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A.  Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? (Y/N)___N____  
Can you record movies/images using your own microscope camera? (Y/N)__Y____  
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: 
NOTE: We can record images using our confocal microscope; and that can be used in video.
B.   Software Usage: Does your protocol include detailed, step-by-step, descriptions of software usage? (Y/N)___N___ 
NOTE: For confocal microscopy experiment, we are not so interested to visualize software and data acquisition. Preparation of sample is our main concern. That’s why, the provided answer is No. If needed, we can visualized as well.   
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.) ___3.1 – 3.5___________________________________
Authors, please answer this question with the steps listed here in the protocol section for use by the videographer.
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.) ____3.3 and 3.4________________
Authors, please answer this question with the steps listed here in the protocol section for use by the videographer.
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 procedure is to study tau phosphorylation, the microtubule binding capabilities of tau, and localization of tau using confocal microscopy in colorectal cancer cells.  
(Intro)

B.  Required Interview Statements: (Said by you on camera. Don’t forget to smile!)  
1.1. Cheol-Ho Pan: This method can be effective for most of the biological research fields, especially cancer and dementia research, where phosphorylation and microtubule binding are important factors. 
1.2. Md Nazmul Huda: The main advantage of the presented phosphate assay is that is provides an easy way to perceive overall phosphorylation of protein samples. 
1.3. Md Nazmul Huda: The main advantage of the microtubule binding assay is that it is a simple procedure to separate microtubule binding protein from nonbinding fractions. However, the main benefit of tau-localization technique is that it only requires a relatively small amount of primary and secondary antibodies.

Protocol: (read by voice talent at JoVE)

