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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: Sample Preparation for Mass-spectrometry-based Proteomics Analysis of Ocular Microvessels
Date: 28.01.2019
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.
	2:33-2:42
	Onscreen is shown the pooling of samples into one 1.5ml microcentrifuge tube. 
	Please remove the shot between 2:38-2:42.

	2.
	7:49-7:52
	Onscreen is shown that the talent wraps the tube in aluminium foil. 
	Please remove the shot between 7:49-7:52.
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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.
	2:33-2:42
	Original Script Text:
Pool arteries from two eyes to obtain one biological replicate and transfer them into 1.5 milliliter microcentrifuge tubes [1].
	3.2
	Rewritten Script Text:
Pool arteries from two eyes to obtain one biological replicate [1].
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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.
	Abstract_first sentence
	Step says ‘The use of isolated ocular blood vessels in vitro to decipher the pathophysiological state of the eye using advanced technological approaches has greatly expanded our understanding of certain diseases’.
	Please italicize ‘in vitro’.

	2.
	1.1
	Step says ‘To prepare Krebs-Henseleit (K-H) buffer, weigh the following chemicals (27.68 g of NaCl, 8.4 g of NaHCO3,1.4 g of KCl, 1.18 g of MgSO4, and 0.64 g of KH2PO4) into one dry and clean 50 mL conical centrifuge tube and, 1.47 g of CaCl2 and 8.0 g of glucose into another tube’.
	Please use subscript and correct to ‘MgSO4’ and ‘CaCl2’.


	3.
	2.2
	Step says ‘Cut the globe along the equatorial plane with a scalpel until the eye is separated into the anterior and posterior halves’.
	Please correct to ‘Make an incision with a scalpel and cut the globe along the equatorial plane with a pair of sharp Mayo scissors until the eye is separated into the anterior and posterior halves’.

	4.
	7.2
	Step says ‘Prepare 1x Running Buffer by adding 50 mL of Running Buffer to 950 mL deionized water’.
	Please correct to ‘Prepare 1x Running Buffer by adding 50 mL of MES SDS Running Buffer to 950 mL deionized water.’

	5.
	7.3
	Step says ‘Prepare precast 4-12% Bis-Tri gels’.
	Please correct to ‘Prepare precast 4-12% Bis-Tris protein gels’.

	6.
	7.11.3
	Step says ‘CAUTION: Carry out preparation steps 8.4.1 and 8.5.1 under a fume hood’.
	Please correct to ‘Carry out preparation steps 7.10.1 and 7.11.1 under a fume hood’.

	7.
	8 (NOTE)
	Step says ‘NOTE: This protocol is according to the method by Shevchenko et al.17, with slight modifications’.
	Please italicize ‘et al’

	8.
	8.2 and 8.3 
	The destaining steps 8.2 and 8.3 can be combined under one subheading. 
	Please combine steps 8.2 and 8.3 as follows: 
2. Destaining

    1. Add 500 μL of destaining solution containing 100 mM ABC solution/ACN (1:1, v/v) and incubate samples at RT for 30 min with occasional shaking or vortexing.

    2. Carefully pipette out the destaining solution. Check visually for any tubes with residual stain. Repeat step 8.2.1 if gel pieces are still stained blue.

	9.
	8.6.2
	Step says ‘Add 100 μL of extraction buffer (refer to step 1.9) to each tube and incubate for 30 min at 37 °C with shaking’.
	Please correct to ‘Add 100 μL of extraction buffer (refer to step 1.7) to each tube and incubate for 30 min at 37 °C with shaking’.

	10.
	9.13
	Step says ‘NOTE: The purified samples are now ready for LC-MS/MS analyses in the LC-ESI-LTQ-Orbitrap MS system. Store the dried samples in in -20 °C until further use’.
	Please delete the repeated word and correct to ‘NOTE: The purified samples are now ready for LC-MS/MS analyses in the LC-ESI-LTQ-Orbitrap MS system. Store the dried samples in -20 °C until further use’.

	11.
	10.5
	Step says ‘Use the following mass spectrometric conditions of the instrument: positive ion electrospray ionization mode, spray voltage (2.15 kV), capillary temperature (220 °C), data-dependent acquisition mode, automatic acquisition switching between Orbitrap-MS and LTQ MS/ MS, orbitrap resolution (30,000), m/z range (300 to 1,600), target automatic gain control (AGC, 1.0 x 106 ions), internal recalibration (polydimethlycyclosiloxane [PCM] at m/z 445.120025 ions in real time ), lock mass option enabled in MS mode, tandem data obtained by selecting the top five most intense precursor ions, further fragmentation by collision-induced dissociation (CID), normalized collision energy

(NCE, 35% with activation time of 30 ms with repeat count of 3), and dynamic exclusion duration (600 s).
	Please correct the spacing of the highlighted text to ‘…time), …

	12.
	Table 1 and 4
	The font size in the tables is very small and unclear.
	Updated tables are uploaded. Please re-size the tables accordingly to increase visibility in the manuscript.
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