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A.  Will you require JoVE to record video microscopy, such as filming a complex dissection or microinjection technique? (Y/N)_____N____  (If you can record images/videos using your own camera/software, then mark No)   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____ If yes, we will need you to record using screen recording software to capture the steps. If you use a Mac, QuickTime X also has the ability to record the steps.
C.  Which steps of your protocol will viewers benefit most from having filmed? Please list 4-6 steps by their protocol numbers. Please do not list entire sections of the protocol. If your protocol contains highlighting, make sure these steps are highlighted. 

1. 2.1.2 

2. 2.3.3

3. 3.2.1.2

4. 3.3.2

5. 3.4.2.3
6. 3.4.2.4 to 3.4.2.13 is a series of repetitive procedures of which only one could be filmed – Authors, does this mean that not all the highlighted steps can be filmed?  In the script below, please note if any of these steps cannot be filmed and we will remove them from the narration and reference them to the text protocol.
All the highlighted parts can be filmed. I simply meant that all together they may appear quite repetitive and if time becomes an issue we could actually select only some of them. In fact the protocol basically describe a 3-steps staining procedure: 1) Live cell staining solution, 2) Primary Ab, 3) Secondary Ab and similar action are performed.
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 to be filmed by their protocol numbers. (Please do not list an entire section.) 

1. Both 2.1.4 and 3.1.2 refers to cell seeding where it is important to let cells adhere before moving plates into the incubators to assure optimal cell distribution at the bottom of the wells.

2. Several steps could be highlighted here (eg: 3.3.1, 3.4.2.10, 3.4.2.13), in general I would like to stress the use of repetitive multichannel pipettes which would decrease time and increase reproducibility and accuracy of the assay. 
E.  Will the filming need to take place in multiple locations? (Y/N) ___N____ If yes, how far apart are the locations? 
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 approach, which combines an impedance-based real time cell analyzer and a high-content screening based platform, is to provide information on effective doses, toxicity, and biological effects to obtain the tox-profile of the tested compounds. (Intro)
Editors, if possible, the authors would like to show the flowchart on page one of “Figures for video script V2” as the Intro point is narrated.  I know that this is usually when the Title Card is shown so I told the authors it may not be a possibility.
B.  Required Interview Statements: (Said by you on camera. Don’t forget to smile!)  

1.1. Diego Marescotti: This approach can help answer key questions in the field of toxicology, addressing for example: cytotoxicity, genotoxicity and cellular stress responses. Moreover, it not only provides information about multiple biochemical and morphological parameters simultaneously, it can also be applied to a different range of cell types and cell culture models. Due to video restriction and limitation the entire approach will be performed while assessing only a short list of compounds. For the same reason, only one protocol will be shown for demonstrating the High Content Screening assessment. [1.1.1 - MED].

1.1.1. Diego speaks toward the camera, interview style. 

1.2. Diego Marescotti: Due to video restriction/limitation the entire approach will be performed while assessing only a short list of compounds.  For the same reason, the High Content Screening, or HCS, assessment will only be limited to a single protocol [1.2.1 – MED].

1.2.1. Diego speaks toward the camera, interview style.  

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

1.3. Diego Marescotti: This approach not only provides information about multiple biochemical and morphological parameters simultaneously, it can also be applied to a different range of cell types and cell culture models [1.3.1 – MED].
1.3.1. Diego speaks toward the camera, interview style.  

D. Introduction of Demonstrator: (Said by you on camera. Don’t forget to smile!)
1.4. ** Diego Marescotti: [1.4.1 – MED] Demonstrating the procedure will be Stefano Acali [1.4.2 – MED] and Alexandra Laurent, technicians from my laboratory [1.4.3 – MED]. 

