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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? (Y/N)  No
2. Does your protocol include software usage? (Y/N) No
3. Which steps from the protocol section below are the most important for viewers to see? Please list 4-6 individual steps using the step numbers listed in this document. This information is important to prepare your Videographer for your shoot.
The most important steps are 3.7 and 3.10, which will be screen captured.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1-2 individual steps using the step numbers listed in this document. 
Other than the initial design of the diet, the most difficult aspect of the procedure is ensuring consistent food collection technique is followed to accurately track food intake in cafeteria cages (step 3.10).
5. Will the filming need to take place in multiple locations? (Y/N) No, everything can be filmed in one building at UNSW Sydney.

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. Margaret Morris: This method aims to model overeating and subsequent obesity by providing access to a wide variety of palatable foods high in sugar and saturated fat [1].

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

1.2. Margaret Morris: The variety and palatability of the diet ensures that overeating is reliably promoted, leading to substantial metabolic disturbances within weeks [1].

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

OPTIONAL Interview Statements: (Said by you on camera)

1.3. Margaret Morris: Providing a cafeteria diet allows for the metabolic and neural changes associated with obesity to be examined in great detail [1].

1.3.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

1.4. Margaret Morris: Visual demonstration of this method is important because it allows for logistical constraints to be demonstrated and how planning and organization can make feeding more efficient. As the model involves greater interaction with rats it is also important to demonstrate how to distribute and collect food appropriately without stressing the rats [1].

1.4.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

Introduction of Demonstrator: (Said by you on camera)

1.5. Margaret Morris: Demonstrating the procedure will be Sarah-Jane Leigh, a grad student, and Mike Kendig, a post doc researcher, from my laboratory [1] [2]. 

1.5.1. Interview style: Author saying the above 
1.5.2. The named technician, post doc, student looks up from workbench or desk or microscope and acknowledges the camera.

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

1.6. This protocol is approved by the Animal Care and Ethics Committee at the University of New South Wales and complies with the Australian guidelines for the use and care of animals for scientific purposes (8th Edition) provided by the Australian National Health and Medical Research Council. 
1.7. 

Section - Protocol
Video Editor: Please capture extra footage/B-roll of the rats in the cages. I’ve identified some places where extra footage may be needed – specifically of the rats moving around in the cage, the talent replenishing the food, and the rats eating.
2. Cafeteria diet preparation
2.1. To begin this procedure, obtain appropriate amount of cafeteria food and thaw it 24 hours prior to use [1]. Food can be defrosted using a microwave, but should not be presented while hot [2].
2.1.1. Establishing shot of the talent approaching the work area with the cafeteria food in hand.
2.1.2. Talent defrosts the food in a microwave.
2.2. Changing the type of cafeteria diet foods offered daily ensures that variety is maximized, and cage soiling is minimized. As rats eat most of their daily intake in the initial portion of the dark cycle [1], schedule cafeteria food replenishment close to the onset of the dark schedule so that food is fresh at this time. Replenish cafeteria diet every day [2].
Videographer: Please film extra footage of the rats in the cage here. Please make sure that this extra footage includes some footage of the rats eating and of the talent replenishing the food.
2.2.1. LAB MEDIA: Figure 1.
2.2.2. Talent replenishes the food.
2.3. To feed the chow groups, turn the water bottles around so the spouts are up [1], and place the cage on the workspace [2]. Remove the lid [3], and lightly disturb the bedding for approximately 20 seconds to simulate the process of collecting food items from the bedding of cafeteria diet cages [4].
2.3.1. Talent turns the water bottles around.
2.3.2. Talent places the cage on the workspace.
2.3.3. Talent removes the lid from the cage.
2.3.4. Talent lightly disturbs the bedding.
2.4. Then, place a small handful of chow pellets from the food hopper into the bedding to equate exposure to food on the cage bedding [1]. Return the cage lid [2] and return the cage to the rack [3]. When the cage is settled, return the water bottles to their original orientation [4].
2.4.1. Talent places a small handful of chow pellets from the food hopper into the bedding.
2.4.2. Talent returns the cage lid.
2.4.3. Talent returns the cage to the lid.
2.4.4. Talent turns the water bottles so they are in their original orientation.
2.5. To feed the cafeteria groups, place the cafeteria diet items into a labelled container for each cage [1]. Turn the water bottles around so the spouts are up [2], place the cage on the workspace [3] and remove the lid [4].
2.5.1. Talent places the cafeteria diet items into a labelled container for each cage.
2.5.2. Talent turns the water bottles around.
2.5.3. Talent places the cage on the workspace.
2.5.4. Talent removes the lid from the cage.
2.6. Remove as much of the old cafeteria diet from the bedding as possible [1] and place fresh cafeteria diet into the cage [2]. After this, close the cage [3] and return it to the rack [4]. When the cage is settled, replace the water bottles and the sucrose bottles [5].
2.6.1. Talent removes the old cafeteria diet from the bedding.
2.6.2. Talent adds fresh cafeteria diet to the cage.
2.6.3. Talent closes the cage.
2.6.4. Talent returns the cage to the rack.
2.6.5. Talent replaces the water bottles and the sucrose bottles.
2.7. Top up the chow, water, and sucrose bottles as necessary [1-TXT].
2.7.1. Talent tops up the chow/water/sucrose bottles. TEXT: Topping up after other procedures is more efficient.

