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Reviewer Comments 

The study by Fu et al. investigates how miR-146a-3p and miR-134-5p regulates TNF-

a-induced cell death and CMH in COPD. There are a few points to consider 

1. In the intro, the authors fail to explain why they are looking specifically at the 

cytokine TNF-a. What is the reasoning behind choosing this particular cytokine and not 

another inflammatory cytokine such as IL-1B for e.g? 

Response: Thank you very much for your comments on our article. According to your 

suggestions, we have supplemented several descriptions here and corrected several 

mistakes in our previous draft. We have made extensive revisions to our draft. The 

detailed point-by-point responses are listed below. 

Although several inflammatory cytokines (IL-1β, IL-5, IL-13, etc.) have been 

demonstrated to produce MUC5AC expression in vitro and in vivo [1, 2], the effect of 

TNF-α on airway mucus hypersecretion has not been widely investigated, and thus 

TNF-α was used to establish the cell model of airway mucus hypersecretion based on 

our preliminary experiments. Please find the description in INTRODUCTION in the 

revised manuscript. Thank you very much. 

 

2. In addition to the first comment, did the authors perform any dose experiments to 

inform the choice of the concentration of TNF-a used? This should be provided in the 

manuscript. 

Response: 16HBE cells were treated with TNF-α (R&D Systems, Minneapolis, MN, 

USA; 10 ng/ml) for 24 h to construct airway mucus hypersecretion cell model 

according to previous reports [3, 4] and our preliminary experiments (Supporting 

Figure S1). You can find the information in Cell culture and TNF-α treatment section 

in the revised manuscript. Thank you.  
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3. The authors also fail to provide a wide variety of publications to back the reason why 

they are looking at miR-146a and miR-134. Is it solely due to the paper of Tasena et al? 

Aren't there other papers showing the roles of these miRNAs in COPD that could also 

be cited and explained to provide a more rounded reason for the study? 

Response: miR-134-5p is a potential marker for the clinical diagnose of acute 

exacerbation of COPD [5]. Down-regulated miR-146a-5p is involved in the 

pathogenesis of COPD through inducing more proinflammatory phenotype [6-8]. The 

information has been described and corresponding references have been cited. You can 

find the information in INTRODUCTION in the revised manuscript. Thank you very 

much.  

 

4. Did the authors do any dose experiments to inform the concentration of the mimic 

they used? How physiologically relevant is the over-expression of the miRNAs in the 

study? As in, will those miRNAs ever be increased to the level they were increased in 

the human body? 

Response: 16HBE cells were transfected with 40 nmol/L miR-134-5p, miR-146a-5p 

mimic, or NC mimic with Lipofectamine 2000 (Thermo Fisher Scientific, MA, USA) 

and Opti‐MEM‐reduced serum medium (Solarbio) according to previous reports and 

our preliminary experiments. You can find the information in miRNA mimics section 

in the revised manuscript. Mounting studies have demonstrated that miRNAs play a 

significant biological function in vitro after transfecting 20-100nM of miRNA. The 

present study has also shown that the expression level of miR-134-5p and miR-146a-

5p is markedly increased in 16HBE cells after transfecting 40nM of miRNA mimics 

(Figure 1G and H).  

In the study, the role of miR-134-5p and miR-146a-5p was only investigated in vitro. 

The clinical application of these miRNAs (in other word, their physiologically relevant) 

will be explored in the future. This is a good idea. Thank you.  

 

5. In the results the authors introduce us to new miRNAs which they did not talk about 



 

in the Intro? why are they now assessing these other miRNAs in addition to miR-146a 

and 134? In line with this comment, there was increased expression of Let7f in the 

panel of miRs in fig 1C. Why was this not studied also? 

Response: Indeed, it is confused to introduce new miRNAs which we did not talk about 

in the Introduction. For contextual unity, we only described the association of TNF-a 

with miR-134 and miR-146a expression (Figure 1F).  

 

6. All western blot data should have densitometry graphs to go along with the images 

shown. Showing the images of western blots is not quantitative. 

Response: The quantitative analysis of all western blot data (Figure 1E, 2E and F, 3E, 

and 4) has been carried out according to your advice. You can find the revision in the 

revised version. Thank you very much.  

 

7. In the mimic experiments, where are the Reagent Controls? 

Response: Thank you for your reminding. The Reagent Controls in the mimic 

experiments are miRcont. Sometime, the miRcont was not labeled in some figures. In 

the revised version, the miRcont has been labeled in all figures. Please check all figures 

to affirm whether all figures are correct. Thank you very much.  

 

8. Figure 2A does not show that forced expressing of miR-134+146a inhibits muc5AC 

more than 134 and 146A separately. The graph is wrong and must be changed. 

Response: I am sorry for the mistake. The wrong image was placed in Figure 2A. 

According to your reminding, we have corrected the mistake in the revised version. 

Please check whether it is correct. Thank you very much.  

 

9. Why are graphs 2B and 3A not having the same outlook since they are the same 

experiments but with different miRs. Why do the authors have NC, TNF-a, TNF-

a+miR134 in Fig 2B and only TNF-a+miRcont and TNF-a+miR146a in Fig 3A? 

Response: Figure 2B and Figure 3A have been adjusted the same outlook.  

 



 

10. When the authors talk about the miR-146a mimic experiments they say miR-146a 

overexpression upregulated muc5AC. However, this is not what they show in their 

graphs. The authors could do well to read their paper very carefully and correct all these 

basic mistakes.  

Response: In the studies about miRNAs, the “miRNA overexpression” was commonly 

described by using miRNA mimics.  

According to your suggestion, we have carefully checked the manuscript and revised 

the description.  

 

11. In the discussion the authors should talk about the relation of inflammation with 

mucus hypersecretion and why this was important to model in the current study. 

Response: COPD is chronic pulmonary disorder, characterized by persistent 

inflammatory response to inhaling cigarette smoke [9]. Bronchial epithelial cells and 

macrophages are mainly responsible for chronic inflammatory response [9]. These cells 

could discharge proteases which lead to elastin degradation and emphysema, and thus 

facilitate inflammatory response [10, 11]. Epithelial cells also release TGF-β to induce 

tissue remodeling [12]. Based on these facts, we established a cell model of mucus 

hypersecretion using the human bronchial epithelial cells (16HBE) by TNF-α treatment. 

As expected, TNF-α treatment increased the mRNA and protein level of MUC5AC in 

16HBE cells. The information has been described in DISCUSSION in the revised 

manuscript according to your suggestion. Thank you very much. 

 

12. One can also argue that to study mucus expression, the authors should have stained 

cells to show the muc5AC expression in the cells themselves instead of western blots. 

It probably will have been better to use ALI's for this. However, I believe they can get 

away with at least mentioning the fact that using an ALI would have been better and 

discuss this dynamic in the Discussion. 

Response: As described previously [3, 13-16], it is acceptable to assess muc5AC 

expression in the cells using qPCR and western blot analysis. According to your advice, 

we will assess the muc5AC expression in the cells using an ALI in the future work. 



 

Thank you very much for your kind reminding.  

 

Minor. 

There are several places in the manuscript where some words are missing or the 

sentence doesn't form quite well. I will suggest that the authors find a native English 

speaker to carefully read and correct their manuscript before resubmission. 

Response: The full manuscript has been carefully revised to avoid grammar or 

syntax error. Thank you. 
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