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Author Questionnaire 

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique?  N  

2. Software: Does the part of your protocol being filmed demonstrate software usage?  N

3. Filming location: Will the filming need to take place in multiple locations (greater than walking distance)?   N
 

Introduction

1. Introductory Interview Statements

REQUIRED: 
1.1. Yongjun Jiang: This protocol can be used to establish an infarction in the pons of a rat [1].

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

REQUIRED: 
1.2. Yongjun Jiang: Advantages of this pontine infarction rat model are that it is easily performed and reproduced and that it is highly successful [1].

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

OPTIONAL: 
1.3. Ming Luo: The electrical stimulation can be used to make an infarction within any other brain area, such as the thalamus [1].

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

1.4. Ming Luo: People who would like to perform this model should learn the pontine anatomy before attempting an experiment [1].

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

Ethics Title Card
1.5. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) at Guangzhou Medical University.


Protocol
2. Pons Infarction Establishment
NOTE: Just a heads up, the only change the authors mentioned is that they didn’t film 2.1.3. This shot doesn’t exit, so I double-checked and they still said 2.1.3. Maybe they meant 2.3.1? 
2.1. Before the surgery, weigh the rats [1] and assess their neurological performance according to the behavioral tests as described in the accompanying text [2].
2.1.1. WIDE: Talent placing rat onto balance
2.1.2. Talent holding rat by tail and letting forelimbs reach out for a table or similar representative shot

2.2. Preheat the heating pad to 37 degree Celsius immediately before anesthesia [1] and attach the skull drill to the holder on the stereotaxic frame [2].

2.2.1. Talent preheating pad
2.2.2. Talent attaching drill to holder

2.3. Confirm a lack of response to pedal reflex in the first anesthetized rat [1-TXT] and mount the rat onto the stereotaxic frame in the prone position on the heating pad [2].

2.3.1. ECU: Toe being pinched TEXT: ketamine 100 mg/kg + xylazine 10 mg/kg i.p. -> 5% isoflurane
2.3.2. Talent mounting rat onto frame Videographer: More Talent than rat in shot

2.4. Position the ear bars above the ear canal to secure the head [1], taking care that the skull is kept horizontal to avoid any skewing of the injection [2].

2.4.1. Ear bar being positioned
2.4.2. Shot of horizontally aligned head 

2.5. Apply ointment to the animal’s eyes [1] and use a microshaver to remove the hair from the skull [2].

2.5.1. ECU: Ointment being applied
2.5.2. Hair being removed

2.6. Use a marker to draw a 3-centimeter line along the midline of the skull from the line of the bilateral lateral canthus to 0.5 centimeters behind the posterior fontanelle [1] and use a scalpel to make a midline incision along the marked line [2].

2.6.1. Incision line being drawn
2.6.2. Incision being made

2.7. Use a cotton swab to remove any blood [1] and place a piece of surgical tape on each side of the skin flap to expose the skull [2].

2.7.1. Blood being wiped
2.7.2. Tape being placed

2.8. Use a new swab soaked with 0.9% sodium chloride to gently remove any connective tissue from the skull [1] and locate the bregma [2].

2.8.1. Skull being wiped
2.8.2. Shot of bregma Video Editor: please indicate bregma when mentioned if necessary/appropriate

2.9. Use a fine-tip marker pen to indicate the central point of the bregma as the origin point [1] place the drill at 6 millimeters anterior-posterior, 2 millimeters medial-lateral [2].

2.9.1. Central bregma being marked Videographer: Important step
2.9.2. Drill being placed Videographer: Important step

2.10. Use the drill to carefully perform a 1-millimeter diameter craniotomy [1-TXT].

2.10.1. Skull being drilled Videographer: Difficult step TEXT: Caution: Drill point is close to venous sinus

2.11. Next, replace the drill with a 22-gauge probe with an insulated sheath [1] with the tip placed 2 millimeters above the proximal end of the sheath [2].

2.11.1. Talent placing probe into frame
2.11.2. Shot of tip 2 mm from end of sheath

2.12. Insert the sheath 7 millimeters into the brain [1] and advance the probe along the sheath until the top of the probe is 9 millimeters below the surface of the brain [2].

2.12.1. Sheath being inserted Videographer: Important step
2.12.2. Probe being advanced Videographer: Important step

2.13. Connect the electrodes to an electrical stimulator [1] and connect the anode to the probe [2].

2.13.1. Electrodes being connected
2.13.2. Anode being connected to probe

2.14.  Then connect the cathode to the ear of the rat [1].

2.14.1. Cathode being connected to ear 

2.15. Next, turn on the electrical stimulator [1] and set the single pulse width to 4050 milliseconds, the voltage to 50 volts, and the current to 4 milliamps [2-TXT].

