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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:

Date:

Authors and Affiliations

Please fill in any missing author information not included in the video.
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	Author
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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.
	5:18
	The voiceover is describing Histone-2B RFP but the screen highlights (circles in yellow) the tubulin-EGFP
	The second panel of images (the red Histone 2B-RFP images) should be highlighted at this point in the text.

	2.
	5:41
	The voiceover describes cells with extra centrosomes going through a bipolar mitosis but the figure shown is of a cell going through a multipolar division
	The fluorescence images shown here should be swapped with the image shown at 5:51

	3.
	5:51
	The voiceover describes cells with extra centrosomes going through a multipolar mitosis but the figure shown is of a cell going through a bipolar division
	The fluorescence images shown here should be swapped with the image shown at 5:41
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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.”
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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.
	Abstract
	Says: “identification, and tracking of mitotic defects”
	Please correct to ”identification and tracking of mitotic defects,” 

	2.
	1.1.6
	Step says “Culture cells in a total volume of 2 mL of Dulbecco's Modified Eagle Medium (DMEM) supplemented with 10% fetal bovine serum (FBS) and 1% penicillin/streptomycin and maintained in a humidified incubator at 37 °C with 5% CO2.”
	Please correct to “Culture cells in a total volume of 2 mL of Dulbecco's Modified Eagle Medium (DMEM) supplemented with 10% fetal bovine serum (FBS) and 1% penicillin/streptomycin and maintain in a humidified incubator at 37 °C with 5% CO2.”

	3.
	1.1.9
	Step says: “Combine the contents of step 1.1.7 and step 1.1.8 by carefully pipetting tube 2 into tube #1 and incubate for 20 min at room

temperature.”
	Please correct to: “Combine the contents of step 1.1.7 and step 1.1.8 by carefully pipetting tube #2 into tube #1 and incubate for 20 min at room

temperature.”

	4.
	1.1.11
	Step says “1.1.11. Day 3: Aspirate and replace the medium with 2 mL of fresh DMEM supplemented with 10% FBS and 1% penicillin/streptomycin. Return the dish to the humidified incubator at 37 °C with 5% CO2.”
	Please correct to: “Day 3: Aspirate and replace the medium with 2 mL of fresh DMEM supplemented with 10% FBS and 1% penicillin/streptomycin. Return the dish to the humidified incubator at 37 °C with 5% CO2. “

	5.
	3.1
	Step says: “Place the cell culture plate containing RFP-H2B, α-tubulin-GFP expressing hTERT RPE-1 cells to be imaged into an appropriate stage insert on an inverted epifluorescence microscope that is equipped with a high resolution camera (pixel size of 0.67 μm at 20x), an environmental chamber preheated to 37 °C, and the delivery system for humidified 5% CO2. NOTE: Either enclosed environmental chambers or temperature controlled stage inserts may be appropriate provided humidified 5% CO2 can be provided and stable temperature control obtained.”
	Please correct this step in two places “Place the cell culture plate containing RFP-H2B, α-tubulin-GFP expressing hTERT RPE-1 cells to be imaged into an appropriate stage insert on an inverted epifluorescence microscope that is equipped with a high resolution camera (pixel size of 0.67 μm at 20x), an environmental chamber preheated to 37 °C, and a delivery system for humidified 5% CO2. NOTE: Either enclosed environmental chambers or temperature controlled stage inserts may be appropriate provided humidified 5% CO2 can be delivered and stable temperature control obtained.”

	6.
	3.3
	Step says: “Alternatively, click the auto exposure button on inputting a predetermined exposure time.”
	Please correct to: “Alternatively, click the auto exposure button to input a predetermined exposure time.”

	7.
	3.4.3
	Step says: “NOTE: Time-lapse imaging, acquiring images in each channel every 1 to 5 min is appropriate to monitor the dynamics of mitotic progression and the duration of imaging should reflect the desired endpoint and proliferation rate of the cell line. 4 h is sufficient to see many cells progress through mitosis, 16 h is sufficient to see most RPE-1 cells in asynchronous population progress through mitosis.”
	Please correct this step in five places: “NOTE: Acquisition of images every 1 to 5 minutes is appropriate to monitor the dynamics of mitotic progression. The overall duration of imaging should reflect the desired endpoint and proliferation rate of the cell line. For example, 4 hours is sufficient to see many cells progress through mitosis, 16 hours is sufficient to see most RPE-1 cells in an asynchronous population progress through mitosis.”

	8.
	4.3
	Step says: “NOTE: Perturbations in spindle assembly or mitotic progression can be assessed as a function of the time required to obtain a bipolar mitotic spindle and achieve the chromosome alignment, or to complete anaphase chromosome segregation.”
	Please correct this step to say “NOTE: Perturbations in spindle assembly or mitotic progression can be assessed as a function of the time required to obtain a bipolar mitotic spindle and achieve complete chromosome alignment, or to complete anaphase chromosome segregation.”

	9.
	Representative results
	Text says: “Concurrent with spindle assembly, chromosome movement can be visualized with RFP-H2B to assess the chromosome alignment and segregation fidelity. Mitotic cells that experience transient spindle multipolarity are susceptible to the attachment errors that result in lagging chromosomes during anaphase and form micronuclei in the subsequent G1 phase of the cell cycle. Such defects are apparent with these live cell imaging approaches.”
	Please correct the text in two places to say: “Concurrent with spindle assembly, chromosome movement can be visualized with RFP-H2B to assess chromosome alignment and segregation fidelity. Mitotic cells that experience transient spindle multipolarity are susceptible to attachment errors that result in lagging chromosomes during anaphase and form micronuclei in the subsequent G1 phase of the cell cycle. Such defects are apparent with these live cell imaging approaches.”

	10.
	Representative results
	Text says: “In the presence of extra centrosomes, nearly 50% of cells are able to overcome a transient multipolar mitotic spindle and to form a bipolar spindle and complete cell division (Figure 4B,D). The remaining cells are unable to achieve a bipolar spindle and as a result exit mitosis through a multipolar division (Figure 4C,D).”
	Please correct to say: “In the presence of extra centrosomes, nearly 50% of cells are able to overcome a transient multipolar mitotic spindle and to form a bipolar spindle and complete cell division (Figure 4C,D). The remaining cells are unable to achieve a bipolar spindle and as a result exit mitosis through a multipolar division (Figure 4B,D).
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