2. Cell Culture, Treatment, and Examination of Protein Expression
2.1. To begin this procedure, prepare all reagents as outlined in the text protocol [1-MED/WIDE]. Transfer approximately one million HCT 116 cells into culture dishes containing Minimum Essential Medium – supplemented with 10% fetal bovine serum and 1% penicillin-streptomycin [2-MED-over the shoulder-TXT].
2.1.1. Talent approaches the lab bench, and begins to mix reagents. Any of the reagents can be prepared – including the supplemented medium.
2.1.2. Talent transfers HCT 116 cells into culture dishes containing the medium mentioned above. Film this transfer over more than one plate to fill the voiceover length. TEXT: MEM: Minimum essential medium, FBS: Fetal bovine serum
2.2. When the cells reach 65% confluence, use an aspirator to remove the FBS supplemented medium [1-MED]. Then, add serum-free MEM containing either curcumin or lithium chloride [2-MED-over the shoulder-TXT]. Incubate at 37 °C in a humidified atmosphere, containing 5% CO2, for 24 h [3-MED].
2.2.1. Talent, in a biosafety cabinet, uses an aspirator to remove the FBS supplemented medium from a plate.
2.2.2. Talent adds serum-free minimum essential medium, containing either curcumin or lithium chloride, to a plate. TEXT: For details on medium composition, see text protocol.
2.2.3. Talent transfers the plates to an incubator, and double-checks/adjusts the settings.
2.3. After this, wash the cells with 10 mL of ice-cold PBS [1-MED-over the shoulder-TXT]. Add 1 mL of ice-cold PBS, and then use a cell scraper to scrape the cells and transfer them into 1.5 mL centrifuge tubes [2-MED]. Centrifuge for 4 min at 1,800 x g and 4 °C [3-MED-over the shoulder].
2.3.1. Talent washes the cells with 10 mL of ice-cold PBS. TEXT: PBS: Phosphate-buffered saline
2.3.2. Talent adds 1 mL of ice-cold PBS and then uses a cell scraper to transfers cells to a 1.5 mL centrifuge tube.
2.3.3. Talent places tubes into a centrifuge, and then turns the centrifuge on.
2.4. Re-suspend the cell pellets in 100 μL of complete RIPA buffer at 4 °C for 20 min– making sure to tap the tubes regularly – to lyse the cells [1-MED-TXT]. Then, briefly sonicate the samples at an amplitude of 10%, pulsing on for 0.2 s and off for 0.2 s, for a total of 2 sec [2-CU].
2.4.1. Talent adds 100 μL of complete RIPA buffer at 4 °C to one of the cell pellets, re-suspending it, then taps the tube with their finger. TEXT: RIPA: Radioimmunoprecipitation
2.4.2. Talent sonicates a sample with the conditions mentioned above. Film as a CU on the sample if possible – alternatively, if this action isn’t clear as a CU, film it as a MED-over the shoulder shot.
2.5. Centrifuge the cell homogenate at 22,570 x g and 4 °C for 20 min [1-MED]. Transfer the supernatants to new, labeled tubes, and then measure the protein concentration by the Bradford assay, as outlined in the text protocol [2-MED-over the shoulder].
2.5.1. Talent places the tubes into a centrifuge, and then turns the centrifuge on.
2.5.2. Talent uses a pipette to transfer the supernatants to new, labeled tubes. Make sure that the fact that the new tubes are labeled is clearly visible in the shot.
3. Phosphate Assay 
3.1. After preparing samples containing 20 μg total protein, add 2 μL of alkaline phosphatase buffer and 10 μL of alkaline phosphatase to each [1-MED-over the shoulder-TXT]. Then, add distilled water such that the final volume of each sample is 20 μL [2-MED].
3.1.1. Talent adds 2 μL of alkaline phosphatase buffer and 10 μL of alkaline phosphatase to one of the tubes. Alternatively, if this is too much for the voiceover, the talent can be filmed adding only one of the reagents. TEXT: For details on sample preparation, see text protocol.
3.1.2. Talent uses a pipette to add a small amount of water to one of the tubes.
3.2. Incubate the samples at 37 °C for 1 h [1-MED-over the shoulder]. While the samples incubate, prepare additional samples at the same concentration, but without phosphatase, for comparison [2-MED].
