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c Original submission I comment - § Nov 2024

Associate Editor MAJOR REVISION 8 Nov 2024

Comments:

1- The sequence of the primers used produced nonspecific products with RNA of other genes. This can
influence the results of the experiments.

2-Table 1 should be corrected. The authors should add the sequence of the reference gene to Table 1. Also, the
authors should add the product size for each primer pair to the table.

3-The text of the manuscript needs to be edited by a person familiar with English.

4-There is no explanation for some data at the end of the manuscript (pages 28-33). They are unclear.

5-The title should be added to the X axis in Figure 4.
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Revision 1

AUTHORS' RESPONSE TO REVIEWERS

Authors' reply to reviewers

The next pages contain the authors' point-by-point reply to the comments of this
revision round, as submitted with the revised manuscript. It is published as the
authors wrote it.
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Associate Editor's Comments:

Associate Editor 1:
Comments:

1- The sequence of used primers produced the nonspecific products with RNA of other
genes. This can influence on the results of experiments.

2- Table 1 should be corrected. The authors should add the sequence of reference
gene to the Table 1. Also, the authors should add the size of product for each primer
pairs to the table.

3- The text of manuscript needs to be edited by a person familiar with English.

4- There is no explanation for some data of the end of manuscript (pages 28-33). There
are unclear.

5- The title should be added to the X axis in Figure 4.

.................................................................................................................

1- The sequence of used primers produced the nonspecific products with RNA of other
genes. This can influence on the results of experiments.

Our response:

Regarding the Inc-LRR1-1 gene, for which we designed primers, it is important to note that this
transcript is an isoform of the RN7SL1 gene. When we checked the designed primers using the
PCR tool on the UCSC Genome Browser (https://genome.ucsc.edu/cgi-bin/hgPcr), we found that
the primers produced results from 9 genes. These results correspond to different isoforms of the
RN7SL1 gene, and a BLAST analysis of these sequences revealed that they share over 90%
similarity. Therefore, these primers do not produce nonspecific products, as they amplify various
isoforms of the same gene, as shown in the figures below.

UCSC In-Silico PCR

Genome: Assembl: Target: __Forward primer: _Reverse primer;
Human - Dec. 2013 (GRCh3Bihg38)  ~| iig mmmmmmmm biy [ggeigaggeiggaggat | |gggaggteaccatatigatg Submit
Max product size: Min perfect match: (15 | Min good match: 15 | Flip reverse primer: [] ‘Append to existing PCR result: []
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UCSC In-Silico PCR

>chr14:49586623+49586724 102bp GGCTGAGGCTGGAGGAT GGGAGGTCACCATATTGATG
GGCTGAGGCTGGAGGATCgct tgagtccaggagt ttaggctatagtocy
ATCAATA' CTC

cc

>chrl7:26B6951+2681052 102bp GGCTGAGGCTGGAGGAT GGGAGGTCACCATATTGATG
GGCTGAGGCTGGAGGATtgCt tgageccaggagttctgggttacagtgty
ctgtgctgatgggatgttigeactaagtgragCATCAATATGGTGACCTC

ct

>chr2:11584816+11584917 182bp GGCTGAGGCTGGAGGAT GGGAGGTCACCATATTGATG
GGLTGAGGCTGGAGGATCgCttgagtccaggagttetgggctgtagtycy
ctatgccgatcgggtgtecgeactaagtttggCATCAATATGGTGACCTC

cc

>chr3;129591393+129591494 102bp GGCTGAGGCTGGAGGAT GGGAGGTCACCATATTGATG
GGCTGAGGCTGGAGGATCact tgagtccaggagt tctaggctatagtgty

tatgc ATCAAT
3

>chr3:113632747+113632848 102bp GGCTGAGGCTGGAGGAT GGGAGGTCACCATATTGATG
GGCTGAGGCTGGAGGATCge tggagtccaggagt tetagact gtagtacy
ctatgccgategggtgtecacactaagttcggCATCAATATGGTGACCTC

c

>chr8:119862705+119862806 102bp GGCTGAGGCTGGAGGAT GGGAGGTCACCATATTGATG
GGCTGAGGETGGAGGATCGC ttgagt ccaggagt tctggactqtagtacy
ctatagcgatcgggtgtecgcattaagttcggCATCAATATGGTGACCTC

