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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: Generation of Cationic Nanoliposomes for the Efficient Delivery of In Vitro Transcribed Messenger RNA
Date: 01/21/19
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.
	0:53
	Original Script Text:
“To begin this procedure, prepare stock solutions for the lipids DC-cholesterol and DOPE by dissolving each in chloroform to a final concentration of 25 milligrams per milliliter”
	2.1
	Rewritten Script Text:

“To begin this procedure, prepare stock solutions for the lipids DC-cholesterol and DOPE (pronounced diː əʊ piː iː) by dissolving each in chloroform to a final concentration of 25 milligrams per milliliter”

	2.
	1:06
	Original Script Text:

“Mix 40 microliters of the dissolved DC-cholesterol with 80 microliters of the dissolved DOPE in a glass flask.”
	2.1
	Rewritten Script Text:

“Mix 40 microliters of the dissolved DC-cholesterol with 80 microliters of the dissolved DOPE (pronounced diː əʊ piː iː) in a glass flask.”

	3.
	2:35
	Original Script Text:

“Mix 10 microliters of the synthetic mRNA with various amounts of NLp suspension. Centrifuge briefly and incubate at room temperature for 20 minutes for nanolipoplex formation. Then, add 1 milliliter of regular cell medium to the nanolipoplexes and mix by pipetting up and down.”
	3.2
	Rewritten Script Text:

“Then, mix 1 microgram of the synthetic mRNA with various amounts of nanoliposome suspension. Centrifuge briefly and incubate at room temperature for 20 minutes for nanolipoplex formation. Then, add 1 milliliter of regular cell medium to the nanolipoplexes and mix by pipetting up and down.”


	4.
	3:00
	Original Script Text:

“First, plate 150,000 A549 cells into each well of a 12-well plate 1 day prior to transfection.”
	4.1
	Rewritten Script Text:

“Prepare the cells one day before transfection. Therefore, plate 150,000 A549 cells into each well of a 12-well plate 1 day prior to transfection.”

	5.
	4:30
	Original Script Text:

“Wash the cells with 1 milliliter of PBS. Then, re-suspend the cells in 300 microliters of 1x fixation solution and transfer them into flow cytometry tubes. Use a flow cytometer to analyze the cells at 488 nanometers”
	5.4
	Rewritten Script Text:

“Wash the cells with 1 milliliter of PBS. Then, re-suspend the cells in 300 microliters of cell fixation solution and transfer them into flow cytometry tubes. Use a flow cytometer to analyze the cells at 488 nanometers”

	6.
	6:51
	Original Script Text:

“No effects on cell viability could be detected when the cells were treated with 2.5 microliters of NLps or 5 microliters nanolipoplexes.”
	6.4
	Rewritten Script Text:

“No effects on cell viability could be detected when the cells were treated with 2.5 or 5 microliters of nanolipoplexes.”
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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.”

	
	2.3.6
	Step says “Add 20 μL of nuclease-free H2O to the column, incubate for 1 min, and centrifuge for 1 min at maximum speed. Repeat this step 1x.”
	Please correct to ““Add 20 μL of nuclease-free H2O to the column, incubate for 1 min, and centrifuge for 1 min at maximum speed. Repeat this step.”

	1.
	2.5.3
	Step says “Add 250 μL of 100% ethanol and mix again for 1x.”
	Please correct to “Add 250 μL of 100% ethanol and mix again.”
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