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Abstract

Aim: To know the presence of Escherichia coli on the udder skin of the dairy farm buffaloes in the Phagwara region, Punjab,
India.

Materials and Methods: A total of 135 swabbed samples were collected randomly from the udder of buffaloes in ten dairy
farms over the period of three months from August to October 2011 without concern to their breed with the prior approval of
the farm owners. The sterilized cotton swabs were examined by Gram's staining for the morphology of the culture, culture
characteristics was confirmed by growth on different media and by preforming the different biochemical tests like Indole
production, Voges- Proskauer test, Urease Production, Nitrate Reduction, Methyl red and Presumptive test.

Results: Out of 135 samples were examined, 23(17.03%) were positive for E. coli. Most Probable Number (MPN) results
confirmed the one possibility of the bacteria from the contaminated water.

Conclusion: The results of the present study suggest that E. coli isolates are present on the udder skin of the dairy farm
buffaloes in the Phagwara region, pose a serious threat to the animal as well as consumer health. Thus, more hygienic
preventive measures are required to inhibit the bacterial growth, so as to improve the health of the animals as well as the

wholesomeness of the milk.
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Introduction

Escherichia coli is one of the most intensively
studied living species. Escherichia coli is a normal
part of the microbiota of the lower gastrointestinal
tract of mammals, including humans, and usually exist
as a harmless commensal. However, there also exist
many pathogenic strains of E. coli that can cause a
variety of diseases in both humans and animals [1].
The mastitis which is caused by E. coli is commonly
called Environmental mastitis [2]. This pathogen
infects the udder generally through the ducts
papillaris, which is the only opening of the udder to the
outside world. In the buffalo species, mastitis is the
most costly disease even though buffaloes have been
traditionally considered less susceptible to mastitis
than cattle [3].

However, in comparison with cattle, buffaloes
have some characteristics that may contribute to
greater risk to mastitis such as more pendulous udder
and longer teats [4]. Higher incidence of E. coli

mastitis may be due to poor hygienic conditions or
intensive use of antimicrobials targeted against Gram
positives for mastitis control [5]. Mastitis,
inflammation of udder, results in Rs 7,165 crore
annual losses to the dairy industry in India and Rs 503
crore in Punjab [6]. The percentage distribution of
Gram-negative bacteria causing clinical mastitis is
herd dependent, but studies in the United States and
Europe consistently report that approximately 40% of
clinical cases are the result of Gram-negative bacteria
[7-10].

In terms of milk contamination, the quality of
milk is determined by aspects of composition and
hygiene. Due to its complex biochemical composition
and high water activity milk serve as an excellent
culture medium for the growth and multiplication of
many kinds of microorganisms [11]. Among all
microorganisms E. coli is frequently contaminating
organism and is reliable indicator of fecal pollution
generally in insanitary conditions of milk [12]. Two
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Table- 1. Culture Characteristics of Escherichia coli
on different media

Media Used Culture Character

Eosin Methylene Blue Agar  Blue- Black colonies with green metallic sheen
growth

Endo DEV Agar Green metallic sheen colonies with deep pink
growth

Nutrient Agar Colourless and Yellowish white, circular, smooth
colonies with entire edge

Nutrient Broth Grayish Uniform turbidity having no Pellicle

Gelatin Agar Opaque, moist, grayish white, entire colonies

cases of hemolytic uraemic syndrome have been
reported which provide evidence that raw milk may be
a vehicle of transmission of E. coli O157: H7, both
affected person consumed raw milk [13]. Recovery of
E. coli from food is an indicative of possible presence
of enteropathogenic and/or toxigenic micro-organism
which could constitute a public health hazard. Entero-
pathogenic E. coli (EEC) can cause severe diarrhea
and vomiting in infants and young children [14].

In raw milk samples 9, 20%, isolates of the E.
coli were detected, whereas in case of mastitis infected
buffaloes raw milk 30.12% isolates of the E. coli were
detected [12, 15, 16]. The detection of E. coli from the
udder indicates a possible contamination of the
surroundings like fecal matter in the soil,
contaminated milking equipment's, water uses for the
washing of the udder during milking. So by keeping
these views in mind a study was carried out to detect
the E. coli from the udder of the dairy farm buffaloes in
the Phagwara region, Punjab, India.

Materials and Methods

Collection of sample: A total of 135 swabbed
samples were collected randomly from the udder of
buffaloes in ten dairy farms over the period of three
months from August to October 2011 without concern
to their breed with the prior approval of the farm
owners. The entire swab samples were collected as per
the guidelines of the International Animal Ethics
Committee. Animals were not used in this experiment
in anyway either experimental animals or control. The
sterilized cotton swabs were swabbed onto the overall
outer skin surface area of the udder. Simultaneously
100ml water sample were also collected for the same
dairy farms to check the MPN level (most probable
number). The samples were collected in the sterile
sampling bottles that were kept in a cold box and were
immediately shifted to the laboratory of Microbiology,
Department of Biotechnology, Lovely Professional
University, India.

