Oct. 13, 2021

Pro. Christopher John Smith
Editor-in-Chief
Foods 

Dear Pro. Christopher John Smith, 

We are pleased to receive your letter about the manuscript entitled “Withdrawal intervals estimation of doxycycline in yellow catfish (Pelteobagrus fulvidraco) using an LC-MS/MS determination based upon QuEChERs sampling preparation”. We appreciate you and the reviewers for the comprehensive comments. Based on comments, we have revised the original manuscript one by one marked with red color. A clean copy of the manuscript and a copy with highlighted changes have been submitted. Our point-to-point responses to the comments from the reviewers are listed below.

We hope the revision is satisfactory and look forward to hearing from you. Should you have any questions, please do not hesitate to contact me.

Yours sincerely,

Ning Xu
Detailed responses to Reviewer 1
Comment 1: Manuscript: Withdrawal Interval Estimation of Doxycycline in Yellow Catfish
Title: suggestion (Pelteobagrus fulvidraco)
Response: Firstly, we appreciate the reviewer for positive comments and pertinent suggestions. The manuscript faces various readers including professionals and non-professionals, so we think the common name of fish should be remained for non-professionals to easily understand (Page 1).  

Comment 2: Line 123 – Please rephrase.
The standard stock solution was pipetted 1 mL, and then diluted to 10 μg/mL used as a working standard solution.
Response: We have rephrased the sentence in the manuscript (Page 3). 
[bookmark: _Hlk24530191]Comment 3: Line 172- Subsequently, samples were repeatedly extracted according to the same method described above.
The authors could anticipate the number of times instead of …were repeatedly extracted…
Response: We have revised the sentence in the manuscript according to your suggestions (Page 4). Thanks!
Comment 4: Line 191 - Please revise the sentence: The heated electrospray ionization was used to determine the target analyte using positive mode. and the ion source parameters were optimized by monitoring the MS/MS spectra of the analyte.
Response: The sentence has been revised in the manuscript (Page 4).
Comment 5: Line 238 – The following sentence is too long and difficult to understand, so please rephrase. Although the WT is only needed to calculate for the edible tissue (i.e., muscle + skin) according to EU and other regulations, the WT calculations for inedible tissues (i.e., liver, kidney, and gill) were also performed in this study in order to have a comprehensive idea on the time when DC is depleted to be below the safe concentrations in various tissues in yellow catfish and for future comparisons with estimated WTs using a physiologically based pharmacokinetic (PBPK) modelling approach.
Response: Thanks for your suggestions. We have re-written the sentence in the manuscript (Page 5).
Comment 6: Line 249 – Please rephrase this sentence, indicating the meaning of respectively. The matrix-calibration curves were constructed across concentrations of 5 - 500 μg/kg in plasma, liver, kidney, gill, and muscle + skin, respectively.
Response: Thanks for your suggestions. These have been revised in the main text (Page 5).
Comment 7: Line 256 - In brief, recoveries in plasma and various tissues ranged from 70.1% to 86.2%. Please check, it seems that recoveries ranged from 67.2-86.2%.
Response: We appreciate your prudent review. This has been revised in the main text (Page 5).
Comment 8: General comments: Some aspects such as -Preparation of calibration standards and quality control samples; Sample extraction, Validation, Matrix factor, Calibration curve and linearity, Intra- and inter-day assay accuracy and precision, Recovery, Evaluation of Stability under different matrices and under different conditions and total run time of a sample analysis – could be more detailed and all the results shown in supplementary tables
Response: We thank your professional comments. Corresponding revisions have been presented in the main text and supplementary materials. The sample extraction, intra- and inter-day assay accuracy and precision, recovery have been described in the section of 2.6 of the manuscript. Results were shown in Table 1. A previous study found the matrix effect of DC in the fish-derived matrix was high [1]. In order to reduce the influence of the matrix effect, we adopted the matrix-fortified samples with the normalization of deuterated isotope internal standard to establish calibration standard curves. The detailed method is shown in supplementary materials. These can accurately quantify the concentrations of DC in realistic samples. So, the matrix effect related to DC was not examined in this study, but we will investigate this item in the various matrix of different animals. In the present study, samples were stored at -20℃ and determined by LC-MS/MS in one week after being collected from experimental animals. Our previous studies found the concentrations of DC were not changed in grass carp and channel catfish samples in four weeks stored at -20℃ [1,2]. We did not examine the stability of DC under different matrices and under different conditions in plasma and tissues of yellow catfish. In a further study, we will study the stability of DC under different matrices and under different condition in the different matrix of this species.
Comment 9: General comments: The advantages and disadvantages could be more precisely indicated. This manuscript provides a method to determine the DC concentrations in fish-derived tissues, the reviewer considers that would be important a deeper discussion with results published by other authors by using the traditional methodologies and similar methodologies.
Response: We are grateful for your constructive and professional comments. This study has advantages, and also has disadvantages. Our study uses the modified QuEChERS method to process and clean up samples. This method only has two main steps including the extraction step based on acetonitrile and other reagents and the clean-up step based on a dispersive solid phase. Compared to the traditional method [3-5], this method reduced the amount of extraction sample and extraction reagent, and reduced the time of sample preparation. In the clean-up step, we adopted a dispersive solid phase to replace solid-phase extraction cartridges such as HLB for removing impurities, which greatly reduces the analytical cost. Therefore, this method is a simple and economical approach for determining DC concentration in fish-derived matrices. This method also has some shortcomings. One is that the absolute recovery of DC is low in plasma and tissues of yellow catfish. In the future study, we will optimize and improve this issue (Page 9).


