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Prokaryotic Expression of the Recombinant SrPCS1 and

Preparation of Polyclonal Anti-serum Against SrPCS1
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Abstract: The prokaryotic expressing vector pAM34 containing Sesbania rostrata phytochelatin synthasel

open reading frame was constructed on the base of pGEX —4T -1 and transferred into E. coli B121 ( DE3)
then the fused protein GST — SrPCS1 was induced by 0. 1 mmol/L at 28 “C identified by western blotting and
the rabbit was immunized with the purified protein. The results suggested that the fusion protein GST-SrPCS1

was expressed and the titer of the anti-serum was about 1:2 000

His serum has high activity and speciality.

indicating that the polyclonal anti-AtPCSI-
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1
1.1
(E. coli) DH,, BI21( DE3) o
pGEX —4T - 1( Amersham) Amersham ; Pro-
tein A CL -4B Pierce SIGMA N o GST
IeG Invitrogen ( TaKaRa) o
1.2 GST -SrPCS1
1.2.1 GST - SrPCS1 SrPCS1
BamHI Xhol
o : : F1: 57 GGATCCATGGCGATG-
GCGGGGTTGTA 3 :T1:5” GCTCGAGGGAGATGCTAAGAAAAGG 3’
1.2.2 F1. T SrPCS1 pBYY1 PCR
PCR ( QIAGEN ) SrPCS1 pGEM
— Teasy o BamHI  Xhol
SrPCS1 BamHI  Xhol pGEX -4T -1
T4ADNA ( Promega ) 16 C E . coll. B121
BamHI  Xhol o
1.3
1% 10 mL 2 xYT (
100 wg/mL Amp) 30 °C 200 r/min 3h IPTG 0.1 mmol/L 28 C
. 5000 xg 10 min o 9 PBS SDS
- PAGE o
1.4 Western
SDS - PAGE NC 1 h,
GST 4 C 3 5 min.
(‘hrp) - (1:2 000) (‘hrp) - (1:1 000)
2 h 3 5 mino. o
1.5 SrPCS1 .
1.5.1 SDS - PAGE
3 mL PBS 3 mL o
12 h SmL 37 <C lh 4< o 5000 xg
10 min -80 C o 10
- 100 ~200 wL o 4
1/5 1 o 10 .
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1.5.2 Western 1” _ ‘L
16 mm x6 mm
3 o 45° TBS
5 min 5 min. 1 pL S % =i BSBB
18
BSA o 1 469 bp——= — — 1600 bp
450 ~—  F—— 1000bp
1 h, 1 mL TTBS
5 ~10 min Western
° 1: pAM34 BamHI  Xhol : M: 1Kb DNA ladder.
1.5.3 Protein A 1: pAM34 cleavaged with BamHI and Xhol; M: 1Kb DNA ladder.
o 1 pAM34
1/3 Fig.1 Restriction endonuclease analysis of expression vector pAM34
I S S P
1 cm kba 1 2 ™M 3 4 0 1 2 3 4
. 2 mL 116 —
] I 66.2
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o 35.0
’ 25.0
2 mlL I 18.4
14.4
30 min X2,
I
1 28 °C; IPTG: 0.1 mmol/L; S: ;P ;
’ 0-4: Ih; M: .
’ Induction temperture: 28 °C; IPTG: 0.1 mmol/L; S: soluble proteins; P:
0.3 x PBS o 10000 . Jusion proteins: M: protein Marker, 0 — 4: induced hours; M: Protein
Xg 20 min 0.22 pm  Jleculr weight stndard: The left number corresponding to each belt size.
o 3 2 GST - SiPCSI
x5 mL o Fig.2 Expression of GST — StPCS] in E. coil BI21 induced with
6 mL I 0.5 mL/ 0.1 mmol/L IPTG in different time at 28 C
100 pL Ep -80 C .
1.6
Bradford " BSA o
1:1 10 min 595 nm o
2
2.1 GST - SrPCS1
pAM34 BL21 BamHI  Xhol
1 1 469 bp SrPCS1 ¢cDNA
BIL.21.,
2.2 GST - SrPCS1
pAM34 pGEX -4T -1 BL21 0.1 mmol/L IPTG
SDS - PAGE 2, 50 kDa GST - SrPCS1

4 h
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W bl kDa
estern — blot 66.2
GST - SrPCS1 A ;gg
SDS - PAGE 25.0
NC
Western — blot ( 3) . - 79.0
PTG 46.0
31.0
pAM34 24.0
50 kDa
SDS — PAGE GST GST-StPCS1 PM
S o ;2-3: /h; M: ;
; GST
pGEX -4T -1 SrPCS1
GST - SrPCS1.
IPTG . o . . . - .
S: soluble proteins; P: inclusion proteins; 2 —3: induced hours; M: protein
°  Marker; PM: prestain protein marker; The right number corresponding to each belt
2.4 SrPCS1 size. The arrowss show the target proteins GST GST - SrPCSI.
3 GST - SrPCS1
GST - SrPCS1 Fig.3  Western blot analysis of GST — SrPCS fusion protein
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he/ - -
AT L B 1L
Serum before immune Immune serum
Western ( 4) 4 Western
3 Fig.4 Efficiency of Immune - sera qualified by western dot blot analysis
1.8 1
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2.5 T T 04 |
. B |
Protein A IeG 0.0 . . i R .
0 2 4 6 8 10 12 14
5 T OB
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5 Protein A
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30 C Fig.5 Quantity of antibody after purified with protein A column
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