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Fig 1 Secreted expression of E2 protein by
recombinant yeast in different time
1 ProteinMW marker; 2 96 h; 3 72 h; 4 48 h; 5 24 h

Fig 2 Secreted expression of E2 protein by
different recombinant yeast strains
1 X33; 2 Low-copied yeast strain;
3 High-copied yeast strain; 4 Protein MW marker
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induced w ith different dosesof methanol
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Fig 6 The D S-PA GE results of expression products

33

oonserved in different temperature

1 ProteinMW marker;2 - 20 ;34 ;4RT

BM GY

34

=3

pH

pH
35

8)

pH

[8]

4 BM GY BMM Y,
ODesw=3 0 35
oD 10 ,
pH
pH
, pH
pH ,
pH BMM Y )
60 65 ,E2
pH=8 0 ,
pH=60 65

b © 1994-2010 China Academic Journal Electronic Publishing House. All rightsreserved.  http://www.cnki.net

pH

(pH

pH



, 72h, 24h Q 5%
AOX1 , , 1 0%,
[9] , ,
[10] )
, , BMM Y
, pH pH
Q5% 1 0%, 8 0BMM Y
, 1 0% 48 h PRS pH 74
128 30 ,225r/min BM GY ,
ODswo 30 35 4
BMGY, pH 60 BMMY ’
[ ]
[1] . Ml 4 . : ,2001 147- 153

[2] KonigM ,Lengsfeld T, Pauly T. Classical svine fever virus(CSFV ): independent induction of protective mmunity by two structural
glycoproteins[J] V irol, 1995, 69(10): 6479- 6486

[3] , , - E2 AD M) , 2003, 18(2): 164- 168

[4] M ichael JO D. Over expression in Pichia pastoris and crystallization of anelicidor protein secreted by the phyto pathogenic fungus[J].
Protein Expression and Purification, 1996, 8: 254- 261

[5] Score C A,BuckholzR G, Clare J J The intracellular production and secretion of H M 1 envelope protein in the methylotrophic yeast
Pichia pastoris[J]. Gene, 1993, 136: 111- 119

[6] , , . [3] , 2000, (4): 33- 36

[7] Despreaux CW ,M anning R F. ThedacA geneof Bacillussthear other mophilus encoding for D -alanine carboxy peptidase: clone, structure

and expression in Escherichia coli and Pichia pastoris[J]. Gene, 1993, 131(1): 35

[8] , , . HSA [J]. , 2002, 42(1): 62- 68
[9] , , . 91 ,1999,19(2): 17- 2Q
[10] , , . Pl , 2002, 18(3): 348- 351

Secretion expression conditions optim ization of E2 protein A /O
antigenic domain of hog cholera virus in Pichia pastoris

XU Xue-ging, CAO Rui-bing, CA IM ei-hong, REN Xue-feng, ZHOU Bin, CHEN Pu-yan
(Key Lab d Animal D iagnostic and Immunology,M inistry o A griculture,N anjing A gricultural U niversity,N anjing, J iangsu 210095, China)

Abstract: W e induced the acquired recombinant Pichia pastoris strainsw ith the gene encoding A /O
antigenic domain of hog cholera virus E2 protein and optimized expression condition by studying the
relations bew een expression yield and grow th conditionsw ith different inductions time, recombinant strain,
strain density, pH value and methanol dose of medium, regectively. The optimal conditions of the
recombinant protein expression were: 28- 30 , 225 r/min, in BMM Y medium of pH & Owhich was 4
tmesvolumeof BM GY w ith ODew being 3 0- 3 5,was incubated 72 h and methanolw as added to keep its
concentration up to Q 5% betw een 24 h A fter induction under optimal conditions, the yield of recombinant
protein could be added up to 275 38 ug/mL. After comparing the effects of different convervation
temperature on lysisof recombinant protein, itw as found that the supernatant should be conserved in - 20

and these jobs had provided a good basis for large-scaled fement and application of recombinant
protein
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