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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?  Enter Yes or No.  
If Yes, can you record movies/images using your own microscope camera?
Enter Yes or No.  
If your protocol involves microscopy but you are not able to record movies/images with your microscope camera, JoVE will need to use our scope kit. 
If your microscope does not have a camera port, the scope kit will be attached to one of the eyepieces and you will have to perform the procedure using one eye.

Enter make and model of microscope.

2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  Enter 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. Please upload all screen captured video files to your project page as soon as possible.

3. Filming location: Will the filming need to take place in multiple locations?   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 Protocol section is restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length

Number of Steps:  21
Number of Shots:  50

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. This work was approved by the human research ethics committee of Monash Health. The protocol follows the guidelines of the human research ethics committee.

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. Assessment of Phagocytic Function by Flow Cytometry
2.1. Incubate 450 microliters of peripheral blood with 50 microliters of inactivated PI labeled H. influenzae for 20 minutes in a water bath at 37 degrees Celsius in a 5-milliliter tube [1-TXT].
2.1.1. WIDE: Talent incubating the blood sample with the culture in water bath. TEXT: PI-propidium iodide

2.2. Remove the samples from the water bath [1] and add 5 microliters of DHR [2-TXT]. Vortex for 10 seconds [3], and then place it back in the water bath for a further 10 minutes [4].
2.2.1. WIDE: Talent removing the sample form the water bath.
2.2.2. Addition of DHR. TEXT: DHR-dihydrorhodamine-1,2,3
2.2.3. Talent vortexing the tube.
2.2.4. Talent placing the tube in the water bath.

2.3. Remove the samples from the water bath [1] and lyse 500 microliters of the erythrocytes with 5 milliliters of 0.8% ammonium chloride solution [2-TXT].
2.3.1. WIDE: Talent removing the samples from the water bath.
2.3.2. Talent adding ammonium chloride solution. TEXT: 150 mM NH4Cl, 1 mM NaHCO3, and 0.1 mM EDTA
3. Assessment of Lymphocyte Function in Peripheral Blood
3.1. Collect 4 milliliters of blood from a peripheral vein of each subject in a lithium heparin tube [1] and divide the samples into aliquots for control and antigen stimulation [2].
3.1.1. Talent collecting blood samples from the subject.
3.1.2. Talent aliquoting the samples.

3.2. Add costimulatory antibodies to both the samples [1]. Add NTHi to the antigen sample [2-TXT] and incubate at 37 degrees Celsius and 5% carbon dioxide for 1 hour [3].
3.2.1. Addition of costimulatory antibodies.
3.2.2. Addition of NTHi to antigen sample. TEXT: NTHi-Nontypeable H. influenzae.
3.2.3. Talent incubating the tubes.

3.3. Add the Golgi-blocking agent Brefeldin A to the samples [1-TXT] and incubate them for another 5 hours [2].
3.3.1. Addition of Brefeldin A. TEXT: 10 µL/mL
3.3.2. Incubating the sample.

3.4. Fix the lysed leukocytes, prepared previously, using 500 microliters of 1 to 2% paraformaldehyde for 1 hour [1].
3.4.1. Addition of paraformaldehyde to the lysed leukocytes.

3.5. Using a hemocytometer, count 1 million cells [1]. Permeabilize them with 100 microliters of 0.1% saponin for 15 minutes [2] and incubate the cells with fluorescent-labeled antibodies [3]. 
3.5.1. SCOPE: Counting of the cells.
3.5.2. Addition of 0.1% saponin in 1 million cells. Videographer: Take multiple shots as it will be used later in the video in step 4.5.2.
3.5.3. Addition of fluorescent-labeled antibodies.

3.6. Wash the cells [1] and analyze them using a flow cytometer [2].
3.6.1. Washing of the cells.
3.6.2. Analysis of the cells in flow cytometer.

3.7. Determine the proportion of antigen responding cells by gating the relevant lymphocyte populations [1]. Perform background staining on non-stimulated cells for all the cytokines to be analyzed [2-TXT]. 
3.7.1. Gating of the lymphocyte population.
3.7.2. Background staining on all cells. TEXT: Screen 0.1 million cells

4. Assessment of Lymphocyte Function/Inflammatory Mediators in Lung Tissue
4.1. Slice about 20 to 40 grams of the lobectomy sample into 3 to 5 cubic millimeter sections [1]. Place them inside a sterile 50 microliter chamber [2] before being mechanically fragmented using an appropriate disaggregator [3].
4.1.1. Slicing of the lobectomy sections.
4.1.2. Talent placing the sections in sterile chamber. 
4.1.3. Mechanical fragmentation of the section in disaggregator.

4.2. After tissue disaggregation, lyse the red blood cells with 0.8% ammonium chloride [1]. Resuspend the cells in sterile RPMI [2-TXT] and then filter them through a 100-micrometer sterile nylon mesh [3]. Count the number of viable cells using the trypan blue exclusion method [4].
4.2.1. Addition of ammonium chloride to the disaggregated tissue.
4.2.2. Addition of RPMI. TEXT: RPMI- Roswell Park Memorial Institute medium
4.2.3. Talent filtering the suspension with nylon mesh.
4.2.4. Counting of the viable cells using Trypan blue method.
 
