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	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.
	Title
	Title says: High-Throughput Quantitative RT-PCR in Single and Bulk C. Elegans Samples Using Nanofluidic Technology
	Please correct to:

High-Throughput Quantitative RT-PCR in Single and Bulk C. elegans Samples Using Nanofluidic Technology

	2.
	introduction
	4th paragraph: “The cDNA preparation described is also applicable for use with standard PCR technologies.”
	Please correct to: “The cDNA preparation described is also applicable for use with standard quantitative PCR technologies.”

	3.
	introduction
	“To accomplish a similar throughput using standard qPCR technologies would require 96 separate qPCR experiments.”
	Please correct to: To accomplish a similar throughput using standard qPCR technologies would require 96 separate qPCR experiments, using 96 well plates. 

	4.
	Step 1
	Primer pairs for transcripts with splice sites were designed so that they lie in two exons flanking an intron but were not designed to be splice-variant specific. For this study, the primer sets were blasted against the C. elegans genome to test for any off-target complementarity, and problematic primers were redesigned using NCBI Primer Blast software18
	Please correct to: 

Primer pairs for transcripts with splice sites were designed so that they lie in two exons flanking an intron but were not designed to be splice-variant specific, using NCBI Primer Blast software18. For this study, the primer sets were blasted against the C. elegans genome to test for any off-target complementarity.

	5.
	Step 2.4
	Close the tubes and spin them down for 5 s before placing them in a Dewar flask filled with liquid nitrogen.
	Please correct to:

Close the tubes and spin them down for 5 s using a tabletop microcentrifuge (Table of Materials) before placing them in a Dewar flask filled with liquid nitrogen.

	6.
	Step 2.8
	Spin the samples down and add 1 µL of stop solution to each tube.
	Please correct to:

Spin the samples down using a tabletop microcentrifuge (Table of Materials)  and add 1 µL of stop solution to each tube.

	7.
	Step 3.1.2
	Take 5 µL of lysed sample from step 2.7 and add it to the fresh PCR tube containing the reverse transcription mix
	Please correct to:

Take 5 µL of the lysis solution and stop solution mix from step 2.8 and add it to the fresh PCR tube containing the reverse transcription mix

	8.
	Step 3.2.1
	In an RNase-free hood, prepare a master mix consisting of 12.5 µL of 2x RT buffer, 1.25 µL of 20x RT enzyme buffer, and 0.25 µL of nuclease-free water per sample. Add 14 µL of master mix to 11 µL of each sample.
NOTE: When dealing with a large number of samples this can be performed in 96 well plates. In this case, 5 µL of the lysis solution from step 2.7 can be added to the well along with 14 µL of the master mix prepared in step 3.2.1.
	Please correct to:

In an RNase-free hood, prepare a master mix consisting of 12.5 µL of 2x RT buffer, 1.25 µL of 20x RT enzyme buffer, and 0.25 µL of nuclease-free water per sample. Add 14 µL of master mix to 11 µL of lysis solution and stop solution mix from step 2.8 for each sample.
NOTE: When dealing with a large number of samples this can be performed in 96 well plates. In this case, 11 µL of lysis solution and stop solution mix from step 2.8 can be added to the well along with 14 µL of the master mix prepared in step 3.2.1.

	9.
	Step 3.2
	In an RNase-free hood, prepare a master mix consisting of 12.5 µL of 2x RT buffer, 1.25 µL of 20x RT enzyme buffer, and 0.25 µL of nuclease-free water per sample. Add 14 µL of master mix to 11 µL of each sample.
	Please correct to:

In an RNase-free hood, prepare a master mix consisting of 12.5 µL of 2x RT buffer, 1.25 µL of 20x RT enzyme buffer, and 0.25 µL of nuclease-free water per sample. Add 14 µL of master mix to 11 µL of each sample from step 2.8.

	10.
	Step 3.2
	NOTE: When dealing with a large number of samples this can be performed in 96 well plates. In this case, 5 µL of the lysis solution from step 2.7 can be added to the well along with 14 µL of the master mix prepared in step 3.2.1.
	Please correct to:

NOTE: When dealing with a large number of samples this can be performed in 96 well plates. 

