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A.  Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? (Y/N)__Yes_______  

Can you record movies/images using your own microscope camera? (Y/N)___Yes______  

If no, JoVE will need to record the microscope images using our scope kit (through a camera port or one of the oculars). Please list the make and model of your microscope: __ Nikon Ti-E ___________________________________________

B.   Software Usage: Does your protocol include detailed, step-by-step, descriptions of software usage? (Y/N)___ Yes, there is some software analysis
C.  Which steps of your protocol will viewers benefit most from having filmed? Please list 4-6 individual steps using the step numbers listed in this document. (Please do not list entire sections.) 
2.1 Clean the glass-bottom of the imaging dish with optical cleaner to remove any fingerprints or dust that may interfere with imaging. Use sufficient optical cleaner to wet the entire glass surface.

2.2 Place the glass-bottom dish on the microscope stage in the imaging dish adaptor, remove the plastic cover from the dish, and cover the dish with a glass-topped chamber. Ensure the chamber has a valve to allow a steady flow of air consisting of 5% CO2.

2.4 Initiate/calibrate the encoded stage using the software program controlling the microscope. This will ensure accurate X-Y coordinates and prevent focal drift

 Focus on the cells using phase-contrast optics and perform Koehler illumination (described in detail in ref. 47

) to focus the light and provide optimal contrast.
2.5 Use acquisition software to select several, non-overlapping fields of view from each well for imaging. Select imaging regions where cells have adhered well to the glass-bottom and are between 50% and 70% confluent. Avoid areas of clumped cells, as this will make subsequent analysis difficult.
D.  What is the single most difficult aspect of this procedure and what do you do to ensure success?  Please list 1-2 individual steps using the step numbers listed in this document. (Please do not list entire sections.)
Video analysis is the single most difficult aspect of this procedure because cells can highly motile and difficult to track over extended periods of time. To overcome this issue, tracking is typically done frame-by-frame and in smaller quadrants of the imaging field.
Starting at the beginning of the video, identify a single interphase cell and track its progress through the cell cycle using phase optics. To track a single cell, observe the cell from frame to frame by eye. Identify interphase cells due to their flattened morphology (as assessed by phase contrast) and their lack of DNA condensation (as assessed by H2B-GFP) (Figure 1A).

E.  Will the filming need to take place in multiple locations? (Y/N) __Y_____ If yes, how far apart are the locations? ________across the hall___________________________________________

1. Introduction (Experimental Goal and Author Interviews) – As the beginning of your video, the introduction should clearly present the goal of your method to the viewer and its significance.  Other information can be provided according to the various statements below, but the total introduction should not exceed 150 words. 
A. Experimental Goal: (read by voice talent at JoVE)
The overall goal of this procedure is to use live-cell imaging to assess cell fate decisions following treatment with the anti-mitotic drug paclitaxel. (Intro)
B.  Required Interview Statements: (Said by you on camera. Don’t forget to smile!)  
1.1. Amanda Bolgioni: This method enables us to visualize how individual cells respond to different doses of the anti-mitotic drug paclitaxel [1-MED].
1.1.1. Amanda speaks towards the camera, interview style.
1.2. Amanda Bolgioni: The main advantage of this technique is that it provides a wealth of information on single cells or whole populations that is unobtainable from fixed-cell imaging or population based assays [1-MED].    
1.2.1. Amanda speaks towards the camera, interview style.
D. Introduction of Demonstrator: (Said by you on camera. Don’t forget to smile!)
1.3. ** Amanda Bolgioni: Demonstrating the procedure will be Marc Vittoria, an MD/PhD student from the Ganem laboratory [1-MED]/[2-MED]. 

1.3.1. Amanda speaks towards the camera, interview style.  Editors, please use 1.3.1 as the audio and 1.3.2 as the visual as 1.3 is narrated.
1.3.2. Marc looks up from workbench or desk or microscope and acknowledges the camera.

