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A. Microscopy: Does your protocol involve video microscopy? N
B. 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.

C. Which steps of from the protocol section below will viewers benefit most from having filmed? 
2.4.2., 2.6.2., 2.8.2., 2.10.3. 
D. What is the single most difficult aspect of this procedure and what do you do to ensure success? 2.6.2.
E. Will the filming need to take place in multiple locations? N
1. Introduction (Experimental Goal and Author Interviews) – As the beginning of your video, the introduction should clearly present the goal of your method to the viewer and its significance. Other information can be provided according to the various statements below, but the total introduction should not exceed 150 words. 
A.  Required Interview Statements: (Said by you on camera. Don’t forget to smile!)  

1.1. Juin-Hong Cherng: This method can help answer key questions in the burn injury field about warfare wound handling or how to treat burn wounds after a fire accident.
1.2. Yao-Horng Wang: The main advantage of this swine burn injury model is the degree of similarity between the anatomical and physiological structures of pig and human skin tissue.   

B.  Optional Interview Statements: (Said by you on camera. Don’t forget to smile!)  

1.3. Gang-Yi Fan: Though this method can provide insight into the effects of calcium alginate polysaccharide dressings on burn wound healing, it can also be applied to studies of burn management.  
C. Introduction of Demonstrator: (Said by you on camera. Don’t forget to smile!)
D. Ethics title card: (for human subjects or animal work, does not count toward word length total)
1.4. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) at the National Defense Medical Center, Taipei, Taiwan.
Protocol: (read by voice talent at JoVE)
2. Burn Wound Creation and Dressing Application
2.1. Before delivering the burn, shave and moisturize an approximately 25-cm-wide area of skin [1-WIDE-TXT] from the vertebral column all the way to the axilla on both sides of the spine of an anesthetized, adult pig [2-CU].

2.1.1. Talent shaving skin (Videographer: More Talent than pig in shot) (TEXT: Anesthesia: ketamine 5 mg/kg + cazaporonum, 20 mg/kg + atropine 5 mg/kg i.m.)
2.1.2. Skin being moisturized

2.2. Then scrub the exposed skin with povidone-iodine for approximately 5 minutes [1-MED-over the shoulder]. 

2.2.1. Talent scrubbing skin (Videographer: More Talent than pig in shot)

2.3. Use wet sterile gauze to remove the povidone-iodine soap [1-CU] and sterilize the cleaned skin with povidone-iodine lotion [2-CU].
2.3.1. Scrub being removed

2.3.2. Lotion being applied

2.4. Then cover the animal with sterile surgical drapes [1-MED] and use a surgical marking pen to demarcate the center of six burn wound locations on the dorsum of the animal [2-CU], taking care that the distance between each area [3-ECU] is at least greater than the radius of the area [4-ECU].

2.4.1. Talent placing drape (Author Comment: Please move the shot original 2.4.1 below as new 2.4.2) (Editor: I have not switched 2.4.1 and 2.4.2 because the authors did not change the VO – and the VO as written requires the marking to be shown where it is)
2.4.2. At least one area being marked, with at least a few other marked areas visible in frame

2.4.3. Shot of two adjacent areas (Video Editor: please indicate distance between areas)

2.4.4. Use 2.4.3. (Video Editor: please indicate radius of one area)

2.5. When all of the areas have been marked, fill a modified soldering iron equipped with an approximately 9-cm2 flat area with 50 mL of glycerin [1-MED] and insert an electronic thermometer into the iron to monitor the temperature [2-MED].
2.5.1. Talent filling iron with glycerin

2.5.2. Talent inserting thermometer into iron 
2.6. After heating the iron to 137-139 °C on a hot plate [1-MED], gently press the iron onto each marked area for 30 seconds per area to create six uniform burn wounds [2-CU].

