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Effect of Co—Expression of Protein Folding Factor on Expression of Fusion
Protein IFNB-HSA in Pichia pastoris

CHEN Fengxiang', GUAN Bo', CHEN Yun®*, DUAN Zuoying', JIN Jian*, LI Huazhong"
(1. Key Laboratory of Industrial Biotechnology , Ministry of Education, Jiangnan University , Wuxi 214122, China;

2. School of Pharmaceutical Science,Jiangnan University , Wuxi 214122, China )

Abstract: To explore the expression level of co—expression of folding factors Erol ,PDI and BiP on
production of IFNB —-HSA by Pichia pastoris GS115. The pGAP —Erol,pGAP -PDI,pGAP -BiP
expression plasmids and the empty plasmid pGAPZ B (control) were linearized and integrated into
the genome of P.pastoris GS115 -IFN —HSA by electroporation. The recombinant yeasts were
screened with 400 pg/mL zeocin. Positive recombinants were identified by genomic PCR and
Western blot. The transformants were fermented in flask and the expression products were confirmed
by SDS-PAGE and Western blot. The expression levels of IFNB-HSA co—expressed with Erol,PDI
and BiP were analysed. The results indicated that Erol ,PDI and BiP were successfully expressed in
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recombinants with no effect on growth. Compared with Bip,co —expressed with Erol and PDI

significantly improved the expression level of IFNB—HSA ,the expression level was 80% (Erol) and

90% (PDI) higher than control.

Keywords: protein folding factor, IFNB—HSA , Pichia pastoris ,Erol ,PDI, BiP
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G, I LY H 7 56 IR B B (Pichia pastoris )KM71
HEAT T I8 MG 8 E BT B A HSA A IENB (9470 i
PE LR B 1 I AR IO FH i 5

WEIE R B AR P B B R Gk ) A kB
FEN BTN AT & TR I8 i A 2 1 AR
s R AT B, W AN IR AR BT 23 M R A 1Y BR8P
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14 Erol .PDI.BiP & Western blot 43 #7
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/ / A/ TBiP
> 4
o = 3 AOXI1 primer - & = =
e T xhol(2544)
3AOXl1 primer  xhol(2091) 3AOXI primer  xhol(2036) (2544)

1 pGAP-Erol .,pGAP-PDI #1 pGAP-BIP [ #i & it
Fig. 1 Schematic map of pGAP-Erol,pGAP-PDI and pGAP-BiP plasmids
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(ODyo) I 7 A2 AE £

RECEE
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HRM#L FHIEE

WAk i) pGAP-Erol ,pGAP-PDI ,pGAP-BiP
175 2 pGAPZ B H i 5% 4k GS115-IFNB-HSA J&&3Z
AU, 4B YPD (5 400 pg/mL Zeocin ) FAR I
PRUUG AT T, DILFEH 4 DNA ShEHR , iF1T
PCR ¥ 14 &5 R WKl 2 fir .

2000 bp
1000 bp
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M :DM2000 plus DNA marker; C: XF B 2138 F 51 ¥ PCR 7= 4 ;

1—3 Jy 3k 2 3k T Mk 3 41 DNA 9 PCR 7% . 1. Erol,
2. PDI, 3. BiP,
E2 BESHEEZEDNA K PCRLE

Fig. 2 Identification of genome of Pichia pastoris
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pGAP-Erol .pGAP-PDI il pGAP-BiP T2 #k 1) 3 [X 21
DNA S4B PCR &34 7= ¥ 4E 2 2 000 bp &b %
AW W&, £ W pGAP -Erol .pGAP -PDI Al
pGAP-BiP FRINHE T B AR N e A+ 4
2.2 Erol.PDI # BiP i # Western blot 43 #7

T E & AT & 4 B I Erol \PDI A
BiP 7E g N 5353k, BT 6xHis HLIAXS Erol \PDI
1 BiP 3 3K TR PR A BE TR BRI A BT T
Western blot 23487, &5 B E 3 fios .

X HE A B B PN B BT A9 Western blot 22 38 % A
H B S R 2% T Erol \PDI AT BiP b2 1K i #k g
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Fig. 3 Western blot analysis of folding helper factors
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Table 1
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