Protocol: (read by voice talent at JoVE)
2. Setting Up the Microscope for Live-Cell Imaging
(Editor: The authors were inconsistent with how they notated their post-shoot changes. The scriptwriter attempted to decipher these notes first, but the authors’ notes directly to use contradict those previous notes a bit. Be aware that 2.4 and 2.5 may have conflicting notes and may not show what’s written exactly as written)
2.1. To begin, clean the glass-bottom of the imaging dish with optical cleaner to remove any fingerprints or dust that may interfere with imaging [1-MED].  Use sufficient optical cleaner to wet the entire glass surface [2-CU].
2.1.1. Talent cleans the glass-bottom of the imaging dish with optical cleaner to remove any fingerprints or dust.  Continue action in next shot.
2.1.2. Glass bottom of the imaging dish as talent cleans it with a sufficient amount of optical cleaner.
2.2. Place the glass-bottom dish with cells on the microscope stage in the imaging dish adaptor [1-MED-TXT].  Remove the plastic cover from the dish and cover the dish with a glass-topped chamber [2-CU].  Ensure the chamber has a valve to allow a steady flow of air consisting of 5% CO2 [3-MED-over the shoulder].
2.2.1. Talent places the glass-bottom dish with cells on the microscope stage in the imaging dish adaptor.  TEXT Overlay: See text for cell preparation
2.2.2. Dish as talent removes the plastic cover and covers the dish with a glass-topped chamber.
2.2.3. Talent adjusts the chamber valve to allow a steady flow of 5% CO2.
2.3. To humidify the 5% CO2, the gas is flowed through tubing inserted into a sterile water bath housing.  This allows for the gas to become equilibrated to 95% humidity [1-CU].
2.3.1. Tube connected to the chamber valve as talent inserts it into a sterile water bath housing or (if already in place) talent adjusts it, showing that it is inserted into a sterile water bath housing.
2.4. Initiate and calibrate the encoded stage using the software program controlling the microscope [1-SCREEN] [2-MED-over the shoulder].  This will ensure accurate X-Y coordinates and prevent focal drift [2-MED-over the shoulder] [1-SCREEN].
2.4.1. 57383_Ganem_SCREEN_2.4.1: Screen capture of the stage calibration Talent works to initiate and calibrate the encoded stage using the software program controlling the microscope. (This also includes a new screen capture 57383_Ganem_SCREEN_2.4.1 stage calibration)
2.4a. 
Next, perform the Koehler illumination by raising the condenser and closing the aperture so that the field is dark.  Lower the condenser until a crisp hexagonal shape of light is visible.  Once the hexagonal shape is visible, open the aperture until the whole field of view is lit up [1-SCREEN-TXT].
2.4.2. (the Koehler illumination step was added, the steps of the process are in the audio of the video taken during it, there is also a screen shot of this process (57383_Ganem_SCREEN_2.4.2)). TEXT Overlay: Perform Koehler illumination as referenced in text, Focus cells and repeat if hexagon is not crisp (Scriptwriter Comment: This was a post-production change, note that the step number in the file is 2.4.2.  Also consider that many of the number in the SCREEN shot files are now not correlating after this added point.)
(Editor: In the authors’ version of the post-shoot notes, 2.5 has been omitted, 2.7 was moved below 2.4a, and they requested that 2.6 be moved between 2.4a and the newly moved 2.7. They did not make note of why some of these steps were being moved, or why 2.5 was being omitted. Since they scriptwriter’s copy of the post-shoot notes left these steps as you see them below, I’ve done the same and just incorporated any additional notes the authors made. The authors may request that additional changes be made)
2.5. Be sure to turn the perfect focus, or PFS, technology on the microscope.  When selecting points there will be a column that is titled PFS, if PFS is not selected, then N/A will appear.  Once PFS is selected, select a field of view and then a numerical value will appear under the PFS [2.5.1]. 
2.5.1. 57383_Ganem_SCREEN_2.5.0.  (Editors – this was a post-production change, note that the step number in the file is 2.5.0 rather than 2.6.1. Also consider that many of the number in the SCREEN shot files are now not correlating after this added point.)
2.6. Activate the microscope’s autofocusing feature to ensure all points are maintained in focus for the duration of the experiment [1-SCREEN]. 
2.6.1. 57383_Ganem_SCREEN_2.6.1 – Screen capture movie as talent activates the microscope’s autofocusing feature.  Editors – this was a post-production change, note that the step number in the file is 2.6.1 rather than 2.7.1.
2.7. Use the acquisition software to select several, non-overlapping fields of view from each well for imaging.  Select imaging regions where cells have adhered well to the glass-bottom and are between 50% and 70% confluent.  Avoid areas of clumped cells, as this will make subsequent analysis difficult [1-SCREEN].
2.7.1. 57383_Ganem_SCREEN_2.5.1 – Screen capture movie as talent uses the acquisition software to select several, non-overlapping fields of view from each well for imaging.  The selected imaging regions should be where cells have adhered well to the glass-bottom, are between 50% and 70% confluent, and not clumping.  Editors, the author noted that the videographer also took footage of the joystick and stage as they were moved.  Please use a combination of these shots and “57383_Ganem_SCREEN_2.5.1” to cover the narration of 2.8.  Also note that this is a post-production change so that narration might be different. (Author Comment: Also a video of the talent moving the joystick and stage from point to point.)
