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Authors, please fill out the brief questionnaire below.   

A. Will you require JoVE to record video microscopy, such as filming a complex dissection or microinjection technique? (Y/N) ___N______ If yes, please list make and model of your microscope: ______________________________
**Note:  This question is to get at whether or not you will need a camera hook-up to look into the microscope.  However, if your microscope has a digital camera attached to a computer, you can gather these shots by collecting screen capture movies.  
Does your protocol include microscopy steps that are visualized through a microscope with a digital camera/computer attached? (Y/N) _______ 
B.   Does your protocol include detailed, step-by-step, descriptions of software usage? (Y/N)__Y______ 
C.  Which steps of your protocol will viewers benefit most from having filmed? Please list 4-6 steps_____ Section 2.2, 2.5, 2.8, 2.10, 2.16 and 3.0____
D.  What is the single most difficult aspect of this procedure and what do you do to ensure success?  __meticulously section the tissues, and avoid the sections getting folded while mounting._

1. Introduction (Schematic Overview and Interview)

A. Schematic Overview (read by voice talent at JoVE):
Procedural Narrative:

The overall goal of this procedure is to detect self-reactive T cells with a high degree of specificity using MHC class II dextramers. (Intro)

This is accomplished by first carefully harvesting the tissues and preparing the agarose blocks.  In this video, cerebrum is harvested from the brain of a myelin-proteolipid-protein-induced experimental autoimmune encephalomyelitis mouse. (P1)
Editors, please use P1 of Schematic diagram 51679_Reddy_02_17.pptx as this point is narrated.  To animate this image, start with the mouse.  Then animate the brain moving out of the mouse into the petri dish.  Finally show the image of the cerebrum.

The second step is to cut the agarose-embedded tissue into 200 µm thick sections with a vibratome. (P2)
Editors, please use P2 of Schematic diagram 51679_Reddy_02_17.pptx as this point is narrated.  This image can be animated by sequentially showing each of the images from left to right.

The sections are then transferred to tissue chambers in a 24-well plate, where they are stained and fixed. (P3)
Editors, please use P3 of Schematic diagram 51679_Reddy_02_17.pptx as this point is narrated.  This image can be animated starting with the left plate and having each of the 6 brain sections sequentially pop up.  Then have the red squiggle representing the stain appear on each one.  Finally, transition to the plate on the right.

The final step is to mount the tissue sections on microscopic slides. (P4)
Editors, please use P4 of Schematic diagram 51679_Reddy_02_17.pptx as this point is narrated.  This image can be animated starting with the empty slide and then having the tissue section appear.

Ultimately, confocal microscopy is used to show the cells bound with dextramers and CD4 antibody. (P5)
Editors, please use P5 of Schematic diagram 51679_Reddy_02_17.pptx as this point is narrated.  This image can be animated by sequentially showing each of the images from left to right.


B.  Interview: (Said by you on camera. Don’t forget to smile!)  

1.1. Jay Reddy:  We first had the idea for this method, when we first demonstrated that the MHC class II dextramers were more sensitive than the conventional MHC class II tetramers for detecting antigen-specific self-reactive T cells.
1.1.1. MED:  Jay speaks toward camera, interview style.
1.2. Ting Jia:  Generally, individuals new to this method will struggle because sectioning of fresh tissues and their handling is fairly challenging.
1.2.1. MED:  Ting speaks toward the camera, interview style.
1.3. Jay Reddy:  Visual demonstration of this method is critical as the sectioning, mounting, and quantitative analysis steps are difficult to learn, because they are tricky.   
1.3.1. MED:  Jay speaks toward camera, interview style.
1.4. **Jay Reddy:  In addition to Ting, demonstrating the procedure will be post-doctoral research associates Chandi… and Arun… as well as Christian, a technician/graduate student in Dr. Zhou’s laboratory. 
1.4.1. MED:  Chandi looks up from workbench or desk or microscope and acknowledges the camera.
1.4.2. MED:  Arun looks up from workbench or desk or microscope and acknowledges the camera.
1.4.3. MED:  Christian looks up from workbench or desk or microscope and acknowledges the camera.