3.2.1. Talent places the tubes into an incubator.
3.2.2. Talent adds a small amount of the previously prepared cell lysate and a small amount of water to a tube (20 μg total protein and distilled water such that the final volume is 20 μL).
3.3. After 1 h, stop the reaction by adding either EDTA, at a final concentration of 50 mM, or sodium orthovanadate, at a final concentration of 10 mM [1-MED-over the shoulder-TXT]. Add freshly prepared 4X SDS gel-loading buffer, containing 400 mM DTT [2-MED-TXT].
3.3.1. Talent adds EDTA, such that the final concentration is 50 mM, to each tube. TEXT: EDTA: Ethylenediaminetetraacetic acid
3.3.2. Talent adds freshly prepared 4X SDS gel-loading buffer, containing 400 mM DTT to each tube. TEXT: SDS: Sodium dodecyl sulfate, DTT: Dithiothreitol
3.4. Using a heat block, incubate the samples at 100 °C for 5 min [1-MED-over the shoulder]. Vortex the samples, and then let them cool at room temperature for 10 to 15 min [2-CU/MED].
3.4.1. Talent places the samples on a heat block.
3.4.2. Close up shot of the samples, at rest on the lab bench, as they cool.
3.5. Next, load 13 μL of sample per well – as well as the molecular-weight ladder – on a 10% polyacrylamide gel [1-MED-over the shoulder]. Connect the electrophoresis system to a power source, and set the voltage to 70 V for 20 min to move the protein samples from the stacking gel into the resolving gel  [2-MED].
3.5.1. Talent loads samples into the wells of a 10% polyacrylamide gel.
3.5.2. Talent connects the positive and negative electrodes of the electrophoresis system to a power source, and then sets the voltage to 70 V.
3.6. After this, increase to 125 V and run the gel for approximately 70 to 120 min, until the samples and protein ladder reach the end of the gel [1-MED-over the shoulder].
3.6.1. Talent increases the voltage to 125 V, and then sets a timer for 120 min.
3.7. Using a wet electroblotting system, transfer the gel onto a polyvinylidene fluoride membrane at 100 V for about 100 min [1-MED-over the shoulder]. Next, incubate the membrane to blot in 4% bovine serum albumin for 90 min at room temperature [2-MED]. Incubate the blot overnight in primary-antibody solution at 4 °C [3-MED-over the shoulder-TXT].
3.7.1. Talent sets the voltage to 100 V, and then sets a timer for 100 min. The wet electroblotting system – with the gel and polyvinylidene fluoride membrane – should be set up before filming this shot.
3.7.2. Talent transfers the membrane to 4% bovine serum albumin to incubate.
3.7.3. Talent places the blot (already in primary-antibody solution) on a shaker placed in 4 °C room. TEXT: For details on primary-antibody solution, see text protocol.
3.8. The next day, wash the blot three times in PBST, washing for 7 min each time [1-MED-TXT]. Incubate in the relevant secondary-antibody solution for 90 min at room temperature [1-CU-TXT]. Then, wash with PBST four times, with each wash lasting 7 min [2-MED].
3.8.1. Talent washes the blot in phosphate-buffered saline with Tween-20. TEXT: PBST: Phosphate-buffered saline with Tween-20
3.8.2. Close up shot of the blot incubating in secondary-antibody solution. Alternatively, film the talent adding the secondary-antibody solution to the blot as a [MED-over the shoulder] shot. TEXT: For details on secondary-antibody solution, see text protocol.
3.8.3. Talent washes the blot with PBST.
3.9. Develop the blot using a chemiluminescence kit according to the manufacturer’s instructions [1-MED-over the shoulder]. Cover the developed blot with transparent plastic wrap, and then acquire chemiluminescence images of the blot with a commercially available chemiluminescence imaging system [2-MED/WIDE].
3.9.1. Talent develops the blot using a chemiluminescence kit. Cover the developed blot with transparent plastic wrap. Any step during the development will suffice for this shot.
3.9.2. Talent uses chemiluminescence imaging system (BIO-RAD ChemiDoc XRS+ machine) to get the images. 

