected to one-way analysis of variance (ANOVA) and 
Tukey’s multiple comparisons test to find statistical 
differences in the length and width of the three ear ossicles.

RESULTS AND DISCUSSION

 The assembly of the three ossicles was disclosed 
when the occipital condyles and para mastoid processes 
were removed properly. The lateral component was the 
malleus, followed by the connection with the incus, and the 
most medial one being the stapes. The finding of the 
presence of three ossicles’ assembly at the level of the 
tympanic cavity was in consonance with the findings in 
non-human primates (Borin et al., 2008), sheep (Simaei et 
al., 2017), wolves (Gürbüz et al., 2019) and rabbits (Guan 
et al., 2019). However, Nazih (2017) reported fourth ear 
ossicle in donkey.

 The malleus or drumstick bone consisted of the 
malleus head (Caput mallei), a slightly narrowed neck 
(Collum mallei) with three separate processes (lateral, 
rostral and muscular) (Processus lateralis, Processus 
rostralis and Processus muscularis), and a handle 
(Manubrium mallei) (Fig. 4A, B). When viewed from the 
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lateral side, the head of the malleus (Caput mallei) had an 
overall oval form with a dorso-caudal disposition. Its 
medial surface had an articular surface for the incus 
(Facies articularis). The neck was tuberous and nearly 
flattened near the head. As approached the handle, it was 
more cylindrical, and its diameter reduced significantly. 
Tensor tympanic muscle insertion was provided by the 
muscular process (P. muscularis) on the neck of malleus. 
The morphometrical data of Malleus has been presented in 
Table 1. The malleus, or drumstick bone, in goats was 
0.885±0.009 cm long. It was the longest ear ossicle. The 
average width of the malleus at the broadest point was 
0.24±0.002 cm. The oval-shaped malleus head had an 
average vertical diameter of 0.33±0.009 cm. The malleus’ 
narrow, concave neck was 0.21±0.005 cm in thickness. 
The malleus’ manubrium, or handle, was the longest part 
and measured 0.46±0.009 cm in length and had a concave 
rostral edge. It was firmly connected to the eardrum and 
dragged the center inwards to the tympanic cavity. The 
handle of the goat’s malleus bone accounted for roughly 
70% of the entire malleus length (Hadžiomeroviæ et al., 
2023). The same observations were reported in goats 
(Martonos et al., 2020). But contrast to this, neck of 
malleus with only 2 processes, the lateral and rostral, was 
reported in Capra aegagrushircus, a subspecies of goat 
domesticated from Southwest Asia and Eastern Europe 
(Tolba, 2016).

 The body of Incus (Corpus incudes) housed two 
processes: a short process and a lengthy process (Crus 
breve and Crus longum, respectively) (Figs. 5A, B). The 
incus was a biradicular molar in shape. The body of incus 
had an articular process for malleus on rostral extremity. 
Similar observations were reported in camel (Osman and 
Arnautovic, 1987) and rabbit (Arnautovic and Osman,1985). 
Contrarily, Martonos et al. (2020) reported that the short 
and long crurain Capra hircus were nearly of the same 
length, with the long crus projecting obliquely. In addition, 
the long root of the incus showed one tiny bone, known as 
the lenticular process in rabbits (Kurtul et al., 2003), which 
could not be seen in the Beetal goats. The morphometrical 
data of Incus has been presented in Table 2. It was a short, 
broad bone that was 0.29±0.002 cm long, and 0.35±0.006 
cm wide. The cuboidal body of incus was located in the 
tympanic cavity caudal to the malleus’ head. The long crus 
fall caudoventrally, to make an acute angle with the body, 
measuring 0.37±0.006 cm in length and possessed 
lenticular process. The short root, which was 0.23±0.005 
cm in length, directed rostro-dorsally, to articulate with the 
body of the stapes via its terminal facet to form the incudo-
stapedial joint.

 Stapes was the smallest of the three ear ossicles. 
Topographically, it was located in between the terminal 
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Fig. 1. Steps in reaching the middle ear to locate ear ossicles.
Fig. 2. (A) Ossicular chain visible inside the middle ear cavity showing 1.  Head of malleus 2. Chorda tympani nerve, 3. Long crus of incus; Arrow 

pointing to the malleoincudal joint. Yellow dotted area showing cut opened ventral surface of tympanic bulla; (B) Ear ossicles taken out of the 
middle ear, 1. Malleus, 2. Incus, and 3. Stapes; (C) method of taking morphometrical measurements by using verniercallipers.

