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Construction of a Subtractive cDNA Library for Infective Larvae of Ascaris suum
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Abstract: The objective of present study was to construct a subtractive cDNA library for infective
larvae of Ascaris suum , for the identification and cloning of differentially expressed genes in infec-
tive larvae of A. suum. The subtractive cDNA library for infective larvae of A. suwum was con-
structed with the technique of suppression subtractive hybridization (SSH) using the PCR-Select
cDNA Subtraction kit (Clontech) after subtraction with cDNAs representing other developmental
stages (adults, eggs, 1.3 and late 1.3). The specificity of the constructed archives was determined
using Southern dot blot, followed by sequencing of 45 random clones showing significant expres-
sion in the infective stage. The results showed that the the subtractive cDNA library for infective
larvae of A. suum specific was highcy as confirmed by Southern Dot Blot. 40 of the 41 valid ESTs
had significant similarities with that of other known genes, mainly representing 1.3 genes and fe-
male head gene of A. suum. One EST may represent a new gene. The successful construction of
the subtractive cDNA library for infective larvae of A. suwm provides a foundation for further
studies of genes related to the infectivity and migration of A. suum larvae.
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Fig. 1 Analysis of total RNA from Ascaris suum in-
fective larvae and L3 by agarose gel electro-

phoresis
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Fig. 4 The representative results of Southern dot-blot

analysis of the subtractive efficiency
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Table 1 Information for the ESTs from the subtractive library of infective larval of A. suum verified by dot-blot
0 1 ) 5 K PR AR RL 1 414~ EST
Putative homologues Identity/ % B AR /K
A. suum 1.3 ¢cDNA clone As-1.3-33E08 57, mRNA 99 20
C. elegans ribosomal protein, 72 1"
Large subunit family member (rpl-31)
A. suum female head pAmP1V2 Chiapelli McCarter, mRNA 98 10
A. suum 1.3 ¢cDNA clone As-1.3-33E07 5, mRNA 98 7
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