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SUMMARY

The electrophoretic patterns of avian mycoplasmas
(9 reference strains and 9 locally isolated
strains) were studied. Two common protein bands
were detected among Mycoplasma gallisepticum
reference strains, the remaining bands were
considered as specific and characteristic for each
strain. Mycoplasma gallinarum, M. pullorum, M.
iners and M.gallopavonis (reference strains) were
found to have a common protein band, while the
remaining bands were considered specific for each
strain. In comparison between the reference and
locally isclated strains revealed the
M.gallisepticum (3 strains) were similar to the
homologus reference strain. M.pullorum (3 strains)
were found to be identical with reference strain
type C M.pullorum.

INTRODUCTION

Till now, Mycoplasmosis is still of the most important
respiratory infections of chicken which when complicated with
other pathogens results in the so known as "Chronic Respiratory
Disease". This infection has a great economical importance due
to poor growth gain, poor feed conversion, low grade carcass
quality in broiler as well as lowering of egg production in
laying birds JORDAN (1979). Because of such significant
importance of the disease. Further investigations concerning
the updating of the spread and diagnosis of the infection are
required.

The present study was conducted to determine the
significance of sodium dodecyl sylophate polyacrylamide gel
electrophoresis  (SDSPAGE) in the rapid and accurate
identification of mycoplasma isolates.

MATERIAL and METHODS

1- Mycoplasma Strains:
A total of 18 mycoplasma strains were used in this study,
these strains were as follows:
A- Five reference strains of Mycoplasma gallisepticum
(ATCC 19610, A5969, S-6, F,R) together with one
Mycoplasma gallinarum strain, one M.gallopavonis strain.
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B- Nine locally isolated mycoplasma strains which were
serologically identified as follows:
- Three Mycoplasma gallisepticum strains.
- Three Mycoplasma gallinarum strains.
- Three Mycoplasma Pullorum strains.
2- Solution A (MAIZEL, 1969):
Composed of 0.1 of prepared mycoplasma antigen and 0.9 ml.
Triton X~ 100.

3- Solution B (Maizel, 1969):

Sodium phosphate buffer (0.01) 1 ml-
2-Mercaptoethanol 2 ml
Sodium dodecyl sulphate (SDS) 2 gm
Distilled water up to 100 ml

4- Preparation of cell proteins:

Antigens for electrophoretic analysis were prepared as
described by RAZIN and TULLY (1975). Purified media adapted
mycoplasma cultures after being checked for bacterial
ontaminations and growth score, were used as starting
inoculation. The volume of the growth media was increased
through passages at 72 hours intervals until 500 ml amounts of
the broth medium were inoculated for the final propagation and
harvesting of mycoplasma cells.

5- Polycrylamide gel electrophoresis:

Sodium dodecyl sulphate (SDS) technique was described by
STEPHENSON and STORZ (1975). Gels and buffers were the same as
described by MAIZEL (1969). The gels were poured and left for
polymerization. Take 0.1 ml from the prepared mycoplasma
antigen then add 0.9 ml from solution A to gain a total volume
of 1 ml., then add 1 ml of solution B. This mixture is placed
in boiling water bath for 5 minutes. After cooling take 0.25 ml
of this mixture were taken and 20 ul. of sucrose 50% 10 ul.
2-mercaptoethanol and 10 ml bromophenol blue were added to it,
then the suspension was shaked.

The gels were pre-run before application of samples for
1-2 hours (pre-electrophoresis) at 6 V /cm gel with positive
electrode above and negative electrode below.
6~ The relative mobility (Rm Values) of the prominent protein
bands were determined as described by AWAAD et al. (1978).
100-200 ug of mycoplasma protein was applied over each gel.
Electrophoresis was carried out at 6V/cm gel for 20 hours with
the positive electrode below and the negative electrode above.

After the process was completed, the gels were extracted
from the tubes and placed in 20% sulfosalicylic acid for 24
hours. The gels were placed in the staining solution for 12
hours then transferred to the destaining solution.
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RESULTS

A total of 18 mucoplasma strains were used, prepared as
previously described for sodium dodecyl sulphate polyacrylamide
gel electropphoresis (SDS-PAGE).

A characteristic electrophoretic profile could be
identified for each strain as shown in figure (1) The relative
mobility (Rm values) of prominent protein bands were determined
as described by AWAAD et al. (1978).

Two common protein bands between the Mycoplasma
gallisepticum group (reference strains) could be observed.
Other remaining bands considered as specific and characteristic
for each strain (Fig. 2).

With respect to Mycoplasma gallinarum, M.pullorum, M.iners
and M.gallopavonis (reference strains), a common protein band
was detected. The remaining bands were considered specific for
each strain (Fig. 3 and 4).

Concerning the group of local isolates (Fig. 5 and 6), the
protein bands of the 3 M.gallisepticum strains were identical
with S-6 reference strain. The 3 M.pullorum strains were
similar to type C reference strain. The 3 M.gallinarum strains
were identical with M.gallinarum reference strain.

DISCUSSION

The sodium dodecyl sulphate polyacrylamide gel
electrophoresis (SDS-PAGE) technique was used to study the
protein make up of avian mycoplasmas. The SDS-PAGE profile were
carried out to demonstrate the difference of protein patterns
among five strains of M.gallisepticum (reference strains). All
the strains were found to have two common protein bands (Fig. 1
and 2). These findings were helpful for rapid comparing a
number of strains and as an aid for monitoring the interaction
of vaccinal strains (F-strain) and wild type of
M.gallisepticum. These results are more or less similar to
those reported by KHAN et al. (1987), who concluded that
F-strain protein banding pattern differed from the S-6
reference strain.

On the other hand, other workers * (MULLEGGER & GERLACH,
1974 and ROADES et al., 1974) were unable to demonstrate
variability among strains of M.gallisepticum.

Mycoplasma gallinarum, M. pullorum, M. iners and
M.gallopavonis (reference strains) were found to have a common
protein bands (Fig. 3 and 4).
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Finally we used the electrophoretic profiles to confirm
the diagnosis of the locally isolated strains which were
serologically identified as M.gallisepticum, M.pullorum and
M.gallinarum. They were found to be identified with that of S-6
strain, M.pullorum (type C) and M.gallinarum.

In conclusion of our results ensure that avian mycoplasmas
could be diagnosed and differentiated by SDS-PAGE profiles on
the basis of their protein pattern. Such observations were
reported by RAZIN and ROTTEM (1967) and AWAAD et al. (1978).
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L3 Fig.l: Electrophoretic profile
of MG reference strains.
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Fig. 2: Distribution of prominent protein bands of MG reference
strains.
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