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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: HIGH-RESOLUTION COMPLEXOME PROFILING BY CRYOSLINCING BN-MS ANALYSIS
Date: September 23rd, 2019
Authors and Affiliations

Please fill in any missing author information not included in the video.
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Note: These affiliations are also incomplete in the PDF proof of the manuscipt
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
	Displayed affiliations are incomplete
	Display the correct (main) affiliations

	2.
	2:23-3:05
	Solubilisation, sample preparation and loading is shown too early
	move this sequence to after preparation of the running buffers is shown (i.e. switch sequence 2:23-3:05 with sequence 3:05-3:20; then continue with the start of the electrophoresis 3:21)

	3.
	3:47-3:51
	Inspection of the quality of the gel separation is not complete and should be shown before disassembly of the plates
	Add scene / still image / zoom where BN-PAGE gel is examined on the light table to this sequence. 

Switch sequence 3:41-3:47 (inspection of quality) with sequence 3:47-3:51 (disassembly of the gel). 

	4.
	3:53-3:55
	Scene shows the removal of a narrow lane section (placed into Falcon tubes) for subsequent 2D-SDS-PAGE / Western analysis. Narration does not match the shown step.
	Replace by sequence showing how a large gel piece is put into the box labelled fixative (which will later actually be used for embedding and slicing).



	5.
	5:07
	The repeated addition of liquid nitrogen for cooling is not shown.
	Insert short scene where liquid nitrogen is added into the cylinder. 

	6.
	5:35-5:38
	Adjusting temperature of the cryotome
	Cut earlier, avoid showing the hand gesture (cut at 5:37)

	7.
	5:56
	Figures are shown. Bottom panel is color-inversed.
	Do not inverse colors of the bottom panel. The block should be seen in its real (white) color.

	8.
	6:45-6:55
	First panel of Figure 3 is highlighted and described
	Upon mentioning of “Westernblot” the Western blot from Figure 1 B should be shown on the left side until description of Figure 3 is finished.

	9.
	7:03
	Figure of 6 panels is shown. Individual panels are too small. The bottom two panels are not described in narration. 
	Increase size of / zoom into the top 4 panels following the narration.

	10.
	7:14
	Description of the upper left panel. Image size is too small.
	Strongly zoom into the described image (top panel, left) while describing it so the reader can follow.


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.
	3:40
	“After the gel is run, scan the gels for documentation purposes for (?) keeping it between the glass plates.”
	2.1
	“After the gel is run, scan the gels for documentation purposes WHILE keeping it between the glass plates.”



	2.
	4:48
	“Fill the cavity with embedding medium and freeze the cylinder at -20 °C for several hours.”
	3.6
	“Fill the cavity with embedding medium, briefly dip cylinder into liquid nitrogen and then let it freeze thoroughly at -20 °C for several hours.”

	3.
	4:55
	“After disassembly, remove the plastic film and transfer the block with the embedded gel section to a cooled metal cylinder – which is larger in diameter and sealed on the outside with embedding medium – that is placed on a flat support. Fill the cylinder with embedding medium and freeze thoroughly.”
	3.7
	“After disassembly, remove the plastic film and transfer the block with the embedded gel section to a cooled metal cylinder. The cylinder is larger in diameter and sealed on the outside with embedding medium. It is placed on a flat support. Fill the cylinder with embedding medium and freeze thoroughly it as mentioned before.”



	4.
	5:25
	“Insert the metal holder into the cryoslicing machine that is carefully aligned with respect to the slicing plane.”
	3.8
	“Insert the metal holder into the cryoslicing machine. The holder has to be carefully aligned with respect to the slicing plane.”



	5.
	5:33
	“Allow the block to equilibrate to the optimum temperature for the slicing process. After this, harvest the gel slices one after another, with a final desired thickness of 0.25 millimeter step size, and transfer them individually to reaction tubes with low protein binding properties.
	3.9
	Add at the end: 

“…properties. Then the slices are subjected to tryptic digest and mass-spectrometric analysis.” 



	6.
	6:18
	“Deviations of peptide signals in mass and retention time indicate a very low rate for false-positive PV assignment.”
	4.2
	“Deviations of peptide signals in mass and retention time indicate a very low rate for false-positive peak volume assignment.”

	7.
	6:21
	“Run-to-run variations are easily eliminated by rescaling of the PV datasets.”
	4.3
	“Run-to-run variations are easily eliminated by rescaling of the peak volume datasets.”


	8.
	6:30
	“The resulting peptide intensity information is then used to reconstruct 2,545 protein relative abundant profiles.”
	4.3
	“The resulting peptide intensity information is then used to reconstruct 2,545 protein profiles of relative abundance.”

	9.
	6:37
	“The relevance of gel sampling step size for the resolution of protein complexes was assessed by joining of datasets.”
	4.4
	“The relevance of gel sampling step size for the resolution of protein complexes was assessed by joining datasets of adjacent slices.”

