Responses for Reviewers’ Comments

Reviewer 1
The author has demonstrated through database analysis and cell function experiments that ZNF560 plays a role in the development of osteosarcoma. It may provide some insights for the clinical targeted therapy of osteosarcoma.
[bookmark: _GoBack]RE: Thank you for your comments. We hope our research provides valuable theoretical support for the treatment of osteosarcoma.

Reviewer 2
In this manuscript, Dong et al. utilized public data sets and their own clinical samples to perform differential gene expression analysis, survival analysis, IHC to identify ZNF560 as a potential prognostic gene for OS. Further, downregulation of ZNF560 led to decreased OS cell viability. They claimed that ZNF560 could be used as potential therapeutic targets for OS.
The workflow is straightforward to understand, and several concerns should be addressed before accepted for publication.

1. For the DEG analysis, the authors used 2 different cut-off value for each DEG analysis. I wonder the motivation behind these analyses. It would be great if the authors could provide the result of DEG analysis as a supplement to ensure the data reproducibility.
RE: Thank you for your comments. The results for DEG analysis has been provided as supplementary files to ensure the data reproducibility.

2. Figure.4C, it would be important to add the error bar for each group.
RE: Thank you for your comments. The error bar for each group has been added.

3. Since the authors already screened several pathways that are related to increased expression of ZNF560. It will be interesting to see if ZNF560 promote OS progression through these pathways. I would recommend determining the differentially expressed genes involved in the pathways based on msigDB and explore their RNA expression.
RE: Thank you for your comments. We conducted qPCR analysis of genes downstream of ZNF560 and found that knockdown of ZNF560 led to a decrease in the expression of PCNA, UBE2C, CDCA5, CDK4, and CDK6, supporting its regulatory role in transcription of genes related to cell proliferation and division. Further studies will investigate and confirm whether this regulatory effect is a result of direct transcriptional control by ZNF560.

4. It would be interesting to see the in vivo experiments regarding the role of ZNF560 knockdown in OS progression (i.e. subcutaneous xenograft).
RE: Thank you for your comments. In this study, we investigated ZNF560 expression in clinical samples and its effects on osteosarcoma cell function in vitro. However, due to limited research funding and insufficient laboratory animal facilities, we were unable to conduct in vivo tumor formation experiments, which we acknowledge as a limitation in the discussion section. We hope that future studies by other researchers can help further advance this work. Once our resources improve, we plan to conduct additional animal experiments and pathway analyses within tumor tissue samples.

Minor: 1. There are several typos in the main text. (i.e. Abstract-methods-‘screen out’? Do authors mean screen here?; Table 1: ‘databse’ -> database).
RE: Thank you for your comments. We have revised those minor errors and carefully checked the total article to avoid other mistakes.

2. Please label the figure panel correctly as Fig.2B is for pathway analysis and the authors should also describe the findings in Fig.2C.
RE: Thank you for your comments. We previously mislabeled the results for Figure 2C as 2B, and this has now been corrected.