3. Food intake over 24 hours 
3.1. When commencing the cafeteria diet, measure body weight and 24 hour food intake at least twice per week to monitor the effectiveness of the diet [1]. Begin food intake measurements close to the onset of the dark phase. Aim to present the same set of cafeteria foods on food intake measurement days, as equating for flavor and energy densities will permit accurate monitoring of changes over time [2].
Videographer: Please film extra footage here. Please make sure that this extra footage includes some footage of the talent measuring the body weight of the rats, some footage of the rats in the dark phase, and some footage of the talent presenting cafeteria foods.
3.1.1. Talent measures the body weight of a rat.
3.1.2. Talent measures the food intake. Alternatively, show extra footage of the rats in the dark phase.
3.1.3. Talent presents cafeteria food.
3.2. First, prepare the cafeteria diet and place into a labelled container for each cage, making sure to weigh and record each component [1]. Refill the water, sucrose, and chow levels as required [2].
3.2.1. Talent places the cafeteria food into a labelled container for each cage.
3.2.2. Talent refills the water/sucrose/chow levels.
3.3. For control cages, turn the water bottles around so the spouts are up [1], place the cage on the workspace [2], and remove the lid [3].
3.3.1. Talent turns the water bottles around so that the spouts are up.
3.3.2. Talent places the cage on the workspace.
3.3.3. Talent removes the lid from the cage.
3.4. Record the weight of the water bottles and chow [3]. Weigh the rats [1] and transfer them to a cage with fresh bedding, along with environmental enrichment [2]. 
3.4.3. Talent records the weight of the water bottles and chow
3.4.1. Talent weighs a rat.
3.4.2. Talent transfers the rats to a cage with fresh bedding.
3.4.3. Talent records the weight of the water bottles and chow. (Move above 3.4.1)
3.5. Then, replace the cage lid [1], return the cage to the rack [2], and turn the water bottles around [3]. Small signs stating ‘FOOD INTAKE’ can be added to the cage to notify attendants and researchers not to touch bottles and chow [4].
3.5.1. Talent replaces the cage lid.
3.5.2. Talent returns the cage to the rack.
3.5.3. Talent turns the water bottles to their original orientation.
3.5.4. Talent places signs reading “FOOD INTAKE” to the cage.
3.6. For the cafeteria cages, perform this same process, but also scatter the pre-weighed container of cafeteria foods around the cage with fresh bedding before the rats are transferred [1]. Leave the rats for a 24 hour period with minimal disturbance, and record any unanticipated disruptions [2].
3.6.1. Talent performs the transfer process, but first scatters cafeteria foods around the cage with fresh bedding.
3.6.2. Talent replaces the cage on the rack, turns the water bottles to their original orientation, and walks away. Alternatively, show extra footage of the rats in the cage here.
3.7. After this, record the weight of the water bottles and chow for the “chow cages” [1], and carefully search the bedding for pieces of chow [2]. Once this is complete, remove the “food intake” signs from the cages [3].
Videographer: The authors have noted that this step is one of the most important for viewers to see.
3.7.1. Talent records the weight of the water bottles and chow.
3.7.2. Talent searching the betting for pieces of chow.
3.7.3. Talent removes the “food intake” signs from the cage.
3.8. Next, prepare fresh cafeteria diet for the cafeteria cages [1].
3.8.1. Talent prepares (or simply sets out) fresh cafeteria food.
3.9. Perform the following process for each cafeteria cage [1]: Record the weight of the water, chow, and sucrose [2]. Remove the cage lid and environmental enrichment [3].
3.9.1. Talent sets retrieves a cafeteria cage from the rack. Alternatively, the talent can be filmed setting down one of these cages on the workspace.
3.9.2. Talent records the weight of the water, chow, and sucrose.
3.9.3. Talent removes the cage lid and environmental enrichment.
3.10. Carefully remove cafeteria fragments from bedding and place into separate containers [1], making sure to remove the largest pieces first and then systematically sifting all of the cage bedding from one end to the other using gently sweeping motions [2].
Videographer: The authors have noted that this step is one of the most important for viewers to see, and one of the most difficult to perform.
3.10.1. Talent removes cafeteria fragments from bedding and place into separate containers.
3.10.2. Talent sifts all of the cage bedding from one end to the other.
3.11. Distribute the new cafeteria diet around the cage [1], return the environmental enrichment [2], close the cage lid [3], and return the cage to the rack [4]. Remove the “food intake” sign [5], and record the weight of each cafeteria food to the nearest tenth of a gram [6].
3.11.1. Talent distributes the new cafeteria diet around the cage.
3.11.2. Talent returns the environmental enrichment to the cage.
3.11.3. Talent closes the cage lid.
3.11.4. Talent returns the cage to the rack.
3.11.5. Talent removes the “food intake” sign from the cage.
3.11.6. Talent records the weight of some cafeteria food.
3.11.7. 

