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.
	00:16
	Triangles are emphasized   too soon. 
	Triangles should be emphasized when voice says “… a subunit of a trimeric protein…”
Which is a time of 00:21

	2.
	00:25
	Emphasis should be given to the blue figures labeled NpuC, NpuN 
	Include figure emphasis when voice says “… and one half of the Npu split intein.” At time 00:25

	3.
	00:30
	The SDS-page gel showing the purified proteins is missing 
[image: image1]
	This figure can be added to the main screen at time 00:28 below the two triangles, then fade out before the next simulation as the voice says “… these proteins are then purified by affinity chromatography…” 
This picture can then fade out prior to the next simulation

	4.
	00:36
	The picture showing the trans-splicing reaction is very important. This is the main aspect of the mechanism behind hydrogel formation, thus the following figure should be included:

[image: image2]
	At time 00:36, show this picture as the voice says “… are mixed, initiating intein trans-splicing reactions that reconstitutes…”, then fade into the figure originally used shown below at time 00:41 to 00:46

[image: image3]

	5.
	00:43
	“Fraction removed” graph appears early 
	Delay this graph until 00:46 while showing the previous picture from 00:41 to 00:45

	6.
	6:43-6:51
	Video corresponding to 4.1.1 should span 6:43 to 6:51 only
	Begin video shoot 4.1.2 at the 6:52 mark till the 7:18 mark

	7.
	
	
	

	8.
	
	
	

	9.
	
	
	

	10.
	
	
	

	11.
	
	
	

	12.
	
	
	

	13.
	
	
	

	14.
	
	
	

	15.
	
	
	

	16.
	
	
	

	17.
	
	
	

	18.
	
	
	

	19.
	
	
	

	20.
	
	
	


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.
	6:49
	Voice says “HRP”, after consideration, we would like to chance this to the full name of the enzyme the first time it’s mentioned “Horseradish peroxidase(HRP)”
	4.1
	“For an additional application, prepare a 0.63mM stock solution of Horseradish peroxidase HRP in DPBS”

	2.
	10:48
	CutA is currently being pronounced by spelling out each letter
	5.3
	Pronounce Cut as in the verb “to cut” followed by the letter A: Cut –A 

	3.
	12:07
	The voice says “… about 33 molecular percent…”
	5.4
	It should say: “…about 33 mole percent…”
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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.   
IMPORTANT: Materials list given shown in the protocol and given in the PDF link is incorrect. The correct list is attached at the bottom of this file and is also given as an independent .xlsx file in the submission page. 

Similarly, Table 1 and Table 2 are absent from the protocol text and from the PDF file. Those are also given below.
	
	Step in Protocol
	Comment
	Suggestion

	1.
	1.4.2
	Reference to Figure 3C should be changed to Figure 2C
	Change Figure 3C to Figure 2C

	2.
	4: Hydrogel formation
	In the first paragraph, in the CAUTION statement sodium azide is depicted as NaN3 in two different instances
	The number 3 needs to be in subscript format: 

Change NaN3 to NaN3
“CAUTION: Sodium azide (NaN3) is added to the hydrogel to a final concentration of 0.5% w/v to prevent bacterial contamination. NaN3 is highly toxic and must be handled with extreme care as indicated in the Material Safety Data Sheet”.

	3.
	4.1
	Equations for calculation of volume are missing. 
	Add equations show below this table before step 4.2 of protocol



	4.
	4.2 
	Once again NaN3 needs to be changed to NaN3
	Change as stated NaN3

	5.
	5.2
	Change NaN3 to NaN3
	Change as stated NaN3

	6.
	6.2
	Change NaN3 to NaN3
	Change as stated NaN3
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Equations corresponding to 4.1:
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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

	1.
	1.4.2
	Reference to Figure 3C should be changed to Figure 2C
	Change Figure 3C to Figure 2C

	2.
	4: Hydrogel formation
	In the first paragraph, in the CAUTION statement sodium azide is depicted as NaN3 in two different instances
	The number 3 needs to be in subscript format: 

Change NaN3 to NaN3
“CAUTION: Sodium azide (NaN3) is added to the hydrogel to a final concentration of 0.5% w/v to prevent bacterial contamination. NaN3 is highly toxic and must be handled with extreme care as indicated in the Material Safety Data Sheet”.