2.15.1. Talent turning on stimulator Videographer: Important step
2.15.2. Talent setting stimulator parameters Videographer: Important step TEXT: Rat will tremble during stimulation

2.16. Leave the probe in position for 5 minutes after stimulation before removing the device from the brain [1]. 

2.16.1. Shot of probe in place, then probe being removed Videographer: Important step; can split action into separate shots as necessary

2.17. Cover the craniotomy with bone cement [1] and allow the cement to dry before using 4-0 polyamide suture filaments to close the wound [2]. After three or four stiches, tie 2-1-1 standard surgical knots [3].

2.17.1. Cement being applied
2.17.2. Shot of dry cement, then sutures being placed
2.17.3. Knot(s) being tied

2.18. Then intraperitoneally inject the rat with 250 microliters of penicillin [1] and monitor the rat every 15 minutes until fully awake before returning the animal to its cage [2].

2.18.1. Penicillin being injected, with penicillin container visible in frame
2.18.2. Talent placing rat into cage Videographer: More Talent than rat in shot


Protocol Script Questions
A. Which steps from the protocol are the most important for viewers to see? Please list 4 to 6 individual steps. 
2.9., 2.12., 2.15., 2.16.

B. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1 or 2 individual steps from the script above.
2.10. It maybe cause some blood leak from the hole. We use the swab to remove the blood. 



Results
3. Results: Representative Infarction Visualization and Behavioral Scores

3.1. In this analysis, six animals were subjected to the surgery as demonstrated [1] and six animals were treated as controls [2]. The brain slices in these images were derived from one rat per group [3].

3.1.1. LAB MEDIA: Figure 4A Video Editor: please emphasize Pontine Infarction Behavior row of images
3.1.2. LAB MEDIA: Figure 4A Video Editor: please emphasize Control Behavior row of images
3.1.3. LAB MEDIA: Figure 4A Video Editor: please emphasize DWI, T2, and TTC rows of images

3.2. MRI scanning revealed that the infarction was located in the basis of the pons, mimicking anterolateral infarctions in human patients [1].

3.2.1. LAB MEDIA: Figure 4A Video Editor: please emphasize purple basis of pons in TS Pontine Infarction Behavior images

3.3. Because an insulated sheath was used, the infarction [1] was not observed in the cortex, cerebellum, or midbrain [2].

3.3.1. LAB MEDIA: Figure 4A Video Editor: please emphasize/outline white tracing in TS Pontine Infarction Behavior images
3.3.2. LAB MEDIA: Figure 4A Video Editor: please emphasize green, blue, and red areas in TS Pontine Infarction Behavior Images

3.4. Diffusion-weighted images also revealed the acute pontine infarction [1]. 

3.4.1. LAB MEDIA: Figure 4A Video Editor: please emphasize acute pontine infarction in Pontine Infarction DWI image(s)

3.5. TTC (T-T-C) staining was used to confirm the infarction 24 hours post-surgery [1]. As expected, the infarction volume was significantly higher in the surgery group [2] compared to the control group [3].

3.5.1. LAB MEDIA: Figure 4A Video Editor: please emphasize TTC rows or images TEXT: TTC: tetrazolium chrloride
3.5.2. LAB MEDIA: Figure 4B Video Editor: please emphasize blue data bar 
3.5.3. LAB MEDIA: Figure 4B Video Editor: please emphasize lack of red data bar 

3.6. Behavioral scores were measured before and after surgery [1].

3.6.1. LAB MEDIA: Table 1 

3.7. Compared to the control group, rats with a pontine infarction circled to the left [1].

3.7.1. LAB MEDIA: Figure 4A Video Editor: please emphasize Pontine Infarction Behavior images

3.8. Significant differences were observed in the Longa [1], Berderson [2], limb placement [3], beam balance [4], and adhesive removal somatosensory test scores between rats with pontine infarction and control group rats [5].

3.8.1. LAB MEDIA: Figures 4C-4I Video Editor: please emphasize blue data bar in Figure 4C      
3.8.2. LAB MEDIA: Figures 4C-4I Video Editor: please emphasize blue data bar in Figure 4D
3.8.3. LAB MEDIA: Figures 4C-4I Video Editor: please emphasize blue data bar in Figure 4E
3.8.4. LAB MEDIA: Figures 4C-4I Video Editor: please emphasize blue data bar in Figure 4H     
3.8.5. LAB MEDIA: Figures 4C-4I Video Editor: please emphasize blue data bar in Figure 4I                                                                                                                                                                                                                                                                                                                                                


Conclusion
4. [bookmark: _Hlk27388131]Conclusion Interview Statements

4.1. Zhihua Qiu: Using this technique, any specific brain area of interest can be disrupted by the electrical stimulation [1]. 

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