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Abstract: The fermentation condition of a recombinant strain to produce chitinase in Pichia pastoris was smdied in this paper. By the shaking flask, the
influences of inducing time, pH> methand» oleic acid on the expression o chitinase were investigated . Results showed that the highest productivity of
chitinase was obtained when induced for 108 hours. The expression of chitinase was repressed when pH was lower than 5.5 and the optimum condition
was pH 5.5 ~ 6.0.The optimum concentration of methanol was 1% .The protein expression can be improved greatly when added 0.05% oleic acid.
On the basis of these: the recipe of fermentation medium was optimized through erthogonal experimental design. The optimal conditions were found and
the amount of protein expression reached 171.99mg/Ls chitinase activity 49.58U/mL under the conditions.
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1.2.1 YPD 1.0% 2.0% 1.6
1.0% 4°C 15000r/min  15min
1.5% BMGY 1.0% 1.0%
2.0% 0. Imol/L 1.34% 1.7
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U 8
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18h
10% BMGY 24h 2
BMMY 12h 2.1 pH
30C 200r/ pH
min 30mL/150mL pH
pH6.0 121.20mg/L
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C>D>A>B C SPSS
11.5 CDA
1
A B C D
M1 1 1 1 1 19.96
M2 1 2 2 2 32.60
M3 1 3 3 3 39.61
M4 2 1 2 3 47.78
M5 2 2 3 1 42.52
M6 2 3 1 2 29.71
M7 3 1 3 2 41.26
M8 3 2 1 3 32.16
M9 3 3 2 1 26.77
1 30.72 36.33 27.28 29.75
Il 40.00 35.76 35.72 34.52
Il 33.40 32.03 41.13 39.85
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, pH 6.0
F
A 410.634 2 205.317 18.905 * %
B 98.088 2 49.044 4.516 * . )
Mut P . pastoris
C 877.398 2 438.699 40.393 *® %
72h ~ 80h
D 459.401 2 229.701 21.150 * %
108h
195.492 18 10.861
BMGY BMMY
Foos 2 18 =3.55 Fye 2 18 =6.01
2.6 P . pastoris
1.0% YNBO0.67% 21
1.5% 3
171.99mg/L 49.58U/mL
3 pH
P . pastoris
1 2 3 P
/ mg/L 170.32 174.14 171.52 171.99
/ U/mL 50.86 47.90 49.97 49.58
3
P . pastoris AOX 1 2003 pp.341 ~ 648.
AOX 2 2000 1 43 ~46.
AOX 3 Cottrell M T Moore J] A Kirchman D L. Applied and Enviromental
Microbiology 1999 65 6 2553 ~ 2557.
4 1999 20 2 99 ~
1% 101.
5 1998 32 4
389 ~ 393.
6 Svitl A L. Chadhain S M N Moore J A et al. Applied and
24h 12h
Environmental Microbioligy 1997 63 2 408 ~413.
7 2000 pp.
42 ~47.
8 2001 27 2 1~3.
pH 9 2001 31 2 26~29.
10 Snyder W B Faber KN Wenzel T J et al . Molecular Biology of the
Cell 1999 10 1745 ~ 1761.
pH 11 Kaoru K Shinobu K Tomoshi O et al. Journal of Bioscience and
Bioengineering 2000 89 5 479 ~ 484.
pH pH 3.0 pH 12 2005 25 3 17~

21.
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