4. Microtubule-binding Assay
4.1. [bookmark: _GoBack]After obtaining preparing fresh samples, incubate them at 37 °C for 30 min [1-MED-over the shoulder-TXT]. Ultracentrifuge the samples at 100,000 x g and 25 °C for 60 min [3-MED]. VO note: I wasn’t sure which verb was meant, so I did takes with each
4.1.1. Talent places the tubes into a 37 °C incubator. TEXT: For details on sample preparation, see text protocol.
4.1.2. Talent places the tubes into an ultracentrifuge, and then turns the ultracentrifuge on.
4.2. Next, transfer 120 μL of each supernatant, containing unbound tau, to separate clean and labeled tubes [1-MED-over the shoulder]. Add 120 μL of 5X sample buffer to the pellet, which contains bound tau [2-MED]. After mixing thoroughly by vortexing and pipetting, transfer the mixture to clean, labeled tubes [3-MED-over the shoulder].
4.2.1. Talent transfers 120 μL from the supernatant of one of the samples to a clean and labeled tube. Make sure the fact that the new tubes are labeled is visible in the shot. If the voiceover time allows, film the talent transferring more than one supernatant.
4.2.2. The talent adds 120 μL of 5X sample buffer to the pellet from one of the samples.
4.2.3. Talent transfers the new mixture to a clean and labeled tube. Make sure the fact that the new tubes are labeled is visible in the shot.
4.3. After preparing samples of equivalent protein concentration, add fresh 4X SDS gel-loading buffer containing 400 mM DTT [1-MED]. Use a heat block to incubate the samples at 100 °C for 5 min [2-MED-over the shoulder].
4.3.1. Talent adds fresh 4X SDS gel-loading buffer containing 400 mM DTT to one of the samples of equivalent protein concentration.

