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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: 25
Number of Shots: 56  

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.
· 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.
Answers will be slightly edited in accordance with the journal guidelines

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.

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


Ethics Title Card
This research has been approved by the Institutional Animal Care and Use Committee (IACUC) at The Scripps Research Institute 



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. 	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 the videographer will capture. 

2. Lacrimal Gland Tissue Harvesting from Mouse 
Demonstrator: Click here to enter name of demonstrator(s) 

2.1. To begin, position the euthanised mouse on the dissection table [1].
2.1.1. WIDE: Talent positioning the euthanised mouse on the operating table. TXT: Anesthesia: Isoflurane; Euthanasia: Cervical dislocation

2.2. Using fine forceps and scissors, incise the skin between the eye and the ear [1]. Gently retract the skin to expose the lacrimal gland [2].
2.2.1. Talent making an incision in the skin between the eye and the ear using fine scissors while holding the skin with fine forceps.
2.2.2. Talent retracting the skin to expose the lacrimal gland.

2.3. Using dull-tipped forceps, lift the lacrimal gland slightly [1]. Carefully separate the surrounding connective tissue by gently teasing it away in a circular motion [2]. Identify the visible boundaries of the lacrimal gland to separate it from adjacent tissues, including the parotid gland [3].
2.3.1. Talent lifting the lacrimal gland slightly using dull-tipped forceps.
2.3.2. Talent teasing away surrounding connective tissue around the gland in a circular motion with the forceps.
2.3.3. Shot showing the lacrimal gland boundaries as it is separated from adjacent tissues including the parotid gland.

2.4. Now, transfer the lacrimal gland to a 35-millimeter Petri dish containing 2 milliliters of cold PBS on ice [1]. Under a dissecting microscope, remove the remaining fat [2] and carefully peel off the connective tissue capsule [3].
2.4.1. Talent transferring the isolated lacrimal gland into a 35 millimeter Petri dish containing cold PBS on ice.
2.4.2. SCOPE: View of the lacrimal gland as the remaining fat is removed under the dissecting microscope.
2.4.3. SCOPE: Talent peeling off the connective tissue capsule from the gland using two forceps.

2.5. Excise a small fragment from the lacrimal gland tissue [1]. Examine the fragment under a fluorescence microscope [2]. Verify the expected reporter or fluorescent signal to confirm cell labeling before proceeding to enzymatic digestion [3].
2.5.1. Talent cutting a small fragment from the lacrimal gland tissue.
2.5.2. Talent placing the tissue fragment under the fluorescence microscope. Authors: What was the animal labeled with and when?
2.5.3. SCOPE/IMAGE: Fluorescent signal visible in the examined tissue fragment.


3. Fragmenting and Processing the Harvested Tissue Before Digestion
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Next, place a sterile 35-millimeter Petri dish on ice [1]. Add 800 to 1000 microliters of cold PBS to the center of the dish [2] and transfer one lacrimal gland into the PBS [3].
3.1.1. Talent placing a sterile 35 millimeter Petri dish on ice.
3.1.2. Talent pipetting 800 to 1000 microliters of cold 1 times PBS into the center of the dish.
3.1.3. Talent transferring one lacrimal gland into the PBS.

3.2. Ensure the tissue remains submerged in PBS [1]. Using two sterile scalpels, finely mince the lacrimal gland into small fragments until it reaches a soft, paste-like consistency [2].  
3.2.1. Close shot showing tissue remaining submerged in PBS.
3.2.2. Talent mincing the lacrimal gland into small fragments using two sterile scalpels.

3.3. Using a pipette, collect the tissue fragments to one side of the dish [1]. Aspirate the residual PBS [2] and wash the fragments with 1 milliliter of fresh cold PBS [3].
3.3.1. Talent gathering minced tissue fragments to one side of the Petri dish using a pipette.
3.3.2. Talent aspirating the remaining PBS from the dish.
3.3.3. Talent adding 1 milliliter of fresh cold PBS to wash the tissue fragments.




4. Digestion of the Tissue Fragments and Primary Washes 
Demonstrator: Click here to enter name of demonstrator(s) 
4.1. Now, transfer the washed tissue fragments into a 6-well plate containing 2 milliliters per well of pre-warmed digestion medium [1]. 
4.1.1. Talent transferring the washed tissue fragments into a well of a 6 well plate containing digestion medium.

