Dear Author,

This document is divided into a number of sections in which you can add your comments to the video, voiceover, online text, and .pdf.   Please be aware that our policy is to do a single complementary 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, transparent, and where appropriate, specifically reference a time-point in the video or step in the written section.   

Have fun!

Project Name:

Date:

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 in the “comment” column and insert the time-code that references the video at the time of the mistake in the “time-code” column.   Also, please make suggestions to correct the mistake.   For example it is not enough to say that 0.25 mM Fluo-4 is incorrect.  You must suggest the correct concentration.   If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE VOICEOVER HERE.  PLEASE DO THIS IN THE NEXT SECTION.

	Time-code
	Comment
	Suggestion 

	1.
	02:28-02:32
	Update highlighted areas to best match the voice over
	Highlight both day 1 “MspI digestion” and day 2 “Phenol:Chloroform clean up” boxes simultaneously in yellow during the voice over in this time frame

	2.
	08:13
	Shot appears segmented
	Please update to one of the following options:
1. introduce a fading out and then in at time code 08:13

OR:

2. at time-code 08:13, show aliquoting of four consecutive wells which was filmed on site instead of current version from 08:13-08:17

	3.
	09:55
	Error in formula shown: it says “109” instead of 10 to the power of 9: “10^9” or “109”
	Update the formula shown to: “ ([(ng/µl)/1000] / [bp * 660]) *109  ” 
OR:

“ ([(ng/µl)/1000] / [bp * 660]) *10^9  ”

	4.
	10:31
	Change title
	Recommend placing: “V. Results: ERRBS Yields base pair resolution CpG Methylation Data”

	5.
	10:35-11:04
	Remove lower part of the figure
	Only show the gel image used in the blue highlights and the two panels immediately to its right which are Figure 3 A, B and C.

Remove figure 3 D, E, F.

	6.
	11:20-11:24
	Video should remain focused on figure 4 C and not move to highlight Figure 4B
	Remain focused on Figure 4C and for time-code 11:20-11:24 highlight the first three nucleotide bins in this figure panel immediately starting at the x axis origin

	7.
	11:25-11:50
	Video should focus on highlighting Figure 4B
	Following correction # 6 in this section, transition to figure 4B as seen in video currently

	8.
	11:42
	Unclear if blue box should be there
	We recommend removing blue box and for time-code 11:42 through 11:50 do one of the following:

1. fade out lines starting at position 4 on the X axis

OR

2. not do anything within this figure and leave as is

	9.
	Interviews
	Volume is quite lowers compared to voice over throughout video
	Is it possible to increase the volume for all interviews performed?
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Audio Comments:

This section is used to specify the changes that need to be made to the voiceover.   Please specify time code where each mistake in the voiceover occurs, your comment, the step in the script that needs to be changed, and the corrected text.  Please include the entire step from the script in last column with the corrected text in bold.  If there is a pronunciation change, please provide a phonetic pronunciation key.  

EX: 

Restinosis – (Reese-tin-oh-sis)

	Time code
	Comment
	Step in Script (ex 4.2)
	Rewritten Text or Corrected Pronunciation

	1.
	00:19
	Incorrect enzyme name: “MSP-L” is being said – this is incorrect
	1.2
	Correct to “M-S-P one”

	2.
	04:07-04:10
	We would like to correct the base pair ranges said (currently voice over indicates “135 base pairs and 410 base pairs”)
	5
	Correct to “150 base pairs and 400 base pairs”

	3.
	04:59-05:02
	We would like to correct the base pair ranges said (currently voice over indicates “135 base pairs and 410 base pairs”)
	5
	Correct to “150 base pairs and 400 base pairs”

	4.
	07:01
	We would like to add a comment and update the beginning of the sentence at 07:02
	5.1.11
	“Upon completion of the elution program at the 410 base pair setting, collect the 40 L of the eluate from all outlet ports, and label these fractions as the “upper library fraction.”  