	10.
	7:14
	“For ferritin, the subunit profiles suggest the existence of at least three complex isoforms with distinct heavy/light chain stoichiometries.”
	4.8
	For ferritin, the subunit profiles adjusted for their relative abundance suggest the existence of at least three complex isoforms with distinct heavy/light chain stoichiometries.”


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)

	1.
	Author affiliations
	Affiliations were inadequately cut
	Use full affiliations as provided in Table 1 (on page 1) of this document 

	Preparative BN-PAGE

	2.
	1.2.1
	Produce a 13 mL solution ...
	Change to: 

Prepare a 13 mL solution...

	3.
	1.2.2
	Produce a 10 mL solution ...
	Change to: 

Prepare a 10 mL solution...

	4.
	1.3
	Start the stirrer and add 30 μL of APS (ammonium peroxo disulfate, 10% stock solution) and 2.5 μL of TEMED (N,N,N',N'-tetramethyl

ethylenediamine) to the solution in the front chamber, and 90 μL of APS and 5 μL of TEMED to the solution in the reservoir chamber.

Then, open the front valve, start the pump (flow should be adjusted to complete casting in 10 min), and open the chamber connection.
	Change to: 

Start the stirrer and add 30 microliters of APS (ammonium peroxodisulfate, 10% stock solution) and 2.5 μL of TEMED (N,N,N',N'-tetramethyl ethylenediamine) and 2.5 microliters of TEMED to the solution in the front chamber. Start the pump and open the front valve (flow should be adjusted to complete casting in 10 min). After 1 min add 90 μL of APS and 5 μL of TEMED to the solution in the reservoir chamber and open the chamber connection.

	5.
	2.2
	120,000 x g/10 min
	Change to: 

130,000 x g/11 min

	Gel sampling and digestion

	6.
	1.2
	First sentence only.
	Disassemble the plates and excise the lane section(s) of interest. 

	7.
	1.3
	new step 1.3
	New text 1.3 

Take a sample strip of the lane for analysis by 2D BN/SDS-PAGE and protein staining or western blotting (as shown in Figure 1B) to determine regions of interest, effective complex size resolution, and protein abundance.

	8.
	1.4
	Now becomes 1.5
	re-number previous 1.4 to 1.5; text remains unchanged 



	9.
	1.4
	new step 1.4
	New text 1.4 

Fix selected gel lanes twice for at least 30 min with 30% (v/v) ethanol and 15% (v/v) acetic acid.

	10.
	2.4
	Fill the cavity with embedding medium and freeze the cylinder at -20 °C for several hours.
	Change to: 

Fill the cavity with embedding medium, briefly dip it into liquid nitrogen, and freeze the cylinder at -20 °C for several hours

	11.
	2.6
	Repeat this procedure with the other side of the cylinder to obtain a solid block with a coplanar bottom surface.
	Change to: 

Repeat this procedure with the other side of the cylinder to obtain a solid block with coplanar surfaces.

	12.
	2.7
	...into the cryoslicing machine (cryotome) that is carefully aligned with respect to the slicing plane. Allow it to equilibrate at the optimum temperature for the slicing process (here, 13 °C).
	Change to: 

... into the cryoslicing machine (cryotome). The surface of the block has to be carefully aligned with respect to the slicing plane. Allow it to equilibrate at the optimum

temperature for the slicing process (here, -15 °C).

	13.
	3.2
	... followed by bath sonication (5

min).
	Change to: 

... followed by bath sonication (5

min) and brief centrifugation.

	Mass Spectrometry

	14.
	1.3
	... manually packed approximately 10 cm with C18 material...
	Change to: 

... manually packed approximately 20 cm with C18 material...

	15.
	3.5
	Normalize PVs of each peptide to their maximum values over all slice datasets yielding relative peptide profiles.
	Change to: 

Normalize PVs of each peptide to their maximum values over all slice datasets yielding relative peptide abundance profiles.

	Representative Results

	16.
	page 4, last paragraph
	...remained after calibration were identical for MS sequenced...
	Change to: 

...remained after calibration were identical for MS-sequenced...

	17.
	page 5, fourth paragraph
	(better visible after rescaling, inset...
	Change to: 

(better visible after rescaling of abundances, inset...

	18.
	page 5, sixth paragraph
	(i) integration of uniform, low-abundance target proteins into complexes,...
	Change to: 

(i) integration of uniform, low-abundant target proteins into complexes,...

	19.
	page 6, legend Figure 1
	From right to left: Na+/K+-transporting ATPase,...
	Change to: 

From right to left: Na+/K+-transporting ATPase,...

	20.
	page 8, legend Figure 5
	...more clearly visible after rescaling (inset).
	Change to: 

...more clearly visible after rescaling of abundances (inset).

	Discussion

	21.
	page 8, third paragraph
	...single experiment with minimal bias
	Change to: 

single experiment with minimum bias...

	22.
	page 9, second paragraph
	...represents a compromise between efficiency and preservation...
	Change to: 

...represents a compromise between solubilization efficiency and preservation...

	References

	23.
	Reference 12 (page 9)
	Science Reports
	Change to
Scientific Reports
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