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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:  17
Number of Shots:  27 

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

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.


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.

Preparation and quantification of Candida albicans inoculum before infection

Video editor: Please insert the title card to include this information 

2. Planarian Colony Preparation for Infection
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. To begin, select Schmidtea mediterranea planarians approximately 5 millimeters in length, corresponding to approximately 5 × 10⁵ host cells per animal [1].
2.1.1. WIDE: Talent selecting planarians approximately 5 millimeters in length. Videographer: Please film the CU shot as well.
2.2. Avoid using planarians smaller than 5 millimeters, as they may include individuals with blastemas or incomplete development that can produce inconsistent results [1]. Also, exclude planarians larger than 5 millimeters, as larger animals are less suitable for fluorescence immunostaining [2-TXT].
2.2.1. Talent showing planarians smaller than 5 millimeters and keeping them aside.
2.2.2. Talent excluding planarians larger than 5 millimeters from the sample set. TXT: Use ~5 mm planarians for ID50 and LD50 experiments
2.3. Examine all planarians under a stereomicroscope before use [1]. Exclude animals with blastemas, tissue lacking pigmentation, or incomplete pigmentation development [2].
2.3.1. WIDE: Talent examining planarians under a stereomicroscope.
2.3.2. SCOPE: Talent removing visibly damaged or injured planarians from the sample set.
2.4. Transfer healthy planarians meeting all inclusion criteria into 2 milliliters of fresh planarian water per well in a non–tissue culture-treated 6-well polystyrene plate [1].
2.4.1. Talent transferring healthy planarians into wells containing fresh planarian water in a 6-well polystyrene plate.
2.5. Assign wells as negative controls with uninfected or mock-treated animals and as positive controls with animals infected with wild-type Candida albicans [1].
2.5.1. Talent designating specific wells as negative and positive controls
2.6. Remove all water from each well [1] and replace with 2 milliliters of fresh planarian water to ensure uniformity across wells [2].
2.6.1. Talent aspirating water from the wells of the plate.
2.6.2. Talent adding fresh planarian water into each well.

3. Infection Setup and Host Endpoint Assessment
Demonstrator: Click here to enter name of demonstrator(s) 
3.1. Using aseptic technique, gently remove all water from the 6-well plate by tilting the plate toward the user [1]. Then, add the calculated volume of planarian water or Candida albicans culture to each well [2].
3.1.1. Talent tilting the 6-well plate to remove water under aseptic conditions.
3.1.2. Talent adding the calculated volume of planarian water/C. albicans into each well.
3.2. Place the inoculated 6-well plate in a dark, static location at room temperature [1-TXT]. Record the date and time of inoculation [2].
3.2.1. Talent placing experimental plates in a separate designated area away from uninfected colonies. TXT: Keep  experimental plates separate to prevent cross contamination
3.2.2. Talent recording the date and time of inoculation.
3.3. Incubate the planarians with Candida albicans for up to 72 hours, depending on the desired endpoint [1]. At each time point, gently resuspend the settled Candida albicans cells without disturbing the planarians [1].
3.3.1. Shot of the plates kept in the incubator.
3.3.2. Talent gently agitating the contents of the well without contacting the planarians.
3.4. At 24 hours post-infection, tilt the plate slightly toward the user using a sterile 3 milliliter transfer pipette [1]. Aspirate the planarian water and gently dispense it into an area of the well free of animals to mix the settled fungal layer [1-TXT].
3.4.1. Talent holding a sterile 3 milliliter transfer pipette while tilting the plate slightly.
3.4.2. Talent aspirating planarian water and dispensing it into a clear area of the well to mix fungal cells. TXT: Repeat 5–10x/well to disrupt fungal layer without touching planarians
3.5. Observe fungal settlement against a dark background before and after the resuspending steps for best visibility [1]. Resuspend uninfected control wells under identical conditions [2].
3.5.1. WIDE: Talent observing wells against a dark background to assess fungal settlement.
3.5.2. Talent performing resuspension in control wells using the same technique.
3.6. At 72 hours post-infection, gently transfer planarians to a new 6-well plate containing 2 milliliters of fresh planarian water per well [1].
3.6.1. Talent transferring planarians into a new 6-well plate with fresh planarian water. TXT: Use minimal liquid volume to reduce fungal transfer
3.7. Once animals are transferred, remove all water [1] and replace it with fresh planarian water [2].
3.7.1. Talent removing water from the wells.
3.7.2. Talent adding fresh planarian water into each well.
3.8. Begin assessing host outcomes at 1-day post-infection and continue daily until the desired experimental endpoint [1].
3.8.1. Talent observing planarians.
3.9. Quantify host damage using the standardized 0 to 3 scoring system [1].
3.9.1. TEXT ON A PLAION BACKGROUND
Score 0: No change from uninfected controls (healthy, asymptomatic).
Score 1: Mild symptom(s).
Score 2: Severe symptom(s).
Score 3: Death.
Perform host symptom evaluation
3.10. At 3 days post-infection, gently transfer planarians to a new 6-well plate containing 2 milliliters of fresh planarian water per well while avoiding transfer of residual fungal culture [1].
3.10.1. Talent transferring planarians into a clean plate with minimal liquid carryover.
3.11. Observe animals using light microscopy with a minimum 10 times objective [1]. Record host outcomes using the standardized scoring sheet [2].
3.11.1. Talent observing planarians under a light microscope.
3.11.2. Talent recording observations on a scoring sheet.