	5.
	07:51
	Delete the word “double” from sentence said
	8
	Delete the word “double” from sentence said – the sentence is otherwise great: “After bisulfite conversion, the resulting DNA library fragments will undergo an enrichment PCR amplification using primers that hybridizes at the adapter ends of each DNA molecule.  “

	6.
	08:54
	Voice over from 08:55-09:01 should be shifted up in time.  The images starting at 08:54 and onwards should be with voice over currently starting at 09:02
	8.2.2
	Voice over from 08:55-09:01 should be matched with video until 08:53.  
Voice over currently starting at 09:02 should be paired with images shown currently starting at 08:54

	7.
	09:35
	Update  the word “selection”
	9.1
	Correct to “Selective”. The rest of sentence is fine: “Using a fluorescence-based assay selective for double-stranded DNA, quantitate the amount of post-enrichment DNA content for each library fraction.  “



	8.
	10:01-10:28
	Update voice over to remove the “10 microliter” reference
	10.3
	Update to: “Once the molarity is known, use DNase-free water to dilute each corresponding upper and lower library fraction down to 2 nM (pronounced nanomolar) final concentration.  Combine equal volumes of each lower and upper library fraction pairs into a single tube to create a 2 nM whole library mixture at 20 L each.  The pooled sample is now ready for a sequencing run.”



	9.
	11:10
	Remove the word “ensemble”
	Results discussion
	The sentence should be: “Next, upon sending the bisulfite-converted library molecules for sequencing, the raw data from all DNA strands show that, for any given strand, the data quality for each nucleotide position increases dramatically right after the first 3 nucleotides.  “

	10.
	11:37-11:40
	Duplicate sentence
	N/A
	Remove duplicate “The data suggests the ERRBS protocol”

	11.
	11:47
	Error in name of enzyme 
	N/A
	Change “MSP-L” in the voice over to “M-S-P one”

	12.
	11:56
	Change in terminology used to better represent what video is showing
	N/A
	Change sentence to: “From a bird’s-eye point of view, the ERRBS protocol can yield base pair resolution data of cytosine methylation sites across the entire genome. For example, chromosome 12 is shown here.  The protocol covers a reduced representation of genome-wide CpGs (pronounced C-P-Gs).
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Text Protocol:

Please use this table to address changes that need to be made to the text.  List the step in the text protocol where there is an issue, your comments pertaining to that issue, and how we should resolve it.  For drastic changes to the protocol (major structural changes or more than 10 spelling or grammatical mistakes), we will require re-upload of the entire document.     

	1.
	Step in Protocol
	Comment
	Suggestion

	2.
	10.1.3
	Error in formula: written as “Nanomolar concentration of DNA = [(ng/1000)/(bp*660)]*109”.  End of formula should be 10 to the power of 9
	Update formula to one of the following versions:
“Nanomolar concentration of DNA = [(ng/1000)/(bp*660)]*10^9”

OR:

“Nanomolar concentration of DNA = [(ng/1000)/(bp*660)]*109 ”
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.PDF

Please use this table to address changes that need to be made to the pdf.  List the step in the text protocol where there is an issue, your comments pertaining to that issue, and how we should resolve it.  For drastic changes to the protocol, we will require re-upload of the entire document.     

	1.
	Step in Protocol
	Comment
	Suggestion

	2.
	N/A
	Update to author affiliation for Maria E. Figueroa (currently Michigan State University)
	Update affiliation to: “University of Michigan ”

	3.
	Table 4
	Oligo sequence overflows
	Is it possible to change this table to a landscape orientation to ensure the oligo sequences are clearly readable?

	4.
	Supplemental file 1
	Missing title and page numbers
	New file uploaded for use:  “Supplemental_Document_Multiplexing_protocol_11202014.docx”

	5.
	Supplemental code file 1
	Missing title and page numbers
	New file uploaded for use:  “Supplemental_code_file_1_JoVE_11202014.docx”

	6.
	Supplemental code file 2
	Missing title and page numbers
	New file uploaded for use:  “Supplemental_code_file_2_JoVE_11202014.docx”

	7.
	N/A: Abstract
	Missing word in fifth sentence: “Enhanced Reduced Representation Bisulfite Sequencing (ERRBS) increases the biologically relevant genomic loci covered and has been “  . the word used should be inserted here
	Sentence should read:  
“Enhanced Reduced Representation Bisulfite Sequencing (ERRBS) increases the biologically relevant genomic loci covered and has been used to profile cytosine methylation in DNA from human, mouse and other organisms.”