2.8. To assess mitotic cell fate, set the imaging software to collect images from each selected field of view every 10 minutes for up to 96 hours.  Unperturbed mitosis lasts 20 to 40 minutes, and thus 10 minute intervals will provide enough sampling to identify when cells divide [1-SCREEN].  
2.8.1. 57383_Ganem_SCREEN_2.7.1 – Screen capture movie as talent sets the imaging software to collect images from each selected field of view every 10 minutes for up to 96 hours.  
2.9. To identify nuclear rupture, which is a transient event, acquire images every 5 minutes [1-SCREEN].
2.9.1. 57383_Ganem_SCREEN_2.8.1 – Screen capture movie as talent sets the imaging software to acquire images every 5 minutes.
3. Video Analysis to Identify Cell Fate in Response to Paclitaxel
3.1. Identify cells that enter mitosis by observation of cell rounding using phase-contrast optics, and/or chromosome condensation using human histone H2B fused to GFP.  Both cell rounding and chromosome condensation are readily visualized by eye.  Annotate the time when the cell enters mitosis.  Continue tracking the cell until it reaches its fate [1-SCREEN-TXT].
3.1.1. 57383_Ganem_SCREEN_3.1.1 – Screen capture movie of the microscope software as a cell enters mitosis.  Simultaneously display the cell rounding and the chromosome condensation using H2B-GFP.  Talent notes the time when the cell enters mitosis.  TEXT Overlay (as first sentence is narrated): See text for tips on imaging
3.2. Control cells should efficiently align their chromosomes and enter anaphase within 1 hour [1-LM].  Visualize anaphase by phase contrast optics as the cell begins to pinch into two, or through visualization of poleward-moving chromosomes labeled with H2B-GFP (pronounced as “H-two-B-G-F-P”) [2-LM].  Annotate the time when the cell undergoes anaphase [3-LM].
3.2.1. 57383fig1A 
Authors, please provide a separate file for figure 1A from figure 1 of the manuscript, omitting the “A” label.
3.2.2. 57383fig1A – Editors, please highlight the white arrow in the right-most panel as this sentence is narrated.
3.2.3. 57383fig1A – Editors, please highlight the time (00:30) at the bottom right of the right-most panel as this sentence is narrated.
3.3. By contrast, cells treated with paclitaxel will remain rounded with condensed chromosomes for several hours.  Identify mitotically–arrested cells that undergo cell death [1-LM-TXT].  
3.3.1. 57383fig1B - Editors, please highlight the time stamp in the middle and right-most panels as this sentence is narrated (00:50 and 55:30). TEXT Overlay (show as the first sentence is narrated): 3-40 h
Authors, please provide a separate file for figure 1B from figure 1 of the manuscript, omitting the “B” label
3.4. Cells that die during mitosis are visualized by phase-contrast microscopy, as cells will bleb, shrink, and/or rupture.  If imaging H2B-GFP, the chromosomes will also fragment during cell death [1-LM].
3.4.1. 57383fig1B - Editors, please highlight the white arrow in the right-most panel.
3.5. Identify mitotically-arrested cells that undergo cell slippage [1-LM].  Cells that undergo mitotic slippage are observed by phase contrast microscopy, as they flatten back out into interphase and decondense chromosomes without undergoing anaphase.  These cells give rise to large tetraploid cells that are often multinucleated [2-LM].
3.5.1. 57383fig1C 
Authors, please provide a separate file for figure 1C from figure 1 of the manuscript, omitting the “C” label.  
3.5.2. 57383fig1C - Editors, please highlight the white arrow in the right-most panel.
3.6. Continue tracking cells from the original field of view.  Once a whole field of view is tracked, move to a separate field of view acquired from the same well, and continue tracking the cells [1-SCREEN].
3.6.1. 57383_Ganem_SCREEN_3.6.1 – Screen capture movie as talent finishes tracking the original field of view and then moves to a separate field of view acquired from the same well, and continues tracking cells.
4. Video Analysis to Identify Cell Fate Following Mitotic Slippage
4.1. Assess cell fate following mitotic slippage using the non-transformed and chromosomally stable retinal pigmented epithelial cell line expressing the FUCCI (pronounced as “foo-chee”) system [1-SCREEN-TXT].  
4.1.1. 57383_Ganem_SCREEN_4.1.1: Talent works at the microscope computer to open the view of the RPE-1 cells expressing FUCCI.  TEXT Overlay: FUCCI = fluorescent ubiquitination-based cell cycle indicator (Author Comment: This has been created as a screen capture (57383_Ganem_SCREEN_4.1.1)
4.2. To confirm that the FUCCI system is working properly, validate that control cells alternate expression of the red and green fluorescent proteins appropriately from analysis of the live-cell imaging data [1-SCREEN]. 
4.2.1. 57383_Ganem_SCREEN_4.2.1: Talent opens the live-cell imaging data and views both red and green fluorescence in the cells.  (Author Comment: This has been created as a screen capture (57383_Ganem_SCREEN_4.2.1)
4.3. Control cells should transition from exhibiting entirely nuclear red fluorescence to exhibiting entirely nuclear green fluorescence during interphase as cells progress from G1 to S phase.  Cells should continue exhibiting green fluorescence throughout the completion of mitosis [1-SCREEN-TXT].
4.3.1. 57383_Ganem_SCREEN_4.3.1: Screen capture movie of the microscope software as talent displays a control cell that transitions from nuclear red fluorescence to nuclear green fluorescence during interphase as cells progress from G1 to S phase.  Editors, please speed up this video if necessary to correlate with the narration.  TEXT Overlay: red fluorescence = G1 phase, green fluorescence = S/G2/M
