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The molecular events mediating for viral infection and host defense mechanism in
crustacean remain unclear, especially in virus — hemocyte interaction and their immune responses.
We have speculated that distinct types of immune cells play different roles in response to virus
entry and different cell mediators. Chemically biotinylation was performed for hyaline (agranular)
and granule-containing hemocytes using Biotin-NSH-LC. Biotinylated protein was extracted and
resolved by two-dimensional gel electrophoresis. Electro-transferred proteins on a nitrocellulose
membrane were probed with streptavidin-HRP complex to detect biotinylated proteins whereas the
purified biotinylated proteins were resolved on SDS-PAGE. Relative quantification analysis and
tandem mass spectrometry were utilized to identify protein. The 6 and 8 proteins have been
identified according to the differential protein expression found only in hyaline and granule-
containing hemocytes, respectively, whereas 5 proteins were commonly found in both groups
resulting from purification approach. Based on the classification of subcellular localization, these
identified proteins were not restricted to the cell surface proteins. Currently, most of them can be
revealed as membrane-associated proteins. It might be possible that some of these proteins could
be located more than one subcellular localization for specific function. This present work provides
the first data on the proteome of hemocyte subtypes by cell surface biotinylation technique. The
possible functions of these membrane-associated proteins of hemocyte have been discussed. It
was necessary to investigate the interaction of these proteins with shrimp virus to provide novel

insight on the roles for these proteins in mediating internalization in hemocyte subtypes.
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