Dear Dr. Blank: 

Your manuscript entitled "Acute effects of multi-walled carbon nanotubes exposed to primary bronchial epithelial cells from COPD patients" which you submitted to Nanotoxicology, has been reviewed.  The reviewer comments are included at the bottom of this letter. 

The reviews are very favourable and suggest that, subject to few minor revisions, your paper should be suitable for publication.  Please consider these few suggestions, and I look forward to receiving your revision. 
When you revise your manuscript please highlight the changes you make in the manuscript by using the track changes mode in MS Word or by using bold or coloured text.  Please do NOT submit any separate cover pages or documents that outline changes--they will not be considered.  All changes should be in the manuscript itself and outlined or responded to in the text box on the site (see below). 

To submit the revision, log into https://mc.manuscriptcentral.com/tnan and enter your Author Centre, where you will find your manuscript title listed under "Manuscripts with Decisions." Under "Actions," click on "Create a Revision." Your manuscript number has been appended to denote a revision. Please enter your responses to the comments made by the reviewer(s) in the space provided. You can use this space to document any changes you made to the original manuscript. Please be as specific as possible in your response to the reviewer(s). 

Alternatively, once you have revised your paper, it can be resubmitted to Nanotoxicology by way of the following link: 

*** PLEASE NOTE: This is a two-step process. After clicking on the link, you will be directed to a webpage to confirm. ***
https://mc.manuscriptcentral.com/tnan?URL_MASK=d7762bb451e34e9ba9016dec66db4dc8 

IMPORTANT:  Your original files are available to you when you upload your revised manuscript.  Please delete any redundant files before completing the submission. 

You are reminded that your original files are available to you when you upload your revised manuscript. Please remember to delete any redundant files before completing the submission of your revised manuscript. 
Because we are trying to facilitate timely publication of manuscripts submitted to Nanotoxicology, your revised manuscript should be uploaded as soon as possible.  If it is not possible for you to submit your revision in a reasonable amount of time, we may have to consider your paper as a new submission. 

Once again, thank you for submitting your manuscript to Nanotoxicology and I look forward to receiving your revision. 
Sincerely, 

Dr. Tobias Stoeger 

Associate Editor 
tobias.stoeger@helmholtz-muenchen.de 

Again, we are very grateful about the valuable input and remarks from editor and the reviewers regarding our manuscript. We have edited our manuscript according to the latest comments. 

Reviewer(s)' Comments to Author: 

Reviewer: 1 

Comments to the Author 
Reviewer comments 
I thank the authors for addressing the comments previously submitted. The manuscript has improved considerably and I have a few additional comments that should be considered. 
Technical comments: 

• Discussion 
The discussion section would benefit from a description of what the results of the current study mean in the light of what is already known. Please describe why each of the biomarkers was tested in this study and the significance of their modulation. 

The reviewer’s point is well taken. Additional information was added to the discussion to support the use of tested biomarkers.
IL-6 is one of the most important marker for acute and chronic inflammation, and plays an important role in systemic inflammation and in the pathogenesis of COPD (Wei et al. 2015). Another key marker for acute inflammation and a chemoattractant for neutrophils is IL-8 (Zhang et al. 2011). This cytokine regulates migration of neutrophils and mononuclear cells from the bronchial wall to the lumen in COPD (Di Stefano et al. 2004). CXCL10 is associated with airway inflammation and plays a crucial role as chemoattractant for the activation of NK cells and T-lymphocytes and is related to COPD exacerbation (Quint et al. 2010). TGF-β is a fibrinogenic growth factor and multifunctional cytokine associated with differentiation, apoptosis, survival and proliferation (Königshoff et al. 2009). TGF-β also leads to an increased deposition of extracellular matrix in the airways and an increased submucosal collagen expression (Mak et al. 2009). IL-1β is one of the most important and major involved cytokine in the initiation as well as the retention of an inflammation. The IL-1β production is enhanced in stable COPD patients, but is further increasing during exacerbation of the illness. Alveolar macrophages as well as mononuclear cells from COPD patients produce more IL-1β compare to healthy subjects (Lappalainen et al. 2005).
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• Discussion, Page 18, Line 57
An in vivo or ex vivo model allowing live measurement of CBF might provide an appropriate alternative for in vitro experiments in order to assess effects of CNTs in biological systems. 

Reviewer comment: Suggest highlighting that there are cellular and in vitro models available to assess ciliary dysfunction (e.g. CBF), including demembranated axonemes, ciliated human nasal epithelium, and commercially available tissue models such as MucilAir and EpiAirway (Chelsea. et al. 2012; Benedetto et al. 1991; Behrsing et al. 2016). 

We thank the reviewer for this important comment. The following addition was made in the discussion section:
Beside different competent two-dimensional (2D) and three-dimensional (3D) in vitro models such as ciliated human nasal epithelium or EpiAirway measuring of live CBF in vivo would be an appropriate alternative for in vitro/ex vivo experiments in order to assess effects of CNTs in biological systems as presented by previous studies (Zavala et al. 2016; Di Benedetto et al. 1991; Navarrette et al. 2012). 
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• Conclusion, Page 19, Lines 19-24 
Though this study did not detect epithelial alterations following MWCNT exposure, complementary in vivo investigations will be necessary to clarify effects of airborne MWCNTs on the respiratory tract. 
Reviewer comment: There are several existing in vivo studies that can be used for retrospective validation of the in vitro data, including Vietti et al. 2013, Ma-Hock et al. 2009, and van Berlo et al. 2014. 
Suggest rewording to: Though this study did not detect epithelial alterations following MWCNT exposure, a comparison to extant in vivo data can be conducted to clarify effects of airborne MWCNTs on the respiratory tract.

We thank the reviewer for this helpful comment: The sentence has been changed as recommended. 

Though this study did not detect epithelial alterations following MWCNT exposure, a comparison to extant in vivo data can be conducted to clarify effects of airborne MWCNTs on the respiratory tract (Van Berlo et al. 2014; Ma-hock et al. 2009; Vietti et al. 2013).
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Reviewer: 2 
Comments to the Author:
In my view the actual version of the manuscript is accepatable for publication