4.3.2. Talent places the samples on a heat block.
4.4. Vortex the samples, and then let them cool at room temperature for 10 to 15 min [1-CU]. Load 13 μL of sample per well, and the molecular-weight ladder, on a 10% polyacrylamide gel [2-MED].
4.4.1. Close up shot of the samples, at rest on the lab bench.
4.4.2. Talent loads each sample into a well of a 10% polyacrylamide gel.
4.5. Connect the positive and negative electrodes of the electrophoresis system to a power source, and then set the voltage to 70 V for 20 min [1-MED-over the shoulder]. After this, increase to 125 V and run the gel for approximately 70 to 120 min, until the samples and protein ladder reach the end of the gel [2-MED].
4.5.1. Talent connects the positive and negative electrodes of the electrophoresis system to a power source, and then sets the voltage to 70 V.
4.5.2. Talent increases the voltage to 125 V, and then sets a timer for 120 min.
4.6. Use a wet electroblotting system to transfer the gel onto a polyvinylidene fluoride membrane at 100 V for about 100 min [1-MED-over the shoulder]. Incubate the membrane to blot in 4% bovine serum albumin for 90 min at room temperature [2-MED]. Then, incubate overnight in primary-antibody solution at 4 °C [3-MED-over the shoulder].
4.6.1. Talent sets the voltage to 100 V, and then sets a timer for 100 min. The wet electroblotting system – with the gel and polyvinylidene fluoride membrane – should be set up before filming this shot.
4.6.2. Talent transfers the membrane to 4% bovine serum albumin to incubate.
4.6.3. Talent places the blot (already in primary-antibody solution) on a shaker placed in 4 °C room.
4.7. The next day, wash the blot four times with PBST, with each wash lasting 7 min [1-MED]. Incubate the washed blot in the relevant secondary-antibody solution for 90 min at room temperature [2-CU]. Then, wash with PBST for 7 min – repeating the wash a total of four times [3-MED].
4.7.1. Talent washes the blot with PBST.
4.7.2. Close up shot of the blot, incubating in secondary-antibody solution. Alternatively, film the talent as a [MED-over the shoulder] shot, adding the secondary-antibody solution to the blot.
4.7.3. Talent washes the blot with PBST.
4.8. Develop the blot using a chemiluminescence kit [1-MED-over the shoulder]. Cover with transparent plastic wrap, and acquire images using a chemiluminescence imaging system [2-MED].
4.8.1. Talent develops the blot using a chemiluminescence kit. Cover the developed blot with transparent plastic wrap. Any step during the development will suffice for this shot.
4.8.2. Talent uses chemiluminescence imaging system (BIO-RAD ChemiDoc XRS+ machine) to get the images. 
5. Localization and Expression of Tau after Treatment of Cells with Curcumin
5.1. To begin, place coverslips into the wells of 6-well tissue culture plate, and then seed 250,000 cells into each well well in recommended culture medium [1-MED-over the shoulder-TXT]. After 24 h, rinse the cells twice with PBS [2-MED], add serum-free MEM containing curcumin and Incubate at 37 °C in a humidified atmosphere, containing 5% CO2, for 24 h. After this, wash the cells with ice-cold PBS again.
5.1.1. Talent places coverslips into the wells of 6-well plate, and then seeds cells into the wells in recommended culture medium. TEXT: For details on plate preparation, see text protocol.
5.1.2. Talent rinses the cells with PBS once.
5.1.3. Added shot: Talent adds serum-free MEM media containing curcumin to wells of 6-well place.
5.1.4. Added shot: Talent rinses the cells with PBS once.
5.2. Fix the cells in 3.7% formaldehyde in a 37 °C incubator, in the dark [1-MED-over the shoulder]. Wash the cells with PBS, and then fix the cells in ice-cold methanol at -20 °C for 15 min [2-MED]. After this, incubate the cells on ice in 3% BSA and 0.1% Triton X-100 in PBS for 10 min [3-MED-over the shoulder]. 
5.2.1. Talent, at a biological safety cabinet, adds formaldehyde to the last well (the other wells should already have formaldehyde added before this shot), and then covers the plate with aluminum foil. 
5.2.2. Talent adds ice-cold methanol to the wells. They should have been washed with PBS prior to this shot.
5.2.3. Talent adds 3% BSA and 0.1% Triton X-100 in PBS to the last well, and then puts the plate on ice.
5.3. Wash the cells with PBS, and then incubate in blocking buffer for 1 h at room temperature [1-MED-over the shoulder-TXT]. Next, add 60 μL of primary-antibody solution to the cut polyvinylidene fluoride piece in each well – placing the coverslips such that the cells make contact with the antibody solution [2-MED]. Incubate overnight at 4 °C in a dark, humid chamber [3-MED-over the shoulder].
5.3.1. Talent adds blocking buffer to the wells of the plate. Cells should have been washed with PBS prior to this shot. TEXT: For details on blocking buffer, see text protocol.
5.3.2. Talent adds 60 μL of primary-antibody solution to cut polyvinylidene fluoride piece in each well.
5.3.3. Talent transfers the plate to a 4 °C in a dark, humid incubator.
5.4. The next day, wash the cells four times with PBS [1-MED]. Add 80 μL of the secondary-antibody solution to each of the polyvinylidene fluoride pieces, placing the coverslips such that the cells make contact with the antibody solution [2-MED-over the shoulder]. Incubate in a dark, humid chamber at room temperature for 2 h [3-MED].
5.4.1. Talent washes the cells with PBS once.
5.4.2. Talent adds 80 μL of the secondary-antibody solution to the polyvinylidene fluoride piece in each well.
5.4.3. Talent transfers the plate to a dark, humid incubator/chamber at room temperature.
5.5. After this, wash the cells four times with PBS [1-MED-over the shoulder]. Mount the samples in the mounting medium with DAPI, and then fix the coverslips on glass slides [3-MED-TXT].
5.5.1. Talent washes the cells in PBS once.
5.5.2. Talent fixes one of the coverslips onto a glass slide. TEXT: DAPI: 4',6-diamidino-2-phenylindole
5.6. Then, incubate in a dark chamber at room temperature for 1.5 h [1-MED]. Using a confocal microscope, examine the slides [2-MED-over the shoulder-TXT].
5.6.1. Talent transfers the coverslips (now mounted on glass slides) to a dark chamber (or covers them in aluminum foil).
5.6.2. Talent loads one of the glass slides/coverslips into a confocal microscope in a dark room, and begins to observe the slide. TEXT: Use immersion oil on each coverslip.

