R

| i Sing

Mol p

%EQMUSCLERIF ICATION OF CHICKEN SPECI-
- Rbpy SOLUBLE PROTEINS BY IMMUNO-
gy CHROMATOGRAPHY

B R,
T‘Zand R 'Sih-]l. AZCONA, P.E. HERNAN-
i y Z

to
My, * Hig;

hmgs,glene Y Tecnologia de los Ali-
rgl aCuli_ 4 : - .
%y dag o -ad de Veterinaria, Uni-

40~ . OMplutense.
Uy Lid (SPAIN)
PquSDUCTION
tan. -CY :
qi?sméchlcken and turkev) tissue
%hfall : Major source of protein,
%Qg onSumZS €¥pensive than red meat
WMhOth Thd and imported throughout
,%;{e re§u§Se factors, together
Prog LCa ated increasing use of

;.ﬁmlheg y.SeDarated poultry meat
Pl b Sibgy . S19nifj i
dl 'ty . OStit .z 1ficant potential for

p&@uctgtlon of red meat by poul-
: ;

ogy
;?bl@ : of
e

Y01 Meth
nool0

he methods currently avai-
Odii Speciation involve
"+0g9les and the use of po-
E“h (Kals?ra raised against blood
~ Sang p9'ethe et al., 1982; Gri-
k N ®llington, 1984: Patterson
X 8
‘9 '19'_1985: Jones and Patterson,
My, or ' Patterson and Spencer ,
aile Soluble proteins
Socp =’ 1987, 1988a, 1988b,
‘ eaintlsera require a puri-
pee Crogg Nt to eliminate signi-
‘%gsﬁm n Leactions. This obviously
%t;@rm_ Mportant problem in the
i%MQQK&O € development of hybrido-

H%Qhas o (KSller and Milstein,
ﬂ&@§9r0du V%ded the means for con-
:%(QQS . Ction of monospecific an-
§Q f“ist Nown biological activity
o Hipones, onPecificity from single
}ngﬁﬁ:s rnce_Selected by suitable
3%,t18 €ening procedures and in
N ;m)oc OcultUre. For meat specia-
a?ﬁcp&ﬁficval antibodies of requi-
?My(”tr StltY would permit the use
N §&i Seg feactive to be univer-
ﬁgiﬁot Sca.. Ybridoma technology
%ﬁssed -©Ssarily require highly
»%%fmu *9ens byt selected anti-
8 1, 0 apr(?duce a higher yield of
gyng? "tibodies of interest. In
ot AJE Velck§n-8pecific polyclonal
Y {gSepp--°€ immobilised on a pro-

SRS

S0 4, YA
late QEG CL-4B column and used

~R€Nn specific proteins.

539

MATERIALS AND METHODS

Preparation of chicken muscle soluble

proteins

Chicken muscle soluble proteins (CHMSP)
were prepared from 1 Kg of trimmed,
well-mixed, hand deffated 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 required 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
(29707

SDS-PAGE of the CHMSP (50 ug) and
the CHSP (50 ug) fractions was perfor-




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 1B);
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 prOteini step’
chicken-specific proteins (B) after the immunopurificatlo
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