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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:  05
Number of Shots:  08 

Introduction 

Answers to these questions will become interview statements that you will deliver on camera.
· Introduction: Answer the 1st REQUIRED prompt and 1 additional question; Conclusion: Answer any 3 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.
· 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 full sentence with sufficient context.

INTRODUCTION:
REQUIRED: Summarize your research focus and the main questions it aims to answer.
1.1. Enter full 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.

Describe the research gap or limitation in existing methods and how this protocol addresses them.
1.2. Enter full 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.
Describe the research contexts or systems in which this protocol can be applied.
1.3. Enter full 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 does this protocol allow researchers to study or measure?
1. 
1.1. 
1.2. 
1.3. 
1.4. Enter full 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.

Describe the most important consideration or challenge when performing this protocol.
1.5. Enter full 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.

Are there any additional methods or analyses that can be performed following this procedure?
1.6. Enter full 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 can future studies build on this work? Describe the questions or research directions that can be investigated next.
1.7. Enter full 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 Animal Care and Use Committee (IACUC) at Biogen	Comment by Poornima  G: Authors: Please check if this is correct


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. 	Comment by Poornima  G: Authors: Please check all the pronunciation guides written in red italics below and post a comment at the respective guide if any changes are required
· 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. Direct Intrathecal Injection of Antisense Oligonucleotides into the Mouse
Demonstrator: Click here to enter name of demonstrator(s)

2.1. To begin, apply ophthalmic lubricant to both eyes of the mouse immediately after anesthesia induction to prevent corneal desiccation [1-TXT]. Then position the mouse in ventral recumbency on the heating pad to prevent hypothermia, minimize physiological stress, and support normal cardiovascular and respiratory functions throughout the procedure [2].
2.1.1. LAB MEDIA:  A)Mouse_Prepration_1 IMG.MOV 00:00–00:10 TXT: Anesthesia: 2 - 2.5% Isoflurane	Comment by Poornima  G: Authors: Please check if all the timestamps are correct
2.1.2. LAB MEDIA:  A)Mouse_Prepration_1 IMG.MOV 00:11–00:20

2.2. Administer buprenorphine extended-release injectable suspension at 3.25 milligrams per kilogram subcutaneously using a sterile syringe with a 25-gauge needle and inject 0.05 milliliters per 20 grams of body weight prior to the procedure [1].
2.2.1. LAB MEDIA:  A)Mouse_Prepration_1 IMG.MOV 00:20–00:35

2.3. After shaving the lumbar region from mid-flank to pelvic girdle, disinfect the area using alternating swabs of povidone-iodine [1] and isopropyl alcohol. Repeat three times and allow the site to air-dry completely [2].
2.3.1. LAB MEDIA:  B)Mouse_Preparation_2 IMG.MOV 00:08–00:14
2.3.2. LAB MEDIA:  B)Mouse_Preparation_2 IMG.MOV 00:15–00:25




2.4. Now, stabilize the pelvic girdle by gently grasping the pelvic girdle between the thumb and forefinger of one hand and palpating the dorsal midline with the other hand to locate the target intervertebral space between L4 to L5 or L5 to L6 [1].
2.4.1. LAB MEDIA:  C)Mouse IT injection Video IMG.MOV 00:00–00:10

2.5. Align the antisense oligonucleotide-containing sterile 0.3 milliliter insulin syringe fitted with a 29-gauge, ½-inch needle perpendicular to the dorsal skin surface or at a 70 to 80 degree angle, with the bevel oriented cranially [1]. Advance the needle until slight resistance is encountered as it penetrates the dura mater, then continue into the intrathecal space to inject the solution [2].
2.5.1. LAB MEDIA:  C)Mouse IT injection Video IMG.MOV 00:11–00:25
2.5.2. LAB MEDIA:  C)Mouse IT injection Video IMG.MOV 00:26–00:31


2.5.3. 

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: 160.
· Please note that the video cannot include voiceover without an accompanying visual.

3. Results 	Comment by Poornima  G: Authors: Please check if the narration is correct and if the figures and areas being highlighted match with the narration

3.1. Evans blue dye injected intrathecally for foundational validation experiments at 20, 30 microliters, and 50 microliters volumes showed consistent dorsal-to-ventral spinal cord staining in all mice, with higher volumes yielding more intense rostrocaudal dye saturation [1].
3.1.1. LAB MEDIA: Figure 1. Video editor: Highlight the increasing darkness of blue staining from the 20 , 30 and the 50 microliter Evans blue injection spinal cords.

3.2. Mice injected with sterile saline instead of Evans blue dye showed no spinal cord coloration or background staining [1].
3.2.1. LAB MEDIA: Figure 1. Video editor: Show the spinal cord from the control (saline) 

3.3. At 5 weeks post-treatment, compound muscle action potential amplitude was significantly higher in mice treated with SOD1-targeting antisense oligonucleotide via intrathecal injection [1] or intracerebroventricular injection [2], compared to mice treated with inactive antisense oligonucleotide [3]

3.3.1. LAB MEDIA: Figure 2A. Video editor: Highlight the green triangle group labelled "SOD1-ASO 100 µg; IT" with visibly higher CMAP amplitude.
3.3.2. LAB MEDIA: Figure 2A. Video editor: Highlight the blue circle group labelled "SOD1-ASO 100 µg; ICV" with similarly elevated CMAP amplitude.
3.3.3. LAB MEDIA: Figure 2A. Video editor: Highlight the red square group labelled "Inactive ASO; IT" with the lowest CMAP amplitude.

3.4. Serum levels of phosphorylated neurofilament heavy chain at 5 weeks post-injection were significantly reduced in both intrathecal [1] and intracerebroventricular SOD1-antisense oligonucleotide-treated mice [2] compared to inactive ASO controls [3].


3.4.1. LAB MEDIA: Figure 2B. Video editor: Highlight the green triangle group labelled "SOD1-ASO 100 µg; IT" with low pNFH levels.
3.4.2. LAB MEDIA: Figure 2B. Video editor: Highlight the blue circle group labelled "SOD1-ASO 100 µg; ICV" with similar low pNFH levels.
3.4.3. LAB MEDIA: Figure 2B. Video editor: Highlight the red square group labelled "Inactive ASO; IT" with high pNFH levels.

3.5. Quantitative PCR analysis showed that intrathecal delivery of SOD1-targeting antisense oligonucleotide achieved approximately 60% knockdown of human SOD1 mRNA in spinal cord tissue [1], whereas intracerebroventricular delivery resulted in approximately 35% knockdown [2], both significantly different from the inactive control [3]
3.5.1. LAB MEDIA: Figure 3. Video editor: Highlight the green triangle bar for “SOD1-ASO 100 µg; IT” showing the lowest SOD1 mRNA levels.
3.5.2. LAB MEDIA: Figure 3. Video editor: Highlight the blue circle bar for “SOD1-ASO 100 µg; ICV” showing moderate SOD1 mRNA reduction.
3.5.3. LAB MEDIA: Figure 3. Video editor: Highlight the red square bar for “Inactive ASO; IT” showing the highest SOD1 mRNA expression
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