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Dear Professor Dr Nikolić,
Please find enclosed the manuscript entitled:

“LC/DAD determination of biogenic amines in serum of patients with diabetes mellitus, chronic urticaria or Hashimoto's thyroiditis”
The manuscript is corrected in accordance to reviewers' suggestions.

If there is anything more we should do in connection to our manuscript, please, let us know at your earliest convenience.
With best regards,

Dr Nebojša Pantelić
Reviewers' suggestions are followed as listed below:
Reviewer A:

1. Please merge table Ⅳ and Ⅴ, and add the number of cases in each group (n=?) in the table.

- Corrected according to the proposal.

2. Please add the main operation process in the Validation of the method, please see the comments in the manuscript．

- The suggestion is accepted.

3. Please add the simple calculation process of accuracy in the Validation of the method, please see the comments in the manuscript．

- Corrected according to the proposal.

4. The rest of the review opinions, please see the manuscript．

- We thank the reviewer for constructive suggestions. We added all corrections on a proposal reviewer.

Reviewer B:

1. Regarding the manuscript, the major remark is the order of the text. In INTRODUCTION section, there is no consistency in writing, by paragraphs it looks like this: polyamines and catecholamines general – polyamines – catheholamines – polyamines merged with study aim – analytical. Suggested paragraph odrer is given in the text with numbers (1) to (6). 

In my personal opinion, paragraphs Linearity, Precision and accuracy, Limits of detection (LOD) and quantitation (LOQ) and Recovery experiment should be part of RESULT section, since these are determined under unique laboratory conditions by authors, and are not a results of any general procedure. But, at the and, it is not important where it is eritten, but WHAT is written, so I do not mind if it is under MATERIALS AND METHODS. I would suggest that Statistical analysis is moved at the end of MM section. Statistical software should be listed.
- Corrected according to the proposal.

2. RESULTS section needs fundamental rewriting, as it is indicated in the text. Third and fourth paragraphs of this section are almost duplication. A suggestion how to rewrite it is inserted in the text, and below, as well. Please note, that this is only suggestion, you may be free to write it in own words, but without unnecessary repetition.

The concentration levels for five serum biogenic amines, determined in controls, and in patients are  given in Table IV.  Differences, observed by parameters of descriptive statistics, were evaluated by Kruskal-Wallis test, followed by Multiple-comparison Z-value test. Putrescine concentrations in sera of patients with diabetes mellitus, chronic urticatia  and Hashimoto’s thyroidits patients were lower compared to healthy controls (in each case z value). Histamine levels were also statistically significant (P<0.0001) between healthy controls and patients with diabetes mellitus or chronic urticaria (z values). While patients with diabetes had higher histamine levels than healthy subjects (z value), unexpectedly, in serum of chronic urticaria patients, histamine levels were lower than in healthy controls (y value). Eight patients with Hashimoto’s thyroiditis had detectable histamine in serum, of which four values were the same as in healthy controls, and the other four were lowered. Histamine in sera of patients with Hashimoto’s thyroiditis was also less compared to sera of patients with diabetes mellitus (z value). Spermidine levels in serum of patients with diabetes mellitus, chronic urticaria and Hashimoto’s thyroiditis are higher in comparison with healthy controls (z values). Epinephrine levels between chronic urticaria patients and healthy controls, diabetes mellitus and Hashimoto’s thyroiditis patients were also statistically significantly different (P<0.0001). Chronic urticaria patients had higher concentrations of serum epinephrine compared to controls (z value). Norepinephrine was detected only in serum of chronic urticaria patients.

- We have accepted the suggestion of the reviewer.
3. Please note thet somethimes it is written diabetes mellitus and urticaria (italic), and somethimes diabetes mellitus and urticaria (regular).

- We have paid attention to these details and corrected them.
3. Please note, that numbers should have same decimal points in the text and in the figures.
- Corrected according to the proposal.

4. Abbreviations are used only in INTRODUCTION. Either use them further through text or remove them.

- We have paid attention to these details and corrected them.

5. How to analyse data: t-test, ANOVA or Kruskal-Wallis test? In the first manuscript version it was t-test, in second ANOVA, and now KW test. You have four different groups, so t-test is not appropriate.  First thing you should check is data distribution: Gaussian or non-Gaussian. A random overview suggests that data can be assumed as data with Gaussian distribution (but it must be confirmed with appropriate statistical analysis). In final manuscript version, as your collegues suggested, you used KW, a non-parametric test, intendend for data with non-Gaussian distribution. In the case of such distribution mean and standard deviation are not appropriate for descriptive statistics. Non-parametric data are desctibed using median and percentiles. 

Second thing is how to represent and comment the results and measures differences. In previous versions of the manuscript, it was better written. So, p<0.05 for KW (or ANOVA) indicates only that there is difference, for a single parameter, between two or more observed groups. After that, it should be determined differences between any two groups (post-hoc) test.

- After the proposal of the colleague of ours in the field of Statistical data analyses in Analytical chemistry, in this work we used Kruskal-Wallis test together with Multiple-comparasion Z-test for statistical analysis of experimental data whice, in our opinion, is the best choice in our case. On the base of used test we discussed the obtained results as best as we could. We thank the reviewer for constructive suggestions.
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