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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_______2.3, 2.4, 2.5, 3.2, 5.6___________________

D.  What is the single most difficult aspect of this procedure and what do you do to ensure success?  ____Ensure that the injury is physiological. For this cells are injured mildly using low laser power and use approaches to prevent multiple injuries to a cell by the glass beads______

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 __ observe the effect of desired treatments on repair of injured cells and to study the subcellular processes that help in repairing injured cells____. (Intro)
This is achieved by injuring cells in the presence of fluorescent dyes that cannot cross intact cell membranes to _assess the kinetics and ability of injured cells to prevent entry of these dyes __. (P1)
As a second step, _we monitor the appearance of intracellular proteins at the injured cell membrane, which __identifies the ability of a cellular compartment of interest to participate in repair by fusing to the injured cell membrane______ . (P2)  

Next, __ we monitor fusion of cellular compartments of interest with the injured cell membrane__in order to ___monitor the kinetics of injury-triggered fusion of this compartment __. (P3)
Results are obtained that show _ repair of cell membrane injury is associated with lysosomal exocytosis_ based on  ___increased appearance of lysosome associated membrane protein1 (LAMP1) at the injured cell surface and live imaging of secretion of lysosomal content by injured cells__. (P4)
Paste a copy of your graphic overview here.  The original file should be Adobe Illustrator (preferred) or Powerpoint (see instructions) and should be uploaded through your online submission on the JoVE website. Please keep all layers in the file (i.e., do not flatten the file).   

NOTE TO VIDEO-EDITORS: Schematic to come.
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.   

· Only one statement should be chosen and completed per author who will be on camera demonstrating the protocol.    

· Enter the name of the individual who will say each line. 

· 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.

· 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)

1.1. Sreetama Sen Chandra: This method can help address important questions in cell injury and repair. For example, it can be used to  determine whicht proteins and cellular compartments respond to focal injuries at the cell membrane;  and  then evaluate the kinetics of their response.
1.2. *Jyoti Jaiswal: Demonstrating the procedure will be Aurelia Defour and Sreetama Sen Chandra, two postdoctoral fellows from my laboratory. 

1.2.1. Interview style: Author saying the above 

1.2.2. The named technician, post doc, student looks up from workbench or desk or microscope and acknowledges the camera.

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.     

2. Imaging  cell membrane repair : Bulk wounding
2.1. To separately mark the injured cells that heal and those that fail to heal, seed the cells on sterile coverslips for the  three experimental conditions. [Text over video::  C1: repair, C2:  no injury control ,  C3:  no repair ].
2.1.1. MED/CU: Talent seeds the cells on several sterile overslips (show labels of different experimental conditions).
2.2. Culture the cells that reach greater than 50% confluence. Then wash C1 and C2 twice with CIM at 37oC. Wash C3 with PBS at 37oC.  Then transfer the coverslips on silicone O-rings. Add 100 µL of prewarmed FITC dextran solution in appropriate buffer.
2.2.1. MED: Talent removes  the cells from the incubator.
2.2.2.  CU: Talent washes the C1 and C2 cultures with CIM.
2.2.3. CU: Talent  washes C3 culture with PBS.  
2.2.4. CU: Talent transfers the overslips on silicone O-rings. 
2.2.5. CU/ECU: Talent adds 100 µL of prewarmed FITC dextran solution in appropriate buffer – CIM for C1 and C2 and PBS for C3 (show labels on reagents and culture, if possible)
2.3. Injure the plasma membrane on C1 and C3 by adding 40mg glass beads over the coverslip at room temperature, and manually tilting the coverslips back and forth 6-8 times at an angle of 30o. For mild injury, ensure the glass beads are spread uniformly, thus minimizing repeat injuries. To improve reproducibility of injury between samples, simultaneously carry out the glass bead injury of the different samples to be compared.
2.3.1. MED/CU: Talent adds 40mg glass beads over the coverslip C1 and C3 ensuring that the glass beads are spread uniformly.
2.3.2. Talent manually tilts the coverslips back and forth 6-8 times at an angle of 30o. 

