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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?  NO


2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  NO

3. Interview statements: Considering the COVID-19-imposed mask-wearing and social distancing recommendations, which interview statement filming option is the most appropriate for your group? Please select one.

☐ 	Interviewees wear masks until videographer steps away (≥6 ft/2 m) and begins filming, then the interviewee removes the mask for line delivery only. When take is captured, the interviewee puts the mask back on. Statements can be filmed outside if weather permits. 

☐ 	Interviewees self-record interview statements. JoVE can provide support for this option.

☐ 	Interview Statements are read by JoVE’s voiceover talent. 

☐ 	Author interview statement opt out. Statements removed completely.

4. 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:  12
Number of Shots:  24
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.

OPTIONAL: Why is visual demonstration of this method critical?
1.6. 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.

1.7. 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.  
1.7.1. INTERVIEW: Author saying the above. 
1.7.2. The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the camera.

Ethics Title Card

1.8. All experimental procedures were conducted with the approval of the Institutional Animal Care and Use Committees at the Medical University of South Carolina and the Ralph H. Johnson Medical Center. 
1.9. 

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. Mouse Monitoring and Surgery

2.1. Before and two and three weeks after the surgery, use Von Frey monofilaments [1] to apply different levels of force in ascending order to the upper abdominal area of an 8-10-week-old, C57BL/6 (C-fifty-seven black six) mouse 10 times for 1 to 2 seconds per application. Consider raising, retraction, or licking of the abdomen as a positive response [2]. 
2.1.1. WIDE: Talent selecting monofilaments.
2.1.2. VFF/force being applied to mouse abdomen/abdomen being raised, retracted, and/or licked. Videographer: Can film positive response in separate shot if necessary.

2.2. Next, load an insulin syringe equipped with a 31-gauge needle with 50 microliters of a freshly prepared 0.75-percent TNBS (T-N-B-S) solution [1-TXT]. Load a second syringe with 50 microliters of 10-percent ethanol in saline as a vehicle control [2] and place both syringes on ice protected from light [3].
2.2.1. Talent loading the syringe with TNBS solution TEXT: 2,4,6-Trinitrobenzenesulfonic acid
2.2.2. Talent loading the syringe with ethanol.
2.2.3. Talent storing the syringes on ice.

2.3. After confirming a lack of response to pedal reflex [1-TXT], shave the hair from the abdominal region of the anesthetized mouse [2] and place the mouse on a heated surgical pad [3].

2.3.1. ECU: Toe being pinched TEXT: Anesthesia: 1.5-2% isoflurane; Analgesia: e.g., buprenorphine 0.1 mg/kg i.p.
2.3.2. Mouse being shaved.
2.3.3. Talent placing mouse onto pad. Videographer: More Talent than mouse in shot.

2.4. Apply veterinary ointment to each eye [1] and disinfect the surgical site by wiping three times with 2 percent iodine and 70 percent ethanol [2].
2.4.1. ECU: Ointment being applied.
2.4.2. Surgical area being wiped.

2.5. Use micro scissors to make a 0.5 to 1 centimeter incision [1] and use cotton swabs to gently expose the duodenum and to locate the common bile duct [2].
2.5.1. Talent making an incision.
2.5.2. Talent locating the bile duct.

2.6. [bookmark: _Hlk61276635]To prevent the flow of TNBS or vehicle into the liver and gallbladder, place a straight micro hemo clip over the proximal common duct [1] and insert the needle of the TNBS-loaded syringe through the papilla of Vater into the pancreatic duct [2].
2.6.1. Talent placing a micro hemo clip.
2.6.2. Talent inserting the needle into the pancreatic duct.

2.7. Use a curved micro hemo clip to secure the needle [1] and infuse the solution into the pancreatic duct over the course of one minute [2-TXT].
2.7.1. Talent ensuring the needle is in place by applying micro hemo clip.
2.7.2. Talent infusing the solution TEXT: Treat control mice with 10% EtOH in saline

2.8. When all of the solution has been delivered, carefully remove the micro clamps [1] and confirm that the duodenum has returned to its original position [2].
2.8.1. Talent removing the micro clamp.
2.8.2. Talent ensuring duodenum is at its original position.