1.4.1. Diego speaks toward the camera, interview style.  

1.4.2. Stefano looks up from workbench or desk and acknowledges the camera.
1.4.3. Alexandra looks up from workbench or desk and acknowledges the camera.
Protocol (read by voice talent at JoVE):

2. Real Time Cell Analyzer (RTCA)-based Dose Range Finding (DRF)

2.1. To seed the normal human bronchial epithelial cells, or NHBE cells, program the instrument to define the number and duration of impedance measurements [2.1.1 – MED].  In this study, data is recorded every 15 minutes for 48 hours [2.1.2 – MED-over the shoulder – TXT].  
2.1.1. Talent works at the RTCA instrument to set up the experimental conditions such as recording time and frequency. TEXT Overlay: Every 15 minutes for 48 hours.
2.1.2. Screen of the RTCA instrument as talent defines the data to be recorded every 15 minutes for 48 hours.  TEXT Overlay: 24 hr ± 2 hr before and 24 hr after dosing the cells with test agents
2.2. Measure the plate background by pipetting 50 microliters of pre-warmed medium into each well of a 96-well RTCA plate [2.2.1 – CU].  This step represents a technical requirement for the instrument to calculate the medium electrical resistance to use as a baseline reference for cell-based calculations [2.2.2 – MED-over the shoulder]. 
2.2.1. 96-well plate as talent pipettes 50 microliters of pre-warmed medium into each well.
2.2.2. Talent allocates the plate in the instrument inside the incubator.
2.2.3. Talent initiates the RTCA instrument to measure the plate background.
2.3. Next, add 50 microliters of cell suspension at a concentration of 144,000 cells per milliliter to the medium already in each well of the RTCA plate [2.3.1 – CU – TXT].
2.3.1. 96 well plate with medium as talent adds 50 microliters of cell suspension to each well.  TEXT Overlay: 7,200 cells/well
2.4. Alexandra Laurent: Once the cells are added to the plate it is very important to leave the plate at room temperature for 30 minutes to allow cells to attach and obtain a homogenous cell distribution [2.4.1 – MED]. Let the cells adhere for 30 minutes at room temperature before placing them into the RTCA cradle [2.4.2 – CU].  
2.4.1. Alexandra speaks toward the camera.
2.4.2. Plate is standing under the hood. TEXT overlay: 30 minutes at room temperature.
2.5. [2.5.1 – CU].  Incubate the RTCA plates in the cradle in the incubator [2.5.1 – MED – TXT], and start recording the data for the next 24 plus or minus 2 hours prior to dosing [2.5.2 – MED-over the shoulder]. 
2.5.1. Talent places the plate of adhered cells into the RTCA cradle into the incubator.  TEXT Overlay: 37 °C and 5% CO2
2.5.2.  Screen as talent starts recording the data
2.5.3. Talent places the RTCA plates in the cradle into the incubator.  TEXT Overlay: 37 °C and 5% CO2
2.5.4. Screen as talent starts recording the data.
2.6. For the positive control, dilute the 10 millimolar Staurosporine (pronounced as “stawr-oh-spawr -een”) stock solution 1 to 10 in DMSO [2.6.1 – CU].  Add 5 microliters of the dilution to 195 microliters of medium to obtain a 5× working solution [2.6.2 – MED-over the shoulder].
2.6.1. Labeled tube with DMSO as talent dilutes the 10 millimolar Staurosporine stock solution from a labeled container 1 to 10 in DMSO.
2.6.2. Talent adds 5 microliters of the dilution to 195 microliters of medium.  Use labeled containers.
2.7. For the harmful and potentially harmful constituents, dissolve each of them in the vehicle to generate a 1 molar stock solution [2.7.1 – MED-over the shoulder – TXT].  Then, dilute each test substance stock solution 1 to 10 in medium to generate a 100 milliMolar solution [2.7.2 – CU].
2.7.1. Talent dissolves the test substance in the vehicle to make a 1 M stock solution.  TEXT Overlay:  see Table 2 in text
2.7.2. Talent dilutes each test substance stock solution 1 to 10 in medium to generate a 100 mM solution.  Use labeled containers.
2.8. Generate the “compound master plate” by first adding medium plus 10% vehicle in wells from B to F and the 100 mM solution in well A [2.8.1 – MED]. Perform a five-step 1 to 10 serial dilution to obtain the 5× working solutions. [2.8.2 – CU].
2.8.1. Talent works to generate prepare the “compound master plate.”  Use labeled containers.
2.8.2. Talent performs the serial dilution.
2.9. For dosing, pause the RTCA instrument [2.9.1 – MED-over the shoulder].   Open the cradle to remove the exposure plate and place the plate in the RTCA plate temperature tool to avoid cooling the cells, which could impact the impedance measurement [2.9.2 – CU MED-over the shoulder].
2.9.1. Talent pauses the RTCA instrument and opens the cradle to remove the exposure plate. 
2.9.2. Exposure plate as talent opens the cradle to remove the exposure plate and places it in the RTCA plate temperature tool.
2.10. Add 25 microliters of 5× solution from the “compound master plate” to the cells in triplicate, maintaining the same dosing order as in the compound master plate.  Do not remove the existing cell culture medium [2.10.1 – LM].
2.10.1. Figures for video script V4. (slide 2)  Editors, please see the 1st animation that the authors generated for this figure on slide 2 and use it here.
2.11. Then, add 25 microliters of 5× positive control solution to the cells in the right-half of the bottom row without removing existing culture medium.  Similarly, add 25 microliters of medium to the cells in the left-half of the bottom row [2.11.1 – LM].