Fig. 3. Drawing of ear ossicles showing the landmarks for morphometrical parameters of A) Malleus, B) Incus, and C) Stapes.
Fig. 4. Malleus of goat showing Malleus head showing the articular process (1), Rostral process (2), Tympanic membrane attached to manubrium of 

the malleus (3), Neck (4) and Manubrium/ handle of the malleus (5).
Fig. 5. Incus of goat showing long process of incus (1), body of incus (2), short process of incus (3), articular facet for stapes (4), and medial 

depression (5).
Fig. 6. Stapes of goat showing head (1), rostral crus (2), Obturator foramen (3), Footplate (4) and Caudal crus (5).
Fig. 7. Graphical representation of average length (A) and width at the broadest point (B) of three ear ossicles and their statistical analysis.
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facet on the short crus of the incus and the vestibular or 
oval window connecting the middle ear to the inner ear 
(Figs. 6A, B). It was deeply excavated and could be found 
below the chorda tympani nerve branch of the facial nerve. 
It was placed in dorso-medially oblique orientation. The 
shape of stapes was like a triangle with a head (Caput 
stapedis), a rostral arm (Crus rostralis), a caudal arm (Crus 

caudale) and a foot plate (Basis stapedis). The head of 
stapes contained an articular facet for incus. The caudal 
margin of the stapes showed a process for insertion of the 
stapedius muscle (Membrana stapedius). Between the two 
arms of stapes, it enclosed an oval space known as 
obturator/intercrural space. The base or footplate of the 
stapes was ellipsoid in shape, and its medial surface was 

Table 1. Morphometrical data on the malleus of beetal goat (in centimeters)

Parameter Total length Width at widest Vertical diameter Thickness (cm) Manubrium
 (cm) point (cm) (cm) of head of the neck length (cm)

Mean ± SE 0.885 ± 0.009 0.24 ± 0.002 0.33 ± 0.009 0.21 ± 0.005 0.46± 0.009

Table 2. Morphometrical data on incus of beetal goat (in centimeters)

Parameter length Width Length of long crus Length of short crus

Mean ± SE 0.29±0.002 0.35 ± 0.006 0.37± 0.006 0.23± 0.005

Table 3. Morphometrical data on stapes of beetal goat (in centimeters)

Parameter length Width Length of rostral crus Length of caudal crus

Mean ± SE 0.27 ± 0.004 0.2 ± 0.005 0.26 ± 0.008 0.2 ± 0.006
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attached to an oval or vestibular window by means of an 
annular ligament (Annularesta pedis). The Stapes in Beetal 
goats under present study had a similar shape to those in 
guinea pigs (Albuquerque et al., 2009), degu and paca, 
hamsters (Mohammadpour, 2010), Chinese bamboo rats 
(Pleštilová et al., 2016), and wolves (Gürbüz et al., 2019). 
The morphometrical data of Stapes has been presented in 
Table 3. It measured 0.27±0.004 cm in length and 0.2± 
0.005 cm in width. The rostral crus measured 0.26±0.008 cm 
in length and was concave, curved and longer than the caudal 
one. The caudal crus were convex and 0.2±0.006 cm in length.

 The data analysis of the length of the three ear 
ossicles (Fig. 7A) showed that Malleus was significantly 
longer than the other two ear ossicles (P<0.0001). No 
significant difference in the length of Incus and Stapes was 
observed. The Incus was the widest ear ossicle and Stapes 
was the narrowest of the three (Fig. 7B). Our results 
regarding the length of the rostral crus being larger than the 
caudal crus correlated with earlier findings in goats (Tolba, 
2016). On the contrary, the two roots were equal in length, 
according to (Osman & Arnautovic, 1987) in camel and 
donkey, in deer (Ragab and Osman,1987), and in pig (Gurr 
et al., 2010). An earlier study in goats (Martonos et al., 
2020) recorded the presence of a spicule on the caudal crus 
of stapes crossing onto the obturator/intercrural space, 
which was not found in our study.

CONCLUSION

 This study’s major goal was to present a detailed 
morphological description and some morphometrical 
information about the auditory ossicles in Beetal goats. 
Combining all the data in this way could be a great 
educational tool for studying the comparative morphology 
of the middle ear and suggest some fresh research areas.
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 The indiscriminate antimicrobial usage in clinical 

medicine and food animal production along with the 

presence of various environmental factors, host factors, 

and pathogens intrinsic or acquired characteristics act as 

drivers in the emergence and dissemination antimicrobial 

resistance (AMR) (Manoj et al., 2023). The efflux-pump 

mediated AMR is an intrinsic mechanism possessed by the 

bacteria to extrude metabolic waste, toxic substances and 

antimicrobial agents (Blanco et al., 2016). The AcrAB-

TolC is an important resistance nodulation division (RND) 

family efflux pump which plays a major role in expression 

of multi-drug resistant (MDR) phenotype in Escherichia 

coli because of their broad specificity (Weston et al., 

2018). A simple and cost-effective phenotypic method to 

demonstrate the efflux pump activity in bacteria is ethidium-

bromide (Et-Br) agar cartwheel method (EBACM). The 

absence of fluorescence under UV light by bacterial mass 

in the agar plates supplemented with Et-Br indicates an 

overexpression of efflux pumps (Martins et al., 2011).

