Acta Entomologica Sinica May 2008 51 5 459 — 465 ISSN 0454-6296

Bmimd

400716
Drosophila immune deficiency imd
imd
Bombyx mori Bmimd 1092bp 4 3
open reading frame ORF 750 bp 250 28.6 kD Bmimd
receptor interacting protein RIP
PET-50b 2 6xHistag 1 Nus Tag Western blotting
Bmimd 5 4
imd
Q966 S881.2 A 0454-6296 2008 05-0459-07

Cloning expression and sequence analysis of Bmimd an innate immunity

gene in the silkworm Bombyx mori
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Abstract The cascade of innate immunity in organisms was regulated by a set of genes. The gene immune
deficiency of Drosophila plays an important role in the pathway of humoral immunity. We got a homolog of
Drosophila imd from Bombyx mori successfully through silico cloning and named it Bmimd . The gene is
1 092 bp in length consisting of 4 exons and 3 introns containing an ORF of 750 bp encoding a protein with
250 amino acids and the predicted molecular weight is 28.6 kD. Bmimd contains a death-domain which is
similar to mammalian RIP by sequence analysis. Prokaryotic expression of the gene recombinant with six-His
tag and a Nus Tag was successfully carried out through sub-cloning into PET-50b vector. The result of Western
blotting showed that the gene was expressed in head fat body germen cuticle and midgut but its expression
was not detected in silk glands of the silkworm.
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TAGGGCATTCCTTAAGCTTTGGCAATGGATCTCAGACTGACAGAAATAAATACCACAGCACAACAAAAATAAATCTAAGTATTTAATAGTTT
CTTTTTTTGTGAAATTTTCTTAATATTCGTAGTTTTAATGTTGGTAACT TGAATTACCAGACTCTTATTTTATTATTTCTAAAAACATACCA
ATTTTTTGTGTGTTTGTTTAATCAATTAATGT TAAACGCTAAACGGATGTGATATATGAGTATGCTTTGATTATTTGTCTGTGAATGTGTGT
ACCATAAAACATTTACGACAACATTATCTCTTTGTTTGCATTAAGGAAAT TTAAAATACAACAATGGCCACTTTAAAAACAAAGCTATCG
M ATLEKTEKTLS
GAATTTATCAAGGGTTTCAGAACTGATGCTGTGCCAAGACAGCCTCGACCAGTAAATGTTGACTTTGACCATCAAGTACCACCGGAAGCC
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AKKEETCDDSDPEEETLIVEKTGLTIEKTVHMEKA AT
AAG | CCGGAAGATGAGCATTTAGATTACATATCGAAGAATATGGGTAAAACATGGCGCAAGTTCTTCCGGAAACTCGGCTTCACCGAAGGC
K PEDEHLDTYTISEKNDMGEKTTWREKTFTFREKLGPFTEG
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AACTAA
N £

3 Bmimd  c¢DNA
Fig. 3 The cDNA sequences and deduced amino acid sequences of Bmimd in silkworm

Primer-binding regions are marked with arrowhead. The exon boarders are indicated by vertical bar.
The death domain site is double-underlined and the site of signal peptide is marked with dash.
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Fig.6 Result of Bmimd protein by SDS-PAGE A and Western blotting B in different tissues
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