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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy? N
2. Does your protocol include software usage? N
3. Which steps from the protocol section below are the most important for viewers to see? 
2.4., 3.1., 3.2.,
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
2.4. Instill the rats with 0.5 mL of PA/NPSi suspension to each rat’s lung for a total of 1 mL using a using fine tube into the bilateral bronchus.
3.2. Cover the skin with the coated gel, and then place the transducer on the intercostal space and subcostal area to detect the pleural fluid.
NOTE: In order to detect the effusion accurately, we selected the left and the right lateral positions to perform an ultrasound examination.
5. Will the filming need to take place in multiple locations? Y, same floor different rooms


Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

1. REQUIRED Interview Statements (Said by you on camera): All interview statements may be edited for length and clarity. 

1.1. Xiaoli Zhu: This method can provide insight into the toxicity of nanomaterials and can be applied for the study of pulmonary toxicity [1].

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

1.2. Xiaoli Zhu: This technique was developed to study the effects of polyacrylate /nanosilica-induced pleural effusion [1].

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

Ethics title card: (for human subjects or animal work, does not count toward word length total)

1.3. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) at the Animal Center of Lianhelihua Beijing, China.


Section - Protocol
2. Polyacrylate/Nanosilica (PA/NPSi) Instillation
2.1. Before beginning the instillation, sonicate a fresh, 10-milliter polyacrylate-nanosilica suspension in normal saline for 20-30 minutes [1] followed by 10 minutes of vortexing [2] before diluting the suspension to 3.125, 6.25, and 12.5 milligram/milliliter concentrations [2].
2.1.1. WIDE: Talent placing particle suspension into sonicator (Editor: I with this shot removed, I feel that 2.1.2 will not be long enough to cover all of the VO. The authors may need to be prompted to remove or reduce some of the VO here)
2.1.2. MED: Talent vortexing particles
2.1.3. MED: Talent adding particles to tube(s), with tube concentration labels visible in frame as possible
2.2. Next, confirm a lack of response to toe pinch in an anesthetized rat [1-TXT] and fix the front teeth of the animal to the board with a piece of nylon string [2]. 
2.2.1. CU: Toe being pinched TEXT: Anesthesia: 99.5% ether
2.2.2. CU: Teeth being fixed
2.3. Using forceps and a frontal lets, gently open the mouth to visualize the fissure of glottis [1] and insert a fine tube into the bilateral bronchus [2].
2.3.1. ECU: Mouth being opened/glottis being visualized
2.3.2. CU: Tube being inserted
2.4. Then instill 0.5 milliliters of the polyacrylate-nanosilica particles through the tube into the lungs [1] and place the rat in the supine position with monitoring until full recovery [2-TXT].
2.4.1. CU: PA/NPSi being instilled 
2.4.2. MED: Talent placing rat into supine position Videographer: More Talent than rat in shot TEXT: Repeat for each rat
3. Pleural Effusion Ultrasound Examination and Chest Computed Tomography (CT) Scanning

3.1. On days 1, 3, 7, and 14 after instillation, use an electric shaver to remove the hair from the chest and upper abdomen of each anesthetized rat [1] and place the rat on the mounting plate of an ultrasound system with a linear array transducer in the supine position [2].

3.1.1. WIDE: Talent shaving rat Videographer: More Talent than rat in shot (shot will be used again)
3.1.2. MED: Talent placing rat onto plate Videographer: More Talent than rat in shot

3.2. Apply ultrasound gel to the exposed skin [1] and place the transducer on the intercostal space and subcostal area to detect the pleural fluid [2]. In order to detect the effusion accurately, select the left and the right lateral positions to perform an ultrasound examination [3].

3.2.1. CU: Gel being applied
3.2.2. CU: Transducer being applied 
3.2.3. [Added Shot]: CU: In order to detect the effusion accurately, selected the left and the right lateral positions to perform an ultrasound examination.

3.3.  [1] [2-TXT].

(Editor: The authors noted “This shot was not filmed” after 3.3. I’m unsure if they meant all of 3.3 or just one of the shots. However, 3.3 was one continuous sentence so I’m assuming they meant the whole step was not filmed)

3.3.1. MED: Talent placing rat onto sheet Videographer: More Talent than rat in shot
3.3.2. MED: Talent scanning rat Videographer: More Talent than rat in shot TEXT: See text for CT parameter setup details

4. Pleural Effusion Collection and Nanoparticle Isolation 

4.1.  [1] [2].

4.1.1. Use 3.1.1. Talent shaving rat  
4.1.2. CU: Iodine being applied

4.2. [1] [2] [3].

4.2.1. CU: Incision being made
4.2.2. CU: Skin being opened
4.2.3. CU: Shot of pleural cavit(ies)

4.3. [1-TXT] [2-TXT].

4.3.1. CU: Effusion being aspirated TEXT: Euthanize rat according to institutional guidelines
4.3.2. MED: Talent placing tube(s) into centrifuge TEXT: 15 min, 300 x g

4.4. [bookmark: _GoBack][1] [2].

4.4.1. CU: Sample being collected
4.4.2. CU: Sample being added to slide 



Section – Results
5. Results: Representative Rat Pleural Effusion Analyses 

5.1. On day 7, both pleural effusion and pericardial effusion [1] … are detected in the 6.25 milligram/kilogram/milliliter-instilled group [2].

5.1.1. LAB MEDIA: pleural effusion.avi
5.1.2. LAB MEDIA: pericardial effusion.avi

5.2. On days 7 and 14, CT chest scans of the 12.5 milligram/kilogram/milliliter-instilled animals are abnormal at the blunt posterior costophrenic angle, hinting at a small amount of pleural effusion [1].

5.2.1.  LAB MEDIA: Authors: please upload the images from Figure 2B alone in a new image file without the B label to your project page and with the blunt posterior costophrenic angle indicated in a separate layer if possible (do not flatten layers before uploading)

5.3. Transmission electron microscopy [1] of pleural effusion samples reveals nanosilica nanoparticles individually [2] and in clusters with a morphology [3] consistent with that observed for nanoparticles within the prepared suspension [4].

5.3.1. LAB MEDIA: Authors: please upload the images from Figure 3A and 3B together in a new image file without the A and B labels to your project page
5.3.2. LAB MEDIA: Figure 3: JoVE Video Editor: please emphasize one nanoparticle in right image
5.3.3. LAB MEDIA: Figure 3: JoVE Video Editor: please emphasize one nanoparticle cluster in right image
5.3.4. LAB MEDIA: Figure 3: JoVE Video Editor: please emphasize nanoparticle(s) in left image



Section - Conclusion
6. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
6.1. Xiaoli Zhu: The most important thing is to remember to visualize the fissure of the glottis and to insert a fine tube into the bilateral bronchus (Step: 2.3) [1].
6.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
6.2. Xiaoli Zhu: The nanoparticles can also be instilled by inhalation or intravenous injection, as both methods have been performed in previous studies [1].
6.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
6.3. Xiaoli Zhu: This technique is useful for studying the development of pleural effusion [1].
6.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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