Isolation and identification of the Escherichia
coli: Each sample was inoculated on the Eosin

Table-2. Biochemical reactions of Escherichia coli

No. of Isolates Biochemical Test Reaction

23 Catalase Test +ve
Simmons Citrate -ve
Indole Production +ve
Methyl Red +ve
Voges- Proskauer -ve
Starch Test -ve
Urease -ve
Presumptive Test +ve
Nitrate Reduction +ve

Methylene Blue Agar (CDH Pvt. LTD.) and incubated
at 37°C for 24 hrs. The plates were observed for the
growth of E. coli. A single Colony was picked and sub
cultured on Eosin Methylene Blue Agar for the
purification of the isolate. Gram's staining technique
was used for the study of the morphology of the
isolates. The culture characteristics were confirmed by
inoculating the pure colonies on Endo DEV Agar
(Titan Biotech LTD.), Nutrient Agar (CDH Pvt. LTD),
Gelatin Agar (Titan Biotech LTD.) and Nutrient Broth
(Titan Biotech LTD. Biochemical tests were
performed to confirm the E. coli using Catalase test,
Simmons Citrate Agar (Titan Biotech LTD.), Starch
Agar (Titan Biotech LTD.), Indole production, Voges-
Proskauer test, Urease Production, Nitrate Reduction,
Methyl red and Presumptive test[17, 18].

Results

The presence of the E. coli on the skin of the udder
was confirmed by the growth pattern on different
media and by the biochemical tests whose result were
giveninthetables 1 and 2 respectively.

The results of the Most Probable Number (MPN)
showed in table-3, which shows the level of contami-
nation in per hundred milliliters of water sample
collected from the dairy farms [19]. The water was
used for drinking and washing of buffaloes udder,
cleaning the utensils (used for the storage of milk) was
same, hence there is always probability of contami-
nation of E. coli, was very high, which was already
there in the water, which ultimately reached the skin of
the udder and utensils through water. This activity
brought the bacteria directly into the milk and made it
unfit for human consumption. The results of the present
study were summarized in the table-4. According to
these results the 23 samples out of 135 showed the
presence of E. coli (17.03%), although the percentage
was less, but normal flora of the udder restricts the
growth of E. coli on the udder skin [20].

Discussion

Escherichia coli is significant from the point of
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Table-3. MPN Results of the Water Samples

Serial No. Sample Name MPN* 100ml
1 DF1 49
2 DF2 63
3 DF3 1600
4 Df4 4
5 Df5 2
6 DF6 13
7 DF7 <2
8 Df8 6
9 DF9 <2
10 DF10 14

* - with 95% confidence limit

view of public as well as animal health, as they have
been responsible for diarrheal disease in human and
environmental mastitis disease in buffaloes [21,22].
There are about twelve strains associated with the
bovine mastitis and five pathotypes are recognized for
diarrheal in man [21,23]. As the E. coli do not normally
live on the skin or in the udder but which enter the teat
canal when the buffaloes comes in contact with a
contaminated environment, contagious mastitis is
transmitted from buffalo- cow to cow by pathogen for
which the udder is the primary reservoir; it tends to be
sub- clinical in nature [2]. Subclinical mastitis was
found more important in India (varying from 10-50%
in cows and 5-20% in buffaloes) than clinical mastitis
(1-10%) [24]. Common contagious pathogens have
been reported to infect 7 to 40% of all buffaloes- cow
[25]. Frequency of contagious pathogens among mastitis
cases is greater [26].

In Faisalabad, 200 milk samples were collected
from mastitis quarters of buffaloes in which the rate of
contamination of the E. coli was (1.40%), whereas
2400 milk samples were collected for screening of the
sub- clinical mastitis form the six hundred lactating
diary buffaloes from the four districts (Lahore,
Sialkot, Narowal and Okara) in Pakistan, in which the
percentage of E. coli was (16.18%) [27,28]. In
Jharkhand, India, (8.95%) isolates of the E. coli were
detected from the raw milk of clinical cases of the
bovine mastitis [29]. Whereas 43.8% cases of E. coli
mastitis were detected in dairy farm buffaloes in
Alexandria Desert road, Egypt, as the organism were
present in high level in the water tank as they act as
primary reservoir for this environmental pathogen [30,
31]. Environmental factors such as poor hygiene, poor
husbandry, and poor milking technique results the
environmental mastitis as well as milk contamination
[4, 32]. Due to rapid urbanization, dairy animals are
kept in closed areas within the boundary walls of the
house and animal get with very less open and covered
area. In this type of housing, overcrowding of animals
results in spreading of pathogenic bacteria. The
prevalence of sub- clinical mastitis was highest in

Table-4. Occurrence of Escherichia coli growth
obtained from the udder

Animal Species No. of samples No. of positive % of positive

cultured that yielded samples
bacterial
growth
Buffaloes 135 23 17.03

animals kept as individual holding at backyards
followed by small holdings in periurban area (42%)
and the lowest at organized farms with reasonable
good management conditions (32%) [28].