2.4. [merged with 2.3] For mild injury, ensure the glass beads are spread uniformly, thus minimizing repeat injuries. To improve reproducibility of injury between samples, simultaneously carry out the glass bead injury of the different samples to be compared.
2.4.1. ECU: Talent ensures the glass beads are spread uniformly.
2.4.2. MED: Talent repeats the glass bead injury simultaneously on different samples to be compared.
2.5. Avoiding further rolling of beads, transfer all coverslips to a 37oC incubator at ambient CO2 and allow repair to proceed for 5 minutes. Without letting the beads roll, remove the glass beads and FITC dextran by washing with buffer [Text over video:  CIM (C1 and C2) or PBS (C3) ] at 37oC.
2.5.1. MED/CU: Talent carefully places all coverslips to a 37oC incubator at ambient CO2. 
2.5.2. ECU: Talent removes the glass beads and FITC dextran by washing with buffer ,  try to focus on still 
2.6. Now place the coverslips back on the O ring and add 100 µL of prewarmed lysine fixable TRITC dextran solution. Incubate at 37oC for 5 minutes at ambient CO2. Wash the coverslips twice with prewarmed CIM and fix with 4% PFA for 10 minutes at room temperature.
2.6.1. ECU: Talent places the coverslips back on the O ring.
2.6.2. CU: Talent adds 100 µL of prewarmed lysine fixable TRITC dextran solution – in CIM for C1 and C2 and PBS for C3. 
2.6.3. MED-over-the-shoulder: Talent places coverslips at 37oC at ambient CO2. 
2.6.4. MED: Talent washes the coverslips with prewarmed CIM.
2.6.5. CU: Talent adds 4% PFA to coverslips.
2.7. After two PBS washes, incubate for 2 minutes in Hoechst dye and after two PBS washes, mount the sample on a slide using mounting media.  
2.7.1. ECU: Talent adds Hoechst dye.
2.7.2. MED/CU: Talent mounts a sample on a slide using mounting media.  
2.8. Next, image the  cells using an epifluorescence microscope. From the C2 sample,  determine the background red and green staining intensity. Then use this value to threshold the red and green channels for all samples [Text over video: C1-C3]. 
2.8.1. MED: Talent places sampleon an epifluorescence microscope (get good shot of instrument). 

