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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: ______________________________
**Note:  This question is to get at whether or not you will need a camera hook-up to look into the microscope.  However, if your microscope has a digital camera attached to a computer, you can gather these shots by collecting screen capture movies.  
Does your protocol include microscopy steps that are visualized through a microscope with a digital camera/computer attached? (Y/N)  N
B.   Does your protocol include detailed, step-by-step, descriptions of software usage? (Y/N) Y 
C.  Which steps of your protocol will viewers benefit most from having filmed? Please list 4-6 steps 2.4-2.10, creation of a design job and input of constraints
D.  What is the single most difficult aspect of this procedure and what do you do to ensure success?  Most difficult is troubleshooting errors in the initiation of a job. One can ensure success by making sure pdb file is consistent by performing a short energy minimization of the initial structure 

1. Introduction (Schematic Overview and Interview)

A. Schematic Overview (read by voice talent at JoVE):

Conceptual Narrative:
The overall goal of the following experiment is to design proteins or peptides for improved folding, binding, or functional properties (Intro)

This is achieved by uploading the protein or complex structure and defining mutation and biological constraints to define the design goal (P1)

As a second step, sequence selection optimization is performed, which produces a large number of possible protein or peptide sequences with improved stability and interaction properties (P2)  

Next, fold specificity and/or approximate binding affinity calculations are performed on the designed sequence in order to validate the designed proteins or peptides for the desired improved properties. (P3)  Editors, please highlight the “fold specificity” box and the “approximate binding affinity calculations” as each are narrated.

Results are obtained that show improved properties of the designed sequences based on computational analysis of the structures produced throughout the procedure. (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).   

[image: ]


B.  Interview: (Said by you on camera. Don’t forget to smile!)  
1.1. George Khoury: The design methods described by this protocol have been developed in the lab of Professor Christodoulos A. Floudas at Princeton University.  This general computational de novo protein design method is capable of tackling several important areas of protein design. 
1.1.1. MED:  George speaks towards camera
1.2. George Khoury: These include the design of monomeric proteins for increased stability and complexes for increased binding affinity.  We have had several notable successful designs in a range of therapeutic areas including HIV-1 gp41 inhibition, EZH2 complex inhibition for cancer therapeutics, and C3a inhibition through design of Compstatin analogues.
1.2.1. CU:  George speaks towards camera
1.3. James Smadbeck: In order to make application of this protein design methodology accessible to the larger academic community we have developed a web interface for the method called Protein WISDOM.  This interface allows the user to have full control of the template submission, design constraint definition, and method parameter specification to easily employ the design methods for a wide variety of design problems.
1.3.1. MED:  James speaks towards camera

