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March 13, 2013
Dear Editor,

Please find enclosed the edited manuscript in Word format (file name: 1704-review.doc).

Title: Anti-cancer effects of sweet potato protein on human colorectal cancer cells
Author: Peng-Gao Li, Tai-Hua Mu, Le Deng
Name of Journal: World Journal of Gastroenterology
ESPS Manuscript NO: 1704
The manuscript has been improved according to the suggestions of reviewers:

1 Format has been updated

2 Revision has been made according to the suggestions of the reviewer
(1) Comment 1: Oral and intravenous administration are different in cancer treatment. Active components might change after oral intake, absorption and metabolization in the liver. Has serum metabolite profiles of SPP been determined before? If not, to directly determine the effect of SPP on colorectal cancer lines is unreasonable.

Response 1: The concern raised by the reviewer is reasonable. Proteins usually are subjected to digestion when taken orally. However, small proteins may be absorbed directly and present in the circulation. There are many low-molecular weight protease inhibitors that can be administered orally and be absorbed into the bloodstream. For example, it has been reported that about half of an oral dose of BBI, a soybean-derived protease inhibitor, is taken up into the bloodstream and distributed throughout the body [1]. Moreover, after oral administration of another protease inhibitor, bikunin, intact protein was detectable in mouse serum specimens [2]. Furthermore, soybean-derived Kunitz type protease inhibitors can also been taken orally and exert a significant suppressing effect against tumor metastases [3]. The latter two kinds of protease inhibitors have a similar molecular weight as the SPP in our study. Therefore, although we have not detected the distribution and serum metabolite profiles of the SPP after oral consumption, these data allow us to speculate that oral consumption of SPP may result in similar blood presence and play a similar role as the bikunin and the soybean protease inhibitor. Nonetheless, we agree and admit that the reviewer’s question is very important and must be addressed in the future. Thus, we are planning to conduct a separate study to thoroughly determine the blood distribution of SPP and its serum metabolism profile after oral administration in the future.
(2) Comment 2: Why different cell lines were used in proliferation assay, in vivo study, and anti-metastatic study? It might be better to test at least two colorectal cancer cells in every assay to obtain more convincing results. In particular, why use a lung cancer cell line in the anti-metastatic study instead of using a highly lung metastatic colorectal cancer line?

Response 2: We agree that the reviewer’s suggestion is good for the study. In ideal conditions we would like to do the experiments according to these suggestions. Bu in reality, we prefer to use familiar animal models that we are good at.  In fact, we have tried to inoculate the SW480 cells to the nude mice to construct the xenograft animal model but it was not successful, so we used HCT-8 cells instead. As to the using of the Lewis lung cancer 3ll cells instead of a highly lung metastatic colorectal cancer cell line, the reason is similar. It is very easy to use the subcutaneously transplanted 3ll cells to obtain a spontaneously lung metastasis animal model. Considering that these cells and animal models all have been widely used previously in anti-cancer studies, we consider that our choice is acceptable. Besides, we are glad to see that SPP can play a role in different cancer cells that encourages us to study its effects further. Of course, we will take the reviewer’s advice in our future study design.
(3) Comment 3: In the study “Effect of SPP on malignant cell growth and metastasis in vivo”, the author found the anti-metastatic effect was better in the i.g. than in the i.p. group (Fig. 6B). However, the effect on primary tumor nodules suggested that the i.p. administration had a better effect than the i.g. way of administration (Fig. 6C). Why the effect were different in primary and metastatic lesions since the author hypothesized that orally taken SPP may be absorbed into the blood circulation and exert its role all over the body. This should be discussed in the discussion part.
    Response 3:  We have accepted the reviewer’s advice and have added more discussion to explain the phenomenon displayed in Fig. 6 (from line 308-315, page 13, words in red).
3 References and typesetting were corrected

Thank you again for publishing our manuscript in the World Journal of Gastroenterology.

Sincerely yours,
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