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2
Fig.2 Plate detection of partial transformants
The forth colony from left in row 4 is negetive control The second colony

from right in row 6 is positive transformant.

2.4 o-
7 2mLYPD 30°C
72h a-

1 o-
Table 1 ~ Determination of secreted activities of acid a-amylase
and glucoamylase of engineered distiller’ s yeast

Transformants 1 95 198 229 348 470 530

a-amylase/ U/mL 1.341 0.563 0.300 0.563 1.268 1.275 0.458

Glicoamylase/ U/mL  2.313 1.617 2.496 2.747 2.652 2.660 1.209

2.5 o-
pH
8 .
a- pH2.0 ~ 5.5 pH
3.0~4.0 pH
65C 15°C
20%
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2.6 o-
No. 1 348 470 YPD
10 5
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72h a-
2 1 348
a- 5
10 470 10
a-

2
Table 2 Stability test of engineered yeast no.1 348 and 470

Strain/transfer times Acid a-amylase/ U/mL. Glucoamylase/ U/mL

Strain 1 1.751 1.170
Strain 1/5 times 0.908 1.023
Strain 1/10 times 1.099 0.752
Strain 348 0.919 0.677
Strain 348/5 times 1.103 0.977
Strain 348/10 times 0.806 0.887
Strain 470 1.478 1.218
Strain 470/5 times 0.495 0.195
Strain 470/10 times 0.653 0
a-
cDNA AS 2.346
rDNA
9
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Integrations and Coexpression of Acid a-amylase and Glucoamylase from
Aspergillus niger in A Distiller’ s Yeast AS2.346

WANG Hai-Yan®

QIN Jun-Chuan®

WANG Ao-Quan'®  TANG Guo-Min'"

! State Key Laboratory of Microbial Resources Institute of Microbiology Chinese Academy of Sciences ~ Bejing 100080  China

2 Department of Biochemistry — State Key Laboratory of Pharmaceutical Biotechnology Nanjing University ~Nanjing 210093 China

Abstract The expression cassettes of acid a-amylase and glucoamylase GA were constructed by insertion of acid a-

amylase ¢cDNA and GA ¢DNA from Aspergilus niger between yeast ADH1 and PGK promoters and terminators respective-

ly. The two expression cassettes were ligated onto the same vector pWHY which contains yeast tDNA sequence resulting

the plasmid pWAG. The two foreign genes were integrated into chromosome of a distiller’ s strain AS2.346 by co-transfor-
mation of pWAG and a YEP type plasmid pBEJ16 carrying the selection marker G418" . The stable double functional engi-

neered distiller’ s yeast simultaneously expressing extracellular acid a-amylase and GA were obtained.

Key words Acid a-amylase Glucoamylase Secretion expression Double functional distiller’ s yeast

Foundation item Chinese National Programs for High Technology Research and Development 2001AA214151

* Corresponding author. Tel 86-10-62629398 E-mail tgmwaq@ yahoo. com. cn

Received date 09-02-2003

2004-ISBN 7-03-011586-4/Q). 1280
16 1500 198.00

ISBN 7-03-011581-3/Q.1279
16 138.00

ISBN 7-03-012588-6/Q.1351
16 38.00

ISBN 7-03-012401-4/Q. 1331
75.00

100717

16

010-64034622

hitp //www . lifescience. com. cn 010-64012501

© PERPEMEMMRDTIRG RIES

B http://journals. im. ac. cn





