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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy? N
2. Does your protocol demonstrate software usage? N	Comment by Bridget Colvin: Authors: No software usage will be demonstrated in the video.
3. Which steps from the protocol section below are the most visually important? 
3.2., 3.3., 4.3., 4.8., 6.3.2.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
4.3. Collect the gut feces quickly to shorten the oxygen exposure time and avoiding environmental bacterial contamination is an important consideration in our FMT schedule 
5. Will the filming need to take place in multiple locations (greater than walking distance)? 
Y, two locations, 5 km apart


Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

1. REQUIRED Interview Statements (Said by you on camera): All interview statements may be edited for length and clarity.

1.1. Yubin Luo: Fecal transplantation is an important method for studying the influence of gut microbiota. Our feasible, efficient, and reproducible protocol can be used to perform fecal microbiota transplantation in conventional mice [1].

1.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

1.2. Qinping Zhang: Our protocol facilitates the rapid depletion of gut microbiota with a high efficacy and the IgA-coating of bacteria for their measurement by flow cytometry [1].

1.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

Ethics title card: (for human subjects or animal work, does not count toward word length total)

1.3. Procedures involving animal subjects have been approved by Animal Ethical and Welfare in West China Hospital, Chengdu, China.


Section - Protocol
2. Gut Microbiota Depletion
2.1. Begin by mixing 0.5 milligrams/milliliter of vancomycin hydrochloride [1], with 1 milligram/milliliter of ampicillin sodium salt [2], and 1 milligram/milliliter of neomycin sulfate in 200 milliliters of PBS [3-TXT].
2.1.1. WIDE: Talent adding vancomycin hydrochloride to container, with vancomycin hydrochloride and PBS containers visible in frame
2.1.2. Talent adding ampicillin sodium salt to container, with ampicillin sodium salt and PBS containers visible in frame
2.1.3. Talent adding neomycin sulfate to container, with neomycin sulfate and PBS containers visible in frame TEXT: Prepare abx fresh before each administration
2.2. For 3 days, holding each mouse vertically in one hand [1-TXT] while using the other hand to adjust the angle of the needle to avoid reaching the stomach [2], use a number 10 needle to orally administer 200 microliters of the prepared antibiotic cocktail to each experimental animal [3].
2.2.1. Mouse being held vertically TEXT: Caution: Handle mouse gently
2.2.2. Needle angle being adjusted
2.2.3. Cocktail being administered
2.3. The add antibiotics to the drinking water at the same concentration as for the oral cocktail [1] and return the animals to their home cages [2].
2.3.1. Talent placing antibiotic water onto cage
2.3.2. Talent placing mouse into cage
3. Gut Microbiota Depletion Efficiency Evaluation
3.1. On the fourth day, use sterile instruments to open the abdomen of each animal [1-TXT] and to remove a 2-centimeter tract of the ileum 2 centimeters away from the caecum [2].
3.1.1. WIDE: Talent making incision Videographer: More Talent than mouse in shot TEXT: Euthanasia: CO2 asphyxiation
3.1.2. [bookmark: _Hlk14776820]Ileum being cut
3.2. Using sterile tweezers, clamp one end of the tract [1] and squeeze the fresh contents from the intestinal tract into pre-weighed tubes [2].
3.2.1. Tract being clamped Videographer: Important step
3.2.2. Contents being squeezed into tube(s) Videographer/Video Editor: shot will be used again; Videographer: Important step
3.3. To collect the contents of the cecum, cut the tissue in half with surgical scissors [1] and squeeze the contents of each half of the cecum into pre-weighed tubes [2].
3.3.1. Tissue being cut Videographer: Important step
3.3.2. Contents being squeezed into tube(s) Videographer: Important step
3.4. When all of the samples have been collected, weigh the gut contents on a balance [1] and use a kit to extract the stool microbiota DNA according to the manufacturer’s instructions [2].
3.4.1. Talent placing tubes/weight boat onto balance
3.4.2. Talent opening kit Videographer/Video Editor: shot will be used again
3.5. The DNA concentration can then be calculated according to the formula [1-TXT].
3.5.1. BLACK TEXT OVER WHITE VIDEO: concentrationsample (μg/mL) = OD260 x 50
3.6. For real-time PCR analysis, amplify 1 microliter of each DNA sample extracted from the ileum or the cecum from naïve, control and antibiotic cocktail-treated animals [1] and calculate the copy number in each sample [2-TXT].
3.6.1. Talent adding sample to thermocycler
3.6.2. LAB MEDIA: Figure 2C TEXT: See text for copy number calculation details
4. Fecal Microbiota Transplantation (FMT) Sample Preparation
4.1. To collect samples for fecal microbiota transplant, collect the ileum contents as just demonstrated [1].
4.1.1. Use 3.2.2. WIDE: Talent adding contents to tube
