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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?  
Yes. We have to use a dissecting microscope.

2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  N

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. 

4. Filming location: Will the filming need to take place in multiple locations?   N

Current Protocol Length
Number of Steps:  12
Number of Shots:  24



Introduction

1. Introductory Interview Statements

REQUIRED: 
1.1. Hongjun Wang: Chronic pancreatitis is a complex disease involving pancreatic inflammation, fibrosis, abdominal pain, and other symptoms. This bile duct TNBS infusion model replicates the neuropathic pain observed in chronic pancreatitis patients [1].

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

REQUIRED: 
1.2. Wenyu Gou: This bile duct TNBS infusion protocol has been optimized to induce the generation of a chronic pancreatitis model in mice [1].

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

OPTIONAL: 
1.3. Lindsay Swaby: As bile duct drug infusion in mice is technically challenging, its visualization will be helpful to researchers new to the method [1].

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

Ethics Title Card

1.4. 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. 
1.5. 

Protocol
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], remove the hair from the abdominal region of the anesthetized mouse by shaving or applying hair removal cream [2] and place the mouse on a heated surgical pad under a dissecting microscope [3].
2.3.1. ECU: Toe being pinched TEXT: Analgesia: e.g., buprenorphine 0.1 mg/kg i.p.
2.3.2. Hair removal cream used on mouse.
2.3.3. Talent placing mouse onto pad, with microscope visible in frame. Videographer: More Talent than mouse in shot.

2.4. Apply veterinary ointment to each eye [1] and disinfect the surgical site with three sequential 2% iodine and three 70% ethanol wipes [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. Videographer NOTE: 2.5.1/2 is the user ***note*** please do not use any footage of the mouse moving. authors do not wish to see those contractions in the final. There is lots to choose from that take, just pick around it.
2.5.2. Talent locating the bile duct. Videographer: Important step

2.6. [bookmark: _Hlk61276635]To prevent the flow of the treatment into the liver and gallbladder, use the microscope to place a straight micro hemoclip 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. SCOPE: Hemoclip being placed. Videographer: Important/difficult step
2.6.2. SCOPE: Needle being inserted. Videographer: Important/difficult step

2.7. Use a curved micro hemoclip to secure the needle [1] and infuse the solution into the pancreatic duct over the course of one minute [2-TXT].
2.7.1. SCOPE: Hemoclip being placed/needle being secured. Videographer: Important/difficult step
2.7.2. SCOPE: Solution being infused Videographer: Important/difficult step 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. Microclamp being removed. Videographer: Important step
2.8.2. Shot of duodenum in position. Videographer: Important step

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. Use a continuous suture with a 5-0 (five-oh) stitch to close the incision in the muscle layer [1] and close the skin using an interrupted suture with a 4-0 stitch [2] 
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. Talent monitoring mouse behavior Videographer: More Talent than mouse in shot
2.12.2. Talent placing mouse onto balance TEXT: Remove sutures 7 d after surgery







Results
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 the 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

4.1. Hongjun Wang: Preventing the injected TNBS from entering the gallbladder and intestine is important, as the TNBS has tissue damaging effects. During the infusion, keep the hand as stable as possible to avoid puncturing the bile duct [1].
Author NOTE: We filmed two versions of this statement, one version with “liver and gallbladder” and one version with “gallbladder and intestines.” Please use the version with “gallbladder and intestines.”
4.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera (2.6., 2.7.)

4.2. Wenyu Gou: In addition to inducing chronic pancreatitis development, this bile duct infusion method can be used for the development of other pancreatic disease models [1].

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

4.3. Lindsay Swaby: This TNBS chronic pancreatitis mouse model can be used to study both the pathogenesis and treatment of chronic pancreatitis as well as other pancreatic diseases [1].

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