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MATERIALS AND METHODS
Preparation of chicken muscle soluble 
proteins
Chicken muscle soluble proteins (CHMSP) 
were prepared from 1 Kg of trimmed, 
well-mixed, hand deflated chicken meat. 
Representative 100 g samples were tho­
roughly homogenised in 300 ml of a sali­
ne (0.85% NaCl) solution and the soluble 
proteins were extracted by gentle agi­
tation for 24 h at 4?c. Insoluble mate­
rial was removed by centrifugation at 
1500 g for 5 min at 4?C and the super­
natants filtered through a Whatman 
No.l filter paper and lyophilised. The 
dried CHMSP were stored in an airtight 
container at -20^c until reguired for 
use.
Preparation of chicken specific pro­
teins
Chicken muscle soluble proteins with 
species-specific epitopes were isola­
ted by immunoadsorption chromatography. 
The chicken-specific fraction was ob­
tained by passing 30 mg of the freeze- 
dried CHMSP diluted in 10 ml of phos­
phate buffered saline (PBS), pH 7.2,

through a Protein A-Sepharose CL-4B 
column (Pharmacia Fine Chemicals, Upp­
sala, Sweden) containing 571 mg of Se- 
pharose coupled to 40 mg of chicken- 
specific antibodies previously produ­
ced against chicken muscle soluble 
proteins and rendered species-specific 
by affinity chromatography (Martin et 
al., 1988c). The adsorbed chicken 
specific proteins (CHSP) were released 
from the column by elution with 0.05 M 
diethylamine buffer, pH 11.5, and the 
eluted fractions showing an absorbance 
at 280 nm higher than 0 . 1  were pooled, 
adjusted to pH 7.2 with 0.5 M sodium 
phosphate buffer, dialysed overnigth 
against PBS and liophilised.
Electrophoretic separation
Chicken muscle soluble proteins (CHMSP) 
and chicken-specific proteins (CHSP) 
were separated electrophoretically in 
sodium dodecyl sulphate-polyacrilamide 
gels (SDS-PAGE), essentially according 
to the method described by Laemmli
(1970).

SDS-PAGE of the CHMSP (50 fig) and 
the CHSP (50 iug) fractions was perfor-
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med in tubes containing a 3% stacking 
gel and a 12.5% separating gel. Elec­
trophoresis was performed at 1.5 mA 
tube for 4 h. Gels were stained with 
0,25% Coomassie Blue G-250 in 45% me­
thanol plus 9% acetic acid at 37^C for 
2 h and destained in 5% methanol plus 
7% acetic acid in distilled water. The 
electropherograms were obtained follo­
wing a spectrofotometric scanning 
(580 nm) of the resulting Coomassie 
Blue stained gels. The protein markers 
were from a low molecular weight pro­
tein standard (Bio-Rad Laboratories, 
Richmond, CA 94804, USA).
RESULTS
SDS-PAGE of the chicken muscle soluble 
proteins (CHMSP)revealed the existence 
in the gel of 15 protein subunits (Fi­
gure 1A), of an apparent MW between 17 
KDa and 150 KDa. SDS-PAGE results of 
the affinity chromatography recovered 
(CHSP), showed the presence in the gel 
of 12 protein subunits (Figure IB); 
three of the subunits of an apparent 
MW of 30 KDa, 58 KDa and 94 KDa were 
found strongly enriched after the 
immunopurification step.
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Figure 1. SDS-PAGE resolution of the chicken muscle soluble proteins 
chicken-specific proteins (B) after the immunopurificati0
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