Perform infection outcome analysis using:
· Fungal burden (CFU quantification)
· Immunofluorescence staining (anti-Candida)  
Video editor: Please insert title card to include this information 


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: 129.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. Fungal epithelial colonization was markedly reduced by 4 days post infection [1], and by 7 days post infection, nearly all surface-associated fungi were cleared under ID50 (I-D-Fifty) conditions [2].
4.1.1. LAB MEDIA: Figure 3. Video editor: Zoom in on the specimen labeled 4 dpi and show the reduced number of bright white spots
4.1.2. LAB MEDIA: Figure 3. Video editor: Zoom in on the specimen labeled 7 dpi and show the near absence of bright white spots
4.2. Uninfected controls remained entirely asymptomatic [1]. At approximately 7.0×107 Candida albicans cells per milliliter, about 30% were asymptomatic [2], 50% were symptomatic [2], and 20% were dead [3].
4.2.1. LAB MEDIA: Figure 4. Video editor: Highlight the bar for uninfected controls showing only the asymptomatic category
4.2.2. LAB MEDIA: Figure 4. Video editor: Highlight the green portion of the bar at 7.0 representing asymptomatic
4.2.3. LAB MEDIA: Figure 4. Video editor: Highlight the beige portion of the bar at 7.0 representing symptomatic
4.2.4. LAB MEDIA: Figure 4. Video editor: Highlight the orange portion of the bar at 7.0 representing dead
4.3. At approximately 8.0×107 Candida albicans cells per milliliter, about 30% were asymptomatic [1], 20% were symptomatic [2], and 50% were dead [3].
4.3.1. LAB MEDIA: Figure 4. Video editor: Highlight the green portion of the bar at 8.0 representing asymptomatic
4.3.2. LAB MEDIA: Figure 4. Video editor: Highlight the beige portion of the bar at 8.0 representing symptomatic
4.3.3. LAB MEDIA: Figure 4. Video editor: Highlight the orange portion of the bar at 8.0 representing dead
4.4. Median survival declined from about 90% at 7.0×107 Candida albicans cells per milliliter [1], to about 50% at 8.0×107 cells per milliliter [2], and to less than 25% at 8.5×107 cells per milliliter [3].
4.4.1. LAB MEDIA: Figure 5. Video editor: Highlight the bar labeled 7.0 showing a value near 90%
4.4.2. LAB MEDIA: Figure 5. Video editor: Highlight the bar labeled 8.0 showing a value near 50%
4.4.3. LAB MEDIA: Figure 5. Video editor: Highlight the bar labeled 8.5 showing a value below 25%
4.5. Overall survival was about 45% in planarians infected with wild-type Candida albicans at approximately 8.0×107 cells per milliliter [1], compared to 100% survival in uninfected controls [2].
4.5.1. LAB MEDIA: Figure 6. Video editor: Highlight the orange survival curve around 45% at the end of the timeline
4.5.2. LAB MEDIA: Figure 6. Video editor: Highlight the blue survival curve remaining at 100% across the timeline
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