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Thank you very much for your comments and suggestions, which are very valuable for

us to improve and revise our paper. We have made revisions or explanations point by
point. We highlighted the changes in the manuscript by using the track changes mode in
MS Word.

Specific comments:

1. The role of tryptophan metabolism in CRC and its correlation with gut microbiota has
attracted wide attention (Transl Res, 2016, 167(1):67-79. doi: 10.1016/.trs1.2015.07.003.).
The hypothesis mentioned in this manuscript has existed (We hypothesized that there was
an alteration of gut Trp metabolism mediated by microbiota and that it might be involved
in the pathogenesis of cancer in patients with CRC).

Answer: We carefully read the literature you mentioned above(Transl Res, 2016,
167(1):67-79. doi: 10.1016/5.trs1.2015.07.003.). Although the role of tryptophan
metabolism in CRC has attracted wide attention, most of the studies focused on
tryptophan metabolism in colon tissuest!! or serum!®. However, we focused on the fecal
tryptophan metabolism. The noninvasiveness makes the results easily verifiable in a
larger sample in the future.

2. The fecal Trp metabolism was correlated with shifted microbiota in CRC patients.
However, there is no evidence that they have participated in the pathogenesis of CRC.
May be CRC induced the changes of microbiota and fecal Trp metabolism.

Answer: Thank you very much for reminding us of this crucial issue. Our results only
showed fecal Trp metabolism correlated with shifted microbiota, intestinal barrier

function and tissue Trp kynurenine pathway (KP), there is no evidence that they have



participated in the pathogenesis of CRC. Since previous animal®I#l and vitrol! studies
showed that fecal tryptophan metabolites had an inhibitory effect on colon tumorigenesis.
We hypothesized that fecal tryptophan metabolism might be involved in the human CRC.
There is an interaction between fecal metabolism and human body. It is possible that
CRC induced the changes of microbiota and fecal Trp metabolism. Our conclusion that
alterations of gut tryptophan metabolism and microbiota have participated in the
pathogenesis of CRC is not exact. First, we corrected the conclusion and relevant details
in the manuscript (title, abstract, and discussion sections). Second, the discussion on this
question has been added in the 1% paragraph on P 19. Third, the conclusions based on this
observational study prevent us from determining the causal relationships. We will later
conduct intervention studies and animal experiments to verify their relationship.

3. The indexes of intestinal barrier function include ZO-1, Claudin, Muc, and so on. Just
detection of ZO-1 only in mRNA level is not very convincing.

Answer: ZO-1, the main scaffolding protein of tight junction, has been used to assess
intestinal barrier function in a variety of studies!®l’l. Just detection of ZO-1 only in
mRNA level is not very convincing, so we added the protein level of ZO-1 in the 1%
paragraph on P 11, 4" paragraph on P 13, and figure 2 on P 30. Since the study was
preliminary explore the relationship between fecal tryptophan metabolites and intestinal
barrier function, other intestinal barrier indexes were not detected. Other indexes of
intestinal barrier function will be thoroughly assessed in our subsequent validation
experiments.

4. The manuscript has some typos and format errors.

Answer: We have carefully checked the entire manuscript for consistent formatting,

typos and corrected the errors.



Answering Reviewer 00004011

These comments are all valuable and very helpful for revising and improving our paper.
All the authors have studied the comments carefully and revised the manuscript based

on them. Thank you very much. Our manuscript is not clear regarding methodology
issues. We have made revisions and explanations point by point. We highlighted the

changes in the manuscript by using the track changes mode in MS Word.

1. The authors should describe in more details the specimens collected from each patient.
Answer: In the revised manuscript, we described the method of specimen collection from
each patient in more detail in 4™ paragraph on P 7 and 1° paragraph on P 8.

2. It is not clear if tissue materials used for RT-PCR are from the same patients that

fecal samples were collected.

Answer: The tissue materials used for RT-PCR and IHC are from the same patients that
fecal samples were collected. It has been corrected in the subjects and sample collection
sections.

3. Did the patients received chemotherapy? or other therapy? since therapy influence the
microbiota and microbiome function.

Answer: Thank you very much for reminding us of this very important issue. I'm sorry
we didn't describe this in the methods section. All the patients included in our study were
newly diagnosed and did not receive any treatment. It has been added on line 2™

paragraph on P 7.
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