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Fig. 1 Standard curve of RC DC protein quantitative
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Fig. 2 2-DE maps of two different hemolymph com-
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Fig. 4 2-DE maps of Haliotisdiversicolor hemolymphtotal protein with different loading amounts (silver staining)
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Fig. 6 MALDI-TOF/MS peptide mass fingerprint (PMF) spectra in geltryptic digest of four protein spots
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Table. 1 The identification results of four protein spots

(Da) (Da) (ph) (pl) (%)
1 gi|158635327 41818.78 42000.00 5.30 4.70 10 96.57
2 gi|42559693 32823.30 33000.00 4.55 455 189 100
3 1 0i|255046234 381841.25 50000.00 5.73 7.25 133 100
4 0i|166406787 42393.47 60000.00 9.04 8.40 12 98.375
, MALDI-TOF/TOF
, 3
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Abstract: Hemolymph of abalone was used as the material for the two-dimensional electrophoresis research. At
first, protein preparation and quantification method based on the acetone precipitation and the RC DC Protein Assay
Kit was successfully set up. Then pre-treatment methods with 500 r/min low-speed centrifugation and 35000 r/min
ultracentrifugation were used for the separation of hemocyte and blood plasma or reducing the high molecular
weight region’s background. Furthermore, non-linear strips (18 cm, pH 3-10) and standardized electrophoresis pro-
tocols were established to evaluate different sample volumes with silver stain. Good two-dimensional electrophore-
sis maps were finally acquired, and four protein spots in the map were successfully identified by mass spectrometry,
which are actin, tropomyosin, collagen and hemocyanin.
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