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Comments To Authors
The authors mainly focus on verifying gene expression profiles for colorectal
cancer using 12 internet public microarray data sets. The results suggest a
novel gene expression profile was associated with CRC and can potentially be
applied to blood-based detection assays. However, there are some concerns
raised from this paper.
1. Table 1 should be one to list the characteristics of the included papers.
® We thank for the Reviewer pointed out an important issue. We
have added and revised the texts in the manuscript as well as the

following,

Added on table 1 and table 2.

.... Furthermore, as table 1, we validated the 17 CRC-associated genes
from Quyun, et al., 2010 (Model 1: 5 genes), Marshall et. al. (Model 2: 7
genes) and Han et. al. (Model 3: 5 genes) ....

2. Why do the authors select the CRC-associated genes from 3 studies (Ref. 7-9)
to verify external validation rather than from other studies.
® We thank for the Reviewer’s remind. We have provided the details

in the manuscript as well as the following,

Many studies develop an accurate, reliable and less invasive test for
detecting CRC. Han et al and Marshall et al with similar screening
approaches used different gene sets to detect CRC. The two gene sets
were obtained by direct selection from differentially expressed genes in
peripheral blood samples using microarray techniques followed by
real-time PCR. The biomarkers they selected may more or less reflect
the static and dynamic changes of the immune system in response to
cancer. In our study, genes clinically confirmed to be cancer-associated
in tumor tissues were chosen for selection and validation in peripheral

blood samples. However these two studies even with similar



approaches and some overlapped samples, but reported respective
profiles cover no genes in common with the profile of 5 genes from
Qunyun et al. The absence of concordant genes also exists in Xu et
al(Xu, et al., 2013) that could be related to differences in studying
samples and genes coming out from the upstream or downstream of
on- and anti-cogenasis pathways, supposedly they all perform perfect
gene quantification and statistical analysis to develop particular CRC
gene expression profiles. The present study intends to stand on and
demonstrates to rapidly converge and verify these promising
biomarkers using pooling external validation and public microarray
GSE datasets in GEO of NCBI before the further practical uses and
clinical implementation. In general, this is an alternative effort to
establish a standard testing procedure and to confirm the profile

performance.

3. Although this study included 12 public pooling microarray datasets, the
sample size is relatively small, only including 519 cases of adenocarcinoma
and 88 controls of normal mucosa. Do the authors think whether the statistical
power is enough.

® We thank for the Reviewer’s remind. We have provided the details

in the manuscript as well as the following,

In general, this is an alternative effort to establish a standard testing

procedure and to confirm the profile performance.

4. Have the authors considered to collect new sample by your lab to verify
external validation of the selected gene.
® We thank for the Reviewer’s remind. We would collect new
samples via lab to verify external validation of the selected genes
in the future work and that is why we do this present study.
Furthermore, we have provided the details in the manuscript as
well as the following,

In general, this is an alternative effort to establish a standard testing
procedure and to confirm the profile performance. According to the
results of this present study, the selected genes can be verified via lab



for collecting new samples in the future work.
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The manuscript by Huang and colleagues is a dataset analysis of three
reported signature of colorectal cancer in a pooled dataset comprising 12
microarray studies. The study identifies a common signature which should be
related to colorectal cancer. The premise of the study makes no sense. Authors
want to develop a signature to detect CRC cells in peripheral blood, but they
use microarray studies obtained from normal and cancer colonic tissue. In
peripheral blood it would be expected a different background of gene
expression ascribed to blood components which makes the study not useful
for the purpose. Last and not least without qPCR validation it is not given
that the differences noticed at the probe level can be reproduced with qPCR.
Indeed, a microarray will never be used as a tool to detect CRC cells in blood.

So definitely a qPCR validation step would be required.

® We thank for the Reviewer’s remind. This present study is an
alternative effort to establish a standard testing procedure and to
confirm the profile performance. We would collect new samples
via lab to verify external validation of the selected genes in the
future work and that is why we do this present study.
Furthermore, we have provided the details in the manuscript as
well as the following,

Many studies(Rosenthal, 2006; Simi, et al., 2008; Wu, Chung, Chang, &
Wang, 2013; Xu, et al., 2013; Yip, et al., 2010) develop an accurate,
reliable and less invasive test for detecting CRC using tissues or blood
samples from microarray to qPCR validation. In general, this present
study is an alternative effort to establish a standard testing procedure
and to confirm the profile performance. Genes clinically confirmed to



be cancer-associated in tumor tissues are chosen for selection and
validation in peripheral blood samples. According to the results of this
present study, the selected genes can be verified via lab for collecting

new samples in the future work.

Han et al and Marshall et al with similar screening approaches used
different gene sets to detect CRC(Han, et al., 2008; Marshall, et al.,
2010). The two gene sets were obtained by direct selection from
differentially expressed genes in peripheral blood samples using
microarray techniques followed by real-time PCR. The biomarkers they
selected may more or less reflect the static and dynamic changes of the
immune system in response to cancer. However these two studies even
with similar approaches and some overlapped samples, but reported
respective profiles cover no genes in common with the profile of 5
genes from Qunyun et al. The absence of concordant genes also exists
in Xu et al(Xu, et al., 2013) that could be related to differences in
studying samples and genes coming out from the upstream or
downstream of on- and anti-cogenasis pathways, supposedly they all
perform perfect gene quantification and statistical analysis to develop
particular CRC gene expression profiles. The present study intends to
stand on and demonstrates to rapidly converge and verify these
promising biomarkers using pooling external validation and public
microarray GSE datasets in GEO of NCBI before the further practical

uses and clinical implementation.
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