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ME- R TFHTHRE GSTRSEONHEAME AMNPV-OCC™ -GST-6xHis-Erp28 Bl Sr9
00, — W (] A U B T 66 B A 40 LR S L i REEE 4T SDS-PAGE 4187, 85 R BR 53 kDa P9M
AEH(GST-6xHis-Etp28) BERHRE. HEABABMEMEM L. ME& - —LENARH TS
WE 1.5%. 3-8 Triton X-100 MHEAHR 1% BHR 2%, SDSPAGESEREFRZESH 1/3 8 GST-
6xHis-E:p28 2E T 5 R E, ¥ GST-6xHis-Ep28 R A RBH. 53 kDa WA HFFEAATIM L.
XN -GSTRAEN: TRRERS RS, JHEHESH

HEs R, QU39.4, Q786  HALERIRIB: A 3OS, 1003 - 5125(2000102 — 0143 — 06
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1.1.1 BHAH®E EAMNE ACMNPV-OCC™ -GST-6xHis Ezp2802 fi R B k.

1.1.2 RAMENEAHREEFLHDNA FTSRBSTACEARTREAN CRBE NS RER B

(TaNPV-SVI~ G)d & Z ), B 4y R MA.( Spodoprera frugiperde 9, Sy9) R S MG H X%E A BRF 5

WCHE H ¥A:1999 - 01— 04, 85 H 87:1999-03 - 31
* XEH:EXEAANRFEFIEER M E(39800108)
WA od, BU%4SF - ), THEAA BT B, TELEREEYEER D EHTR.
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SN BB ITET
1.1.3 HE£LEH  Glatathione Agarase Beads. Glutathione Powder. B 81 ] MMEEESEOQ ). BOosm
R 549 (50 < )M H PharMingen 22 d] . Acrylamide.Bis-acrylamide B & Sigma 2+H] .
1.2 Hi&
1.2.1 ¥

KRER SO MM, FFAMER R EA FH e KPR A TRESRT., AEREQE. BHERL &
%, ERBEBRRER(MOD/ATF 1. EHEEH 1L SR EFREEE, RUHOHERE, 27 TR 48~72
h, e i .
1.2.2 REKPFEHHEN
1.2.2.1 HRESRBLAUESRHE SR2x10° AL TFHHERPN SO AME 25 o’ MMETEES,
RN R, NENE (PFU/mL) 40 1% 10° HER MR F/mL, H 5% KI8T 2 (MO 7
S~102ZH. FEEFFRER 1L G, FAREE BUAMNERE 2/ CERE 2L E. BHIERE, Winw
PES(pH? )@t kAT K. BREAABE, T 500 L Fem EMRBERE(ZH 1 % Protesse in-
hibitor cocktail), AT B2 #1% T S BB IR E eppendorf H M, BIKE U 45 min, §F 50 pl MEHEH T —
4 eppendorf EH, BEF-20TRE -0 CRESHEEEA TR AR,
1.2.2.2 SDS-PAGE SHR & AN EEREN SO FMAEE LR S0 L, ASENEAKESR -
FEME(2=), KEEW 5 min, 4 T .12 000 z/ min B4 S min, BB L3, 7 BioRad A FHH BT LT
fE 3% "1 3 (SDS-PAGE B IR SRR BE N 5%, ik B B O 18 mA: 5 B BE R BE 10% , HL 3K ol 50 S B 0 34
mAl, BEREAHE, EOMEERG, BEEA K,
1.2.3 GST-6xHis Etp28 @&t

B % B Glutathione Agarose Beads, 500 g P84 3~ 5 min, F£ &3 S~ 10 50 PBS R U A
MR EHEE, T 4 CRIEE 30 min, 500 g B4 3~Smin, F LW, H S EEEM PES EEFRR cIMA 1 {5HH
# GST Elution Buffer, B & 2 min, 500 ¢ BLr 3~ 5 min, W RI%RE, S8 GST BEEH.

