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Figure 1: Efficient Isolation of Inclusion Body
Proteins Using ProteoSpin Inclusion Body Isolation Kit.

Following gene expression, inclusion bodies were
extracted, solubilized and proteins were purified.
Recovered proteins were analyzed on 12% SDS-PAGE
and stained with Coomassie Brilliant Blue R-250.
Numbers represent kDa sizes of protein bands.
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Figure 2: Isolation of Recombinant RNAseA Protein using
ProteoSpin Inclusion Body Protein Isolation Kit.

Bacterial clones expressing recombinant RNAseA protein
were induced and resulting inclusion body proteins were
purified using the Inclusion Body Protein Isolation Kit and
analyzed on 12% SDS-PAGE.
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Technical Note Abstract

A simple time course experiment was carried out to determine the minimum incubation time after induction
needed to attain maximum expression levels using the ProteoSpin™ Inclusion Body Isolation Kit.

A stock culture of an E. coli expressor for a 40 kDa protein was streaked on a selection of agar plates
containing antibiotics and incubated. One colony was picked and inoculated in a test tube with Luria and
antibiotics. After incubation, the solution was centrifuged and the pellet resuspended in fresh solution and
incubated until an OD600 of 0.6 was reached. IPTG was added to induce protein expression.

Aliguots were removed at 3 hours following induction and then every 20 minutes.

The solution was centrifuged, cell lysis reagent was added to the cell pellets, and inclusion body isolation was
performed. Once the final inclusion body pellets were obtained, solubilization reagent was added to each tube.
The inclusion body solution was run through pre-activated ProteoSpin™ columns using the acidic protocol.
The flowthrough was discarded and the proteins were eluted twice using elution buffer.

The purified protein samples were run on a 12.5% polyacrylamide gel. The full-length recombinant protein
started to appear between 40 and 60 minutes post induction, and continued to increase until a maximum level
was reached after 160 minutes. Thus, a minimum incubation time of 3 hours after induction will produce

a substantial amount of protein.
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Figure 1: Time course study for expression of a 40 kDa

protein. Expression was induced with 0.4 mM IPTG and

incubated at 37 < C for three hours. Aliquots were removed

at indicated intervals and purified. Proteins made visible by
.. Coomassie Blue staining.
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