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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: Lung MicroRNA Profiling Across the Estrous Cycle in Ozone-Exposed Mice
Date: 11/21/2018
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

	1.
	2:08
	Onscreen text says “Optional: spike samples with 5.6 x 108 copiesof a small RNA spike-in”
	Text should say “Optional: spike samples with 5.6 x 108 copies of a small RNA spike-in”. 
Also, please remove onscreen text from this section and add to the first step of the next section (at 2:22, when guanidinium thiocyanate is added)

	2.
	4:48
	Video shows blue circle on round epithelial nucleated cells.
	Enlarge the blue circle including the nucleated cell next to the two round cells, and/or select different cells (with nucleus, like the ones on the bottom left)

	3.
	5:15
	Video shows blue circles on leukocytes.
	Leukocytes are the small round cells. Please correct the cell highlighted by the circle.

	4.
	6:28
	Video shows blue circles on miRNAs and genes.
	Video should highlight only miRNAs when the audio says miRNAs, and only genes when audio says “other molecules”. (you know it is a miRNA when it starts with miR-xxx otherwise is a gene)
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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.
	1:05
	Original Script Text: “For ozone exposure, place a maximum of four mice into one of two individual 2-liter glass containers with wire mesh lids containing bedding, food, and water ad libitum.”
	2.4
	Rewritten Script Text:
“For ozone and filtered air exposures, place a maximum of four mice into one of two individual 1.2-liter glass containers with wire mesh lids.”

	2.
	4:53
	Original Script Text:
“The proestrus stage can be identified by the almost exclusive presence of round shaped, well-formed, nucleated epithelial cells.”
	
	Rewritten Script Text:

“The proestrus stage can be identified by the presence of round-shaped and well-formed, nucleated epithelial cells.”

	3.
	5:02
	Original Script Text:
“When the mouse is on the estrous stage, the cells appear as cornified, squamous epithelial cells observed in densely packed clusters.” 
	
	Rewritten Script Text:
“When the mouse is on the estrous stage, densely packed clusters of anucleated, cornified, and squamous epithelial cells are observed in the smear.”
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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.”

	1.
	Summary
	Summary says “Here we describe a method to assess expression of miRNAs that are predicted to regulate inflammatory genes in the lungs of mice exposed to ozone at different estrous cycle stages.”
	Please correct to “Here we describe a method to assess lung expression of miRNAs that are predicted to regulate inflammatory genes using mice exposed to ozone or filtered air at different stages of the estrous cycle.”

	2.
	Abstract
	Abstract says “microRNA (miRNA) profiling has become of interest to researchers working in various research areas of biology and medicine.” 

	Please correct to “MicroRNA (miRNA) profiling has become of interest to researchers working in various areas of biology and medicine.” 

	3.
	2.1.
	Step says “Place a maximum of 4 mice in each 2 L glass container (ozone, filtered air) with wire mesh lids containing bedding, food, and water ad libitum.”
	Please correct to “Place a maximum of 4 mice in two 1.2 L glass containers with wire mesh lids, and water ad libitum.”

	4.
	2.3.
	Step says “Adjust the ozone concentration to 2 ppm and monitor ozone levels regularly.
Note: Ozone is generated by an electrical discharge ozonizer to ensure stability. To monitor the ozone levels, use an ultraviolet ozone analyzer and mass flow controllers.”
	Please correct to “Adjust the ozone concentration to 2 ppm and monitor ozone levels regularly.

Note: The ozone apparatus delivers a regulated airflow (> 30 air changes/h) with controlled temperature (25 °C) and relative humidity (50%). The system generates ozone by an electrical discharge ozonizer, which is monitored and controlled by an ultraviolet ozone analyzer and mass flow controllers, as described previously11.”

	5.
	2.4.
	Step says “Remove glass containers after 3 h of ozone/filtered air exposure.
Note: The ozone apparatus delivers a regulated airflow (> 30 air changes/h) with controlled temperature (25 °C) and relative humidity (50%). The system generates ozone by an electrical discharge ozonizer, which is monitored and controlled by an ultraviolet ozone analyzer and mass flow controllers, respectively, as described previously11.”
	Please correct to “Remove glass containers after 3 h of ozone/filtered air exposure. Return animals to cage with bedding, food, and water ad libitum.”



	6.
	4.1.
	Step says “Note: The tissue pulverizer needs to be place in liquid nitrogen prior to use. Clean the pulverizer after each use with RNAse solution.”

	Please correct to “Note: The tissue pulverizer needs to be placed in liquid nitrogen prior to use. Clean the pulverizer after each use with RNAse solution.”


	7.
	4.2.
	Step says “Split the pulverized lungs and place into two 1.5 mL tubes (half lung each).
Note: Samples can be spiked with 5.6 x 108 copies of a small RNA spike-in control (from a different species) before proceeding with the extraction.”
	Please correct to “Split the pulverized lungs and place into two 1.5 mL tubes (half lung each).”



	8.
	4.3. 
	Step says “Use 500 µL of guanidinium thiocyanate per sample and homogenize each sample using 18G, 21G, and 23G needles, respectively.”
	Please correct to “Add 500 µL of guanidinium thiocyanate per sample tube and mix.  Homogenize each sample using 18G, 21G, and 23G needles, respectively.

Note: Samples can be spiked with 5.6 x 108 copies of a small RNA spike-in control (from a different species) before proceeding with the extraction.”



	9.
	5.1.
	Step says “Note: Calculate excess volume (1 extra tube every 10 reactions) when preparing the master mix.”

	Please correct to “Note: Calculate excess volume (10%) when preparing the master mix.”

	10.
	5.5.
	Step says “Note: A copy of the R script is available at: http://psilveyra.github.io/silveyralab/”

	Please correct to “Note: A copy of the R script is available at: http://psilveyra.github.io/silveyralab/. Datasets and analyzed data are also available at the Gene Expression Omnibus under number GSE111667, https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE111667.”
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