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Dear Review Editor:

We are pleased to resubmit our revised research article entitled “Encapsulated cell technology for the delivery of biologics to the mouse eye” for consideration a Research Article to JoVE. 

We thank the reviewers and the editor for providing us with constructive criticism. We have carefully addressed their suggestions and concerns as indicated below.

Editorial comments:

General:

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
All authors have carefully proofread the manuscript as requested.

2. Please ensure that the manuscript is formatted according to JoVE guidelines–letter (8.5” x 11”) page size, 1-inch margins, 12 pt Calibri font throughout, all text aligned to the left margin, single spacing within paragraphs, and spaces between all paragraphs and protocol steps/substeps.
The manuscript was formatted as requested
3. For in-text formatting, corresponding reference numbers should appear as numbered superscripts (without parentheses) after the appropriate statement(s).
We apologize for the oversight. The correct style for references was used in the revised manuscript.
4. Please include email addresses for all authors.
All emails are included as requested.
5. Please include at least 6 key words or phrases.
Additional keywords were added.
6. Please include a summary before the abstract that clearly describes the protocol and its applications in complete sentences between 10¬ and 50 words, e.g.: “Here, we present a protocol to …”

A summary was added as requested.
7. JoVE cannot publish manuscripts containing commercial language. This includes trademark symbols (™), registered symbols (®), and company names before an instrument or reagent. Please limit the use of commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table of Materials and Reagents.

For example: Sigma-Aldrich, Acrodisc, etc.

All references to companies have been deleted in the manuscript, with the exception of the word “Hamilton Syringe”, which if needed can be replaced with term “Microliter Syringe”.
Protocol:

1. Please include an ethics statement before your numbered protocol steps, indicating that the protocol follows the animal care guidelines of your institution.
Added as requested.

2. There is a 10 page limit for the Protocol, but there is a 2.75 page limit for filmable content. Please highlight 2.75 pages or less of the Protocol (including headers and spacing) that identifies the essential steps of the protocol for the video, i.e., the steps that should be visualized to tell the most cohesive story of the Protocol. Remember that non-highlighted Protocol steps will remain in the manuscript, and therefore will still be available to the reader.
The shortened protocol is appended to the end of the manuscript. 
3. For each protocol step/substep, please ensure you answer the “how” question, i.e., how is the step performed? Alternatively, add references to published material specifying how to perform the protocol action. If revisions cause a step to have more than 2-3 actions and 4 sentences per step, please split into separate steps or substeps.

We carefully amended each step/substep with the how question in mind.

Specific Protocol steps:

1. 2.2: How are cells counted?

2. 2.7: Please explain the electrical setup a bit more; e.g., how exactly is the needle connected? To the anode or cathode?

3. 4.4: How do you change capsule size? You only mention conditions for 150 μm-diameter capsules.
4. 5.2: How is anesthesia confirmed?

Anesthesia is confirmed by toe pinch reflex. This information was added to the manuscript.
Representative results:

1. Please include a separate ‘Representative Results’ section before the Discussion. Please include at least one paragraph of text to explain the results in the context of the technique you have described, e.g., how do these results show the technique, suggestions about how to analyze the outcome, etc. The paragraph text should refer to all of the figures (except for those showing the experimental setup).

A  ‘Representative Results’ section was added as requested.
Figures:

1. Please obtain explicit copyright permission to reuse any figures from a previous publication. Explicit permission can be expressed in the form of a letter from the editor or a link to the editorial policy that allows re-prints.
Here is the link documenting the open access policy of all the ARVO Journals starting January 1, 2016 (https://tvst.arvojournals.org/article.aspx?articleid=2427735), which covers our manuscript from 2018.
2. Please include a scale bar for all images taken with a microscope to provide context to the magnification used. Define the scale in the appropriate Figure Legend.
Images were amended with scale bars.
3. Figures 1 and 2 are swapped.
The order of the Figures was corrected.
4. Figure 2C: This doesn’t appear to be a protocol described in this work. Please provide more details about this; e.g., culturing conditions, time between images, etc.
The information as added in the protocol.
Acknowledgment and Disclosures:

1. Please include a Disclosures section, providing information regarding the authors’ competing financial interests or other conflicts of interest. If authors have no competing financial interests, then a statement indicating no competing financial interests must be included.

The authors have no competing financial interests in the technology described. This sentence was added as requested. 
References:

1. Please ensure references have a consistent format.

All references are provided in JoVE Endnote format.
Table of Materials:

1. Please ensure the Table of Materials has information on all materials and equipment used, especially those mentioned in the Protocol.

We have carefully updated the Table of Materials.
Reviewer #1:

Major Concerns:

Although the protocol is well described, learning how to perform cell encapsulation would require hands on training. The authors may need to be available to provide support to ensure success.

We hope that the video will provide enough information for a skilled person to perform the experiments. 
Minor Concerns:

The legends for Figures 1 and 2 are reversed. Please correct.

This was corrected as requested.
Reviewer #2:

Major Concerns:

none

Minor Concerns:

The paper could benefit with "instructions" on the method of transfection so that the protocol is complete. Also Figures 1 and 2 are mislabeled.
We have added a reference to how to generated stably transfected ARPE-19 cells.
The order of Figures 1 and 2 was corrected as requested.

We hope that we have addressed the editor’s and the reviewer’s concerns and are looking forward to seeing our manuscript published in JoVE.  
We look forward to your response.

Sincerely,

Bärbel Rohrer
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