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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 similar?  N  

2. Software: Does the part of your protocol being filmed demonstrate 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 the videographer steps away (≥6 ft/2 m) and begins filming. The interviewee then removes the mask for line delivery only. When the shot is acquired, the interviewee puts the mask back on. Statements can be filmed outside if weather permits. 

☐ 	Interviewees self-record interview statements outside of the filming date. JoVE can provide support for this option.

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

☐ 	Author interview statement opt out (interview statements removed completely from paper). 

4. Filming location: Will the filming need to take place in multiple locations (greater than walking distance)?   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 Introduction, Protocol, and Conclusion sections are restricted to 55 shots (i.e., designated as 1.1.1., 1.2.1., etc). 

Protocol Length
Number of Shots: 52


Introduction

1. Introductory Interview Statements

Your answers to these questions will become author interview statements, which will be incorporated into the script. Authors will memorize the statements and then deliver them on camera.
· Enter the full name of the author who will deliver the statement on camera.
· Each author should deliver no more than two statements.
· Fill out both required statements. One optional statement may also be selected.
· Please 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.[1].

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

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.[1].

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

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.[1].

1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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.[1].

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

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.[1].

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

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.[1].

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

Is each interview statement 30 words or fewer? ☐ Yes
Has any author been assigned more than two statements? ☐ No

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][2].

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. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) or equivalent body at insert Institutional Name.



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. 

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. Ischemia-Reperfusion Injury (IRI) Model
2.1. After confirming a lack of response to toe pinch [1-TXT], place the anesthetized mouse on a heated surgical pad in the supine position [2] and remove the hair from the incision area [3].
2.1.1. WIDE: Talent pinching toe Videographer: More Talent than mouse in shot TEXT: Anesthesia: see text for suggested isoflurane concentration details
2.1.2. Talent placing mouse into pad Videographer: More Talent than mouse in shot
2.1.3. Hair being removed
2.2. [bookmark: _GoBack][bookmark: OLE_LINK1][bookmark: OLE_LINK2]Spray the exposed skin with 70% ethanol [1] and make a midline incision in the abdominal skin, muscle, and peritoneal membrane [2].	Comment by Bridget Colvin: Authors: Please see JoVE’s animal guidelines (attached) in regards to using scissors to make a skin incision during survival surgery.
2.2.1. Skin being sprayed
2.2.2. Incision being made
2.3. Use a cotton swab moistened with PBS to gently push the bowel to the left side of the extra-abdominal cavity to expose the right kidney and ureter [1] and use angled forceps to lift the right ureter [2].
2.3.1. Bowel being pushed
2.3.2. Ureter being lifted
2.4. Ligate the ureter in two places with 4-0 silk-braided sutures, leaving longer ties for the suture that is closer to the kidney [1], and cut between the sutures, [2].
2.4.1. Second suture being placed
2.4.2. Ureter being severed
2.5. Carefully holding the remaining suture, bluntly dissect the connective tissue and fat along the kidney [1-TXT] and identify a blood vessel that is not the renal arteries or veins that supplies blood to the right kidney [2].
2.5.1. Tissue being dissected TEXT: Caution: Do not pull suture too tightly
2.5.2. Shot of select blood vessel
2.6. Ligate the vessel [1] and, when the right kidney has been sufficiently detached, ligate the renal vein and artery [2].
2.6.1. Vessel being ligated
2.6.2. Shot of detached kidney, then vessels being ligated
2.7. Using a cotton swab moistened with PBS, gently push the intestine toward the right side of the extra-abdominal cavity to expose the left kidney [1] and cover the intestine with a moistened drape [2].
2.7.1. Intestine being pushed/kidney being exposed
2.7.2. Intestine being covered
2.8. After preparing the left kidney as demonstrated, clamp the renal artery and vein 1 centimeter from the kidney to induce left kidney ischemia [1]. A successful ischemia can be visually confirmed by a gradual uniform darkening of the kidney tissue [2].
2.8.1. Shot of dissected kidney with sutured vessel, then clamp being placed
2.8.2. Kidney darkening
2.9. When ischemia is confirmed, return the intestinal tissue to the abdominal cavity, taking care to avoid intestinal twisting [1], and temporarily close and drape the abdominal skin [2-TXT].
2.9.1. Tissue being placed into abdomen
2.9.2. Shot of closed skin, then drape being placed TEXT: Reduce anesthesia as much as possible to keep animal sedated but warm
2.10. After 25-45 minutes, remove the clamp [1] and confirm that the blood flow reperfusion and kidney color improve [2].
2.10.1. Clamp being removed
2.10.2. Kidney returning to normal color
2.11. After confirming that the bowel is not twisted, instill intraperitoneal PBS [1] and close the abdominal muscle and skin in two layers using 4-0 nylon sutures [2].
2.11.1. PBS being added
2.11.2. Muscle being sutured
3. Kidney Sample Collection
3.1. Twenty-four hours after ischemic injury induction, re-open the midline incision [1-TXT] and use a 27-gauge needle to collect the blood from the inferior vena cava [2].
3.1.1. WIDE: Talent making incision Videographer: More Talent than mouse in shot
3.1.2. Blood being collected
3.2. Make a midline incision in the chest wall [1] and insert a 23-gauge needle into the left ventricle [2].
3.2.1. Incision being made
3.2.2. Needle being inserter
3.3. After confirming backflow into the needle, make an incision in the Authors: which lobe? Does it matter? liver [1] and inject 20 milliliters of PBS. The liver will change red to pink, confirming that sufficient blood has been drained [2].
3.3.1. Incision being made
3.3.2. PBS being injected/liver color changing
3.4. Use forceps and scissors to remove the left kidney [1] and wash the excised tissue in a dish of PBS [2].
3.4.1. Tissue being harvested
3.4.2. Tissue being washed, with PBS container visible in frame
3.5. Then use the forceps to remove the renal fascia without drying out the kidney [1] and cut the kidney in half [2-TXT].
3.5.1. Fascia being removed
3.5.2. Kidney being cut Authors: Vertical or horizonal cut in half? TEXT: Store half at -80 °C for mRNA purficiation, half in Authors: what solution? for histopathological analysis
4. Micro RNA (mRNA) Purification
4.1. For microRNA purification, place 30 milligrams of the frozen kidney sample into a glass homogenizer containing 700 microliters of phenol-guanidine-based lysis reagent on ice [1] and slowly and repeatedly twist the pestle to homogenize the sample [2].
4.1.1. WIDE: Talent placing sample into homogenizer, with reagent container visible in frame
4.1.2. Pestle being twisted/tissue being homogenized
4.2. When the tissue has been completely dissociated, transfer the homogenized lysate to the biopolymer-shredding system in a microcentrifuge spin column in a 2-milliliter collection tube [1] and collect the sample to the bottom of the tube by centrifugation [2-TXT].
4.2.1. Talent adding lysate to column in tube
4.2.2. Talent placing tube into centrifuge TEXT: 3 min, 14,000 x g, RT
4.3. Transfer the lysate to a new microcentrifuge tube containing 140 microliters of chloroform [1] and mix the tube by inversion for 15 seconds with the cap securely tightened [2].
4.3.1. Talent adding lysate to tube, with chloroform container visible in frame
4.3.2. Talent mixing tube
4.4. After a 2-3-minute incubation at room temperature, sediment the sample by centrifugation [1-TXT] and transfer the supernatant to a new microcentrifuge tube containing 1.5 times the volume of 100% ethanol without disturbing the pellet [2].
4.4.1. Talent placing sample into centrifuge TEXT: 15 min, 12,000 x g, 4 °C
4.4.2. Talent adding supernatant to tube, with ethanol container visible in frame
4.5. Mix the sample for 5 seconds by vortexing [1] before transferring 700 microliters of the sample to a silica-membrane-based spin column in a 2-milliliter collection tube [2].
4.5.1. Talent vortexing tube
4.5.2. Talent adding sample to column in tube
4.6. After a brief centrifugation [1-TXT], discard the flow through [2] and wash the sample two times with 500 microliters of wash buffer 2 in a new silica-membrane-based spin column per wash to remove any traces of salt [3-TXT].
4.6.1. Talent placing tube(s) into centrifuge TEXT: 15 s, 15,000 x g
4.6.2. Talent discarding flow-through
4.6.3. Talent placing tube(s) into centrifuge TEXT: Discard flow-through after each wash
4.7. After the second wash, centrifuge the silica-membrane-based spin column again [1-TXT] and, after discarding the flow through, transfer the column to a new 1.5-milliliter collection tube [2].
4.7.1. Talent placing tube(s) into centrifuge TEXT: 1 min, 15,000 x g, RT
4.7.2. Talent placing column into tube
4.8. Add 25 microliters of RNase-free water to the column [1] and incubate the sample for 5 minutes at room temperature [2] before centrifuging the sample again [3].
4.8.1. Talent adding water to column
4.8.2. Talent placing sample at room temperature and/or setting timer
4.8.3. Talent placing sample into centrifuge
4.9. Then transfer the 25-microliter, micro RNA-containing eluate to a new microcentrifuge tube [1].
4.9.1. Talent adding eluate to tube