Protocol (read by voice talent at JoVE):

2. In situ staining of cerebral sections with MHC class II (IAs)/PLP 139-151 dextramers 
2.1. Following the euthanasia of experimental autoimmune encephalomyelitis, or EAE mice, excavate the skull by snipping the cranium in a circular fashion using a pair of curved scissors, and carefully, flip the skull bones with forceps. 
2.1.1. MED:  Talent sets up the mouse on the bench to prepare for removal of the tissue.  TEXT overlay:  see text protocol for details of euthanasia.
2.1.2. ECU:  Mouses skull as talent snipes the cranium in a circular fashion with a pair of curved scissors and then flips the skull bones with forceps.
2.2. Harvest the brain by blunt dissection.  Using a clean scalpel, separate the cerebrum from the cerebellum.  Place the cerebrum in a tube containing cold 1 x phosphate buffered saline, or PBS, and leave the tube on ice until processing.
2.2.1. CU:  Talent removes the brain by blunt dissection.
2.2.2. ECU:  Brain as talent uses a clean scalpel to separate the cerebrum from the cerebellum.
2.2.3. MED:  Talent places the cerebrum in a tube containing cold 1 x PBS and leaves the tube on ice.
2.3. Place the cerebrum in a disposable deep base mold histology cassette kept over ice.  Then, pour molten 4% PBS-buffered low-melting agarose into the cassette.  Immediately, press the cerebrum gently with forceps to submerge the tissue and leave the cassette on ice until the solidification is complete.
2.3.1. MED-over the shoulder:  Talent places the cerebrum in a disposable deep base mold histology cassette kept over ice.
2.3.2. CU:  Cassette as talent pours molten 4% PBS-buffered low-melting agarose into the cassette.
2.3.3. [combined with 2.3.2] ECU:  Cerebrum as talent gently submerges it using the forceps.
2.4. Once solidified, trim excess agarose from all the sides of the embedded tissue and slightly expose the ventral surface of the cerebrum. 
2.4.1. MED-over the shoulder:  Talent begins to trim the excess agarose from all the sides of the embedded tissue.  Match action in next shot.
2.4.2. CU or ECU:  Agarose embedded cerebrum as talent trims the excess agarose from all sides of the tissue, slightly exposing the ventral surface of the cerebrum.
2.5. Next, smear the vibratome tissue block with super glue… and transfer the agarose-embedded tissue over the glued surface by placing the exposed ventral surface of the cerebrum over the glue for transverse sectioning.  Do not move the tissue once it is set over the block.
2.5.1. MED-over the shoulder:  Talent smears the vibratome tissue block with super glue.  TEXT overlay:  see text for vibratome prepapration
2.5.2. CU:  Tissue block as talent transfers the agarose-embedded tissue there and places the exposed ventral surface over the glue for transverse sectioning.
2.6. Place the vibratome block containing the agarose-embedded tissue on ice, and allow the glue to dry for 15 minutes.  
2.6.1. MED:  Talent leaves the block containing the agarose-embedded tissue on ice to dry.
2.7. In the meantime, place prepared tissue chambers into a 24-well plate at one chamber per well.  Fill the wells containing the tissue chambers with 1 ml of cold 1 x PBS, and leave the plate on ice. 
2.7.1. MED-over the shoulder:  Talent places the prepared tissue chambers into a 24-well plate at once chamber per well.  TEXT overlay:  see text for tissue chamber preparation
2.7.2. CU:  Plate as talent fills the wells containing tissue chambers with 1 ml of cold 1 x PBS.
2.8. Once the glue is dry, lower the vibratome blade to the level of the top surface of tissue.  Set the vibratome speed to 0.22 mm per second and start sectioning with a forward movement to make 200 µm thick sections. 
2.8.1. MED:  Talent lowers the vibratome blade to the level of the top surface of tissue.
2.8.2. CU:  Tissue as it is sectioned, making 200 µm thick sections.
2.9. Using a water-color soft brush, transfer one cerebral section into each tissue chamber in the 24-well plate.  Keep the plate on ice until sectioning is complete to prevent tissue degradation.
2.9.1. MED-over the shoulder:  Talent uses a water-color soft brush to transfer one cerebral section into each tissue chamber in the 24-well plate.  Match action in next shot.
2.9.2. ECU:  Well of the 24-well plate as talent uses a water-color soft brush to transfer one cerebral section to the tissue chamber.
2.10. Next, prepare a second 24-well plate by adding 300 µl of a cocktail containing IAs/PLP 139-151 (pronounced “I A of S myelin proteolipid protein one-thirty-nine to one-fifty-one”) dextramer and CD4 antibody to three of the wells.  