While environmental mastitis cannot be totally
eliminated from a herd, the incidence can be held to a
minimum. The key elements in the control of mastitis
include: sound husbandry practices and sanitation
[33]. The result of the present study showed that E.
coli still present on the udder skin pose a serious threat
to the animal as well as consumer health. Thus, more
hygienic preventive measures are required to inhibit
the bacterial growth, so as to improve the health of the
animals as well as the wholesomeness of the milk.
Training and guidance programs should be started in
order to develop awareness among farmers emphasizing
the need for hygienic practice at farm level, as well as
farm environment should be improved in order to
decrease the breeding ground for pathogenic bacteria.
Wash hands with soap and water, wash teats and udder
in sanitizing solution, thoroughly dry teats and udder
with individual towels, dip teats in an effective
germicidal teat dip reduced the number of pathogenic
bacteria from the udder skin [34].

Author’s contribution

Rajdeep Palaha carried out the field study (Sample
Collection), Participated in scientific discussion and
sample analysis. Narendra Chaudhary participated in
the sample analysis, scientific discussion. Harsh
Kumar participated in the design of the study and
coordination, scientific discussion and wrote the final
draft. All authors read and approved the final manuscript.

Acknowledgments

Authors are pleased to thank the university
authorities for providing the laboratory during this
research work.

Competing interest

Authors declare that they have no conflict of interest.

www.veterinaryworld.org

Veterinary World, Vol.5 No.9 September 2012

524



Detection of Escherichia coli from the udder of the dairy farm buffaloes in Phagwara region, Punjab, India

References Bergey's manual of Determinative Bacteriology 7"
. . . ed. TheWilliams and Wilkins, 336-337.
L E/:erj:, SI'_EHS\ll(\{hIIEZtanI’;Y -22%)02)/)\/ ”g(t\al\r/\%rrtnhib Cdil\_/érgélnec{; 18. Cagpuccino,J.G.,SlheEmgn,N.I(2002). l\élicr?biology:A
T Ty e NS p Laboratory Manual 7" ed. Dorling Kindersley, 204.
of Escherichia coli strains: evidence for horizontal - : - .
transfer and variation in mutation rates. International 19. 2afpé] eemno, JMG" Sr}eYrt';\n Zn‘g] X (|_2005<)_. I\éllcr?blolggy.
Microbiology., 8:271-278. 20, W adoratgryw aBuaB ea. _cl)_r 'gg V\'/n ;rs::y,CS 2
2. Sharif, A., Muhammad, G. (2009). Mastitis control in ’ CO% \'Allaz_' B : 19é7 elsser,_t : .,Wﬂ?r_ Yh'b"t' ‘ f
dairy animals. Pakistan \et. J., 29(3): 145- 148. orbeil, L. B. ( ). In vitro growth inhibition o
3 Wanasinghe, D. D. (1985). Mastitis among buffalos in rgast\;ts psthogSe{] 32t7)y3blovme teat skin normal flora.
) : : . anJVetRes., 51: 27- 31.
E” L?Z'f%grloiégém World Buffalo Congr. Cario, 21. Anonymous. (2003). Studies on Escherichia coli.
4 Fgg);/igl.o ) A I-_ai O (2007). Mastitis in buffalo Available at: http://icmr.nic.infannual/niced/2003-
: N By ' ' 04/07-55-65.pdf.
: giggéﬁ?slm.(sjc"?\hzoo(_;ég& G C. Blood D. C 22. Galiero, G. (2002). The control of environmental
) - A oo M T mastitis. Bubalus bubalis I: 26-28.
E'I'E%hk':j'fé' K”W El_z.ogo)l' ;lgéegggry medicine 9"ed. 53 Kyamer, T. (1961). The problems of pathogenicity of
6 Anon;rr;ousl Eggell;n ﬁtltp'//vilwwltribuneindia com/ Escherichia coli in animals and man. Can. Vet. Jour.,
: : : : : . 2:326-328.

7 |2_|011/201§08§5/Idshl.h:]m. K L. Hobl K H 24. Joshi, S. and Gokhale, S. (2006). Status of mastits as
: Sohgan’b : .ISSn':'ItdIil DA I(—)| et, WD an emerging disease in improved and periurban dairy
oo oeTaen "Bg’wm“;rferb e H“;Zt:r“'l_ 2 farmsin India. Ann. N Y Acad. Sci., 1081: 74-83.

