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Studies on prokaryotic expression conditions of peanut allergen Ara h 2.02
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FE. M FAM4 pET-32a(+)-Ara h 2. 02 L R A B £ 8
Rosetta(DE3) ', & IPTG # ¥ & i&, SDS—PAGE # i %
M EREFTREAGEFG RN A 38 kDa, #t—F A iE A
His #7 & 304k 3# 47 Western Blotting #& 3, 45 R & 9 & o &
ek ik THAZTHR Arah 2,02, AKFR I TUAEG
Ara h 2.02, %5 33 IPTG R JE (3% K 33k 3 58 & Fo B )
F A RAT RS R KA F A IPTG R 0.3 mmol/L,
&R #1220 r/min, FFBE 37 C,FF81H 2 h,

KB A FTHR; FTAK G Arah 2.02; REAE
Abstract: The recombinant protein was induced by transforming re-
combinant plasmid pET-32a (+)-Ara h 2. 02 into Rosetta (DE3),
and identified by SDS—PAGE and Western Blotting. The results
showed that the molecule weight of His-Ara h 2. 02 fusion protein
was about 38 kDa. At the same time, effect of IPTG concentration,
shaking speed, induced temperature and time on the production of
soluble recombinant protein were determined. The best conditions
were as followed, the IPTG concentration was 0. 3 mmol/L, the
shaking speed was 220 r/min, the induction temperature was 37 “C
and the induction time was two hours, respectively.
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1.2.1 Ara h2.02 JEFE M RRIE KA K %52 h B M
B 4 R ORE M 25 3% pET-32a () 40 W 56 4k B 34 1 T
Rosetta(DE3) A7, 3 o & 20N 5 5 R 19 LB P AR 57 8 . $k B
P TR A B TIE A B S B Y VR T 2 mL & AR R 3R
H1,37 °C, 200 r/min 3 R 32, K H O L3R BE 3R B A
100 mL K T 1) 5 ff 14 35 35 36 P 6 AT 06 55 5%, 5 I D VR 1Y
OD {8 .1 ODgy fH N 0. 4~0.5 BB 1 mL &/ 0k S
A X BE L B4R R I IPTG (K ¥ FE N 1 mmol/L) 78
37 °C,200 r/min %% 2 h,4 “C,12 000 r/min &> 1 min Ig
ETER, TV (19 PBS 22 il e % 2 ¥k, 751 PBS 22 nh il 7%
fif; BAEE 150 ng (5 X BHEZE i .0.1 M DTT),100 CK
W 10 min, #47 SDS—PAGE HL 3k /3 #7 .
1.2.2 Western Blotting ¥l ¥4 SDS—PAGE H ik i 7=
Y, W% % PVDF B b, 50 AH 3 300 mA, 2 hyf JREH
L H TBST 28wl e 1 Wk (P63 10 min) s FH 5% 9 i g 5L
HEWEEE P 1 hs A 1 ¢ 2 000 i B A His #R & HLIAK,
4 CRERIF 13 s F B R TR 3 WK AR VR & 10 min; il
A1t 500 B B LB 1gG-HRP 3, EEME 1 h; A
TBST %% 3 W, BB % 10 min; 3% J5 I A BeyoECL Plus
B89 , ] Bio-rad ChemiDoc XRS BE/ AR R G411 .
1.2.3 IPTGWREXMTMHAEORBEMEM N ALWEE S
Ak 0.3,0.6,0.9,1. 2 mmol/L ) IPTG #1471 F £ ik, iF
Sk MK 37 °C L 200 r/min A1 2 h, BAKTE 5225k 30 P A
1.2.1. SDS—PAGE Hi 3k Fll Western Blotting 4 il % % 5 14
IPTG i HI kB2
1.2.4 WEMEAEARENER FH 123 HENE
FEW BE IPTG ¥R B2 L 43 WIHE 220,190,160 r/min B %% 3 T i
SFREEAHARAF 2.3,
12,5 WEMEAEARENER HFH 123 BENE
FE IPTG MBI 1. 2. 4 W8 09 S AR 55 5, 4 R A 37, 30,
25,20,16 'C 5 MAESFRBRE . IFEFRBEN, BET R
iU S
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1.2.6 WX EAEARBMZME  ERIRIE IPTG HREE .
o AR e i R e AR VR 3 43 035 S 3K 2,4,6,8,12 h 5 ] SDS—
PAGE Hi 3k fil Western Blotting 6 Il & 5% 5% 43375 S0 ]
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&AW 4 R pET-32a (+)-Ara h 2. 02 Y Rosetta
(DE3) £ AW 7E 1 mmol/L /Y IPTG 5% 2 h )5 . 8 A g,
Sy RS SR W e LW T SDS—PAGE
HLUK L, 45 5 LI 1(a), 7649 38 kDa AbA W B 04K 1A 4541, 1
REFFHER I ERILBNEA,

4 SDS—PAGE "1 UK J5 i Jie A7 5% 88, 1138 ] His A5 %
Puik 4T Western Blotting Kzl , 25 £ WL 1(b) . H & 1(b)
LA W76 B B A B W0 R M B, 3E— 2B iE B
BHES BmEA.
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(a) SDS—PAGE Hiik

(b) Western Blotting £l
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B 1 Arah?2.02 %R %iFF %k & Western Blotting # M|
Figure 1 Expression of Ara h 2.02 and

Western Blotting analysis
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KL W E /N 0.3,0.6,0.9,1. 2 mmol/L i) IPTG
HEATH R RIN  BERIA S 2 A 11 # 17 SDS—PAGE H
AR 2 () . B 2 (b AT, 2 IPTG ik
BETE 0.3~1. 2 mmol/L B, 21§ T #F 68 F I 9] WY 38 kDa
B H RE B &, BT IPTG % B8 T & 1 0 Rk 2 508
K, LR EARBE RS 8 — 258 i Western
Blotting I FiF P98 A R K H 4R WK 2(0). H
2C) AL IPTG ¥k B X 4 M R IK# A K, 5 SDS—
PAGE 25 %W & 8% FH 0. 3 mmol/L B IPTG ¥R JE .
2.3 BEMNBAEAREINEIE

¥ &4 0.3 mmol/L i IPTG WK B T 37 CHEIK, 43
P 3 AN IR R 3 (220,190,160 r/min) i 5 K ik &
M2 ho Mg R0 3. /3 Ca) 0] %0, bl 25 5 5 09 BRI
A TE T H R E A EEACORAS T H & O AT
WL, R T WK, dF— 4 i Western Blotting ¥ il kb %5
ANFEEHE PP E AR E SR ILE 3, hE 3
(b)Y AT, 5% 3 220 v/ min BF, BGPTSR A B L F
190,160 r/min B} 8 A 2 LA M [, B 0L, BE £ 220 r/min B
FER G T JE 8085
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Figure 2 Effect of different concentration of IPTG on the expression of Ara h 2. 02
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(a) SDS—PAGE Hiik

Lo BR 2~4. Sl FE BB O e g3 i 220,190, 160 1/min
(b) Western Blotting £ il
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Figure 3 Effect of different shaking speed on the
expression of Ara h 2,02
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Figure 4 Effect of different temperature on the expression of Ara h 2. 02
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