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Fig.1 Superdex 75 gel-filtration chromatography of
parvalbumin derived from silver carp skeletal muscle
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Fig. 2 Tricine-SDS-PAGE (A) and Western-blotting (B)
analysis of parvalbumin purified by
Superdex 75 gel-filtration chromatography
M. protein marker;1. crude sarcoplasmic protein;2. supernatant
after heat treatment;3. No.31;4. No.32;5. No.33;6. No.34;
7. No.33(with B- mercaptoethanol )
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Fig. 3 The effect of heating treatment at 100 °C on parvalbumin
A. Tricine-SDS-PAGE; B. Tricine-SDS-PAGE with B-mercaptoethanol; C. Western-blotting; D. Western-blotting with -

mercaptoethanol ; M. protein marker
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Fig. 4 Dot-blot detection of rabbit anti silver carp
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parvalbumin polyclonal antibody
0. negative control( BSA) ;1. without dilution;2. 1/200;3. 1/
400;4. 1/800;5. 1/1600;6. 1/3200;7. 1/6400;8. 1/12800;
9. 1/25600;10. 1/51200
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Fig. 5 Analysis of the purification of rabbit anti
silver carp parvalbumin IgG by SDS-PAGE
M. protein marker;1 —7. eluted fractions of IgG
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Fig. 6 Analysis of rabbit anti silver carp
parvalbumin antibody for different fishes
A. Tricine-SDS-PAGE ;B. Western-blotting ; M ; protein marker;

1.common carp;2;silver carp;3.crucian carp;4;sea bream
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during the development of a flatfish, the common

Purification and polyclonal antibody preparation of parvalbumin from
silver carp ( Hypophthalmichthy molitrix) skeletal muscle

WANG Ning'?, CAI Qiu-feng', LIU Guang-ming’ ,
CHEN Zhao-hua', WANG Xi-chang®, SU Wen-jin', CAO Min-jie'*
(1. College of Biological Engineering ,Key Laboratory of Science and Technology for Aquaculture
and Food Safety in Fujian Province, Jimei University, Xiamen 361021, China;
2. College of Food and Technology, Shanghai Ocean University, Shanghai 201306, China)

Abstract ; Parvalbumin is the major allergen of fish species. Investigation into this protein is beneficial not
only to detecting allergen, but also to producing aquatic products with low allergenicity. In the present
study, parvalbumin from the skeletal muscle of silver carp ( Hypophthalmichthy molitrix) was first purified to
homogeneity by homogenization, centrifugation, heat treatment extraction and gel filtration chromatography
on Superdex 75. Purified parvalbumin revealed three protein bands with molecular mass of 12, 14 and 24
ku, respectively, as detected by Tricine-SDS-PAGE under non-reducing conditions while under reducing
conditions, only a band corresponding to 12 ku was detected. Western-blotting using anti-frog parvalbumin
monoclonal antibody ( PARV-19) positively reacted with the three protein bands of 12, 14 and 24 ku,
suggesting they are different forms of parvalbumin. A polyclonal rabbit anti-silver carp parvalbumin
antibody was prepared and immunoglobulin G (1gG) was purified by Protein A Sepharose affinity column.
Dot-blot revealed that the antibody reacted with parvalbumin even after dilution to 1/51200, suggesting its
higher titer. Western-blotting analysis indicated that parvalbumins from four fishes ( common carp, silver
carp, crucian carp, sea bream) can all be detected by the polyclonal antibody specifically.

Key words ;silver carp; parvalbumin; purification; polyclonal antibody

Corresponding author ; CAO Min-jie. E-mail ; mjcao @ jmu. edu. cn



