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Author Questionnaire 
1. Microscopy: Does your protocol require the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or something similar?  Enter Yes or No.  
If Yes, can you record movies/images using your own microscope camera?
Enter Yes or No.  
If your protocol involves microscopy but you are not able to record movies/images with your microscope camera, JoVE will need to use our scope kit. 
If your microscope does not have a camera port, the scope kit will be attached to one of the eyepieces and you will have to perform the procedure using one eye.

Enter make and model of microscope.

2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  Enter Yes or No.
If Yes, we will need you to record using screen recording software to capture the steps. If you use a Mac, QuickTime X also has the ability to record the steps. Please upload all screen captured video files to your project page as soon as possible.

3. Filming location: Will the filming need to take place in multiple locations?   Enter Yes or No.
If Yes, how far apart are the locations? Click to enter distance between locations.

To ensure that your script can be filmed in one day, the Protocol section is restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length

Number of Steps:  17
Number of Shots:  41

Introduction

1. Introductory Interview Statements

Your answers to these questions will become author interview statements, which authors will memorize and then deliver on camera.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· Fill out both required statements, one optional statement may also be selected.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Limit the length of each statement to 30 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

REQUIRED: Why is your protocol significant? OR What key questions can this method help answer? 
1.1. Enter author name.: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

REQUIRED: What is the main advantage of this technique?
1.2. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

OPTIONAL: Do the implications of this technique extend toward the therapy (or diagnosis) of a particular disease, disability, or challenge? How so?
1.3. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

OPTIONAL: Are there any specific areas of research that this method could provide insight into? OR Can this method be applied to any other systems?
1.4. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

OPTIONAL: How would you expect an individual who has never performed this technique to struggle? Do you have any advice to offer to somebody who is trying this technique for the first time?
1.5. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.



Introduction of Demonstrator on Camera

Complete this statement ONLY if any of the individuals who will be demonstrating the procedure on camera will not be delivering an Introductory Interview Statement.

1.6. Enter name of author who will introduce demonstrator: Demonstrating the procedure will be Click here to enter name of demonstrator(s)., a Click here to enter demonstrator job title. from my laboratory. Include additional demonstrators as needed.  
1.6.1. INTERVIEW: Author saying the above. 
1.6.2. The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the camera.

Ethics Title Card
1.7. All procedures using animals were approved by the delegated authority and comply with the regulations in Spain and Europe. 

Protocol
Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The one-digit numbers represent sections of the video. The text will appear onscreen.
· The two-digit numbers (e.g. 2.1., 2.2.) represent steps of your protocol. The text will be recorded by a professional voiceover talent. 
· The three-digit numbers (e.g. 2.1.1., 2.2.2.) represent the shots that our videographer will capture at your lab. 
· To ensure that your protocol can be filmed in one day, the protocol is restricted to 25 steps and/or 55 shots. 

Please use this draft script to help you prepare for filming day.
· Filming should take no more than 10 minutes per step. If a step will take more than 10 minutes, prepare the product from that step in advance.

2. Plating the Cells and Electroporation
2.1. Begin by transferring an adequate volume of the cell suspension for electroporation to a 15-milliliter centrifuge tube [1-TXT], then centrifuge the cells at 250 times g for 5 minutes and use the cell pellet for the electroporation protocol [2].
2.1.1. WIDE: Establish a shot of talent transferring cell suspension in the centrifuge tube. TEXT: 106 cells
2.1.2. Talent putting the tubes in the centrifuge machine.

2.2. Resuspend the cell pellet with 5 milliliters of electroporation medium in a 15-milliliter tube [1]. Centrifuge the tube again at 250 times g for 5 minutes [2].
2.2.1. Talent adding electroporation medium to the cell pellet.
2.2.2. Talent centrifuging the tubes.

2.3. Resuspend with electroporation medium to obtain a concentration of 1 million cells per milliliter in each of the electroporation cuvettes [1]. Mix the cells with the desired amount of DNA in the cuvette [2].
2.3.1. Talent adding electroporation medium to the electroporation cuvettes.
2.3.2. Talent adding DNA to a tube.

