October 8, 2012
Dear editors,
Many thanks for your E-mail of 14 Sept 2012. I am the author of the manuscript entitled “The Mechanisms of Cholecystokinin-induced Calcium Mobilization in Gastric Antral Interstitial Cells of Cajal”. The ESPS No.: 149. The name of journal: World Journal of Gastroenterology. We appreciate the detailed and useful comments and suggestions from you and reviewers. 
We have revised the manuscript in accordance with the reviewers’ comments, and carefully proof-read the manuscript to minimize typographical, grammatical, and bibliographical errors. Please find attached the revised version of the manuscript (file name: 149-review.doc). The revised portions were marked in red bold. We also responded point by point to each reviewer comments as listed below.
Finally, we appreciate very much for your time in editing our manuscript and the reviewers for their valuable suggestions and comments. We are looking forward to publishing our manuscript in the World Journal of Gastroenterology.

Sincerely yours,
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Xinmin Si, MD, PhD

The First Affiliated Hospital of Nanjing Medical University

No. 300 Guangzhou Road

Phone: 86-25-83718836, (+86)13852298452

E-mail: sixinmin@126.com
The manuscript has been improved according to the suggestions of reviewers:

1 Format has been updated:
(1) The graphs have been removed to the end of the manuscript;
(2) The dissected figures were enclosed in the attachment of E-mail which was sent to x.x.song@wjgnet.com.

2 Response to reviewer 00503442:
Some orthographical and grammatical errors have been corrected according to the suggestions of the reviewer Dr. Fabio Grizzi. The revised portions were marked in red bold in the manuscript.
3 Response to reviewer 00503072:
Q1. How is the purity of ICC cells? Do the cells contain other types of antral cells? How to exclude the influencing of other types of cells?
Answer: As pointed out by the reviewer, the ICCs were not totally purified in our experiments. There are two reasons why we did not purify ICC. Firstly, the purification of ICC requires staining several molecular markers and sorting by fluorescence-activated cell sorting (FACS). However, the fluorescence staining in cell sorting may influence the fluorescence emitted by Ca2+ indicator Fluo-3. Secondly, during our experiments, we preferred to choose the single ICC without other cells nearby. We identified ICC by their special shapes, measured [Ca2+]i changes in single cell and then calculated the mean values. Moreover, we did live-cell double labeling with c-Kit and Fluo-3 to confirm the cells measured were in fact ICC. Cells were incubated with c-Kit primary antibody and Alexa Fluor 555 secondary antibody as well as Fluo-3. Under confocal laser microscope, ICC were identified with red fluorescent light first and then [Ca2+]i changes were observed with green fluorescent light. Here we present a picture of live-cell double labeling in order to make our points clear.
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Q2. To confirm CCK receptor 1 was not lost during the isolation procedure, it is better to validate the expression of CCK receptor 1 in isolated ICC.

Answer: We highly appreciate this suggestion. At some times, the enzymes (e.g. collagenase) could destroy the expression of some receptors. In the isolation procedure of myenteric neurons, collagenase did not affect the expression of CCK1 receptor 
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[1]
. Likewise, we found that collagenase did not influence the functions of CCK receptors in isolated ICC in our previous patch clamp experiments [2]. In that study, we successfully recorded the effect of CCK on hyperpolarization-activated cyclic nucleotide-gated channels which presented in ICC. Simultaneously, we observed that the addition of CCK1 receptor antagonist significantly decreased the effects of CCK on ICC, indicating that the isolation procedure used in our studies has no harm to the CCK1 receptors expressed on ICC. 
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