We thank the reviewers for constructive suggestions.

Suggestions raised by Reviewers’ were followed as below:
Because the spermine levels were undetectable by method used in this work, we have removed reference to it.

Reviewer A:
1. Suggest move “Method validation” in RESULTS AND DISCUSSION to MATERIALS AND METHODS.

- The suggestion is accepted.


2. Suggest move the paragraph “All quantitative analysis were performed...”  limit of detection (LOD), limit of quantitation (LOQ), and recovery ” under “ Methods validation ” in MATERIALS AND METHODS.
- The suggestion is accepted.


3. Suggest modify the heading of “Method validation” to the “Optimal condition of sample processing” in RESULTS AND DISCUSSION.
- The suggestion is accepted.


4. Please explain briefly the calculation process: Accuracy is the combination of systematic error and random error; in addition, accuracy should include the recovery rate.
- We explained it in details.  


5. Under the condition that the data are normally distributed，if you only compare the mean value between the diseased and healthy controls, the t-test can be used, and the P value can be listed on the right of the mean, not below the mean；If comparing the mean value among the four groups, you should use One-Way ANOVA test with Newman Keuls test and list F, Q and P
values below the table.
- Upon the proposal of a colleague in the field of Statistical data analysis in Analytical chemistry, in this work we used Kruskal-Wallis test together with Multiple-comparison Z-test for statistical analysis of experimental data.

6. CONCLUSION is slightly long, some of which can be stated in RESULTS AND DISCUSSION.
- Corrected according to the suggestion.


7. To avoid repetition, the contents in the table or chart don't need to be repeated in the text, only describe the main findings.
- Corrected according to the suggestion.

8. Most references are too old.
- We added some new references.

Reviewer B:

1. Is the quality of the figures (including legends and axes labeling) satisfactory? NO
Authors chosen to determine serum levels of biogenic amines in human serum. But in several places in the text, the authors are confused with terms “biogenic amines” and “polyamines”. Please be careful when writing about these analytes (text, Fig2, Fig3).
- The corrections have been made.

2. Authors chose to determine biogenic amines in serum samples of patiens with diabetes mellitus (DM) and Hashimoto’s thyroiditis (HT). For these two conditions there is a few well-validated serum biomarkers, that are also quite easy to determine in routine diagnostic laboratory. On the other hand, biogenic amines are neither easily to measure in routine, neither their clinical significance in DM or HT is not yet clear. Regarding significance of biogenic amines in autoimmune conditions, this study is contribution to the field. In that sense, it would be more informative if you would just named conditions where these markers are already shown to be significant instead of using terms like “several biological and pathological processes” or “immune-mediated diseases”. In introduction, reference for significance of polyamines in human cancers are omitted.
- We have extended introductory part and added appropriate references.

3. Again, you did not pay attention to sample collection procedure. You described the routine serum preparation procedure. But you must keep in mind that you chose to analyse serum parameters with specific requirements for preanalytical procedure! Plasma is sample of choice for histamine and sample should be immediately kept on ice after collection. Why you chose serum? You also cited other authors who determined histamine in plasma (Gill et al). Histamine is kept on ice after collection, not at room temperature. Adrenaline and noradrenaline are stress markers and their concentrations rapidly rise upon venipuncture. So, preanalytical patient preparation is very important in the case of these two parameters.  For how long did you collect serum samples (few months, a year or more,…)?  Although this is not medical journal, the samples must be collected according to standardized procedures, in order to obtain reliable results.
- In this work no specific preparation of patients and healthy control subjects before the venepunction were made. The methodology of sampling is described in the text. Samples were collected in the time-span of few months.

The blood ingredients are regularly determined in serum, as well as in the plasma. We choose to work with samples to which no additional chemicals are added.


4. The number of patient, the number of male and female participants and their age range is far distant from “detailed patient” description. You gave no information about diabetes type (I or II diabetes), treatment (are patients on treatment (oral antidiabetic therapy, insulin) or not), are patient newly diagnosed or known to suffer from diabetes for a long tine, diagnostic criteria for thyroiditis, newly diagnosed patients or not.You stated in comments that nutritive habits have influence on levels of biogenic amines in serum. Were investigated subjects on some diet or not? The chronic illness and therapy could change the levels of biogenic amines, but you gave no information regarding patients illness.
- There is no indication that the patient gender affects the level(s) of biogenic amines. We haven’t studied the effect of specific nutrition. Our comment is given to make a hint why our, and the results of colleagues from Far East, differ.

Diagnostic criteria are standard, and all thyroiditis and other patients were newly diagnosed. So, they were not subjected to therapy. 


5. Is the manuscript clearly and concisely written? NO
The manuscript is not well organized, and some paragraphs should be removed. My suggestion is that in Introduction, paragraph which refers to methodology should be removed to the end of Introduction. In Experimental, Chromatographic conditions should follow Apparatus, and Standard treatment is better to be before Sample preparation. In Results, section Recovery experiment should be after Limits of detection (LOD) and quantitation (LOQ).
- Corrected according to the proposal.


6. Statistical analysis section: ANOVA test is used to test is there difference between more than two groups and must be followed with post-hoc test to determine between which groups is difference significant. What kind of post-hoc test you used?
- Upon the proposal of a colleague in the field of Statistical data analysis in Analytical chemistry, in this work we used Kruskal-Wallis test together with Multiple-comparison Z-test for statistical analysis of experimental data.


7. Linearity: Please add regression equations in graph (Fig1.). Form results represented in Fig. 1. it seems that method was not enough sensitive for spermine determination under these experimental conditions. Also, if standard samples were in the range of 0.05−1000 mg/L, linearity can not be from 0.008 mg/L.
- New Table with regression equations has been added in this paper.
- We understand this objection and dropped the data on spermine from this study.
- It was a typing error, obtained range of linearity was corrected.

8. Precision and accuracy results are too confusing. Please prepare results in the table.
- The suggestion is accepted.


9. “According to a statistical analysis and  ANOVA one-way test, statistically significant difference in biogenic amine concentrations exists between biogenic amine levels in healthy controls and in patient”. As stated like this, it seems that there is difference in levels of all investigated biogenic amines in samples of control subjects and serum samples of patients with investigated diseases, which is not the case in this study.
- This is resolved by discarding study of spermine.


10. Statistically significant difference should be marked simply with p < 0.05 or p < 0.001 (text and table I).
- Corrections have been made.


11. TABLE II
It is very unconventional (and in my personal opinion not appropriate) to insert someone else's results in own results. This comparison should be commented and compared in descriptive form, with appropriate citing.
- Corrected according to the proposal.


12. Recovery experiment
Please note that only in this section you used abbreviations for all tested parameters. For recovery tests, you spiked serum samples with known amounts of corresponding analyte. In the case of spermine, serum concentrations were undetectable, so how was recovery done in this case?  
- We changed abbreviations for tested parameters in their full names.
- This objection about spermine is answered.

13. Are the nomenclature and units in accordance with SI? NO
Is the quality of the figures (including legends and axes labeling) satisfactory? NO 

Use either mg L-1 or μg L-1.
- Requested changes have been made.

14. Does the manuscript contain enough significant original material? NO/YES
It is far from easy to determine biogenic amines in serum (preanalytical sample preparation and chromatographic analysis). So, a complex analytical work was necessary to obtain results represented here. Authors used already described procedure, and from the manuscript, as it was written, it is not clear what is the authors’ contribution in method modification. This should be clearly pointed out!

- As a matter of fact, we have no intention to develop or modify any clinical test. We here present the results on variation in the biogenic amine levels in patients suffering from some disorders, and usefulness of such result will eventually be judged by medical practitioners.  

