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Protocol
NOTE TO THE AUTHORS: 
Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The one-digit numbers represent sections of the video. The text will appear onscreen.
· The two-digit numbers (e.g. 2.1., 2.2.) represent steps of your protocol. The text will be recorded by a professional voiceover talent. 
· The three-digit numbers (e.g. 2.1.1., 2.2.2.) represent the shots that our videographer will capture at your lab. 
· To ensure that your protocol can be filmed in one day, the protocol is restricted to 35 shots. 

Please use this draft script to help you prepare for filming day.
· Filming should take no more than 10 minutes per step. If a step will take more than 10 minutes, prepare the product from that step in advance.



1. Protocol
1.1. To begin, bring Mito Tracker vial from minus 20 degree Celsius [1]. Prepare 1 millimolar Mito Tracker stock solution in dimethyl sulfoxide [2]. Then, mix it quickly by vortexing [3] and store it at minus 20 degree Celsius in dark conditions [4].
1.1.1. WIDE: Talent bringing the Mito Tracker vial from - 20 °C
1.1.2. Talent adding dimethyl sulfoxide in the vial Author: What is the volume of dimethyl sulfoxide added?
1.1.3. Talent mixing the solution by vortexing
1.1.4. Talent placing the solution at -20°C in dark conditions

1.2. Seed the glioma and astrocyte cells in a chamber slide at 50,000 cells per well density in a complete growth medium [1-TXT].
1.2.1. CU: Talent transferring the cells in a chamber slide TXT: Refer to the text protocol for complete growth medium preparation Author: After this step, are the cells incubated or not?

1.3. When the cells reach approximately 60 to 70% confluency, remove the culture medium [1] and replace it with 1 milliliter of serum-free DMEM without antibiotics [2]. Add Mito Tracker solution to the medium to achieve a final concentration of 25 nanomolar [3]. Then, incubate the cells for 30 minutes in a carbon dioxide incubator in dark conditions [4].
1.3.1. Talent removing the culture medium 
1.3.2. Talent adding 1 mL serum-free DMEM into the cells
1.3.3. Talent adding Mito Tracker solution to the medium
1.3.4. Talent placing the cells in the incubator in dark conditions Author: What is the incubation temperature
1.4. After the incubation, discard the media containing Mito Tracker from the cells [1] and wash the cells 3 times with serum-free DMEM [2]. Add fresh complete growth medium to the cells [3] and then proceed with live-cell imaging [4].
1.4.1. Talent discarding the media containing Mito Tracker from the cells
1.4.2. Talent washing the cells 3 times with serum-free DMEM
1.4.3. Talent adding the fresh medium to the cells
1.4.4. Talent placing slide to the stage of microscope for imaging
1.5. For colocalized staining of NLRX1 (N-L-R X-one), discard the medium from the cells [1-TXT], and wash the cells with 1x (one-x) PBS to remove the remaining medium [2]. Add 1 milliliter of 4% paraformaldehyde to fix the cells and incubate for 10 minutes at room temperature [3]. 
1.5.1. Talent discarding the media from the cells TXT: NLRX1: Nucleotide-binding domain, Leucine-rich repeat containing protein 
1.5.2. Talent washing the cells with 1x PBS
1.5.3. Talent adding 1 mL of 4 % paraformaldehyde to the cells and moving the plate aside

1.6. After fixation, remove paraformaldehyde from the cells [1] and wash them twice for 7 minutes or three times for 5 minutes with 1x PBS at room temperature [2]. Add 1 milliliter of permeabilization buffer to the cells and incubate for 15 minutes at room temperature [3-TXT].     
1.6.1. Talent removing the paraformaldehyde from the cells 
1.6.2. Talent washing the cells with 1x PBS Author: did you wash twice for 7 minutes or three times for 5 minutes?  
1.6.3. Talent adding 1mL of permeabilization buffer to the cells and keeping the plate aside TXT: Refer to the text protocol for permeabilization buffer preparation 

1.7. Discard the permeabilization buffer [1] and add 1 milliliter of blocking buffer to the cells [2-TXT]. Place the cells in a humidified chamber at 4 degree Celsius for 1.5 hours [3].
1.7.1. Talent removing permeabilization buffer
1.7.2. Talent adding 1 mL of blocking buffer to the cells TXT: Refer to the text protocol for blocking buffer preparation 
1.7.3. Talent placing the cells at 4°C in a humidified chamber 

1.8. After removing the blocking buffer, add approximately 500 microliters of the primary antibody solution to the cells [2]. For control sample, add 500 microliters blocking buffer without any antibody [3]. Incubate the cells overnight at 4 degrees Celsius in a humidified chamber [4].
1.8.1.  Talent removing blocking buffer from cells.
1.8.2. Talent adding 500 μL of the primary antibody solution to the cells 
1.8.3. Talent preparing the control sample by adding 500 μL of blocking buffer to the cells
1.8.4. Talent placing the cells at 4°C in a humidified chamber 

1.9. The following day, remove the primary antibody solution [1] and wash the cells twice for 7 minutes or three times for 5 minutes with 1x PBS at room temperature [2]. Add approximately 500 microliters of the secondary antibody solution to the cells [3]. Incubate for 1 hour at 37 degrees Celsius in a humidified chamber protected from light [4]. 
1.9.1. Talent removing the primary antibody solution
1.9.2. Talent washing the cells with 1x PBS 
1.9.3. Talent adding 500 μL of the secondary antibody solution to the cells
1.9.4. Talent placing the cells in an incubator at 37°C 

1.10. After removing the secondary antibody solution, wash the cells twice for 7 minutes or three times for 5 minutes with 1x PBS at room temperature [1]. Remove any excess PBS using tissue paper or laboratory wipes [2]. 
1.10.1. Talent washing the cells with 1x PBS   
1.10.2. Talent removing the excess PBS with tissue paper or laboratory wipes. Authors: Which one do you plan to use during filming? tissue paper or laboratory wipes?

1.11. Then, add 40 microliters of DAPI (Da-pee)-containing mounting medium to the cells [1]. Carefully place a clean coverslip over the sample and leave the slide at room temperature for 1 hour [2]. Afterward, store it at 4 degrees Celsius [4]
1.11.1.  Talent adding 40 μL of mounting medium to the cells
1.11.2. CU: Talent placing coverslip over the sample on the slide and keeping it aside 
1.11.3. Talent placing the slide at 4°C
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