2.10.1. MED:  Talent adds 300 µl of a cocktail containing IAs/PLP 139-151 dextramer and CD4 antibody to 3 wells of a second 24-well plate.  Use a labeled container.  TEXT overlay:  see text for details
2.11. Then add 300 µl of the control IAs /TMEV 70-86 (pronounced “I A of S Theiler’s murine encephalomyelitis virus seventy to eighty-six”) dextramer and CD4 antibody cocktail to another set of three wells (TEXT overlay:  see text for details).  Proceed to label the wells.  
2.11.1. CU:  Plate as talent adds 300 µl of the control IAs /TMEV 70-86 dextramer and CD4 antibody cocktail (from a labeled tube) to another set of three wells.
2.11.2. MED-over the shoulder:  Talent labels the wells.
2.12. Then, transfer three tissue chambers containing the sections designated for staining with specific dextramers into the three designated wells of the 24-well plate with one chamber per well. 
2.12.1. [mis-slated as 12.12.1] CU:  Plates as talent transfers each of the 3 tissue chambers containing the sections from one plate to the designated wells in the second plate.
2.13. Similarly, transfer the three tissue chambers containing the sections designated for staining with control dextramers into those wells with one chamber per well.  Cover the wells with a lid. 
2.13.1. [mis-slated as 12.13.1] MED-over the shoulder:  Talent transfers each of the 3 tissue chambers containing the sections from one plate to the other 3 wells on the second plate.
2.13.2. [mis-slated as 12.13.2] CU:  Plate as talent covers with a lid.
2.14. Wrap the plate with aluminium foil and place the plate on a rocking platform set to gentle rotation for 1.5 hours in the dark at room temperature. 
2.14.1. [mis-slated as 12.15.1 – use Take 3] MED:  Talent places the wrapped plate onto a rocking platform set at gentle rotations.
2.15. After the incubation period, wash the tissue sections by transferring them to a fresh well containing 1 ml of cold 1 x PBS.  Wash for at least 10 minutes on the rocking platform and repeat the washing three times.  Ensure that the tissue sections do not get dried, as they can stick to the sides of the chamber.
2.15.1. [mis-slated; use 12.15.1.RIGHT] CU:  Plate as talent transfers the tissue sections to the fresh wells containing 1 ml of cold 1 x PBS to 6 fresh wells.  Continue action in next shot.
2.15.2. [mis-slated as 12.15.2] MED-over the shoulder:  Talent transfers the tissue sections to the fresh wells containing 1 ml of cold 1 x PBS to 6 fresh wells.  
2.15.3. CU:  Plate as it rocks on the platform with the tissue sections being washed.
2.16. Fix the sections by transferring the tissue chambers into a fresh well of the 24-well plate containing 1ml of filtered 4% PBS-buffered paraformaldehyde and incubating on a rocking platform for 2 hours with gentle rotations.  
2.16.1. MED-over the shoulder:  Tissue chambers as talent transfers into a fresh well of the 24-well plate containing 1ml of filtered 4% PBS-buffered paraformaldehyde.
2.16.2. MED:  Talent places the plate back onto the rocking platform.
2.17. After washing the sections 3 additional times, place the stained and fixed sections onto a clean microscopic slide using a water-color soft brush.  Wipe excess water without touching the section, and mount the section using mounting medium.  Cover with a microscopic coverslip and allow the slides to dry at room temperature overnight in the dark room. 
2.17.1. MED-over the shoulder:  Talent places the stained and fixed sections onto a clean microscope slide using a water-color soft brush.
2.17.2. CU:  Slide as talent wipes the excess water without touching the sections and mounts it using mounting medium.
2.17.3. MED-over the shoulder:  Talent covers the slide with a microscopic coverslip.
3. Analysis of dextramer+ (dext+) CD4+ T cells by laser scanning confocal microscope (LSCM) 
Editors, in the SCREEN capture videos please use a zoom bubble to highlight the actions being performed.
3.1. Use a Nikon A1-Eclipse 90i confocal microscope system for routine scanning and acquisition of images.  To start, open the N-I-S Elements A-R software. 
3.1.1. MED-over the shoulder:  Talent at Nikon A1-Eclipse 90i confocal microscope system opens the N-I-S Elements A-R software. 
3.2. Choose tetramethylrhodamine isothiocyanate, or TRITC (pronounced as “trit-C”)… and cyanine five, or Cy5 (pronounced as “Si-5”), channels from the panel.  The excitation/emission wavelengths for the TRITC and Cy5 channels appear by default. 
