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- side - clearly proves the author of master thesis is highly dedicated for the

tuu-d\ experimental work, the thesis has been elaborated with required

carefulness and responsibility; an aspect of the content has brought results of high
importance for further research on the subject especially due to having
explored/scrutinized demanding approaches of refolding of the recombinant PsbO
protein. Properly refolded recombinant protein is a “conditio sine qua non" for
further research on any recombinant protein, especially those they have more
complicated tertiary or quaternary structure, recombinant proteins which
structure is dependent on properly made intramolecular or intermolecular
disulfide bridges. This is exactly the case of PsbO protein.

Michal’s master thesis has individual chapters very well outweighed, having
provided enough deep introduction to the PsbO protein, one of the key protein of
the PSIl in cyanobacteria, another part has covered very well a broad array of
microbiological, molecular biological, biochemical and physico-chemical methods
including electrophoreses, chromatography techniques Raman spectroscopy (RS),
Fourier transform infrared spectroscopy (FTIS), circular dichroism (CD), intrinsic
fluorescence of proteins, and last not least nuclear magnetic resonance (NMR),
which is the final destination of the project to use it for structural biology study of
PsBO.

The inclusion bodies made by recombinant proteins during its over-expression in
E. coli were the main problem associated with experimental performance of the
thesis which the author of master thesis had to face. PsbO protein as many others
has disulfide bridges participated on correctly established tertiary structure.
However, disulfide bridges are not the only factor of properly folded proteins, and
thus my question for the author is:

- how much the disulfide bridge (there is just one?) affects the tertiary structure of
PsbO, can be answered this question based on two refolding procedures (gylcerol;
glutathion) that were carried out;
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thesis worked out and submitted by Mr. Michal Kamenicky (Be; BSc) of high
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Prof. RNDr. Libor Grubhoffer, CSc. In Ceske Budejovice, July 30, 2015




