33 5 Vol.33, No.5
2006 JOURNAL OFBEWINGUNIVERSITY OF CHEMICAL TECHNOLOGY 2006
( : 100029)
(rHsA)
( ) rHSA
Tricine SDS PA GE
X (EDX) ,
23.2%, 0. 0069, 35
: Q939.9
1.2
, YPG: 1.0%,
. : 2.0%,  2.0%: BSM :
0.93g/L , 18.2g/L , 14.9g/L ,
: 1.47g/L, 2mL/L,  40gL,
o 10g/L , (pH 6.0) 0.1 mol/ L
- : 6.0g/L,
’ 0.08g/L , 3.09L, 0.2gL,
’ 0.02g/L , 0.5g/L, 0.5¢/L,
(SeMet , SeCys) 20.0 g/L, 65.0 g/L ,
(HSA) 5.0mL/L, 0.2¢/L
41
1.3
’ ’ 1.3.1 50u L 5mL YPG
’ 30 1822h, 100
' mL 500 mL
' ’ 1801/ min, 30 8
pH 6.0  48h
1 [l
1.1 28  pH 7.005%1  12h
Pichia pastoris GS115/ rHSA Mut® 0.5% 10 mg/ L ,
9%h
. 2005-11-15 1.3.2 7200
11982 r/ min 5min, : 60 3
* h ,L10000 r/ min 10 min

E mail : jingchunchen @hotmail . com

; 30k



.24 .

2006

1.3.3

DEAE Sepharose FF
280 nm

0. 005 mol/ L

0.20 mol/L Nad

8. ol"]
1.3.4
10mL

; 1.5mL
10 min

10000/ min

1.4

[10]

; Tricine SDS PA GE

X

[12]

mg/ L ,

Table 1 Concentration by weitght of cdlsin the samples
containing selenium and control

6.4;

[9]

[11]

(EDX)

12 h

|pH

(8]

/g-mL"?t
/h
0 0.104 0.102
12 0.112 0.120
24 0.118 0.136
48 0.116 0.132
72 0.098 0.126
96 0.080 0.110

2.2
Tricine SDS PA GE
, 10 %
66500, M
66200 ,rHSA

10

48h

(BSA) ,
45000,

24 h

1

135,77
3.4

;2,4,6,8

1 rHSA Tricine SDS PAGE
Fig.1 Hectrophoredspatternon Tricine SDS PA GE

2.3 EDX

1.21 %,

co

;1,2

;7,8

0.99 %,



5 . 25 .
23.2% , 23.2%, 0. 0069,
rHSA , 35
2
Table 2 Chemica compostion of the samples
containing selenium
! % I % [1] Wanger P D. Sdenium in the treatment of heawy metal
59 25 67 74 poioning and chemica carcinogeness[J]. J Trace Eem
Hectrolytes Hedth Dis, 1992, 6: 209 - 225.
O 16.76 14.38
6.99 121 2 ' o
: : [J]. : , 2004, 25
3 (5) : 626 - 631.
3] Suhgda A, HegoeziqJ, J B, et al. Preparation of
Table 3 Chemicd compostion of the control (3] Aca epeaq anen eparation
slenium yeasts |. Preparation of sdenium-enriched yeast
[ % [ % Samharomyocss cerevisiae [J]. J Trace Hem Med Bio,
71.90 80.34 2000, 14(1) : 43 - 47.
o 22.25 18.67 [4] , ‘ .
5.85 0.99 [31. , 2000, 20(5) : 39 - 42.
[5] Keoru K, Shnobu K, Tomoshi O. Highrleve expresson
2.4 of recombinant human serum abumin from the methy-
lotrophic yeast Pichia pastoris with minima protease pro-
, B-31 AFS9130 Jitian duction and activation [J]. J Biosti Bioeng, 2000, 89
(China) 4, p1 (1) : 45- 61.
P2 (6] ' '
J]. : )
Ps N
2004, 31(4) : 9- 11.
0. 0069 0. 0002 ] .
) ’ ) ! [J]1. , 2002, 28(4) :
! 341 - 345.
(8] . [M].
4 ,2000: 61 - 62.
Table 4 Comparison of sdenium concentration of the sanples (9] ' , , Pichia pas-
toris [J].
pymgL tpodmgL tpymgL? , 2001, 27(6) : 605 - 609.
[10] : , : 1,3
0.46 0.069 10 0.0069 [3]. . 2001,
[11] J, EF, J.
3 [M]. , , .2
, 1998: 880 - 887.
[12] : ,

J1.
, 1997, 14(1) : 27 - 29.



[7] . [M]. : , [J]. , 1997, 7(5) : 26 - 30.
1998: 16 - 22. [10] ) [M].
[8] , : : , 1991: 164 - 165.
[J]. , 2005 , [11] , )
23(2) : 41- 44. [J1. , 2005 (5) : 19- 23.
[9]

Sudy on optimum conditions of cell disuption of the Agrobacterium
tumef aciens grain with antioxidant

LUAN Me-li  YUAN Qi-peng

(College of Life Science and Technology , Beijing Universty of Chemica Technology , Beijing 100029 , China)

Abstract : In this paper , the effects of milling , disruption with organic olvent and ultrasonic on disruption of
Agrobacterium tumef aciens K Y-3085(A TCC 4452) Strain were compared. The results showed that the yied of
CoQ1o was 5. 703 mg/ L when mixing time was 3. 5h, on the condition of disruption with organic slvent. The
orthogonal experiment by ultrasonic cell disruption indicated the optimum conditions were 40 mg/ mL concentrar
tion, 12min, 250 W. Compared with above , milling with quartz and acetone was the best when the antioxidant
BHT (2 ,6-Di-tert-butyl-4- methylphenol) was added. In this method, the yidd of CoQo was 8.012mg/L , in
creased of 38 percent. The optimizated addition of antioxidant BHT was 20 %.
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SHenium incor poration into recombinant human
serum albumin in Pichia pastoris

CHEN S REN Rui CHEN Jin-chun

(College of Life Science and Technology , Beijing Universty of Chemicd Technology , Beijing 100029 , China)

Abstract : The transgenic yeast Pichia pastoris cultured for high level expresson of rHSA wasfed with N&SeO3
during the induction phase in order to investigate incorporation of selenium into rHSA. After fermentation, the
supernatant was processed by heat treatment , ultrefiltration, ion exchange chromatography and acetone precipi-
tation and the molecular weight determined by Tricine SDS PA GE. Energy digersve X-ray andyss (EDX)
and atomic absorption ectrosopy (AAS) were then used to determine the selenium concentration. The results
indicated that Na,SeO3 directly afects cell growth and rHSA yied. Furthermore, the experimenta sample is
found to contain 23. 2 % more sglenium than the control (no addition of NaSeOs) and the ratio of sdenium to
rHSA is 0. 0069, which is about 35 times higher than the control.

Key words: Na,SeOs; recombinant human serum albumin; Pichia pastoris



