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Author Questionnaire:

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique?  NO

2. Does your protocol include software usage?  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.

3. Which steps from the protocol section below are the most important for viewers to see? 

Steps: 2.2, 2.4, 3.1.1, 3.5, 3.7 4.5 

4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
N/A

5. Will the filming need to take place in multiple locations? NO


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

Authors, these headshots will be used for the JoVE Dedicated Author Webpage. Here is one example if you wish to take a look.


1. REQUIRED Interview Statements: (Said by you on camera):

1.1. John Richey:  Minimal erythemal dose testing or “MED testing” has a long history in dermatological and clinical phototherapy settings, and is primarily used to determine the smallest amount of radiation required to produce “erythema” or visible reddening on the skin. In this particular study, we have adapted MED testing for a somewhat different purpose: which is to precisely measure variation in human inflammatory activation [1]. 

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

1.2. John Richey:  The main advantage of precision dosing and measurement pertains to the reproducibility of results derived from MED testing, which  opens up new possibilities for systematically examining factors related to inflammation [1].

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


Introduction of Demonstrator: (Said by you on camera)

1.3. John Richey: Demonstrating the procedure will be two Ph.D. students from my laboratory, Holly Sullivan-Toole and Corinne Carlton.

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.

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

1.4. Procedures involving human subjects have been approved by the Institutional Review Board (IRB) at Virginia Tech.
Section - Protocol
2. Cuff 1 Application
2.1. Begin by escorting the participant to the testing room [1]. Explain the MED testing procedure to the participant and confirm understanding [2].
2.1.1. WIDE: Talent walks into testing room with participant. Participant sits down in chair.
2.1.2. Talents speaks to participant. Participant nods head yes.
2.2. Place cuff 1 on the non-dominant forearm [1-TXT]. Remove only the protective wax paper backing from the lateral, not central, portions of the cuff [2-TXT].
2.2.1. Place cuff 1 on the non-dominant forearm 
TEXT: Avoid freckles, moles, scars, hair, cuts, bruises or lesions on the skin
Note to Videographer: Authors consider this an important step. 
2.2.2. Remove only the protective wax paper backing from the lateral cuff.
TEXT: Do not remove wax paper from central backing as the adhesive can irritate the skin when peeled off after baseline readings.
Note to Videographer: Authors consider this an important step.
2.3. After situating Cuff 1 at the intended exposure site, place landmarks using a permanent marker to ensure that Cuff 2 will be situated at precisely the same location [1].
2.3.1. CU: Use marker to place landmarks on skin. 

2.4. Then, mark the skin at four points outside of the creases of each of the side flaps of Cuff 1, the upper right, upper left, lower right and lower left points.  Ensure the marks are dark enough to last for 24 hours, so they may be used to place Cuff 3 in precisely the same location at the follow-up appointment [1].
	Comment by Microsoft Office User: These are the same step, and can be combined into one protocol step. 
2.4.1. Mark skin at four points outside of the creases of each of the side flaps of Cuff 1, the upper right, upper left, lower right and lower left points.  
Note to Videographer: Authors consider this an important step.
2.5. Next, use a calibrated spectrophotometer to record readings at each of the six open apertures in sequence [1].
2.5.1. Talent brings out the spectrophotometer.
2.6. Ensure that the spectrophotometer is placed the center of the cuff apertures while avoiding moles, scars, or other blemishes to the extent possible [1].
2.6.1. Talent places spectrophotometer on the center of the one cuff aperture.

2.7. Finally, permanently record all “SCI” (pronounced s-c-i) values [1]. To ensure consistent readings with the same calibration point, keep the spectrophotometer in the ON position for the duration of the MED procedure and do not turn off until the post-exposure readings have been completed [2-TXT].

