Comments for Jahan et al.

The authors have done a nice job of addressing most of the previous concerns/suggestions. However, a few minor comments remain.


· Original reviewer comment: This reduction in yield was attributed to the thickening of the mycelial cell wall over time”. This seems overstated as the impact of culture age on cell wall composition for this fungus was not evaluated in this or any other study. 
Author response: Thank you for the suggestion. We have revised the sentence to state that the yield reduction "may reflect".

Please also soften the conclusion in the discussion (line 453). 


· Original reviewer comment: Finally, what is shown in lane 3, ie, what is “fungus primer”?
Author response: Lane 3 includes PCR amplification using fungus-specific primers (e.g., ITS ) as an internal
  	positive control to confirm the presence of fungal DNA.

Please explicitly state this information in the legend and provide details (primer sequences) in the methods.

· Original reviewer comment: Please describe what promoter is driving GFP expression. 
Author response: Thank you for your comment. The GFP gene in our construct is located downstream of a NOS terminator, and no fungal-specific promoter (such as gpdA) is present. Therefore, the GFP expression level observed may be relatively low and context-dependent. 
		
These details are important for the reader to understand the approach and results. Please provide them in the text.

· Original reviewer comment: The conclusion that the observed metabolomic change in the mutant attributed to GFP tagging is overstated. For example, couldn’t the expression of the hygR gene be equally responsible? Moreover, the introduction of foreign DNA into the fungus may have resulted in a DNA damage response and multiple other cryptic mutations that are not accounted for in this strain. Along the same lines, the integration of plasmid in this specific strain may have disrupted the expression or function of some other gene that impacts metabolism, rather than an influence of GFP generally….” 
Author response: We acknowledge that these experiments would help clarify the role of GFP in the observed metabolic changes, and we plan to explore these aspects in future studies. Currently, we have focused on demonstrating the expression of GFP and its localization, as well as the growth and developmental phenotypes of the transformants, which we believe are relevant for the current context. We will be sure to address the points you raised in our ongoing and future research.

Thank you for improving this section. However, I think the overall rationale for these studies should be more clearly defined at the beginning. For example, if the authors propose to utilize this particular GFP strain in future studies (ie, make it a standardized reference strain), then it makes sense to carefully characterize its metabolic and phenotypic characteristics. However, if the goal is to understand how GFP tagging can influence metabolism of the fungus more generally, then this study is less meaningful since each transformation will likely have a unique impact on physiology due to the variables mentioned (e.g. site of integration, off-target mutations etc.). In summary, the overall purpose of this metabolomic experiment needs to be clearly defined and the results contextualized accordingly.

· Original reviewer comment: The methods section needs to be revised for proper grammar. For example, line 171 states: Add the prepared hygromycin solution to the sterilized PDA medium melted to 45 ℃, so that the concentration of hygromycin in each culture medium is 0, 10, 30, 50, 70, 90, and 100 mg/L, respectively.” This is written like a recipe instruction, rather than a description of the methods used…
Author response: Thank you for the suggestion. We have revised the method description for clarity and
grammatical accuracy, as requested. Please check line 180-185.

The methods section is still in need of revision. For example, the entirety of section 2.4 is still written like protocol instructions, rather than in the appropriate prose. Please correct.

· The title for section 2.4.3 (line 211) seems inaccurate since the copy number of GFP was not evaluated, e.g. by qPCR or Southern blot.

· The images in Figure 6 (right panel) suggest a subcellular localization that one might interpret at nuclear, though it is most likely an accumulation of the protein within vacuoles. In any case, the authors might make a comment about this.

· Line 98: “Moreover, the tagging with GFP would allow the study of the dilation of the fungal colonization which paves the path to future studies.”
		
What is “dilation”? Should this be “distribution”?
