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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: 
B.   Does your protocol include detailed, step-by-step, descriptions of software usage? (Y/N)__N__ 
C.  Which steps of your protocol will viewers benefit most from having filmed? Please list 4-6 steps__2.6, 4.4, 4.7, 5.7___
D.  What is the single most difficult aspect of this procedure and what do you do to ensure success?  The most difficult aspect of this procedure is the flow cytometric analysis of the tetramer-stained cells following enrichment. To ensure accurate detection of tetramer-positive cells from autofluorescent background, multiple levels of inclusion and exclusion gating are employed.

1. Introduction (Schematic Overview and Interview)

A. Schematic Overview (read by voice talent at JoVE):
Authors, please select from “Procedural Narrative” or “Conceptual Narrative” and complete the statements below. Please do not add additional steps.  Then, attach your finished graphic overview.  See accompanying instructions for details and examples.  

Conceptual Narrative:
The overall goal of the following experiment is to identify rare epitope-specific T cells from the endogenous T cell repertoire of mice. (Intro) This is achieved by first staining harvested lymphoid cells with peptide:MHC tetramer reagents, which will fluorescently label the relevant epitope-specific T cells. (C1) These tetramer-labeled cells are then stained with magnetic microbeads conjugated to antibodies specific for the fluorescent tag on the tetramer. (C2) Next, the magnetically labeled cells are passed through a magnetized column in order to enrich the sample for tetramer-bound epitope-specific T cells. (C3) Finally, the cells are stained for the desired experimental cell markers (C4), and multi-parameter flow cytometry is performed to detect and quantify the rare, tetramer-enriched, epitope-specific T cell populations. (C5)

(C1) Show grey cells from C1 image (and text?), have red cross “tetramers” approach and attach to center cell from all sides and turn it red (final image looks like C1) 
(C2) Show final image from C1 (and text from C2?), then have green “x’s” approach and attach to red “tetramers” (final image looks like C2)
(C3) Show white fat column with attached black smaller column (no text); have magnet approach and “magnetize” column (lightning bolts or similar?); then have several grey cells come out of bottom of black column and move to left over “unbound fraction ~198 million cells” text and red cell(s) with green x’s and red crosses move to the right over “bound fraction.. enrichment)” text
(C4) table 1.pdf 
(C5) fig 1.pdf

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

Authors: Below are statements we would like you to complete that are complementary to the information contained within the schematic overview.   
1. Only one statement should be chosen and completed per author who will be on camera demonstrating the protocol.    
1. Enter the name of the individual who will say each line. 
1. Please choose and fill out the statement(s) that convey the most important fact(s) about your protocol. You may revise the given prompts as necessary to improve the sentence flow.
1. If any individuals will be doing demonstrations on camera but are not assigned a speaking part in this interview section, please use statement 1.8 to introduce these demonstrators (for example, the PI introduces students)

0. James Moon: The main advantage of using this technique over other existing methods, like the TCR transgenic T cell adoptive transfer system, is that studies are performed on real polyclonal populations of epitope-specific T cells that develop naturally within the immune system. Moreover, the high sensitivity of detection afforded by this technique enables studies of these populations when they are present at extremely low frequencies. 

0. James Moon: This method can help answer many key questions in the field of immunology, such as how many naive T cells may recognize a given antigen from a pathogenic microbe, and how the clonal composition of an epitope-specific T cell population changes throughout the course of an immune response.
 
Protocol (read by voice talent at JoVE):

Authors:  In order to ensure that your protocol can be filmed in a single day, the protocol text must be limited to 30 steps – each step being defined as 3 lines of 12 pt text in our formatting style below.  This amounts to 3 pages of protocol text.  The scope of the scripted protocol text should include only those aspects of the procedure that require visualization in order to be well understood.     

1. Cell isolation from lymphoid tissue

0. Before starting the dissection, add 1 ml of complete EHAA medium (Pronounce: “E-H-A-A”) to a 60 mm culture dish containing a small square of 100 μm nylon mesh and place the dish on ice.

0. WIDE: Talent adding EHAA to 60 mm culture dish

0. MED – over the shoulder: Talent moves dish onto ice (mesh should be visible in shot)

0. Then remove the spleen from a euthanized mouse and as many easily accessible lymph nodes as possible. Place the tissues on top of the nylon mesh in the culture dish.

