Downstream development of a vaccine candidate from two plasmids constructions. Is the antibiotic selection marker important?
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Abstract

CICB works in a vaccine candidate for solid tumor treatment. The vaccine's drugs substance is obtained of insoluble intracellular form in Escherichia coli bacterium as host organism, with ampicillin as selection marker. For regulatory demands, a genetic construction was developed with a selection marker to resist Kanamycin in the same host. This paper evaluates the influence of the change of the selection marker in the drug substance's purification process.
Purification process involves a cell disruption in a high pressure homogenizer, followed by the solubilization of the protein in Urea 6M. The solubilized material is purified in two chromatographic steps: one metal-chelate affinity chromatography and a buffer change by size exclusion chromatographic. 
Five purification processes were conducted for each fermentation condition to determine purity and recovery. The results were analyzed by means of hypothesis testing using the statistical software Statgraphics, where it was found, with 95% confidence, that there were no significant statistical differences between selection markers. Quality attributes for drug substance are met at the end of the process. These results corroborate that the use of Kanamycin as selection marker does not affect the main control variables of the established purification process and allow fulfill regulatory requirements for injectable products.

