DRAFT: DO NOT USE FOR FILMING[image: ]


Submission ID: 72433
Scriptwriter Name: Ruchira Mukherji
Project page Link: https://review.jove.com/files_upload.php?src=22092113


Title: Cellular Localization of Innate Immune Proteins with Glial Cells in Paraformaldehyde-fixed Paraffin-Embedded Brain Tissue Sections




Current Protocol Length

Number of Steps: 18 
Number of Shots: 45





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 20 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.

Video Editor: Please create two separate videos from this script. One from protocol section 1 and the Other from protocol section 2.

1. Fluorescent Colocalized Staining of NLRX1 and Microglia

1.1. Begin by preparing all reagents required for this protocol [1-TXT].
1.1.1. WIDE: Talent preparing all the required reagents. TXT- Refer to text protocol

1.2. Wash the tissue sections twice with xylene for 20 minutes [1]. Then, rehydrate the sections with two 8-minute washes each in 100%, 90%, and 75% ethanol, in that order [2]. Finally, rinse the sections three times for 5 minutes each in approximately 500 microliter of PBS [3].
1.2.1. Shot of talent washing the tissue-section slides by dipping in a staining jar containing xylene inside the fume hood.
1.2.2. Shot of talent sequentially washing the slides by transferring them through staining jars containing 100%, 90%, and 75% ethanol each.
1.2.3. Shot of talent adding PBS to the slides using a pipette to wash the tissue sections. 

1.3. After the PBS washes, wipe the buffer from around each tissue section with lint-free tissue paper [1]. On the glass slide, mark the area around each section, with a hydrophobic marker or wax pencil [2], and add a few drops of PBS to prevent it from drying [3]. 
1.3.1. CU: Talent wiping off remaining PBS from around the tissue sections using a lint-free tissue paper. 
1.3.2. CU: Talent marking the area around each section on the slide using a wax pencil.
1.3.3. Talent adding a few drops of PBS on the tissue sections to prevent them from drying out.

1.4. Discard the PBS [1]. Then flood the section with approximately 500 microliter of permeabilization buffer and incubate for 15 minutes at room temperature [2].
1.4.1. Shot of talent discarding PBS from the slides.
1.4.2. Talent covering the tissue sections with 500 microliters of permeabilization buffer and leaving the slide on the bench at room temperature.

1.5. Now, submerge the tissue sections in approximately 500 microliters of Ricinus Communis Agglutin solution [1] and incubate at 37 degrees Celsius for 1 hour [2]. After incubation, discard the RCA solution [3] and rinse the tissue sections three times for 5 minutes each in approximately 500 microliters of PBS [4]. 
1.5.1. Talent flooding the tissue sections with 500 microliters of RCA solution.
1.5.2. Talent placing the slides in a 37 degrees Celsius incubator for the next hour.
1.5.3. Talent discarding the RCA solution from the slides.
1.5.4. Shot of talent adding PBS to the slides using a pipette to wash the tissue sections.

1.6. Next, add approximately 500 microliters of blocking buffer [1] and incubate at 4 degrees Celsius for 1 hour and 30 minutes, in a humidified chamber prepared by lining a closed container, with moistened tissue paper [2].
1.6.1. Talent adding 500 microliters of blocking buffer to the tissue sections.
1.6.2. Talent placing the slides in a humidified chamber at 4 degrees Celsius.
1.7. After incubation, discard the blocking buffer [1], cover the tissue sections in approximately 500 microliters of primary antibody solution [2], and incubate for 13 to 15 hours at 4 degrees Celsius in a humidified chamber [3]. Discard the primary antibody solution [4] and rinse three times for 5 minutes each in approximately 500 microliters of PBS [5]. 
1.7.1. Talent removing the slides from the humidified chamber and discarding the blocking buffer.
1.7.2. Talent adding 500 microliters of primary antibody solution on top of the tissue sections.
1.7.3. Talent incubating the slides at 4 degrees Celsius after placing them back in the humidified chamber. 
1.7.4. Shot talent discarding the primary antibody solution from the slides at the end of incubation. 
1.7.5. Shot of talent adding 500 microliters of PBS to the slides using a pipette to rinse the tissue sections.

1.8. Immerse the sections in approximately 500 microliters of secondary antibody solution [1] and incubate for 1 hour at 37 degrees Celsius in a humidified chamber [2]. After discarding the secondary antibody solution [3], rinse three times for 5 minutes each in approximately 500 microliters of PBS [4].
1.8.1. Talent flooding the tissue sections with 500 microliters of secondary antibody solution.
1.8.2. Talent incubating slides at 37 degrees Celsius in a humidified chamber.
1.8.3. Talent discarding the secondary antibody solution after incubation.
1.8.4. Shot of talent adding 500 microliters of PBS to the slides using a pipette to wash the tissue sections.