1. ECU/CU: Shot of spleen being lifted out of mouse abdomen

1. ECU/CU: Shot of last few seconds of one lymph node being dissected then lifted out of mouse (TEXT: e.g., inguinal, axillary, brachial, cervical, and mesenteric LN)

1. CU: Shot of one LN being placed onto mesh containing spleen and other LNs
  
0. Use the flat top of a closed 1.5 ml microfuge tube to gently mash the lymphoid tissues on the nylon mesh to liberate the lymphocytes. Add another milliliter of media to the dish and then pipet the solution up and down to work the cells into a suspension.

2. CU: Shot of flat top of tube (right above mesh), then tube gently mashing lymphoid tissues on mesh

2. MED: Talent adds media to plate (Videographer: Combine 2.3.2. and 2.3.3. as appropriate)

2. MED: Talent pipets suspension up and down (Videographer: Combine 2.3.2. and 2.3.3. as appropriate)
  
0. Now place a new nylon mesh on top of a fresh 15 ml polypropylene centrifuge tube and then transfer the cells through the new mesh. Rinse the dish and mesh with another milliliter of cold media and pool the volumes through the new piece of mesh into the 15 ml tube. Repeat the rinse one more time.

3. MED: Talent places new mesh on top of new tube

3. CU: Side shot of cells being passed through new mesh into new tube

3. MED: Talent adding media wash to dish and old mesh

3. MED: Talent pipetting media wash through mesh  (TEXT: Repeat to achieve 4 ml final volume)

0. After adding cold sorter buffer to a final volume of 15 ml, centrifuge the tube for 5 minutes at 300 x g and 4ºC. Then carefully aspirate the supernatant.

4. MED: Talent holds tube up to eye level to look at 15 ml volume then places tube into centrifuge (TEXT: 5 min, 300 x g, 4°C)

4. CU: Shot of supernatant being aspirated (TEXT: Leave no drops on tube sides)
 
0. Resuspend the cell pellet in Fc block to a final volume equal to approximately twice that of the pellet itself. If a large degree of cell clumping has occurred, carefully remove the cell clump with a pipet tip.

5. CU: Shot of Fc block being added to tube/pellet (TEXT: e.g., spleen + lymph nodes ≈ 100 l: add 100 l of Fc block for 200 l total volume)

5. ECU: Shot of cell clump being removed from top of tube with pipet tip

1. Tetramer staining

1. [bookmark: _GoBack]To stain for antigen-specific T cells, add fluorescently-tagged peptide-MHC tetramer to the resuspended cell pellet at the optimized concentration. Then mix the cell suspension and incubate it at the optimized time and temperature for tetramer binding.

0. WIDE: Talent adding tetramer to pellet

0. MED: Talent mixing cell suspension (Videographer: Combine 3.1.2. and 3.1.3. as appropriate)

0. MED: Talent placing rack of tubes in dark drawer (Videographer: Combine 3.1.2. and 3.1.3. as appropriate)

1. Next add cold sorter buffer to bring the volume up to 15 ml and centrifuge. Keeping the cells at 4°C from now on, carefully aspirate the supernatant.

1. MED: Talent adding buffer to tube

1. CU: Shot of tube being placed into centrifuge (TEXT: 5 min, 300 x g, 4ºC)

1. MED: Talent remove supernatant from tube on ice  (TEXT: Leave no drops on tube sides)

1. Then resuspend the cell pellet in sorter buffer to a final volume of 200 l.

2. MED: Talent adds buffer to tube

1. Magnetic enrichment

2. Now add 50 l of Miltenyi antibody-conjugated microbeads that will specifically bind to the fluorescent tag of the tetramer. Mix and then incubate the tetramer-bound cells and beads at 4ºC.

0. WIDE: Talent adding microbeads to tube

0. MED: Talent mixes solution (Videographer: Combine 4.1.2. and 4.1.3. as necessary)

0. MED: Talent places tube at 4°C (TEXT: Microbeads, 4°C, 20 min) (Videographer: Combine 4.1.2. and 4.1.3. as necessary)

2. After 20 minutes, wash the cells in sorter buffer. While the cells are in the centrifuge, place a Miltenyi LS magnetic column on a QuadroMACS magnet and position a new 15 ml polypropylene centrifuge tube directly underneath the column.

