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Author Questionnaire:

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? N  
2. Does your protocol include software usage? N
3. Which steps from the protocol section below are the most important for viewers to see? Please list 4-6 individual steps using the step numbers listed in this document. This information is important to prepare your Videographer for your shoot. 
2.1.; 2.2.; 2.3.; 2.4.; 2.5.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1-2 individual steps using the step numbers listed in this document. (Please do not list entire sections.)
2.1.; 2.2.
5. Will the filming need to take place in multiple locations? Y
If yes, how far apart are the locations? 3F and 4F in the same building.


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. Yue-Wen Chen: Here, we present a protocol for using ethanol as a solvent to extract and characterize Taiwanese green propolis, which exhibits antibacterial activity [1].

1.1.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.


1.2. Yue-Wen Chen: This protocol is a reliable and repeatable method for determining the quality of Taiwanese green propolis [1].

1.2.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.




Introduction of Demonstrator: (Said by you on camera)


1.3. Yue-Wen Chen: Demonstrating the procedure will be Chun-Ting Chen and Yi-Hsuan Chien, PhD students from my laboratory [1] [2].

1.3.1. Interview style: Author saying the above 
1.3.2. The named technician, post doc, student looks up from workbench or desk or microscope and acknowledges the camera.






Section - Protocol
2. Preparation of Ethanol-extracted Compounds and Preparation of Ethanol Extracts for HPLC
2.1. To begin, weigh out 10 100 grams of Taiwanese green propolis [1-TXT]. Using a spice grinder, grind the propolis [2] – making sure that the pieces are ground into a fine powder without any large particles [3].
2.1.1. MED: Talent, at the lab bench, weighs out Taiwanese green propolis on a scale. TEXT: See text for details on collecting Taiwanese green propolis.
2.1.2. MED: Talent uses a spice grinder to grind the propolis.
2.1.3. CU: Close up shot of the ground propolis, showing that it is finely ground.
2.2. Set out 5 flasks, and add 100 milliliters of various concentrations of ethanol in water to each [1-TXT]. Mix 10 grams of ground propolis into the ethanol solution in each flask [2], and incubate at 25 degrees Celsius with shaking at 250 rpm for 48 hours [3].
2.2.1. MED: Talent, at the lab bench with 5 flasks in front of them, adds 100 mL of ethanol concentrations to the flask. Make sure the flasks are clearly labeled with the concentration being transferred into them. TEXT: See text for ethanol concentrations.
2.2.2. MED: Talent adds ground propolis to the flasks. Alternatively, the talent can add propolis to one flask and mix.
2.2.3. MED: Talent transfers the flasks to a shaker in an incubator.
2.3. After this, use filter paper with a 25 micrometer pore size to filter the ethanol extracts [1]. Using a volumetric flask, reconstitute the filtrates to their original volume of 100 milliliters with 95 percent ethanol [2].
2.3.1. MED: Talent filters the extracts through filter paper.
2.3.2. MED: Talent, using a volumetric flask, adds 95% ethanol to one of the flasks to reconstitute the filtrate.
2.4. Store the reconstituted extracts at -20 degrees Celsius until ready to use [1].
2.4.1. MED: Talent transfers the extracts to a freezer for storage.
2.5. When ready to prepare the extracts for HPLC, use vacuum evaporation to concentrate 10 milliliter of each extract at 40 degrees Celsius for 10 minutes [1]. Bake the dry matter at 45 degrees Celsius for 24 hours [2].
2.5.1. MED: Talent, at the vacuum evaporator, concentrates the extracts as described. Any action in the concentration process can be filmed for this shot as long as the evaporator is clearly shown.
2.5.2. MED: Talent transfers the dry matter to an oven to bake.
2.6. Then, reconstitute each sample of dry matter with 10 milliliters of 95 percent ethanol [1]. Using a syringe filter with a 0.22 micrometer pore size, re-filter each extract and collect the filtrate for direct analysis with HPLC [2].
2.6.1. MED: Talent adds 95% ethanol to one of the samples of dry matter to reconstitute it.
2.6.2. MED: Talent uses a syringe filter to filter an extract – collecting it in a separate container. Videographer: A separate CU shot can be filmed for the collection if that captures the action more clearly.

