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Construction of SSH library from haemocyte of variously
colored abalone challenged with bacteria and differential
expression analysis of macrophage expressed protein
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Abstract: Abalones are considered to be the most precious delicacy from the sea, and become very important commercial
seafood in aquaculture worldwide. Variously colored abalone (Haliotis diversicolor Reeve, 1846) has been widely cultured
on the southeast coast for more than twenty years. However, abalone culture frequently suffers from bacterial infection and
mass mortality of reared abalones causes serious economic losses. Unfortunately, knowledge of the defense mechanism in
this animal is still lacking. In this study, using suppression subtractive hybridization (SSH) technology, a forward SSH li-
brary was constructed from haemocytes of H. diversicolor, with the content of 1.37><10° pfu and the recombinant rate of
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98.18%. After the recombinant plasmids were sequenced, partial cDNA of macrophage expressed protein (MEP) was

recognized based on BLAST searches in NCBI, with the size of 1 551 bp, and continuously encoding 517 amino acids.

Semi-quantitative PCR and quantitative real-time PCR results showed that MEP ¢cDNA was distinctly up-regulated in

haemocytes of the bacterial-challenged group compared to the unchallenged group. The gene information obtained from this

library will provide new insights into the immune mechanism of H. diversicolor and facilitate future study of target genes

involved in the response to invading microorganisms.

Keywords: variously colored abalone (Haliotis diversicolor); haemocyte; bacteria; SSH; macrophage expressed protein;

perforin-like; differential expression analysis
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Identification of recombinant plasmids from SSH library
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Fig. 3 Partial nucleotide and deduced amino acid sequences of MEP and sequence alignment

H. diversicolor MEP gene (GenBank accession number EU272049) was underlined. Primers for semi-quantitative PCR and real-time PCR
were marked using arrows.



1048 4 f# HEREDITAS (Beijing) 2008 30

bp bp
2 000
2 000

1 000 1000

250 250

100 100

MEP Actin

¥ F = PCR 4341 MEP £ & 7£ 4 2 K 55 40 70 4 38 £h 7k 34 R 4H 86 I ik B 48 B8 SMART PCR cDNA FE R R
D: (T 'S MEP  actin ; M: DL2000 marker

Fig. 4 Differential expression parterns of the MEP gene between the bacterial-challenged group and the unchallenged group
by semi-quantitative PCR
D: The unchallenged group; T: The bacterial-challenged group; S: The standard PCR product of the MEP or actin genes; M: DL2000 marker.
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