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Author Questionnaire 
1. Microscopy: Does your protocol demonstrate the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or similar?    YES or NO
If you require a microscope but need a scope kit in order to be able to film with your own camera, please list the make and model of your microscope so that JoVE can send you a scope kit: Enter Make and Model

2. Software: Does the part of your protocol being filmed demonstrate software usage? YES or 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. As these files are necessary for finalizing your script, please upload all screen captured video files to your project page by your script return date or as soon thereafter as possible.

3. Interview statements: Please select one.
☐ 	Interviewees self-record interview statements. 

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


[bookmark: Text5]3. Proposed filming date: To help JoVE process and publish your video in a timely manner, please indicate the proposed date that your group will film here: MM/DD/YYYY
When you are ready to submit your video files, please contact our Content Engineer, Devon Halley. 

· To ensure that your video paper meets our publication requirements, the protocol is restricted to 55 shots. 

Protocol Length
Number of Steps: 15
Number of Shots: 30


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.



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.

1.6. 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.  
1.6.1. INTERVIEW: Author saying the above. 
1.6.2. The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the camera.

Ethics Title Card
1.7. Procedures involving animal subjects were approved by the Institutional Animal Care and Use Committee at Wake Forest School of Medicine Clarkson Campus.


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. Preparation of the Infusion Device
2.1. To prepare the infusion device, cut a 25-centimeter-long piece of a size 10 polyethylene tube [1]. Then, using a black marker, mark 1 and 2 centimeters from one end of the tube [2].
2.1.1. WIDE: Establishing shot of talent cutting PET 10 tube with scissors.
2.1.2. Talent marking 1 and 2 cm on the tube. 

2.2. Next, prefill 0.5 milliliters of Ad5-EGFP solution into a 1-milliliter syringe [1-TXT], then attach a 29 to 31 Gauge needle to the syringe [2] and slide the non-marked end of the polyethylene tube over the needle [3]. Infuse the solution into the tube until it is completely full [4] and a drop is visible at the free end [5].
2.2.1. Talent filling the viral solution into a syringe. TEXT: EGFP: Enhanced Green Fluorescent Protein
2.2.2. Talent attaching a 29-31G needle to the syringe
2.2.3. Talent sliding the tube over the needle. 
2.2.4. Talent infusing the solution into the tube
2.2.5. ECU: Shot of visible drop at the free end.
3. Preparing the Animal, Performing the Procedure, and Post-procedural Care
3.1. 15 minutes before the experimental procedure, inject atropine subcutaneously in a Cynomolgus macaque to minimize salivary secretions and optimize distribution and retention of the infusate [1-TXT]. 
3.1.1. WIDE: Talent injecting atropine into a Cynomolgus macaque TEXT: Atropine: 0.05 mg/kg

3.2. After injecting anesthetics, confirm proper anesthesia by checking the reaction of the sedated animal to stimuli [1-TXT].
3.2.1. Talent pinching toe, tail, or ear. TEXT: Anesthesia: 10-15 mg/kg Ketamine and 0.01-0.05 mg/kg Midazolam

3.3. Next, use oral retractors to brace open the mouth [1] and place the rubber pad on one end of the retractor on the hard palate behind the upper teeth on the side of the mouth opposite to the gland to be infused [2].
3.3.1. Talent with oral retractors in hand.
3.3.2. Talent placing the rubber pad of one end of the retractor behind the upper teeth.

3.4. Similarly, place the rubber pad on the other end of the retractor on the lower canine on the same side as the upper retractor [1], gently allowing the spring action of the retractor to expand and open the mouth [2]. 
3.4.1. Talent placing the rubber pad of another end on the lower canine
3.4.2. Shot of the open mouth of the sedated animal. 

3.5. Next, using dental loops for magnification, identify the parotid papilla, or the opening of the Stensen’s duct, on the posterior cheek, adjacent to the upper second molar [1]. 
3.5.1. Talent identifying the parotid papilla. Authors: Please point to the parotid papilla using forceps or any other similar item.