2.11.1. Figures for video script V4. (slide 2)  Editors, please see the 2nd animation that the authors generated for this figure on slide 2 and use it here.
2.12. After sealing the plate with plate sealer [2.12.1 -MED], place the plate back in the RTCA cradle and lock it [2.12.2 – CU].  Restart the data recording for the desired exposure time [2.12.3 – MED-over the shoulder] 
2.12.1. Talent seals the plate and 
2.12.2. [split shot] places the plate back in the RTCA cradle and locks it.
2.12.3. Talent restarts the data recording.  
2.13. Following data recording, analyze the RTCA cell viability data to determine which test substance to use in the HCS analysis.  In this experiment, 1-aminonaphtalene, Arsenic, Chromium and Crotonaldheyde are selected for HCS analysis [2.13.1 – LM – TXT].   
2.13.1. 53987_Marescotti_1-aminonaphtalene.  TEXT Overlay:  see text protocol for data analysis
3. Preparation for Measuring Toxicological Effects by High-Content Screening (HCS)
3.1. To seed NHBE cells, add 100 microliters of a cell suspension at 120,000 cells per milliliter to each well of a 96-well black plate [3.1.1 – MED-over the shoulder – TXT].  [3.1.2 – CU].
3.1.1. Talent adds 100 microliters of a cell suspension at 120,000 cells per milliliter to each well of a 96-well HCS plate.  Continue action in next shot.  TEXT Overlay: 12,000 cells/well
3.1.2. Plates as talent continues to add the cell suspension there. Plate is standing under the hood. TEXT overlay: 30 minutes at room temperature
3.2. After leaving the HCS plates at room temperature for 30 minutes to allow cells to attach to the wells, incubate at 37 degrees Celsius and 5% CO2 for 24 plus or minus 2 hours prior to dosing [3.2.1 – MED].
3.2.1. Talent places the HCS plates into the incubator.
3.3. For the positive control, dispense 40 microliters of the stock solution of each positive control in column 2 [3.3.1 – CU – TXT].  Then, dispense 20 microliters of the vehicle in columns 3 and 5, and 40 microliters of the vehicle in column 4 [3.3.2 – ECU].
3.3.1. Plate as talent dispenses 40 microliters of the stock solution of each positive control in column 2.  TEXT Overlay: see Table 3 in text
3.3.2. Plate as talent dispenses 20 microliters of the vehicle in columns 3 and 5, and 40 microliters of the vehicle in column 4
3.4. Withdraw 12 microliters from the wells in column 2, dispense it to the wells in column 3, and mix [3.4.1 – CU].  Continue until a final serial dilution with 3 doses and vehicle for each positive control compound is obtained [3.4.2 –MED-over the shoulder].  
3.4.1. Plate as talent withdraws 12 microliters from the wells in column 2, dispenses it to the wells in column 3, and mixes.
3.4.2. [combined with 3.4.1] Plate as talent continues until a final serial dilution with 3 doses and vehicle for each positive control compound is obtained.
3.5. To generate the positive control plate, prepare a 1 to 40 dilution in media of the 3 doses and vehicle.  [3.5.1 – MED].
3.5.1. Talent prepares adds the medium a 1 to 40 dilution of the compounds in media to the positive controls plate
3.5.2. Talent adds in triplicate each doses and vehicle to the medium in positive controls plate.
3.6. To make the compound master plate, re-suspend [3.6.1 – CU] and dilute each test substance stock solution 1 to 10 in medium for a concentration of 100 milliMolar [3.6.2 – MED-over the shoulder].  Perform dilutions using medium with 10% vehicle to obtain the selected 5× doses for each test substance [3.6.3 – CU]. Both positive controls and compounds plate are now ready to be dosed over the exposure plate [3.6.4 – CU].
3.6.1. Talent dilutes re-suspend each test substance to obtain a stock solution of 1M. 
3.6.2. Stock solution is then diluted 1 to 10 in medium for to obtain a final working concentration of 100 mM.  Use labeled containers.  Continue action in next shot.
3.6.3. Compound master plate as talent continues to dilute each test substance stock solution 1 to 10 in medium using medium with 10% vehicle to obtain the selected 5× doses for each test substance.  Use labeled containers. The scene is quite long and of course can be cut at some point as it is quite repetitive.
3.6.4. Plates are standing under the hood in the same order as they appear in the animation.
3.7. Next, add 25 microliters of 5× solutions from the compound master plate to the cells in triplicate, maintaining the same dosing order as in the compound master plate.  Do not remove the existing cell culture medium [3.7.1 – LM – TXT].
3.7.1. Figures for video script V4 (slide 5).  Editors, please see the 1st animation that the authors generated for this figure on slide 5 and use it here.  TEXT Overlay:  Do not remove the existing cell culture medium
3.8. Then, add 25 microliters of the 5× solution from the positive control plate to the cells in the bottom row, maintaining the same dosing order as in the positive control plate [3.8.1 – LM – TXT].
3.8.1. Figures for video script V4 (slide 5).  Editors, please see the 2nd animation that the authors generated for this figure on slide 5 and use it here.  TEXT Overlay (continue from last point):  Do not remove the existing cell culture medium
4. Cytotoxicity Assay

