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Author Questionnaire 

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique?  no  

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

3. Filming location: Will the filming need to take place in multiple locations?   no


Introduction

1. Introductory Interview Statements
[bookmark: _Hlk28591455][bookmark: _Hlk28954045]
Videographer: Interviewee headshots are required. Take a headshot for each interviewee. 

[bookmark: _Hlk28591522]Authors: While filming the interview portion, our videographer will also photograph you for the JoVE Dedicated Author Webpage. Please look at this example. For questions about the author profile pages and pictures, please contact author.liaison@jove.com.

[bookmark: _Hlk28848690][bookmark: _Hlk28960428]Authors: Please memorize the interview statements prior to your filming day.

1.1. Yihai Liu: Our doxorubicin-induced dilated cardiomyopathy model is stable, reliable, and economical [1]. 
1.1.1. INTERVIEW: Named author says the above in an interview-style statement while looking slightly off-camera.
 
1.2. Wenfeng Zhang: This method will contribute to revealing the pathogenesis of dilated cardiomyopathy and to exploring new drugs [1].
1.2.1. INTERVIEW: Named author says the above in an interview-style statement while looking slightly off-camera.


 
Ethics Title Card
1.3. Animal experiments were approved by Institutional Animal Care and Use Committee (IACUC) of Nanjing Drum Tower Hospital.

Protocol
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 Reagents and Animals

2.1. Dissolve doxorubicin hydrochloride in sterilized water at a concentration of 1 milligram per milliliter [1]. Vortex the solution, and store it at 4 degrees Celsius [2].
2.1.1. Talent dissolves doxorubicin in water.
2.1.2. Talent vortexes the solution and places it in the refrigerator. Videographer, this is one of the most important shots for viewers to see.

2.2. Maintain 8- to 10-week-old mice in pathogen-free mouse cages with a 12-hour light-dark cycle, at a constant temperature of 23 degrees Celsius [1], and provide as much food and water as needed [2].
2.2.1. Mice in cages.
2.2.2. Talent providing food.

3. Establishment of DCM Animal Model
3.1. Before beginning treatment, randomize mice into a control group and a Dox group [1-TXT].
3.1.1. Show two groups of mice. TEXT: Mouse weight: 25-30 g Videographer, this is one of the most important shots for viewers to see.
3.2. For the mice in the Dox group, use 1-milliliter sterilized syringes to inject the Dox solution intraperitoneally. Administer a dose of 5 milligrams per kilogram of body weight, once per week [1]. Inject the same volume of saline solution to the control mice [2].
3.2.1. Talent uses syringe to administer dox to mouse.
3.2.2. Talent uses syringe to administer saline to mouse.
3.3. For four weeks, measure the body weight of the mice weekly, and adjust the injection dose accordingly each week [1].
3.3.1. Talent weighs mouse. 
4. [bookmark: _Hlk25147964][bookmark: _Hlk25162424][bookmark: _Hlk25147555]Echocardiographic Examination 
4.1. [bookmark: _Hlk31461641]After four weeks, anesthetize the mice intranasally, using 2 percent isoflurane [1]. Before proceeding with the echocardiogram, confirm the effectiveness of the anesthesia by pinching the skin with a toothed tweezer or by stimulating the toes and tail [2].
4.1.1. Talent administers anesthesia. Videographer, this is one of the most important shots for viewers to see.
4.1.2. Talent stimulates toes and tail.
4.2. Next, use depilatory cream to carefully remove the chest fur [1].
4.2.1. Talent uses depilatory cream to remove chest fur.
4.3. After performing echocardiography, use the M-mode tracings to measure the average LV end-systolic diameter, the LV end-diastolic diameter, interventricular septal thickness, and the LV posterior wall thickness from 3 to 5 heart beats [1].
4.3.1. Talent working at computer.
5. Histological Staining 
5.1. After euthanizing and dissecting the mouse, perfuse the heart with about 30 milliliters of saline, until the liver and lungs become pale [1].
5.1.1. Talent perfuses mouse heart with saline.
5.2. Next, excise the heart [1].
5.2.1. Talent begins excising the heart.
5.3. Thoroughly wash the heart in PBS to expel the blood [1]. 
5.3.1. Talent washes the heart in PBS.
5.4. Then, fix the heart in 4 percent formalin at room temperature for 24 hours [1]. After dehydrating the tissue for 12 hours, embed it in a paraffin box, and allow the paraffin to cool and solidify [2]. 
5.4.1. Talent places heart in container of formalin.
5.4.2. Talent places tissue in paraffin box.
5.5. Slice the tissue and prepare slides as described in the manuscript [1]. To dewax and rehydrate tissue sections containing papillary muscle, first incubate the slides at 55 degrees Celsius for 30 minutes [2]. Next, incubate in the slides in xylene twice, for 2 minutes each time [3].
5.5.1. Slides containing sections of heart tissue. 
5.5.2. Talent places slides in incubator.
5.5.3. Talent places slides in xylene.
5.6. Then, incubate the slides in an ethanol series [1-TXT], for two minutes at each concentration [2].
5.6.1. Labeled containers of ethanol. TEXT: Ethanol series: 100% (2x), 95% (2x), 80%, 75%, 50% Video editor, please keep this text onscreen for the next shot.
5.6.2. Talent places slides in 100% ethanol.
5.7. Stain some of the tissue sections using hematoxylin and eosin [1]. Stain other sections using Masson’s stain [2].
5.7.1. Talent stains slides using hematoxylin and eosin.
5.7.2. Talent stains slides using Masson’s stain.


