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Prokaryotic expression and stability analysis of IAA7 protein in Arabidopsis

Liu Huizhen, Luo Weigui, Xie Weimin, Hu Yueqing, Su Yi, Xiao Langtao, Lin Wanhuang*

(Hunan Provincial Key Laboratory of Phytohormones and Growth Development, Hunan Agricultural University,
Changsha 410128, China)

Abstract: Prokaryotic expression vector of IAA7 protein in Arabidopsis were constructed based on pGEX-KG in this
experiment. IPTG was used to induce the expression of IAA7 protein in three Escherichia coli strains, namely, Rosetta,
BL21 and Tuner. Fusion protein of GST-IAA7 was isolated and purified through GST Sefirose™ resin, and then the
stability of recombination proteins was analyzed in vitro. The results showed that the expression of GST-IAA7 was
higher in Rosetta with 0.4 mmol/L IPTG concentration at 25 “C, and PMSF could significantly prolong the storage time
of GST-IAA7 in vitro. Pure protein IAA7 was harvested after GST tag was cut off by thrombin.
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1.2.2 @&&EaaiFFRE
Aux/IAA AtTIRI AFBl  AFB3 37°C 1
1 500 LB (100 mg/L
Aux/IAA ) 37 'C 200 r/min ODgoo nm
TIAA7 0.6 (16 25 377C) IPTG
IAA7 (0.2 0.4 0.6 mmol/L) 200 r/min
GST IAA7 ODs00 nm 1.0
IAA7
1 BRI SE 1.2.3 mb&&ka eyt
PBS(pH7.4)
11w 3 0.1g 1 mL PBS(pH7.4)
(Arabidopsis  thaliana L.) 4°C 13000g
Columbia(Col-0) (Escherichia coli) 5 min 1/20 GST
DH5o Tuner(DE3) Sefirose™ resin 4°C lh GST-1AA7
Rosetta(DE3) ~ BL21(DE3) PBS(pH7.4)
pGEX-KG 5 GST Sefirose™ resin
GST-1AA7
Trizol Life Technologies 1.2.4 GST #R&-69401%
DNA Ty DNA GST-1AA7 GST
TaKaRa( ) Pfu DNA Sefirose™ resin 1 mL GST Sefirose™

(marker protein rulerIT)

GST Sefirose ™ resin
Sigma
DNA
1.2 A&
71 4 096 RAESR AT L BAR GG 32
TAIR (http://www.arabidopsis.org/)
AtIAA7 pGEX-KG

PCR 5'—ggatccATGCAGAAGCGAATAGCCTT
G-3' 5'—gaattcTTATAATCCGTTAGTAGTAATG—-
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BamHI  EcoR1  PCR
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DNA T, DNA 1447
pGEX-KG

PGEX-KG/GST-1AA7 3
Rosetta BL21  Tuner

resin 10 U 3 mL PBS(pH7.4)
22
C 6 hi*!
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Fig.1 Detection result of construction through double digestion
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Rosetta Tuner 789 0.2 0.4 0.6 mmol/L Tuner ~ GST-IAA7
M
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1.6%
M 1 2
123 16 25 37°C GST-IAA7  Rosetta 120 000 [ — -' _ai
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50 000 GST-IAA7
7 8 9 16 25 37 °C GST-1IAA7  Tuner 40000
M 30000
B 2 AREIBET GST-AA7 HiFSRIE 20000
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Fig.4 Quantitative analysis of GST-1AA7
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M 1 2 3 M 4 5 6 7 8 9 10 11

60000 ot
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05 1.0 1.5 20 25 3.0 35 40 45 50d M
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Fig.5 Impact of PMSF on the stability of GST-IAA7 protein
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