3. Analysis of the Propolin Content Using HPLC
3.1. To begin establishing a standard curve, prepare 1 liter of the mobile phase methanol-to-water solution at a ratio of 88.8 to 11.2 [1-TXT]. Using the mobile phase solution as a solvent, prepare serial dilutions of the propolin standard concentrations as outlined in the text protocol [2].
3.1.1. MED: Talent mixes water and methanol to prepare the mobile phase. TEXT: Methanol:water ratio of 88.8:11.2.
3.1.2. MED: Talent prepares the serial dilutions. Any action in the dilution process can be filmed for this shot.
3.2. Inject 20 microliters of each standard concentration into the reverse-phase column sequentially from the lowest concentration to the highest [1]. Then, set the HPLC column to 30 degrees Celsius and the flow rate to 1 milliliter per minute [2]. Set the wavelength of the UV detector to 280 nanometers and the recorder time to 20 minutes [3].
3.2.1. MED: Talent injects a standard concentration into the column. Videographer: Capture this action for multiple injections if needed to cover the length of the voiceover narration.
3.2.2. MED: Talent sets the mobile phase solvent ratio, HPLC column temperature, and flow rate and recorder time as described.
3.2.2 Screen of setting mobile phase.PNG
3.2.2. Screen of setting column temperature.PNG
3.2.2. Screen of setting flow and recorder time.PNG
3.2.3. MED: Talent sets the wavelength of the UV detector and the recorder time.
3.2.3. Screen of setting wavelength of UV.PNG
3.3. Analyze the standards at least three times [1]. After this, use calculation sheet software to plot the measurement response against the concentration – resulting in a standard curve with a determined equation and R-square value [2].
3.3.1. MED: Talent injects a standard into the column again. Alternatively, any action taken during the analysis process can be filmed for this shot as long as it clearly shows that the analysis is being repeated.
3.3.2. MED: Talent, at a workstation computer, uses calculation sheet software to plot the standard curve. Video Editor: The authors will provide a standard curve. It can be shown here alongside or instead of this shot.
3.3.2 Screen of standard curve.PNG
3.4. To begin analyzing the extracts, inject 20 microliters of each extract into the reverse-phase column [1]. Set the HPLC column to a temperature of 30 degrees Celsius and a flow rate of 1 milliliter per minute [2].
3.4.1. MED: Talent injects an extract into the column. Videographer: Capture this action for multiple injections if needed to cover the length of the voiceover narration.
3.4.2. MED: Talent sets the HPLC column temperature and flow rate as described.
3.4.2 Screen of setting column temperature.PNG
3.4.2. Screen of setting flow.PNG
3.5. Set the wavelength of the UV detector to 280 nanometers and the recorder time to 20 minutes [1]. Analyze the extracts at least three times [2]. Then, use the standard curve to determine the concentration of propolin in each ethanol extract [].
3.5.1. MED: Talent sets the wavelength of the UV detector and the recorder time.
3.5.1 Screen of setting wavelength of the UV.PNG
3.5.1 Screen of setting recorder time.PNG
3.5.2. [bookmark: _GoBack]MED: Talent injects an extract into the column again. Alternatively, any action taken during the analysis process can be filmed for this shot as long as it clearly shows that the analysis is being repeated.
3.5.3. MED: Talent, at the workstation computer, uses the standard curve to determine the concentration of propolin. Videographer: Make sure both the standard curve and the action of using it to determine the concentration are shown.

