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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: Methodology for Biomimetic Chemical Neuromodulation of Rat Retinas with the Neurotransmitter Glutamate In Vitro
Date: 10/31/2017
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.
	1:55
	The shot discussing the removal of the lens and humors has light glare that partially obstructs the action.
	Could we replace this short shot with one from another take or are the other takes not ideal either?

	2.
	3:57
	The shot presenting the noise-free MEA channels should be focused entirely on the MEA channels and does not need to show the MC-Rack interface
	Pan right and down to center the MEA channels (boxes with green and black lines) in the field of view

	3.
	4:22
	This shot does not actually show the turning on of the microscope camera or the imaging software. It’s just a different take on shot 3.2.1. 
	Filming this was in the script and I believe we filmed it so it should be in the video upload. If not, we can either leave it unchanged or use a screen capture of me opening the imaging software instead (see uploaded mp4 file labeled “Alternative 3-3-3 - Turn On Camera System”)

	4.
	4:43
	This shot does not actually show the critical part where the retina makes contact with the retina
	Using the original screen capture we uploaded, use the clip from 0:12 to 0:22 to show retinal contact. The critical part is the segment from 0:20 to 0:22 so please be sure to trim time off the beginning not the end if that segment is too long.

	5.
	10:24
	Would it help if we provided the raw illustrator files for this section to aid in the animations or are the current files acceptable? For instance, with the raw illustrator files, you could hide the red arrows pointing to the spike rate responses before mentioning them
	

	6.
	12:31
	This final clip seems like it might be better suited as part of the introduction
	Move this clip to be the last introduction clip at around 1:04 in the current file.
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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.
	8:35
	The narrator pronounces “impedance” a bit oddly so that it sounds more like “impotence”
	5.1
	It might more clear if you were to pronounce impedance more like “EM-PEE-DENCE”
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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.
	3.5
	Step says “While gently holding the eyecup with one pair of forceps, use another pair of forceps to gently separate the retina from the sclera. Slowly lift the entire retina from the sclera and eyecup. Cut the optic nerve, if it is still attached.”
	Please correct to “While gently holding the eyecup with one pair of forceps, carefully make two small incisions on opposite sides of the eyecup. Next, use two pairs of forceps to gently pull apart the eyecup at each of the incisions and separate the retina from the sclera.  Slowly lift the entire retina from the sclera and eyecup. Cut the optic nerve, if it is still attached”

	2.
	3.7
	Step says “Place the mesh and retina onto a perforated multielectrode array (pMEA) with the ganglion cells in contact with the pMEA surface.”
	Please correct to “Place the mesh and retina onto a perforated multielectrode array (pMEA) with the ganglion cells in contact with the pMEA surface. Then gently place a weighted slice grid on top of the mesh to hold the retina in place.”

	3.
	4.3
	Step says “Position the top perfusion outlet inside the pMEA chamber and turn on the top perfusion valve. Position the top suction inlet at the desired perfusate level (~5 mm deep) and ensure that it is working.”
	Please correct to “Position the top perfusion outlet inside the pMEA chamber and turn on the top perfusion valve to achieve a perfusion rate of approximately 3 mL per minute. Position the top suction inlet at the desired perfusate level (~5 mm deep) and ensure that it is working.”

	4.
	4.4
	Step says “Open the data acquisition software on the data acquisition computer and click the 'play' button to start receiving data. Ensure that all pMEA channels are noise-free and, if not, reposition the pMEA within the amplifier to obtain better contact between the amplifier pins and the pMEA contacts (see Figure 5).”
	Please correct to “Open the data acquisition software on the data acquisition computer and click the 'play' button to start receiving data. Ensure that all pMEA channels are noise-free and recording neural signals. If not, reposition the pMEA within the amplifier to obtain better contact between the amplifier pins and the pMEA contacts (see Figure 5).”

	5.
	4.5
	Step says “Ensure that the bottom perfusion line is clear of any air bubbles and, if it is bubble-free, turn on the bottom perfusion valve to achieve a perfusion rate of approximately 3 mL per minute.”
	Please correct to “Ensure that the bottom perfusion line is clear of any air bubbles and, if it is bubble-free, turn on the bottom perfusion valve to ensure the bottom of the retina is supplied with oxygen and nutrients.”

	6.
	4.8
	Step says “After ensuring the bottom suction holds the retina in place, gently remove the nylon mesh using forceps by peeling one corner carefully from the retina. It should separate easily leaving the retina firmly attached to the bottom of the pMEA with the subretinal surface exposed on top. Keep perfusion running for approximately 30 min to allow retina to stabilize from surgical trauma.”
	Please correct to “After ensuring the bottom suction holds the retina in place, take the weighted slice grid off the retina using forceps and gently remove the nylon mesh by peeling one corner carefully from the retina. It should separate easily leaving the retina firmly attached to the bottom of the pMEA with the subretinal surface exposed on top. Keep perfusion running for approximately 30 min to allow retina to stabilize from surgical trauma.”

	7.
	5.2.1
	This part does not actually need to be a subordinate to 5.2
	Please change 5.2.1 to the new 5.3

	8.
	5.5
	Step says “Fill a small petri dish with glutamate solution (1 mM glutamate in standard Ames medium) and place it underneath the micromanipulator. Lower micropipette tip (or the device) into the solution and fill by pressing the 'Fill' button on the pressure injection system (suction pressure of -13 inH2O) until there is approximately 10 mm of solution visible in the glass micropipette or the multiport device tubing.”
	Please correct to “Fill a small petri dish with glutamate solution (1 mM glutamate in standard Ames medium) and place it underneath the micromanipulator. Lower micropipette tip (or the device) into the solution and fill by pressing the 'Fill' button on the pressure injection system (suction pressure of -13 inH2O) until there is approximately 20 mm of solution visible in the glass micropipette or the multiport device tubing.”

	9.
	6.2
	Step says “For subsurface stimulation, lower the pipette a further 20 µm (for S334ter-3 retinas) or 70 µm (for wild-type retinas)”
	Please correct to “For subsurface stimulation, lower the pipette a further 40 µm (for S334ter-3 retinas) or 70 µm (for wild-type retinas).”
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