 Certain molecules known as the efflux pump inhibitors 

(EPIs) can be used in combination with antibiotics (known 
as adjuvant therapy) to enhance their activity against the 
strains which overexpress efflux pumps (Sharma et al., 

2019). Among the EPIs, phenylalanyl-arginine--

naphthylamide (PAN), a peptidomimetic EPI was the first 

inhibitor of RND family efflux pumps, specifically the AcrB 
(Huang et al., 2022). In addition to its role as a potentiator 
of fluoroquinolones, macrolides and chloramphenicol, the 

phenylalanine-arginine -naphthylamide (PAN) itself 

acts as a substrate for RND efflux pumps as well, thereby 
competitively inhibiting the substrate binding and efflux 
(Viveiros et al., 2008). Although, the efflux pump 
inhibition assay (EPIA) in MDR Salmonella Typhimurium 
has been studied (Anbazhagan et al., 2019), the literatures 

are scarce with regard to the extended spectrum -

lactamase (ESBL)-producing E. coli. Therefore, the current 
study aims to detect the efflux pump activity in ESBL-
producing E. coli isolates recovered from environmental 
sources of Mirzapur district, Uttar Pradesh, India by 
EBACM as well as subjecting these isolates to EPIA using 

PAN against different antibiotics.

ABSTRACT

 The overexpression of efflux pumps is one of the mechanisms of acquisition of multidrug resistant (MDR) traits in bacteria. In the current 
study, a total of 24 extended spectrum -lactamase (ESBL)-producing Escherichia coli isolates recovered from various environmental sources of 
Mirzapur, Uttar Pradesh were evaluated for the presence of efflux pump activity by ethidium-bromide (Et-Br) agar cartwheel method (EBACM) 
followed by the efflux pump inhibition assay (EPIA) against different antibiotics in the presence and absence of phenylalanine-arginine -

naphthylamide (PAN), a broad-spectrum efflux pump inhibitor (EPI). The difference in the zone of inhibition (ZOI) of 5 mm around the antibiotic 

discs in the presence and absence of PAN was considered as a significant change. All the isolates exhibited an efflux activity up to an Et-Br 
concentration of 1.5µg/mL. A total of 19 (79.16%) isolates revealed an MDR phenotype. An absolute resistance (100%) towards ampicillin and 
ceftriaxone was exhibited by all the isolates, followed by azithromycin (54.16%), ciprofloxacin (33.33%), kanamycin (25%), and doxycycline 
(16.66%). In the presence of PAN, a significant increase in the ZOI against azithromycin (100%) and doxycycline (76.19%) was observed. 

However, there was a reduction in ZOI against ceftriaxone, ampicillin/sulbactam, and ciprofloxacin in the presene of PAN in 70.83%, 87.5%, and 
12.5% of the isolates, respectively. The exhibition of a high degree of MDR phenotype and presence of active efflux pumps in environmental ESBL-
producing E. coli isolates is a matter of serious concern from public health point of view.

Keywords: MDR, ESBL, E. coli, Efflux pump, Et-Br agar cartwheel method, PAN
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MATERIALS AND METHODS

Determination of efflux pump activity by Ethidium-
Bromide (Et-Br) Agar Cartwheel Test (EBACT)

 A total of  24 previously characterized ESBL-producing 
E. coli isolates recovered from various environmental 
sources in and around Mirzapur, Uttar Pradesh (data not 
shown) were included in this study. The efflux pump 
activity of the ESBL-producing E. coli isolates was 
determined by the ethidium-bromide (Et-Br) agar 
cartwheel test (EBACT) as described previously (Martins 
et al., 2011). In brief, sterile Mueller Hinton Agar (MHA) 
plates with varying concentration (i.e., 0, 0.5, 1, 1.5 and 2 
µg/mL) of Et-Br were prepared. The plates were divided 
into six sections forming a cartwheel pattern. The 
overnight-grown culture of ESBL-producing E. coli 
isolates (inoculum adjusted to 0.5 McFarland standard) 
were streaked on those plates starting from the centre to the 
periphery of the plate. The plates were wrapped in 
aluminium foil and incubated overnight at 37º C and then 
observed under UV light in a gel documentation system 
(Biorad, USA). The minimum concentration of Et-Br that 
exhibited fluorescence in the streaking line (bacterial 
mass) was recorded. The E. coli ATCC 25922 was used as a 
control strain.