4.4. Immediately following mitosis, cells should once again exhibit entirely red fluorescence during interphase [4.4.1].  
4.4a. 
Identify cells arrested in mitosis using phase contrast microscopy and track them until they undergo mitotic slippage.  Cells that slip out of mitosis and back into interphase will change from exhibiting green fluorescence during mitosis to red fluorescence during G1 phase.  Track these slipped cells using phase-contrast and epifluorescent imaging by eye to assess their cell fate [1-SCREEN]. 
4.4.1. 57383_Ganem_SCREEN_4.5.1: Screen capture movie of the microscope software as talent identifies cells arrested in mitosis using phase contrast microscopy and tracks them as they change from exhibiting green fluorescence during mitosis to red fluorescence during G1 phase.  Editors, please speed up this video if necessary to correlate with the narration.  Also this was a post-production change, note the different step numbers. (Editor: 4.4 was originally split into two – the first sentence was the original 4.4, while the rest was the original 4.5. Due to author comments, the scriptwriter combined these. However, in the copy of the author post-shoot notes, these two steps are still split. I’m not sure which you’ll actually see when watching the screen captures. I have split the VO because it was too long for a single sound bite)
4.5. Identify cells that re-enter the cell cycle. These cells are identified by the red-to-green change in fluorescence expression using the FUCCI system that indicates the G1/S transition [1-LM].
4.5.1. 57383fig2A 
Authors, please provide a separate file for figure 2A from figure 2 of the manuscript, omitting the “A” label.
4.6. Identify cells that undergo G1 cell cycle arrest. These cells are identified by expression of red fluorescence that persists for greater than 24 hours [1-LM].
4.6.1. 57383fig2B
Authors, please provide a separate file for figure 2B from figure 2 of the manuscript, omitting the “B” label.   
4.7. Also, identify cells that die in interphase. These cells are identified by cell rupture, blebbing, and shrinking using phase-contrast imaging [1-LM].
4.7.1. 57383fig2C 
Authors, please provide a separate file for figure 2C from figure 2 of the manuscript, omitting the “C” label.
5. Video Analysis to Identify Frequency of Nuclear Envelope Rupture
5.1. Image the cells as before.  The fluorescence signal from the tandem dimer repeat of RFP fused to a nuclear localization signal, or TDRFP-NLS (pronounced as the individual letters), and H2B-GFP, should co-localize during interphase [1-LM].  
5.1.1. 57383fig3A_interphase
Authors, please provide a separate file for figure 3A from figure 3 of the manuscript, omitting the “A” label.  Include only the DMSO control here and only the 3 left-most panels showing “Interphase”.  Include labels for H2B-GFP, RFP-NLS, and Merged.     
5.2. Mitosis is visualized by cell rounding using phase optics and/or chromosome condensation by H2B-GFP [1-LM]. Upon mitosis, the nuclear envelope will break down and the TDRFP-NLS signal will become cytoplasmic [2-LM]. 
5.2.1. 57383fig3A_anaphase - Editors, please highlight the white arrow in the H2B-GFP panel as this point is narrated.  
Authors, please provide a separate file for figure 3A from figure 3 of the manuscript, omitting the “A” label.  Include only the DMSO control here and only the 3 panels showing “Anaphase.”  Include labels for H2B-GFP, RFP-NLS, and Merged.  
5.2.2. 57383fig3A_pre-rupture_rupture - Editors, please highlight the white arrow in the 2 RFP-NLS panels as this point is narrated.  
Authors, please provide a separate file for figure 3A from figure 3 of the manuscript, omitting the “A” label.  Include only the DMSO control here and only the 6 panels showing “Pre-Rupture” and “Rupture.”  Include labels for H2B-GFP, RFP-NLS, and Merged.  
5.3. Following mitosis, the nuclear envelope will reform in the daughter cells and the TDRFP-NLS signal will become nuclear [1-LM].
5.3.1. 57383fig3A_post-rupture - Editors, please highlight the white arrow in the RFP-NLS panel as this point is narrated. 
Authors, please provide a separate file for figure 3A from figure 3 of the manuscript, omitting the “A” label.  Include only the DMSO control here and only the 3 panels showing “Post-Rupture.”  Include labels for H2B-GFP, RFP-NLS, and Merged.   
5.4. Track daughter cells throughout the subsequent interphase by live-cell imaging. Identify nuclear rupture events by observing a transient burst of nuclear-localized TDRFP-NLS into the surrounding cytoplasm.  Within minutes, the nuclear envelope will be repaired and the TDRFP-NLS will be relocalized to the nucleus [1-SCREEN].
5.4.1. 57383_Ganem_SCREEN_5.4.1: Screen capture movie of the microscope software as talent tracks a daughter cell, observing a transient burst of nuclear-localized TDRFP-NLS into the surrounding cytoplasm and then nuclear envelope repairs and the TDRFP-NLS will be relocalized to the nucleus.   Editors, please speed up this video if necessary to correlate with the narration. 
6. Results: Cell Fate Responses to Paclitaxel Treatment 
6.1. Shown here are representative images of a slipped cell turning green and entering S-phase after slipping from paclitaxel treatment [1-LM]. 
6.1.1. 57383_Ganem_slippedA, 57383_Ganem_slippedB, 57383_Ganem_slippedC, 57383_Ganem_ slippedD – Editors, please show these 4 figures in a row (showing A-D in order from left to right)
6.2. A majority of cells that slipped from paclitaxel treatment underwent a G1/G0 arrest and stayed red for more than 48 hours without undergoing apoptosis [1-LM]. 

