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Dear Author(s),

This document is divided into a number of sections in which you can add your comments to the video, voiceover, and online text/PDF.   Please be aware that our policy is to do a single complimentary revision, so it is critical that all participants in this project offer their comments collectively.   In addition, please make sure that your comments are easily interpreted and transparent. 

Have fun!

Protocol Name: In Vitro Reconstitution of Self-Organizing Protein Patterns on Supported Lipid Bilayers
Date:

Authors and Affiliations

Please fill in any missing author information not included in the video.
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Video Comments

Please fill in any comments you wish to make using the table below using the example as a guide.  If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE NARRATION HERE.  PLEASE DO THIS IN THE AUDIO COMMENTS SECTION.

	
	Time code
	Comment
	Requested Change

	Example
	2:52
	Onscreen text says use 0.25 mM Fluo-4  
	Text should say use 0.50 mM Fluo-4
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Audio Comments

This section is used to specify the changes that need to be made to the narration.   Please follow the example below as a guide to list your changes. If there is a pronunciation change, please provide a phonetic pronunciation key.  

	
	Time code
	Comment
	Step(s) in Shotlist 
	Rewritten Text or Corrected Pronunciation (highlight in bold)

	Example
	1:49
	Original Script Text: 

“Then, show the participant their electromyography, or EMG patterns, which correspond to eight specific and unique polar plots.”
	2.2
	Rewritten Script Text:

“Then, show the participant the unique and specific polar plots, which correspond to their electromyography, or EMG (pronounced E-M-G) patterns.”

	1.
	7:22
	“Here, single color imaging shows MinD and MinE performing pole-to-pole oscillations in PDMS microstructures.  The oscillations establish a time-averaged protein gradient that is maximal at the cell poles and minimal in the cell middle.”
	7.2
	“Here, single color imaging shows MinD and MinE performing pole-to-pole oscillations in PDMS microstructures. The oscillations establish a time-averaged MinD concentration gradient, with maximum concentration at the compartment poles and minimal concentration in the middle of the compartment.”

	2.
	
	
	
	

	3.
	
	
	
	

	4.
	
	
	
	

	5.
	
	
	
	

	6.
	
	
	
	

	7.
	
	
	
	

	8.
	
	
	
	

	9.
	
	
	
	

	10.
	
	
	
	

	11.
	
	
	
	

	12.
	
	
	
	

	13.
	
	
	
	

	14.
	
	
	
	

	15.
	
	
	
	

	16.
	
	
	
	

	17.
	
	
	
	

	18.
	
	
	
	

	19.
	
	
	
	

	20.
	
	
	
	


Online Text/PDF Protocol

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.
	Introduction
	Reaction-diffusion systems play an important role in establishing these patterns but are still not well understood.
	Reaction-diffusion systems play an important role in establishing these patterns, but are still not well understood.

	2.
	Introduction
	The MinCDE system oscillates from cell pole to cell pole in E.coli to determine the middle of the cell as the future division site.
	The MinCDE system oscillates from cell pole to cell pole in E. coli to determine the middle of the cell as the future division site

	3.
	Introduction
	This system is based on the ATPase MinD, an ATPase activating protein MinE, and…
	This system is based on the ATPase MinD, the ATPase activating protein MinE, and…

	4.
	Introduction
	Hence, the MinCDE reaction-diffusion system not only represents an archetypal reaction-diffusion system but has also attracted attention because of its relevance for the spatiotemporal organization in bacteria.
	Hence, the MinCDE reaction-diffusion system not only represents an archetypal reaction-diffusion system, but has also attracted attention because of its relevance for the spatiotemporal organization in bacteria.

	5.
	Introduction
	By this, the reaction can be set up in an open chamber, and subsequently the buffer is lowered to the rim of the microcompartments, thereby confining the proteins to a small volume.
	By this, the reaction can be set up in an open chamber, and subsequently the buffer is lowered to the rim of the microcompartments, thereby confining the reaction to a small volume.

	6.
	1.3
	Inoculate a 500 mL liquid culture of TB medium containing…
	Inoculate 500 mL of TB medium containing…

	7.
	2.3
	Lyse cells using a tip sonicator (30% amplitude, 2.5 min, 30s pulse, 30s off) while keeping the cells in an ice bath
	Lyse cells using a tip sonicator (30% amplitude, 2.5 min, 30s pulse, 30s off) while keeping the vial containing the cells in an ice bath

	8.
	2.4
	Thaw vials or tubes at room temperature and sonicate again as described under 2.2.3 until the solution is clear
	Thaw vials or tubes at room temperature and sonicate again as described under 2.3.3 or 5.3 until the solution is clear

	9.
	5.2
	Plasma clean if you have not cleaned your coverslips with Piranha solution as described in 3.2.
	Plasma clean as described in 3.2 if you have not cleaned your coverslips with Piranha solution (3.1).

	10.
	8.7
	7. To allow for longer imaging times, plug a moistened piece of sponge inside the chamber and then close with lid. Make sure the sponge does not contact the surface of the coverslip
	7. To allow for longer imaging times, plug a moistened piece of sponge inside the chamber and then close with a lid. Make sure the sponge does not contact the surface of the coverslip

	11.
	9.2
	 In microcompartments, describe pole-to-pole oscillations kymographs and time-averaged protein concentration profiles. Basic kymographs

can be obtained by re-slicing a time series along a line selection in FIJI.
	Analyze pole-to-pole oscillations in microcompartments by obtaining kymographs and time-averaged protein concentration profiles. Basic kymographs can be obtained by re-slicing a time series along a line selection in FIJI.

	12.
	Representative results
	On the one hand if the membrane is washed too excessively or the underlying surface has been cleaned and thus charged too strongly, holes in the membrane can form (Figure 6A, top)
	On the one hand, if the membrane is washed too excessively or the underlying surface has been cleaned and thus charged too strongly, holes can form in the membrane (Figure 6A, top)

	13.
	Representative results
	When a proper membrane has been forme,d MinDE forms regular traveling surface waves on the surface of the PDMS between the individual microstructures and also selforganizes at the bottom of the microstructures as the waves can freely move over the entire membrane-covered surface (Figure 5A).
	When a proper membrane has been formed, MinDE forms regular traveling surface waves on the surface of the PDMS between the individual microstructures and also selforganizes at the bottom of the microstructures as the waves can freely move over the entire membrane-covered surface (Figure 5A).

	14.
	Representative results
	Furthermore, due to the buffer removal microstructures might dry out during the process, and these cannot be imaged (Figure 6B).
	Furthermore, due to the buffer removal microstructures might dry out during the process, and hence, should be excluded from further analysis (Figure 6B).

	15.
	Representative Results
	When MinCDE oscillate from pole-to-pole, MinC and MinD will show a time-averaged concentration gradient that is minimal at midcell and maximal at the cell poles (Figure 5F).
	When MinCDE oscillate from pole-to-pole, MinC and MinD will show a time-averaged concentration gradient with maximum concentration at the compartment poles and minimal concentration in the middle of the compartment (Figure 5F).

	16.
	Figures
	Figure 4: Process flow diagram showing the individual steps and timing of the protocol for a self-organization in rod-shaped microstructures
	Figure 4: Process flow diagram showing the individual steps and timing of the protocol for self-organization in rod-shaped microstructures
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