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Department of Medicine
					
Division of Gastroenterology & Hepatology
12700 E. 19th Ave.
RC-2 10025
Aurora, Colorado 80045		         	
Dear Dr. Bajaj, 

Thank you for you review of our manuscript entitled “In Vitro monitoring of extracellular pH in real-time”. The manuscript has been revised according to the recommendations of the reviewers and the editorial comments. Please find enclosed the revised manuscript and a detailed description of the changes made in a point-by-point fashion. All changes to the manuscript are marked in red font.

Editorial and production comments:
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
· The manuscript has been thoroughly edited

2. Please provide an institutional email address for each author.
· We have added emails for all authors

3. Please revise the following lines to avoid previously published work: 25-26, 72-73, 94-95, 142-143, 178-179.
- Manuscript has been revised to avoid previously published work.

4. Please revise the text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.).
- We have thoroughly edited the manuscript to remove personal pronouns

5. JoVE cannot publish manuscripts containing commercial language. This includes trademark symbols (™), registered symbols (®), and company names before an instrument or reagent. Please remove all commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table of Materials.
For example: Glutamax, Histopaque, HydroDish, PreSens Measurement Studios software, etc.
- References to trademarks have been removed

6. Please revise the Introduction to include all of the following with citations:
a) A clear statement of the overall goal of this method
b) The rationale behind the development and/or use of this technique
c) The advantages over alternative techniques with applicable references to previous studies
d) A description of the context of the technique in the wider body of literature
e) Information to help readers to determine whether the method is appropriate for their application
- Introduction has been thoroughly revised to address the points above. 

7. Line 70/89/92/103: Please insert the degree symbol between the number and the unit (revise “37 C“ to “37 °C“).
- Corrected throughout manuscript

8. Line 87/101/114/118/120/127: For SI units, please use standard abbreviations when the unit is preceded by a numeral. Abbreviate liters to L to avoid confusion. Examples: 10 mL, 8 µL, 7 cm2.
- All SI units have been reformatted and now use standard abbreviations

9. Line 122/129/133/137: Please maintain a single space between the numeral and (abbreviated) unit (“700xg” becomes “700 x g”, “5x104” becomes “5 x 104”).
- Revised throughout

10. Line 147: Please specify the volume of HBSS used for washing.
- Clarified volume of all wash steps

11. Please title case and italicize journal titles and book titles. Do not use any abbreviations. Article titles should start with a capital letter and end with a period and should appear exactly as they were published in the original work, without any abbreviations or truncations.
- References formatted using the Endnote file located on the JoVE website. https://www.jove.com/files/JoVE.ens

12. Figure 2: Please consider removing the figure as JoVE cannot publish manuscripts containing commercial language. This includes trademark symbols (™), registered symbols (®), and company names before an instrument or reagent. All commercial products should be sufficiently referenced in the Table of Materials.
- The figure has been revised to remove commercial language

13. Please sort the Table of Materials in alphabetical order.
- The revised table of materials is now in alphabetical order

Video:
Please note that we are awaiting your JoVE style video so that it can be reviewed. If the video is ready, please upload a high-resolution version here:
https://www.dropbox.com/request/bX194HcV4mlLjmA6fpNo?oref=e


Reviewers' comments:
Reviewer #1:
Manuscript Summary:
The authors describe a new model how HydroDishes can be utilized to measure changes in extracellular pH upon neutrophil trafficking.

Major Concerns:
(line 149-150) it is not self explaining what a HydroDish is, this dish should be introduced earlier
- We have introduced the hydrodish in the introduction, line 73, where we refer to it as a pH sensing plate.

(line 157-158) the same is true for the SDS reader and the physical principle of the test, the SDS reader should be introduced earlier
- The SDS reader, now referred to as a plate reader, is introduced and discussed in the introduction (line 70-76).

Minor Concerns:
(line 44-45) It should be mentioned that a pH of 5 and 6 refers to luminal pH (in contrast to tissue)
- Thank you for this comment, we have clarified that the pH refers to luminal pH.

(line 75-77) Name the cells here
- Corrected this to include human T84 intestinal epithelial cells.

(line 105-107) How is TER measured
- Use of a epithelial volt/ohm meter was included in line 130. 


Reviewer #2: 
Manuscript Summary:
The manuscript describes a novel procedure to measure the pH of micro-environments in real time. this correlates to the pH in the intestinal epithelium as polymorphonuclear leukocytes migrate across polarized monolayers of T84 intestinal epithelial cells. Such cells mimic the intestinal cells in the large bowel and the pH of the environment may correlate with what occurs in vivo.

Major Concerns:
no real major concerns

Minor Concerns:
to test the system, I would like to see if beginning at a low pH or a higher pH has any effect on the cells and if they might modify that pH
- The reviewer raises an excellent point here. We have added a reference to a paper which addressed this point in the introduction, line 73.
Sincerely,
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Ian M. Cartwright, Ph.D.
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