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SPECIFIC COMMENTS TO AUTHORS
By integrating and analyzing three scRNA-seq datasets and ten bulk-seq datasets, the

authors screened out 9 genes significantly correlated with the prognosis of gastric cancer.
Before this article was published, I had the following concerns: Main 1. Please
elaborate on the process, parameters, and results of the variance analysis for scRNA-seq.
Setting the criteria of "logFC>0.5 & p<0.05", there are 934 genes left, why exclude lowly
expressed genes? 2. Similarly, please illustrate why exclude lowly expressed genes in
differential analysis of Bulk-seq. The volcano map (Figure 3D), on the other hand, marks
them clearly. 3. The manuscript lacks an introduction to the screening process for
so-called important genes. 4. The flow chart seems to fail to show the data analyzing and
processing flow. Minor 1. The first part in the results section duplicates the content of
Mast cells, but lacks the content of Chief Cells. 2. The screening criteria of difference
analysis for Bulk-seq are inconsistent in the manuscript (logFC>1.5) and volcano map
(logFC>1). At the same time, the colors in the volcano map seem to be unprecise. Please
double-check the volcano map (Figure 3D). 3. The supplementary materials are

incorrectly marked in the third part of the results section. Table S3 corresponds to
2
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prob_1se, while prob_min corresponds to Table S4. 4. Abbreviations need to be defined
when they first appear in the text. The so-called first time here is also calculated
separately in the abstract, the text (from the preface to the discussion), each illustration
and each table annotation. 5. The results of the two LASSO models were intersected to
obtain 11 intersecting genes. Comma segmentation is missing between some genes.
Please double-check the manuscript text (including symbols, singular and plural of

words, etc.) to maintain the rigor of the paper.
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SPECIFIC COMMENTS TO AUTHORS

Major Comments: 1. Are there controversies in this field? What are the most recent and
important achievements in the field? In my opinion, answers to these questions should
be emphasized. Perhaps, in some cases, novelty of the recent achievements should be
highlighted by indicating the year of publication in the text of the manuscript. 2. The
results and discussion section is very weak and no emphasis is given on the discussion
of the results like why certain effects are coming in to existence and what could be the
possible reason behind them? 3. Conclusion: not properly written. 4. Results and
conclusion: The section devoted to the explanation of the results suffers from the same
problems revealed so far. Your storyline in the results section (and conclusion) is hard to
follow. Moreover, the conclusions reached are really far from what one can infer from
the empirical results. 5. The discussion should be rather organized around arguments
avoiding simply describing details without providing much meaning. A real discussion
should also link the findings of the study to theory and/or literature. 6. Spacing,
punctuation marks, grammar, and spelling errors should be reviewed thoroughly. I

found so many typos throughout the manuscript. 7. English is modest. Therefore, the
5
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authors need to improve their writing style. In addition, the whole manuscript needs to

be checked by native English speakers.
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SPECIFIC COMMENTS TO AUTHORS
The authors analyzed three single-cell RNA sequencing data and ten bulk RNA

sequencing data from the previously published gastric cancer samples. The differential
genes were subjected to linear regression model and random forest classifier to identify
the genes for gastric cancer diagnosis. Please see the specific comments below: Major
comments: - What is the purpose of including bulk RNA sequencing data? Have you
considered building a predictive model by comparing healthy with cancer epithelium
from the single-cell RNA seq data? How much difference was there between the
classifier derived from the combination of scRNA and bulk and the one derived from the
single-cell only? - It's known that patient heterogeneity may impact the feature
identification, as shown in the bulk RNA sequencing data. Did you notice any batch
effects in the single-cell RNA sequencing data? In addition, what are the regressed-out
features and their biological function, which could be verified by GSEA analysis. -
There is a lack of validation of the predicted model. An additional experiment is critical
to verify if the prediction model is valid. The possible method includes

immunohistochemistry staining, real-time PCR, or in situ hybridization. I would suggest
8
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adding some forms of evidence to support the prediction. Minor - What are the
differences across three scRNA-seq data? I recommend a more detailed discussion on the
collected data and the biological differences between the samples. For example:
compiling a supplementary table that includes cancer stages, phenotypes, and prognosis.
- The clustering and cell identity assignment based on the markers didn't show the
cancer populations as the ones in the published articles. How are the labeling differ from
the original articles included in the analysis? - While building the classifier, was there
hold-out data (normal cells v.s. cancer cells) to validate the prediction model classified
the samples correctly? - The text in the figures (Fig 2, 3, 4, 5) is small. Please ensure

that the labels are legible. Irecommend accepting this article after a major revision.
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SPECIFIC COMMENTS TO AUTHORS
The aim of this study is to develop an epithelial-related GC prediction model based on

single-cell RNA sequencing (scRNA-seq) and bulk RNA sequencing (bulk-seq) data.
Actually, the current proposal is interesting. Therefore, I recommend that the current
study be published after major revisions as follows: 1- Please, validate and confirm
these findings by utilizing the cancer genomic atlas (TCGA) data. 2- Could the authors
highlight the significance of TCGA data to study the complex interaction of immune
cells in the tumor microenvironment of cancer as well as cancer cells? reference:
SnapShot: TP53 status and macrophages infiltration in TCGA-analyzed tumors. Int
Immunopharmacol. 2020 Sep;86:106758. doi: 10.1016/j.intimp.2020.106758. 3- Could
the authors discuss the possible mechanisms for these findings? 4- Please add a

diagrammatic figure to summarize the findings
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SPECIFIC COMMENTS TO AUTHORS

Authors addressed all of my comments. The revised manuscript can be accepted for final

publication.
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SPECIFIC COMMENTS TO AUTHORS

The authors have successfully addressed all comments
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SPECIFIC COMMENTS TO AUTHORS

The authors has successfully answered all the questions, I have no further comments.
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