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:11 5-CTGGCTAGCGTTTAAACTTAAGC-3'
" 5 CACAAGAAAACAAGTTTCCAAAGTTGAAA-
CATGGTAAGCTTAAGTTTAAACGCTAGCCA-3'
s 5'-AACTTTGGAAACTTGTTTTCTTGTGCG-
GTCTGCTCATTGGGACCTCAGCAGAGCCCATT -3/
M 5'-GCCTGACGGGGTTCAATGGGCTCTGCT-
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A5 5" TCAGCAGAGCCCATTGAACCCC-3'
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:61 5'- ATACTCGAGCTAGAGAGCATTTGCG-3'
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PCR product of xynA; 2. BTEX] I Negative control.
B 1 xynA BJ RT-PCR # 145 R
Fig.1 Amplified product of xynA by RT-PCR
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Fig.2 Homology tree based on amino acids sequences

of Aspergillus niger xylanases gene
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M. DNA marker DL 2 000; 1. SPA E & L fft PCR % Over-
lap extension PCR product of SPA; 2. FAM: %} Negative control.
B 3 SPA K PCR¥ LR
Fig.3 Amplified product of SPA by PCR
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Fig.4 Map of recombinant expression plasmid
pcDNA-SPA and identification of recombinant plasmid
pcDNA-SPA by enzyme digestion
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M. DNA marker DL2 000; 1. 541 J§i ki pcDNA-SPA # 4 PK15
i) RT-PCR /=4 RT-PCR product of PK15 ransformed by pcD-
NA-SPA; 2. K% 4 PK15 # RT-RT-PCR product of untrans-
formed PK15 cells.

5 RT-PCR #ill xynA mRNA 7£ PK15 28 Bl th 1) 3% %
Fig.5 RT-PCR analysis of xynA mRNA
expression in PK15 cells
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WA R BEEG LR B 2850 AR ST & A A
S TR A A TR — 2P ST SRS HGE R
8 AR R E I AT pH A BURR, 7E AR R pH A (2~
IDZER H 30 °C PR 3 h, H AR WIS 1 ¥ 7%
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TR 2 Y A 0 T 0 R O U A, 2 AR R 7S R #
Y 06 P 20 R U A T T L R T B A R ]
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Abstract

The mature peptide coding sequence of xylanase gene xynA was amplified by RT-PCR

from Aspergillus niger GIM3. 452 total RNA extracts. The result suggested that the mature peptide se-

quence of xynA was consisted of 927 bp, and encoded 308 amino acids. Then, the mature peptide se-

quence and signal peptide sequence of pig parotid secretory protein gene were splicing by overlap exten-
sion PCR (SOE-PCR). SPA was subcloned into the eukaryotic expressing plasmid vector pcDNAG6/
His™ A. The recombinant plasmid pcDNA-SPA was identified by PCR, enzyme digestion and DNA se-
quencing. The result showed that the recombinant plasmid of pcDNA-SPA was constructed correctly.
Meanwhile,the PK15 cells were transfected with pcDNA-SPA by cationic liposome,and the mRNA of

the target gene was determined by RT-PCR. The maximum yield of the recombinant xylanase in cell cul-

ture medium was 7.6 IU/mL.

Key words Aspergillus niger; xylanase; xynA

gene; eukaryotic expression
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