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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy? N
2. Does your protocol include software usage? Y
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.
Authors: please submit all screen captured files to your project page.
3. Which steps from the protocol section below are the most important for viewers to see? 
2.1.1., 2.3.1., 4.1.2., 4.6.1., 5.2.2.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
2.3.1., 4.6.1.
5. Will the filming need to take place in multiple locations? N


Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

1. REQUIRED Interview Statements (Said by you on camera): All interview statements may be edited for length and clarity.

1.1. Anders Rehfeld: Our assays can be used to test compounds for their effects on human sperm cell function [1].

1.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

1.2. Anders Rehfeld: Specifically, these methods can be used to quickly and easily screen large numbers of compounds for their effects on calcium-signaling and acrosome reaction in human sperm cells [1].

1.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

OPTIONAL Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.

1.3. Dorte Louise Egeberg Palme: Visual demonstration of these methods will make it easier for others to set up similar experiments in their own labs [1].

1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera


Ethics title card: (for human subjects or animal work, does not count toward word length total)

1.4. Procedures involving human subjects follow the guidelines of the Research Ethics Committee of the Capital Region of Denmark. 


Section - Protocol
2. Motile Sperm Cell Purification
2.1. Begin by placing one 50-milliliter tube per 1-milliliter of raw semen sample into a tube rack at a 45-degree angle [1] and adding 4 milliliters of 37-degree Celsius human tubal fluid, or HTF (H-T-F),-positive medium to each tube [2-TXT].
2.1.1. WIDE: Talent adding tube(s) to rack
2.1.2. MED: Talent adding medium to tube(s) TEXT: See text for all medium/reagent preparation details
2.2. Next, carefully pipet 1 milliliter of 37-degree Celsius-warmed semen sample to the bottom of each tube [1] and place the tubes at 37 degrees Celsius for 1 hour [2].
2.2.1. CU: Semen being added to bottom of medium
2.2.2. MED: Talent placing tube(s) at 37 °C, with tube caps visible in frame
2.3. At the end of the incubation, use a modified pipette tip held at a 45-degree angle to gently transfer as much of the upper fraction of motile sperm cell-containing HTF-positive medium [1-TXT] as possible into a new 15-milliliter plastic tube [2].
2.3.1. CU: Shot of layers, then upper fraction being collected Caution: Do not collecting bottom, immotile/dead semen fraction
2.3.2. MED: Talent adding medium to tube
3. Sperm Cell Counting
3.1. To count the collected sperm cells, dilute a 20-microliter aliquot to a factor of 10, 20, 30, 50, or 90 in S100 buffer in a round-bottom, 2-milliliter tube according to the expected concentration [1-TXT] and vortex the diluted sperm cells for 10 seconds at 700 rotations per minute [2].
3.1.1. WIDE: Talent adding cells to tube, with stock S100 buffer container visible in frame
3.1.2. MED: Talent vortexing tube
3.2. Next, immerse an SP1 (S-P-one)-cassette into the sample [1] and fully depress the white plunger to aspirate an aliquot of the sample into the cassette [2-TXT].
3.2.1. CU: Cassette being immersed [Shots 3.2.1 and 3.2.2 combined]
3.2.2. CU: Plunger being depressed/sample being aspirated TEXT: Cells are stained w/ PI upon aspiration into casette
3.3. Then place the cassette in the image cytometer tray [1] and run the Count of PI (P-I) Stained Human Sperm Cells Assay according to the applied dilution factor [2-TXT].
3.3.1. MED: Talent placing cassette into tray
3.3.2. MED-over the shoulder: Talent select/running assay, with monitor visible in frame TEXT: Repeat for 2nd aliquot at same dilution to calculate mean sperm cell concentration/total sperm cell count
4. Calcium-Fluorimetry
4.1. To measure changes in the free intracellular calcium concentration, gently pipette the sperm sample up and down one time [1] and use an automatic repeater pipette to aliquot 50 microliters of Fluo-4-stained sperm cells to 24 wells of one row of a 384-microwell plate [2-TXT].
4.1.1. WIDE: Talent pipetting sample one time
4.1.2. MED: Talent aliquoting cell(s) to plate TEXT: See text for Fluo-4 staining details
4.2. Place the microwell plate in a fluorescence plate reader at 30 degrees Celsius [1] and select the appropriate protocol for Fluo-4 [2].
4.2.1. MED: Talent placing plate into reader
4.2.2. MED-over the shoulder: Talent at reader monitor, selecting Fluo-4 protocol, with monitor visible in frame (Author Comment: An optional screencapture of this step has been uploaded) (Editor: This shot can ben used in place of, or alongside, the filmed shot. Since the next few shots are all screen capture, the provided screen capture could be used here if it seems more informative)
4.3. Select a well in the row of sperm cells and adjust the gain to a target value of 20% [1].
4.3.1. SCREEN: To be provided by Authors: Well being selected, then gain being adjusted
4.4. Then start the measurement [1].
4.4.1. SCREEN: To be provided by Authors: Measurement being started
4.5. After 10 baseline cycles, pause the experiment [1] and eject the drawer with the microwell plate [2].
4.5.1. SCREEN: To be provided by Authors: Experiment being paused
4.5.2. MED: Talent opening drawer
4.6. Using a 12-channel pipette, quickly add 25 microliters of the prepared solutions of compounds and controls of interest to the 12 duplicate wells in the row [1] and immediately return the plate to the reader to continue the measurement as quickly as possible [2].
4.6.1.  CU: Compound being added to well(s), with compound container label visible in frame [Shots 4.6.1 and 4.6.2 combined]
4.6.2. CU: Plate being placed into drawer
4.7. Any changes in fluorescence in response to the addition of the compounds or controls will be captured by the instrument [1].
4.7.1. SCREEN: To be provided by Authors: Changes in fluorescence being captured
5. Acrosome Reaction Measurement
5.1. For acrosome reaction analysis, after incubating the capacitated sperm cells with the appropriate fluorescent dyes [1-TXT] and compounds or controls, mix the samples by pipetting [2] and add 50 microliters of each test sample to 100 microliters of immobilizing solution [3].
5.1.1. WIDE: Talent adding dye to cells, with dye containers visible in frame
5.1.1PU: [Added Shot]: Samples are moved from heating block to table (Editor: I’m not certain exactly where the authors want this shot added or which VO it’s associated with)
5.1.2. MED: Talent mixing tube
5.1.3. MED: Talent adding sample to tube, with immobilizing solution container visible in frame
5.2. Mix the samples again [1] and load the chambers of one A2 (A-two) slide per sample with approximately 30 microliters of sample per chamber [2].
5.2.1. CU: Sample being mixed
5.2.2. MED: Talent loading chamber(s)
5.3. Then place the first loaded slide onto the tray of the image cytometer [1], select the FlexiCyte protocol, and press Run [2-TXT].
5.3.1. MED: Talent loading slide onto cytometer
5.3.2. [bookmark: _GoBack]SCREEN: To be provided by Authors: FlexiCyte being selected, then Run being clicked TEXT: Repeat for each sample (Author Comment: We have also uploaded an extended screen capture, where the protocol settings were set, as described in the manuscript. Feel free to use this extended version, if it fits in.)