Antibiotic sensitivity test

 The antibiotic sensitivity test of the isolates against 7 
antibiotics (Himedia, India) representing different classes 
namely, ampicillin (penicillin), kanamycin (aminoglycoside), 
azithromycin (macrolide), ciprofloxacin (fluoroquinolone), 
ceftriaxone (cephalosporins), ampicillin/sulbactam 

(penicillin with a -lactamase inhibitor) and doxycycline 
(tetracycline) was performed as per the Kirby-Bauer disc 
diffusion method in sterile MHA plates. In brief, the plates 
were swabbed with the standard inoculum (adjusted to 0.5 
McFarland standard) of the test isolates. The above-
mentioned antibiotic discs were placed at a distance of 30 
mm centre-to-centre and the plates were incubated 
overnight at 37º C. The zone of inhibition (ZOI) around the 
discs were measured with a ruler against a bright background 
and the results were interpreted according to the CLSI 
guidelines (CLSI, 2018).

Efflux pump inhibition assay against different antibiotics

 The efflux pump inhibition assay was performed in 
the presence and absence of a broad-spectrum efflux pump 

inhibitor i.e., phenylalanine-arginine -naphthylamide 

(PAN) (Sigma Aldrich, USA). In brief, the sterile MHA 

plates supplemented with PAN (at a concentration of 25 

µg/mL) and that without PAN were prepared (Anbazhagan 
et al., 2019). The plates were swabbed with the standard 
inoculum (adjusted to 0.5 McFarland standard) of the test 
isolates. The antibiotic discs mentioned earlier were 

placed at a distance of 30 mm centre-to-centre and the 
plates were incubated overnight at 370C. A difference in 

the ZOI of 5 mm in the presence (P) and absence (A) of 

PAN around the antibiotic discs was considered significant 
for efflux pump inhibition against that antibiotic.

RESULTS AND DISCUSSION

 Determination of Efflux pump activity in the ESBL-
producing E. coli isolates by Et-Br agar cartwheel test 
(EBACT).

 In this study, all the ESBL-producing E. coli isolates 
(100%) exhibited an efflux activity (absence of fluorescence) 
at an Et-Br concentration of 1.5 µg/mL indicating the 
presence and expression of active efflux pumps in those 
isolates. Fluorescence was exhibited by the isolates at an 

Et-Br concentration  2 µg/mL (Fig. 1). Ethidium bromide 
is considered as a common substrate of efflux pump in 
Enterobacteriaceae (Schumacher et al., 2007) and has 
been used to assess the intrinsic efflux activity in E. coli 
(Amaral et al., 2014). The efflux pumps are generally 
involved in the extrusion of harmful chemicals (like Et-Br) 
and toxic metabolites from the bacterial cells (Anbazhagan 
et al., 2019).

Antibiogram of the isolates

 A total of 19 (79.16%) isolates revealed a multi-drug 
resistant (MDR) phenotype, i.e., these were resistant to 
three or more than three classes of antibiotics used in the 
study. An absolute resistance (100%) towards ampicillin 
and ceftriaxone was exhibited by all the isolates. This was 
in concordance to the study of Yadav et al. (2021) in which 
78 % of the ESBL E. coli and Klebsiella isolates recovered 
from milk and faecal samples of buffaloes collected in 
Ayodhya and Sultanpur district of Uttar Pradesh were 
observed to be MDR. Resistance towards azithromycin 
was observed in 54.16% of isolates followed by ciprofloxacin 
(33.33%), kanamycin (25%) and doxycycline (16.66%). 
All the non-MDR isolates (n=5) were sensitive to 
azithromycin and doxycycline (Fig. 2). The presence of 
functional efflux pumps as observed in EBACT may be 
involved in the emergence of MDR traits in these isolates. 
It has been reported that, the emergence of MDR 
phenotypes is linked to the overexpression of efflux pumps 
(Huang et al., 2022). The efflux of different antibiotics was 

evaluated in the presence and absence of PAN, a broad-
spectrum EPI.

