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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.

4. Testimonials (optional): Would you be open to filming two short testimonial statements live during your JoVE shoot? These will not appear in your JoVE video but may be used in JoVE’s promotional materials. Enter Yes or No.

If Yes, please provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author willing to participate.
Enter full author name, Enter author position

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: 27
Number of Shots: 60 

Interviews
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.
· 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 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 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 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?
1.4. 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.

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

Are there any additional methods or analyses that can be performed following this procedure?
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.

How can future studies build on this work? Describe the questions or research directions that can be investigated next.
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.


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

Ethics Title Card
This research has been approved by the institutional guidelines for animal subjects. 	Comment by Vipasha Sharma: Author: Is this 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.) with purple font 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. 
Videographer: Please always record an audio slate while filming each shot mentioned in the shotlist.

Author: For better continuity and flow, Steps 2.1 and 3.1 in the script have been included from the unhighlighted portions of the manuscript.

2. Preparation of the Inoculation Solution
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. Begin with arranging the material in the fume hood [1]. Add 47 milliliters of water and 4 milliliters of 1 normal sodium hydroxide to a 100-milliliter beaker in a fume hood, then add 0.625 grams of cysteine hydrochloride [2]. In a second 100-milliliter beaker, add 0.625 grams of sodium sulfide to 47 milliliters of water, and keep the 2 solutions separate until the inoculation solution is prepared [3].
2.1.1. WIDE: Talent arranging the material in the fume hood
2.1.2. Talent adding 47 mL of water, 4 mL of 1N sodium hydroxide, and 0.625 grams of cysteine hydrochloride to a 100-mL beaker in the fume hood
2.1.3. Talent adding 0.625 grams of sodium sulfide to 47 milliliters of water in a second 100-mL beaker and keeping the 2 solutions separate
2.2. Combine the two reducing-agent solutions and mix them to obtain the reduction solution [1]. 
2.2.1. Talent combining the two reducing-agent solutions and mixing them to prepare the reduction solution.
2.3. Place a glass beaker of at least 2 liters capacity containing a large stir bar on a heated stirring plate set below 30 degrees Celsius [1]. Position a carbon dioxide diffuser above the liquid [2], add 1,600 milliliters of pre-warmed McDougall's buffer, and stir slowly without allowing the diffuser to contact the liquid [3].
2.3.1. Talent placing a glass beaker containing a large stir bar on the heated stirring plate
2.3.2. Talent positioning the carbon dioxide diffuser above the liquid
2.3.3. Talent adding 1,600 mL of McDougall’s buffer and stirring slowly

2.4. Line a large funnel with two layers of grade 50 cheesecloth and place it over a 2-liter graduated cylinder [1]. Filter 400 milliliters of rumen fluid and add it to the McDougall's buffer to prepare inoculation solution [2]. Then, add 80 milliliters of the reduction solution to the inoculation solution and mix slowly while keeping the carbon dioxide diffuser from contacting the liquid [3].
2.4.1. Talent lining a large funnel with 2 layers of grade 50 cheesecloth and placing it over a 2-liter graduated cylinder
2.4.2. Talent filtering 400 mL of rumen fluid and adding it to the McDougall’s buffer
2.4.3. Talent adding 80 mL of reduction solution to the inoculation solution and mixing slowly
3. In Vitro Incubation of Alfalfa Stem Cross Sections
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Before incubation, prepare the alfalfa stem cross-section slides by mounting four 100-micrometer-thick cross sections onto double-sided tape on each labeled glass slide [1]. Place two prepared slides back-to-back in a pre-incubation holding tube containing ultrapure water until inoculation [2]. 
3.1.1. Talent mounting the stem cross sections onto the double-sided tape on a labeled glass slide
3.1.2.  Talent placing two mounted slides back-to-back into the pre-incubation holding tube
3.2. In the fume hood, remove the caps from the incubation tubes and organize them into racks according to the designated incubation times [1]. Uncap the pre-incubation holding tubes [2], then randomly select one tube at a time and transfer the mounted glass slides with tweezers into the corresponding incubation tube [3]. Place each incubation tube containing the mounted slides into a small sample rack and set the pre-incubation holding tube aside [4].
3.2.1. Talent uncapping the incubation tubes and organizing them into separate racks by incubation time
3.2.2. Talent uncapping the pre-incubation holding tubes 
3.2.3. Talent selecting the tube and transferring the mounted glass slide with tweezers into the corresponding incubation tube
3.2.4. Talent placing the incubation tube into a small sample rack and setting the pre-incubation holding tube aside

