This manuscript set out to evaluate the effect of (±)-4-NO2-propranolol, (±)-7-NO2-propranolol, and (±)-propranolol on the rat isolated right atrium. In addition, they evaluated the effect of L-NAME on the negative chronotropic effects induced by (±)-propranolol, (±)-4-NO2-propranolol and (±)-7-NO2-propranolol and the effects of (±)-propranolol, (±)-4-NO2-propranolol and (±)-7-NO2-propranolol upon the positive chronotropic effect of 6-nitrodopamine. In general, it is difficult to understand what message the authors wish to convey. The manuscript simply lacks a clear hypothesis. There is no description of the question they wish to answer. The data the authors wished to evaluate is presented in an orderly fashion, however for each experiment the meaning behind why they did the experiment is missing. As such, it is difficult to interpret the data as presented. Lastly, a clear interpretation of the meaning of the data and its relevance are lacking, even though they do provide a conclusion that offers up, in fact, what should be their major hypothesis. Namely, that 6-nitrodopamine is a major mediator of heart chronotropism and the main target of the so-called b1-blockers. Unfortunately, the data do not adequately support this conclusion. It would be useful if the authors approached this hypothesis using more appropriate pharmacological tools. 
In the revised version of the manuscript, we have attempted to provide in the Discussion section a rational for the experiments performed. We have also included some new experiments to cover some points raised by reviewer #1 that should strength the major hypothesis correctly identified by the reviewer.


The entire manuscript requires extensive rewriting as there are many typos (spell check), errors in the figure (Fig. 4 C,D) and tables (use of pEC50 used for agonists should be pIC50 for your antagonist studies with propranolol).
Figure 4 has been corrected in the revised version, pEC50 was replaced by pPIC50, and the revised manuscript has been proof-edited by a native English speaker (C Nash, PhD). 

To this end, the use of propranolol to investigate the role of b1- adrenergic receptors is wholly inadequate (propranolol is not a selective b-adrenergic receptor antagonist and at the concentrations used is highly unspecific with many potential confounds from non-specific effects, both receptor and non-receptor mediated. In this regard, most of the effects observed with propranolol occur at very high concentrations (with many effects rather modest although statistically significant-does not give much confidence in a specific real effect?). I would suggest using more selective and potent antagonists for both b1- and b2- adrenergic receptors. To this end, I would recommend reading and modeling your experimental approach to that published by Lima et al. 2023 in Andrology. If done appropriately, you may consider a major revision as a de-novo submission. Unfortunately, it remains unclear how the authors can conclude that using a very non-specific and less potent b-adrenergic antagonist propranolol than their previous publication (Britto-Júnior et al., 2022) using more specific and potent b-adrenergic antagonists further contributes to our understanding of the role of 6-nitrodopamine and/or dopamine receptors in mediation of chronotropism.
As the reviewer correctly pointed out, we have published the effect of selective b1-adrenoceptor antagonists (atenolol, betaxolol and metoprolol) on the positive chronotropic effect induced by 6-nitrodopamine and in the basal atrial rate (Britto-Júnior et al., 2022), where we have proposed that the so-called b1-adrenoceptor antagonists would be acting on the 6-ND receptor. In the revised version of this manuscript, as the reviewer can be appreciated by the new title proposed (The negative chronotropic effects of (±)-4-NO2-propranolol and (±)-propranolol on the rat isolated right atrium are due blockade of 6-nitrodopamine receptor), we are demonstrating that (±)-4-NO2-propranolol acts as a selective antagonist for the 6-ND receptor. Propranolol is an old drug, but it is quite used clinically, and therefore to understand this novel mechanism of action may provide better understanding of the physiopathology of the diseases where its use is beneficial.

Ideally, CGP 20712 with noradrenaline as the agonist for b1 receptors and ICI 118,551 with adrenaline as the agonist for b2 receptors. Lastly, to claim a role for 6-nitrodopamine and/or dopamine receptors requires more data using appropriate ligands.
Please find below the data obtained with the selective b2-adrenoceptor antagonist, ICI 118,551. As the reviewer can appreciate, pre-incubation of the rat isolated right atrium with ICI 118,551 caused concentration-dependent rightward shift of the adrenaline-induced positive chronotropic effect (Figure A). 

[image: ]
The calculated pA2 value was 6.4. 
Please note that at 1mM, ICI 1187,151 does not affect the positive chronotropic effect induced by 6-ND (10 pM; Figure B).

[image: ]

We could include the data of ICI 118,551 if the reviewer thinks that would improve the manuscript. We did not perform the experiments with CGP 20712 because we have already published the results with the selective b1-adrenoceptor antagonists atenolol, betaxolol, and metoprolol (Britto-Júnior et al., 2022).
	
We have data on the binding of 3H-6-nitrodopamine in rat heart membranes, but this would be reported in another manuscript.

Britto-Júnior J, de Oliveira MG, Dos Reis Gati C, Campos R, Moraes MO, Moraes MEA, Mónica FZ, Antunes E, De Nucci G. 6-NitroDopamine is an endogenous modulator of rat heart chronotropism. Life Sci. 2022 Oct 15;307:120879. doi: 10.1016/j.lfs.2022.120879. 
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