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,DNA 1.2.7
4 000 r/ min S min s
1.2 50 mL BMMY (10 g/ L
,20 g/ L ,13.4 ¢/L YNB, 0.4 mg/ L
1.2.1 DNA )
, 0.5% ,pH 6.0) ,28 C, 200
DNA v/ min 144h.  24h  500uL,
5% 500 UL,
1.2.2 Dex 1.2.8 Dex
( : 5637491) pDNs M al, 6
HF4  Dex Lo Dex , (U) 40 C pH
5.5 , T 2000
1.2.3 Dex 1 Bmol .
Do _ 1.2.9 Dex SDSPAGE
(P1): $-TCGCGAATTCAT GGGCA CT ACGAA TA- 50 mL BMMY
ATACCCA-3 | (P2):5-ATCTGCGGCCGC , 120 h , 4000 r/ min 5 min
GGAAACCTGGAAATGTCCTTATT-3 . , 20 BL  10UL 10X ’
Pl EcoRI P2 5min, 10 UL SDS-PAGE.
Not | 12% ( ), 5% ), Bio-
) D ex PCR Rad , 120 V, 90 min.
Dex , 2 000 bp.PCR
:95 C,4 min;94 C, 1 min; 56 C, 1 min; 72 2
C, 1 min; 30 ;72 C,10 min.
1.2.4 pPICZaA-Dex 2.1 PCR Dex
PCR pPICZaA  EcoR1 Not Dex , P1 P2
I s 1% Dex . 1%
, T4 16 C , , 2 000 bp
1 UL 10x T4 ,1 UL T4 DNA (1),
, 4 UL Dex , 1 UL pPICZaA, 3 ML
CaClz DH5a, Zeocin(25 bp
Ho/ml) LB ,37 C 16 h,
.CaClz [11].
1.2.5 2000
, DNA Sacl 1500
, X33 500
, Zeocin( 100 Hg/mL)  YPD( yeast extract
peptone dextrose medium) , Dex
X33
(11]. Lane M.DNA Marker; Lane 1~ 5. Product of PCR.
1.2.6 1 PCR
Fig.1 Agarose gel electrophoresis of PCR product
25 mL BMGY (10 g/
L ,20 o/ L 134 /L YNB, 0.4 5 , pPICZaA-Dex
mg/ L , 1% ) .28 C, 200

24 he

r/ min

PCR Dex pPICZaA
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M 1
Lane M. 1 kb Marker; Lane 1. PCR product of
pPICZaA-Dex.

B 2 pPICZaA-Dex PCR % 5E
Fig. 2 PCR identification of pPICZaA-Dex
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12 M
Lane M. 1 kb Marker;Lane 1~2. pPICZaA-Dex digested by
EcoRT #l Not 1.

B 3 pPICZaA-Dex W EH] % &
Fig. 3 Restriction indentification of pPICZaA-Dex

EcoR 1 Not [ ,
DH 5a, Zeocin( 25 Vg/ 1) LB
PCR EcoR1 Not
I , 2 000 bp ( 2,3,
Dex pPICZaA ,
pPICZaA- Dex.
2.3
pPICZaA-Dex  Sacl .
X33 s Zeocin
(100 B¢/ mL)  YPD
7 )
4 . 4 , ,
120 h 29.2 U/ mL.
2.4 SDSPAGE
2.3 , SDS-
PAGE, 5 , 66. 2 ku
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Fig. 4 The curve of enzyme activity of reconstructed

Pichia pastoris

Lane M. Marker;Lane 1. 24 h;Lane 2. 48 h;Lane
3.84 h;Lane 4. 96 h;Lane 5. 120 h;Lane 6. 144 h.

B 5 W4%EREESRE™Y SDS-PAGE 41t
Fig.5 SDS-PAGE result of the product of reconstructed

Pichia pastoris
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Cloning of a Recombinant Dextranase and Its Expression in

Pichia p astoris

ZHONG Lt juan, Bwegendaho Damien, CHEN Long jun, LING Xue ping,
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HE Ning, LU Ying hua
(College of Chemistry and Chemical Engineering, Xiamen Univeristy, Xiamen 361005, China)

Abstract: The @ 1, 6 dextranase gene was amplified from a synthetic &1, 6 dextranase gene derived from Penicil lium minioluteum

HE4 and was inserted into plasmid pPICZa A.The recombinant plasmid named pPICZaA- Dex was identified by PCR and enzyme dr

gestion, and was then electrotransformed into Pichia pasioris X33.The recombinant Pichia pastoris X33 was induced to express the

dextranase using methanol. T he enzyme activity reached 29. 2 U/ mL after 120 h of induction. The size of the recombinant & 1, & dex-

tranase is approximately 67 ku analyzed by SDS PAGE, which is consistent with the theoretical molecular weight.

Key words: « 1, 6 dextranase; Penicillium minioluteum; Pichia p astoris