Protocol (read by voice talent at JoVE):
Editors, in all of the screen capture files, please use a zoom bubble to highlight the action being performed.
2. Stage One: Sequence Selection
2.1. Following user registration on the Protein WISDOM website as described in the text protocol, submit the protein sequence and template structure by clicking on the User Login button to begin the protein design experiment.  The user is presented with the "User Homepage" which lists the number of jobs submitted, the number of structures uploaded, and a list of the structures uploaded so far.
2.1.1. MED-over the shoulder:  Talent pulls up the Protein WISDOM homepage.
2.1.2. SCREEN:  Screen capture video as talent clicks on the user login button, types username/password, and is presented with the “User Homepage.”
2.2. Start a new design job by clicking "Create New Job."  The user is taken to the “Job Submission” page.  Give the job a name, and indicate if it is based on a previous job.  Click "continue."
2.2.1. SCREEN:  Screen capture video as talent clicks on “Create New Job,” and the screen goes to the “Job Submission” page.  Talent types in project names, indicates if it is based on a previous job, and clicks continue.
2.3. Upload the protein structure of the design template.  This template must be in standard protein data bank, or PDB, format.  
2.3.1. SCREEN:  Screen capture video as talent types in the Protein name/description and then then browses for the file location for the protein structure of the design template.  Talent then uses the cursor to point out it is a pdb file.
2.4. It can be a rigid template with one set of coordinates for every atom… or a flexible template with multiple models, such as obtained from NMR solution structures.
2.4.1. SCREEN:  Screen capture video as talent pulls up a PDB file with a single template that has been adjusted to fit half the screen and then pulls up a PDB file with multiple templates that has been adjusted to fit in the other ½ of the screen, adjacent to the single template PDB.  
2.5. For the case of designing a single protein, there can only be one chain in the template.  A user can upload a new template or select from existing templates they have previously uploaded.  
2.5.1. SCREEN:  Screen capture video as talent uses cursor to demonstrate that there is only one chain in a template in the PDB file with a single template.
2.6. If multiple templates are uploaded, be sure each model begins with "MODEL #" and ends with end model.  Ensure every residue is designated by a natural amino acid.  Click "Continue."
2.6.1. SCREEN:  Screen capture movie as talent uses cursor to highlight the “MODEL #” and then the “ENDMDL” in the PDB file with multiple templates.  Talent then maximizes the WISDOM page and clicks continue.
2.7. Once the template has been successfully uploaded and confirmed, the user is taken to the "Main Control Page.”  On this page, the user can view the job status… modify the mutation sets and biological constraints… and submit the job for Stage One: Sequence Selection.  At this point, since Stage One has not completed, there are no options for Stage Two; those appear once results from Stage One are available.
2.7.1. SCREEN:  Screen capture movie as the screen transitions to the “Main Control Page.”  Talent uses the cursor to point out where to view the job status, where to modify the mutation sets and biological constraints and where to submit the job for Stage One: Sequence Selection.  Finally, talent brings cursor to where the stage two options will eventually appear.
2.8. Next, click on the "Mutation Sets" link on the "Main Control Page" to define mutation sets.
2.8.1. SCREEN:  Screen capture movie as talent clicks on the “Mutation Sets” link on the Main Control Page.
2.9. Select which residues will be allowed to mutate, and select which amino acids they are allowed to mutate to.  By default, the allowable amino acids at any given position are selected based upon Solvent Accessible Surface Area, or SASA (pronounced as “sa-sah”).  Mutation sets are required.  Click "Save Changes" after mutation sets are selected.
2.9.1. SCREEN:  Screen capture movie as talent selects which residues are allowed to mutate and to which amino acids they can mutate to.  Talent clicks on “Save Changes” after the mutation sets were selected.
2.13.   Take note of the computational complexity of the optimization to be solved.  There is an upper limit of twenty to the twenty-fifth power for computational complexity allowed.
2.13.1.  SCREEN:  Screen capture movie as talent uses curser to point out the upper limit of computational complexity allowed. 2.13 moves up to follow 2.9
2.10. Then, click on the "Biological Constraints" link on the "Main Control Page" to define biological constraints.  Specify charge or amino acid content constraints across the whole protein or a portion of the protein.  Limit the total number of mutations allowed to occur, if required.  Biological constraints are optional.  Return to the "Main Control Page" when finished.
2.10.1. SCREEN:  Screen capture movie as talent clicks on the "Biological Constraints" link on the Main Control Page to define biological constraints.  Then talent specifies charge or amino acid content constraints and limits the total number of mutations allowed to occur.  Finally talent clicks the “Main Control Page.”
2.11. Click on the "Begin Stage 1" link to bring user to "Submit Stage 1" page.
2.11.1. SCREEN:  Screen capture movie as talent clicks the “Begin Stage 1” link and the screen switches to the “submit stage 1” page.
