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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: In vitro directed evolution of a restriction endonuclease with more stringent specificity
Date: February 19th 2020
Authors and Affiliations

Please fill in any missing author information not included in the video.

	Order
	Author
	Affiliation
	Email

	1
	Krzysztof J. Skowronek
	International Institute of Molecular and Cell Biology in Warsaw 
	kskowronek@iimcb.gov.pl

	
	
	POLAND
	

	2
	Matthias Bochtler
	International Institute of Molecular and Cell Biology in Warsaw
	mbochtler@iimcb.gov.pl

	
	
	POLAND
	


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

	1.
	0:03
	Onscreen text says INTERNATIONAL INSTITUTE OF MOLECULAR AND CELL BIOLOGY, TROJDENA
	Text should say INTERNATIONAL INSTITUTE OF MOLECULAR AND CELL BIOLOGY IN WARSAW, POLAND

	2.
	0:12
	Onscreen text says KRZYSZTTOF SKOWRONEK, TROJDENA
	Text should say KRZYSZTOF SKOWRONEK, IIMCB

	3.
	0:35
	Onscreen text says TROJDENA
	Text should say IIMCB

	4.
	0:50
	Illustrated by screen capture 2.1.1
	Should be illustrated by screen capture 2.2.1

	5.
	1:12
	Illustrated by screen capture 2.2.1
	Should be illustrated by screen capture 2.3.1

	6.
	2:04
	Illustrated by screen capture 2.3.1
	Should be illustrated by screen capture 2.5.1

	7.
	2:27
	Illustrated by screen capture 2.5.1
	Should be illustrated by screen capture 2.6.1

	8.
	5:15
	When lector says “add 5 ul of 0.5 M EDTA…
	It should be illustrated with later part of this scene when smaller pipetor is used

	9.
	5:32
	Onscreen text says KRZYSZTTOF SKOWRONEK, TROJDENA
	Text should say KRZYSZTOF SKOWRONEK, IIMCB

	10.
	8:05
	Line 11 [all numbering left to right] is highlighted when lector says: “… and one variant with apparently unaltered..” while highlighting is kept for lines 1- 5
	The highlighting of line 1 – 5 should be removed and line 10 (not 11) should be highlighted

	11.
	8:25
	Onscreen text says KRZYSZTTOF SKOWRONEK, TROJDENA
	Text should say KRZYSZTOF SKOWRONEK, IIMCB


	12.
	8:55
	Onscreen text says TROJDENA
	Text should say IIMCB


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)

	1.
	1:22
	Original Script Text: 
“At this step, it is not necessary to remove the 5-prime-trityl protecting group. The protecting group will be removed at the beginning of the next synthesis cycle”
	2.3
	Rewritten Script Text:

“Synthesize leaving a 5’-trityl group at the end. The protecting group will be removed at the beginning of the next synthesis cycle”

	2.
	4:42
	Original Script Text: 
“Transfer the vial with the emulsion to an ice container”
	3.9
	Rewritten Script Text:

“Transfer the vial with the emulsion (liquid now should be opaque, not translucent) to an ice container”

	3.
	6:11
	Original Script Text: 
“Precipitate the DNA by adding 15 microliters of 3 Molar sodium acetate, 375 microliters of ethanol and 2.5 to 5 micrograms of glycogen”
	4.5
	Rewritten Script Text:

“Precipitate the DNA by adding 15 microliters of 3 Molar sodium acetate, 2.5 to 5 micrograms of glycogen and 375 microliters of ethanol”


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.
	1.5.2
	Step says “”Remove the template DNA, add 10 units of DpnI endonuclease to the 50 µL of the PCR reaction, and incubate for 2 h at 37 °C.
	Please correct to” Remove the template DNA by adding 10 units of DpnI endonuclease to the 50 µL of the PCR reaction, and incubate for 2 h at 37 °C.”

	2.
	1.6
	Step says “Introduce unique restriction sites in close to the sequence(s) targeted by oligonucleotide guided mutagenesis”
	Please correct to “Introduce unique restriction sites in close to the sequence(s) targeted by oligonucleotide guided mutagenesis”

	3.
	2.2
	Step says “At this step, it is not necessary to remove the 5’-trityl protecting group (use the trityl-on option on the synthesizer).”
	Please correct to “Do not remove the 5’-trityl protecting group at the last synthesis cycle (use the trityl-on option on the synthesizer).”

	4.
	4.1.4
	Step says “If this is not achieved further optimization of magnesium chemical or concentration is necessary.”
	Please correct to “If this is not achieved further optimization of magnesium chemical form or concentration is necessary.”

	5.
	5.1
	Step says “Transfer the emulsions from the cryogenic vials into cold 1.5 mL tubes and centrifuge them at 13,000 x g for 5 min at 4 °C.
	Please correct to “Transfer the emulsions from the cryogenic vials into cold 1.5 mL tubes, add 1 µl of 0.5 M EDTA and centrifuge them at 13,000 x g for 5 min at room temperature.”

	6.
	5.3
	Step says “Immediately perform extraction with 50 µL of phenol:chloroform (1:1 v/v) by short vortexing followed by phase separation by 30 s centrifugation at 13,000 x g. Collect the upper aqueous phase.”
	Please correct to “Add 100 microliters of 10 mM Tris HCl pH 8.0 and immediately perform extraction with 150 µL of phenol:chloroform (1:1 v/v) by short vortexing followed by phase separation by 30 s centrifugation at 13,000 x g. Collect the upper aqueous phase.”

	7.
	5.4
	Step says “Precipitate the DNA by adding 0.1 vol (5 µL) of 3 M sodium acetate (pH = 5.2) and 2.5 vol (125 µL) of ethanol in 2.5-5 µg of glycogen. Incubate at -20 °C for 1 h and centrifuge for 15 min at 13,000 x g, 4 °C. Discard the supernatant and briefly wash the pellet with 1 mL of cold 70% ethanol.”
	Please correct to “Precipitate the DNA by adding 0.1 vol (15 µL) of 3 M sodium acetate (pH = 5.2), 2.5-5 µg of glycogen and 2.5 vol (375 µL) of ethanol in. Incubate at -20 °C for 1 h and centrifuge for 15 min at 13,000 x g, 4 °C. Discard the supernatant and briefly wash the pellet with 1 mL of cold 70% ethanol.”

	8.
	Caption to Figure 5B
	Text says “(B) Cleavage in an in vitro transcription-translation reaction (containing 0.5 µg of ESC): 1) 2-15 µL aliquots of in vitro transcription translation without substrate; 2) Reaction supplemented with 1.5 mM MgCl2; 3) 4-15 µL aliquots of in vitro transcription-translation with 1 µg of test substrate; 4) Reaction supplemented with 1.5 mM MgCl2.
	Please correct to “(B) Cleavage in an in vitro transcription-translation reaction (containing 0.5 µg of ESC): 1-2: 15 µL aliquots of in vitro transcription translation without substrate (line 2: reaction supplemented with 1.5 mM MgCl2); 3-4: 15 µL aliquots of in vitro transcription-translation with 1 µg of test substrate; (line 4: reaction supplemented with 1.5 mM MgCl2).”

	9.
	Caption to Figure 3
	Text says “Note that chemical synthesis is carried out from 3' to 5' but all sequences are shown in canonical 5'-3' orientation (i.e., it proceeds from left to right in this scheme).”
	Please correct to “Note that chemical synthesis is carried out from 3' to 5' but all sequences are shown in canonical 5'-3' orientation (i.e., it proceeds from right to left in this scheme).”
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