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SPECIFIC COMMENTS TO AUTHORS

In the descriptive experimental study the structure of the intercellular occludens junction
is investgated in functional constipation. The authors demonstrate neither a significant
change in the junction ultramorphology nor in the expression and synthesis of the
transmembrane protein occludin and the ZO1. However, there was an increase in goblet
cells, but without activation of mucosal immunity or increased gut permeability.
Comment: 1. Is there any change in ultrastructure, in particular is there an increase in the
length of the zonula occludens in functional constipation? 2. In addition to occludin, the
claudin proteins are important transmembrane proteins of the zonula occludens. The
molecules are mentioned in the Introduction of the manuscript. It comes not clear to the
reader that the investigations are foccused on occludin and claudins are not further
studied. This point should be addressed by additional experiments or some explanations

in the body of the Introduction and/ or Discussion.
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SPECIFIC COMMENTS TO AUTHORS

This manuscript yields comprehensive data about the barrier function of the intestine in
functional constipation. The authors investigated intrepithelial lymphoctes, lymphocytes
in the lamina propria, ultrastrctural findings in the tight junctions, mRNA data of
expression of tight junctions proteins and found no alterations in FC patients as
compared to healthy subjects. The only difference was found in the count of goblet cells
and, possibly, in the expression of intestinal mucus. From the data, the authors conclude,
that in FC patients the intestinal barrier function remains intact, and an increased
permeability of the intestinal mucosa doesn't play a role in pathogenesis of FC. The
data are convincing. My only concern relates to the functional tests of gut permeability:
Zonulin family proteins and intestinal fatty acid binding protein in the serum (and
potentially inthe stool). Have the authors done these tests, too? If yes, I suggest to

include these data into the present manuscript.



