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Author Questionnaire 
1. We have marked your project as author-provided footage, meaning you film the video yourself and provide JoVE with the footage to edit. JoVE will not send the videographer. Please confirm that this is correct. 
☐ Correct 
☐ Incorrect 

2. Interview statements: Which interview statement filming option is the most appropriate for your group? Please select one.

☐ 	Interviewees self-record interview statements. JoVE can provide support for this option.

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


[bookmark: Text5]3. Proposed interview filming date: Please indicate the proposed date that your group will self-film interviews: MM/DD/YYYY

DO NOT use this draft script for filming Interviews. Please wait until your script is finalized to begin the filming process. 

When you are ready to submit your video files, please contact our Content Manager, Utkarsh Khare. 

To ensure that your script can be filmed in one day, the protocol sections are cumulatively restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length

Number of Steps:  10
Number of Shots:  21

Introduction 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer up to 2 introduction and up to 3 conclusion questions. No more than 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· Speak naturally and avoid reading the lines.
· Answer in full sentences, the questions will not be displayed in the video. 
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

Authors: Please note that the questions will not appear on screen. Please answer in stand-alone statements with sufficient context.

INTRODUCTION:

What is the scope of your research? What questions are you trying to 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 20 or fewer words.

What research gap are you addressing with your protocol?
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 20 or fewer words.
What are the most recent developments in your field of research?
1.3. 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 20 or fewer words.
What technologies are currently used to advance research in your field?
1.4. 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 20 or fewer words.

CONCLUSION:

What advantage does your protocol offer compared to other techniques?
1. 
1.1. 
1.2. 
1.3. 
1.4. 
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 20 or fewer words.

What are the current experimental challenges?
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 20 or fewer words.

What significant findings have you established in your field?
1.7. 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 20 or fewer words.

How will your findings advance research in your field?
1.8. 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 20 or fewer words.
What new scientific questions have your results paved the way for?
1.9. 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 20 or fewer words.
What questions will future research focus on?
1.10. 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 20 or fewer words.

Ethics Title Card

This research has been approved by the Institutional Review Board (IRB) or equivalent body at (insert Institutional Name)	Comment by Sulakshana Karkala: AUTHORS: Please provide the Ethics Statement in the given format. 


Protocol  
[bookmark: _Hlk188263998]Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The two-digit steps (e.g., 2.1., 2.2.) are the narration.  JoVE is responsible for the narration of the protocol and results.
· Red italics are pronunciation guides indicating how the word will be spoken. 
· Filming should take no more than 10 minutes per step. If a step takes more than 10 minutes, prepare the product for that step in advance.
· The three-digit shots (e.g., 2.1.1., 2.2.2.) are the actions that you/your videographer will capture. 
NOTE: Protocol drafted from footage
2. Preparation, Infection, and Culture of Human Placental Explants on Gelatin Sponges
Demonstrator: Click here to enter name of demonstrator(s)

If the same person is the demonstrator throughout, mention them once here and remove the "Demonstrator" field from the other sections; if the demonstrator changes, retain the field in the respective sections.