1. MED: Talent adding buffer to tube (TEXT: 5 min, 300 x g, 4°C)

1. MED: Talent places column onto magnet

1. CU: Shot of collection tube being placed under magnet

2. Add 3 ml of sorter buffer to the top of the column, allowing it to drain into the 15 ml tube. Then place a 100 μm nylon mesh square on top of the column. 

2. MED: Talent adding buffer to column

2. CU: Shot of buffer dripping into tube

2. CU: Shot of mesh being placed onto column

2. When the cells have finished spinning, carefully aspirate the supernatant and resuspend the pellet in 3 ml of sorter buffer.

3. MED: Talent aspirating supernatant (Videographer: Combine 4.4.1. and 4.4.2. as appropriate)

3. MED: Talent adding buffer to tube (Videographer: Combine 4.4.1. and 4.4.2. as appropriate)

2. Transfer the cell suspension through the nylon mesh onto the top of the column. When the cell suspension has completely drained into the column, rinse the original tube with another 3 ml of sorter buffer and transfer through the mesh onto the column, pooling the wash in the collection tube.

4. CU: Shot of cell suspension being added onto mesh on column

4. MED: Talent pipets buffer into original tube, then pipets contents of tube through mesh on empty column

4. CU: Shot of washing dripping into collection tube with cell suspension already in it
 
2. Discard the nylon mesh. Then, when the buffer has completely drained into the tube, wash the column 2 more times with 3 ml of sorter buffer each time. Then remove the column from the magnet and place the column over a new 15 ml polypropylene centrifuge tube.

5. MED: Talent removes the mesh from column then adds buffer to empty column (TEXT: 3 ml sorter buffer, x2)

5. MED: Talent removes column from magnet and places column over new tube

2. Now add another 5 ml of sorter buffer to the column. Immediately insert the plunger into the top of the column, and in one continuous motion, push the plunger all the way down, forcing the buffer out of the column into the tube.

6. MED: Talent adds buffer to top of column, then plunges column (Videographer: Need ~15 s action)

2. After spinning down both the tube containing the eluted bound fraction and the tube containing the flow-through unbound fraction, carefully aspirate the supernatant from the bound fraction and resuspend the cell pellet in sorter buffer to a final volume of exactly 95 l. Aspirate and resuspend the unbound fraction to a final volume of 2 ml.

7. MED: Talent removing tubes from centrifuge (TEXT: 5 min, 300 x g, 4ºC)

7. CU: Last few seconds of supernatant being aspirated from tube (TEXT: Leave no drops on tube sides), then buffer being added to pellet (Videographer: Split step into separate shots as necessary) and measured with pipettor.

7. MED: Talent finishes aspirating the unbound fraction and adds 2 ml of buffer to tube (Videographer: Split step into separate shots as necessary)

1. Flow cytometry

3. Before staining the cell fractions further, add 200 l of counting beads into a 5 ml FACS tube and transfer 5 l of cells into this tube. Set these tubes aside at 4ºC for analysis later.

0. WIDE: Talent adds 200 l of counting beads into one 5 ml FACS tube (TEXT: Bead concentration: 200,000/ml)

0. MED: Talent transfers 5 l cells to same 

0. MED: Talent places tubes aside at 4°C
  
3. Now combine a master mix of antibodies to stain surface markers on the cells according to the table.

1. LAB MEDIA: table 1.pdf
 
3. For the bound fraction, add a dose of antibody cocktail directly to the cells. For the unbound fraction, transfer 90 μl of the cells to a 5 ml FACS tube and add a dose of antibody cocktail to the transferred sample.

2. MED: Talent adds antibody cocktail to bound fraction tube

2. MED: Talent transfer 90 l of cells to FACS tube

2. CU: Talent adds antibody cocktail to same

3. For each fluorochrome to be used, mix 50 l of the leftover unbound fraction of cells in a 5 ml FACS tube with 1 μl of anti-CD4 antibody conjugated to the appropriate fluorochrome.  Set aside an unstained control as well.

3. MED: Talent adds 50 l of unbound fraction to one FACS tube (repeat 7 times)

3. MED: Talent adds 1 l of anti-CD4 antibody to same

3. Next vortex and then incubate all the samples at 4ºC for 30 minutes.

4. MED: Talent vortexing a single sample 

4. MED: Talent placing cells at 4°C

3. Then, after washing each tube in 5 ml of sorter buffer, carefully aspirate the supernatant from the bound fraction samples and resuspend the cells in 200 l of sorter buffer.

