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ABSTRACT 
The production and purification of the E2 protein for develop of a diagnostic tool for detection of classical swine fever virus 
(CSFV) has raised interest by the current impossibility to distinguish between vaccinated and infected animals. The production 
of the recombinant E2 protein is important for the development of a diagnostic kit that allows the early detection of animals 
infected with the swine fever virus.  
Bionaturis is developing a recombinant E2 molecule using the FlyLife platform. For the production, the E2 protein was cloned 
in recombinant baculovirus, which were used for protein overexpression by infecting Trichoplusia ni larvae. The addition of a 
histidine tail to the original protein is also a key question to facilitate E2 protein purification. By using SDS-PAGE and anti-
CSFV-V8 Wester blot analyzes, a 44kDa size band of the E2 protein was observed as expected. The results indicated that 
overexpression efficiently took place, yielding a large amounts of the desired protein.  
In conclusion, a protein extraction and purification protocol has been developed using affinity chromatography and denaturing 
conditions and a yield of 0.30 mg/larvae and 86% purity has been obtained. The use of a histidine tail to facilitate purification 
has allowed an increase in purity. Finally, a step of refolding the denatured protein has been carried out and its activity has 
been validated by an in vitro potency test by specific antibody recognition (ELISA). 
 

REFERENCES 
Chi-Ming Wu, et al., 2010. Expression and inmunological studies of classical swine fever virus glycoprotein E2 in the Bi-Cistronic Baculovirus/Larvae 

Expression System. Biosci. Biotechnol. Biochem., 74 (7), 1343-1349, 2010. 
Kwang Sik Lee, et al., 2011. Production of Classical Swine Fever Virus Envelope Glycoprotein E2 as Recombinant Polyhedra in Baculovirus-Infected 

Silkworm Larvae. Mol Biotechnol (2012) 50:211-220. 
T.C. Otto, et al., 2010. Purification and characterization of funtional human paraoxonase-1 expressed in Trichoplusia ni larvae. Chem. Biol. Interact. (2010), 

doi: 10.1016/j.cbi.2010.02.022 
Hulst MM, et al., 1994. Glycoprotein E2 of classical swine fever virus: expression in insect cells and identification as a ribonuclease. Virology. 1994 May 

1;200(2):558-65. 
 
 
 

CORE Metadata, citation and similar papers at core.ac.uk

Provided by Revistas UPO (Universidad Pablo de Olivade)

https://core.ac.uk/display/287245292?utm_source=pdf&utm_medium=banner&utm_campaign=pdf-decoration-v1
http://www.bioinfocabd.upo.es/biosaia/

	REFERENCES