4.2. Place the 6-well plate containing in a shaking water bath and incubate at 37 degrees Celsius and 60 revolutions per minute for 30 minutes [1].
4.2.1. Talent placing the 6 well plate into a shaking water bath for incubation.

4.3. Using a wide bore 1 milliliter pipette tip, gently triturate the tissue 15 times [1]. Return the plate to the shaking water bath and incubate for an additional 30 minutes [2].
4.3.1. Talent gently triturating the tissue suspension in the well using a wide bore 1 milliliter pipette tip.
4.3.2. Talent placing the 6 well plate back into the shaking water bath.

4.4. Next, using a regular 1 milliliter pipette tip, gently triturate the sample 10 times [1] and incubate again for 30 minutes [2].
4.4.1. Talent gently triturating the sample in the well using a regular 1 milliliter pipette tip.
4.4.2. Talent placing the 6 well plate back into the shaking water bath.

4.5. Gently triturate the sample 10 times [1] and transfer the cell suspension into 2 milliliter Dolphin microcentrifuge tubes [2].
4.5.1. Talent gently triturating the sample in the well using a pipette.
4.5.2. Talent transferring the cell suspension into 2 milliliter Dolphin microcentrifuge tubes.

4.6. Add 1 milliliter of cold BM1 to each well of the plate to collect the remaining digestion medium containing residual cells [1] and place the plate on ice until the next step [2].
4.6.1. Talent adding 1 milliliter of cold BM1 into each well of the plate.
4.6.2. Talent placing the plate on ice.


4.7. Centrifuge the tubes containing the cell suspension at 300 g for 5 minutes at 4 degrees Celsius [1].
4.7.1. Talent placing the Dolphin microcentrifuge tubes containing the cell suspension into a centrifuge.

4.8. Discard the supernatant from each tube [1]. Transfer the BM1 from each well of the plate containing residual cells into the corresponding tube and gently resuspend the cell pellets [2].
4.8.1. Talent aspirating and discarding the supernatant from the Dolphin microcentrifuge tube.
4.8.2. Talent transferring BM1 from a well of the plate into the corresponding Dolphin microcentrifuge tube and mixing by pipetting.

4.9. Next, add 600 microliters of cold BM1 to each well to rinse the remaining cells [1] and transfer the wash into the corresponding tube to combine with the cell suspension [2].
4.9.1. Talent adding 600 microliters of cold BM1 into a well of the plate.
4.9.2. Talent transferring the wash from the well into the corresponding Dolphin microcentrifuge tube.

4.10. Gently resuspend the cell suspension [1]. Centrifuge the tubes again at 300 g for 5 minutes at 4 degrees Celsius [2] and discard the supernatant [3].
4.10.1. Talent gently resuspending the cell suspension in the Dolphin microcentrifuge tube using a pipette.
4.10.2. Talent placing the Dolphin microcentrifuge tubes into the centrifuge.
4.10.3. Talent aspirating and discarding the supernatant from the tube.


5. Accutase and DNase Treatment 
Demonstrator: Click here to enter name of demonstrator(s) 
5.1. Add 1 milliliter of Accutase to the cell pellets [1] and gently resuspend the cells [2]. Incubate the tube at 37 degrees Celsius and 60 revolutions per minute for 5 to 10 minutes [3]. Using a 1 milliliter pipette tip, gently triturate the sample 10 times [4].
5.1.1. Talent adding 1 milliliter of Accutase to the Dolphin microcentrifuge tube containing the cell pellet.
5.1.2. Talent gently resuspending the cells in the tube using a pipette.
5.1.3. Talent placing the tube into a shaking water bath for incubation.
5.1.4. Talent gently triturating the cell suspension in the tube using a 1 milliliter pipette tip.

5.2. Then, add 1 milliliter of cold BM2 to the tube to terminate the enzymatic reaction by diluting the Accutase [1]. Centrifuge the tube at 300 g for 5 minutes at 4 degrees Celsius [2] and discard the supernatant [3].
5.2.1. Talent adding 1 milliliter of cold BM2 into the tube containing the cell suspension.
5.2.2. Talent placing the tube into the centrifuge.
5.2.3. Talent aspirating and discarding the supernatant from the tube.