5. CU: Shot of one tube with supernatant (TEXT: 5 min, 300 x g, 4°C), then supernatant being aspirated from one tube

5. CU: Shot of buffer being added to 1 tube and cells being resuspended

3. Transfer the cells into 1.2 ml FACS microtubes and then rinse their previous tubes with another 200 l of sorter buffer, pooling the rinses into the corresponding microtubes. If cell clumps are apparent, pass the cells through a 50 μm filter.

6. MED: Talent adds cells into one 1.2 ml FACS microtube (Videographer: Combine 5.7.1. and 5.7.2. as appropriate)

6. CU: Above shot of one sample being pipetted through 50 m filter, with cell clumps catching in filter if possible 

6. MED: Talent adds buffer to one 15 ml tube , then transfers buffer through filter into same 1.2 ml FACS microtube


3. For the unbound fraction and compensation controls, decant the supernatant and resuspend the pellets in 1 ml of sorter buffer.

7. MED: Talent decanting supernatant from 1-2 tubes

7. MED: Talent adding buffer to 1-2 tubes

3. Analyze the stained samples using a sequence of successive inclusion gates for identifying CD4+ or CD8+ T cells as illustrated here.

8. MED: Talent at flow cytometer, loading sample (TEXT: Use single-fluorochrome stained controls to set up flow cytometer) 

8. LAB MEDIA: fig 1.pdf

3. For the bound fraction samples, collect as many cells as possible, up to a maximum of 2,000,000 total events. For the unbound fraction samples, collect 1,000,000 total events. 

9. MED – over the shoulder: Talent sitting at flow cytometer while sample is being run, flow cytometer monitor is in frame (TEXT: Keep acquisition rate ≤3,000 events/s)

9. SCREEN: Shot of an unbound fraction tube being analyzed for last few seconds to 1,000,000 events (Video Editor: If possible, please highlight the 1,000,000)

3. Finally, using the same machine settings, collect 10,000 events from the counting bead samples.

10. CU: Shot of one counting bead sample being loaded onto flow cytometer (TEXT: Save all data as FCS files)

1. Results: Calculation of MHC Tetramer-Based Enrichment of Epitope-Specific T cells

4. This first figure depicts representative flow cytometry plots of peptide MHCII tetramer enriched spleen and lymph node samples from naive mice for bound and unbound cell fractions. A succession of gates was set to select lymphoid-scatter positive, side scatter width low, dump negative, CD3+ events. Of these, CD4+ or CD8+ events were gated for the analysis of epitope-specific T cells or background staining. Aliquots of unstained cells from the bound and unbound fractions were mixed with fluorescent counting beads and analyzed separately.

0. LAB MEDIA:  fig 1.pdf (Video Editor: with “for bound” please highlight the “bound fraction” text at the top left of the figure; with “unbound … fractions” please highlight the “unbound fraction” at the middle left of the figure; with “lymphoid-scatter positive” please indicate/highlight the pink oval gates in the top left most “bound fraction” side scatter by forward scatter dot plot and the middle left most “unbound fraction” side scatter by forward scatter dot plot; with “side-scatter width low” please highlight/indicate the pink vertical rectangle gates in the top second side scatter by side scatter bound fraction dot plot and in the middle second side scatter by side scatter unbound fraction dot plot; with “dump negative, CD3+ events” please highlight/indicate the pink thumbprint shaped gates in the top third dump by CD3 bound fraction dot plot and the middle third dump by CD3 unbound fraction dot plot; with “CD4+” please highlight/indicate the vertical pink oval CD4+ gate in the bottom right quadrant of the top 3rd CD4 by CD8 bound fraction dot plot and in the middle 3rd CD4 by CD8 unbound fraction dot plot; with “CD8+ events” please highlight/indicate the horizontal pink oval CD8+ gate in the top left quadrant of the top 3rd CD4 by CD8 bound fraction dot plot and in the middle 3rd CD4 by CD8 unbound fraction dot plot; with “analysis of .. background staining” please highlight/indicate the dots in the blue rectangle gate in the bottom far right dot plot at the end of the top row; with “aliquots … bound fraction” please highlight/indicate the bottom left dot plot; with “aliquots … bound” please highlight/indicate the bottom left dot plot; with “unbound fractions were mixed” please highlight/indicate the bottom right dot plot

4. These density plots depict representative data for mice previously immunized with the relevant peptide plus Complete Freund’s Adjuvant. The same serial gating strategy as in the previous experiment was used to remove any autofluorescence and other unwanted events from the analysis of the CD4+ T cell populations. The CD8+ T cell population served as a useful internal negative control for peptide MHCII tetramer staining of CD4+ T cells.