2 BRESH

2.1 E:AMMW AcMNPV-OCC ™ -GST-6xHis- Erp28

HH % ACMNPV-OCC™ -GST-6xHis-Etp28, £ili;3 &H Etp28 AWM EHE B &K
B pAcGHLT-A-Ezp28 SR¥ L BFEB AR E N ¥ SR B R E fEH % (ACMNPV-0OCC™)
R Sro WM SHETRE,
2.2 GST-sxHis-Etp28 MSEEHTE S/ HRPHIFRE

¥ MOI £9%5 3—10 i EH ¥ Bk AcMNPV-OCC™ -GST-6xHis-Ezp28 Biiu b T 4 = X ¥ 39
B SO, 2T CHEFE LG, FERMNESRMRKEMLEBHAREE, HGERHARE L
WHi4T SDSPAGE 47, M E I B B4 R B AR AMK T HEAFERRERERET
ToaNPV-OCC HHIEERET R S3LDa EAH(H 1). REAHFETMBHEREZH K/
—3, RS Ep28 ZABI T HiA,
2.3 GST-6xHis-Etp28 B SEH ML EME

AT HIT GST-6xHis-Erp28 S EAMBERRES, EREAFENEHRE, AR
#EL 12 000 1/ min B> 15 min, 248 DR MSEREORER DEERME X ), 5 min
B ML W A 1 < PBS MERRPEIK, N5 Lysis buffer R EEEKTRAY 1 < PRS, Tk Rl
AITHA R, MSEEEEOEHES LN (2 %), ¥ 10 min 5/FH.
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B1 ST EAEHE ACMNPV-OCC™ -GST-6xHis Frp28
&1 59 HRBFY SDS-PAGE 447
Fig.1 SDS-PAGE anslysis of the 59 cell lysate
1. Mid-range protein molecular weight marker;
2. The 59 cell lysate infected with ToNPV-SVI'G;
3~4_The Sf9 cell infected with different recombinant
virus clonies of AcMNPV.OCC™ -GST-6xHis- Etp28
(EH oh e 3k B 4 2R R ik 7= 4 GST-6xHis Fep28, LI T EH & [
BEERTE)

SDS-PAGE @R B, GST-6xHis-Erp28 FEHFE TR ILES &, Bl GST-6xHis-Ezp28
EFHRE, TR LHEREREF T GST-6xHis-Etp28{H 2).

E 2 GST-6xHis-Etp28 #3141 SDS-PAGE 4347

Fig.2 SDS-PAGE analysis of GST-6xHis-Etp28 =olubility

1. Sopernatant of SF9 cell lysate infected with TaNEV-SVYG;

2. Supernatant of 59 cell lysate infected with AcMMNPV-OCC ™ -GST-6xHis-Etp28:

3. Insoluble pellet of 59 cell lysate infected with TnNPV-SVT G;

4, Insoluble pellet of Sf9 cell lysate infected with AcMNPV-OCC ™ -GST-6xHis- Ezp28;
5_Mid-range protein molecular weight marker

AFFRIE P B S A TE X GST-6xHis- Eep28 RRNE M EE BT T 3Fit: (D& 55t Ly-
sis buffer R E B E K Trs #9J3r 35%F Lysis buffer 9 pH{E B 7.5 BE P 8.5, Erp28 &k &
{pD)% 6. 71, GST ¥ pl & 6. 0. Lysis buffer B9 pH {E 5 pl 2 5 AN #RH By T GST-6xHis-
Etp28 0] tE, {H SDS PAGE %R 87T GST-6xHis-Erp28 {h4b TAT R (EER ) . (2)7EM
R R S B BTl B 4 &, BIRE 24pi. 36pi F 48pi TR HE 41 M0, (H SDS PAGE % R B 7= GST-6xHis-
Erp28 T4 FARATHRA(ERE ). (3)EMEe MOI RS H B Fi s EE AV MtE, #8147
A MOI<1 #i74fa i, B R AN XA BRI, GST-6xHis-E2p28 A TR R A (H
3o (4)F MOI<3 FATA MR, RS T 48pi KM M, 5 R 4F 1/3 BY GST-6xHis Ezp28
LFERRE HREREREEESEER) . (S)XRBER A GHTIRE, I EEFEE
il Triton X-100 M HFIE 1% EEF] 2%, AL AN 1. 5% MBI & Sarkosyl, 5 R RIWLTH
20% —30% Ay GST-6xHis Frp28 2[R ZA HEXREFHTF(E4),