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: 74. (Voiceover is the text that follows the two-digit numbers.)
· Please note that the video cannot include voiceover without an accompanying visual. 
· Notes in blue italics are for JoVE’s video editor.
5. [bookmark: _Hlk27388131]Results: Representative Mouse Ischemic Kidney Injury (IKI) Model Characterization

5.1. In this study, seven micro RNAs that expressed in humans that were upregulated in the kidneys of acute kidney injury mice were investigated [1].

5.1.1. LAB MEDIA: Figure 1 without brackets and asterisks and ns text

5.2. The levels of six of the micro RNAs were found to be significantly increased in the kidneys of ischemia-reperfusion injury mice compared to those in mock mice using quantitative real time-PCR as demonstrated [1].
5.2.1. LAB MEDIA: Figure 1 Video Editor: please add/emphasize brackets and asterisks as in original Figure 1
5.3. Serum blood urea nitrogen and creatinine levels [1] and acute tubular necrosis were also significantly upregulated [2]. 
5.3.1. LAB MEDIA: Figure 2 without brackets and asterisks Video Editor: please add/emphasize brackets and asterisks as in original Figure 2
5.3.2. LAB MEDIA: Figure 3 Video Editor: please emphasize IRI image




Conclusion
6. Conclusion Interview Statements
Below are prompts for interview statements that can be used to further emphasize the significance of your protocol. 
· Please answer one or two of the statements.
· Each statement is limited to 30 words.
· Answer the questions in full sentences; you will need to memorize and deliver the sentences as spoken interview statements during filming. 
· Indicate the full name of the author who will deliver the 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.
6.1. 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.[1].
6.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera (Enter step numbers referred to.) 
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
6.2. 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. [1].
6.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera  
After its development, did this technique pave the way for researchers to explore new questions within a specific scientific field? If so, how?
6.3. 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. [1].
6.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera  

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.



 2020, Journal of Visualized Experiments		Page 9 of 9
image1.png




