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1-6
AOX 1.1.2 20 /L
AOX 3.4/l NH, ,50, 10 g/L 15 g/L CaSO,
2H,0 0.93 g/ MgSO, 7.28 /L. KOH 4.13 g/L. K,S0,18.2 ¢/L.
AOX 30 ml/L H, PO, 26.7 ml/L. 0.2 g/L 4.3
AOX mlJ/L 160 mg/L
AOX CuSO; 5H,02.0 g KI 0.088 g
S MnSO,; H,03.0 g Na,MoO; 2H,00.2 ¢ H; B0, 0.02 g CoCl,
- 6H,00.5 g ZnCl, 7.0 g FeSO, 7TH,0 22 g 0.2¢g
H,S0, 1 mL 1L 121 °C 20 min
1.1.3 AOX 0.2 mol/LL
1.1.4
AOX 1000 mL. 100 mL
28 °C 200 r/min 48 h
3000 r/min 10 min
AOX
AOX
AOX P . pastoris 1.2
1 160 mg/L.
AOX 28 C
1 28 C 100
1.1 20 s 1
1.1.1 Pichia pastoris
600 nm
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Fig.1 Equipment for measuring the activity of alcohol oxidase ~o- With methanol
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Fig.2  Comparison of the effect of methanol to oxygen-comsume
7.168 mg/L
9.56 mg/L 160 mg/L 2.2 AOX
AOX
To, 1 pH
Do 28 C
r X
ro, = % max _ k x e, x ODgy x DO 1 AOX AOX
> K, + DO K, + DO
9 28 C
1o, 160 mg/L
40, % DO hxe x DO ) ol
9 ="K, + DO T K,+ DO
O To, ™ bo — 2.2.1 pH pH
e, — k— K,— 0.2mol/L
ODgoo— 90y 3
1
qo.—
0, oH
K, 9
pH 4.9 7.4 16%
AOX pH
AOX AOX pH6.2
2 1 pH AOX
2.1 Table 1 Oxygen consumption ratios of the AOX under different pH
AOX pH 4.9 5.3 6.2 6.6 7 7.4
AOX DO/ t/0Dgy 0.453  0.473  0.508 0.505 0.522 0.524
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Fig.4 Effect of concentration of P. pastoris to oxygen-consume 160 mg/LL
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Fig.5 Relationship of oxygen-consume and concentration of P . pastoris
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The Measurement of Intra-cellular AOX in Recombinant Pichia pastoris

GU Xiao-Yong LI Qiang”

CAO Zhu-An
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Abstract The activities of intracellular alcohol oxidase AOX in recombinant P. pastoris expressing Pro-UK were determined

by a self-designed dissolved oxygen measuring equipment. The enzyme vitality and specific enzyme vitality were defined nd the

condition for detecting the enzyme vitality was also established. The experimental results showed that with a certain quantity of

biomass in a phosphate buffer containing methanol the consuming rate of dissolved-oxygen reflected the enzyme vitality of intra-

cellular AOX. It was also found that the pH of the buffer could be very freely between 4.7 and 7.4 and the suitable optical dersi-

ty of cell concentration at 600 nm was between 0.5 and 2.0. Furthermore the values of g, and K,, of AOX versus oxygen

consumption  which were 0.409 s~' and 0. 16 respectively were calculated. It is a simple and sensitive and feasible method for

quick measuring of AOX.
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