Efflux pump inhibition assay (EPIA)

 In the presence of PAN, the difference in the ZOI of 

5 mm against azithromycin was evident in all the isolates 
(100%), whereas, that against doxycylcine was observed 
in 19 (76.19%) isolates (Table 1). This suggests an over 
expression of efflux pumps in acquisition of resistance 
towards these antibiotics. It also indicates that azithromycin 
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and doxycycline are the substrates for the efflux pumps 
present in these isolates. Also, it was well documented that, 

PAN reverts the bacterial resistance towards tetracyclines 
(e.g., doxycycline) and macrolides (e.g. azithromycin) in 
comparison to other EPIs (Kern et al., 2006). Moreover, in 
all the azithromycin and doxycycline-resistant isolates 
under this study, the resistant status changed from resistant 

to sensitive in the presence of PAN against these two 
antibiotics.

 The contribution of PAN-inhibited efflux pumps 

towards ciprofloxacin (a quinolone) resistance was observed 
in 16 isolates in our study (Table 1). This was in agreement 
with a study in which, a 4-32-fold decrease in the MIC of 

nalidixic acid (a quinolone) in the presence of PAN among 

ESBL-producing E. coli isolates recovered from rivers and 
lakes in Switzerland was observed (Zurfluh et al., 2014). In 

another study, a 4-fold decrease in the MIC of ciprofloxacin 

in 7 of the 17 K. pneumoniae isolates were documented 
(Vera-Leiva et al., 2018). Additional mechanisms like 
mutation in DNA gyrase, plasmid-mediated quinolone 

resistance or decreased uptake of quinolones due to loss of 
membrane bound porins may contribute towards 
ciprofloxacin resistance (Bush et al., 2020).

 However, there was a reduction in ZOI against 
ceftriaxone, ampicillin/sulbactam and ciprofloxacin in 
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Fig. 2. Antibiogram of ESBL-producing E. coli isolates recovered 
from environmental sources of Mirzapur, Uttar Pradesh 
(Abbreviations: AZM: Azithromycin, CTR: Ceftriaxone, DO: 
Doxycycline, AMP: Ampicillin, CIP: Ciprofloxacin, K: Kanamycin, 
A/S: Ampicillin/Sulbactam)
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Fig. 1. Determination of efflux pump activity in ESBL-producing E. coli isolates at various concentrations of Et-Br by the ethidium-bromide (Et-Br) 
agar cartwheel method

104

presene of PAN in 17 (70.83%), 21 (87.5%) and 3 (12.5%) 

isolates, respectively (Table 1). It can be assumed that, 
along with the production of ESBLs by these isolates, an 

increased efflux of ceftriaxone in presence PAN might 

have resulted in the decrease of ZOI against that antibiotic. 
This is in agreement with a study where, a higher efflux 

activity of cephalosporins in the presence of PAN in E. 

coli was reported which might be attributed to different 
binding sites of cephalosporins in the large binding pocket 
of the RND efflux pump (Kinana et al., 2013). In a study, 

the -lactamase inhibitors like clavulanate and sulbactam 

were found to be the substrates for the MexAB-OprM 
multi-drug efflux system in Pseudomonas aeruginosa (Li 
et al., 1998; Nakae et al., 2000). In another study, it was 

observed that, the PAN treatment reduced the intracellular 

level of AmpC -lactamase in P. aeruginosa. Even at a 

sublethal concentration, PAN increased the permeabilization 

of outer cell membrane, thereby decreasing the intracellular 

accumulation of AmpC -lactamases (Lamers et al., 2013). 

Further, PAN is also considered as a competitive inhibitor 

of RND efflux pumps (Viveiros et al., 2008) and in low 
concentration, it inhibits AcrAB and AcrEF efflux system 

(Misra et al., 2015). All these factors may explain why 
there was a reduction in the ZOI of ampicillin/sulbactam in 

presence of PAN in these ESBL-producing E. coli isolates.

 In this study, no contribution of PAN-inhibited 

efflux pump activity towards ampicillin resistance was 
observed, as there was no change in the ZOI in the presence 

of PAN in any of the studied isolates. Although, efflux 

activity by EBACT is complimentary to the EPIA, it may 
not be true that same efflux activity will be expected for Et-
Br and other antibiotics (Anbazhagan et al., 2019). It has 

been reported that, PAN doesn’t affect the efflux of all 

antibiotics, suggesting a different binding site of antibiotics 
to the efflux pumps (Schneiders et al., 2003) or a different 
mechanism of resistance towards that antibiotic.

