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Alignment between serpins form N. bombycis and selected members of the serpin superfamily. Human ol-antitrypsin with “template” numbering and

assignment of secondary structures of the cleaved form is included as the top sequence. The alignment of sequences was made with Clustalx Cversion 1.83) and

shaded with BOXSHADE 3.21 Chttp: //www. ch. embnet. org/software/BOX _form. html). Residues that are identical or similar in serven or more of the ten

serpins are shaded in grey. The scissile bond is marked with an arrow. Accession numbers are: Homo sapiens al-antitrypsin (1QLP)» Manduca sexta serpin6
CAAV91026) Drosophila melanogaster serpinl (CAB63096), Pan troglodytes serine proteinase inhibitor (XP_001160054), bacterium Ellin514 serpin (ZP
02968432) > Nostoc punctiforme serpin ( YP _001865171); Macaca myLatta serine proteinase inhibitor ( XP 001091156 )5 Bombyx mori serpin6 (NP

001103823 Cowpox virus CPXV217 protein (NP .619997).
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Fig.2  Recombinant expression of NbSPN106 detected by SDS-PAGE.
M: Protein marker. 1: pGEX4T1-NbSPN106 expression protein without
IPTG. 2: Induced supernatant by ultrasonic treatment. 3: Purification of
pGEX4TI-NbSPN106 expression protein. 4: pGEX-4T-1 expression
control without IPTG. 5: pGEX-4T-1 expression control induced by IPTG.

The recombinant protein was denoted by arrow.
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Fig.3  Immunoblotting with anti-NbSPN106 against total protein of
Nosema bombycis » the protein of 45 kDa in size was detected. M: Protein
Marker. 1: Immunoblotting reactivity of the antirecombinant NbSPN106
antiserum (1:200 dilution) with a 45 kDa N . bombycis protein band. 2:
Immunoblotting reactivity of mouse sera (1:200 dilution) as negative

control .
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Identification of a new serpin gene (NbSPN106) from Nosema Bombycis

Meilin Tao' s Guoqing Pan', Huaicui Hu', Zeyang Zhou''*"
(! The Key Sericultural Laboratory of Agricultural Ministry, Southwest University, Chongqing 400716, China)
(? College of Life Sciences, Chongqing Normal University Chongging 400047, China)

Abstract: [ Objective ] Serpins from pathogens have been implicated in evasion of the host immune system. We identified a new
serpin protein (NbSPN106), analyzed its sequences and detected using Western blotting. [ Methods] Nosema bombycis proteins
with an expect score less than 1 x 1073 were checked against MEROPS database Chttp: //merops. sanger. ac. uk) by Local
Alignment Search Tool search and confirmed with Database of Protein Families and HMMS. Multiple sequence alignments were
performed using the ClustalX. The sequence encoding the mature protein was amplified by PCR cloned into the pGEX4T-1 vector
and expressed in Escherichia coli . Specific antiserum generated against the recombinant protein was used in immunoblot assay.
[ Results] A new serpin gene, named NbSPN106, was identified form Nosema Bombycis genome. The coding sequence of this
gene is 1155 bp length with a putative signal peptide and contains the conserved serpin sequences. A specific band of
approximately 45 kDa was recognized by the anti-NbSPN106 serum. [ Conclusions] The finding of serpins in Nosema bombycis
raises new questions about their possible role in pathogenicitys which deserves further studies.
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