2.7.1. Talent begins recordings.

2.7.2. Show spectrophotometer is in ON position. 
TEXT: “SCI” values = L, A, B.

3. Minimal Erythema Dose (MED) procedure: Pre-exposure
3.1. After removal of Cuff 1, situate Cuff 2 at the same location using the landmarks drawn on the skin for Cuff 1 [1].
3.1.1. Talent removes cuff 1, and then places cuff 2 in the same location. 
Note to Videographer: Authors consider this an important step.
3.2. Prior to activating the lamp, arrange the participant’s arm such that the UV rays from the lamp will be perpendicular to the angle of Cuff 2 on the participant’s arm [1].
3.2.1. Talent arranges the participant’s arm such that the UV rays from the lamp will be perpendicular to the angle of Cuff 2.
3.3. Next, place the radiometer’s sensor facing the UV lamp parallel to the surface of the skin and as close as possible to the location of Cuff 2 [1].
3.3.1. Talent places the radiometer’s sensor facing the UV lamp parallel to the surface of the skin.
3.4. Cover the participants’ arm with a UV proof cloth to prevent exposure [1], and briefly activate the lamp to adjust the distance to Cuff 2 until the radiometer’s sensor reads 270 W/cm2 [2-TXT].
3.4.1. Talent covers the participants’ arm with a UV proof cloth.
3.4.2. Talent activates the lamp. Show reading of 270 W/cm2.
3.4.2.1. TEXT: 270 W/cm2
3.5. Then, remove the first aperture covering before activating the UV source [1].
3.5.1. Talent removes the first aperture covering.
Note to Videographer: Authors consider this an important step.
3.6. Activate the UV source and the stopwatch simultaneously [1] and remove each aperture covering on Cuff 2 [2] according to the correct dosage schedule, which is based on Fitzpatrick skin type [3].
3.6.0  Note to editor. At this point, please display a still image illustrating table 1 (in our JoVE project page, excel document titled “ MED_schedule3.xlsx). Voice-over reads:  “Remove each window in the dose testing patch according to the schedule displayed here, which illustrates separate dosage schedules depending on the participant’s Fitzpatrick Skin Type.”  
3.6.1. Talent activates the UV source and the stopwatch simultaneously.
3.6.2. Talent removes one aperture covering. 
3.6.3. LAB MEDIA: Table 1.  Video editor: Show Table 1 on screen. Highlight ‘FST2-FST6’. 
3.7. Next, turn off the lamp at the precise time specified by the dosage schedule [1].  Do not deactivate the stopwatch, as an additional series of spectrophotometer readings should be gathered exactly 7 minutes subsequent to deactivation of the lamp, as described below [2].
3.7.1. Talent turns off the lamp.
Note to Videographer: Authors consider this an important step.
3.7.2. CU: Show stopwatch continue to increase in time. 
3.8. Lastly, after exactly 7 minutes have passed since the deactivation of the lamp [1], record the final spectrophotometer readings from each aperture in Cuff 2 [2].
3.8.1. CU: Show 7 minutes on the stopwatch.
3.8.2. MED-over shoulder: Talent writes down final spectrophotometer readings.
4. Follow-Up appointment: Cuff 3 application 
4.1. Begin by calibrating the spectrophotometer in preparation for the follow up appointment, 24 hours later [1].
4.1.1. Talent turns on spectrophotometer. Show what it looks like. 
4.2. Prepare Cuff 3 by removing all of the aperture coverings, and leaving the white wax paper backing on the central portion of the patch [1].
4.2.1. Talent removes all of the aperture coverings. Show white wax paper backing still intact. 
4.3. When placing Cuff 3 on the participant’s arm, remove the white wax paper backing from the two side flaps of the patch [1].
4.3.1. Talent places Cuff 3 on the participant’s arm and removes the white wax paper backing from the two side flaps of the patch.
4.4. Use the landmarks on the participant’s forearm to place Cuff 3 in the same location as the previous two patches [1].
4.4.1. Talent places Cuff 3 in the same location as the previous two patches.
4.5. Finally, take a reading at each of the six open apertures in sequence [1].
4.5.1. MED-over shoulder: Talent writes down spectrophotometer readings.
Note to Videographer: Authors consider this an important step.


Section – Results
5. Results: MED testing indicates variation in human inflammatory response 
5.1. These results show an accurate skin response to MED testing.
5.1.1. LAB MEDIA: Figure 4_erythema. Video editor: Show figure. Note: I have uploaded  this image to our jove project page – (J Richey)
5.2. Here are complete data for a single, representative subject, broken down by assessment period: Pre-exposure, 7 minutes post-exposure, and 24 hours follow up [1]. Each aperture, 2 through 6, receives 25% more energy than the one before it. [2].
5.2.1. LAB MEDIA: Figure 1. Video editor: Highlight solid baseline, 7 min line, and then 24 line as mentioned in the VO. 
5.2.2. LAB MEDIA: Figure 1. Video editor: Highlight x-axis text, A2-A6. Highlight 24h dotted line. 
5.3. Further, all 72 subjects are shown, indicating the variation that are likely to be encountered across different FST’s [1].
5.3.1. LAB MEDIA: Figure 2.  Video editor: Highlight each line of text in the legend, one at a time. 



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

6.1. John Richey: Perhaps the most important aspects of precision MED testing relate to the adherence to the proper dosage schedule for the identified Fitzpatrick Skin Type, and consistently maintaining the correct distance between the surface of the skin and the UV light source [1].

6.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
6.2. John Richey: Part of our motivation in developing these techniques is to facilitate future research examining how inflammatory responses could relate to any number of potentially interesting variables such as psychological, pharmacological or health factors [1].

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