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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: Microcrystallography of Protein Crystals and In Cellulo Diffraction
Date: 25 May 2017
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 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

	Example
	2:52
	Onscreen text says use 0.25 mM Fluo-4
	Text should say use 0.50 mM Fluo-4

	1.
	3:40
	Most viewers won’t be familiar with the flow-cytometry bit (Section 3, video times 3:20-4:12) and would require some additional text on the screen to clarify what is displayed on the 4 plots (There is already some text but it is too small to be readable).

	Please include text indicating the nature of the different flow cytometry plots: 
Top left plot: label as “single cells”

Top right plot: label as “live cells”

Bottom left plot: label as “FSC/SSC control”

Leave the labels for the two top panels until end of Step 3.6 (4:11) 

	2.
	3:59
	
	Please include text indicating the nature of the flow cytometry plots at the bottom line: 
Bottom left plot: label as “FSC/SSC control”

Bottom right plot: label as “FSC/SSC sample”
Leave the labels until end of Step 3.6 (4:11) 

	3.
	4:09
	Another clarification for the flow cytometry section.
	Add an arrow pointing to the gating (the orange rectangle being drawn and adjusted) on the bottom right panel (crystal-containing cells). At the blunt end of the arrow, add the text “gate”, as label.

	4.
	5:56
	The presence of excess liquid can also be assessed in a side view of the mesh. We ask you to include a new image at the end of step 4.5.
	At the end of step 4.5, include the lab media uploaded as “side_underblotted.tif” (a side view of the mesh). This image should be accompanied by the text “Side view”.

	5.
	6:14
	A side view of the blotted mesh will show no excess of liquid. We ask you to include a new image at the end of step 4.7.
	At the end of step 4.7, include the lab media uploaded as “side_blotted.tif” (a side view of the mesh). This image should also be accompanied by the text “Side view”.

	6.
	9:27
	We would need to acknowledge the use of two facilities where parts of the video were filmed
	At the credits section, a new slide should say:

“Acknowledgements:

Daniel Eriksson and Tom Caradoc-Davies, Australian Synchrotron

Kathryn Flanagan and Andrew Fryga, FlowCore Facility (Monash University)”
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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)

	Example
	1:49
	Original Script Text: 

“Then, show the participant their electromyography, or EMG patterns, which correspond to eight specific and unique polar plots.”
	2.2
	Rewritten Script Text:

“Then, show the participant the unique and specific polar plots, which correspond to their electromyography, or EMG (pronounced E-M-G) patterns.”

	1.
	2:52
	Original Script Text:

“Prepare a second tube with an equivalent number of Sf9 cells infected with a non-recombinant baculovirus as a control”
	3.1.2
	Rewritten Script Text:

“Prepare a second tube with an equivalent number of Sf9 cells from a mock-infected culture as a control”

	2.
	7:41
	Original Script Text:

 “An overview of both methods for structure determination using in vivo microcrystals is presented”
	6.1
	Rewritten Script Text:

“An overview of two methods for structure determination using in vivo microcrystals is presented”
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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.
	1.1.1
	Step says “Using a sterile serological pipette, transfer 100 µL of cells into a microcentrifuge tube.”
	Please correct to “Using a sterile serological pipette, transfer 500 µL of cells into a microcentrifuge tube.”

	2.
	2.2
	Note says: “To facilitate the definition of gates in flow cytometry, it is recommended to grow a control culture in parallel to the one expressing the protein of interest. This can be done by infecting a flask of Sf9 cells with a non-recombinant baculovirus, or by preparing mock-infected cells.”
	Please correct to: “To facilitate the definition of gates in flow cytometry, it is recommended to grow a control culture in parallel to the one expressing the protein of interest. This can be done by infecting a flask of Sf9 cells with a non-relevant recombinant baculovirus, or by preparing mock-infected cells.”

	3.
	2.2.1
	Step says: “Pipet 5 mL of infected Sf9 cells - representing ~4.107 cells - in a tube adapted to flow-cytometry analysis.”
	Please correct to: “Pipet 4 mL of infected Sf9 cells - representing ~3 ·107 cells - in a tube adapted to flow-cytometry analysis.”

	4.
	2.2.3
	Step says: “Analyze at least 10,000 events of the control (i.e. non-crystal containing) sample.”
	Please correct to: “Analyze at least 20,000 events of the control (i.e. non-crystal containing) sample.”

	5.
	2.2.4
	Step says: “Analyze at least 10,000 events of the crystal-containing sample.”
	Please correct to: “Analyze at least 20,000 events of the crystal-containing sample.”

	6.
	3.1.2
	Step says: “Prepare aliquots of ~100,000 crystals or sorted cells per heavy atom compound.”
	Please correct to: ”Prepare aliquots of ~50,000 crystals or sorted cells per heavy atom compound.”

	7.
	Acknowledgements
	Acknowledgements say: “Authors would like to acknowledge Mr. Chan-Sei Lay for providing pictures of purified microcrystals. Diffraction data collection part of the protocol was optimized at MX2 beamline of the Australian Synchrotron, with invaluable assistance of the beamline staff. This project was supported by a Future Fellowship of the Australian Research Council to FC (FT1210893) and DP130104885.”
	Please correct to:
“Authors would like to acknowledge Mr. Chan-Sei Lay for providing pictures of purified microcrystals and the staff of MX2 beamline at the Australian Synchrotron and the FlowCore facility at Monash University for their invaluable assistance. This project was supported by a Future Fellowship of the Australian Research Council to FC (FT1210893) and DP130104885.”
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