Detailed responses to Reviewer 2
Comment 1: In this paper, the author developed a rapid and easy-to-use approach to successful quantify doxycycline (DC) in yellow catfish by using QuEChERS and LC-MS/MS analysis. The detection limit and limit of quantitation of DC in fish plasma and tissues were carefully measured. And the withdrawal time of DC were calculated based on the different standards and regulations. In conclusion, this manuscript provided an efficient analytical method for safety assessment of DC in aquatic animal-derived food products.
Response: We appreciate the reviewer’s positive comment. We have responded to your comments one by one presented as below.
Comment 2: In page 6, section 3.3, it would be helpful if the author also provides the concentration value of DC in muscle and skin, just keep the same as what you described for DC in liver, grill, kidney and plasma.
Response: We have revised it in the main text (Page 6). 
[bookmark: _Hlk24531573]Comment 3: For Figure 1, Table 1 and 2, please also mention how many replicates you analyzed for each data point (i.e., n = x) in their titles.
Response: We have added sample replicates in the legend of Figure 1 and titles of Table 1 and Table 2 (Page 6 and Page 7). Thanks!
Comment 4: In the bottom of page, section 3.1, the recoveries of DC were around 70.1%-86.3%. Based on the data showed in the manuscript, the results were very reproducible and precise. But I'm wondering whether it is possible the accuracy could get any improved. It seemed that a small percentage of DC was lost and the results were a little bit underestimated. It would be much helpful if the author could discuss or comment a bit about this part.
[bookmark: _Hlk85016934]Response: Thanks for your constructive suggestions. You are right that the absolute recovery rates of DC in plasma and tissues are a bit low. In order to accurately quantify, the matrix-fortified curves of DC in plasma and tissues of yellow catfish were prepared by analyzing blank samples spiked with a standard solution at concentrations of 5, 10, 20, 50, 100, and 500 μg/L or μg/kg. Meanwhile, the internal standard of deuterated isotope was used in the LC/MS-MS determination for reducing the matrix effect. Therefore, we believe these improved measures can help accurately quantify concentrations of DC in plasma and tissues of yellow catfish. The corresponding discussion was presented on Page 9.
Comment 5:  It would be much helpful if the author could discuss or comment a bit about this part. For example, discuss the extraction efficiency of QuEChERS and anything could do to improve it, or anything else in the whole process could be optimized to improve the recovery, or any planned experiment or investigation in the future. 
Response: Thanks for your professional comments. We acknowledge this study has some advantages, meanwhile, it also has some shortcomings. The related response has presented in comment 9 of reviewer 1 (Page 9). Thank you so much!
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