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Please use this table to address changes that need to be made to the online text/PDF document. Both the online text and PDF are generated from the HTML template of your article. Since the PDF is generated from the HTML by our conversion software, it may contain formatting errors. For major structural changes or more than 10 spelling or grammatical mistakes, we will require re-upload of the entire document.     
	
	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	
	Author is listed as “Peña, A. S.” in citation.
	Please correct to “Sánchez Peña, A.”

	2. 
	Introduction
	First line of the introduction says, “ubiquitous in nature, spanning”
	Please change to “common in”

	3. 
	Introduction
	Second sentence of the fourth paragraph says, “(P. aeruginosa are rod-shaped and S. aureus are coccus-shaped)”
	Please change to “(P. aeruginosa are bacilli and S. aureus are cocci). 

	4.
	Introduction
	Last sentence of paragraph one states “Studies including patients coinfected with these organisms and in vitro analyses reveal…”
	Please correct to “Studies including patients coinfected with these organisms and in vitro analyses reveal…”

	5.
	Protocol: 7.2
	The step says to “Turn on all components including microscope, computer, and transilluminated and fluorescence light sources.”
	The step says to “Turn on all components including microscope, computer, and light sources for brightfield and fluorescence imaging.”

	6.
	Protocol: 7.4
	In the online version, step says “Perform Köhler illumination27to align all image planes.”
	Please add a space between “illumination27” and “to”.

	7.
	Protocol: 7.4.1
	Step says “First, bring marked coverslip into focus with a 20x objective using a “dummy” dish. Make sure the condenser turret is set to “open” position.”
	Please correct to “First, bring marked coverslip into focus with a 20x objective using a “dummy” dish. Make sure the condenser turret is set to the “open” position.”

	8.
	Protocol: 7.14
	In middle of step, it says “(e.g. phase contrast and each fluorophore)”
	Please correct to “(e.g., phase contrast and each fluorophore)”

	9.
	Protocol 9.1.2.1
	Currently the step reads as “Manually identify ROI.”
	Please delete the period so that the step reads “Manually identify ROI”

	10.
	Protocol: 9.1.2.2
	The NOTE says “Binary object identification for ROIs can also be defined in fluorescent images by thresholding the bacterial cells. Thresholding establishes which fluorescence intensities are considered objects and what fluorescent intensities constitute the background.”
	Please correct to “Binary object identification for ROIs can also be defined in fluorescent images by thresholding the bacterial cells. Thresholding establishes which fluorescence intensities are considered objects and what fluorescence intensities constitute the background.”

	11.
	Representative Results
	In the online text, the antepenultimate sentence of the second paragraph says “One final common issue when setting up the experiment is starting with too many cells per FOV or with cells too close to each other, which is generally less than 20 µm apart.”
	Please correct to “One final common issue when setting up the experiment is starting with too many cells per FOV or with cells too close to each other, which is generally less than 20 µm apart.”


	12.
	Representative Results
	The fourth to last sentence in the second paragraph currently reads “… cells will stop dividing and may eventually lyse (Figure 3B-3C).”
	Please correct to “… cells will stop dividing and may eventually die (Figure 3B-3C).”

	13.
	Representative Results
	The second sentence of the third paragraph says “…but can diffuse through the membrane of dead cells and intercalate into DNA.”
	Please change to “but can enter cells with damaged membranes and bind to nucleic acids”


	14.
	Representative Results
	The third sentence of the third paragraph says “… treated with media alone or with 70% ethanol…”
	Please change to “… treated with media alone or with cell-free supernatant derived from P. aeruginosa…”

	15.
	Representative Results
	The fifth sentence of the third paragraph says “Green cells indicate live cells actively expressing GFP as seen for the S. aureus treated only with medium (Figure 4A), and red cells indicate dead propidium iodide-stained S. aureus cells, after being treated with 70% ethanol (Figure 4B). 
	Please change to “Bright green cells indicate live cells actively expressing GFP as seen for the S. aureus treated only with media (Figure 4A), and red cells indicate dead propidium iodide-stained S. aureus cells, after being treated with P. aeruginosa supernatant (Figure 4B). 