1. LAB MEDIA:  fig 2.pdf (Video Editor: with “same serial … was used” please simultaneously highlight/indicate the pink gates in the first four dot plots of the top and middle rows OR stretch an arrow from the left most dot plots to the 4th dot plots of the top and middle rows; with “analysis of the CD4+ T cell populations” please indicate/highlight the blue gates in the bottom far right dot plots of the top and middle rows; with “cd8+ population” please indicate/highlight the blue gates in the top far right dot plots of the top and middle rows)

4. The absolute numbers of epitope-specific T cells in a sample are calculated by multiplying the total number of all the cells in the bound fraction of the enriched sample, as determined from the bead count analysis, with the proportion of these cells that are tetramer positive, as determined from the cell staining analysis.

2. LAB MEDIA: box 1 equations.pdf (Video Editor: with “absolute numbers .. T cells” please highlight the “total number epitope-specific cells” text in the third equation; with “total number of all the cells ..sample” please highlight the “(total number cells)” text in the third equation; with “proportion .. tetramer positive” please highlight the “(% tetramer-positive events)” text in the third equation)

4. For the representative naive mouse data shown in the first series of density plots, the total cell count was 4411 and the bead count was 5589. The bead stock concentration was 2 x 105/ml, the bead volume was 0.2 ml, and the cell volume was 0.005 ml. Thus, these data were used to generate the cell concentration of 6.31 x 106/ml. The cell concentration was then multiplied by the total sample volume to generate the total cell number. This data in turn was multiplied by the percent of the tetramer positive events from the cell analysis to determine that the number of epitope-specific CD4+ T cells from this naïve mouse was 98.

3. LAB MEDIA: equations 1.pdf (Video Editor: with “total cell count was 4411” please highlight the “cell count” text in the first equation as well as the “4411” text in the second equation; with “bead count was 5589” please highlight the “bead count” text in the first equation as well as the “5589” text in the second equation; with “bead stock concentration was 2 x105/ml” please highlight the “bead stock concentration” text in the first equation as well as the “2.00 x105/ml” text in the second equation; with “the bead volume .. ml” please highlight the “bead volume” text in the first equation as well as the “0.200 ml” text in the second equation; with “cell volume .. ml” please highlight the “cell volume” text in the first equation and the “0.005 ml” text in the second equation”; with “cell concentration of… /ml” please highlight the 3rd equation; with “cell concentration was then multiplied” please highlight the “cell concentration” text of the 4th equation as well as the “6.31 x 106/ml” text of the 5th equation; with “by the total .. volume” please highlight the “total sample volume” text of the 4th equation as well as the “0.095 ml” text of the 5th equation; with “generate .. number” please highlight the “total cell number” text of the 6th equation; with “this data in turn” please highlight the “6.00x105” texts in the 6th and 8th equations; with “multiplied by the .. cell analysis” please highlight the “% tetramer positive events” text in the 7th equation and the 5 numerical text % data on the right side of the 8th equation (e.g., 41.5%, 96.6%, 10.2%, 62.3%, 0.64%); with “number of .. T cells” please highlight the “total number of epitope specific cells” text in the 9th equation and with “ was 98” please circle or otherwise distinguish the “98” in the 9th equation.

4. For the representative immunized mouse data in the second series of density plots, the total number of epitope-specific CD4+ T cells was 1.53 x 104.

4. LAB MEDIA: equations 2.pdf (Video Editor: with “total number .. 1.53 x 104“ please highlight the 9th equation)

4. The efficiency of the enrichment declines as the number of epitope-specific T cells increases, so tetramer positive cells may be seen in the unbound fraction of samples containing very high frequencies of epitope-specific T cells. In such cases, the number of epitope-specific T cells present in the unbound fraction can be calculated separately and added to the number found in the bound fraction. For example, in the representative immunized mouse unbound cell fraction, the total number of epitope-specific CD4+ T cells was 8.97 x 103.