3.2.1. SCREEN:  Screen capture movie as talent chooses TRITC and Cy5 channels from the panel and the excitation/emission wavelengths appear in NIS Elements AR software.
3.3. Assign the pseudocolor “green” for the TRITC channel, and “red” for the Cy5 channel. 
3.3.1. SCREEN:  Screen capture movie as talent assigns the pseudocolor “green” for the TRITC channel and “red” for the Cy5 channel.  TEXT overlay: TRITC = CD4-PE = green, Cy5 = dextramer-APC = red
3.4. Place the slide to be examined on the microscopic stage and focus manually under 100X magnification.  Set the “HV” to 110 and the offset to “0”.  Click “Focus” and adjust the “voltage” to optimize the lasers. 
3.4.1. MED:  Talent places the slide to be examined onto the microscope stage and focuses manually with the 100X magnification.
3.4.2. MED-over the shoulder:  Talent sets the “HV” to 110 and offset to “0.”  Then talent clicks “Focus” and adjusts the “voltage” to optimize the lasers.
3.5. Click “Focus,” scan the section from top to bottom, and set the ‘Z’ level for image acquisition. Then, click “CH series” and acquire the image sequentially.  Identify dextramer positive, CD4 positive T cells appearing as yellow punctate cells based on co-localization of signals generated from both the red and green channels. 
3.5.1. SCREEN:  Screen capture movie as talent clicks Click “Focus,” scans the section from top to bottom, and sets the ‘Z’ level for image acquisition. Then talent clicks “CH series” and acquires the image sequentially.  
3.5.2. LAB MEDIA:  dext+ CD4+ T cells movie: microscope movie as talent identifies dext+ CD4+ T cells appearing as yellow punctate cells based on co-localization of signals generated from both the red and green channels.
3.6. Use an Olympus FV500-BX60 confocal microscope for easy quantitative enumeration of dextramer positive, CD4 positive T cells.  To begin, open the FLUOVIEW software.  Select the dyes “Cy3” and “Cy5” from the drop-down menu, and click “apply” to load the respective lasers. 
3.6.1. MED-over the shoulder:  Talent at Olympus FV500-BX60 confocal microscope computer, opens the FLUOVIEW software.  
3.6.2. SCREEN:  Screen capture movie as talent selects the dyes “Cy3” and “Cy5” from the drop-down menu, and click “apply” to load the respective lasers in FLUOVIEW. 
3.7. Place the slide to be examined on the microscopic stage, and focus it manually under low magnification.  Click “Focus” while the Cy3 laser is on, and focus the inflammatory focus. 
3.7.1. MED:  Talent places the slide onto the microscopic stage, and focuses it using low magnification.
3.7.2. MED-over the shoulder:  Talent clicks “Focus” while the Cy3 laser is on, and focuses the inflammatory focus.
3.8. Change the objective to 100X magnification.  Set the file size to “512/512” from the drop-down menu.  Click “Focus” and adjust the values for “PMT,” “Gain,” and “Offset” to optimize the lasers separately for Cy3 and Cy5. 
3.8.1. CU:  Microscope as talent changes the objective to 100X magnification.
3.8.2. SCREEN:  Screen capture movie as talent sets the file size to “512/512” from the drop-down menu.  Talent clicks “Focus” and adjusts the values for “PMT,” “Gain,” and “Offset” to optimize the lasers separately for Cy3 and Cy5. 
3.9. Click “Z stage” and then click “Focus” while both the lasers are on. Set the thickness of the “Z stage” by clicking the “up” and “down” arrows.  Set the “Z” interval to 2 µm.
3.9.1. SCREEN:  Screen capture movie as talent clicks “Z stage” and then click “Focus” while both the lasers are on. Set the thickness of the “Z stage” by clicking the “up” and “down” arrows.  Set the “Z” interval to 2 µm.
3.10. Click “Stop”, and choose “Seq-one-two-three.”  Then, click “XYZ” and start acquiring “Z” series images for the selected area within the inflammatory focus.  Save the “Z serial images” as AVI files. To save image files, select the image from the “Z serial image”, and then save as “tiff” format.  Always save multi-tiff images first, to protect data.
3.10.1. SCREEN:  Screen capture movie as talent clicks “Stop”, and chooses “Seq123.” Talent then clicks “XYZ” and starts acquiring “Z” series images for the selected area within the inflammatory focus.  
3.10.2. [combined with 3.10.1] SCREEN:  Screen capture movie as talent saves the “Z serial images” as AVI files. Then talent saves the image files by selecting the image from the “Z serial image”, and then saving as “tiff” format.  
