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Expression, Purification and Characterization of Ricin A from E. coli

WANG Hong-bin'?, DONGDan', XUBing', ZHOU Xianghong', YAN Binlun’
(1. Marine College, Huaihai Institute of Technology , Lianyungang 222005 ,China; 2. Jiangsu Key L aboratory of
Marine Biotechnology , Lianyungang 222005 ,China)

Abgract : The target of this study is to achieve the cloning and expresson of ricin A chain gene
and produce the recombined ricin A chain protein (RTA) with high activity ane then assay it
activity by RTB mediated by recombined adenovirus the RTA could enter cells and exert
cytotoxicity. For this, the ricin A chain gene was amplified by PCR and cloned it into the fuson
expresson vector pET32a to construct plasmid(pET32a His RTA) , the plasmid was transerred
into E. coli BL21 and induced with low concentration of IPTG (1 mmol/L) at low temperature
(20 ). Purified RTA by Ni-N TA column and the purified protein was identified by SDS PA GE
electrophoress and Western-blot. It was found that the constructed recombinant plasmid
(PET32a His RTA) was efficient expressed RTA fusion protein and about 50mg purified protein
(Mr 47 000) was obtained from 1 liter culture broth. The cell death rate significantly increased
and the highest being about 50-60 percentage point in the system containing RTB.
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RTA( 122pg/mL) , 0 10 20 40pL IPTG RTA SDS PA GE
4 24 h | Trypan blue Western blot DS PAGE
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Track-Ad , 3 Western blot
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1. : ; 2.3,
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1 rta PCR 66 000 44 000 29 000 14 000) ; 2. IPTG 3.
Fig.1 PCRd rtagene IPTG 4.
2.2 RTA 3 RTA DS PAGE
Hind / EcoR rta pET32a Fig.3 DS PAGE dectrophoresisof RTA fusion expres
sion
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1500 bp
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1.DNA Marker (HindlIl/ EcoRI) ; 2. Scal; 3. EcoRI/ Hindlll;
4. BamHI/ Xhol
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1. IPTG ;2. IPTG ;3.
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4 RTA Western blot

Fig.4 The Wegern blot identification of RTA fusion
expression product
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