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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.
If a dissection or stereo microscope is required for your protocol, please list all shots from the script that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).
Click here to list microscope shots, using the shot numbers from the protocol section of the video script.

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.
We recommend using the screen capture program OBS. JoVE’s tutorial for using OBS Studio is provided at this link: https://review.jove.com/v/5848/screen-capture-instructions-for-authors?status=a7854k
As these files are necessary for finalizing your script, 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 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:  12
Number of Shots:  28

Introduction
Videographer: Obtain headshots for all authors available at the filming location. 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer the 1st REQUIRED question and at least 2 other questions (1.2 – 1.10) below. Up to 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· 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: 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 30 or fewer words.

What are the most recent developments in your field of research?
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.
What technologies are currently used to advance research in your field?
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 30 or fewer words.
What are the current experimental challenges?
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 30 or fewer words.

What significant findings have you established in your field?
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.

What research gap are you addressing with your protocol?
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.

What advantage does your protocol offer compared to other techniques?
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 30 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 30 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 30 or fewer words.
What research questions will your laboratory focus on in the future?
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 30 or fewer words.


Videographer: Obtain headshots for all authors available at the filming location.

Testimonial Questions (OPTIONAL): 

Videographer: Please ensure that all testimonial shots are captured in a wide-angle format, while also maintaining sufficient headspace, given that the final videos will be rendered in a 1:1 aspect ratio.

Answers to these questions will not appear in the video but may be featured in our journal's promotional materials.
· Enter the full name of the author who will deliver the statement. Add your title (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) as this will included in the promotional materials.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Answers will be mildly edited for clarity.
· Limit the length of each statement to 50 words or fewer.


How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. Enter author name, Enter author title: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 50 or fewer words.
Can you share a specific success story or benefit you’ve experienced—or expect to experience—after using or publishing with JoVE? (This could include increased collaborations, citations, funding opportunities, streamlined lab procedures, reduced training time, cost savings in the lab, or improved lab productivity.)
1.12. Enter author name, Enter author title: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 50 or fewer words.


Ethics Title Card
This research has been approved by the Research Ethics Committee (REC) of the Unit of Biomedical Ethics at the Faculty of Medicine, King Abdulaziz University



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 the videographer will capture. 

2. ELISA Testing of Sera Blood samples for SARS-CoV-2
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. [bookmark: _Hlk198815135]To begin, obtain blood samples from healthy patients who do not have any history of COVID-19 (Koh-Vid-Nineteen) [1]. Centrifuge the samples at 200 g for 10 minutes to obtain the serum supernatant [2]. Transfer the serum into fresh vials [3] and store at minus 20 degrees Celsius in a Biosafety Level 3 facility at the SIAU (S-I-A-U) until testing [4-TXT].
2.1.1. WIDE: Talent holding labelled sample bottles. 
2.1.2. Talent placing blood samples into the centrifuge.
2.1.3. Talent transferring the supernatant serum into labeled vials. 
2.1.4. Shot of the vials being placed at – 20 °C. SIAU: Special Infectious Agents Unit

2.2. To screen for anti-SARS-CoV-2 (Saard-Koh-V-Two) IgG (I-G-G) antibodies, coat microtiter plates with 100 nanograms of SARS-CoV-2 spike recombinant protein diluted in PBS (P-B-S) [1]. Incubate the plates overnight at 4 degrees Celsius [2].
2.2.1. Talent pieptting diluted spike protein solution into the wells of a microtiter plate.
2.2.2. Talent placing the coated plate into a cold storage unit marked 4 degrees Celsius.

2.3. Wash the plates three with PBST (P-B-S-T) [1]. Then add 5 percent skim milk to block the plates and incubate [2-TXT]. Wash the plates three more times with PBST after blocking [3].

2.3.1.  Talent adding PBST over the plates.
2.3.2. Talent pipetting 5 percent skim milk solution into each well and setting the plate on the bench for incubation. TXT: Incubation: RT, 1 h
2.3.3. Talent repeating the plate wash using PBST after blocking.

2.4. Now, dilute the sera samples at a ratio of 1 to 100 in 5 percent skim milk [1]. Add 100 microliters of diluted sera into each well [2]. Then the plate at 37 degrees Celsius for 1 hour [3].
2.4.1. Talent preparing diluted sera samples in 5 percent skim milk.
2.4.2. Talent dispensing 100 microliters of diluted samples into each well.
2.4.3. Talent placing the plate in a 37 degrees Celsius incubator.

2.5. After washing the plates three more times with PBST, pipette each well with 100 microliters of goat KPL (K-P-L) peroxidase-labeled antibodies to human IgG [1-TXT]. Incubate the plate for 1 hour at 37 degrees Celsius before washing the plates with PBST [2]. 
2.5.1. Talent pipetting diluted peroxidase-labeled antibodies into each well. TXT: Antibody dilution:  1 : 64,000 
2.5.2. Talent placing the plate back into the 37 degrees Celsius incubator.

