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volumes of measurement material and the need to use a relatively large volume of buffer
solution. This however led to a high level of fibrillation during the DEAE-cellulose

chromatography. It is important to note that during this step the proteins were diluted 5-6
times in a buffer solution (the main disadvantage of such a buffer). The use of the

concentrated protein solution prepared by filtration through a 3 kDa MWCO membrane
(3--5 kDa MWCO) and a smaller volume of the buffer solution to overcome the latter

problem would result in a very efficient purification process. These steps might lead to
even lower fibrillation level. As a consequence of the purification process and having an
apparent molecular weight \>50 kDa, the proteins were expected to have a completely

different conformation than the native ones \[[@B20]\]. The presence of the conformation
disorder-induced β-structures in the protein fraction may explain the observed decrease
of the protein refolding capability when the proteins were incubated under denaturing

conditions. On the other hand, one can speculate that native conformation during the in-
vitro reconstitution might be important for the quality and efficiency of protein refolding.

The importance of the conformation of the native protein has been previously
demonstrated for recombinant bacteriophage T4 lysozyme \[[@B21],[@B22]\]. It has been

shown that for protein refolding the presence of the native conformation of the target
protein is required and such a conformation has higher solubility than the denatured one.

Our observations suggest that CGRP has a different conformation during the in vitro
refolding process. In fact, the effective refolding capacity of CGRP was found to be much

higher than that of CGRP-GFP. The amounts of correctly folded protein are critical
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