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SPECIFIC COMMENTS TO AUTHORS

In this study, the authors evaluated only one gastric cancer cell line to knockout PIWIL1
gene. It seems to be difficult to evaluate that PIWIL1 plays a crucial role in the signaling
pathway of gastric cancer, regulating several genes involved in migration and invasion

processes. The authors should evaluate the other gastric cancer cell lines except for

PEER-REVIEWER STATEMENTS




o . 7901 Stoneridge Drive, Suite 501,
B a l S h l d e n g Pleasanton, CA 94588, USA
o . Telephone: +1-925-223-8242
P u b ll S h mn g Fax: +1-925-223-8243
o D E-mail: bpgoffice@wjgnet.com
3“15')1‘19“9@ Group https:/ /www.wjgnet.com

AGPO1 cell line. Moreover, the authors should evaluate the expression of PIWIL1 after
knock down by RT-PCR or Western blot. Many genes were thought as candidates for
the mechanisms used by PIWIL1 to promote carcinogenic effects related to migration
and invasion. It is difficult to confirm which genes really related to migration and

invasion from the results of literature.
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First - this is a very important problem in the development and the treatment of gastric

cancer. Second - this is a very interesting publication. Third - selection of references very

good, interesting figures and tables,
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SPECIFIC COMMENTS TO AUTHORS

This manuscript entitled "PIWIL1 gene as a possible major player in gastric cancer”
studied functions of PIWIL1 in gastric carcinogenesis. The authors found that PIWIL1
gene knockout in AGP01 gastric cancer cell line by using CRISPR-Cas9 system induced a

significant decrease in gastric cancer cell migration and invasion. In addition, they
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identified a total 35 genes encoding proteins involved in cellular invasion and migration.
Of them, 9 genes are possibly related to the progression of gastric cancer. They
concluded that PIWIL1 be a therapeutic target of gastric cancer. The idea is interesting.
However, the pathophysiological relevance of the postulated evidences remains unclear.
The reviewer has the following suggestions: 1. Previously, it has been reported that
downregulation of PIWIL1 (hiwi) inhibited the growth of gastric cancer cells (Int ]
Cancer, 2006;118:1922-9) and the epithelial-mesenchymal transition (EMT) process of
cervical cancer cells by regulating cadherin, vimentin and snail (Oncology Letters,
2018;16:3874-80). The authors should provide evidences showing that PIWIL1 regulates
expression of EMT-related proteins in gastric cancer cells. 2. Gene expression analysis
identified a total of 35 genes encoding proteins involved in migration and invasion of
cancer cells and 9 of them are possibly related to the mechanisms used by PIWIL1 to
promote carcinogenic effects. 1) The authors should explain or provide evidences
showing how PIWIL1 regulates expression of these genes. 2) They selected 9 of 35 genes
showing differential expression in the cell line before and after PIWIL knockout. The
reason why they chose 9 genes is unclear. 3) A total of 251 mRNA were found to be
differentially expressed after PIWIL1 knockout in the cell line. Data presented up to this
stage of the manuscript does not justify stating that PIWIL1 be a therapeutic target of the
treatment of gastric cancer. 4) DNA sequences or genetic status of 9 genes in the cell line
before and after PIWIL1 knockout should be shown. 5) The authors should also point
out that PIWIL1 expression is closely associated with expression levels of 9 genes in
gastric cancer tissues. 3.  Mechanism for PIWIL1 overexpression in gastric cancer

should be discussed. 4. Improve the resolution of Fig. 5.
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SPECIFIC COMMENTS TO AUTHORS
This study estabilished a permanent PIWIL1 gene knockout in AGP01 gastric cancer cell

line using CRISPR-Cas9 system and analyzed phenotypic modifications, as well as gene
expression alterations. The results showed that PIWIL1 plays a crucial role in the

signaling pathway of gastric cancer, regulating several genes involved in migration and
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invasion processes; therefore, its use as a therapeutic target may generate promising
results in the treatment of gastric cancer. The study is interesting. But it has some
problems. 1.  The English expression needs some modification. 2.  Cell line AGP01
used in this experiment is established by author’s group in 2009. It is recommended to
add more classic gastric cancer cell lines to verify tumor invasion and migration. 3.
This experiment lacks in vivo experiments to verify the role of the AGP01 in gastric
cancer. 4. In Figure 4, it is recommended to compare the negative control group with
the knockdown group. 5.  The conclusions are overstated. For example, this study did
not test the gastric cancer tissue samples, but found that the gene is associated with poor

prognosis.
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