4.2. To collect the contents of the colon, make an incision near the anus [1] and cut the upper 2 centimeters of the tract [2].
4.2.1. Incision being made
4.2.2. Upper tract being cut
4.3. Then extract the contents within 1 minute as demonstrated to reduce air exposure [1].
4.3.1. Contents being extracted into tube Videographer: Important/difficult step
4.4. For frozen fecal fluid, flash freeze the contents immediately after their collection in liquid nitrogen [1-TXT].
4.4.1. Talent dipping tube(s) into LN2 TEXT: Store sample at -80 °C until use
4.5. For fetal microbiota transplant, pool and weigh the contents [1] and add the samples to sterile tubes containing Authors: what volume of beads? magnetic beads [2].
4.5.1. Talent placing tube(s) onto balance
4.5.2. Talent adding sample to tube, with bead container visible in frame
4.6.  For frozen samples, thaw the fecal pellets on ice before weighing [1].
4.6.1. Talent placing tube(s) onto ice
4.7. Next, add 1 milliliter of sterile PBS per 200 micrograms of fecal pellet [1] and use a 5-milliliter syringe needle to resuspend the pellets in the PBS [2].
4.7.1. Talent adding PBS to tube(s), with PBS container visible in frame
4.7.2. Pellet being resuspended
4.8. Completely homogenize the fecal pellet slurry with the beads [1] followed by three, 1-minute vortexes [2].
4.8.1. Pellet being homogenized Videographer: Important step
4.8.2. Talent vortexing pellet
4.9. After the last vortex, sediment the debris by centrifugation [1-TXT] and filter the sample supernatants through individual 70-micrometer cell strainers into sterile tubes [2].
4.9.1. Talent placing tube(s) into centrifuge TEXT: 3 min, 800 x g, RT
4.9.2. Supernatant being filtered
5. FMT
5.1. Immediately after filtering, administer 200 microliters of prepared fecal fluid to the microbiota-depleted mice via oral gavage every second day for 7 days [1].
5.1.1. WIDE: Talent delivering fluid Videographer: More Talent than mouse in shot
5.2.  Gavage control mice with 100 microliters of sterile PBS [1].
5.2.1. PBS being delivered
5.3. At the appropriate experimental end points, harvest the ileum and colon contents [1] and extract the microbiota DNA as demonstrated [2].
5.3.1. Use 3.2.2. contents being collected
5.3.2. Use 3.4.2. Kit being opened
5.4. Then verify the microbiota composition in the gut of transplanted mice by 16S ribosomal RNA sequencing [1].
5.4.1. LAB MEDIA: Figure 2B TEXT: See text for 16S rRNA sequencing details  
6. Immunoglobulin A (IgA)-Coated Bacteria Measurement
6.1. For IgA (I-G-A)-coated bacteria measurement, collect 50 milligrams of fecal pellets from donor mice as demonstrated [1] and incubate the samples in 1 milliliter of sterile PBS at 4 degrees Celsius for 1 hour [2].
6.1.1. Use 3.2.2. WIDE: Talent collecting contest
6.1.2. Talent adding PBS to sample(s), with PBS container visible in frame
6.2. At the end of the incubation, use a bead beater to homogenize the pellets for 5 seconds [1] and collect the debris by centrifugation [2-TXT].
6.2.1. Sample being homogenized
6.2.2. Talent placing tube(s) into centrifuge TEXT: 10 min, 300 x g, 4 °C
6.3. Collect the supernatants through individual 70-micronters strainers [1] and add 5 microliters of each supernatant to 1 milliliter of FACS (facks) buffer [2-TXT].
6.3.1. Supernatant being filtered
6.3.2. Talent adding supernatant to buffer Videographer: Important step TEXT: FAC buffer: 1% BSA in PBS
6.4. Collect the samples by centrifugation [1-TXT] and resuspend the pellets in 1 milliliter of fresh FACS buffer for a second centrifugation [2].
6.4.1. Talent placing tube(s) into centrifuge TEXT: 5 min, 8000 x g, 4 °C
6.4.2. Shot of pellet, then FACS buffer being added to tube, with FACS buffer container visible in frame
6.5. After the second centrifugation, resuspend the pellets in 100 microliters of PBS supplemented with 10% goat serum for a 30-minute incubation at 4 degrees Celsius [1].
6.5.1. Shot of pellet if visible, then PBS + goat serum being added to tube, with PBS + goat serum container visible in frame
6.6. At the end of the incubation, wash the samples with 1 milliliter of FACS buffer per tube [1] and resuspend the pellets in 200 microliters of biotin anti-mouse IgA antibody and APC-conjugated anti-biotin antibody in FACS buffer [2-TEXT].
6.6.1. Talent adding buffer to tube, with buffer container visible in frame
6.6.2. Shot of pellet if visible, then antibody cocktail being added to tube, with antibody containers visible in frame TEXT: APC: allophycocyanin
6.7. After 30 minutes at 4 degrees Celsius, wash the samples with 1 milliliter of FACS buffer per tube [1] and stain the pellets with 200 microliters of green fluorescent nucleic acid stain in FACS buffer for 5 minutes at 4 degrees Celsius [2].
6.7.1. Talent placing tube(s) into centrifuge
6.7.2. Green fluorescent nucleic acid stain being added to tube, with stain container visible in frame
6.8. After washing, resuspend the pellet in 250 microliters of FACS buffer [1] and analyze the samples by flow cytometry according to standard protocols [2].
6.8.1. Shot of pellet if visible, then buffer being added to tube, with buffer container visible in frame
6.8.2. LAB MEDIA: Figure 4 



