Aalborg Universitet
AALBORG UNIVERSITY

DENMARK

High-level expression of the native barley a-amylase/subtilisin inhibitor in Pichia pastoris

Ollendorff Micheelsen, Pernille; Rahbek @stergaard, Peter ; Lange, Lene; Skjgt, Michael

Published in:
Journal of Biotechnology

DOl (link to publication from Publisher):
10.1016/j.jbiotec.2007.11.012

Publication date:
2008

Document Version
Publisher's PDF, also known as Version of record

Link to publication from Aalborg University

Citation for published version (APA):

Ollendorff Micheelsen, P., Rahbek @stergaard, P., Lange, L., & Skjgt, M. (2008). High-level expression of the
native barley a-amylase/subtilisin inhibitor in Pichia pastoris. Journal of Biotechnology, 133(4), 424-432.
https://doi.org/10.1016/j.jbiotec.2007.11.012

General rights
Copyright and moral rights for the publications made accessible in the public portal are retained by the authors and/or other copyright owners
and it is a condition of accessing publications that users recognise and abide by the legal requirements associated with these rights.

- Users may download and print one copy of any publication from the public portal for the purpose of private study or research.
- You may not further distribute the material or use it for any profit-making activity or commercial gain
- You may freely distribute the URL identifying the publication in the public portal -

Take down policy
If you believe that this document breaches copyright please contact us at vbn@aub.aau.dk providing details, and we will remove access to
the work immediately and investigate your claim.

Downloaded from vbn.aau.dk on: May 10, 2024


https://doi.org/10.1016/j.jbiotec.2007.11.012
https://vbn.aau.dk/en/publications/076e5b8c-1ad4-4be4-a066-5900c780a4b2
https://doi.org/10.1016/j.jbiotec.2007.11.012

High-level expression of the native barley alpha-amylase/subtilisin inhibitor in Pichia
pastoris.

Author(s): Micheelsen, Pernille Ollendorff; Ostergaard, Peter Rahbek; Lange, Lene; Skjgt, Michael

Organization: Department of Biology
Type: Research: Article
Journal: Journal of Biotechnology

An expression system for high-level expression of the native Hordeum vulgare alpha-
amylase/subtilisin inhibitor (BASI) has been developed in Pichia pastoris, using the methanol
inducible alcohol oxidase 1 (AOX1) promoter. To optimize expression, two codon-optimized
coding regions have been designed and expressed alongside the wild-type coding region. To
ensure secretion of the native mature protein, a truncated version of the alpha mating factor
secretion signal from Saccharomyces cerevisiae was used. In order to be able to compare

Abstract: expression levels from different clones, single insertion transformants generated by gene
replacement of the AOX1 gene was selected by PCR screening. Following methanol induction,
expression levels reached 125 mgL(-1) from the wild-type coding region while expression
from the two codon-optimized variants reached 65 and 125 mgL(-1), respectively. The
protein was purified and characterized by Edman degradation, liquid chromatography mass
spectrometry and insoluble blue starch assay, and was shown to possess the same
characteristics as wild-type protein purified from barley grains.
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