2.6.1. Talent placing iron onto hot plate

2.6.2. At least one burn being applied

2.7. Yao-Horng Wang: “When the heated iron touches the skin, the heat will immediately dissipate across the surface of the burn area, so be sure to preheat the iron and glycerin for at least 10 minutes before applying the burns.” [1-MED-interview style]
2.7.1. Yao-Horng Wang, speaking the above interview style (looking just off-camera)
2.8. Then wash the wounds with 0.9% saline solution [1-CU] and measure and record the wound dimensions by photomicrography [2-MED].
2.8.1. Wound being washed

2.8.2. Talent measuring/imaging one wound

2.9. When all of the wounds have been measured, apply the dressings directly onto each wound [1-CU] followed by the application of a waterproof film over the inner dressing layer to serve as a barrier against bacterial penetration [2-CU].
2.9.1. Dressing being applied to wound 
2.9.2. Film being applied
2.10. Then tape a 0.5-cm-thick piece of gauze over each wound to serve as the mid-layer of the dressing [1-CU] and secure the gauze with an outer layer of adhesive plaster [2-MED-over the shoulder], extending the plaster to the torso to avoid displacement of the dressing [3-MED].
2.10.1.  Gauze being taped

2.10.2.  Talent securing gauze

2.10.3.  Talent extending plaster to torso (Videographer: More Talent than pig in shot)

3. Post-Burn Care and Bacterial Growth Analysis
3.1. Change the clinical dressings every 2 days for the first 10 days, then twice a week until day 42 [1-WIDE-TXT], cleaning and measuring the wounds according to the Vancouver Scar Scale before each dressing reapplication [2-CU-TXT].
3.1.1. Talent changing dressing (Videographer: More Talent than pig in shot) (TEXT: Analgesia: buprenorphine 0.1 mg/kg i.m.) 
3.1.2. Wound being cleaned (TEXT: Calculate re-epithelialization/contraction as % original wound size) 
3.2. Swab the wound for antibacterial testing on post-burn days 0, 7, 21, and 42 [1-CU] and place the swabs into 100 mL of 0.9% sterile saline solution [2-MED].

3.2.1. Wound being swabbed
3.2.2. Talent placing swab into saline and then swabs being homogenate.
3.3. Gently vortex the swabs to obtain a homogenous suspension [1-CU] and serially dilute the resulting cell solution [2-MED-over the shoulder].

3.3.1. Swabs being vortexed

3.3.2. Talent adding homogenate to tube, with other tube dilutions visible in frame

3.4. Then plate 100 microliters of each dilution in selective or nonselective medium [1-CU] and incubate the wound cultures under aerobic conditions at 37 °C for 24-72 hours [2-MED].
3.4.1. Solution being plated Talent plates 100 microliters of each dilution in selective or nonselective medium (Editor: I have the feeling that the authors changes for 3.4.1 and 3.4.2 are not completely accurate. Both shots likely aren’t showing the plating action. Without seeing the footage, I would guess that the shots are close to how the scriptwriter originally wrote them)
3.4.2. Solution being plated and placing cultures at 37 °C.
3.5. At the end of the incubation, plate 10-microliter aliquots from each dilution culture in triplicate onto blood agar plates supplemented with 5% sheep blood [1-MED-over the shoulder] for overnight culture at 37 °C [2-CU].
3.5.1. Talent spreading dilution to plate with dilution culture and at least two other blood agar plates visible in frame

3.5.2. Plate being placed upside down at 37 °C

3.6. The next morning, use a marker and a small ruler to divide the bottom of each dish into four equal quadrants [1-MED-over the shoulder] and determine the number of colony forming units in each quadrant under a dissecting microscope [2-CU-TXT].

3.6.1. Talent drawing line(s)

3.6.2. Plate being placed under dissecting microscope (TEXT: CFU = avg # colonies x dilution factor) 
4. Results: Representative Swine Burn Model Analyses
4.1. In this representative experiment, burn wounds re-epithelialization was evaluated by gross inspection on post-burn day 42 [1-LM]. A significant reduction in wound area was observed compared to day 0 [2-LM].
4.1.1. 4.1.1 (Figure 2A).tif: no animation

4.1.2. 4.1.1 (Figure 2A).tif: Video Editor: please trace dark data line
4.2. The healing rate was defined as the greatest average wound margin distance from the wound center divided by the time to complete wound closure [1-LM], demonstrating an over 73% wound closure on post-burn day 42 [2-LM].

4.2.1. 4.2.1 (Figure 2B).tif: no animation
4.2.2. 4.2.1 (Figure 2B).tif: Video Editor: please trace dark data line
4.3. The Vancouver Scar Scores peaked on post-burn day 21 [1-LM] and decreased to below the initial wound size by post-burn day 42 [2-LM].