Section – Results
7. Results: Representative Gut Microbiota Characterization Before and After Antibiotic Cocktail Treatment

7.1. One hundred ninety-six unique species are detected in the ileum of naive mice [1]. After 3 days of antibiotic treatment, the number of unique species is reduced to 169 [2].

7.1.1. LAB MEDIA: Figure 2A Video Editor: please emphasize red data bar
7.1.2. LAB MEDIA: Figure 2A Video Editor: please emphasize red crescent to left of overlapping blue and red circles

7.2. Eight species are detected solely in the mice that underwent the antibiotic cocktail treatment [1].

7.2.1. LAB MEDIA: Figure 2A Video Editor: please emphasize blue crescent to right of overlapping red and blue circles

7.3. Beta-diversity analysis at the genus level reveals that Escherichia and Shigella account for more than 99% of the gut bacteria in the antibiotic-treated animals [1].

7.3.1. LAB MEDIA: Figure 2B Video Editor: please emphasize green ATB data bars

7.4. In addition, mice receiving the antibiotic cocktail [1] demonstrate a dramatic decrease in copy numbers in the equal amount of gut contents [2] in the ileum and cecum compared to naive animals [3].

7.4.1. LAB MEDIA: Figure 2C
7.4.2. LAB MEDIA: Figure 2C Video Editor: please emphasize grey data bars
7.4.3. LAB MEDIA: Figure 2B Video Editor: please emphasize black data bars

7.5. Firmicutes, Bacteroidetes, Proteobacteria, Actinobacteria, and Verrucomicrobia are the most abundant bacteria in donor mice at the phylum level [1].

7.5.1. LAB MEDIA: Figure 3A Video Editor: please emphasize Donor data bar

7.6. Mice that receive either fresh or frozen fecal transplantation for 7 days display similar predominant bacterial taxa to the naive group [1].

7.6.1. LAB MEDIA: Figure 3A Video Editor: please emphasize Fresh and Frozen data bars

7.7. Principal component analysis reveals that samples from the fresh fecal transplantation group [1] form a cluster that is close to the cluster from donor [2].

7.7.1. LAB MEDIA: Figure 3B Video Editor: please emphasize blue Fresh and orange Frozen circles
7.7.2. LAB MEDIA: Figure 3B Video Editor: please emphasize red Donor circle

7.8. In naïve mice, double-positive IgA-coated, green nucleic acid bacteria make up 1.97% percent of contents of the ileum by flow cytometric analysis [1].

7.8.1. LAB MEDIA: Figure 4 Video Editor: please emphasize gate/cells in gate in Figure 4E



Section - Conclusion
8. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
8.1. Author Name: A successful fecal microbiota transplantation requires a high efficiency gut bacteria depletion, prevention from environmental bacterial contamination, and a quick and fresh fecal fluid preparation [1].	Comment by Bridget Colvin: Authors: Please indicate the name of the author who will give this statement.
8.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera (Step: 3.2., 3.6., 3.3., 4.5., 4.8.)
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