2.1. To begin, using sterile forceps, transfer the placental structures, gently shaking them to remove as much blood as possible [1]. Using two sterile forceps, tear the placental villi into small pieces of approximately 1 cubic millimeter [2]. To facilitate counting, group explants in batches of 10 in a dish containing PBS. Make as many batches as needed for the experiment [3].
2.1.1. LAB MEDIA: MARTIN DOI10.3791-69525 vid1 	0:00 – 00:25
2.1.2. LAB MEDIA: MARTIN DOI10.3791-69525 vid1	 02:25 – 02:39, 11:05
2.1.3. LAB MEDIA: MARTIN DOI10.3791-69525 vid1 	11:40-12:00, 19:04-19:10
2.2. Once the desired quantity of explants is obtained, group them into one well per experimental condition using sterile forceps [1] and add the appropriate amount of medium [2].
2.2.1. LAB MEDIA: MARTIN DOI10.3791-69525 vid2 	0:32 – 01:00
2.2.2. LAB MEDIA: MARTIN DOI10.3791-69525 vid2 	00:08-00:14
2.3. Add the virus preparation at the desired multiplicity of infection [1]. Then gently agitate manually with a tip or forceps so that all explants in the well are in contact with the infected medium [2].
2.3.1. LAB MEDIA: MARTIN DOI10.3791-69525 vid2 	4:30-04:35
2.3.2. LAB MEDIA: MARTIN DOI10.3791-69525 vid2 	04:36-04:41
2.4. Next, put 3 milliliters of medium without fetal bovine serum into each well of a sterile 6-well plate [1].
2.4.1. LAB MEDIA: MARTIN DOI10.3791-69525 vid3 	00:14-00:33
2.5. Gently hold a gelatin sponge with sterile forceps without applying excessive pressure to avoid deforming it [1]. With a pair of sterile scissors, cut the sponge [2].
2.5.1. LAB MEDIA: MARTIN DOI10.3791-69525 vid3 	02:11-02:19
2.5.2. LAB MEDIA: MARTIN DOI10.3791-69525 vid3 	02:24-02:30
2.6. Place one sponge into each well, counting 9 explants per sponge [1]. Then place the 6-well plate with the sponges overnight in the incubator at 37 degrees Celsius and 5 percent carbon dioxide [2].
2.6.1. LAB MEDIA: MARTIN DOI10.3791-69525 vid3 	02:37-02:50
2.6.2. LAB MEDIA: MARTIN DOI10.3791-69525 vid4 	00:03 – 00:17
2.7. The next day, put sterile PBS into each well of a new sterile 6-well plate to fill three-quarters of the volume [1].
2.7.1. LAB MEDIA: MARTIN DOI10.3791-69525 vid5 	02:02 – 02:12
2.8. Place a sterile strainer in the first well [1] and, using sterile forceps, transfer all the explants from a given condition to the strainer [2]. Gently mix with the forceps and shake the strainer for about 10 seconds so that all the explants are in contact with the PBS [3].
2.8.1. LAB MEDIA: MARTIN DOI10.3791-69525 vid5 	03:22-03:27
2.8.2. LAB MEDIA: MARTIN DOI10.3791-69525 vid5 	03:40 – 03:55
2.8.3. LAB MEDIA: MARTIN DOI10.3791-69525 vid5 	04:40 – 05:01
2.9. Now, manually move the strainer to the second well of the plate [1] and repeat the washing procedure [2]. Continue moving the strainer until the sixth well [3].
2.9.1. LAB MEDIA: MARTIN DOI10.3791-69525 vid5 	05:02 – 05:07
2.9.2. LAB MEDIA: MARTIN DOI10.3791-69525 vid5 	05:08-05:15
2.9.3. LAB MEDIA: MARTIN DOI10.3791-69525 vid5 	07:40-07:50
2.10. After the last wash, use forceps to place the explants one by one on the sponge [1], positioning 9 explants per sponge [2].
2.10.1. LAB MEDIA: MARTIN DOI10.3791-69525 vid5 09:00-09:20
2.10.2. LAB MEDIA: MARTIN DOI10.3791-69525 vid5 12:28-12:33

2.10.3. 

Results
Please review this section to make sure that it accurately reflects your findings.
· You/Your videographer does not have to record this section. It only includes the figures/tables from your manuscript (called LAB MEDIA). 
· Use Track Changes when making edits or revisions. Ensure the voiceover length is below 200 words. Current word count: 171
· Please note that the video cannot include voiceover without an accompanying visual.

3. Results 

3.1. Placental tissue integrity was visually assessed before dissection to exclude non-trophoblastic structures and blood clots prior to explant preparation [1]. Placental explants were successfully cultured on gelatin sponges at the air-liquid interface after dissection [2].
3.1.1. LAB MEDIA: Figure 2B. 
3.1.2. LAB MEDIA: Figure 2C. 
3.2. Beta-human chorionic gonadotropin secretion decreased during the culture period but did not preclude the proper viability and integrity of the tissue1 [1].
3.2.1. LAB MEDIA: Figure 3A. Video editor: Highlight the paired data points showing beta-human chorionic gonadotropin levels at measure 1 and measure 2.
3.3. Placental cytoarchitecture was preserved during culture, with placental alkaline phosphatase[1], cytokeratin 7 [2], and vimentin expression detected in both first- and third-trimester explants [3].
3.3.1. LAB MEDIA: Figure 3B. Video editor: Highlight the PLAP panels for first- and third-trimester explants.
3.3.2. LAB MEDIA: Figure 3B. Video editor: Highlight CK7 panels for first- and third-trimester explants.
3.3.3. LAB MEDIA: Figure 3B. Video editor: Highlight theV IM panels for first- and third-trimester explants.
3.4. No apoptotic signal was detected in untreated placental explants [1], in contrast to the DNase I (D-N-Ase-One) –treated positive control [2].
3.4.1. LAB MEDIA: Figure 3C. Video editor: Show the untreated tissue panels with minimal fluorescent signal.
3.4.2. LAB MEDIA: Figure 3C. Video editor: Show the DNase I–treated positive control panel with strong signal.
3.5. Human cytomegalovirus replication was detected in histoculture supernatants, with viral titers varying between placental donors [1]. Human cytomegalovirus proteins were detected in infected placental explants by immunohistochemistry [2].
3.5.1. LAB MEDIA: Figure 4A. Video editor: Highlight the scatter plot 
3.5.2. LAB MEDIA: Figure 4B. Video editor: Highlight the HCMV image
3.6. Zika (Zee-ka) virus replication in placental explants varied between donors, with some samples showing limited permissiveness [1].
3.6.1. LAB MEDIA: Figure 4C. Video editor: Highlight the individual curves 
3.7. USUV (You-suv) viral transcripts were detected in both first- and third-trimester placental explants, with donor-dependent variability [1].
3.7.1. LAB MEDIA: Figure 4D. Video editor: Highlight the USUV panel in both 1st and 3rd trimester panels 
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