4.1. Prepare a sufficient volume of the Live Cell Staining Solution as described in the text protocol [4.1.1 – MED-over the shoulder].  Then, dilute both the Mitochondria dye and the Membrane Permeability dye in the Live Cell Staining Solution according to vendor’s instruction [4.1.2– MED].     
4.1.1. Talent removes adds medium the lid from to the container of labeled Live Cell Staining Solution. 
4.1.2. [combined with 4.1.1] Talent works to dilute the Mitochondria dye and the Membrane Permeability dye in the Live Cell Staining Solution.
4.2. Add 50 microliters of the Live Cell Staining solution to each well of the plate designated “Cytotoxicity assay” [4.2.1 – CU].  DO NOT remove cell culture medium, and incubate for 30 minutes at 37 degrees Celsius, 5% CO2 [4.2.2 – MED-over the shoulder].
4.2.1. Plate designated “Cytotoxicity assay” as talent adds 50 microliters of the Live Cell Staining solution to each well of the plate. 
4.2.2. Talent places the plate in the incubator.
4.3. Gently aspirate the medium and staining solution and add 100 microliters of fixation solution to each well [4.3.1 – CU].  Then, incubate the plate for 20 minutes at room temperature in the dark [4.3.2 – MED-over the shoulder].
4.3.1. Plate as talent gently aspirates the medium and staining solution and adds 100 microliters of fixation solution to each well.
4.3.2. Talent leaves the plate to incubate in the dark, starting a timer to countdown from 20 min.
4.4. Following incubation, gently aspirate the fixation solution and wash once with 100 microliters per well of wash buffer [4.4.1 – CU].  Remove the wash buffer and add 100 microliters per well of 1× permeabilization (pronounced as “pur-mee-uh-buh l luh-zey-shuh n”) buffer to each well [4.4.2 – MED-over the shoulder]  before incubating for 10 minutes at room temperature in the dark [4.4.3 – MED-over the shoulder]. 
4.4.1. Plate as talent gently aspirates the fixation solution and washes once with 100 microliter per well wash buffer.  Use labeled containers.
4.4.2. Talent removes the wash buffer and adds permeabilization buffer to each well.  Use labeled containers.
4.4.3. Talent leaves the plate to incubate and starts a timer to count down from 10 minutes.
4.5. Aspirate the permeabilization buffer and wash the plate twice with 100 microliters per well of wash buffer [4.5.1 – MED].  Then, aspirate the wash buffer and add 100 microliters of 1× blocking buffer to each well [4.5.2 – CU].  Then, incubate for 15 minutes at room temperature in the dark [4.5.3 – MED-over the shoulder].