[<
>chr9:21699338+21699439 102bp GGCTGAGGCTGGAGGAT GGGAGGTCACCATATIGATG
GGCTGAGGCTGGAGGATCcgc t tgagtccaggagt tctgggctgtagtgtg
ctatgcgtatcgggtgtecgcactaagtttggCATCAATATGGTGACCTC

ct

>chr9:9442103+9442284 102bp GGCTGAGGCTGGAGGAT GGGAGGTCACCATATTGATG
GGCTGAGGCTGGAGGATCgCttgagtccaggagttetgggctgtagtacy
ctatgccgatcgggtgtecgeactaagt tcggCATCARTATGGTGACCTC

[

>chr14:49853779-49853871 102bp GGCTGAGGCTGGAGGAT GGGAGGTCACCATATTGATG
GGCTGAGGETGGAGGATCCC ttgagt tcaggagt tetgggctgtagtacy
ctatgccgatcgggtgtecgcactgagttcggCATCAATATGGTGACCTC

<

Primer Melting Temperatures

Forward: 58.8 C ggctgaggctggaggat

Reverse: 57.6 C gggaggtcaccatattgatg

The temperature calculations are done assuming 50 mM salt and 50 nM annealing oligo concentration. The code fo calculate the melting temp comes from Primer3, the formula by Rychlik W, Spencer WJ and Rhoads RE NAR 1890, which
can be activated in Primer3 with PRIMER_TM_FORMULA=0.

select all 9 sequences selected Graphics Distance tree of results ~ MSA Viewer

Scientific Max Total Query E Per. | Acc.

Desciption Name Score Score Cover value Ident Len Accession
- v - v - - -
NR_002715.1 Homo sapiens RNA component of signal recognition particle 7SL1 (RN7SL1), small cytoplasmic RNA 549 549 100% 9e-160 100.00% 299 Query 4662324
NR_145670.1 Homo sapiens RNA component of signal recognition particle 7SL3 (RN7SL3), small cytoplasmic RNA 512 512 98% 1e-148 98.29% 299 Query 4662327
NG_002426.2 Homo sapiens RNA, 7SL, cytoplasmic 5, pseudogene (RN7SL5P) on chromosome 9 429 429 T79% 1e-123 99.57% 513 Query_4662323
NG_045573.1 Homo sapiens RNA, 7SL, cytoplasmic 674, pseudogene (RN7SLE74P) on chromosome 2 342 342 67% 2e-97 97.50% 400 Query 4662326
NG_070716.1 Homo sapiens RNA, 7SL, cytoplasmic 151, pseudogene (RN7SL151P) on chromosome 9 339 339 72% 2e-96 95.33% 413 Query 4662325
NG_045668.1 Homo sapiens RNA, 7SL, cytoplasmic 608, pseudogene (RN7SLE08P) on chromosome 17 335 335 92% 3e-95 88.73% 479 Query 4662322
NG_044740.1 Homo sapiens RNA, 7SL, cyloplasmic 752, pseudogene (RN7SL752P) on chromosome 3 331 331 72% 4e94 94.44% 430 Query 4662320
NG_042962.1 Homo sapiens RNA, 7SL, cytoplasmic 396, pseudogene (RN7SL396P) on chromosome 8 324 324 B5% 6e-92 96.43% 396 Query 4662328
NG_044773.1 Homo sapiens RNA, 7SL 324 324 65% 6e-92 96.43% 396 Query 4662321

Descriptions  : [EEETL IR T ETY Alignments

D hover to see the title & click to show alignments Alignment Scores <40 [40-50 [J50-80 [E80-200 [@>=200 @

9 sequences selected 0
Distribution of the top 9 Blast Hits on 9 subject sequences

W

1 50 100 150 200 250

We reviewed the primer specificity for hsa_circ_0001380 using the UCSC In-Silico PCR tool.
The results show alignment with sequences from the host gene, UBXN?7, rather than non-specific
products from unrelated genes. This is expected, as the circRNA originates from UBXN7 and
shares sequence similarity. Therefore, the observed amplification aligns with the circRNA's
genomic origin, not unintended off-target binding. We have clarified this in the manuscript to
ensure transparency regarding primer design and expected results.
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UCSC In-Silico PCR

Genome: Assembly: Target: Forward primer: Reverse primer:

[Human < (Doc. 2013 (GRCh38/hgas) GENCODE Genes - GGAACCAGAACCATTAT TCTGCAAGGGTAGTTAA Submit
Max product size: [1000 Min perfect match: [15 Min good match: (15 | Flip reverse primer: Append to existing PCR result: ()
#  Genomes  GenomeBrowser Tools  Mimors  Downloads ~ MyData  Projects  Help  AboutUs