2.8.2. SCREEN: From the C2 sample, Talent determines the background red and green staining intensity. 
2.8.3. SCREEN: Talent use background value to threshold the red and green channels for all samples. 
2.9. Score the total number of cells that are green [Text over video: injured and repaired].  Also score cells that are red or both red and green  [Text over video: injured, but failed to repair]  in the C1 and C3 samples. 
2.9.1. SCREEN: Talent scores the total number of cells that are green 
2.9.2. SCREEN: Talent scores cells that are red or both red and green  in the C1 and C3 samples. 
2.10. Now count  over 100 green, injured cells for each condition and express the fraction of cells that failed to repair as a percent of all cells injured [Text over viedo: green/(green and red)].
2.10.1. SCREEN: Talent notes count of over 100 green cells for each condition 
2.10.2. SCREEN: Talent expresses the fraction of cells that failed to repair as a percent of all cells injured
3. Live imaging : Kinetics of cell membrane repair 
3.1. Wash the cells grown to over 50% confluence with prewarmed CIM, and mount the coverslip in CIM with FM dye in a holder in the stage top incubator maintained at 37oC.
3.1.1. MED: Talent washes the cells with prewarmed CIM, 
3.1.2.  MED/CU: Talent mounts the coverslip in CIM with FM dye in a holder in the stage top incubator.
3.2. Select a region of the cell membrane [Text over video: 1-2 m2]. Using  optimal power that allows consistent but non-lethal injury, irradiate the sample for <10 milliseconds with the pulsed laser. Then attenuate the laser power through the software to 0-50% of the peak power.
3.2.1. SCREEN: Talent selects a 1-2 m2 region of the cell membrane. 
3.2.2. MED-over-the-shoulder: Talent irradiates the sample for <10 milliseconds with the pulsed laser. 
3.2.3. SCREEN: Talent attenuates the laser power to 0-50% of the peak power.
3.3. In order to monitor repair, aquire images every 2-10 seconds in epifluorescence and brightfield, starting prior to injury and continuing for 3-5 minutes following injury.
3.3.1. SCREEN: Talent sets parameters to  aquire images every 2-10 seconds in epifluorescence and brightfield, starting prior to injury and continue for 3-5 minutes following injury.
3.4. To quantify the kinetics of repair, measure cellular FM dye fluorescence. Calculate the change in intensity during the course of imaging. Average the data for over 10 cells in each condition and plot as either averaged or individual cell’s value.
3.4.1. SCREEN: Talent measures cellular FM dye fluorescence.
3.4.2. SCREEN: Talent  calculates ΔF/F0 during the course of imaging. 
3.4.3. SCREEN: Talent averages the data for over 10 cells in each condition.
3.4.4. SCREEN: Talent plots the data  as averaged cell value.
4. Imaging bulk injury induced lysosomal exocytosis 
4.1. Wash the coverslips of C1 and C2 culture preparations with CIM at 37oC , and wash  C3 with PBS at 37oC . Then transfer the samples on silicone O-rings. Add 100 µL of prewarmed lysine fixable TRITC dextran. 
4.1.1. CU: Talent washes the coverslips C1 and C2 with CIM.
4.1.2. ECU: Talent washes  C3 with PBS. 
4.1.3. MED/CU: Talent ransfers the samples on silicone O-rings.
4.1.4.  ECU: Talent adds 100 µL of prewarmed lysine fixable TRITC dextran – in CIM for C1 and C2 and PBS for C3. 
4.2. Injure the plasma membrane on C1 and C3 as shown earlier. Then, avoiding further rolling of beads, transfer all coverslips to a 37oC incubator at ambient CO2 and allow repair to proceed for 5 minutes.
4.2.1. MED/CU: Talent adds beads to C1 and C3 and injures cells.
4.2.2. MED/CU: Talent transfers all coverslips to a 37oC incubator at ambient CO2.
4.3. Now to remove the glass beads and TRITC dextran, wash the coverslips in cold growth medium ensuring no rolling of the glass beads on the cells.  
4.3.1. ECU: Talent removes the glass beads and TRITC dextran by washing the coverslips in cold growth medium ensuring no rolling of the glass beads on the cells.  
4.4. Rinse the coverslips twice with cold growth medium, and transfer to the O-rings. To C1 and C3, add 100 µl of rat anti-mouse LAMP1 antibody in cold complete growth media and add the cold, complete growth media to C2.
4.4.1. MED: Talent rinses a coverslip with cold growth medium, and transfers it  to the O-ring. 
4.4.2. CU: Talent adds 100 µl of rat anti-mouse LAMP1 antibody in cold complete growth media to C1 and C3.
4.4.3. ECU: Talent adds the cold, complete growth media to C2.
4.5. To allow antibody binding, incubate coverslips for 30 minutes at 4°C.  After  three washes with cold CIM,  fix all coverslips with 4% PFA for 10 minutes at room temperature. Then rinse thrice with CIM.
4.5.1. MED: Talent places the coverslips at 4°C.  
4.5.2. CU: Talent adds 4% PFA to all coverslips.
4.5.3. ECU: Talent rinsessamples with CIM.
4.6. Next, incubate all the coverslips in 100 µl of blocking solution for 15 minutes. followed by 100 µl of Alexa Fluor 488 anti-rat antibody for 15 minutes. Wash twice with PBS and incubate in Hoechst stain for 2 minutes at room temperature.
4.6.1. MED/CU: Talent adds 100 µl of blocking solution to all the coverslips.
4.6.2. ECU: Talent adds 100 µl of Alexa Fluor 488 anti-rat antibody.
4.6.3.  MED: Talent washes with PBS.
4.6.4. CU: Talent adds Hoechst stain.
4.7. After two PBS washes, mount the samples on a slide.  Then image the samples using an epifluorescence microscope. 

4.7.1. MED/CU: Talent mounts on a slide using mounting media. 
4.7.2. MED-over-the-shoulder: Talent  images the sample using an epifluorescence microscope. 