Section – Results
4. Results: Modeling Diet-Induced Obesity in Rodents
4.1. Rats are given palatable foods to model the so-called “western diet” [1]. Cafeteria diet increases energy intake 2.5-fold relative to chow control [2].
4.1.1. LAB MEDIA: Figure 2. Video Editor: Show only Figure 2A.
4.1.2. LAB MEDIA: Figure 2. Video Editor: Still show only Figure 2A. Emphasize the data set labelled “Cafeteria”.
4.2. [bookmark: _GoBack]Cafeteria feeding leads to a 20 percent increase in body weight compared with controls after 3–4 weeks [1].
4.2.1. LAB MEDIA: Figure 2. Video Editor: Show only Figure 2B. Emphasize the data set labelled “Cafeteria”.
4.3. After 6 weeks diet, the mean difference in weight gain between groups is 67 percent, and adiposity is approximately doubled [1].
4.3.1. LAB MEDIA: Figure 2. Video Editor: Show only Figure 2C.
4.4. Macronutrient intakes on cafeteria diet are consistent across sexes and ages [1], with approximately 8 percent of energy consumed as protein, 34 percent as fat, and 58 percent as carbohydrate [2]. Our maintenance chow provides 22 percent protein, 13 percent fat, and 65 percent carbohydrate [3].
4.4.1. LAB MEDIA: Figure 3.
4.4.2. LAB MEDIA: Figure 3. Video Editor: In each image, emphasize the data column for Cafeteria. If time permits, emphasize each set of columns as its macronutrient is mentioned (Protein: Figures 3C and 3F, Fat: Figures 3B and 3E, Carbohydrates: Figures 3A and 3D).
4.4.3. LAB MEDIA: Figure 3. Video Editor: In each image, emphasize the data column for Chow. If time permits, emphasize each set of columns as its macronutrient is mentioned (Protein: Figures 3C and 3F, Fat: Figures 3B and 3E, Carbohydrates: Figures 3A and 3D).
4.5. Cafeteria-fed rats overeat all three macronutrients relative to controls. The dramatic hyperphagia is driven predominantly by carbohydrate and fat intake [2].
4.5.1. LAB MEDIA: Figure 3.
4.5.2. LAB MEDIA: Figure 3.
4.6. [bookmark: _Hlk12956195]Female rats may be particularly vulnerable to the obesogenic effects of cafeteria diet [1]. In this older cohort, relative to controls, cafeteria-fed females ate 3.8 times more energy [2] and were 20% heavier after only 2 weeks [3]. 
4.6.1. LAB MEDIA: Figure 4.
4.6.2. LAB MEDIA: Figure 4. Video Editor: In Figure 4A, emphasize the data set labeled “Cafeteria”.
4.6.3. LAB MEDIA: Figure 4. Video Editor: In Figure 4B, emphasize the data set labeled “Cafeteria”.
4.7. After 6 weeks of diet, body weight gain was greater [1] and fat mass was doubled in cafeteria-fed rats [2].
4.7.1. LAB MEDIA: Figure 4. Video Editor: In Figure 4C, emphasize the data set labeled “Cafeteria”.
4.7.2. LAB MEDIA: Figure 4. Video Editor: In Figure 4D, emphasize the data set labeled “Cafeteria”
4.8. Providing insufficient cafeteria foods may constrain consumption, so check there is food left in cafeteria cages. Additionally, different sets of cafeteria foods may alter macronutrient intake [1].
4.8.1. LAB MEDIA: Figure 5.



Section - Conclusion
5. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
5.1. Margaret Morris: Conducting food intake procedures in a consistent manner will ensure accurate measurement. Careful planning of the diet to ensure foods are palatable and varied is key [1].
5.1.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera. 
5.2. Margaret Morris: Effective administration of the cafeteria diet can be time-consuming and requires careful planning and pilot work to establish steady hyperphagia and resulting weight gain [1].
5.2.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
5.3. Margaret Morris: We regularly monitor metabolic function, via glucose tolerance tests, and cognitive function, via recognition memory tests, during cafeteria diet feeding. When also analyze many peripheral tissues and brain regions post-mortem [1].
5.3.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

5.4. Margaret Morris: This method can be used in rats and mice, and has been occasionally extended into non-human primates.  The cafeteria diet can be used to study dysregulated feeding behavior in the presence of hyperpalatability, as well as the impact of obesity on all organ systems [1].  
5.4.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
5.5. Margaret Morris: The cafeteria diet method has added to our understanding of the aetiology and consequences of overeating and obesity, as well as potential lifestyle and pharmacological approaches to improve outcomes [1].
5.5.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
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