4. Minimum Inhibitory Concentration and Minimum Bactericidal Concentration Analysis
4.1. After preparing the test organisms and ethanol extracts, add 10 microliters of diluted ethanol extract – ranging from 0.156 to 640.0 micrograms per milliliter – into the wells of a 96-well plate [1-TXT].
4.1.1. MEDL Talent adds diluted ethanol extract to the wells of a 96-well plate. TEXT: See text for details on preparing organisms and extracts. Videographer: Make sure this shot is long enough to cover the lengthy voiceover narration.
4.2. Use broth to adjust the volume in each well to 100 microliters, making sure to maintin 5 percent DMSO in all the dilutions [1]. Next, inoculate 100 microliters of bacterial culture into each well of the 96-well plate [2-TXT].
4.2.1. MED: Talent adds broth to each well to adjust its volume. Videographer: Make sure this shot is long enough to cover the lengthy voiceover narration.
4.2.2. MED: Talent inoculates some bacterial culture into each well of the 96-well plate. TEXT: Cell density: 1 x 106 cells/mL.
4.3. Culture at 37 degrees Celsius for 48 hours [1]. Use a microplate reader at 590 nanometers to analyze the bacterial growth according to turbidity and to determine the minimum inhibitory concentration [2].
4.3.1. MED: Talent transfers the 96-well plate to an incubator.
4.3.2. MED: Talent approaches a microplate reader with the 96-well plate in hand, loads the plate, and begins to analyze the bacterial growth. Videographer: This can be split into two shots (one with the talent loading the plate, and a second with the talent analyzing the plate) if necessary.
4.4. After this, inoculate 10 microliters of liquid culture from each well that exhibited no growth onto an agar plate [1]. Incubate at 37 degrees Celsius for 24 hours [2].
4.4.1. MED: Talent inoculates an agar plate with liquid culture from a well of the 96-well plate.
4.4.2. MED: Talent places the agar plate into an incubator.
4.5. Identify the lowest concentration that revealed no visible bacterial growth to determine the bacterial activity [1]. The concentration that completely eliminated cell growth is considered to be the minimum bacterial concentration [2].
4.5.1. MED: Talent inspects the agar plate to identify the lowest concentration that revealed no visible bacterial growth.
4.5.2. CU: Close up on the plate as the talent points to the concentration the completely eliminated cell growth.




Section – Results

5. Results: Analysis of Extracted Taiwanese Green Propolis
5.1. In this study, Taiwanese green propolis is extracted with ethanol [1]. The dry matter yield is seen to be highest when a high concentration of ethanol is used [2], and lowest when water is used [3]. 
5.1.1. LAB MEDIA: Table 1.
5.1.2. LAB MEDIA: Table 1. Video Editor: Emphasize the top two concentrations of Solvent (99.5% EtOH and 95% EtOH) and their corresponding Yield (%) of dry matter (which are 66.75 ± 0.5 and 66.25 ± 0.5).
5.1.3. LAB MEDIA: Table 1. Video Editor: Emphasize the cell for the Solvent as water and it’s corresponding Yield (%) of dry matter (which is 7.00 ± 0.82)
5.2. These results indicate that an organic solvent performs best during this extraction, and that the yield is positively associated with the ethanol concentration [1]. Likewise, the concentration of propolins is seen to be positively associated with the ethanol concentration during extraction [2] – with the highest yield of propolins being obtained in the 95 percent and 99.5 percent ethanol extracts [3].
5.2.1. LAB MEDIA: Table 1.
5.2.2. LAB MEDIA: Table 1. Video Editor: Emphasize the columns for Solvent and Propolin. Hold this emphasis for 5.2.3
5.2.3. LAB MEDIA: Table 1. Video Editor: Holding the emphasis from 5.2.3 – adjust this emphasis to indicate that as the solvent concentration increases, the Propolin concentration increases as well. 
5.3. The antibacterial effects of the ethanol extracts against S. aureus and E. coli are then investigated [1]. The average minimum inhibitory concentration for S. aureus is seen to be between 10 and 20 micrograms per milliliter [2], and the average bacterial concentration is seen to be 20 micrograms per milliliter [3]. Water extracts, however, did not have any antibacterial effect against S. aureus [4].
5.3.1. LAB MEDIA: Table 2.
5.3.2. LAB MEDIA: Table 2. Video Editor: Under the Staphylococcus aureus header, emphasize the top 5 cells in the MIC column of data (this emphasizes all of the ethanol extracts but not the water extract).
5.3.3. LAB MEDIA: Table 2. Video Editor: Under the Staphylococcus aureus header, emphasize the top 5 cells in the MBC column of data (this emphasizes all of the ethanol extracts but not the water extract).
5.3.4. LAB MEDIA: Table 2. Video Editor: Under the Staphylococcus aureus header, emphasize the cells in the Water row.
5.4. No antibacterial effect is observed for E. coli when using either the water or ethanol extracts [1].
5.4.1. LAB MEDIA: Table 2. Video Editor: Emphasize the data in the cells under the Escherichia coli header.



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

6.1. Yue-Wen Chen: One of the key experimental procedures is ensuring the uniformity of Taiwanese green propolis during grinding [1] [2].
6.1.1. INTERVIEW: Named author says the statement above while looking slightly off-camera.
6.1.2. Show shots from 2.1 of the propolis being ground up.
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