4.5.1. Talent aspirates the permeabilization buffer and washes the plate twice with wash buffer.  Use labeled containers.
4.5.2. Plate as talent aspirates the wash buffer and adds 1x blocking buffer.  Use labeled containers.
4.5.3. Talent leaves the plate to incubate in the dark and starts a timer to count down from 15 minutes.
4.6. Dilute the anti-cytochrome C antibody 1 to 250 in Primary Antibody Solution [4.6.1 – CU – TXT].  Next, aspirate the blocking buffer and add 50 microliters per well of Primary Antibody Solution to each well before incubating for 60 minutes at room temperature in the dark [4.6.2 – MED-over the shoulder].
4.6.1. Anti-cytochrome C antibody as talent dilutes in primary antibody.  Use labeled containers.  TEXT Overlay:  see text for preparation of Primary Antibody Solution
4.6.2. Talent aspirates the blocking buffer and add 50 microliters per well of Primary Antibody Solution to each well of the plate.  Use labeled containers.
4.6.3. Talent leaves the plate to incubate in the dark and starts a timer to count down from 60 minutes
4.7. Dilute the anti-mouse antibody 1 to 500 in Secondary Antibody and Nuclear Solution [4.7.1 – MED-over the shoulder – TXT].  Also, dilute the Nuclear dye 1 to 1000 in Secondary Antibody and Nuclear Solution [4.7.2 – CU MED].
4.7.1. Talent dilutes the anti-mouse antibody.  Use labeled containers.  TEXT Overlay:  see text for preparation of Secondary Antibody and Nuclear Solution
4.7.2. [combined with 4.7.1] Nuclear dye as talent dilutes in Secondary Antibody and Nuclear Solution.
4.8. After aspirating the Primary Antibody Solution, wash the plate three times with 100 microliters per well of wash buffer using the plate washer [4.8.1 – MED-over the shoulder].  (two takes – one without “using the plate washer” to match video take?)
4.8.1. Talent washes the plate using the plate washer manually 3 times.
4.9. Aspirate the wash buffer and add 50 microliters per well of Secondary Antibody and Nuclear Solution to each well of the plate [4.9.1 – CU].  Now, incubate the plate for 60 minutes at room temperature in the dark [4.9.2 – MED-over the shoulder].
4.9.1. Plate as talent aspirates the wash buffer and adds 50 microliters per well of Secondary Antibody and Nuclear Solution to each well of the plate.  Use labeled containers.
4.9.2. Talent leaves the plate to incubate in the dark and starts a timer to countdown from 60 minutes.
4.10. Following aspiration of the Secondary Antibody and Nuclear Solution, wash the plate three times with 100 microliters per well of wash buffer using the plate washer [4.10.1 – MED].  Then, add 100 microliters per well of wash buffer [4.10.2 – MED-over the shoulder].  The plate is now ready to be evaluated on the HCS instrument [4.10.3 – CU – TXT] and the acquisition is started. [4.10.4 – MED]
4.10.1. Talent washes the plate with the plate washer manually 3 times.
4.10.2. Talent removes the last wash and adds 100 microliters per well of wash buffer.
4.10.3. Finished plate as talent displays to the camera. Talent load the plate in the instrument and TEXT Overlay:  see text for more toxicological assays and data analysis
4.10.4. [split shot] Acquisition starts
5. Results: Representative Results for 1-Aminonaphtalene
5.1. Representative RTCA cell viability results of test substance treatment are shown [5.1.1 – LM].  
5.1.1. Figures for video script V4.ppt – Editors, please use slide 3 without animation
5.2. A toxic dose dependent effect is obtained over 24 hours of exposure only with 1-aminonaphtalene, Arsenic, Chromium and Crotonaldheyde as they all displayed a computed LD50 of less than of 20 microMolar.  No toxic effect was obtained with the other compounds [5.2.1 – LM – TXT]. 
5.2.1. Figures for video script V4.ppt – Editors, please use slide 3 with author animation.  TEXT Overlay: LD50 = lethal dose, 50%
5.3. Shown here are representative HCS results only for 1-aminonaphtalene treatment [5.3.1 – LM].  The toxic effect of 1-aminonaphtalene is inducing a severe damage of the cell membrane which leads to an increased cell membrane permeability in a dose dependent manner after 4 hours of exposure [5.3.2 – LM]. 
5.3.1. Figures for video script V4.ppt – Editors, please use slide 7 without animation
5.3.2. Figures for video script V4.ppt – Editors, please use slide 7 with 1st animation
5.4. The compound is also affecting the mitochondria inducing a mass increase after 4 hours of exposure [5.4.1 – LM], along with the release of Cytochrome C which is then detectable in the nuclei after 4 and 24 hours of exposure [5.4.2 – LM]. 
5.4.1. Figures for video script V4.ppt – Editors, please use slide 7 with 2nd animation
5.4.2. Figures for video script V4.ppt – Editors, please use slide 7 with 3rd animation
6. Conclusion (said by authors on camera)
6.1. Diego Marescotti: Once mastered, these techniques can be executed within 2 to 3 days as both of them require about an hour per day of hands-on time for seeding and dosing.  Depending on the protocol selected, the HCS requires a maximum of 3 1/2 hours for the execution of the entire staining protocol. While attempting this procedure, keep in mind that although a selection of a broader range of endpoints adds complexity to the workflow, it will not substantially increase the time.  With an optimized workflow, in fact, several plates can be assessed in parallel. Continuous development of the HCS platform, including fully automated cell seeding; compound dilution; dosing and staining; and the addition of new endpoints, will further expand the capability of the HCS platform as a powerful tool for toxicological profiling.  Moreover, the combination of multiple, single toxicological endpoints in such a high-throughput would bring us one step further in our efforts to reduce chemical testing in animals.  [6.1.1 – MED].

