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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. 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 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.

3. 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.

[bookmark: Text5]4. Proposed filming date: To help JoVE process and publish your video in a timely manner, please indicate the proposed date that your group will film here: MM/DD/YYYY

DO NOT use this draft script for filming. 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:  25
Number of Shots:  55 

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.

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 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 20 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 20 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 20 or fewer words.

CONCLUSION:

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 20 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 20 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 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.



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. 

2. DNA Preparation for Transfection
Demonstrator: Click here to enter name of demonstrator(s)


2.1. To begin, maintain K562 cells in T-75 culture flasks at 37 degrees Celsius with 5 percent carbon dioxide and humidified conditions [1-TXT]. 
2.1.1. WIDE: Talent placing T-75 flasks into a cell culture incubator set to 37 degrees Celsius with 5 percent carbon dioxide. TXT: Use DMEM supplemented with 10% FBS and 1× Penicillin-Streptomycin

2.2. Quantify the DNA to be used for transfection using a spectrophotometer at 260 nanometers [1]. Use 8 micrograms of total plasmid DNA per transfection by preparing 4 micrograms of each plasmid for a co-transfection [2] and mix the required amount with 90 microliters of ultra-pure water [3].
2.2.1. Talent placing the sample in spectrophotometer.
2.2.2. Shot of adding plasmid to microcentrifuge tubes containing water.
2.2.3. Talent inverting the tube to mix.

2.3. Now, add 10 microliters of 3 molar sodium acetate solution and 2.5 volumes of 100 percent ethanol to the diluted DNA solution [1]. Mix the DNA solution thoroughly [2] and incubate it overnight at minus 20 degrees Celsius to allow DNA precipitation [3].
2.3.1. Talent adding sodium acetate followed by ethanol to the DNA-containing microcentrifuge tube.
2.3.2. Talent closing the tube cap, vortexing briefly.
2.3.3. Talent placing the tube into a minus 20 degree Celsius freezer.

2.4. On the following day, centrifuge the DNA precipitation tube at 11,000 g for 15 minutes at 4 degrees Celsius [1].
2.4.1. Talent placing tube into a centrifuge and setting it to 11,000 g at 4 degrees Celsius for 15 minutes.

2.5. Under sterile conditions in a biosafety cabinet, carefully discard the supernatant from the tube [1]. Add 500 microliters of 70 percent ethanol to the tube to wash the pellet [2] and centrifuge again at 11,000 g for 5 minutes at 4 degrees Celsius [3].
2.5.1. Talent inside a biosafety cabinet gently pouring off the supernatant from the DNA pellet.
2.5.2. Talent adding 70 percent ethanol to the pellet-containing tube.
2.5.3. Talent placing tube in the centrifuge for a 5-minute spin at 11,000 g and 4 degrees Celsius.

2.6. Next, remove the ethanol supernatant completely from the tube [1] and let the DNA pellet air-dry until no visible ethanol remains [2].
2.6.1. Talent using a pipette to remove all ethanol from the tube.
2.6.2. Close-up of the tube left open inside the biosafety cabinet.

2.7. Then, resuspend the dried DNA pellet thoroughly in 50 microliters of DMEM [1] and store the plasmid-DMEM solution at 4 degrees Celsius until further use [2].
2.7.1. Talent pipetting DMEM into the tube and mixing to resuspend the DNA pellet.
2.7.2. Talent placing the tube in a 4 degree Celsius refrigerator.

2.8. Run 400 nanograms of the resuspended DNA, approximately 2.5 microliters, on a 1 percent agarose gel to verify DNA purification and integrity [1].
2.8.1. Talent pipetting the DNA sample into wells of a 1 percent agarose gel.





3. Preparation, Transfection and Culturing Cells
Demonstrator: Click here to enter name of demonstrator(s)
3.1. Harvest K562 cells from a T-75 flask when cultures reach 50 to 60 percent confluency to ensure optimal transfection efficiency [1].
3.1.1. Talent removing a T-75 flask from incubator.