 The efflux pumps are one of the mechanisms, but not 
always the only mechanism of antimicrobial resistance in 
bacteria. The EPIs usually show promising results against 
the efflux pumps when used alongside an antibiotic. Also, 
it requires a higher concentration of EPI for the competitive 
inhibition of substrate binding site with that of the antibiotics. 
Some antibiotics may have a different substrate binding 
site other than that of EPIs in the efflux pump. All these 

Table 1. Evaluation of efflux pump inhibition assay in the ESBL-producing E. coli isolates in the presence (P) and absence 
(A) of PAN against different antibiotics

Isolate id Differences (P-A) in ZOI (in mm) in the presence (P) and absence (A) of PAN

 AZM CTR DO AMP CIP K A/S

MH1a 6 -4 5 0 9 0 -1
MH3b 8 0 7 0 1 2 -7
MH4a 8 -1 3 0 0 0 -3
MH4b 8 0 4 0 1 2 1
MH4c 7 -3 2 0 2 0 -4
MH5a 6 -2 5 0 3 0 -12
MH5b 7 -4 1 0 2 0 -4
MH5c 7 -3 3 0 1 2 -6
MH6a 9 0 5 0 -8 3 -7
MH6b 7 0 6 0 0 1 0
MH6c 8 -2 5 0 1 1 -3
MH7a 9 -2 5 0 3 2 -5
MH7b 5 0 6 0 2 0 0
MH7c 7 -2 5 0 2 1 -4
MW2c 7 -3 5 0 0 2 -8
MW3b 7 -4 5 0 0 1 -8
MW4a 5 -1 4 0 2 0 -5
MC1b 8 -3 7 0 4 2 -6
MC2c 9 -3 5 0 2 1 -6
MC3b 6 0 5 0 0 0 -6
MC4a 5 -2 5 0 -11 1 -8
MC4b 8 -1 5 0 3 1 -7
MC5c 8 0 5 0 -7 1 -5
MC6a 6 -2 5 0 4 3 -5
E. coli ATCC 25922 8 -1 5 0 1 1 0

Abbreviations: AZM: Azithromycin, CTR: Ceftriaxone, DO: Doxycycline, AMP: Ampicillin, CIP: Ciprofloxacin, K: Kanamycin, 
A/S: Ampicillin/Sulbactam
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factors greatly narrow the spectrum of an EPI, thereby 
making it specific for particular substrates. However, it is 
extremely difficult to find an EPI that inhibits multiple 
antibiotics at different binding sites of an efflux pump 
(Misra et al., 2015).

CONCLUSION

 The current study demonstrates a simple and effective 
way for detecting efflux pump activity in ESBL-producing 
E. coli isolates by the EBACM which revealed the 
presence of active efflux pumps in all the isolates. The 
EPIA revealed a significant efflux activity by the isolates 
for azithromycin and doxycycline compared to other 
classes of antibiotics. However, the efflux activity for 

different antibiotics varied in the presence of PAN, which 

suggests the presence of other potential resistance 
mechanisms or different binding sites of the antibiotics and 

PAN in the efflux pumps for these isolates. Nevertheless, 

the presence of active efflux pumps and exhibition of a 
high degree of MDR phenotype along with the ESBL 
production among these environmental isolates is a matter 
of concern from public health point of view. It can be 
concluded that, the overexpression of efflux pumps has a 
significant role in the emergence of MDR ESBL-
producing E. coli in the environmental milieu.
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 Babesiosis is a tick-borne disease in dogs caused by 
haemoprotozoan parasite (Yadav et al., 2021; Sangeetha et 
al., 2022; Gowtham et al., 2022). Babesia canis vogeli 
(large form) and Babesia gibsoni (small form) babesia are 
the most commonly reported species in dogs from India 
(Reddy et al., 2022). During the course of the disease, 
anaemia produces hypoxia and the resulting myocarditis 
can induce arrhythmias  and abnormal i t ies  in 
electrocardiography (Reddy et al., 2022). Hence in the 
present case a thorough investigation was aimed at 
observing various clinico-haemato-biochemical and ECG 
alterations of Babesia infection in canines.

 A Dachshund female (Fig. 2) of 9 years of age was 
presented to VCC, Navania, Udaipur for treatment. Both 
peripheral blood and whole blood were drawn for blood 
smear examinations and different blood parameters 
respectively. Blood samples were taken using EDTA vials 
so that plasma could be extracted for biochemical analysis. 
Plasma concentrations of aspartate amino transferase 
(AST), alanine aminotransferase (ALT), blood urea 
nitrogen (BUN) and glucose were determined by bio-
chemistry auto-analyzers (BIO-CHEMISTRY AUTO 
ANALYZER CAT No. BGS-246). ECG was recorded with 
a paper speed of 50 mm/sec. Tilley's (1992) guidelines 
were followed for the interpretation of electrocardiograms. 
The bitch was already dewormed.

