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.
	6.00
	The audio mentions adding Ethyl acetate, this is not shown.
	A shot was made when talent adds ethyl acetate to a tube

	2.
	15.58
	The audio does not match the figures, this is a bit confusing
	Add one extra equation.
OD = 0.45 ~ 0.13 gCDW/L
Formula:

	3.
	16.13
	The sentence ends with “then read:” (what is on the screen), but this disappears immediately
	Take a pause

	4.
	16.25
	The sentence ends with “as shown here” (what is on the screen), but this disappears immediately
	Take a pause

	5.
	16.38
	The sentence ends with “then read:” (what is on the screen), but this disappears immediately

	Take a pause

	6.
	17.07-17.50
	Figure does not match audio
	Data from several experiments was used to parameterize the model described.  Shown here are several rounds that were performed under different experimental conditions. 
LAB MEDIA 9.14.1 LAB MEDIA Fig3B part 9.14.4
From the model parameters it is concluded that the response of the pCaiF has a ‘sharp’ response especially to the glucose uptake rate, the PTS system activity. Given that the alkane degradation might reduce the cAMP levels, an auto-regulation is obtained. The enzyme is then produced in amounts required to sustain growth, which is also favorable for the purpose of alkane degradation in as much active cells as possible.
LAB MEDIA 9.14.1 LAB MEDIA Fig3B part 9.14.3
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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.
	0.13
	Audio does not match with the movie
	P1
	This is achieved by preparing the BioBrick containing the alkane degradation cassette and introducing them into E. coli.  The alkanes are then stepwise oxidized to their respective alkanols, alkanals and ultimately alkanoic-acids

	2.
	0.23
	Audio does not match with the movie, timing is not always correct
	P2
	Next, a regulatory system is implemented with a GFP reporter, that prevents pathway activation on glucose and is measured under different substrate conditions. At glucose depletion the cAMP-Crp complex increases, binds and activates the pCaif promoter.
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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
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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.
	Abstract
	Changed two sentences.
	NEW:

To optimize the process efficiency, the substrate-regulated promoter, pCaiF, was used, which only induces the expression under low glucose conditions (6). pCaiF is present in E. coli K12 and regulates the expression of the genes involved in the degradation of non-glucose carbon sources 6. Low levels of glucose indirectly activate this promoter (14). Thus, using the pCaiF promoter prevents unnecessary pathway activation during cell growth on glucose (e.g. to prepare large amounts of cells). With this device in hand, the alkane-degrading genes can be expressed without the addition of an inducer, at the end of a batch (glucose limitation).

	3.
	Introduction
	Changed two sentences.
	NEW:

In order to reduce induction costs and to maintain optimal proliferation of the bacterial system,  the promoter pCaiF from E. coli was characterized.

This promoter is regulated by cAMP-Crp levels, which in turn depend on glucose levels. In future pCaif can regulate the expression of the hydrocarbon degradation pathway components. 
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