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(BMGY)1 L :YNB13.4¢ L™ (pH 7.0) 3
10 mL 0.4 mg 1 mol * ™' pH 6.0 1.03% ~1.18% NaCl
100 mL ( Oxiod) 10 g 0.02 mol + L' (pH 7.0)
( Solarbio) 20 g. 2.5 mL * min™"
(BSM)1 L :85%  26.7 mL SDS-PAGE.
CaSO, 0. 93 ¢ K, SO, 18.20 ¢ MgSO, * 7H, 0  1.2.4 FT@EBHBHBOER (1)
14.90 ¢ KOH 4. 13 ¢ 40. 00 ¢ PTMI 0.75 mL 1% ( 0.05 mol
4.35mL. 25% pH 5.0. L™" pH 5.0 )
PTM1 1L :CuSO,6.00 g Nal 0.08 g 0.25 mL 50 C 10 min
MnSO, 3.00 g Na,MoO, 0.20 ¢ H,BO,0.20 g CoCl, 5 min 4 000 rpm 15 min 35-
0.50 g ZnCl, 20.00 g FeSO, * 7H,0 65.00 g ( DNS) (
0.20 ¢ 5 mL. ) 1 mol
1.2 1
1.2.1 Bk T E 05T A (i)
~ 80 ( pPIC9K-csn/GS115) (30 40 50 60 70 80 *C)
YPD 30 °C 60 min
48 h  GSII5( csn) . YPD (i) pH
50 mL YPD 200 ml. pH — 3-~9
30C 250 r+ min”! ! pH
18 h. 10% 20 ml. 30 °C 6h
200 mL BMGY 1L :
30 C 250 r * min "' (iv) : 750 plL 1%
0Dy, 6.0 . ( 0.05 mol » L™' pH 5.0
1.2.2 5 RESG LA 2 L BSM ) 250 pL 50 °C 6 h.
51 30C pH 5.0 G (
20% ~30% . : : =5.0:5.0:4.0:
( ) 0.3). 0.2% /
0.5h 50% ( ) PTM1
12mLeL" 180 g = 7'
0.5h 7.2 mLeh" 2
100% PTM1 12 mL « L' 4 h
20 mL * h™' 100% 2.1
(PTMI 12 mL * L7") 25% 12%  SDS-PAGE
pH 12h 5 mL
72 h .
12% SDS-PAGE 25 kDa
( 1).
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-20 C
75%. -20 C 2h 4 °C 4 000 rpm
15 min .
0.02 mmol * L' (pH 7.0)
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4C
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SP Sepharose Fast Flow (18 mm x 1
200 mm ) 5 mL * min~' 0 02 mol *
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The Study on High Density Fermentation of Recombinant Chitosanase from
Aspergillus fumigatus in Pichia pastoris and Characterization of
Recombinant Chitosanase

QIU Liang' YANG Ping’ DONG De-gang' YANG Li* WANG Man-ying' >
(1. Biotechnology Center Jiangxi University of Traditional Chinese Medicine Nanchang Jiangxi 330096 China;
2. Jiangxi Cooperation Demonstration Base of Food Science and Biotechnology Research

College of Life Science Jiangxi Normal University Nanchang Jiangxi 330022 China)

Abstract: The recombinant Pichia pastoria strain infected with pPIC9-esn/GS115 for expression of chitosanase was
high cell density cultured in a 5 L fermentor. As a result the yield of chitosanase was 4 200 U * mL™" the chitosa—
nase fermentation product was purified to above 95% by ethanol concentration dialysis and cation exchange chro-
matography. In addition the recombinant chitosanase showed the same mode of action as the wild chitosanase pro—
duced the final product chitotriose and were optimal at the temperature of 60 °C and pH of 6. 0.
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