Results
6. Results: Dox Induces Dilated Cardiomyopathy 
6.1. Echocardiographic images were captured [1] of control [2] and dox-treated mice [3]. 
6.1.1. LAB MEDIA: Figure 2.
6.1.2. LAB MEDIA: Figure 2. Video editor, emphasize Figure 2A.
6.1.3. LAB MEDIA: Figure 2. Video editor, emphasize Figure 2B.
6.2. Cardiac function variables were calculated and compared across the two groups [1]. Dox-treated mice showed markedly reduced left ventricular ejection fraction and left ventricular fractional shortening [2].
6.2.1. LAB MEDIA: Figure 3.
6.2.2. LAB MEDIA: Figure 3. Video editor, please emphasis Figure 3A and 3B.
6.3. The LV diameter also increased in both the diastolic and systolic phases [1], revealing that Dox-treated mice had an impaired cardiac function [2].
6.3.1. LAB MEDIA: Figure 3. Video editor, emphasize Figure 3C and 3D.
6.3.2. LAB MEDIA: Figure 3. 
6.4. [bookmark: _Hlk31458515]Histological staining was performed to compare pathological changes in control group mice and Dox-treated mice [1]. Myocardial fibers of the mice in the control group were neatly arranged, without infiltrating leukocytes [2]. In the Dox group, myocardial myofibers were disordered and broken, and cardiomyocytes were smaller and thinner [3]. 
6.4.1. LAB MEDIA: Figure 4.
6.4.2. LAB MEDIA: Figure 4. Video editor, emphasize the image on the left of Figure 4A.
6.4.3. LAB MEDIA: Figure 4. Video editor, emphasize the image on the right of Figure 4A, and the arrow.
6.5. Masson staining showed that Dox-treated mice had more interstitial fibrosis [1]. 
6.5.1. LAB MEDIA: Figure 4. Video editor, emphasize the image on the right of Figure 4B, and the arrow.



Conclusion
7. [bookmark: _Hlk27388131]Conclusion Interview Statements
7.1. [bookmark: _Hlk25067257]Yihai Liu: By combining this method with some molecular biology techniques, we could explore treatments to alleviate cardiotoxicity caused by chemotherapeutics in tumor patients [1].
7.1.1. INTERVIEW: Named author says the above in an interview-style statement while looking slightly off-camera.
7.2. Yihai Liu: Using transgenic techniques, we can reveal the molecular mechanism underlying the development of DCM [1].
7.2.1. INTERVIEW: Named author says the above in an interview-style statement while looking slightly off-camera.
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