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Title: Effects of sodium alginate infusion on the intramammary immunity against subclinical mastitis in dairy cows
Dear Reviewer,
Thank you very much for taking the time to review our manuscript. We greatly appreciate your constructive comments and insightful suggestions, which have been invaluable in enhancing the scientific rigor and overall clarity of our work. In response to your feedback, we have carefully revised the manuscript, with all changes clearly indicated in the resubmitted files using track changes or highlights. Below, we provide detailed point-by-point responses to each of your comments.
1. Comment: I suggest putting the materials and methods section between the introduction and the results to improve fluency and readability.
Response: Thank you for your suggestion. We have revised the manuscript’s structure accordingly and moved “Materials and Methods” before the “Results”.
2. Comment: Results, Lines 88, 93, and so on: please be more specific when you refer to the figure adding also the respective letters.
Response: We have added the respective figure letters and clarified the figure references throughout the manuscript (Lines 202–229).
3. Comment: Results, Line 107: p should be in italic. Please correct.
Response: Thank you for pointing out the error. We have corrected the formatting of p values accordingly (Line 220).
4. Comment: Results, From line 103 to 116: Why did you only present data for Experiment 2? If the data from Experiment 1 were not statistically significant, this should be stated somewhere.
Response: Thank you for your insightful comment. Experiment 1 was conducted as preliminary study to evaluate the response to intramammary infusion of sodium alginate in healthy dairy cows. Results demonstrated that intramammary infusion of sodium alginate is able to increase SCC, presumably due to increase of migrated neutrophils, but not phagocytosis and ROS. Moreover, intramammary infusion of sodium alginate does not induce prolonged increase of SCC as indicated by gradually declined SCC and unaltered milk composition (data not shown). Therefore, cytokine expressions of SCC were not analyzed in Experiment 1. In contrast, Experiment 2 was carried out to access the therapeutic efficacy and immunological mechanisms elicited by intramammary infusion of sodium alginate in cows with subclinical mastitis, in which cytokine gene expressions were analyzed.
5. Comment: Results, Figure 1: I suggest ordering the significance letters from highest to lowest value.
Response: We appreciate your suggestion. We have revised the lettering in Figure 1a and 1b to follow the order from highest to lowest values (Page 6).
6. Comment: Results, Figure 5-b: the significance assignment seems incorrect. How can the difference between D0 and D1 be higher than the difference between D0 and D0.5? Moreover, are you sure that there is no difference between D0 and D2? Please check and correct or explain it.
Response: Thank you for highlighting this issue. We have corrected the significance labeling in Figure 5b and rechecked all values (Page 9). The lack of significance between D0 and D2 is due to the high standard deviation within the D2 group.
7. Comment: Results, Figure 6-b: as before, I recommend checking and, if necessary, correcting the significance assignment.
Response: We have double-checked the statistical analysis for Figure 6b. The significance assignment is correct, and no changes were necessary (Page 9).
8. Comment: Discussion, As for the results section, some parameters are commented only for Experiment 2. Could you explain why?
Response: As explained in the response to Comment 4, analysis of cytokine gene expressions was not conduced in Experiment 1, so that we did not have results to discuss the profile of cytokine gene expression in response to intramammary infusion of sodium alginate in healthy cows. A sentence “However, analysis of cytokine gene expressions was only conducted in Experiment 2 to elucidate more detailed immunomodulating properties of SA in SCM cows.” was added (line 302-304) to clarify this.  
9. Comment: Conclusions, Please add a proper conclusion to your work.
Response: Thank you for your suggestion. The conclusion, previously embedded in the “Discussion” section, has now been stated separately in "Conclusion" section as suggested (Pages 11–12; Lines 353–369).