3.11. The next step is to examine three paired sections that have been stained with both sets of dextramers.  First take the ‘Z’ serial images by scanning the slides in a ‘horizontal-vertical up, horizontal-vertical down’ movement so that repetition of ‘Z’ series within the same focus is avoided.
3.11.1. SCREEN:  Screen capture movie as talent takes the ‘Z’ serial images by scanning the slides in a ‘horizontal-vertical up, horizontal-vertical down’ movement so that repetition of ‘Z’ series within the same focus is avoided.
3.12. Once ‘Z’ serial images are captured, name the files by identifying the slide numbers, name of the sections, and the number of the ‘Z’ serial images taken.
3.12.1. SCREEN:  Screen capture movie as talent names the files by identifying the slide numbers, name of the sections, and the number of the ‘Z’ serial images taken.
3.13. Use ‘ImageJ’ software to count dextramer positive, CD4 positive T cells in relation to the total number of CD4 positive T cells.  Select the ‘type of counter’ in ImageJ, check ‘show all,’ and start counting by clicking the center of each cell and continuing to count in different ‘Z’ serial images by using side arrows.
3.13.1. MED-over the shoulder:  Talent pulls up the ‘ImageJ’ software.
3.13.2. SCREEN:  Screen capture movie as talent selects the ‘type of counter’ in ‘ImageJ, checks ‘show all,’ and start counting by clicking the center of each cell and continuing to count in different ‘Z’ serial images by using side arrows.
3.14. After counting all the CD4 T cells, choose another type of counter and count the dextramer positive, CD4 positive T cells.  Click the results tab to get the total number of cells counted with the two different counters. 
3.14.1. MED-over the shoulder:  Talent chooses another type of counter and counts the CD4+dext+ T cells.
3.14.2. SCREEN:  Screen capture movie as talent clicks the results tab to get the total number of cells counted with the two different counters. 
4. Results: In situ detection of antigen-specific, autoreactive CD4 T cells by direct staining with MHC class II dextramers
4.1. [bookmark: _GoBack]Detection of myelin proteolipid protein, or PLP, -specific CD4 T cells was performed using freshly-cut cerebral sections derived from EAE mice and stained with cocktails containing anti-CD4 and PLP 139-151 dextramers… or control TMEV 70-86 dextramers. 
4.1.1. LAB MEDIA:  Figure 1.  Editors, please highlight the top row of panels as “PLP 139-151-specific” is narrated and the bottom row of panels as “TMEV 70-86-control” is narrated.
4.2. LSCM analysis of costained cerebral sections show cells positive for PLP 139-151 dextramers in red… and cells positive for the CD4 antibody in green… whereas the double-positive cells appeared yellow.  The costained cells showed punctate dots around the periphery.
4.2.1. LAB MEDIA:  Figure 1.  Editors, please zoom into the top panel.  Highlight the white arrows in the 2 center panels pointing at the cells as “positive for PLP 139-151 dextramers in red” is narrated.  Then highlight the white arrows in the two left panels as “and positive for the CD4 antibody in green” is narrated.  Finally, highlight the white arrows in the two right panels as “whereas the double-positive cells appeared yellow” is narrated.
4.3. Such a feature was absent in sections stained with the control TMEV 70-86 dextramers.  
4.3.1. LAB MEDIA:  Figure 1.  Editors, please pan down to the bottom panel.  
4.4. Detection of cardiac myosin-specific CD4 T cells by in situ staining with cardiac myosin heavy chain-alpha 334 to 352 dextramers was also performed.  
4.4.1. LAB MEDIA:  Figure 3.  
4.5. Analysis of these images by LCSM showed the presence of cells positive for Myhc 334 to 352 dextramers in red… cells positive for CD4 in green… and cells bound with both dextramers and CD4 as yellow punctate cells. 
4.5.1. LAB MEDIA:  Figure 3.  Editors, please zoom into the top panel.  Highlight the white arrows in the 2 center panels pointing at the cells as “positive for Myhc 334-352 dextramers in red” is narrated.  Then highlight the white arrows in the two left panels as “positive for CD4 in green” is narrated.  Finally, highlight the white arrows in the two right panels as “with both dextramers and CD4 appeared as yellow punctate cells” is narrated.
4.6. The background staining for control RNase 43 to 56 (pronounced as “R N-ase fourty-three-to-fifty-six”) dextramers was negligible.  
4.6.1. LAB MEDIA:  Figure 3.  Editors, please pan down to the bottom panel.  