2.4 GST-6xHis-Etp28 ghghiik

P S ¥E GST-6xHis-Erp28 #4173 &84k, SDS-PAGE Hl Western-blot(E BR ) 5 R B =
53kDa I EWREHBE T Hi{k. SDS-PAGE ET M5 — &K 2126 kDa EEH S A KR
GST(M 5).
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M3 MOI<1 B GST-6xHis- Erp28 SN B A3 SDS-PAGE 5147

Fig.3 SDS-PAGE snalysis of GST-6xHis- Etp28 solubility when MOI< 1

1. Mid-mange protein molecular weight marker;

2. Insoluble pellet of 5f9 cell Iysate infected with AcMINPV-OCC™ -GST-6xHis-Erp28;
3. Inscluble pellet of Sf9 cell lysate infected with TnNPV-SVI G

H4 Sarkcsyl Xt GST-6xHis-Eep28 BIFE KM 4 SDS-PAGE 447

Fig.4 SDS-PAGE analysis of the affect of sarkosyl on GST-6xHis- Exp28 solubility
1. Mid-mnge protein molecular weight marker;

2. 579 cell lysate infected with TnNPV-SVT G4

3. Supemnatant of Sf9 cell lysate infected with AcMNPV-OCC ™ -GST-6xHis-Erp28;
4, Insoluble pellet of Sf9 cell lysate infected with ACMNPV.OCC ™ -GST-6xHis- Erp28

B 5 GST-6xHis-Erp28 RSB RAT SDS PAGE S+

Fig.5 SDSPAGE of affinity purification of GST-6xHis- Erp28

1. Eluted PBS wash buifer after washing the glutathione agarose bound with GST-6xHis-
Eip28;

2. Eluted supematant {ractions of Sf9 cell lysate mfected with ACMNPV-OCC ™ -GST-
6xHis-Erp28 added to the glutathione agarose; '

3. Supernatant of 59 cell lysate infecred with AcMNPV-OCC ™ -GST-6xHis- Etp28;

© 4. Tnsoluble peller of Sf9 cell lysate infected with AcMNPV-0OCC™ -GST-6xHis- Eep28

5.Purified GST-6xHis-Erp2B;

6. Mid-renge protein molecular weight marker;

7. Affinity purification of supernatant of Sf9 cell lysate infected with TnNPV-SVI'G

3 T

HIFRRERRRS, RENEEONTREHAIRERENRAZ —, THEERTBK
i, FEUHEENIFTEA, ANEAFRSEAED GSTRESED, WEEXRSH
RETEAEEHRIELEYS RN BEENE, FinFHRH ERTE EEBRILL RS
B ERVIPNERTRT /IMNEEISTIEE. BAEFRPEIA, GST-6xHis-E1p28 RS H
HEALTAABRSE. A LREVATFRREESEREIHT GST & T S (W in s &3
HESERFRESIGSTREEA SEENTRESERE MGSTREERS ) M R as
GSTEH, A MELR EREFBRECGRER). ¥, ERGSTREEARTHENEAT
BB (1) RSB AR Ea R SRR E. ()BANEN MOI 35, Flimizk
F 10, (DHERFAREZEZEESF L. (DHINEREQXFMERFFRE. (HHEEOXRZET
LA - EREARE. (6)41 MR AT,
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FATEBEYST 24.36 F1 48 h WIKHAMR, R BEREE MOI B 1 LUF (FREBF BRI )L
EFEHB AR ERCI SO 1 HiS), BB SR JLY T8 B ¥4 T # 4k GST-6xHis- Etp28 5F,
KE 5 LI 15 B8 GST-6xHis-Erp28 ¥ 2 A 0[RS, A B 7T GST-6xHis-Etp28 Y30
BEIEEE,