6.2.1. 57383_Ganem_arrestA, 57383_Ganem_arrestB, 57383_Ganem_arrestC, 57383_Ganem_arrestD– Editors, please show these 4 figure panels in a row (showing A-D in order from left to right)
6.3. Cells that are red post slippage will also undergo apoptosis as represented by this image [1-LM].

6.3.1. 57383_Ganem_apoptosisA, 57383_Ganem_apoptosisB, 57383_Ganem_apoptosisC, 57383_Ganem_apoptosisD – Editors, please show these 4 figure panels in a row (showing A-D in order from left to right)
6.4. Nuclear envelope rupture increases in paclitaxel-treated cells.  TDRFP-NLS and H2B-GFP cells treated with 10 nanoMolar Paclitaxel have an increased nuclear rupture in which RFP will be delocalized from the nucleus to the cytoplasm in interphase cells [1-LM].
6.4.1. 57383_Ganem_NuclearRuptureA, 57383_Ganem_NuclearRuptureB, 57383_Ganem_NuclearRuptureC, 57383_Ganem_NuclearRuptureD, 57383_Ganem_NuclearRuptureE, 57383_Ganem_NuclearRuptureF, 57383_Ganem_NuclearRuptureG – Editors, please show these 7 figure panels in a row (showing A-G in order from left to right)
7. Conclusion (said by authors on camera)
7.1. Amanda Bolgioni: After watching this video, you should have a solid understanding of how to perform long-term live-cell imaging to assess cell fate in response to various drug treatments [1-MED].
7.1.1. Amanda speaks towards the 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.  