2.12. [bookmark: _GoBack]Select the chain to design… the number of sequences to generate… the distance-dependent forcefield… and the model.  Calculation specific details regarding these selections can be found in the text protocol.
2.12.1. SCREEN:  Screen capture movie as talent selects the chain to design, the number of sequences to generate, the distance-dependent forcefield, and the model.
2.13. Take note of the computational complexity of the optimization to be solved.  There is an upper limit of twenty to the twenty-fifth power for computational complexity allowed.
2.13.1. SCREEN:  Screen capture movie as talent uses curser to point out the upper limit of computational complexity allowed. Moved up.
2.14. Submit the job.  The user is redirected back to the "Main Control Page.”  The Job Status will be updated to indicate the current progress of the job.  The job will become locked for editing after submission.
2.14.1. SCREEN:  Screen capture movie as talent submits the job and is redirected to the main control page.  Talent uses the curser to point out the job status and then the locked link for editing.
2.15. Upon completion of the job, the user receives an email with the results, which consist of a list of designed sequences.  The results are also viewable on the "Main Control Page."  A box for “Stage 2: Fold Specificity” appears on the page to enable the user to perform this validation.
2.15.1. MED/WIDE:  Multiple takes of talent working at computer.  Shot will be reused twice.
2.15.2. SCREEN:  Screen capture movie as talent views the results on the Main control page.  Then talent uses a curser to point out the box for “Stage 2: Fold Specificity”
3. Stage Two: Fold Specificity Calculations
3.1. Click "Begin Stage 2: Fold Specificity" to enter the "Build Stage 2" page.  Define the upper and lower alpha-carbon, alpha-carbon distance bounds by specifying the Template flexibility factor either as a percentage of distance or as a fixed distance. 
3.1.1. SCREEN:  Screen capture movie as talent clicks “Begin Stage 2: Fold Specificity” and the page transitions to the “build stage 2” page.  Talent defines the upper and lower alpha-carbon, alpha-carbon distance bounds by specifying the Template flexibility factor either as a percentage of distance or as a fixed distance. 
3.2. Next, define the upper and lower angle bounds on the phi and psi dihedral angles by specifying the Template flexibility factor as a percentage.  
3.2.1. SCREEN:  Screen capture movie as talent defines the upper and lower angle bounds on the phi and psi dihedral angles by specifying the Template flexibility factor as a percentage.  
3.3. Click the "Submit" button.  Specify the number of structures per sequence to generate and click "Continue."  Note there is an upper bound of 500 structures per sequence to generate.
3.3.1. SCREEN:  Screen capture movie as talent clicks the “submit” button.  Talent then specifies the number of structured per sequence to generate and clicks “continue.”
3.4. Then, click "Continue" to confirm intent to submit for fold validation.  Stage One and Stage Two are locked for editing until the completion of Stage Two.
3.4.1. SCREEN:  Screen capture movie as talent clicks “continue” to confirm intent to submit for fold validation.  Talent uses cursor to point out the locked links for stage one and stage two.
3.5. Upon completion of the job, an email is sent to the user with the results, which are also viewable on the "Main Control Page."  Here the text files containing designed sequences, corresponding energy values from Stage One and fold specificity values from Stage Two can be viewed and downloaded.  
3.5.1. MED-over the shoulder:  Talent reviews email with results and then clicks to the Protein WISDOM on the “Main Control Page.”
3.5.2. SCREEN:  Screen capture movie as talent views the results on the “Main Control Page” and uses the curser to highlight the downloadable text files.
3.6. In addition, the user may click the "View Results" link which displays a table in the browser with Stage One ranks and energy values, as well as Stage Two ranks and fold specificity values.
3.6.1. SCREEN:  Screen capture movie as talent clicks the “View Results” link which displays a table in the browser with Stage One ranks and energy values, and the Stage Two ranks and fold specificity values.
4. Stage Three: Approximate Binding Affinity Calculations for Protein-Peptide Complexes
4.1. Approximate Binding Affinity calculations are used to determine the affinity of the designed ligand protein or peptide to the rest of the complex.  These calculations can be performed directly after Stage One, or after Fold Specificity calculations have been completed.
4.1.1. Title Card.
4.1.2. Shot 2.15.1 – talent working at computer.
4.2. To begin, click on "Sequence #" to select the sequence to begin the approximate binding affinity calculation.  The user will be directed to the "Select Sequence" page, which presents a list of the designed sequences along with their sequence selection and fold specificity ranks.  
4.2.1. SCREEN:  Screen capture video as talent clicks on “Sequence #” and is directed to the “select sequence” page.  
4.3. Talent:  Only one sequence can be selected at a time for the approximate binding affinity calculation, as the calculations are very computationally demanding.  Upon completion of a sequence, the user may select another sequence to have the approximate binding affinity calculated.  This result is added to the previous result, displaying the approximate binding affinity for all completed sequences 