3.3. Draw 30 milliliters of inoculation solution into a 60-milliliter syringe fitted with a blunt, large-bore needle [1]. Slowly dispense the solution down the side of the incubation tube, purge the tube with carbon dioxide for approximately 20 seconds [2], then cap the tube and return it to the rack [3].
3.3.1. Talent drawing 30 mL of inoculation solution into a 60-mL syringe fitted with a blunt, large-bore needle
3.3.2. Talent dispensing the inoculation solution down the side of the incubation tube and purging the tube with carbon dioxide,
3.3.3. Talent capping the tubes and returning it to the rack
3.4. Place the racks containing the inoculated tubes in a 39 degrees Celsius water bath [1]. Gently swirl the tubes at least once daily and shift the rack positions each day to minimize uneven heating [2]. During incubation, confirm active fermentation by observing gas bubbles in the tubes [3].
3.4.1. Talent placing the racks containing the inoculated tubes in the 39 degrees Celsius water bath
3.4.2. Talent gently swirling the tubes and shifting the rack positions
3.4.3. CU: Gas bubbles visible in an incubation tube, indicating active fermentation.
3.5. At the end of each incubation period, remove the corresponding rack from the water bath [1]. Open one tube at a time, remove each slide, and gently rinse away solids and residual inoculation solution with ultrapure water [2]. Place the rinsed slides into the post-incubation storage tubes containing the glycerol-ultrapure water mixture [3].
3.5.1. Talent removing the corresponding rack from the water bath
3.5.2. Talent opening the tube, removing each slide from an incubation tube and gently rinsing it with ultrapure water
3.5.3. Talent placing the slides into the post-incubation glycerol-water storage tube

4. Wiesner Staining for Lignin and Imaging
Demonstrator: Click here to enter name of demonstrator(s) 

4.1. Transfer the slides containing the mounted cross sections from the glycerol-water storage mixture into pre-staining rinse tubes containing a mixture of ethanol and ultrapure water [1]. Store the tubes overnight in a refrigerator to remove glycerol before staining [2].
4.1.1. Talent transferring both slides into pre-staining rinse tubes containing the ethanol-ultrapure water solution
4.1.2. Talent placing the pre-staining rinse tubes in a refrigerator for overnight storage

4.2. Prepare a 3 percent phloroglucinol solution by dissolving 0.3 grams of phloroglucinol in 10 milliliters of absolute ethanol in a 125-milliliter Erlenmeyer flask wrapped in aluminum foil to protect the photosensitive reagent from light [1]. Stopper and label the flask with the solution name, preparation date, and preparer's name [2], and store it at 20 degrees Celsius [3].
4.2.1. Talent dissolving 0.3 grams of phloroglucinol in 10 milliliters of absolute ethanol in the foil-wrapped 125-milliliter Erlenmeyer flask
4.2.2. Talent stoppering and labeling the flask 
4.2.3. Talent placing the flask at 20 degrees Celsius
Author: The solution is stored in an incubator at 20 degrees Celsius?

4.3. Remove the slides from the refrigerated pre-staining tubes [1] and temporarily transfer them into hydrating tubes containing 100% ultrapure water to minimize oxidation and prevent tissue damage [2].
4.3.1. Talent removing the slides from the refrigerated pre-incubation tubes
4.3.2. Talent transferring the slides from the refrigerated tubes into hydrating tubes containing 100 percent ultrapure water.
4.4. In a fume hood, prepare the Wiesner stain by mixing 50 microliters of 3% phloroglucinol in ethanol with 25 microliters of hydrochloric acid in a 50-milliliter beaker [1]. Adjust the quantities as needed while maintaining a 2-to-1 phloroglucinol-to-hydrochloric-acid ratio [2]. 
4.4.1. Talent mixing 50 microliters of 3 percent phloroglucinol in ethanol with 25 microliters of hydrochloric acid in a 50-milliliter beaker in the fume hood
4.4.2. Talent adjusting the quantities as needed
 Author: Will the second statement in step 3.4 be filmed? 
4.5. Remove one slide from the hydrating tube and gently blot the glass around the double-sided tape with a low-lint tissue to prevent the stain from flowing off the tape [1]. Place the slide on a small plastic tray  [2] and, using a pipette, apply several drops of Wiesner stain over the cross sections [3].
4.5.1. Talent blotting the glass around the double-sided tape on the slide with a low-lint tissue
4.5.2.  Talent placing the slide on a small plastic tray 
4.5.3. Talent pipetting several drops of Wiesner stain over the cross sections

4.6. Set a timer for 12 minutes [1] and cover the slide with aluminum foil to protect it from light [2]. Check the cross sections during staining and reapply the stain as needed to prevent drying and oxidation [3]. After 12 minutes, gently remove excess stain with a low-lint tissue and wash the tissue before mounting to minimize exposure of the microscope objective lens to corrosive hydrochloric acid fumes [4].