2.4. Place the cuvette into the cuvette chamber [1]. Press the Start button to execute the preset program using the electroporation conditions described in the manuscript [2], then record the values of currents and joules displayed in the Measurements frame [3].
2.4.1. Talent placing the cuvette into the chamber.
2.4.2. Talent pressing Start.
2.4.3. Talent recording the currents and joules.

2.5. Take the cuvette out of the chamber [1] and add 500 microliters of the plating medium into the cuvette immediately after the electroporation [2]. Transfer the sample from the cuvette into a 1.5-milliliter centrifuge tube using a pipette [3].
2.5.1. Talent removing the cuvette out of the chamber.
2.5.2. Addition of plating medium.
2.5.3. Transfer of the sample from cuvette into the centrifuge tube.

2.6. Plate the desired number of electroporated cells in each well [1], then incubate for 2 to 4 hours in standard conditions [2-TXT].
2.6.1. Plating of the cells.
2.6.2. Talent incubating the plates. TEXT: 37 °C, 5% CO2, saturated humidity

3. Construction of the Hypoxic Chamber
3.1. Drill two holes in the wall of the plastic hermetic container with a screw lid or an equivalent sealing system [1] and introduce a plastic tube in each one [2]. Seal them with silicone so that the container is hermetically sealed [3].
3.1.1. Drilling of the holes in the hermetic container.
3.1.2. Talent introducing a plastic tube into the drilled holes.
3.1.3. Sealing of the holes with silicone.

3.2. To prepare the bubbling chamber, drill a hole into the cap of a flask, using any standard mechanical drill with a drill slightly smaller than the tube [1], and introduce a plastic tube through the hole into the flask [2]. Seal the hole with parafilm to maintain the hermetic seal [3].
3.2.1. Drilling of the hole into the cap of the flask.
3.2.2. Talent introducing plastic tube through the hole.
3.2.3. Sealing of the hole with parafilm.

3.3. Sterilize the container and the flask with 70% ethanol [1] and irradiate with ultraviolet light for one cycle before using them [2].
3.3.1. Sterilizing the container and flask.
3.3.2. Irradiation with ultraviolet light.

4. Oxygen-glucose Deprivation (OGD)
4.1. Prepare the OGD solution with phosphate solution that has been previously supplemented with antibiotics [1].
4.1.1. WIDE: Preparation of the OGD solution.

4.2. Add the OGD solution inside the bubbling chamber [1] and place it inside a prewarmed water bath [2]. Connect the flask with the nitrogen source [3].
4.2.1. Addition of the OGD solution in the bubbling chamber.
4.2.2. Placing the bubbling chamber in the water bath.
4.2.3. Talent connecting the flask with the nitrogen source.

4.3. Saturate the OGD solution with gently bubbling nitrogen and leave the solution in a mildly bubbling state for 20 to 30 minutes [1].
4.3.1. Bubbling nitrogen in the OGD solution.

4.4. Immediately transfer the flask to the cell culture hood [1] and add 5 milliliters of the OGD solution without oxygen to 35-millimeter plates or 10 milliliters to 100-millimeter culture plates [1].
4.4.1. Talent transferring the flask to the culture hood.
4.4.2. Addition of OGD solution in culture plates.

4.5. Move the CVs with the cultured cells to the plates with OGD [1]. Without covering the plates, move them into the hypoxia chamber [2] and close them firmly but carefully [3].
4.5.1. Moving the CVs to the plates with OGD.
4.5.2. Moving the plates into the hypoxia chamber.
4.5.3. Closing the plates.

4.6. Connect the nitrogen system to the hypoxia chamber [1] and check that the tubes are open [2]. Saturate the chamber with Nitrogen for a few minutes at a pressure of 2 to 3 bars [3].
4.6.1. Connecting the nitrogen system to hypoxia chamber.
4.6.2. Checking of the tubes.
4.6.3. Saturation of the chamber with nitrogen.