4.3.1. MED:  Talent looks up from computer and speaks toward camera.
4.4. Once a sequence is selected and saved, the user is redirected to the "Main Control Page."  Then, click "Begin Stage 2: Approximate Binding Affinity" to submit the job.  
4.4.1. SCREEN:  Screen capture video as talent selects sequence, saves it, and is redirected to the “Main Control Page.”  Then, talent clicks “Begin Stage 2: Approximate Binding Affinity.”
4.5. Upon completion, results are emailed to the user, which include an attachment containing the sequence number, approximate binding affinity, and values of the partition functions.  For every subsequent approximate binding affinity job, this file contains the results for all the completed sequences.  Full results can also be viewed by accessing the "Main Control Page" for the job.
4.5.1. SCREEN:  Screen capture movie as talent opens the attachment (which has multiple approximate binding affinity jobs) and uses curser to point out the sequence number, approximate binding affinity, and value of the partition functions.  Then talent uses curser to point out the results from multiple jobs.
4.5.2. Shot 2.15.1 – talent working at computer.
5. Results: De Novo Design of Entry Inhibitors for HIV-1 
5.1. Shown here is the design template for entry inhibitors of HIV-1, which is the crystal structure of C14linkmid (pronounced “C-fourteen-link-mid”), a 14-residue cross-linked peptide, in complex with the gp41 (pronounced “G-P-forty-one”) core.  This template peptide is a known, potent inhibitor and is submitted with the cross-linker removed.
5.1.1. LAB MEDIA:  Figure 13
5.2. After the design inputs are defined and the system is submitted for Stage One: Sequence Selection, the sorted Sequence Selection results can be accessed through the "View Results" links on the Main Job Page.  
5.2.1. LAB MEDIA:  Figure 12.  Editors, please zoom into the bottom “Results” panel and highlight the “View Results” link.  Then minimize the figure to half screen.
5.3. This link gives an easily readable summary of all the results calculated for a given system, which can be sorted by any of the Stage results for quick analysis. 
5.3.1. LAB MEDIA:  Figure 14.  Editors, please bring in figure 14 to the other half of the screen.
5.4. The results can also be visualized through the "Sequence Results" link, which gives a summary of selected sequences in three-letter amino acid code. 
5.4.1. LAB MEDIA:  Figure 12.  Editors, while zoomed into the bottom “Results” panel, highlight the “Sequence Results” link.
5.4.2. LAB MEDIA:  Figure 15.  Editors, please transition from figure 14 to figure 15 in the half screen at “which gives a summary…”
5.5. The third option for accessing results is through the "Energy Results" link, which gives a summary of the optimization model run with the selected sequences, their energies, and the time it took to solve the model for the solution.
5.5.1. LAB MEDIA:  Figure 12.  Editors, while zoomed into the bottom “Results” panel, highlight the “Energy Results” link.
5.5.2. LAB MEDIA:  Figure 16.  Editors, please transition from figure 15 to this figure at “which gives a summary…”
5.6. Following completion of Stage One Sequence Selection and submitting of the Stage Two Fold Specificity and Approximate Binding Affinity Methods, the results can be accessed and sorted in the summary "View Results" section.  
5.6.1. LAB MEDIA:  Figure 17
5.7. Alternatively, they can be viewed individually in the "Fold Specificity Results" section.  In the "Fold Specificity Results section the sequence number and Fold Specificity values are provided as an array.
5.7.1. LAB MEDIA:  Figure 18
5.8. The results of the sample Approximate Binding Affinity Calculations are presented as a sortable list in the "View Results" section.  All sequences that have been run for the Approximate Binding Affinity Calculation have a highlighted link in the "View" column. 
5.8.1. LAB MEDIA:  Figure 19.  Editors, please highlight the view column as narrated.
5.9. The "View" link takes the user to a "Design Information" page.  This page provides downloadable zip files for all the complex and peptide structures used in the final structure Design step.  For both the Complex and Peptide structures, the top 10 lowest energy structures are provided in a rank-ordered list. 
5.9.1. LAB MEDIA:  Figure 20.  Editors, please highlight the link labeled “Protein PDB file” as the second sentence is narrated.  Then zoom into the tables at the bottom of the page labeled “Low Energy Complex Design Structures” and “Low Energy Peptide Design Structures” as the last sentence is narrated.  
5.10. Each structure has a "View" link which allows the user to view the structure in an interactive Jmol environment.  A "Download" link is also provided to allow the user to download each structure individually. 
5.10.1. LAB MEDIA:  Figure 21
5.11. Further details of the results are presented in the "Approximate Binding Affinity Results" section. This section provides the values for the peptide, protein, and complex partition functions along with the final Approximate Binding Affinity Value.
5.11.1. LAB MEDIA:  Figure 22.  Editors, please highlight the numbers in the 3rd column as “peptide” is narrated, the numbers in the 4th column as “protein” is narrated, the numbers in the 2nd column as “complex” is narrated, and the numbers in the 5th column as Approximate Binding Affinity Value” is narrated.  Authors – please ensure these instructions to the editors are correct. 