4.6.1. Talent setting a timer for 12 minutes 
4.6.2. Talent covering the slide with aluminum foil
4.6.3. Talent checking the cross sections and reapplying Wiesner stain as needed
4.6.4. Talent gently removing excess Wiesner stain from the slide with a low-lint tissue
4.6.5. Talent washing the tissue before mounting
4.7. Apply 1 to 2 drops of 50% glycerol-ultrapure water over each cross section and cover with a 24-by-30-millimeter coverslip of number 1.5 thickness [1]. Proceed immediately to microscopic analysis [2] and acquire the Wiesner-stained images within 6 to 8 hours because the staining is time-sensitive and may turn yellow [3].
4.7.1. Talent applying 1 to 2 drops of 50 percent glycerol-ultrapure water over each cross section and placing a 24-millimeter by 30-millimeter coverslip over the sections
4.7.2. Talent placing the slide on the microscopic stage
4.7.3. SCREEN: Images being acquired

  Authors: Please create a screen capture video of the shots labelled SCREEN and upload them onto your project page:  https://review.jove.com/account/file-uploader?src=22352278 
5. Ruthenium Red Staining for Pectin and Imaging
Demonstrator: Click here to enter name of demonstrator(s) 
5.1. Before pectin staining, remove the glycerol-ultrapure water mixture from stored slides by transferring them into the pre-staining rinse tubes containing the ethanol-ultrapure water solution [1] and store them overnight in a refrigerator [2].
5.1.1. Talent transferring both slides into pre-staining rinse tubes containing the ethanol-ultrapure water solution
5.1.2. Talent placing the pre-staining rinse tubes in a refrigerator for overnight storage

5.2. Prepare a 0.02% ruthenium red solution by dissolving 0.02 grams of ruthenium red in 100 milliliters of ultrapure water in a 125-milliliter Erlenmeyer flask wrapped in aluminum foil [1]. Stopper and label the flask with the solution name, preparation date, and preparer's name [2], and store it at 20 degrees Celsius [3].
5.2.1. Talent dissolving 0.02 grams of ruthenium red in 100 milliliters of ultrapure water in the foil-wrapped 125-milliliter Erlenmeyer flask
5.2.2. Talent stoppering and labeling the flask 
5.2.3. Talent placing the flask at 20 degrees Celsius

5.3. Remove the slides from the refrigerated ethanol-ultrapure water tubes and transfer the correctly labeled slides into tubes containing 100 % ultrapure water for temporary holding to minimize oxidation [1]. 
5.3.1. Talent removing the slides from the tubes and transferring the correctly labeled slides into tubes containing 100 % ultrapure water

5.4. Remove one slide from the ultrapure water with tweezers and blot the water around the tape with a low-lint tissue [1]. Place the slide on a small plastic tray and apply several drops of ruthenium red to evenly cover the cross sections [2]. Cover the slide with aluminum foil, and incubate for 10 minutes [3].
5.4.1. Talent removing 1 slide from the ultrapure water using tweezers and blotting around the tape with a low-lint tissue
5.4.2.  Talent placing the slide on a small plastic tray and applying several drops of ruthenium red over the cross sections
5.4.3. Talent covering the slide with aluminum foil and keeping it aside for 10 minutes

5.5. After staining, gently rinse the slide with ultrapure water for 2 minutes and blot away excess water [1]. Apply 1 to 2 drops of 50% glycerol-ultrapure water over each cross section and place a coverslip [2]. Proceed to microscopic analysis [3] and acquire images on the same day [4]. 
5.5.1. Talent rinsing the ruthenium-red-stained slide with ultrapure water for 2 minutes and blotting excess water
5.5.2. Talent applying glycerol-ultrapure water and placing the coverslip
5.5.3. Talent placing the slides on the microscopic stage
5.5.4. SCREEN: Images being acquired

6. Brightfield Imaging
Demonstrator: Click here to enter name of demonstrator(s) 

6.1. Observe the cross sections under brightfield illumination using a microscope at 10 times, 20 times, and 40 times magnification [1]. Acquire images at each required magnification for subsequent comparison of tissue staining and degradation [2].
6.1.1. SCOPE: Cross sections visible under brightfield illumination at 10 times, 20 times, and 40 times magnification
6.1.2. SCREEN: Images being acquired 

Author: Step 6.1 is a different step or explaining the steps image acquiring in steps 4.7 and 5.5. If yes, then can it be merged with the 4.7 and 5.5.
 

