	8.
	2.3
	Missing space in “bufferand”
	Update to: 
“

Purify the DNA products to remove unincorporated dNTPs and other reaction reagents using a commercial column-based kit that binds of DNA in high-salt buffer and elutes DNA in low-salt buffer conditions per manufacturer’s recommendations. Elute the DNA products in 32 μl of Buffer EB. 

“

	9.
	3.3
	Missing space in “bufferand”
	Update to: “
Purify the DNA products to remove unincorporated dATPs and other reaction reagents using a commercial column-based kit that binds of DNA in high-salt buffer and elutes DNA in low-salt buffer conditions per manufacturer’s recommendations. Elute in 10 μl of Buffer EB.

“ 

	10.
	5.1.3
	Missing apostrophes
	Update to: “
Select “Range” as the collection mode for each lane. Enter 135 under “BP Start”, 410 under “BP End”, and 240 under “BP Pause” for each lane.
“

	11.
	8.2
	Missing “ing” after the word follow
	Update to the following:“

The following steps have been optimized for Agencourt AMPure XP.
“

	12.
	8.2.1
	Update last word to match similar protocol steps
	Update text to: “

Add 1.7X volume of SPRI beads (340 μl for 200 μl of PCR product) to the lower fraction amplification products.

“

	13.
	8.2.2
	Update last word to match similar protocol steps
	Update text to: “

Add 1.1X volume of SPRI beads (220 μl for 200 μl of PCR product) to the higher fraction amplification products.

“

	14
	10.1.3
	Update sentence to clarify each library fraction and correct the formula (at the end of the formula it should indicate 10 to the power of 9 – not 109)
	Update to: “

Calculate molarity of each library fraction (Nanomolar concentration of DNA) using the following formula: Nanomolar concentration of DNA = [(ng/1000)/(bp*660)]*10^9 where ng is the concentration expressed in ng/μl (as measured in step 9.1) , bp is the average size of the library fraction, and 660 is the weight of a standard double stranded DNA base pair. For example: with a library that is 326 bp in size, at a concentration of 14.2 ng/μl, the Nanomolar concentration of DNA is 66 nM. 

“

	15

	N/A Representative Results – 4th paragraph, 3rd sentence
	Missing space at “…downsamplinga single”
	Sentence should be updated to: “
Data from multiplexed sequencing runs (51-cycle single-read sequencing run; n = 128 for two libraries per lane; n = 11 for three libraries per lane; n = 11 for four libraries per lane) were compared to a full lane sequencing of
an ERRBS library (51-cycle single-read sequencing runs; n = 100) as well as downsampling a single lane to simulate 50%, 33% and 25% of reads per lane (2, 3, and 4 sample multiplexing per lane respectively; n = 3). 
“

	16

	N/A  Discussion – 3rd paragraph – 4th sentence
	Missing space at “…andmethylated adapters”
	Sentence should be updated to: “
This results in improved CpG representation in the results. At the ligation step it is critical to use a high concentration ligase (2,000,000 units/milliliter) and methylated adapters to ensure that the ligation reaction is efficient and that the bisulfite conversion does not influence the adapter sequences essential for accurate data alignment. 
“

	17
	4.4.1
	Duplicate word “Store”
	Update sentence to:”
Ligated DNA can be stored at -20 °C before proceeding with size selection. 
“

	18
	5.2.3
	Error in number for Orange G
	Sentence should read: “
Add 2 μl of 6X Orange G loading dye to the cleaned-up ligation products. Load the entire volume of each sample into individual wells, skipping at least one well between samples to avoid cross-contamination. 



	19
	Table 2
	Incorrect symbol for Klenow Fragment “(3’à5’ exo-) “  the à should be an arrow
	This should be: “

Klenow Fragment (3’ ( 5’ exo-) 
“

	20
	N/A Abstract
	To better match updated text, the sentence “Despite
low complexity in the first three bases sequenced, ERRBS libraries yield high quality data when using a designated control lane. “ should be updated to add one word towards the end of the sentence
	We recommend updating the sentence to: “
Despite low complexity in the first three bases sequenced, ERRBS libraries yield high quality data when using a designated sequencing control lane. 
“

	
	
	
	


