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	PART 1: Comments

	
	Reviewer’s comment
Artificial Intelligence (AI) generated or assisted review comments are strictly prohibited during peer review.
	Author’s Feedback (It is mandatory that authors should write his/her feedback here)

	Please write a few sentences regarding the importance of this manuscript for the scientific community. A minimum of 3-4 sentences may be required for this part.
	This manuscript is a vital, updated guide to immunohistochemistry (IHC), synthesizing its principles, methodologies, and wide-ranging applications. It incorporates recent advancements (2015–2025), including multiplex IHC, digital pathology, and AI-driven analysis, underscoring IHC's evolving role in precision medicine.
	

	Is the title of the article suitable?
(If not please suggest an alternative title)
	Yes, the title “Methods of Immunohistochemistry and its Applications: A Review” is appropriate as it clearly conveys both the methodological focus and the review nature of the article.
	

	Is the abstract of the article comprehensive? Do you suggest the addition (or deletion) of some points in this section? Please write your suggestions here.
	The abstract is strong, clearly outlining IHC's importance, methods, and relevance. It effectively covers the background, objectives, and findings. To give it a stronger closing impact, add a concluding sentence that underscores IHC's role in precision diagnostics and digital pathology.
	

	Is the manuscript scientifically, correct? Please write here.
	The manuscript is scientifically correct and well-structured. Its accurate explanation of IHC principles, methodology, and applications is robustly supported by recent evidence (2015–2025). The discussion reflects
sound understanding by integrating both classical and modern concepts, including AI and digital pathology, and meets all accepted scientific standards.
	

	Are the references sufficient and recent? If you have suggestions of additional references, please mention them in the review form.
	The references are strong, relevant, and up-to-date (2019–2025), reflecting the latest advancements in IHC, including methodology, diagnostics, and AI/multiplex integration. To bolster the section on digital pathology and automation, we recommend incorporating a few more recent systematic reviews.

1. Mao X, et al. Digital pathology and artificial intelligence in immunohistochemistry: Current advances and future perspectives. Front Oncol. 2024;14:1423152.
2. Huang L, et al. Multiplex immunohistochemistry and machine learning for biomarker discovery in cancer research. Cancer Lett. 2023;564:216-228.
	

	Is the language/English quality of the article suitable for scholarly communications?
	The language and English quality are suitable for scholarly communication. The manuscript uses a clear, formal, and academic tone with appropriate scientific terminology.
	

	Optional/General comments
	A well-organized and informative review, this manuscript provides a comprehensive overview of IHC, from its history and principles to recent advancements. It excels at integrating modern innovations (multiplex staining, digital pathology, and AI) and including system-based applications. With only minor editorial refinements needed for conciseness, it is a significant and valuable contribution to the literature.
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	Are there ethical issues in this manuscript? 

	(If yes, Kindly please write down the ethical issues here in details)
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