UCSC In-Silico PCR

The sequences and coordinates shown below are from GENCODE Genes, not from the genome assembly. The links lead to the Genome Browser at the position of the entire target sequence

SENSTOR000296328.9 UBXNT:295+447 153bp GGAACCAGAACCATTATTTG TCTGCAAGGGTAGTTAATTTC
GGAACCAGAACCATTATTTGgtgC toctaaaagacgacggectgcacgtt
caatttttgatggtttecgggattticagactgaaactattcggcaagaa

caagaattaagaaatggaggage tatcgataaGAAATTAACTACCCTTGE

AGA

>ENSTO0000429160.1 UBXNT:147+299 153bp GGAACCAGAACCATTATTTG TCTGCAAGGGTAGTTAATTTC
GGAACCAGAACCATTATTTGgtgc tectaaaagacgacggectgcacgtt
caatttttgatggtttccgggattttcagactgaaactattcggcaagaa
caagaattaagaaatggaggagctatcgataaGAAATTAACTACCCTTGE

AGA

>ENST08000381887,8 UBXNT: 267+353 87bp GGAACCAGAACCATTATTTG TCTGCAAGGGTAGTTAATTTC
GGAACCAGAACCATTATTTGgtgt teggcaagaacaagaat taagaaatg
gaggagctatcgataaGAATTAACTACCCTTGCAGA

Primer Melting Temperatures

Forward: 54.6 C ggaaccagaaccattatttg
Reverse: 53.9 C tctgcaagggtagttaatttc

The are done 50 mM salt and 50 nM annealing oligo concentration. The code to calculate the melting temp comes from Primer3, the formula by Rychlik W, Spencer W.J and Rhoads RE NAR 1990,
which can be activated in Primer3 with PRIMER_TM_FORMULA=0,

Additionally, we would like to present evidence demonstrating the high specificity of our
primers:

1. The melting curve analysis from our Real-time PCR experiments shows single, sharp
peaks for both genes (Tm: ~86.32°C and ~81.7°C respectively), indicating the
amplification of specific products only. The absence of additional peaks or shoulders in
the melting curves confirms that:

o No non-specific products were amplified
o No primer dimers were formed
o Only specific target sequences were amplified

2. The clean, single-peaked melting curves demonstrate the high specificity of our primer

pairs, validating the reliability of our gene expression results.

We have included the melting curve plots as supplementary evidence (Figure below) to
demonstrate the specificity of our primers. These results strongly support the conclusion that our
primers specifically amplified the intended target sequences without producing non-specific
products."
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To improve clarity, this section has been revised and is now presented more explicitly in the
manuscript.

In response to concerns regarding the specificity of the primers used for Inc-LRR1-1 and
hsa_circ_0001380, we conducted a thorough analysis to confirm specificity. The Inc-LRR1-1
transcript is an isoform of the RN7SL1 gene. Using the UCSC Genome Browser PCR tool, we
observed that our designed primers amplified nine RN7SL1 isoforms with over 90% sequence
similarity, confirming that the primers target different isoforms of the same gene rather than
nonspecific off-target sequences.

For hsa_circ_0001380, we verified specificity with UCSC In-Silico PCR, which showed
alignment with the host gene UBXN?7, from which the circRNA originates, not unrelated genes.
Thus, the primers amplify the circRNA's genomic sequence as expected.

Additionally, melting curve analysis from our Real-time PCR experiments produced single,
sharp peaks for both genes (Tm: ~86.32°C and ~81.7°C), indicating specific amplification
without nonspecific products or primer-dimers. The single-peaked melting curves support our
primer specificity and the reliability of the gene expression data. The melting curve plots are
included as evidence of primer specificity.

2- Table 1 should be corrected. The authors should add the sequence of reference
gene to the Table 1. Also, the authors should add the size of product for each primer
pairs to the table.
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We have revised Table 1 as requested. The table now includes the sequence
of the reference gene, as well as the product size for each primer pair. The
updated Table 1 appears as follows:

3- The text of manuscript needs to be edited by a person familiar with English.

Thank you for highlighting this. We will have the manuscript thoroughly
reviewed and edited by a native English speaker or a professional editor
experienced with scientific language to improve clarity and fluency.
Additionally, we have checked the text using Grammarly to address any
grammatical and stylistic issues and ensure the language is polished.