	3
	4.1
	Equations for calculation of volume are missing. 
	Add equations show below this table before step 4.2 of protocol



	4.
	4.2 
	Once again NaN3 needs to be changed to NaN3
	Change as stated NaN3

	5.
	5.2
	Change NaN3 to NaN3
	Change as stated NaN3

	6.
	6.2
	Change NaN3 to NaN3
	Change as stated NaN3
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Equations corresponding to 4.1:
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Tables:

Table 1 HYPERLINK \l "_ENREF_9" \o "Ramirez, 2013 #6663" . Protein constructs used in this study

	Short Name
	Protein Sequence
	MW (kDa)

	CutA-NpuN (N)
	CutA-EAC-(GGGGS)2-AS-NpuN-HHHHHH
	26.3

	NpuC-S-CutA (C)
	NpuC-CFNKLYRDPMG- [(AG)3PEG]10-ARMPYV-CutA-HHHHHH
	26.1

	NpuC-S-SH3lig-CutA (C-SH3lig)
	NpuC-CFNKLYRDPMG- [(AG)3PEG]10-ARMPYVGS-PPPALPPKRRR-(GGGGS)2-AS-CutA-HHHHHH
	28.3

	SH3-GFP
	SH3-KL-(GGGGS)2-AS-GFP-HHHHHH
	34.5


Reprinted with permission from Journal of American Chemical Society (DOI 10.1021/ja401075s)

Table 2. Buffer compositions
	Buffer A
	500mM NaCl, 10mM Tris-HCl, pH 8.0

	Buffer DA
	500mM NaCl, 8M Urea, 10mM Tris-HCl, pH 8.0 

	Buffer B
	500mM NaCl, 50mM NaPOi, pH 6.0

	DPBS
	Dulbecco's PBS, 137.9mM NaCl, 2.7mM KCl, 1.5mM KH2PO4, 8.1mM Na2HPO4, pH 7.4


Reprinted with permission from Journal of American Chemical Society (DOI 10.1021/ja401075s)

Materials

	Name 
	Company
	Catalog Number
	Comments

	Phusion High Fidelity DNA polymerase
	New England BioLabs 
	M0530S
	

	Competent Escherichia coli BL21 (DE3)
	New England BioLabs 
	C2527I
	

	Luria Bertani
	VWR
	90003-350
	

	Bacto Agar Media
	VWR
	90000-760
	

	kanamycin sulfate
	VWR
	97061-602
	

	IPTG
	VWR
	EM-5820
	

	Imidazole
	VWR
	EM-5720
	

	Urea
	VWR
	EM-9510
	

	Dithiothreitol (DTT) 
	Fisher
	BP172-5
	

	Protease Inhibitor cocktail 
	Roche Applied Science
	11836153001
	

	DPBS
	VWR
	82020-066
	

	Brilliant Blue R
	Acros Organics
	A0297990
	

	Sodium Azide
	Fisher
	AC190380050
	Caution, highly toxic

	Horseradish peroxidase
	Sigma
	P8125-5KU
	

	N,N-dimethyl-p-phenylene diamine 
	Fisher
	AC408460250
	Caution, highly toxic

	phenol
	Fisher
	AC149340500
	Caution, highly toxic

	tert-butyl hydroperoxide
	Fisher
	AC180340050
	Caution, highly toxic

	n-heptane
	Acros Organics
	120340010
	

	
	
	
	

	Equipment
	Company
	Catalog Number
	Comments

	Shaker/Incubator
	Fisher Scientific 
	Max Q 6000
	

	Centrifuge
	Sorvall 
	RC 6
	

	Sonicator
	QSonica 
	Misonix 200
	

	Ultrafiltration Tubes
	Amicon Ultra
	UFC903024
	

	 Ni Sepharose High Performance HisTrap column
	GE Healthcare Life Sciences
	17-5248-01 
	

	HiTrap SP Sepharose FF ion exchange column
	GE Healthcare Life Sciences
	17-5156-01
	

	Plate reader
	Molecular Devices
	SpectraMax Gemini EM
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