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



6. Conclusion (said by authors on camera)
6.1. George Khoury:  While working with Protein WISDOM, it’s important to remember that the design constraints defined for a system can have a large impact on the final design results. 
6.1.1. MED:  George speaks toward camera.
6.2. George Khoury:  Not only do design constraints speed up the overall design by limiting the sequence space that the efficient optimization algorithms must consider, but design constraints defined from experimental information can be vitally important for producing biologically relevant designed proteins.
6.2.1. CU:  George speaks toward camera.
6.3. James Smadbeck:  We hope that the availability of the design procedure through the web interface Protein WISDOM will allow for wider use of the design methods. 
6.3.1. MED:  James speaks toward camera.
6.4. James Smadbeck:  We continue to develop and expand the capabilities of the design methods within the lab and hope to further generalize the framework to address multimeric systems, protein-DNA interactions, and the design with post-translational modifications and noncanonical amino acids in the near future. 
6.4.1. CU:  James speaks toward camera.
6.5. James Smadbeck:  With each expansion, the availability of the new methods through Protein WISDOM will allow for easy and efficient application by the academic community.
6.5.1. MED:  James speaks toward camera.
       

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.

Floudas_ScriptImage.psd 
Authors, please remove all circled letters from written text legend and provide higher resolution pictures for the following figures to be used in the video:
Figure 12
Figure 13
Figure 14
Figure 15
Figure 16
Figure 17
Figure 18
Figure 19  
Figure 20
Figure 21