4.8. Using images of C2 cells, determine the non-specific background staining in the red and green channels.  Use these background staining values to threshold the red and green channels for all samples [Text over video: C1-C3].
4.8.1. SCREEN: Using images of C2 cells, Talent determines the non-specific background staining in the TRITC dextran and Alexa Fluor 488 antibody channels.  
4.8.2. SCREEN: Talent uses the background staining values to threshold the red and green channels for all samples.
4.9. Use the over 100 red labeled cells from C1 and C3 to measure the intensity of LAMP1 staining [Text over video: green] in injured cells. In a successful experiment, the LAMP1 staining in cells from C3 will be significantly lower than in cells from C1. 
4.9.1. SCREEN: Talent uses the over 100 red labeled cells from C1 and C3 to measure the intensity of LAMP1 staining  in injured cells. 
4.9.2. SCREEN: Talent indicates that the LAMP1 staining in cells from C3 are significantly lower than in cells from C1. 
5. Live imaging of cell membrane injury triggered sub-cellular trafficking.
5.1. For labeling lysosomes with fluorescent dye, incubate the cells grown to 50% confluence in growth media containing FITC-dextran. Allow the dextran to be endocytosed for 2 hours  in the cell culture incubator.
5.1.1. MED/CU: Talent incubates the cells grown to 50% confluence in growth media containing FITC-dextran. 

5.1.2. MED: Talent places cells in the cell culture incubator.
5.2. Wash the cells with prewarmed growth media, and incubate in it for 2 hours in a CO2 incubator to allow all endocytosed dextran to accumulate in the lysosome.
5.2.1. CU: Talent washes the cells with prewarmed growth media.
5.2.2. MED/CU: Talent places the cultures in a CO2 incubator.
5.3. Before imaging, rinse the coverslip in prewarmed CIM and mount in CIM on a coverslip holder on the stage top incubator at 37oC. 
5.3.1. CU: Talent rinses a coverslip in prewarmed CIM.
5.3.2. MED: Talent mounts the sample in CIM on a coverslip holder on the stage top incubator at 37oC. 
5.4. Select for cells that do not have crowded FITC dextran labeled lysosomes for imaging the movement and exocytosis of individual lysosomes. 
5.4.1. SCREEN: Talent selects for cells that do not have crowded FITC dextran labeled lysosomes for imaging the movement and exocytosis of individual lysosomes. 
5.5. Acquire widefield images for lysosome movement throughout the cell. Alternately, acquire TIRF (pronounced “turf”) images for movement at the cell surface and to monitor their exocytosis. 
5.5.1. SCREEN: Talent acquires widefield images.
5.5.2. SCREEN: Talent acquires TIRF images.
5.6. Injure the cell membrane by irradiation as shown earlier. To monitor the response of lysosome to cell injury, image cells at 4-6 frames/sec for at least 2 minutes or longer depending on the dynamics of exocytosis in the cells of interest.
5.6.1. SCREEN: Talent sets parameters to image the cells at 4-6 frames/sec for at least 2 minutes or longer . {Comment: The order of steps 5.6.1 and 5.6.2 was switched around}
5.6.2.  MED: Talent irradiates the sample.
6. Results: Single cell imaging of injury and repair
6.1. In this bulk assay, all the injured cells are marked and those that failed to repair are identified. While the uninjured cells remain unlabeled,  the cells injured by glass bead in the presence of FITC dextran are labeled green. 
6.1.1. LAB MEDIA: whole Figure 1, then Fig. 1A for  the uninjured cells , then Fig. 1B, C for injured cells.
6.2. When the  cells are allowed to repair in the presence of Ca2+, most of the injured cells manage to repair and are not marked by TRITC dextran.
6.2.1. LAB MEDIA: Figure 1B. 
6.3. When cells are allowed to repair in the absence of Ca2+, most of the injured cells are also labeled red by the TRITC dextran.
6.3.1. LAB MEDIA: Figure 1C. 
6.4. This experiment assesses the kinetics of cell membrane repair by monitoring the entry of FM dye in the cell. When incubated in FM dye, intact cells show little to no intracellular staining.
6.4.1. LAB MEDIA: whole Figure 2, then Fig.2A (before injury WF panel).
6.5.  Following localized laser injury of the cell membrane, FM dye starts entering the cell and binding endomembranes, which causes a sudden increase in FM dye fluorescence.
6.5.1. LAB MEDIA: Figure 2B 
6.6. As the capacity of the cell membrane to repair following laser injury is dependent on Ca2+,  a cell injured in the presence of Ca2+ is able to repair, which causes the FM  dye entry  to cease within a minute after injury.
6.6.1. LAB MEDIA: animated video 1.
6.7. On the contrary, a cell allowed to repair in the absence of Ca2+ fails to repair, which results in continuous dye entry and hence continuous increase in FM dye fluorescence even 4 min after injury. 
6.7.1. LAB MEDIA: animated video 2  
6.8. Thus, cell membrane repair leads to a plateauing of the FM dye staining, while lack of cell membrane repair causes continuous dye entry that fails to plateau. 
6.8.1. LAB MEDIA: Figure 2B.
6.9. The bulk glass bead injury approach can be used to monitor cell surface translocation of vesicles and proteins in response to injury. 
6.9.1. LAB MEDIA: Full Figure 3.
6.10. Here the cells are injured in the presence of TRITC dextran.  Thus, while the uninjured cells are not labeled red, all the injured cells are labeled red. 
6.10.1. LAB MEDIA: Figure 3A, then Figure 3B,C – without graphs..
6.11. Note that uninjured cells that are not treated with primary antibody show background level labeling for cell surface LAMP1.
6.11.1. LAB MEDIA: Figure 3A.
6.12. However, when cells are injured and allowed to heal in the presence of calcium, lysosomes undergo exocytosis and thus there is an increased level of LAMP1 staining on the surface of the injured (red labeled) cells.
6.12.1. LAB MEDIA: Figure 3B.
6.13. This increase in cell surface LAMP1 labeling is much lower in cells that are allowed to heal in the absence of calcium.
6.13.1. LAB MEDIA: Figure 3C.
6.14. Thus, both quantifying the number of cells with high cell surface LAMP1 staining as well as measuring the level of cell surface LAMP1 staining on individual injured cells, provide measures for the cell’s ability to undergo injury triggered lysosomal exocytosis.   
6.14.1. LAB MEDIA: Figure 3 last column.
6.15. This experiment directly monitors the kinetics, nature, and location of individual lysosome fusion in response to cell membrane injury.
6.15.1. LAB MEDIA: Figure 4 (full).