	11.
	Step 2.1
	In an RNase-free hood, prepare a master mix consisting of 12.5 µL of 2x RT buffer, 1.25 µL of 20x RT enzyme buffer, and 0.25 µL of nuclease-free water per sample. Add 14 µL of master mix to 11 µL of each sample.
	Please correct to:

In an RNase-free hood, prepare a master mix consisting of 12.5 µL of 2x RT buffer, 1.25 µL of 20x RT enzyme buffer, and 0.25 µL of nuclease-free water per sample. Add 14 µL of master mix to 11 µL of each sample from step 2.8.

	12.
	Step 5.1
	Prepare a master mix containing 1 µL of preamplification mastermix (Table of Materials), 0.5 µL of the pooled primer mix (step 4.2), and 2.25 µL of nuclease-free water per reaction
	Please correct to:

Prepare a master mix containing 1 µL of preamplification mastermix (Table of Materials), 0.5 µL of the pooled primer mix (step 4.2), and 2.25 µL of nuclease-free water per reaction with a 10% overall surplus volume

	13.
	Step 4.2
	NOTE: The stock primer concentrations here differ from those described in the manufacturer’s protocol20 but retain the same final concentration of 500 nM.
	Please correct the ref number from 20 to 16:

NOTE: The stock primer concentrations here differ from those described in the manufacturer’s protocol16 but retain the same final concentration of 500 nM.

	14.
	Step 13.1
	Eliminate results exhibiting more than one melting temperature peak.
	Please correct to:

Eliminate results exhibiting more than one melting temperature peak, for a given primer pair.

	15.
	Representative results
	Globally, hsp-70 mRNA expression levels
	Please italisize hsp-70:

Globally, hsp-70 mRNA expression levels


	16.
	Representative results
	To determine if expected decrease in hsp expression in hsf-1(sy441)23,
	Please correct to:

To determine if an expected decrease in hsp expression in hsf-1(sy441)23,

	17.
	Representative results
	30 individual worms were processed using technical triplicates under three heat shock conditions: 1) none; 2) short; or 3) long.
	Please correct to:

28 individual worms were harvested, following a short heat shock, and processed using technical triplicates 


	18.
	Legend figure 4
	(A) The expression level of sma-3 mRNA was determined through regular qPCR
	Please correct to:

The expression level of sma-3 (A), sma-10 (B) or dnj-26 (C) mRNA were determined through regular qPCR

	19.
	Legend Figure 5
	were analyzed in young adult animals in the absence of heat shock (30 min at 34°C) either by performing Worm-to-CT
	Please correct to: 

were analyzed in young adult animals in the absence of heat shock either by performing Worm-to-CT

	20.
	Legend Figure 6
	The coefficient of variation26 (CV) as a function of mean mRNA expression for 53 transcripts following exposure to a short heat shock calculated from 28 individual animals
	Please correct to:

The coefficient of variation26 (CV) as a function of mean mRNA expression for 53 transcripts following exposure to a short heat shock was calculated from 28 individual animals

	21.
	Legend Figure 6
	The CV is the ratio of the mean by the standard deviation
	Please correct to:

The CV is the ratio of the standard deviation mean to the mean 

	22.
	discussion
	Ly et al. report absolute Ct values of 21.1 ± 0.15 for hsp-16.2 and 22.8 ± 0.17 for hsp-70 after heat shock. Using the same heat shock conditions (1 h at 30 °C), this protocol obtains absolute Ct values of 17.93 ± 0.57 for hsp-16.2 and 21.13 ±0.33 for hsp-70.
	Please italicize the following names:

Ly et al. report absolute Ct values of 21.1 ± 0.15 for hsp-16.2 and 22.8 ± 0.17 for hsp-70 after heat shock. Using the same heat shock conditions (1 h at 30 °C), this protocol obtains absolute Ct values of 17.93 ± 0.57 for hsp-16.2 and 21.13 ±0.33 for hsp-70.

	23.
	Figure 5
	
	In the legend of X axis of Fig 5A, pools has been replaced by bulk to match fig 5B and 5C. The updated figure 5 has been sent
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