6. Results: Phosphorylation, Microtubule Binding, and Localization of Tau Protein in Colorectal Cancer Cells
6.1. In this study, site-specific tau phosphorylation is assessed using a phospho-tau antibody [1-LM]. Cells treated with curcumin are seen to express decreased tau as the concentration of curcumin increases [2-LM]. Phospho-tau expression, on the other hand, is seen to increase at lower concentrations of curcumin – decreasing only at very high concentrations [3-LM].
6.1.1. 55932_Pan_Figure 1.tiff: Show only the right-most image from Figure 1A (the column chart). Remove the Figure text “A”.
6.1.2. 55932_Pan_Figure 1.tiff: Still show only the right-most image from Figure 1A. Highlight (or show arrows pointing to) the columns representing the tau expression (the black columns).
6.1.3. 55932_Pan_Figure 1.tiff: Still show only the right-most image from Figure 1A. Highlight (or point to) the columns for phosphor-tau (the grey columns) at 5 μM and 10 μM during “…is seen to increase at lower concentrations of curcumin…”. Highlight (or point to) the data for phosphor-tau at 30 μM during “…decreasing only at very high concentrations.”
6.2. Cells treated with lithium chloride are then examined. As can be seen, the expression of both tau and phospho-tau is significantly decreased under lithium chloride treatment.
6.2.1. 55932_Pan_Figure 1.tiff: Show only the right-most image from Figure 1B (the column chart). Remove the Figure text “B”.
6.2.2. 55932_Pan_Figure 1.tiff: Still show only the right-most image from Figure 1B. Highlight, or point to, the data for both tau and phospho-tau at 5 μM, 10 μM and 30 μM during “…the expression of both tau and phosphor-tau is significantly decreased under lithium chloride treatment.”
6.3. Overall phosphorylation is then evaluated by phosphatase assay [1-LM]. Tau is seen to migrate faster in phosphatase treated samples compared with the un-treated control sample, indicating that the control sample is phosphorylated [2-LM].
Author note: “NOTE just to clarify: Dephosphorylation makes western blot band to move faster. By phosphatase treatment of control sample (2nd column from left), it is dephosphorylated showing that phosphatase untreated sample (1st column from left) was actually phosphorylated. In case of LiCl (7th and 8th column from left) after phosphatase treatment (8th column from left) the western blot bands shows same level; that indicates that phosphatase untreated sample (7th column from left) was not phosphorylated for LiCl treatment.”
6.3.1. 55932_Pan_Extra_Schematic dummy image of figure 2.tiff
6.3.2. 55932_Pan_Extra_Schematic dummy image of figure 2.tiff: Highlight the second column from the left during “…to migrate faster in phosphatase treated samples compared with the untreated control sample…”. Highlight the first column on the left during “...indicating that the control sample is phosphorylated”.
6.4. Curcumin-treated cell samples show very similar results, indicating that the treatment of colorectal cancer cell lines did not reduce tau phosphorylation [1-LM]. Both phosphatase-treated and untreated samples electrophoresed at nearly the same range in samples of cells treated with lithium chloride, indicating a reduction in tau phosphorylation [2-LM].
6.4.1. 55932_Pan_Extra_Schematic dummy image of figure 2.tiff: Highlight the data in the columns representing Curcumin treatment at 10 μM and 30 μM.
6.4.2. 55932_Pan_Extra_Schematic dummy image of figure 2.tiff: Remove all previous highlights. Highlight the data (the grey bands) in both columns representing cells treated with lithium chloride (the two right-most columns) during “…in samples of cells treated with lithium chloride, indicating a reduction in tau phosphorylation.”
6.5. Next, the microtubule-binding assay of cell samples is successfully established, using tau-352 as the positive control [1-LM]. As shown here, both curcumin and low concentration of lithium chloride treatment results in inhibited microtubule-binding activity [2-LM].
6.5.1. 55932_Pan_Figure 3.tiff: Show only the bottom image from Figure 3 (the column chart of the data). Highlight the label (and/or the data) for the E. coli tau during “…using tau-352 as the positive control.”
6.5.2. 55932_Pan_Figure 3.tiff: Still showing only the bottom image. Highlight, or point to, the columns for the pellet (the black columns) for Curcumin 10 mM, Curcumin 20 mM, and LiCl 25 mM when mentioned in the voiceover.
6.6. Confocal microscopy is then performed [1-LM]. Following curcumin treatment, tau is seen to translocate to the nucleus [2-LM]. This supports earlier studies reporting that nuclear tau is a key player in neuronal DNA protection [3-LM-TXT].
6.6.1. 55932_Pan_Figure 4.tiff
6.6.2. 55932_Pan_Figure 4.tiff: Highlight, or point to, the tau (the red clouds) in the bottom second and third images in the Tau column (the left column).
6.6.3. 55932_Pan_Figure 4.tiff: Hold the highlight from 6.4.2. TEXT: Sultan, A., et al. J Biol Chem. (2011)., Bukar Maina, et al. Biomolecules. (2016).


7. Conclusion (said by authors on camera)

7.1. Md Nazmul Huda: After watching this video, you should have a good understanding of how to perform a phosphorylation assay to determine the overall phosphorylation of a protein sample, and how to perform a microtubule binding assay. 
7.2. Md Nazmul Huda: You should also be able to figure out how to execute an immunofluorescence experiment using a reduced amount of antibody and confocal microscopy. 
7.3. Cheol-Ho Pan: The procedures presented here are cost effective and will potentially help aid in the discovery and development of new therapeutic agents to treat different tauopathies and cancers.

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.  

Extra_Schematic dummy image of figure 2.tiff
Extra2_Schematic dummy image of figure 2.tiff

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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