September 28 2012

Dear Editor,

Please find attached a revised version of our manuscript (file name: esps-140-Review), which we would like to resubmit for publication as an original paper in World Journal of Gastroenterology. 
Title: Involvement of parasympathetic pelvic efferent pathway in psychological stress-induced defecation.
Author: Kazunori Suda, Hiromi Setoyama, Masanobu Nanno, Satoshi Matsumoto, Mitsuhisa Kawai

Name of Journal: World Journal of Gastroenterology
EPSP Manuscript NO: 140
We thank the reviewer for careful reading of our manuscript and for giving useful comments.  These were enabled us to greatly improve the quality of our manuscript. Our point-by-point responses to each of the comments of the reviewer are listed in the followings page.
Revisions in the text are shown using yellow highlight. In accordance with reviewer’s suggestion 1), we insert sentences in the section of discussion; e.g. we added the possibility of involvement of sympathetic nerves under stressed condition to the line17 of page16 in the revised manuscript.  Regarding reviewer’s comment 2), would you please see the following “Responses to the comments 2)”. 
We hope that the revisions in the manuscript and our accompanying responses will be sufficient to make our manuscript suitable for publication in World Journal of Gastroenterology.
We shall look forward to hearing from you at your earliest convenience.

Yours sincerely, Kazunori Suda 

Responses to the comments of the Reviewer

1) Did you look into the effect of stress-induced sympathetic impluse in this study? As I believe that during WAS both parasympathetic and sympathetic nervous system was activated. Any measurement of cathecholamine in this study.

Response: 
We didn’t measure the impulse of sympathetic nerve and cathecholamine in our experiment.  We agree with your opinion. It is considered that the sympathetic nerve is certainly activated by stress, although it is unclear whether it involves acceleration of colorectal transit and defecation observed in stressed animals. Actually, according to our work, vagotomy or the resection of rectal branches of pelvic nerve did not completely inhibit WAS-induced acceleration of intestinal transit. These results suggest that an alternative nerve pathway such as sympathetic nerves were involved in WAS-induced colorectal dysfunction. Therefore, we added discussion on the possibility of involvement of sympathetic nerves under stressed condition to the discussion section, based on the reviewer’s comment, and the following sentences have been made in the line17 of page16 in the revised manuscript. 
“The current study has only examined the involvement of the parasympathetic nerves in stress-induced acceleration of colonic transit and defecation. The colon and rectum also receives sympathetic inputs from the lumbar colonic nerves and hypogastric nerves. It has been shown that stimulation of sympathetic nerves inhibits rectal motility in guinea pigs and cats[37,38,39]. Furthermore, it has been reported that sympathetic nerve denervation increased the c-Fos immunoreactivity in the LMMP[40] and the rectal motility[27]. These results suggested that sympathetic nerves may negatively regulate the colonic motor function. In the stressed-condition, however, it remains to be determined whether sympathetic nerve activity participates in the acceleration of colorectal transit and defecation induced by stress. Further experimental investigations are needed to understand the involvement of sympathetic nerves in stress-induced colonic dysmotility.”
2) Apart on focusing on longitudinal muscle of the colon, did you study on the circular smooth muscle and anal sphincter complex? This would help us understand why some people have more bowel movement during stress time, and others have less bowel movement.

Response: 
We did not directly study on the circular smooth muscle and anal sphincter complex. In this experiment, we made longitudinal muscle myenteric plexus (LMMP) whole-mount preparation and investigated neuronal activities after stress using c-Fos expression as a marker of neuronal excitation. LMMP is generally used for the immunohistochemical study of myenteric neurons. The myenteric plexus includes several sorts of neurons projecting to both of longitudinal and circular smooth muscles. Therefore, we looked at the excitability of neurons projecting to not only longitudinal muscle but also circular muscle. As the reviewer commented, to know how large intestine works during stress time, further experimental investigations are needed.