4- There is no explanation for some data of the end of manuscript (pages 28-
33). There are unclear.

It appears there might have been a misunderstanding regarding the page
numbers, as my manuscript does not extend to pages 28-33. Could you
please specify the data or section that requires further explanation? I would
be glad to address any areas that need clarification.

5- The title should be added to the X axis in Figure 4.

I have addressed the issue by adding a title to the X-axis in Figure 4 as
requested. Please let me know if there are any further adjustments needed
to meet the standards.
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Types of ncRNAs

Control of Tables: FAILED

Table 5 is not mentioned/referenced in the text correctly (or you have forgotten to
mention one or more tables in the article body). Please mention/insert the Table(s) in
the text consecutively.

You can read more about table design here (Direct Link:
https://brieflands.com/journals/international-journal-of-cancer-management/
knowledgebase/category/tree.html#tables.html)

Control of Figures: FAILED

Supplementary figure is mentioned in the text, but the figure is not available. Please
upload the figure.
To read more about figures, refer here, and to read more about the formula, refer here.
https://brieflands.com/journals/international-journal-of-cancer-management/
knowledgebase/category/tree.html#figures.html
https://brieflands.com/journals/international-journal-of-cancer-management/
knowledgebase/category/tree.html#article body.html

Dear Reviewer,
Thank you for your valuable feedback. We have addressed the issue as follows:

1. Table 5 Reference: The reference to Table 5 has been corrected in the
manuscript. What was originally labeled as Table 4 has been updated to

International Journal... Int J Cancer Manag. Open Peer Review; e157228. -
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Table 5, and this correction has been highlighted in green for your
convenience.

2. References to Tables 2 and 3: We have also added references to Tables
2 and 3, which were previously missing. This addition has been made in
the “4. Results” section under “Differential Gene Expression Analysis in
HCC.” The new text, “The results of these analyses are presented in
Tables 2 and 3,” has been highlighted in green.

Additionally, the supplementary files have been added in a separate
Supplementary .jpg file.

The previous versions of the response to reviewers and the full manuscript
without authors have been removed and replaced with the updated versions.

We hope these changes meet your expectations, and we appreciate your
assistance in improving our manuscript.

Best regards,

Control of Figures: FAILED Write a caption for Supplementary figure. To
read more about figures, refer here, and to read more about the formula,

refer here. h ://brieflands.com/journals/international-journal-of-cancer-
management/knowledgebase/category/tree.html#figures.html

h ://brieflan m/journals/international-journal-of-cancer-
management/knowledgebase/category/tree.html#article body.html

We have addressed the concerns regarding the supplementary figure. The image
now includes an appropriate caption. Additionally, a clarifying sentence has been
added to the main text to ensure the supplementary figure is explicitly
referenced, thereby enhancing the transparency and coherence of the
information presented.
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Supplementary Figure 1: Melting curves for hsa_circ_0001380 and Inc-LRR1-1,2

Control of Revised Files: FAILED Highlight all revised text in your word
file. You need to highlight any changes in your word file. You must reply to

all reviewers' comments one by one with line number and numbering. Read
more Here (Direct Link: h ://brieflan m/journals/international-

journal-of-cancer-man ment/knowl

tree.html#reply to reviewers.html). Upload a new file for "Reply to
Reviewers." You should respond to Reviewers comments , not Screening e-
mail.

We have addressed all the questions and issues raised. The revised document
has been fully uploaded. In accordance with the guidelines, all revised text in the
Word file has been highlighted. In response to each reviewer's comments, | have
highlighted the relevant changes in the document.

Please note that we have attached a new file titled “Reply to Reviewers 1,” which

responds specifically to the reviewers’ comments rather than the screening
email.

Control of Authors' Contribution: FAILED In "Authors' Contribution," the
first and last name of authors must be written only by capital letters of an
abbreviation like S.M. Files Invalid

In response to your feedback regarding the “Authors’ Contribution” section, we
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have revised the document to ensure that the first and last names of the authors
are now written using only the capital letters of their initials, as required. We
appreciate your attention to detail and have made sure that this formatting is
consistent throughout the section. Thank you for pointing this out, and please find
the corrected version in the revised submission.
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e Revision 1 1comment - 12 Dec 2024

Associate Editor REJECT 12 Dec 2024

The sequences of the primers used produced nonspecific products with RNA from other genes. This can

influence the results of the experiments. The authors' response is not convincing.
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