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: 198
· Please note that the video cannot include voiceover without an accompanying visual.

7. Results 

7.1. In non-incubated stem cross sections, Wiesner staining revealed lignin-associated staining across the stem tissues [1], with mature primary phloem fibers showing distinct fuchsia staining [2]. Higher-magnification images visualized tissue organization above and below the vascular cambium [3]. 
7.1.1. LAB MEDIA: Figure 2A
7.1.2. LAB MEDIA: Figure 2C. Video editor: Please highlight the fuchsia-stained tissue in the PP region
7.1.3. LAB MEDIA: Figure 2D-E. Video editor: Please sequentially highlight the fuchsia-stained regions in the 2D and 2E

7.2. Ruthenium red staining revealed pectin-associated staining in the epidermis [1], collenchyma [2], chlorenchyma [3], secondary phloem [4], and pith [5].  
7.2.1. LAB MEDIA: Figure 3E. Video editor: Please sequentially highlight the red-stained regions labeled Ep
7.2.2. LAB MEDIA: Figure 3E. Video editor: Please sequentially highlight the red-stained regions labeled Co
7.2.3. LAB MEDIA: Figure 3E. Video editor: Please sequentially highlight the red-stained regions labeled Ch
7.2.4. LAB MEDIA: Figure 3E. Video editor: Please sequentially highlight the red-stained regions labeled SP
7.2.5. LAB MEDIA: Figure 3D. Video editor: Please sequentially highlight the red-stained regions labeled Pi
7.3. Ruthenium red staining was also observed in some secondary xylem and mature primary phloem [1], while the xylem vessels remained comparatively unstained [2]. 
7.3.1. LAB MEDIA: Figure 3C. Video editor: Please sequentially highlight the red-stained SX and PP regions
7.3.2. LAB MEDIA: Figure 3B. Video editor: Please highlight the unstained XV region (black in color) by putting a circle on the region, and then show the unstained XV region in Figure 3D

7.4. Wiesner-stained sections showed progressive tissue degradation with increasing incubation time [1]. At zero hours, cells had clear edges [2]. By 8 hours, tissue degradation was apparent from the blurring of the edges of cells [3]. By 24 hours, xylem vessel structures became more apparent as surrounding tissues degraded [4]. Beyond 24 hours, unstained tissues progressively disappeared and the epidermis collapsed laterally [5].
7.4.1. LAB MEDIA: Figure 4
7.4.2. LAB MEDIA: Figure 4A. Video editor: Please highlight the clearly defined edges around the cells
7.4.3. LAB MEDIA: Figure 4C. Video editor: Please highlight the unstained cells with edges that appear blurred along the right edge compared with panel A
7.4.4. LAB MEDIA: Figure 4D. Video editor: Please highlight the red-stained cells region 
7.4.5. LAB MEDIA: Figure 4E-F. Video editor: Please highlight the thin, transparent outer tissue along the right edge of each image

7.5. Ruthenium red staining showed pectin-associated staining in stem tissues from zero to 96 hours of in vitro exposure to rumen fluid [1]. At 0 to 4 hours, clear edges around all cells indicated that they were intact [2]. By 8 hours, cortical tissues showed loss of structural integrity [3]. At the later points, cortical tissue progressively disappeared, accompanied by epidermal collapse and an overall reduction in ruthenium red-stained tissue [4].
7.5.1. LAB MEDIA: Figure 5
7.5.2. LAB MEDIA: Figure 5A,B. Video editor: Please highlight the clearly defined edges around the cells in the 5 A and B along the right edge
7.5.3. LAB MEDIA: Figure 5C. Video editor: Please highlight the outer region of the stem where the edges around the cells appear blurred along the right edge
7.5.4. LAB MEDIA: Figure 5D-F. Video editor: Please highlight the large, clear/empty area on the right side in 5D, 5E and 5F
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