Brockettl B L éonard H R (1-985) Filed slurvéy of 25. \F/OX’CIT-' k'l\? nth Aay, - g4(7159?1?é)§3 Contagious mastits.
¥ . - et. Clin. North Amer., 9:475-488.
;nzgsltg!ls7|_nllsog\:\ésomat|c cell count herds. J. Dairy Sci., 26.  Sori, H.A., Zerihum, A. and Abdicho, S. (2005). Dairy
8 Hdgan 3 s ’ Smith. K. L. Todhunter. D. A cattle mastits in and around sebeta, Ethiopia. Int. J.
thoenberger, P. S.(1990). Bacterial cou_ntassocigted 27 ,/:?ipli_Rels\)l\Jﬁgrmié3&333,2&35?;%(1 M., Sagib, M. and
\évclith7r§(.:)1/<7:l5e6d_(if;%piped newspaper bedding. J. Diary Hassan, 1. J. (2008). Bacteriology of mastitis in
9 Sm.i’th 'K L Todhimter D. A., Schoenberger, P. S buffaloes in tehsil Samundri of district Faisalabad,
(1985). Environmental mastitis: cause, prevalence, 28 Z\?Ii('sﬁn'zakiﬁ;ﬁt":\}iz?j(l)ﬁluﬁ;ﬁma d K. and
prevention. J. Dairy Sci., 68: 1531-1553. : A" AA 2011 ’P : I" £ suclini lI - e
10.  Suriyasathaporn, W., Schukken, Y. H., Nielen, M., Anjum, A. A. (2011). Prevelance of suclinical mastits
Brand, A. (2000). Low somatic cell count: a risk factor n QIary buffaloes O.f Punjab, Pakistan. The journal of
for subsequent clinical mastitis inadairy herd. J Dairy a”"".‘a' and plantsciences., 21(3)’.477'480'
Sci. 83: 1248- 1255. 29. Ranjan, R., Gupta, M. K. _and_ Slngh, K. K. (_2011_).
11.  Soomro, A. H., Arain, M. A., Khaskheli, M., Bhutto Study of bovine mastitis in different climatic
' B. (200’2)..Isol’lation 61‘ EscHerichia Coii frlé)m RaV\} conditions in Jharkhand, India. Veterinary World.,
Milk and Milk Products in Relation to Public Health 40209208
Sold under Market Conditions at Tandojam. Pakistan - £aKk1, M. M., Hesham, ¥, £0rba, E. L. and kaoud, A.
Journal of Nutrition., 1(3): 151-152. H. (2010). Enwronemenat_l organsims as risk factqrs
12. Diliello. L. R (198é) Methods in Food and Dairy in the oocurences of mastitis in dairy buffaloes with
Microbilology. AVI Publishing Co. Inc. Westport sugggsted_ methods of control. A field study. Global
Connt. USA: 39 veterinaria., 5(2): 97- 105.
13, Martin. M. éhipman L. D. Potter M. E. 31 0Z H.H, Hillmann, D. J. and Farnsworth, R. J.
Wachsrhuth ’L. K. Wells' J. G. I-iedberg K Tauxe’ (1985). BUIk tar_1k m|_|k analysis for_ |s_olat|ng
R. V. Davis. J. P. Arnoldi. J.. Tilleli. J ’(1986)’ mastogenic bacteria. Dairy and Food sanitation., 5:
It Ecrharichi L ATET 7 fre iy 248-251.
Isolation of Escherichia coli O157:H7 from dairy h .
cattle associated with two cases of hemolytic 32 Maniruzzaman, M., Khan, M. F. R., Amin, M. M.,
uraemicsyndrome. Lancet. 8514- 1043. _PauI,_A. K. and Islgm, M. (2010).' Isolation and
14, Anonymous. (1975). E. coli Enteritis. Lancet, 1131-2. identifaction of bacterial flora from milk of apparently
15.  Kumar, R., Prasad, A. (2010). Detection of E. coli and health buffalo-cows. Int. J. BioRes. 1(3): 13-16.
Staphylococcus in Milk and Milk Products in and ~ 33-  Khan, M. Z, Khan, A. (2006). Basic facts of
around Pantnagar. Vet. World., 3 (11):495-496. mastitis in dairy animals: A review. Pakistan Vet. J.,
16. Igbal, M., Khan, M. A., Daraz, B., Siddique, U. 26(4): 204-208. . )
(2004). Bacteriology of mastitic milk and in vitro 34 Jones, G. M. (2006). Understanding the basics of
antibiogram of the isolates. Pakistan Vet. J., 24(4): mastltls..Vlrglnla Cooperative Extension, Virginia
161-164. State University USA, 1-7.
17. Breed, R. S., Murray, E. G. D., Smith, N. R. (1957). *hIrddtk
www.veterinaryworld.org Veterinary World, Vol.5 No.9 September 2012 525