6.1.1. Diego speaks toward the camera, interview style.  

6.2. Diego Marescotti: Both techniques require about an hour per day of hands-on time for seeding and dosing.  Depending on the protocol selected, the HCS requires a maximum of 3 1/2 hours for the execution of the entire staining protocol [6.2.1 – MED].

6.2.1. Diego speaks toward the camera, interview style.  

6.3. Diego Marescotti: While attempting this procedure, keep in mind that although a selection of a broader range of endpoints adds complexity to the workflow, it will not substantially increase the time.  With an optimized workflow, several plates can be assessed in parallel [6.3.1 – MED].

6.3.1. Diego speaks toward the camera, interview style. 

6.4. Diego Marescotti: Continuous development of the HCS platform, including fully automated cell seeding; compound dilution; dosing and staining; and the addition of new endpoints, will further expand the capability of the HCS platform as a powerful tool for toxicological profiling [6.4.1 – MED]. 

6.4.1. Diego speaks toward the camera, interview style.  

6.5. Diego Marescotti: Moreover, the combination of multiple, single toxicological endpoints in such a high-throughput would bring us one step further in our efforts to reduce chemical testing in animals [6.5.1 – MED]. 
6.5.1. Diego speaks toward 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.  

Insert your media filenames here.  

“Figures for video script V4” (PPT - slides 2, 3, 5, 7 with author animations)
53987_Marescotti_1-aminonaphtalene
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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