5. Conclusion (said by authors on camera)

5.1. Chandirasegaran Massilamany:  Once mastered, this technique can be done in about 8-10 hours as opposed to three days with other published protocols if it is performed properly.

5.1.1. MED:  Chandirasegaran speaks toward camera, interview style. [Take 5, 28 seconds in]

5.2. Arunakumar Gangaplara: While attempting this procedure, it’s important to remember to prepare the reagents ahead of time and follow the steps systematically, but, no short-cuts please.

5.2.1. MED:  Arunakumar speaks toward camera, interview style.
5.3. Jay Reddy:  After watching this video, you should have a good understanding of how to section and stain the tissues for enumeration of self-reactive T cells in the target organs.

5.3.1. MED:  Jay speaks toward camera, interview style.
       

Provided Media

Authors, Please list all images, movie files, or 3-D rendered animations that can be included in the video per editor’s request.  The step in the script/video where these images will be inserted should be specified.   For example:

6.2 –  0123_PIname_Figure1.tif -  dual color imaging of tumor angiogenesis at 40X 
6.2 –  0123_PIname_Figure2.tif -  dual color imaging of tumor angiogenesis at 100X

Formats:  For static images we prefer .tiff, .eps, Illustrator, Powerpoint or Photoshop files at dimensions of at least 720X480 pixels and 300 dpi.  The higher resolution, the better.  Likewise any exported movie files should have at minimum these dimensions and be rendered to .mov, .mp4, or .avi files.  

