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writtten. Some minor adjustments /corrections should be made as indicated in
pdf-comments fields. - start from top and go to the final end (including figs and
legends). -- Please go through and give also details in methods (protein array processign

and ELISA - volumes, conditions, etc).

We are grateful to the reviewer for the precious and inspiring comments and questions
which are significant in helping us improve the display of our study. We have rigorously
made adjustments and supplements according to each comment. The details are shown

as follow.

Question 1: Some minor adjustments /corrections should be made as indicated in
pdf-comments fields (including figs and legends).
Answer: Adjustments/corrections have been made properly based on the comments

by the reviewer. Please see the revised version for the details (changed parts are marked
by red color). Furthermore, we have especially replaced the heatmap of 90 cytokines

with the one displaying all samples.

Question 2: Please go through and give also details in methods (protein array
processing and ELISA - volumes, conditions, etc).
Answer: More details of protein array processing and ELISA such as volumes,

incubated time and temperature have been added.

Question 3: Why do you have only 8 of the 9 individuals? clarify/explain

Answer: There were 9 rats in each group (normal group, model group, HPM group) at

tirst. After modeling, 3 rats (1 rat from each group) were sacrificed for UC model
verification. So there were only 8 rats remained for intervention and indicator

assessment.
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expression profiling: By Dan Zhang et al

The article reports an important study

elucidating the mechanism of action of moxibustion in chronic inflammatory bowel
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disease. The work has been well designed and extensively carried out with worthy
effort.  Some questions may be benefit to some readers and this reviewer who have
never involved in this traditional medication. Question such as how stimulating flow
of blood by using moxa inducing changes in inflamed tissues. = Authors may review
briefly why position of CV6 and ST25 are selective for the treatment of UC. In this
study, the work was carried out only at ST25? Authors should declare that the animal
study has been approved by institutional animal ethics committee. How animals were
restrained in the moxibustion process and process of euthanasia at the end. How authors
assess spiritual state, what parameters were used in Fig.2B, what is the gross score? It is
quite surprised to see that the down-regulated IFN-g, TNF-a, TLR4, CCR4 were involved
with the development of UC? And on the other hand moxibustion resulted in
up-regulated TNF-a, and IFN-g were associated with therapeutic effect?. Since
anti-TNF antibody is one of main stream of treatment of IBD, authors have any
comments on such contradictory result. As the analysis by KEGG pathway reported in
the Manuscript is rather vogue and provide little information for further study, authors
may comments and pick up the most likely ones for clarification. There is a number of

typing errors in the manuscript that should be taken care of.

We are grateful to the reviewer for the precious and inspiring comments and questions
which are significant in helping us improve the display of our study. We have rigorously
made adjustments and supplements according to each comment. The details are shown
as follow.

Question 1: How stimulating flow of blood by using moxa inducing changes in
inflamed tissues.

Answer: Studies showed that moxibustion at acupoints can improve blood flow in

internal organs, which is significant to its therapeutic effectiveness in treating the
4
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corresponding organic diseases[1-4]. One recent study also reported that thermal
stimulation to abdomen significantly regulated blood flow volume in the superior
mesenteric artery and brachial artery[5]. Thermal effect is the most crucial factor for
moxibustion to play its role[6]. Via the thermal stimulation to acupoints, moxibustion
treats colitis possibly by influencing blood flow in intestinal arteries, increasing blood
flow volume in intestinal mucosa, improving intestinal microcirculation and accelerating
the repair of colonic mucosa injuries.
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Question 2: Authors may review briefly why position of CV6 and ST25 are selective
for the treatment of UC. In this study, the work was carried out only at ST25?

Answer: Either ST25 alone[1-2] or used in combination with CV6[3-4] has been
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proved effective in easing the intestinal inflammation in UC rats and repairing the
mucosa injuries. The current study specifically chose to use ST25 alone to avoid the
between-acupoint interactions brought by selection of multiple acupoints.
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Question 3: Authors should declare that the animal study has been approved by
institutional animal ethics committee.
Answer: This study had been approved by the institutional animal ethics committee

ever before it took place and the whole performance rigorously followed the
International Guiding Principles for Biomedical Research Involving Animals
recommended by World Health Organization. Please see the section of Materials and
Methods in the revised version for detailed description and the ethic certification

document is attached in the appendix.

Question 4: How animals were restrained in the moxibustion process and process of

euthanasia at the end.
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Answer: During moxibustion, the rats were restrained by using rat fixator and a

researcher used both of his hands to assist the rat to stay in a supine position and expose
its abdomen where the herbal cake and moxa were placed. The assistance of researcher’s
hands can sooth the rats and the warm effect from moxibustion was also comfortable,
both acting to reduce rat’s struggle. In the end, euthanasia was carried out by
intraperitoneal injection of pentobarbital sodium (150mg/kg) to inhibit the respiration.
The information has been added properly into the section of Materials and Methods in

the revised manuscript.

Question 5: How authors assess spiritual state, what parameters were used in Fig.2B,
what is the gross score?
Answer: Rat’s spiritual state was roughly assessed by observing the performance in

eating, drinking and moving in this study by referring the previous studies[1]. The result
revealed obvious decreases in eating and drinking frequencies in UC rats and they spent
more time huddling with eyes closed rather than moving around, based on which we
can conclude that the UC rats had a poor spiritual state. Since this was a subjective and
simple indicator to help observe the general state of the rats, we didn’t consider it
necessary to perform a statistical analysis. The influence of HPM on UC rats was mainly
judged according to the histopathological indicators of colon. The gross score in Fig2B
majorly observed the adhesion, formation of ulcers and inflammation in colons[2] and
the scoring standard is provided in Tablel.
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Question 6: It is quite surprised to see that the down-regulated IFN-g, TNF-a, TLR4,

CCR4 were involved with the development of UC? And on the other hand
moxibustion resulted in up-regulated TNF-a, and IFN-g were associated with

therapeutic effect?.
Answer: Actually, it’s also a surprise to our research group. Therefore, we searched

relevant literatures and found that dysfunction of TNF-a could lead to exacerbation of
colitis in early stage, which indicated that TNF-a protect colon by acting on different
receptors[1-4]. Thus we suppose that colonic cytokines may present various changes and
functions in different stages of colitis, and either insufficient or excessive expressions
will possibly cause immune-related inflammatory damage in colon. This phenomenon is
definitely worth further exploration. Shown in the current study, moxibustion
up-regulated the decreased level of TNF-a, indicating that moxibustion can correct the
abnormal expression of cytokines which can be considered as an evidence for the

recovery of normal immune system.
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Question 7: As the analysis by KEGG pathway reported in the Manuscript is rather

vogue and provide little information for further study, authors may comments and pick

up the most likely ones for clarification.
Answer: Through functional cluster and KEGG pathway analyses, specific differential

cytokines and plausibly-involved pathways were selected in this study. The analyses
showed that the pathways interacting between the cytokines and their receptors should
be closely associated with the action of moxibustion, and MAPK signaling pathway and
JAK/STAT signaling pathway were most possibly involved in the anti-inflammation
effect. We believe that further study in this field will help unveil the action mechanism

of moxibustion in treating UC.


https://www.ncbi.nlm.nih.gov/pubmed/?term=Naito%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=12702049
https://www.ncbi.nlm.nih.gov/pubmed/12702049