2.9. Before closure of the abdominal cavity, add 500 microliters of 36-37-degree Celsius sterile saline to help the duodenum return to its original position and to assist with the recovery of peristalsis [1]. 
2.9.1. Talent adding warm saline

2.10. Close the incision in the muscle layer using a continuous suture with a 5-0 stitch [1] and close the skin using interrupted suture with a 4-0 stitch [2] (Authors: How do you say 5-0 and 4-0?). 
2.10.1. Muscle suture being placed.
2.10.2. Skin suture being placed. 

2.11. Then place the mouse in a recovery cage on a heating pad with monitoring until full recumbency [1-TXT].
2.11.1. Talent placing mouse into cage Videographer: More Talent than mouse in shot TEXT: Analgesia: e.g., buprenorphine 0.1 mg/kg i.p. every 12 h with supplemental heat for 48 h

2.12. Monitor mouse health and behavior daily during the first week of post-surgery for signs of distress such as vocalizing, a hunched back posture, or reduced locomotion [1] and measure the body weight every other day [2-TXT]. 
2.12.1. Mouse moving in cage or on benchtop Authors: We cannot show a mouse in distress. Can you show a control, saline-treated mouse or a mouse with only very mild distress for this shot?
2.12.2. Talent placing mouse onto balance TEXT: Remove sutures 7 d after surgery






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

A. Which steps from the protocol are the most important for viewers to see? Please list 4 to 6 individual steps. 
Click here to list 4 to 6 individual steps, using the step numbers from the protocol section of the video script.

B. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1 or 2 individual steps from the script above.
Click here to list 1 or 2 individual steps, using the step 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: 208. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 
3. Results: Representative Effect of Bile Duct TNBS Infusion in a Mouse Chronic Pancreatitis Model 

3.1. As observed, the injection of 50 microliters of ink as demonstrated results in the infiltration of the entire pancreas [1], allowing the induction of a more homogenous disease phenotype [2].
3.1.1. LAB MEDIA: Figure 1A.
3.1.2. LAB MEDIA: Figure 1B Video Editor: please emphasize ink when mentioned

3.2. In this representative analysis, in the first 3 days after surgery, the mice in control group lost around 6 percent of their original body weight [1] before gradually recovering and gaining over 100 percent of their original body weight by day 21 [2].
3.2.1. LAB MEDIA: Figure 1C Video Editor: please emphasize on CTR data line from 0 to 3 days
3.2.2. LAB MEDIA: Figure 1C Video Editor: please emphasize CTR data line from d 3 to d 21

3.3. In contrast, mice that received TNBS lost about 15 percent of their original body weight during the first 5 days after surgery [1] and regained just under 100 percent of their original body weight by day 21 [2].
3.3.1. LAB MEDIA: Figure 1C Video Editor: please emphasize TNBS line from 0 to 3 days
3.3.2. LAB MEDIA: Figure 1C Video Editor: please emphasize TNBS line from d 3 to d 21

3.4. Compared to control mice [1], the TNBS injected animals showed an increased abdominal mechanical hypersensitivity during the second and third weeks after surgery [2].
3.4.1. LAB MEDIA: Figure 1D Video Editor: please emphasize CTR data bar
3.4.2. LAB MEDIA: Figure 1D Video Editor: please emphasize TNBS from data bar and/or add/emphasize bracket and asterisks

3.5. The size and weight per body weight of the pancreas [1] were significantly reduced in TNBS mice [2] compared to pancreases harvested from control animals, suggesting a marked pancreatic atrophy in TNBS-treated animals consistent with the findings in humans with severe and long-term chronic pancreatitis [3]. 
3.5.1. LAB MEDIA: Figures 2A and 2B
3.5.2. LAB MEDIA: Figures 2A and 2B Video Editor: please emphasize CTR pancreas image in Figure 2A and CTR data bar in Figure 2B
3.5.3. LAB MEDIA: Figures 2A and 2B Video Editor: please emphasize TNBS image in Figure 2A and data bar in Figure 2B

3.6. Histological analysis of pancreatic tissue sections from control, ethanol-treated mice showed a normal morphology [1], while tissue sections from TNBS-treated mice exhibited vacuolization with a massive loss of acinar cells that were replaced by fat cell infiltration and fibrosis [2].
3.6.1. LAB MEDIA: Figure 2C Video Editor: please emphasize left column of CTR images 
3.6.2. LAB MEDIA: Figure 2C Video Editor: please emphasize right column of TNBS images 











Conclusion
4. [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.
4.1. 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?
4.2. 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?
4.3. 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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