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Evaluation of Recombinant Green Fluorescent Protein (GFPuv) Purification Through Different “HiTrap” HIC Resins
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Cultures (37oC/24h/100rpm) of transformed Escherichia coli cells expressing recombinant green fluorescent protein (GFPuv) were centrifuged (1000 g/ 30 min/4°C). The pelleted cells were resuspended in extraction buffer (25 mM Tris-HCl, pH 8.0; 1.0 mM (-mercaptoethanol; 0.1 mM PMSF), and each 450 (L aliquot was subjected to one of two methods of extraction: either exposure to freezing/thawing/sonication (FTS) cycles prior to three-phase partitioning (TPP) or directly to TPP extraction. The proteins extracted from both methods were divided into five samples. Each sample was eluted through one “HiTrap” column pre-packed with a different hydrophobic interaction chromatography resin: methyl; butyl; octyl; phenyl (low substitution) or phenyl (high substitution) sepharose. The fluorescence intensity of the eluted samples was related to µg GFPuv/mL (excitation/emission maxima at 394/509nm).  The eluted samples were also run on a 12% SDS-PAGE with protein bands visualized with Coomassie staining. A single band between 27 kDa (standard GFPuv) and 29 kDa was visualized for every type of HIC column used. The effectiveness of TPP extraction for GFPuv purification was observed to be similar in every lane for each column type.  
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