LAB MEDIA: To be shown throughout procedure
57383fig1A – Authors, please provide a separate file for figure 1A from figure 1 of the manuscript, omitting the “A” label.
57383fig1B – Authors, please provide a separate file for figure 1B from figure 1 of the manuscript, omitting the “B” label.   
57383fig1C – Authors, please provide a separate file for figure 1C from figure 1 of the manuscript, omitting the “C” label.  
57383fig2A – Authors, please provide a separate file for figure 2A from figure 2 of the manuscript, omitting the “A” label.
57383fig2B – Authors, please provide a separate file for figure 2B from figure 2 of the manuscript, omitting the “B” label.   
57383fig2C – Authors, please provide a separate file for figure 2C from figure 2 of the manuscript, omitting the “C” label.
57383fig3A_interphase – Authors, please provide a separate file for figure 3A from figure 3 of the manuscript, omitting the “A” label.  Include only the DMSO control here and only the 3 left-most panels showing “Interphase”.  Include labels for H2B-GFP, RFP-NLS, and Merged.  
57383fig3A_anaphase – Authors, please provide a separate file for figure 3A from figure 3 of the manuscript, omitting the “A” label.  Include only the DMSO control here and only the 3 panels showing “Anaphase.”  Include labels for H2B-GFP, RFP-NLS, and Merged.     
57383fig3A_pre-rupture_rupture – Authors, please provide a separate file for figure 3A from figure 3 of the manuscript, omitting the “A” label.  Include only the DMSO control here and only the 6 panels showing “Pre-Rupture” and “Rupture.”  Include labels for H2B-GFP, RFP-NLS, and Merged.  
57383fig3A_post-rupture – Authors, please provide a separate file for figure 3A from figure 3 of the manuscript, omitting the “A” label.  Include only the DMSO control here and only the 3 panels showing “Post-Rupture.”  Include labels for H2B-GFP, RFP-NLS, and Merged.  
LAB MEDIA: Results Figures
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SCREEN Capture Movies:
57383_Ganem_SCREEN_2.5.1 – Screen capture movie as talent uses the acquisition software to select several, non-overlapping fields of view from each well for imaging.  The selected imaging regions should be where cells have adhered well to the glass-bottom, are between 50% and 70% confluent, and not clumping.
57383_Ganem_SCREEN_2.6.1 – Screen capture movie as talent activates the microscope’s autofocusing feature.
57383_Ganem_SCREEN_2.7.1 – Screen capture movie as talent sets the imaging software to collect images from each selected field of view every 10 minutes for up to 96 hours.  (“Make sure to turn on your Perfect Focus Software (PFS) on your microscope, in the acquisition tab, if PFS is not on, it will say “N/A”, once PFS is turned on it will give a number.”)
57383_Ganem_SCREEN_2.8.1 – Screen capture movie as talent sets the imaging software to acquire images every 5 minutes.
57383_Ganem_SCREEN_3.1.1 – Screen capture movie of the microscope software as a cell enters mitosis.  Simultaneously display the cell rounding and the chromosome condensation using H2B-GFP.  Talent notes the time when the cell enters mitosis.   
57383_Ganem_SCREEN_3.6.1 – Screen capture movie as talent finishes tracking the original field of view and then moves to a separate field of view acquired from the same well, and continues tracking cells. (The cursor highlights when the cell enters mitosis and the time, then it highlights when the cell slips. The remaining cells that enter mitosis after the one being tracked either go offscreen or stay in mitosis until the end of the video; since all of the cells have been tracked in that quadrant, cells in the next quadrant will be tracked. The change in quadrant tracking is noted by the cursor, it is tracked from when it enters mitosis to when it also slips.)
57383_Ganem_SCREEN_4.3.1: Screen capture movie of the microscope software as talent displays a control cell that transitions from nuclear red fluorescence to nuclear green fluorescence during interphase as cells progress from G1 to S phase.   
57383_Ganem_SCREEN_4.4.1: Screen capture movie of the microscope software as talent displays a control cell that transitions from mitosis to interphase, changing from green to red fluorescence.    (This is redundant to 57383_Ganem_SCREEN_4.5.1 so it has been removed).
57383_Ganem_SCREEN_4.5.1: Screen capture movie of the microscope software as talent identifies cells arrested in mitosis using phase contrast microscopy and tracks them as they change from exhibiting green fluorescence during mitosis to red fluorescence during G1 phase.  
57383_Ganem_SCREEN_5.4.1: Screen capture movie of the microscope software as talent tracks a daughter cell, observing a transient burst of nuclear-localized TDRFP-NLS into the surrounding cytoplasm and then nuclear envelope repairs and the TDRFP-NLS will be relocalized to the nucleus. (The cell in this video enters mitosis (time and cell are noted by the cursor), then undergoes anaphase (again having the cursor annotate it), then there are 2 nuclear ruptures again annotated by the cursor). 
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 are included in the email accompanying the finalized script.
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