Insert your media filenames here.

Schematic diagram 51679_Reddy_02_17.pptx

Figure 1

Figure 3

dext+ CD4+ T cells movie: microscope movie as talent identifies dext+ CD4+ T cells appearing as yellow punctate cells based on co-localization of signals generated from both the red and green channels.

SCREEN Capture Movies:
51679_Reddy_SCREEN_3.2.1:  Screen capture movie as talent chooses TRITC and Cy5 channels from the panel and the excitation/emission wavelengths appear in NIS Elements AR software.
51679_Reddy_SCREEN_3.3.1:  Screen capture movie as talent assigns the pseudocolor “green” for the TRITC channel and “red” for the Cy5 channel.  TEXT overlay: TRITC = CD4-PE = green, Cy5 = dextramer-APC = red
51679_Reddy_SCREEN_3.5.1:  Screen capture movie as talent clicks Click “Focus,” scans the section from top to bottom, and sets the ‘Z’ level for image acquisition. Then talent clicks “CH series” and acquires the image sequentially.  
51679_Reddy_SCREEN_3.6.2:  Screen capture movie as talent selects the dyes “Cy3” and “Cy5” from the drop-down menu, and click “apply” to load the respective lasers in FLUOVIEW. 
51679_Reddy_SCREEN_3.8.2:  Screen capture movie as talent sets the file size to “512/512” from the drop-down menu.  Talent clicks “Focus” and adjusts the values for “PMT,” “Gain,” and “Offset” to optimize the lasers separately for Cy3 and Cy5. 
51679_Reddy_SCREEN_3.9.1:  Screen capture movie as talent clicks “Z stage” and then click “Focus” while both the lasers are on. Set the thickness of the “Z stage” by clicking the “up” and “down” arrows.  Set the “Z” interval to 2 µm.
51679_Reddy_SCREEN_3.10.1:  Screen capture movie as talent clicks “Stop”, and chooses “Seq123.” Talent then clicks “XYZ” and starts acquiring “Z” series images for the selected area within the inflammatory focus.  
51679_Reddy_SCREEN_3.10.2:  Screen capture movie as talent saves the “Z serial images” as AVI files. Then talent saves the image files by selecting the image from the “Z serial image”, and then saving as “tiff” format.  
51679_Reddy_SCREEN_3.11.1:  Screen capture movie as talent takes the ‘Z’ serial images by scanning the slides in a ‘horizontal-vertical up, horizontal-vertical down’ movement so that repetition of ‘Z’ series within the same focus is avoided.
51679_Reddy_SCREEN_3.12.1:  Screen capture movie as talent names the files by identifying the slide numbers, name of the sections, and the number of the ‘Z’ serial images taken.
51679_Reddy_SCREEN_3.13.2:  Screen capture movie as talent selects the ‘type of counter’ in ‘ImageJ, checks ‘show all,’ and start counting by clicking the center of each cell and continuing to count in different ‘Z’ serial images by using side arrows.
51679_Reddy_SCREEN_3.14.2:  Screen capture movie as talent clicks the results tab to get the total number of cells counted with the two different counters. 


General Preparation

It’s critical for a smooth and organized shoot that all reagents are accounted for, in advance.   

Any overnight or long incubation steps should be recognized and specimens/samples be prepared in advance so that prior steps can be recorded and shooting can continue with pre-prepared specimens/samples.  

All tubes/flasks should be pre-labeled neatly before we arrive.  

Ex. Luciferase assay done in 96 well plates should be labeled with negative/positive control wells and experimental samples are labeled accordingly.

You will receive more detailed preparation instructions, as well as an introduction to your videographer, closer to your filming date.
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