6.16. The cells are injured by the pulsed laser and cell surface lysosomes are imaged by TIRF imaging, which allows monitoring injury-triggered exocytosis of lysosomes in individual cells.
6.16.1. LAB MEDIA: animated video 3.
6.17. This figure shows a cell that is visualized by phase contrast imaging in the left panel and by TIRF microscopy in the middle panel.  The right panel shows the TIRF image of the same cell 105 seconds after injury. 
6.17.1. LAB MEDIA: Figure 4A.
6.18. Here injury triggered recruitment of a lysosome to the cell membrane followed by exocytosis is shown.
6.18.1. lAB MEDIA: animated video 4.
6.19. This lysosome is not visible in the TIRF image prior to injury but following injury the lysosome arrives at the cell membrane and becomes detectable.
6.19.1. LAB MEDIA: Figure  4B (panel -2.5 s then  panel 102.5 s). 
6.20. As the vesicle moves closer to the cell membrane it is better excited by the TIRF illumination causing the lysosomal FITC dextran fluorescence to reach maximal value when the fusion pore opens.  This causes neutralization of the lysosomal pH and thus dequenching of the FITC dextran fluorescence.
6.21. LAB MEDIA: Fig. 4B: panel 104.8 s and graph on left
6.22. Subsequently the dextran is discharged from the vesicle to the exterior of the cell causing FITC fluorescence to spread laterally and the vesicle fluorescence to gradually decrease.
6.22.1. LAB MEDIA: Fig. 4B: panel 107.1 s. 
6.23. Various injury-triggered responses of the lysosomes can be measured.
6.23.1. LAB MEDIA:  Figure  4(B-E). 
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/video/1597/results-example-mably?access=ksw0bprj
2. 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.
2.1. Jyoti Jaiswal: After watching this video, you should have a good understanding of how to monitor the ability of cells to repair from large focal injuries and to monitor subcellular compartments and proteins that respond to and help with the repair process.

2.2. Aurelia Defour:  Further experiments using different tags that allow labeling other cytosolic compartments or proteins of interest  can be performed in order to monitor heir response to injury and involvement in the repair of injured cells.

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.  

Insert your media filenames here. 
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Figure 4

5.
Animated Video1 figure 2.mp4

6.
Animated Video2 figure 2.mp4

7.
Animated Video3 figure 4.mp4

8.
Animated Video4 figure 4.mp4

9.
Animated Video5 figure 4.mp4

10.
Animated Video6 figure 4.mp4

11.
Animated Video7 figure 4.mp4
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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