
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: Standardized Methods for Measuring Induction of the Heat Shock Response in C. elegans
Date: 5/12/20
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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.
	0:55
	The 0:55-1:00 segment (synchronization) shows adult worms transferred to a fresh plate with some eggs and larvae carried over from the old plate, but those old eggs and larvae are subsequently removed in preparation for the synchronization step.
	After the current 0:55-1:00 footage, please INSERT an additional clip of desired length from the 0:35-0:41 segment of LAB MEDIA “egg-laying synchronization.mp4”, showing removal of eggs & larvae that were transferred with the adults, to coincide with the new voiceover text.



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.
	0:55
	“Use a platinum wire pick to transfer approximately 10 gravid adult worms to a fresh plate.”
	2.1
	“Use a platinum wire pick to transfer approximately 10 gravid adult worms to a fresh plate. Make sure to remove any eggs or larvae that may have been transferred with the adults. Allow the worms to lay eggs for 1 hour, then remove the adults from the plate.”

	2.
	3:47
	“After 1 hour of heat shock, robust fluorescence was observed in both reporters. When RNAi was used to knockdown hsf-1 before measuring reporter induction, fluorescence of both strains was severely reduced, indicating that these reporters are HSF-1-dependent.”
	4.2.1



4.2.2
4.2.3
	“After 1 hour of heat shock, robust fluorescence was observed in both reporters.” 

“When RNAi was used to knockdown hsf-1 before measuring reporter induction, fluorescence of both strains was severely reduced, indicating that these reporters are HSF-1-dependent.”

	3.
	4:39
	“A thermorecovery assay demonstrated that exposure to a 6-hour heat shock led to a 20% decrease in worms with normal movement after a 48-hour recovery. Knockdown of hsf-1 caused a dramatic decrease in normal movement, with over 95% of worms showing jerky movement or paralysis after being prodded.”
	4.4
	“A thermorecovery assay demonstrated that exposure to a 6-hour heat shock led to a 20% decrease in worms with normal movement after a 48-hour recovery. Knockdown of hsf-1 caused a dramatic decrease in normal movement, with over 95% of worms showing jerky movement or paralysis after being prodded.”

	4.
	4:47
	“In contrast, knockdown of hsf-1 did not have a significant effect on the results of a thermotolerance assay, in which worms are exposed to a continuous 35-degree Celsius temperature and the percentage of worms alive is measured at various timepoints.”
	4.5
	“In contrast, knockdown of hsf-1 did not have a significant effect on the results of a thermotolerance assay, in which worms are exposed to a continuous 35-degree Celsius temperature and the percentage of worms alive is measured at various timepoints.”



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.
	1
	Step says: “Preparation of NGM plates”
	Please correct punctuation to: “Preparation of NGM plates.”

	2.
	3.4
	Step says: “Lyse the worms and purify the RNA using organic extraction .”
	Please correct punctuation to remove the space before the period: 
“Lyse the worms and purify the RNA using organic extraction.” 

	3.
	Representative Results (page 4 of 8 in formatted PDF)
	Text says: “Therefore, the use of the thermotolerance assay to measure HSR is not recommended, and thermorecovery is the preferred method for
examining HSR at the organismal level.”
	Please correct to: “Therefore, the use of the thermotolerance assay to measure the HSR is not recommended, and thermorecovery is the preferred method for examining the HSR at the organismal level.”

	4.
	Representative Results (page 6 of 8 in formatted PDF)
	Figure 4 legend says: “and then shifted to either: (A) A 35 °C dry incubator and removed every 2 h until dead (thermotolerance), or (B) A 33 °C water bath for 6 h and recovered at 20 °C for 48 h before scoring for normal movement (thermorecovery).”
	Descriptions for A and B should be swapped, please correct to: “and then shifted to either: (A) A 33 °C water bath for 6 h and recovered at 20 °C for 48 h before scoring for normal movement (thermorecovery), or (B) A 35 °C dry incubator and removed every 2 h until dead (thermotolerance).”

	5.
	Introduction (page 1 of 8 in formatted PDF)
	2nd sentence of 2nd paragraph says: “HSF-1 is required for normal growth and development, because deletion of hsf-1 leads to larval arrest.”
	Please correct to: “HSF-1 is required for normal growth and development, as deletion of hsf-1 leads to larval arrest.”

	6.
	1.1.1.1
	Step says: “Mix 3 g of NaCl, 2.5 g of Bacto-peptone, 17 g of agar, and deionized (DI) H2O up to 1 L in a flask.”
	Please correct to: “Mix 3 g of NaCl, 2.5 g of Bacto-peptone, 20 g of agar, and deionized (DI) H2O up to 1 L in a flask.”

	7.
	1.2
	Step says: “Grow the worms synchronously either by isolating freshly laid eggs or by collecting eggs after dissolving worms with bleach.”
	Please correct to: “Grow the worms synchronously either by isolating freshly laid eggs (described here) or alternatively, by collecting eggs after dissolving worms with bleach.”

	8. 
	Protocol (pages 2 & 3 of 8 in formatted PDF)
	There appears to be unnecessary spacing between some of the protocol steps in the formatted pdf.
	Please remove the extra line spaces between the following steps:
1.1.1.6 & 1.1.2, 
1.1.2.3 & 1.2,
2.4.5 & 2.5,
3.4.24 & 3.5,
3.5.4 & 3.6,
3.6.4 & 3.7

	9.
	Abstract
	Text says: “Here, a series of protocols are presented…”
	Please correct to: “Here, a series of protocols is presented…”

	10.
	Introduction, last paragraph
	Text says: “However, RT-qPCR is the most expensive, technically difficult, and requires the use of specialized equipment.”
	Please correct to: “However, RT-qPCR is the most expensive, can be technically difficult, and requires the use of specialized equipment.”

	11.
	3.7.1
	Text says: “With the kit, prepare a 25 µL reaction with 2 µL of cDNA, 200 nM (each) forward and reverse primers, in a 25 µL final volume in one well of a 96 well plate.”
	Please change to: “With the kit, prepare a 25 µL reaction containing 2 µL of cDNA and 200 nM (each) of forward and reverse primers in one well of a 96-well plate.”

	12.
	Representative Results, paragraph 2
	Text says: “…depressor muscle as previously reported (Figure 1A)4.”
	Please move reference to before the figure citation: “depressor muscle as previously reported4 (Figure 1A).”
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