	16.
	Representative Results
	The last sentence of the last paragraph says “In the coculture experiments, WT P. aeruginosa moved towards WT S. aureus with significantly higher directedness than towards S. aureus ΔagrBDCA, a mutant lacking Agr-regulated secreted factors, previously determined to be necessary for directional motility towards S. aureus21 (Figure 5C).”

	Please correct to “In the coculture experiments, WT P. aeruginosa moved towards WT S. aureus with significantly higher directedness than towards S. aureus ΔagrBDCA, a mutant lacking Agr-regulated secreted factors, previously determined to be necessary for directional motility towards S. aureus24 (Figure 5C).”


	17.
	Figure and Table Legends: Figure 5
	The last sentence says “(C) Directedness measurements of single WT P. aeruginosa cells in coculture with WT and ΔagrBDCA S. aureus. This figure has been modified from Limoli et al. 201921.”

	Please correct to “(C) Directedness measurements of single WT P. aeruginosa cells in coculture with WT and ΔagrBDCA S. aureus. This figure has been modified from Limoli et al. 201924.”

	18.
	Figure and Table Legends: Figure 2 legend
	The second sentence says “…(rods, green)
	Please change to “bacilli, green)”

	19.
	Figure and Table Legends: Figure 4 legend
	The end of the first sentence says “… or medium with 70% ethanol (B).”
	Please change to “or cell-free P. aeruginosa supernatant (B).”

	20.
	Figure and Table Legends: Figure 4 legend
	The end of the last sentence says “… to diffuse into the cell and bind DNA.”
	Please change to “to enter the cells and bind nucleic acids.”

	21.
	References
	Reference 13 is “Hotterbeekx, A., Kumar-Singh, S., Goossens, H., Malhotra-Kumar, S. In vivo and in vitro interactions between Pseudomonas aeruginosa and Staphylococcus spp. Frontiers in Cellular and Infection Microbiology. 7, (106), (2017).”
	Please correct to “Hotterbeekx, A., Kumar-Singh, S., Goossens, H., Malhotra-Kumar, S. In vivo and in vitro interactions between Pseudomonas aeruginosa and Staphylococcus spp. Frontiers in Cellular and Infection Microbiology. 7, 106 (2017).”

	22.
	References
	In the online format of the manuscript there is a comma between the volume number and the issue number in all the references, but in the PDF format the commas are not present. Example of Reference 2 “Cursino, L., et al. Identification of an operon, Pil-Chp, that controls twitching motility and virulence in Xylella fastidiosa. Molecular Plant-Microbe Interactions. 24, (10), 1198-1206 (2011).


	Please correct the references in the online format to look like the ones from the PDF. “Cursino, L., et al. Identification of an operon, Pil-Chp, that controls twitching motility and virulence in Xylella fastidiosa. Molecular Plant-Microbe Interactions. 24 (10), 1198-1206 (2011).



	23.
	Supplemental File 1
	In the link to our article we were not able to see Supplemental File 1, which should be a “Tips and Troubleshooting” table. 
	Please upload the Supplemental File 1 to the article page.

	24.
	Figures
	In the PDF and online versions of the manuscript, the figures appear to have lower image quality than the original files we uploaded.
	Please reupload figures with higher image quality.

	25.
	Figure 4
	We have replaced Figure 4 to show cell viability with and without supernatant from P. aeruginosa instead of ethanol.
	Please remove the old Figure 4 file and replace with the new Figure 4 file.

	26.
	In-text citations
	In the PDF, there is a space between each citation and the commas between them. Additionally, there is a space between the citations and the periods. Example from the first sentence of the Introduction: Polymicrobial communities are ubiquitous in nature, spanning

a variety of environmental1 , 2 , 3 and human niches4 , 5 .
	Please change all the citations so that there is no space between the citations and the commas, and the citations and periods. Example: Polymicrobial communities are ubiquitous in nature, spanning a variety of environmental1,2,3 and human niches4,5.

	27.
	Online text
	The “μ” in the μL and μm appears italicized in some parts of the text, and not italicized in other parts. 
	Please unitalicize all the “μ” in the text.

	28.
	PDF
	Between Protocol steps 1.4 and 2.1 and between steps 2.1 and 3.1 there are labels named “Day 1” and “Day 2” right after the first step.
	Please add a line of space between step 1.4 and “Day 1” as well as a line of space between step 2.1 and “Day 2”.
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