Point-to-point reply (ANS) to the reviewers’ comments

Reviewer B:

The manuscript entitled “Degradation kinetics of fisetin and quercetin in solutions as effected by pH, temperature and coexisted proteins” deals with the study of two chosen flavonols degradation induced by various pH and temperature in the solution, as well as in the presence of some coexisted proteins. In general, the data are clear and the results are interesting.

The experiments were carefully performed. The discussion covers the findings but some parts should be written clearer. I suggest publishing this paper with minor revision.

ANS: The authors are thankful to the reviewers for their kindly help and advice to our study. We have revised the whole text according to the comments you and another reviewer gave. Also, we hope your valuable suggestion in future.
The other remarks are as follows:

1. p.1, line 1: Title – delete “as”

ANS: The title was revised as “Degradation kinetics of fisetin and quercetin in solutions affected by medium pH, temperature and coexisted proteins”. Thanks!

2. p.5, line 114 – the words “as per” should be replaced with “according to” 

ANS: Thanks! We had made the suggested revision. Please see line 113 in the revised text.
3. p.5, line 114 – the words ”thus prepared” should be replaced with “then” 

ANS: Good idea. We had corrected these two words. Please see line 113 in the revised text.
4. p.5, line 115 – delete “SPI”

ANS: Thanks. We did so. Please see line 114 in the revised text.
5. p.5, line 117 – between words “obtain” & “thermal” write “final”

ANS: We revised it as you suggested. Please see line 116 in the revised text.
6. p. 5, line 117 – delete “and” 

ANS: We had made the correction as you suggested. Please see line 116 in the revised text.
7. p.5, line 118 – after words “Protein samples” write “were”

ANS: Thanks. We had revised this sentence as you suggested. Please see line 117 in the revised text.
8. p.5, line 118 – delete words “were detected” & “ their”

ANS: Please see the reply for the Comment 7.
9. p.5, line 118 – after words “protein content” write “determination”

ANS: Please see the reply for the Comment 7.
10. p.5, line 121 – instead a word “prepare” should be written “obtain a”

ANS: We did this revision. Please see line 120 in the revised text.
11. p.5, line 124 – delete “The diluted” & after word “two” write “diluted” 

ANS: Thanks! We did the suggested revision. Please see line 123 in the revised text.
12. p.5, line 133 – the whole sentence starting with “At different incubation …” should be replaced by “Absorbance at 360 and 368 nm of the solutions were measured at different incubation time intervals, to detect residual fisetin and quercetin concentrations, respectively, by using UV-visible spectrophotometer and the respective buffers as blanks.”

ANS: Very thanks!

We had done the revision as you suggested. Please see line 132-135 in the revised text.
13. p.5-6, lines 142-143 – delete “respectively” 

ANS: We had deleted it.
14. p.6, line 161 – write sentence “The absorption spectra of flavonoids consist of two distinctive bands in a broad range of 240–400 nm: band I (300–380 nm) with maximum around 350–370 nm and band II (240–280 nm) with maximum around 260–270 nm.”

ANS: Thanks! We had done the revision as you suggested. Please see line 160-162 in the revised text.
15. p.6, line 162 – delete whole sentence starting with “The spectra demonstrate that fisetin and …” and insert sentence “The spectra of fisetin and quercetin (with maximums at 360 and 368 nm), showed decreased absorption intensities in the two regions, behaving a time-dependent manner (Fig. 1A&B), respectively, when be keeping at 37 oC for longer time.”

ANS: Thanks! It is also a good suggestion. We had done accordingly.

Please line 164-166 in the revised text.
16. p.6, line 164 – delete whole sentence starting with “However…”

ANS: This sentence was removed from the revised text. Thanks!
17. p.6, line 166 – the sentence “These spectra validate that …”must be rewritten

ANS: These sentences were revised. Please see line 167-169 in the revised text.
18. p.7, lines 180 – the sentence starting with “At the same time…” is unclear and must be rewritten (k-values ratios should be checked). The corresponding data for quercetin must be added. 

ANS: Sorry, we gave an unclear description here. We had revised these sentences, by adding some words to give more clear description. Please see line 179-183 in the revised text.
19. p.8, line 206 – instead “are” write “could be” 

ANS: Thanks! We had done this revision.
20. p.10, line 272 – between words “resulting” & “larger” write “in”

ANS: Sorry. We had made a pen slip. We added this word in the revised text. Please see line 285 in the revised text.
21. p.10, line 275 – instead “of providing” write “to provide”

ANS: Thanks! Please see the revision in line 289 in the revised text.
Reviewer C:

The paper deals with the study of degradation kinetics of fisetin and quercetin in solutions as dependence of pH, temperature and coexisted proteins. The obtained results are interested for publication, but the manuscript suffers by the lack of some data which could be obtained by perforamation some added experiments or from the literature. I recommend the publication of the paper after some improvements which I suggest: 

ANS: The authors thank the reviewer for the valuable suggestions for this manuscript. Based on these suggestions, we revised the whole text. Please see these marked revisions in the resubmitted manuscript. We hope we could get your help in future.

Thanks again!
1. Some the most important degradation products and the degradation reaction steps have to be identified, by performing the additional experiments or from the literature.

ANS: It is a good idea. To give more information about the degradation of flavonoids and some important intermediate and end products, we added some sentences into the text with some references. Please see line 191-199 in the revised text.
2. The equation representing the reaction which leads to degradation products with the corresponding kinetic equation should be introduced.

ANS: It is also a good idea. However, due to the limitation of paper content, we can not add a figure to show the involved reactions, but describe them by words. Please see the added sentences in line 191-197 in the revised text.

In our opinion, the kinetic of a first-order reaction is well-known to the readers, the corresponding kinetic equation is thus not needed in the text.
3. I also recommend the reorganization of obtained experimental data. Two new figures could be added: a) The loss of the concentration of the parent compounds can also be presented as the function of pH at various temperatures; b) the dependence of the concentration of parent compounds on temperature at various pH.
ANS: A good idea.
The aim of this paper is to show the impacts of medium temperature, pH and coexisted proteins on the degradation of flavonoids. We had studied the degradation at three pH values (6.0, 6.8, and 7.5), three temperatures (37 °C, 50 °C, and 65°C). These data were enough to describe the impacts of medium temperature and pH on the degradation of flavonoids. However, if we give our results by the figures generated as your suggestion, this manuscript will have enlarged paper content (as the Figure 2 will produce two new figures). Based on these considerations, we did not make any revision for these figures.
4. The role of coexisted proteins must be clarify.

ANS: It is a valuable suggestion. We clarify the role of these proteins as flavonoid stabilizers, and express this role in the sentences (line 234, 266 and 289). Very thanks!
5. There is a lot of unclear sentences and the English must be improved.

ANS: We had carefully revised this manuscript, and got kindly help from our colleagues. We hope our revision can ensure this manuscript acceptable to the journal.
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