5.3. Add medium for Deoxyribonuclease treatment to the tube to resuspend the cells and fill the tube to the top [1]. Incubate the tube for 10 minutes at room temperature and gently resuspend once after 5 minutes [2].
5.3.1. Talent adding the Deoxyribonuclease treatment medium into the tube and gently resuspending the cells.
5.3.2. Talent gently resuspending the cell suspension in the tube during incubation.

5.4. Then, place a 70-micrometer cell strainer over a 15 milliliter conical tube [1]. Pre wet the strainer with 1 milliliter of BM3 [2].
5.4.1. Talent placing a 70 micrometer cell strainer on top of a 15 milliliter conical tube.
5.4.2. Talent adding 1 milliliter of BM3 onto the cell strainer to pre wet it.

5.5. Now, transfer the cell suspension onto the strainer [1]. Add 1 milliliter of BM3 into the original collection tube to rinse it [2] and transfer the rinse onto the same strainer [3].
5.5.1. Talent pipetting the cell suspension onto the 70 micrometer cell strainer.
5.5.2. Talent adding 1 milliliter of BM3 into the original collection tube.
5.5.3. Talent transferring the rinse from the tube onto the cell strainer.

5.6. Wash the strainer with an additional 5 milliliters of BM3 [1].
5.6.1. Talent adding 5 milliliters of BM3 onto the cell strainer to wash it.

5.7. Finally, determine cell concentration and viability of the filtered cell suspension using Trypan Blue stain and an automated cell counter [1]. Prepare the cells for single-cell RNA sequencing to determine gene expression profiles [2], and use flow cytometry-based cell sorting to isolate specific cell populations based on fluorescent markers [3].
5.7.1. Talent loading the Trypan Blue stained cell suspension into a counting chamber.
5.7.2. Talent loading the sample into an RNA isolation kit.
5.7.3. WIDE: Talent placing the sample in a flow cytometer.


5.7.4. 

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: 130.
· Please note that the video cannot include voiceover without an accompanying visual.

6. 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


6.1. UMAP analysis identified well-represented epithelial and stromal populations in lacrimal glands, including myoepithelial cells and fibroblasts [1], as well as diverse immune cell populations [2].
6.1.1. LAB MEDIA: Figure 3AB. .
6.1.2. LAB MEDIA: Figure 3C

6.2. Old lacrimal glands contained abundant plasma and activated B cells expressing Ighm (I-G-H-M) [1] and Ighd (I-G-H-D), whereas these populations were rare in young glands [2]. Authors: Are figures 3D and 3E for aged LGs? Is there a plot shown for young LGs for lghm and lghd?
6.2.1. LAB MEDIA: Figure 3D. Video editor: Highlight the regions with blue shade.
6.2.2. LAB MEDIA: Figure 3E. Video editor: Highlight the regions  with blue shade.


6.3. The dissociation protocol yielded sufficient myoepithelial cells for downstream experiments [1].
6.3.1. LAB MEDIA: Figure 4A,B. 

6.4. Sequential flow cytometry gating enabled clear separation of EpCAM-positive and GFP-positive myoepithelial cells from EpCAM-negative and GFP-positive mural cells [1].
6.4.1. LAB MEDIA: Figure 4C. Video editor: Highlight the plot on the extreme right and focus on MEC quadrant.

6.5. GFP-positive fibroblasts expressing platelet-derived growth factor receptor alpha were EpCAM negative, allowing discrimination from epithelial cells [1].
6.5.1. LAB MEDIA: Figure 4D. Video editor: Highlight the plot on the extreme right and focus on 11% quadrant.

6.6. In PdgfraEGFP (P-D-G-F-R-A-E-G-F-P) mice, all GFP-positive cells also expressed collagen 1, confirming fibroblast identity [1].
6.6.1. LAB MEDIA: Figure 4E. Video editor: Highlight the green cells that overlap with the red collagen I staining signal.

6.7. Flow cytometry analysis showed that 99.6% of GFP-positive cells corresponded to platelet-derived growth factor receptor alpha-immuno-stained cells [1].
6.7.1. LAB MEDIA: Figure 4F. Video editor: Highlight the value “99.6%” associated with the GFP-positive cell gate.
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