We thank the reviewers and editor for their helpful comments. Our responses are listed below in blue. 

Editorial comments:
Changes to be made by the Author(s):
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.  - Completed
2. Please ensure that abbreviations are defined at first usage.  - Completed
3. Please revise the text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.).  - Revised
4. 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. Please sort the Materials Table alphabetically by the name of the material. – changed as requested
5. Please note that your protocol will be used to generate the script for the video and must contain everything that you would like shown in the video. 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. There should be enough detail in each step to supplement the actions seen in the video so that viewers can easily replicate the protocol. - checked
6. Please add more details to your protocol steps:
Step 1.2: Please mention the period of starvation. - added
Step 2.3: Please mention the centrifugation temperature. - added 
Step 2.6/3.2/4.4: Please mention the incubation temperature. - added
Step 2.8: Please mention the composition of the supernatant and the residue, and the fate of the two. - added
Step 6.1.7: Please list the primers and the components of the PCR reaction in a tabular form. – changed as requested. We’ve added Table 1. 
Step 6.1.8: Please remove the commercial term and provide a generic term instead. Please include the details in the Table of Materials. – changed as requested
7. As we are a methods journal, please revise the Discussion to explicitly cover the following in detail in 3-6 paragraphs with citations: – add as requested in Discussion.
a) Critical steps within the protocol
b) Any modifications and troubleshooting of the technique
c) Any limitations of the technique
d) The significance with respect to existing methods
e) Any future applications of the technique
8. Please spell out the journal titles in the References. – changed as requested


____________________________________
Reviewers' comments:
Reviewer #1: 
Manuscript Summary:
This protocol takes advantage of a relatively impervious life stage, dauer, to allow the thorough cleaning and disinfecting of external microbes from C. elegans and related nematodes. This enables internal microbes (microbiome or colonists) to be identified. I think this protocol will be of general interest in the C. elegans community.

Major Concerns:
I have no major concerns.

Minor Concerns:
Here are some minor editorial suggestions:
31. 'that come with' should maybe be 'adhering to the cuticle' - changed
46. 'uncomplex' maybe edit to 'simple' - changed
49. delete 'for' - changed
107. etc. 1006 g force seems overly precise – changed to 1000 g
124. maybe 'non-dauer worms will die' - changed
180. transfer a single dissected intestine … tube (no s) - changed
239. shorten 'When sampling, we find that there can be a large number of microbes that are associated with wild nematodes' to 'Numerous microbes are associated with wild nematodes'. - changed
246 I don't think the germline arrest feature of dauers is relevant. - deleted
264 'Amount' should be 'number' - changed
268 'Method', not 'methods' - changed
Check for consistency of spacing between number and unit (there are instances of 0, 1 and 2 spaces). - changed
Most of the micron (mu) symbols are the letter 'u'. - changed
Fig. 1, 3: It is very hard to see the colonizing microbes that are being pointed to in the DIC images. Is it possible to include a DAPI or other stain that makes it easier to see them? – These images are in live or recently dissected animals and are therefore unfixed, so we cannot standard DAPI or FISH staining. We’ve changed the Figure and Figure legends to more clearly point out the colonizing microbes. 
Fig. 2 Please include a photo of a plate without writing on the bottom of it. – We cropped the images to exclude the writing on the bottom of the plate. 
By allowing for identification of unculturable and/or previously unidentified organisms, this protocol may also allow for the identification of novel antibiotics or antifungals. You may wish to mention this in the discussion. – We are uncertain about this point so we have not added it in the discussion. 



Reviewer #2: 
Manuscript Summary:
In Morgan et al., the authors report the development of culturing techniques to enrich for gut microbes in the nematode, Caenorhabditis elegans, that are typically unable to be cultured in isolation. Specifically, their protocol involves the forcing of wild-caught nematodes into a dauer stage, treatment with antibiotics and detergent-based washing steps to remove microbes contaminating the external surface of the animals. C. elegans has become an important small animal model system for studying microbe-host interactions, particularly for those microbes that infect the intestine. Therefore, the techniques/protocols presented in this paper are of utmost importance to the field because they will allow investigation of microbe-host interactions that would otherwise be difficult to study.

Overall the manuscript is well written, easy to understand, and provides an innovative technique to facilitate the study of microbe- C. elegans interactions.

Major Concerns:
None

Minor Concerns:
1. Lines 58-59. The authors should cite some recent review articles describing the use of C. elegans for studying bacteria, viruses, and other microbes. This would be helpful for readers new to the field. – added as requested 

2. In lines 98-100 the authors describe inducing dauer formation in worms. Since this protocol may be viewed by novice C. elegans researchers, it might be worth giving a time estimate for dauer formation and providing an image of an animal that is in the dauer stage (beside one that is not) so that readers can understand the difference in their appearance. – added as requested

3. Lines 103-104- what size dish/plate is being used for the worms? 60 mm? 100 mm? 150 mm? - added

4. Can the authors comment on what types of microbes should survive this treatment beyond the Alphaproteobacteria species they identified? I am just wondering how broadly applicable this technique will be to other microbes? – added to the Discussion

5. Related to the above question, do the authors know if Orsay virus "survives" this forced dauer/wash treatment protocol? Given that it infects the intestine and has become an important virus model system in C. elegans it would be interesting to know this. – added to the Discussion
