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ABSTRACT
A total of 84 S.aureus strains were isolated from subclinically mastitic bovine milk samples

using traditional methods. Twenty eight S.aureus isolates were subjected to PCR for detection
of coagulase gene, X region of protein A (spA) gene and panton valentine leukocidin (PVL)
gene. All the isolates (100%) were positive for coagulase gene that showed no gene
polymorphism, while 26 (92,8%) isolates were positive for spA gene that showed gene
polymorphism with different sized amplicons..Only 3 (10.7%) isolates were positive for PVL
gene. Multiplex PCR used for detection of enterotoxins genes (SEA, SEB, SEC and SED) in the
same 28 isolates where 8 isolates (28.5%) were positive to SEA gene, one (3.5%) was positive
for SEC gene, one (3.5%) was positive for both SEA and SEC genes and all isolates (100%)
were negative for SEB gene. Hence 35.7% of these isolates possess enterotoxins genes.

INTRODUCTION

S. aureus is recognized worldwide as a
frequent cause of subclinical intramammary
infections in dairy cows (1). One of S. aureus
virulence factor is coagulase, an exoenzyme
which clots plasma by conformational activation
of prothrombin (2).

Protein A is located in the cell wall of
S.aureus hindering the phagocytosis process by
capturing antibodies .The gene encoding protein
A (spa) is composed of some functionally
distinct regions: Fc binding region, X region and
at C terminus, a sequence required for cell wall
attachment (3).

Recent studies suggest that staphylococcal
enterotoxins (SETs) act as virulence factors in
cattle (4). Among other effects, these
superantigens induce in this species is the
production of interleukin 4 arid 10 which
activate TH2 cells leading to reduced clearance
of microbial pathogens (5).

One of the virulence components of S.aureus
is leukotoxin. Leukocidins were shown to be
cytotoxic for erythrocytes and leukocytes
including bovine neutrophils and macrophages
(6). These toxins are considered as virulence
factors in bovine mastitis and may play an
important role in the development of this disease
(7).

The objective of this study was to determine
different exotoxins and virulence factors genes
of S.aureus isolated from milk of lactating
animals by using polymerase chain reaction
including coagulase, protein A, PVL and
enterotoxins genes.

MATERIAL AND METHODS

Sampling

A total of 480 individual milk samples were
collected from apparently normal 120 lactating
animals (50 local breed buffaloes and 70
Friesian cows) from Ismailia Governorate, Egypt
and were examined for subclinical mastitis.

California mastitis test (CMT)

Milk samples were subjected to CMT
(screening test) for the detection of subclinical
mastitis. Milk samples with CMT scores ±, +,
++ and +++ were prepared for bacteriological
examination.

Isolation and identification of S.aureus

Milk samples were aerobically incubated for
24 hours at 37°C to achieve potential bacterial
growth. The incubated milk sample was
centrifuged 3000 rpm for 5 min , then the
supernatant (cream layer) was discarded and
sediments were streaked onto nutrient agar,
blood agar and Mannitol salt agar plates .A1l
plates were incubated at 37°C for 24-48 hours
and examined daily for bacterial growth.


