2.6. Next, pipette 100 microliters of TMB (T-M-B) to each well [1-TXT]. Incubate for 5 minutes for color development [2]. Stop the reaction by adding 100 microliters of hydrochloric acid to each well [3]. 
2.6.1. Talent adding TMB solution to each well. TXT: TMB: 3,3',5,5'-Tetramethylbenzidine
2.6.2. Shot of the solutions in the wells changing color. 
2.6.3. Talent pipetting hydrochloric acid into each well.

2.7. Measure the absorbance at 450 nanometers using a microplate spectrophotometer [1-TXT]. Run all samples in duplicate and include positive controls from recovered COVID-19 patients [2].
2.7.1. Talent placing the plate in a microplate reader. 
TXT: If OD450 is >= 0.27, consider reactive
If OD450 is < 0.27, then specimen is non-reactive
2.7.2. Shot of plate with labeled wells. 


3. Micro-Neutralisation Assay for the Confirmation of Seropositivity of Blood Samples
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Place serum samples in a water bath set at 56 degrees Celsius for 30 minutes to heat-inactivate them [1]. Prepare serial dilutions of the heat-inactivated samples at ratios of 1 to 10, 1 to 20, and 1 to 40 using DMEM [2-TXT]. 
3.1.1. Talent placing serum sample tubes in a water bath labeled 56 degrees Celsius.
3.1.2. Talent pipetting DMEM into labeled tubes to prepare 1:10, 1:20, and 1:40 dilutions of the heat-inactivated serum samples. TXT: DMEM contains 100 mL from 50% tissue culture infection dose (TCID 50) of SARS-CoV-2

3.2. Next, culture Vero E6 (WE-Roh-E-Six) cells in DMEM [1-TXT]. Incubate the plates for 24 hours until 70 to 80% confluent cultures are obtained [2]. Once confluent, add 100 microliters of the diluted serum samples to the wells [3].	Comment by Sulakshana Karkala: AUTHORS: Please specify the incubation conditions
3.2.1. Talent pipetting Vero E6 cells into culture plates with DMEM. TXT: Seeding density: 2-3 x 10⁵ cells/well
3.2.2. Shot of plates with confluent Vero E6 cultures. 
3.2.3. Talent inspecting the confluent Vero E6 cells and pipetting diluted serum samples into the wells.

3.3. Now pipette 100 microliters of DMEM containing 50 percent tissue culture infection dose of SARS-CoV-2 to each well [1]. Incubate the plates at 37 degrees Celsius in a 5 percent carbon dioxide humidified incubator for 3 to 4 days [2].
3.3.1. Talent pipetting virus-containing DMEM into the wells.
3.3.2. Talent placing the plates inside a humidified incubator labeled 37 degrees Celsius and 5 percent CO2.

3.4. With an inverted microscope, assess the cytopathic effect three days after infection to read the plate [1-TXT]. 
3.4.1. Talent inspecting the well plate under a microscope.  TXT: MN titre is the highest dilution of the serum sample that completely prevents the viral-induced cytopathic effect
3.5. Include positive control wells with SARS-CoV-2-infected cells and no human serum [1]. Include negative control wells without virus or serum [2].
3.5.1. Talent labeling and pipetting into designated wells for positive controls.
3.5.2. Talent preparing and labeling wells for negative controls with no additions.
3.5.3. 

Results
Please review this section to make sure that it accurately reflects your findings.
· This section will not be recorded by the videographer. 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: 106
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. The number of blood donor varied before, during and after lockdown and were lower than usual due to COVID-19 pandemic [1]. 
4.1.1. LAB MEDIA: Table 1  Video Editor: Please sequentially highlight the rows corresponding to “Before lockdown”, “during lockdown” and “After lockdown”. 

4.2. Of the tested 3,825 serum samples, 173 tested positive for anti-SARS-CoV-2 IgG antibodies, while 3,652 tested negative [1]. 
4.2.1. LAB MEDIA: Table 2 Video Editor: Please sequentially highlight the “positive” column” and then the “negative” column
4.3. Overall, among the three study periods, the highest seropositivity rate was observed after easing the lockdown, with 111 out of 848 samples testing positive [1]. In contrast, the highest seronegative rate was observed before the lockdown, with 1,487 out of 1,495 samples testing negative [2]. 
4.3.1. LAB MEDIA: Figure 2 and Table 2 	Video Editor: Please highlight the  dots corresponding to “after lockdown”  in Figure 2. Please highlight positive value in the “after lockdown” row o f table 2
4.3.2. LAB MEDIA: Figure 2 and Table 2 	Video Editor: Please highlight the  dots corresponding to “before lockdown”  in Figure 2. Please highlight positive value in the “before lockdown” row o f table 2


4.4. The Micro-neutralization assay confirmed seropositivity of 147 ELISA (E-lie-sah) positive cases for SARS-CoV-2 while 26 were seronegative [1].
4.4.1. LAB MEDIA: Table 3	Video Editor: Please highlight the “Positive” column 
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