4.3. Resuspend the lung cells in RPMI medium to a final cell concentration of 4 million cells per milliliter per tube for control and stimulated samples [1-TXT], then infect the cells in the NTHi tube at an MOI of 100 bacteria per cell [2-TXT]. Loosen the cap half a rotation to allow gas transfer in the tubes [3].
4.3.1. Addition of RPMI in the lung cells. TEXT: Use same amount for NTHi tube
4.3.2. Infection of bacteria in NTHi tube. TEXT: MOI-multiplicity of infection 
4.3.3. Loosening of the cap.

4.4. Place the cells in a tube rotator and incubate them at 37 degrees Celsius while rotating at 12 rotations per minute [1]. To prevent the extracellular export of cytokines, add a Golgi blocker, Brefeldin A, 1 hour after stimulation and incubate the cell suspensions for a further 16 to 22 hours with rotation [2-TXT].
4.4.1. Placing the tube in tube rotator.
4.4.2. Addition of Brefeldin A. TEXT: final concentration of 10 μg/mL

4.5. Wash the cell suspension with 500 microliters of PBS containing 1% bovine serum albumin and 0.01% sodium azide [1], then fix and permeabilize the cells as described previously [2].
4.5.1. Washing of the cell suspension.
4.5.2. Use 3.5.2.

4.6. Add the antibodies for intracellular cytokine staining [1]. Stain the cell suspension for specific human lymphocyte cell-surface markers for 1 hour [2]. Wash the cells with PBS, then fix and permeabilize them [3].
4.6.1. Addition of antibodies.
4.6.2. Staining of the cells.
4.6.3. Washing of the cells.

4.7. Incubate the cells with intracellular cytokine staining antibodies for 1 hour [1]. Wash the cells with 500 microliters of PBS [2] and resuspend in 100 microliters of PBS before data acquisition on a flow cytometer [3].
4.7.1. Incubation of the cells.
4.7.2. Washing of the cells with PBS.
4.7.3. Addition of PBS for data acquisition.

5. Assessment of Lung Proteolysis by Confocal Microscopy
5.1. Mount either fresh or frozen unfixed lung tissue sections of 4 micrometer thickness on superfrost or adhesion slides [1].
5.1.1. Mounting of the tissue sections on slides.
5.2. Add fluorescein-labeled gelatin substrate directly on individual slides to measure proteolysis via the action of metalloproteinases [1-TXT]. Rinse the sections in 1x reaction buffer before being mounted [2].
5.2.1. Addition of fluorescein-labeled gelatin substrate. TEXT: 30 μg/mL per section
5.2.2. Rinsing the cells with 1x reaction buffer.

5.3. Place the slides horizontally [1] and incubate in a light-protected, humidified chamber at 37 degrees Celsius for 1 hour [2].
5.3.1. Placing of the slide.
5.3.2. Incubation of the slide.

5.4. As a negative control, add only the reaction buffer without fluorescent gelatin to the sections [1]. Use a confocal microscope to assay the lysis of the substrate by examination [2].
5.4.1. Addition of reaction buffer without gelatin as negative control.
5.4.2. Talent at the microscope.
 


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: 143. (Voiceover is the text that follows the two-digit numbers)
· Please note that the video cannot include voiceover without an accompanying visual. 

6. The Analysis of ROS and Cytokine Production by Monocytes and in situ Zymography of the Lung Tissue.
6.1. The gating strategy with forward and side scatter for peripheral blood mononuclear cells was used to define the phagocyte population [1].
6.1.1. LAB MEDIA: Figure 1A.

6.2. The phagocyte population was further defined by CD14 (spell out) expression to label the monocytes [1].
6.2.1. LAB MEDIA: Figure 1B.

6.3. The measurement of ROS (spell out) was performed using oxidation of DHR123 (spell out) to produce fluorescence. The median fluorescence in this monocyte population of the stimulated sample [1-TXT] was compared to the control [2].
6.3.1. LAB MEDIA: Figure 1C. TEXT: ROS-Reactive oxygen species
6.3.2. LAB MEDIA: Figure 1D.

6.4. Flow cytometry was used for the analysis of expression of the leukocyte marker CD45 [1], CD3 [2], and CD4/CD8 (C-D-four-C-D-eight) expression [3].
6.4.1. LAB MEDIA: Figure 2A.
6.4.2. LAB MEDIA: Figure 2B.
6.4.3. LAB MEDIA: Figure 2C.

6.5. CD3/CD4+ (C-D-three-C-D-four-positive) cells were assessed for intracellular cytokine production in control [1] and NTHi-stimulated samples [2].
6.5.1. LAB MEDIA: Figure 2D.

6.6. Protease activity as measured by in situ zymography showed the expression of chromatin in sections of lung tissue [1], MMP activity in the form of fluorescent staining [2-TXT], and the merged image indicating that the MMP activity was also co-localized with the expression of chromatin [3].
6.6.1. LAB MEDIA: Figure 3A.
6.6.2. LAB MEDIA: Figure 3B. TEXT: MMP- matrix metalloproteinases
6.6.3. LAB MEDIA: Figure 3C.





Conclusion
7. [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.
7.1. 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?
7.2. 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?
7.3. 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.


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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