 On clinical examination, congested mucous 
membrane with elevated temperature (105 ºF), pulse rate 
(108 bpm) and respiration rate (27 breaths/min). Pupillary 
light reflex and menace reflex were sluggish. Babesiosis 
was confirmed as a diagnosis by showing the parasites 

within the infected erythrocytes in thin blood smears 
stained with Giemsa. Their morphology is pyriform. The 
serum haematological parameters showed neutrophilia 

3(91%), leukocytosis (39.7×10 /µL) and lymphocytopenia 
(7%). The haematological findings were in accordance 
with Bilwal et al., 2017. Serum biochemistry revealed 
elevations in the levels of ALT (291.7 IU/L), AST (249.2 
IU/L), BUN (76.6 mg/dL) and glucose (389.57). These 
findings were similar to the previous finding of study by 
Mittal et al. (2019) and Sahu et al. (2020) found that the 
affected dogs had increases in ALT, AST and BUN. On 
faecal examination no parasitic ova were seen.

  Electrocardiographic studies revealed (Fig. 3) 
prolonged P wave duration (P mitrale or 0.06 sec) which 
was in contrast to normal P wave duration which is 0.04 
sec, T wave amplitude was greater than 25% of R wave 
amplitude (0.45 mV), absence of Q wave and ST coving 
(Sahoo et al., 2022).

 Bitch was treated with Inj. Diminazene aceturate @ 
5mg/kg b.wt. deep intramuscularly along with Tablet 
furosemide+spironolactone, Tablet Lisybin (S-adenosyl 
methionine and Silybin A+ B), Tablet Nefrotec + Pow. 
Nefrotec and losartas, at 25 mg. Cardiac dysfunction in 
canine babesiosis is considered a rare complication 
(Gowtham et al., 2022). Prolong P wave (P-mitrale) was 
seen due to following of haemodynamic disturbances to 
the left atrium that damaged the cells (Shahoo et al., 2021; 
Reddy et al., 2022). After the formation of the P wave a flat 
base line indicated the absence of the Q wave on ECG 
graph. The tall T wave was recognized by amplitude of T 
wave more than R/4 amplitude and it was associated with 
hyperkalemia (more than 5.5 mEq/L) (Chaudhuri et al., 

SUMMARY

 A 9 year old female Dachshund was presented with a complaint of fever, vomiting and a distended abdomen. Microscopic examination 
revealed presence of large form of Babesia spp. The haematological examination revealed anemia, thrombocytopenia and increase in number of 
circulating reticulocytes-biochemical examination revealed elevations in the levels of ALT (291.7 IU/L), AST (249.2 IU/L), BUN (76.6 mg/dL) and 
glucose (389.57). The study was also conducted to observe ECG changes associated with Canine babesiosis due to cardiac, hepatic and renal 
dysfunctions. The bitch was treated with diminazene aceturate but the patient showed no signs of recovery and passed on the following day.

Keywords: Blood protozoan parasite, ECG, Haemato-biochemical changes
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2017). ST coving was diagnosed as a delayed return to 
baseline in the ST segment or curved terminal upstroke of 
S wave or displacement of the ST segment in the opposite 
direction of QRS deflection, ST coving associated with 
endocardial ischaemic changes (Sahoo et al., 2021; 
Gowtham et al., 2022). The present data of the study 
indicates that canine babesiosis can affect the cardiac 
tissues resulting in ECG changes.

 Canine babesiosis infection which is commonly 
observed in dogs may affect vital organs including heart 
and the early diagnosis will be helpful to prevent multi 
organ failure due to this infection. The cardiac dysfunction 
due to canine babesiosis is considered as a rare 
complication, but it was visible in this case. In current 
investigation we could not save the life of animal as there 
was a delay in the treatment of disease and the case was not 
timely reported by the owner. This paper will be useful for 
early diagnosis of cardiac dysfunction associated with 
canine babesiosis infection and this will help in saving the 
lives of dogs.
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 The term “canine transmissible sarcoma” refers to 
another term for the naturally occurring contagious tumour 
in dogs, which is commonly identified as a cauliflower-
like, pedunculated, nodular, papillary growth that is most 
commonly found in the vestibule (95.6% of cases) and less 
frequently in the vagina (44.5%) or, in females, invading 
the vulvar lips (18.6%) (Ayala et al., 2017). Chemotherapy 
is the most popular and successful treatment for CTVT and 
intravenous (IV) vincristine given once weekly for about 
three weeks at a dose of 0.025 mg/kg has shown promising 
results (Amber et al., 1990). Pregnancy-related adverse 
effects of chemotherapy are linked to a higher incidence of 
teratogenesis and abortions (Ayala et al., 2017). 
Nonetheless, many of human case reports have 
demonstrated the comparatively safe application of these 
agents during advanced gestation (Wiebe et al., 1994).