Figure 22

SCREEN Capture Videos:
50476_Smadbeck_SCREEN_2.1.2:  Screen capture video as talent clicks on the user login button, types username/password, and is presented with the “User Homepage.”
50476_Smadbeck_SCREEN_2.2.1:  Screen capture video as talent clicks on “Create New Job,” and the screen goes to the “Job Submission” page.  Talent types in project names, indicates if it is based on a previous job, and clicks continue.
50476_Smadbeck_SCREEN_2.3.1:  Screen capture video as talent types in the Protein name/description and then then browses for the file location for the protein structure of the design template.  Talent then uses the cursor to point out it is a pdb file.
50476_Smadbeck_SCREEN_2.4.1:  Screen capture video as talent pulls up a PDB file with a single template that has been adjusted to fit half the screen and then pulls up a PDB file with multiple templates that has been adjusted to fit in the other ½ of the screen, adjacent to the single template PDB.  
50476_Smadbeck_SCREEN_2.5.1:  Screen capture video as talent uses cursor to demonstrate that there is only one chain in a template in the PDB file with a single template.
50476_Smadbeck_SCREEN_2.6.1:  Screen capture movie as talent uses cursor to highlight the “MODEL #” and then the “ENDMDL” in the PDB file with multiple templates.  Talent then maximizes the WISDOM page and clicks continue.
50476_Smadbeck_SCREEN_2.7.1:  Screen capture movie as the screen transitions to the “Main Control Page.”  Talent uses the cursor to point out where to view the job status, where to modify the mutation sets and biological constraints and where to submit the job for Stage One: Sequence Selection.  Finally, talent brings cursor to where the stage two options will eventually appear.
50476_Smadbeck_SCREEN_2.8.1:  Screen capture movie as talent clicks on the “Mutation Sets” link on the Main Control Page.
50476_Smadbeck_SCREEN_2.9.1:  Screen capture movie as talent selects which residues are allowed to mutate and to which amino acids they can mutate to.  Talent clicks on “Save Changes” after the mutation sets were selected.
50476_Smadbeck_SCREEN_2.10.1:  Screen capture movie as talent clicks on the "Biological Constraints" link on the Main Control Page to define biological constraints.  Then talent specifies charge or amino acid content constraints and limits the total number of mutations allowed to occur.  Finally talent clicks the “Main Control Page.”
50476_Smadbeck_SCREEN_2.11.1:  Screen capture movie as talent clicks the “Begin Stage 1” link and the screen switches to the “submit stage 1” page.
50476_Smadbeck_SCREEN_2.12.1:  Screen capture movie as talent selects the chain to design, the number of sequences to generate, the distance-dependent forcefield, and the model.
50476_Smadbeck_SCREEN_2.13.1:  Screen capture movie as talent uses curser to point out the upper limit of computational complexity allowed.
50476_Smadbeck_SCREEN_2.14.1:  Screen capture movie as talent submits the job and is redirected to the main control page.  Talent uses the curser to point out the job status and then the locked link for editing.
50476_Smadbeck_SCREEN_2.15.2:  Screen capture movie as talent views the results on the Main control page.  Then talent uses a curser to point out the box for “Stage 2: Fold Specificity”
50476_Smadbeck_SCREEN_3.1.1:  Screen capture movie as talent clicks “Begin Stage 2: Fold Specificity” and the page transitions to the “build stage 2” page.  Talent defines the upper and lower alpha-carbon, alpha-carbon distance bounds by specifying the Template flexibility factor either as a percentage of distance or as a fixed distance. 
50476_Smadbeck_SCREEN_3.2.1:  Screen capture movie as talent defines the upper and lower angle bounds on the phi and psi dihedral angles by specifying the Template flexibility factor as a percentage.  
50476_Smadbeck_SCREEN_3.3.1:  Screen capture movie as talent clicks the “submit” button.  Talent then specifies the number of structured per sequence to generate and clicks “continue.”
50476_Smadbeck_SCREEN_3.4.1:  Screen capture movie as talent clicks “continue” to confirm intent to submit for fold validation.  Talent uses cursor to point out the locked links for stage one and stage two.
50476_Smadbeck_SCREEN_3.5.2:  Screen capture movie as talent views the results on the “Main Control Page” and uses the curser to highlight the downloadable text files.
50476_Smadbeck_SCREEN_3.6.1:  Screen capture movie as talent clicks the “View Results” link which displays a table in the browser with Stage One ranks and energy values, and the Stage Two ranks and fold specificity values.
50476_Smadbeck_SCREEN_4.2.1:  Screen capture video as talent clicks on “Sequence #” and is directed to the “select sequence” page.  
50476_Smadbeck_SCREEN_4.4.1:  Screen capture video as talent selects sequence, saves it, and is redirected to the “Main Control Page.”  Then, talent clicks “Begin Stage 2: Approximate Binding Affinity.”
50476_Smadbeck_SCREEN_4.5.1:  Screen capture movie as talent opens the attachment (which has multiple approximate binding affinity jobs) and uses curser to point out the sequence number, approximate binding affinity, and value of the partition functions.  Then talent uses curser to point out the results from multiple jobs.


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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