1.9. Wipe off excess PBS with lint-free tissue [1]. Now, add approximately 40 microliter of mounting medium [2]. Place a clean coverslip over the tissue section and leave the slides at room temperature for 1 hour [3] and afterwards store them at 4 degrees Celsius [4]. 
1.9.1. CU: Talent wiping off remaining PBS from around the tissue sections using a lint-free tissue paper. 
1.9.2. CU: Talent carefully adding 40 microliters of mounting medium on top of the tissue sections.
1.9.3. CU: Talent gently placing cover slip on top of the tissue sections and leaving the slides on the bench to cure.
1.9.4. Talent transferring mounted tissue sections to 4 degrees Celsius till further use.

1.10. Image the tissue sections using an automated multimode microplate reader with integrated cellular imaging and a 40× objective [1].
1.10.1. Shot of talent placing the slides containing tissue sections in an automated multimode plate reader for imaging.


2. Fluorescent Colocalized Staining of NLRX1 and Astrocytes

2.1. Begin by preparing all reagents required for this protocol [1-TXT].
2.1.1. WIDE: Talent preparing required reagents. TXT- Refer to text protocol

2.2. Wash the tissue sections twice with xylene for 20 minutes [1]. Then, rehydrate the sections with two 8-minute washes each in 100%, 90%, and 75% ethanol, in that order [2]. Finally, rinse the sections three times for 5 minutes each in approximately 500 microliter of 1X PBS [3].
2.2.1. Shot of talent washing the tissue-section slides by immersing in a staining jar containing xylene inside the fume hood.
2.2.2. Shot of talent sequentially washing the slides by transferring them through staining jars containing 100%, 90%, and 75% ethanol each.
2.2.3. Shot of talent adding 500 microliters of PBS to the slides using a pipette to wash the tissue sections.

2.3. Discard the PBS [1] and immerse the section in approximately 500 microliter of permeabilization buffer [2]. Then, incubate for 15 minutes at room temperature [3].
2.3.1. Shot of talent discarding PBS from the slides.
2.3.2. Talent covering the tissue sections in 500 microliters of permeabilization buffer and leaving the slide on the bench at room temperature.

2.4. Remove the permeabilization buffer [1] and add approximately 500 microliters of blocking buffer [2]. Incubate the sections at 4 degrees Celsius, for 1 hour and 30 minutes, in a humidified chamber [3]. 
2.4.1. Shot of talent discarding permeabilization buffer from the slides.
2.4.2. Talent covering the tissue sections with 500 microliters of blocking buffer.
2.4.3. Talent incubating the slides at 4 degrees Celsius in a humidified chamber.

2.5. Discard the blocking buffer [1] and immerse the sections in approximately 500 microliters of primary antibody solution [2]. Then incubate for 13 to 15 hours, at 4 degrees Celsius, in a humidified chamber [3]. 
2.5.1. Shot of talent discarding the blocking buffer from the slides.
2.5.2. Talent covering the tissue sections with 500 microliters of primary antibody solution.
2.5.3. Talent incubating the slides at 4 degrees Celsius in a humidified chamber.

2.6. Remove the primary antibody solution [1] and rinse the sections three times for 5 minutes each in approximately 500 microliters of PBS [2]. Now, immerse the tissue sections with approximately 500 microliters of secondary antibody solution [3], and incubate for 1 hour, at 37 degrees Celsius in a humidified chamber, away from light [4]. 
2.6.1. Talent taking the slides from the humidified chamber and discarding the primary antibody solution.
2.6.2. Shot of talent adding 500 microliters of PBS to the slides using a pipette to wash the tissue sections.
2.6.3. Talent adding secondary antibody solution on top of the tissue sections.
2.6.4. Talent incubating the slides at 37 degrees Celsius in a humidified chamber away from light. 

2.7. Discard the secondary antibody solution [1] and rinse the sections three times for 5 minutes each in approximately 500 microliters of PBS [2]. Remove excess PBS with lint-free wipes [3]. 
2.7.1. Talent discarding the secondary antibody solution from the slides after incubation.
2.7.2. Shot of talent adding 500 microliters of PBS to the slides using a pipette to wash the tissue sections.
2.7.3. CU: Talent wiping off excess PBS from around the tissue sections using a lint-free tissue paper

2.8. Add 40 microliter of mounting medium on the tissue sample [1], and place a clean coverslip over the tissue sections, leaving the slides at room temperature for 1 hour [2], and finally store them at 4 degrees Celsius [3].
2.8.1. CU: Talent carefully adding 40 microliters of mounting medium on top of the tissue sections.
2.8.2. CU: Talent gently placing cover slip on top of the tissue sections and leaving the slides on the bench to cure.
2.8.3. Talent transferring mounted tissue sections to 4 degrees Celsius till further use.
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