3.6. Gently dilate the parotid papilla by placing the point of a conical dilator into the center or opening of the papilla [1] and gently rotating the dilator back and forth for approximately 20 to 30 seconds [2].
3.6.1. Talent placing the point of the dilator into the center/opening of the papilla.
3.6.2. Talent rotating the dilator back and forth/shot of dilated papilla
 
3.7. Next, using tweezers, hold the marked end of the polyethylene tube approximately 0.5 centimeters from the distal end [1] and gently insert the tip of the tube into the dilated papilla [2].
3.7.1. Talent holding the marked end of the PET tube with tweezers.
3.7.2. Talent inserting the tip of the tube into the dilated papilla.

3.8. Gently advance the tube by small rotating movements to help the tube slide [1], followed by readjustment of the tweezers 0.5 centimeters proximal to the previous grip [2]. Repeat this process until the 2-centimeter mark reaches the parotid papilla [3].
3.8.1. Talent slowly rotating the tube to insert it into the papilla. 
3.8.2. Talent changing the position of tweezers.
3.8.3. Shot of 2-cm mark near the parotid papilla.

3.9. Next, to seal the parotid papilla and reduce spillage of the infusate back in the oral cavity, apply cyanoacrylate on the cheek around the papilla [1] and on the inserted tube [2].
3.9.1. Talent applying cyanoacrylate on the cheek around the papilla.
3.9.2. Talent applying cyanoacrylate on the inserted tube.

3.10. Once the cyanoacrylate dries, slowly inject the syringe content over 5 minutes at a rate of 100 microliters per minute [1]. After the infusion is complete, leave the tube in place for at least 5 minutes, thereby keeping the duct sealed and allowing the infusate to remain in the parotid gland [2].
3.10.1. Talent injecting the syringe content.
3.10.2. Shot of the tube kept inserted into the parotid papilla after the injection.

3.11. Then, remove the tube with gentle traction; the cyanoacrylate will pull free with the tube [1-TXT]. 
3.11.1. Talent removing the tube from the parotid papilla. TEXT: Repeat the infusion procedure for the second parotid gland 

3.12. After both the parotids have been infused and both polyethylene tubes removed, slowly release the oral retractors [1] and decannulate the Stensen’s duct [2].
3.12.1. Talent removing the oral retractors.
3.12.2. Talent decannulating the Stensen’s duct.

3.13. After the procedure is complete, observe the animal until it recovers from anesthesia [1]. Once the animal is fully awake, offer drinks and food and resume routine care [2].
3.13.1. Shot of fully awake animal.
3.13.2. Talent giving water and food to the animal.




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

1) Which steps from the protocol are the most important for viewers to see? Please list 4 to 6 individual steps (steps are indicated with the 2-digit numbers, like 2.1, 2.2, etc.). 

[bookmark: Text1]Click here to list 4 to 6 individual steps, using the step numbers from the protocol section of the video script.

2) If a dissection or stereo microscope is required for your protocol, please list all shots that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).

[bookmark: Text3][bookmark: Text2]Click here to list microscope shots, using the shot 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: 48. (Voiceover is the text that follows the two-digit numbers)
· Please note that the video cannot include voiceover without an accompanying visual. 
4. Results: Successful Transduction following Retrograde Parotid Gland Infusion of Ad5-EGFP in a Non-Human Primate

4.1. Fluoroscopy using a radiocontrast infusion [1] demonstrated branching of the solution through the Stensen’s Duct [2] and into the parotid gland [3]. 
4.1.1. LAB MEDIA: Figure 3
4.1.2. LAB MEDIA: Figure 3 Video Editor: Please emphasize the arrowhead 
4.1.3. LAB MEDIA: Figure 3 Video Editor: Please emphasize the circle

4.2. Immunohistochemical analysis of the parotid gland [1] revealed positive staining for EGFP in both the ductal and acinar cells, indicating successful transduction and transcription in both cell types [2].
4.2.1. LAB MEDIA: Figure 4
4.2.2. LAB MEDIA: Figure 4 Video Editor: Please emphasize the red-stained cells if possible



Conclusion
5. [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.
5.1. 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?
5.2. 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?
5.3. 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.

Is each interview statement 30 words or fewer? ☐ Yes
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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