Response to reviewers:

We thank the reviewers and the editor for a constructive review process. Our point-by-point response to each concern is addressed below in red.
 

[bookmark: _GoBack]Editorial comments:
General:

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.

We have fully checked the entire manuscript for these issues.

2. 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: Epson

We have removed any mention of commercial language or company name before an instrument or reagent in the main text. There is no more mention of Epson or RoboTask Lite.

Protocol:
1. 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 have re-read the protocol and ensured that we have fully addressed “how” each step is done. We have added an additional reference that describes specifically the way an M8 swarming plate is made.

Specific Protocol steps:
1. 2.6, 2.7: The ‘next step’ is unclear-it could mean either 2.6.1/2.7.1 or 2.7/2.8.

We have changed step 2.6 and 2.7 to respectively 2.5 and 2.6. Step 2.8 and 2.8.1 are now 2.7 and 2.7.1 respectively. We have specified exactly which step to continue after step 2.4. Step 2.5 now directs specifically to step 2.5.1, then step 2.7. Step 2.6 now directs to step 2.6.1, then step 2.7.

We have also removed step 3.2 (“Acquire time-lapse images of swarming agar plates using EPSON Scan and RoboTask Lite.”) and shifted all the following steps one number down.

Figures:
1. Please remove ‘Figure 1’ etc. from the Figures themselves.
2. Figure 2C is cited in the manuscript (step 2.8.1) but is not present in the figure.

We have removed the ‘Figure’ label from the figures themselves and have removed the mention of Figure 2C.

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 ensured that the Table of Materials is complete. We added 3 new pieces of equipment: autoclave, 25 mL pipette, and pipette controller.

Reviewers' comments:
Reviewer #1:

Manuscript Summary: This paper reported a robust procedure to generate agar plates suitable for swarming assay and documented detailed steps on how to perform the swarming assay, imaging the swarming phenotype overtime using a simple and lost cost imaging system with scanner, and the analysis steps with ImageJ. The authors have done a great job in detailing the potential problems in this assay and strategies to troubleshoot them. A good example is given regarding how stresses such as phage challenge and antibiotic treatment can affect the swarming process. I think the procedure provided by the paper will benefit many labs performing or planning to perform swarming assay. The paper is well written. I recommend publishing the paper as it is.

Major Concerns: N/A

Minor Concerns: N/A

We thank the reviewer for their positive comments.

Reviewer #2:

Manuscript Summary:
The protocol described here under the title, "Time-lapse imaging of bacterial swarms and the collective stress response" is a simple procedure that is designed to be not only quick but reproducible. Swarming is highly sensitive to assay conditions such as temperature, humidity, and media composition. A precise protocol that controls for these conditions appropriately such as described here is very useful to many microbiology labs that study swarming and/or motility.

Major Concerns:
None

Minor Concerns:
It would be nice to elaborate a bit on other potential uses of this protocol in the discussion.

We thank the reviewer for their comments and suggestion. We have elaborated on potential other uses at the end of the discussion (line 422-428).