4.7. Reduce the nitrogen pressure to 1.3 to 1.5 bars [1] and close both tubes of the hypoxia chamber [2]. Leave the chamber in the incubator for the required time [3].
4.7.1. Reducing the nitrogen pressure.
4.7.2. Closing both the tubes of the chamber.
4.7.3. Leaving the chamber in the incubator for incubation.

4.8. Open the chamber [1] and move the CVs to their original multi-well plate for recovery [2]. Proceed with immunofluorescence and image analysis or with analysis in the cell analyzer [3].
4.8.1. Opening the chamber.
4.8.2. Talent moving the CVs to their original multi-well plates.
4.8.3. Immunofluorescence/Cell analyzer.








Protocol Script Questions
Authors: Please use the step and shot numbers from the script above (not step numbers from the manuscript) when answering the questions below. Do not include steps that will be screen-captured and do not list entire sections.

1) Which steps from the protocol are the most important for viewers to see? Please list 4 to 6 individual steps (steps are indicated with the 2-digit numbers, like 2.1, 2.2, etc.). 

[bookmark: Text1]Click here to list 4 to 6 individual steps, using the step numbers from the protocol section of the video script.

2) If a dissection or stereo microscope is required for your protocol, please list all shots that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).

[bookmark: Text3][bookmark: Text2]Click here to list microscope shots, using the shot numbers from the protocol section of the video script.     



Results
Please review this section to make sure that it accurately reflects your findings.
· Use Track Changes when making edits or revisions.
· If you would like the video to include different results, please revise this section.
· When revising, please keep the length of the voiceover below 200 words. Current word count: 141. (Voiceover is the text that follows the two-digit numbers)
· Please note that the video cannot include voiceover without an accompanying visual. 

5. Kinetics of Neuronal Cell Death After Hypoxia
5.1. Kinetics of neurons expressing GFP in control conditions show the somas and neurites at later time points [1].
5.1.1. LAB MEDIA: Figure 5A. Video Editor: Focus the Control images on the top row.

5.2. Neurons subjected to OGD begin showing signs of neurite degeneration at early time points, followed by loss of fluorescence in the soma due to rupturing of the plasma membrane and diffusion of GFP out of the neurons [1]. 
5.2.1. LAB MEDIA: Figure 5A. Video Editor: Focus the 60’ Hypoxia images in the second row.

5.3. White arrowheads point to neurons that are alive at the beginning of the time course and dying because of the hypoxic insult during the time-lapse [2].
5.3.1. LAB MEDIA: Figure 5A. Video Editor: Highlight the white arrows.

5.4. Percentage of live neurons at each time point of the time course for control cells and for neurons subjected to hypoxia were calculated automatically in the software [1] as well as quantified manually [2]. 
5.4.1. LAB MEDIA: Figure 5B.
5.4.2. LAB MEDIA: Figure 5C.

5.5. The automated quantification results show the high reproducibility between the fields in the same CV or well and between the CVs of the same condition [1].
5.5.1. LAB MEDIA: Supplemental Table S1 and Supplemental Table S2.


Conclusion
6. [bookmark: _Hlk27388131]Conclusion Interview Statements

Below are prompts for interview statements that can be used to further emphasize the significance of your protocol. 
· Answer one or two of the prompts below.
· Limit the statements to 30 words.
· Answer the questions in full sentences; you will need to memorize and deliver the interview statements during filming. 
· Indicate the full name of the author who will deliver each statement. 
What is the most important thing to remember when attempting this procedure? Please indicate the steps (e.g., 2.4., 2.5.) in the Protocol section of the script that this advice applies to.
6.1. Enter author name: (Enter step numbers referred to.) Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
6.2. Enter author name: Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
After its development, did this technique pave the way for researchers to explore new questions within a specific scientific field? If so, how?
6.3. Enter author name: Click here to answer. Please use language that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.


Thank you for addressing our questions. We will incorporate your answers and suggestions, and send you the final script before your filming day. You will also receive detailed preparation instructions in the email accompanying the final script.
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