3.2. Count the harvested cells using a hemocytometer [1] and transfer a volume containing 2 × 10⁵ cells into a 35-millimeter culture dish containing 900 microliters of DMEM without FBS or antibiotics [2].
3.2.1. Talent viewing the sample under a microscope.
3.2.2. Talent pipetting the calculated cell volume into a 35-millimeter dish containing serum-free DMEM.

3.3. Place the culture dish in a 37 degrees Celsius incubator with 5 percent carbon dioxide to maintain the cells in a ready state for transfection [1]. Use a Lipofectamine-based transfection kit to deliver plasmids, following the manufacturer’s instructions and adjusting volumes if needed [2].
3.3.1. Talent placing the culture dish into a humidified incubator.
3.3.2. Talent holding the transfection kit and reading the manufacturer’s instruction leaflet at the bench.

3.4. Add 3 microliters of P3000 Reagent to the previously prepared plasmid-DMEM solution [1]. Mix gently and incubate the mixture at room temperature for 5 minutes [2].
3.4.1. Talent pipetting 3 microliters of P3000 reagent into the DNA solution tube.
3.4.2. Talent gently flicking or pipetting the tube to mix and placing it on the benchtop for incubation.

3.5. Now, add 5 microliters of Lipofectamine 3000 Reagent along with enough DMEM to reach a final volume of 100 microliters [1]. Incubate this transfection mix at room temperature for 15 minutes [2].
3.5.1. Talent adding Lipofectamine 3000 and adjusting with DMEM to 100 microliters in a clean microcentrifuge tube.
3.5.2. Talent placing the tube on the benchtop and starting a 15-minute timer.

3.6. Add the full 100 microliters of the transfection mixture to the 35-millimeter culture dish containing the cells [1]. Gently shake the dish to disperse the mixture evenly [2], then return it to the incubator [3].
3.6.1. Talent pipetting the transfection mix onto the cultured cells in the 35-millimeter dish.
3.6.2. Talent gently shaking the dish in a circular motion.
3.6.3. Talent placing the dish back inside the incubator.

3.7. At 24 hours post-transfection, add 3 milliliters of full medium—DMEM supplemented with 10 percent FBS and 1× penicillin-streptomycin to each dish to promote proliferation of transfected cells [1]. At 72 hours post-transfection, begin selection by adding G-418 antibiotic to reach a final concentration of 1 milligram per milliliter [2].
3.7.1. Talent adding 3 milliliters of complete culture medium.
3.7.2. Talent adding G-418 solution to the dish and swirling gently to mix.



4. Isolation of Single Clones and Extraction of Nucleic Acids
Demonstrator: Click here to enter name of demonstrator(s)

4.1. Once the selection process is established and total cell count exceeds 1 × 10⁶ [1], harvest the cells by centrifugation at 300 g for 6 minutes at 25 degrees Celsius [2]. Wash the pellet once with 1× sterile PBS, pH approximately 7.4, and centrifuge again under the same conditions [3].
4.1.1. Talent loading the cell suspension into centrifuge tubes.
4.1.2. Talent placing the sample in a centrifuge.
4.1.3. Talent adding PBS to the pellet, mixing briefly.

4.2. After resuspending the final cell pellet in 1× PBS, determine the cell concentration using a hemocytometer [1]. Dilute the suspension to 1 × 10⁶ cells per milliliter, ensuring the cells are fully resuspended [2].
4.2.1. Talent resuspending the cell pellet in PBS and loading the sample onto a hemocytometer.
4.2.2. Talent diluting the suspension to the required concentration and vortexing briefly.

4.3. Next, set up the fluorescence-activated cell sorter to single-cell mode using a 96-well tissue culture-treated plate as the collection device [1]. Adjust the software settings depending on the instrument used [2].
4.3.1. Talent selecting single-cell mode on the sorter and placing a sterile 96-well plate on the sorter stage.
4.3.2. Shot of the software interface with adjustments made to enable single-cell sorting mode.