4.3.1. 4.3.1 (Figure 3).tif: Video Editor: please emphasize bracket and significance text 
4.3.2. 4.3.1 (Figure 3).tif: Video Editor: please indicate 42 days data bar 
4.4. Histologic examination of skin samples harvested on day 42 confirmed that full-thickness burns were achieved [1-LM] and that the wounds appeared to be fully healed [2-LM].

4.4.1. 4.4.1 (Figure 4).tif: Video Editor: please add black arrowheads as in original Figure 4A and 4B
4.4.2. 4.4.1 (Figure 4).tif: no animation
4.5. Necrosis resulting from burns could be observed in the epidermis [1-LM], dermis, and dermal components of the wound [2-LM] without significantly affecting the underlying muscle [3-LM].
4.5.1. 4.4.1 (Figure 4).tif: Video Editor: please emphasize top dark pink line in both images.
4.5.2. 4.4.1 (Figure 4).tif: Video Editor: please emphasize thick lighter pink layer in both images.
4.5.3. 4.4.1 (Figure 4).tif: Video Editor: please emphasize light yellow/white layer in bottom of both images.
4.6. The thickness beneath the experimental dressing was 5.4 mm [1-LM] and dermal sloughing and lymphocytic infiltration were observed [2-LM].

4.6.1. 4.4.1 (Figure 4).tif: Video Editor: please add/emphasize bracket and 5.4 mm text as in original Figure 4A

4.6.2. 4.4.1 (Figure 4).tif: Video Editor: please add red arrows as in original Figure 4B

4.7. Bacterial culture of wound swabs collected on post-burn days 0, 7, 21, and 42 demonstrated [1-LM] a slight increase in colony forming units from days 0-21 [2-LM] that were significantly increased on day 42, confirming that this swine model of severe burn injury can be used for monitoring the clinical performance of experimental dressings [3-LM].

4.7.1. Figure 5.TIF: no animation

4.7.2. Figure 5.TIF: Video Editor: please emphasize day 0-21 data bars 
4.7.3. Figure 5.TIF: Video Editor: please emphasize day 42 data bar 
5. Conclusion (said by authors on camera):
5.1. Yao-Horng Wang: While attempting this procedure, it’s important remember to know how to handle the animal and to properly monitor the animal’s vital signs during the experimental period.
5.2. Gang-Yi Fan: Following this procedure, other methods, like bacterial growth experiments, can be performed to answer additional questions about how natural polysaccharide materials work in cases of severe burn injury.

5.3. Juin-Hong Cherng: After its development, this technique paved the way for researchers in the field of burn wound healing to explore the effects of natural calcium alginate polysaccharide dressings in human skin healing.

5.4. Juin-Hong Cherng: Don't forget that working with heated iron and glycerin can be extremely hazardous and that precautions, such as flushing the equipment, should always be taken while performing this procedure.   

Provided Media

Authors, please list all images, movie files, or 3-D rendered animations that are to be included in the video per editor’s request. The step in the script/video where the files will be inserted should be indicated before the file name (please do not name files with step number, as step numbers may change with revisions). For example:

3.1.1. Figure1.tif - dual color imaging of tumor angiogenesis at 40X 

3.1.2. Figure2.tif - dual color imaging of tumor angiogenesis at 100X

Formats: For static images, we prefer .tiff, .eps, Illustrator, PowerPoint or Photoshop files at dimensions of at least 720X480 pixels and 300 dpi. The higher resolution, the better. Likewise, any exported movie files should have at minimum these dimensions and be rendered to .mov, .mp4, or .avi files. 
Insert the filenames of all the media to be included into the video here.
General Preparation

It’s critical for a smooth and organized shoot that all reagents are accounted for, in advance.  

Any overnight or long incubation steps should be recognized and specimens/samples be prepared in advance so that prior steps can be recorded and shooting can continue with pre-prepared specimens/samples. 
All tubes/flasks should be pre-labeled neatly before we arrive. 
Ex. Luciferase assay done in 96 well plates should be labeled with negative/positive control wells and experimental samples are labeled accordingly.

You will receive more detailed preparation instructions in the email accompanying the finalized script.
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