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Summary

In this study, Mycoplasma gallisepticum was isolated and identified
from yolk and air of an open vaccinated poultry breeder farm in Khartoum
state, Sudan. Swabs from 7-day-old embryonated yolk as well as from air
inside the poultry houses of this farm were collected. They were cultured into
Mycoplasma Broth and onto Agar media. The isolates were then subjected to
PCR technique. Positive bands of 140 bp were seen, using PCR kit for M.
gallisepticum, which confirmed the presence of the organism. The PCR was
specific and sensitive to play a role in the epizootiology and control of farm
contamination with mycolplasmas.

Introduction
Mycoplasma gallisepticum (M.gallisepticum) is a pathogenic
poultry microorganism and of economic importance to poultry industry
(Bradbury, 2001). It causes chronic respiratory disease in chickens and
infectious sinusitis in turkeys (Ley and Yoder, 1997). Bradbury (2001)
reported losses in egg production that ranged from 10% to 20% due to the
disease in infected flocks. Anti-M. gallisepticum antibodies were detected
in egg yolk by Mohammed et al. (1986). The organism was isolated from
fresh egg by Jerstad, (1964) as egg yolk represents an adequate medium for
mycoplasmal propagation. Lin and Kleven (1982) proved effective
transmission of M. gallisepticum via eggs during the acute phase of the
disease. Vertical transmission was considered by Bencina et al. (1988) to be
the main route of infection via eggs during its formation in the oviduct.
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Growth inhibition test:
The pure broth cultures were subjected to growth inhibition test
according to Clyde (1983) using antiserum against M. gallisepticum of a
titre of 1000-2500 (Biochek). Positive broth cultures were then lyophilized
and stored at -20 oC until PCR was performed.
Polymerase Chain Reaction (PCR):
DNA Extraction:
The Polymerase Chain Reaction kit was provided by Sacace
Biotechnology, Italy. Lyophilized cultures were reconstituted in 1 ml deionised distilled water (D.W) and the DNA extraction was carried out
according to the manufacturer´s instructions. The reconstituted M.
gallisepticum culture was centrifuged at 16,000 gpm for one minute and a
lysis solution was added. The extracted DNA was washed twice, eluted in
50 µl AE buffer and stored at 2-8oC for a maximum period of 5 days or left
frozen at - 20oC.
Amplification of extracted DNA:
Amplification of the extracted DNA was performed according to the
OIE (2008) and the manufacturer's instruction using the following sets of
primers:
MG-146: 5- AG CTA ATC TGT AAA GTT GGT C-3.
MG-13R: 5- GCT TCC TTG CGG TTA GCA AC-3.
A volume of 20 µl PCR mixture containing lyophilized PCR mix-1
(contains primers), 10 µl PCR mix-2 and 10 µl of target template DNA was
pipetted in a 1.5 ml eppendorf tube, vortexed and amplified in PTC-100
thermocycler (MJ Research, Bio Rad, Biometra, Germany). The amplification programme was performed as follows; one cycle of initial
temperature at 95oC for 2 min., then 42 cycles each performed at 95 oC for 2
min, 61 oC for 1min and finally one cycle at 72 oC for 1 min. The amplified
DNA was kept at 10 oC until electrophoresis. Positive and negative controls
were included in the test.
Electrophoresis:
2% agarose was prepared and a volume of 1 µl fluorescent ethidium
bromide (0.5µg/ml) was added to the dissolved agarose. It was left to
solidify and a volume of 10 µl PCR products of each sample was mixed
with 5 µl loading dye and loaded in the agarose. Two µl of 100 bp DNA
marker were also loaded. The power supply was set at 100 V for 1 hr, and
finally, the gel was visualized and photographed by a camera (BioRad,
Germany).