4.4. Gate the primary population by selecting cells based on forward scatter and side scatter to isolate expected size and granularity [1]. Exclude debris and highly granular or dead cells, and use forward scatter area versus height or side scatter area versus height plots to gate singlets [2].
4.4.1. Shot of monitor showing gating window with FSC vs SSC and debris exclusion marked on the plot.
4.4.2. Shot of monitor showing highlighted singlet gating using FSC-A vs FSC-H and SSC-A vs SSC-H dot plots.

4.5. Then, pre-fill each well of the 96-well plate with 100 microliters of full medium containing 1 milligram per milliliter of G-418 [1] and warm the plate in a 37 degrees Celsius incubator [2]. Perform cell sorting in single-cell mode, keeping the sorting rate below 300 events per second to improve accuracy [3].
4.5.1. Talent pipetting medium with G-418 into each well of the plate.
4.5.2. Talent placing the plate into the incubator.
4.5.3. Talent monitoring the cell sorter interface and maintaining the sorting speed below 300 events per second.

4.6. After sorting, inspect each well under a microscope to confirm the presence of a single cell per well [1] and place the plate in a 37 degrees Celsius incubator with 5 percent carbon dioxide [2].
4.6.1. Talent observing the 96-well plate under a microscope.
4.6.2. Talent placing the inspected plate into the incubator.

4.7. Allow the single-cell clones to expand individually in the 96-well plate [1]. Once clonal growth is evident, reduce the G-418 concentration to 400 micrograms per milliliter to maintain selection pressure [2]. Transfer well-growing clones sequentially to 12-well plates, then to T-25 flasks, and finally to T-75 flasks as needed until each clone reaches approximately 1 × 10⁶ cells [3].
4.7.1. Talent removing the plate from the incubator.
4.7.2. Talent removing the medium in a well and adding medium containing reduced G-418 concentration.
4.7.3. Talent showing a 12-well plate, then showing T-25 and T-75 flasks containing cultures.

4.8. Next, collect double cell pellets at regular intervals [1]. Store one pellet at minus 20 degrees Celsius for genomic DNA extraction [2]. Homogenize a second pellet in 500 microliters of Trizol Reagent [3] and store it at minus 20 degrees Celsius for RNA extraction and complementary DNA synthesis [4].
4.8.1. Talent placing a tube with sample in a centrifuge.
4.8.2. Talent placing one pellet tube into a minus 20 degree Celsius freezer.
4.8.3. Talent adding Trizol to the second pellet containing tube.
4.8.4. Talent placing the tube in the freezer.

4.9. Extract genomic DNA from selected clones using phenol-chloroform extraction, followed by ethanol precipitation [1].
4.9.1. Talent adding phenol-chloroform to a sample tube.

4.10. Fully resuspend the extracted DNA in nuclease-free water or TE buffer [1]. Measure the DNA concentration and purity using a spectrophotometer before continuing to downstream steps [2]. Finally, extract total RNA from the stored cell pellets using Trizol Reagent followed by isopropanol precipitation [3-TXT]. 
4.10.1. Talent pipetting TE buffer into the DNA pellet tube and mixing gently to dissolve.
4.10.2. Talent placing the sample in spectrophotometer.
4.10.3. Talent removing the ell pellet with Trizol from the freezer. TXT: Perform PCR, pyrosequencing and cDNA synthesis using the isolated nucleic acids



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: 68.
· Please note that the video cannot include voiceover without an accompanying visual.

5. Results 

5.1. Single cells were sorted into 96-well plates using fluorescence-activated cell sorting to isolate those carrying both constructs [1]. PCR analysis of 10 expanded clones confirmed that only some retained both constructs, indicated by bands at 230 base pairs and 205 base pairs [2].
5.1.1. LAB MEDIA: Figure 3C. 
5.1.2. LAB MEDIA: Figure 3C. Video editor: Highlight lanes 3 and 4 .

5.2. Pyrosequencing revealed that the positive clone 2 showed increased methylation at multiple CpG sites near the gRNA1 target region compared to the untransfected control [1].
5.2.1. LAB MEDIA: Figure 3D. Video editor: Highlight the green bars labeled “Clone C2” in the graph within the box.
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