 A two years old female Pomeranian dog weighing 
10.6 kg was brought to department of Veterinary 
Gynaecology and Obstetrics, Veterinary College, Hebbal, 
Bengaluru for pregnancy diagnosis with the history of 
mating two month back and with complaint of growth 
around vulvar lips since 5 days. On clinical examination, 
animal was active, all physiological parameters were 
within normal range. The abdomen was found to be 
distended and on abdominal palpation fetal structures were 
palpable. On per vaginal examination cauliflower-like 
growth was palpable around clitoris and vulvar lips (Fig. 
1). Impression smear of nodular growthwastaken and 

subjected for cytology. Giemsa's stain revealed multiple 
cytoplasmic vacuolated cells which confirm the presence 
of CTVT (Fig. 2). Multiple viable fetuses with mean head 
diameter 54±2 days and fetal heart rate 240±2 beats per 
minute were detected by transabdominal ultrasonography 
(Fig. 3). First dose of vincristine @ 0.025 mg/kg body 
weight intravenously was administered and followed by 
two more doses at weekly interval alongwith supportive 
treatment (Singh et al., 2019). Mother delivered live and 
healthy puppies after initial treatment of vincristine and 
animal recovered completely with no palpable growth 
after three doses (Fig. 4).

 CTVT is a commonly occurring neoplasm in dogs 
living in tropical and subtropical areas, affecting mostly 
breeding-age dogs (Ortega et al., 2003) and shows a good 
response to vincristine based chemotherapeutic treatment 
(Ozalp et al., 2012). Vinca alkaloids have very poor 
penetration through the blood-brain barrier and may not be 
able to cross some barriers, such as the blood-placental 
barrier, due to their high protein binding (>99%) and even 
at non-cytotoxic concentrations, the foetus can only be 
barely impacted by the alkaloids (Dc, 1989). If the 
condition of TVT is very severe during any stage of 
pregnancy, chemotherapy should becomethe first choice 
of treatment. Effect of vincristine sulphate on developing 
fetus in canines may not cause any detrimental effect 
because duration of pregnancy in dogs is two months. 
Chemotherapy with cytotoxic anticancer medications 
during the first trimester might result in congenital 

SUMMARY

 A female Pomeranian dog aged 2 years presented to department of Veterinary Gynaecology and Obstetrics, Veterinary College, Hebbal, 
Bengaluru for pregnancy diagnosis with history of crossed two months back and with growth around vulvar lips since 5 days. On clinical 
examination, all physiological parameters were within normal range, abdomen was distended and cauliflower-like growthwas noticed around vulvar 
lips. Cytology confirmed the presence of transmissible venereal tumor (TVT). Transabdominal ultrasonography revealed presence of multiple viable 
intrauterine fetuses. Animal had given first dose of vincristine @ 0.025 mg/kg body weight total dose. After a week pet was presented for followup 
with history of delivered five live healthy puppies normally and there was considerable reduction in the size of cauliflower-like growth. 
Subsequently, two doses of vincristine were given and animal was completely recovered. This case report gives the successful management of TVT 
using vincristine in advanced gestation.
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Fig. 1. Before treatment

Before treatmentBefore treatmentBefore treatment

Fig. 3. Ultrasonographic picture reveals presence of live fetus

Fig. 2. Impression smear of vulvar lips showing presence multiple 
cytoplasmic vacuolated cells indicative of TVT

Fig. 4. After Treatment

abnormalities in about 20% of instances; therefore, it 
should be avoided (Azim et al., 2010). However, 
Miyamoto et al. (2016) has reported that if the mother and 
foetalsafety and long-term effects are sufficiently taken 
into account and if chemotherapy is found to be necessary, 
chemotherapy can be given from second trimester 
onwards.

 It is important to note that there is limited 
information about the unusual combination of advanced 
pregnancy and transmissible venereal tumor in female 
dogs and can be managed by using vincristine sulphate. 
However, further studies required to record the effect of 

vincristine during different stages of pregnancy in canines. 
Since there was severe bleeding from the TVT lesions and 
chances of attraction of flies which further led to formation 
of maggot wound and hence treatment was initiated 
immediately with vincristine sulphate by following all 
possible precautions.
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