5. LAB MEDIA: equations 3_corrected.pdf (Video Editor: with “total number .. 8.97 x 103“ please highlight the 9th equation)

4. Thus, by adding the numbers in the bound and unbound fractions, there were 2.43 x 104 total epitope-specific CD4+ T cells in the whole immunized mouse sample. Indeed, if the epitope-specific cell expansion is sufficiently robust, the enrichment process can be skipped.

6. LAB MEDIA: equations 4_corrected.pdf (Video Editor: with “numbers in the bound” please highlight the “epitope-specific cells in bound fraction” text in the first equation as well as the “1.53 x 104” text in the second equation; with “unbound fractions” please highlight the “epitope-specific cells in unbound fraction” text in the first equation as well as the “8.97 x 103” text in the second equation; with “there were .. mouse sample” please highlight the 3rd equation)  

INSTRUCTIONS FOR AUTHORS:
Please ensure that the representative results narration is appropriate and correctly describes your images, movies, or figures.  Our editors have ensured that the results are written in our format.   

We consider this section a critical aspect of the video, because here is where you provide validation for your experiments.  For example, if this is a cell culture preparation, this section is where the video will show your cells at various time points following culturing.  If this is an imaging prep, then this part is where you will show examples of your imaging experiments.  

Please limit the extent of narration to no more than 2-3 lines of text per image or movie file being described.   Figures with multiple panels submitted with the original protocol should be broken up so that each panel is a separate image.   Like the schematic, each image or movie file supplied in the results should be referenced by annotation in parenthesis, however for the results, the specific filename should be given in parenthesis.  

Below is an example of results text:

EXAMPLE REPRESENTATIVE RESULTS

5.  Evaluation of Morpholino Injection and Knockdown
5.1   Representative results of both morpholino injection and mRNA injection are shown here. The    
        uninjected control at 48 hours post fertilization looks normal, as expected 
        -LAB MEDIA: 0123_PIname_Figure1.tif  (Replace 0123 with your jove video #)

5.2   However, embryos injected with the morpholino heg_e3i3_egfr1, which knocks down Heg isoforms
                     containing the first of two EGF-like repeats, exhibit brain edema.
	        -LAB MEDIA: 0123_PIname_Figure2.tif	

5.3   Injection of heart of glass mRNA also produced an obvious phenotype. At 24 hours post fertilization, 
        the heads of the uninjected controls look normal 
        -LAB MEDIA: 0123_PIname_Figure3.tif

5.4   Conversely, some of the embryos injected with the mRNA exhibit cyclopia     
                     -LAB MEDIA: 0123_PIname_Figure4.jpg

Please visit the following URL to see an example of how the results will look when complete:
http://www.jove.com/index/Details.stp?ID=1597

1. Conclusion (said by authors on camera)
Authors: Below are statements we would like you to complete that summarize and conclude the video. Only one statement should be chosen and completed per author who will be on camera demonstrating the protocol. In addition to choosing and filling out the appropriate statement, please enter the name of the individual who will say each line. You may revise the given prompts if necessary to better fit your protocol.


5. Francois Legoux: Following the enrichment procedure, cell fixation and permeabilization steps can be performed to enable staining of intracellular proteins such as cytokines and transcription factors.

5. Francois Legoux: While this method was originally designed for studies of T cells from the spleen and lymph nodes, it can also be applied to other tissues like the thymus and intestine. The technique can also be used to study epitope-specific T cells in human blood and tissue samples.

       Finally, we would love to involve you in a new promotional project.  During the filming of your intro and conclusion sections, we would like to capture your thoughts and opinions about your personal JoVE experience.   There's need for extra rehearsal time, or memorizing lines; we want your raw insights & observations. By doing this, it will allow us ensure our future clients with satisfaction & professional trust, not only from our JoVE employees, but now also from fellow established authors, like yourself.  Our videographer will plan to record the following questions once your interview segments are recorded:

What do you expect from a scientific journal?

In your own words, what makes JoVE's video format special?

Would you recommend JoVE to your colleagues?


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, 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.  

graphic.ai
table 1.pdf
fig 1.pdf
fig 2.pdf
box 1 equations.pdf
equations 1.pdf
equations 2.pdf
equations 3_corrected.pdf
equations 4_corrected.pdf

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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