Section – Results
6. Results: Representative Calcium-Signaling and Acrosome Reaction Analyses  

6.1. Here representative results from an experiment testing the effect of four compounds [1], a positive progesterone control, [2] and a negative calcium-inhibitor control using the medium-throughput calcium-signaling assay as demonstrated can be observed [3].

6.1.1. LAB MEDIA: Figure 4a: JoVE Video Editor: please emphasize Compounds A-D in Figure key
6.1.2. LAB MEDIA: Figure 4a: JoVE Video Editor: please emphasize Progesterone in Figure key
6.1.3. LAB MEDIA: Figure 4a: JoVE Video Editor: please emphasize Negative Control in Figure key

6.2. In this graph, a dose response curve of progesterone derived from peak percent changes [1] in the intracellular free calcium concentration induced by serially-diluted concentrations of progesterone is shown [2].

6.2.1. LAB MEDIA: Figure 4b
6.2.2. LAB MEDIA: Figure 4b: JoVE Video Editor: please trace/emphasize data line

6.3. These data illustrate the effects of one negative [1] or one of two positive controls on the induction of an acrosome reaction [2] in capacitated human sperm cells in a medium-throughput acrosome reaction assay [3].

6.3.1. LAB MEDIA: Figure 3: JoVE Video Editor: please emphasize DMSO dot plot
6.3.2. LAB MEDIA: Figure 3: JoVE Video Editor: please emphasize Prog and Iono dot plots
6.3.3. LAB MEDIA: Figure 3: JoVE Video Editor: please emphasize bottom rows of images



Section - Conclusion
7. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
7.1. Anders Rehfeld: To avoid missing the peaks of the induced signals, it is critical to add the compounds quickly to the replicate wells and to immediately continue the measurement thereafter (Step: 4.6.1) [1].
7.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
7.2. Anders Rehfeld: By changing the type of fluorophores and dyes our assays can easily be modified to answer different scientific questions [1].
7.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
7.3. Anders Rehfeld: These assays have already been used in several studies to test large groups of compounds for their effects on human sperm function [1].
7.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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