BH—TEEEFR, MW pHE. Ep28 B E(pI)H 6.71, BMW 4 oH &
PE E:p28 69 pl AT, M#RHF B F GST-6xHis-Ep28 IR, FrAGE L4 MAEHA pH #
H7.5,. 8t EERRIE Eqp28 T, HRINEMR HARNBH T EEMEE Tris, 2% pH
{8 = 8.5, SDS-PAGE #4730 GST-6xHis-E:p28 #KIH 4L F A A HER

T GSTRAEENFEEFR ARZR T(HIM pGEX £, BRABBFHRBEEME FTH
HEH, BRERWNAETE GSTREFEELSELTFAUEFRS., —BRHF. 5T E GSTR
AEONFERERAFEEFEER, FII Triton X-100. BEFHRHE, B XFP HEEEBH GST
HAEONAYEERE — MRS, J. V. Frangioni f1 B.G. Neel(1993) (VA iz &
AN BR 8 Sarkosy) TR R E BX — 5%, &£ E. coli HIRAEM P IMALE R Sarkosyl, A\
MEBTHAREZELTIEN GST S EY, Sarkesyl B—F AT ROGERPEF RN
il BEIENT AXRIEFRERNG, ©HEBSEEIRET Casein b, FHMHEER AT &ITE
B ER A TE /G o

ERFFHIER FHIGH Tricon-X-100 S 1% REE 2%, HFWMALEEN 1.5%8
B4 Sarkosyl, &5 E X FEHF 20% ~30% B9 GST-6xHis-E:p28 BB RET. EHAMELH
Hof5) Bl Sarkosyl H# X ik E A B RECSHAIEL, BN TE&E N GSTRAELS RN, A
BHEAMAL Sarkosyl B FHE. RITHEEBHTIEHE GST-6xHis- Eep28 ARG B4R ST TN/
o, BT LE#H - REFEREHETIAO LS. KK Sarkosyl HiEMIH, BIRFIB B
B M AE L, HE 0 i E 5 Glutathione Agarose Beads B945 &, M\ T BF I £ 1L 2 %=,
MWIEFRERE, HHEZ 50% BT Bt GST-6xHis- Etp28 BB 45 & % Glutathione Agarose Beads
t. ARiFJ. V. Frangioni ¥ B.G. Neel B FRHE R E 7 . I@EH Sarkosyl 5 Triton X-100 & .
], 4 &4 M i GST M4 T 5 5 Glutathione Agarose Beads B9 S ¥, FE¥.1.5%
Sarkosyl: 2% Triton X-100 B & 24, HE —SEMHIFR T, 078 Trion X-100 B HHER =
4%,

g % X B
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Solubilization Analysis of GST Fusion Protein Expressed
in Baculovirus System

YANG Lin, LI Guo-qing, HUANG Bao-ying, WANG Quan-zhong,
LONG Qing-xin, WANG Xun-zhang

Y{ Staze hey Lab for Biologival Control, Biopharmaceutical Center,
Zhongshan Umiversity, Guangzhou 510275, China )
3 Department of Animal Medicine, South China Agricultural University, Guangzhou, 510640, China)

Abstract: Insect Sf9 cells were infected with constructed recombinant virus AcMNPV-OCC™ -
GST-6xHis-Ezp28, which could produce GST fusion protein and the supernatant of 72 h pi cell
lysate was examined by SDS-PAGE. The results showed that GST-6xHis-Et£28 fusion protein of
53 kDa was expressed in insoluble status. After the sodium salt of the alkylanionic detergent
sarkosyl was added to insect cell lysis buffer to a final concentration of 1.5%, and the final con-
centration of TritonX-100 was increased from 1% to 2%, at least 1/3 of GST-6xHis-Et528 ap-
peared to be soluble, which was examined by SDS-PAGE. Then soluble GST-6xHis- Ep28 was
purified by affinity chromatography using glutathione agarose.

Key words: GST fusion protein; Baculovirus expression system; Solubilization analysis
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