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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)___Y_____ 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 individual steps using the step numbers listed in this document. (Please do not list entire sections.) ___2.2, 2.4, 2.5, 2.6, 3.5, 3.14, 4.4, 4.5________________

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.) _Steps 3.4 and 3.5 are difficult because they need to be performed quickly and accurately. After watching these steps, they can be practiced using water or colored dye. Minimizing distractions (no talking) is helpful. ______

E.  Will the filming need to take place in multiple locations? (Y/N) ___Y____ If yes, how far apart are the locations? ________4 different rooms/areas in the same lab___________

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 real-time PCR testing methodology is to detect both DNA and RNA based pathogens together in a high-throughput manner. (Intro)
B.  Required Interview Statements: (Said by you on camera. Don’t forget to smile!)  
1.1. Laura Goodman: This method can help promote OneHealth surveillance efforts for a variety of pathogens, including those for which the prevalence is unknown [1-MED].
1.1.1. Laura speaks toward the camera, interview style. 
1.2. Laura Goodman: The main advantage of this technique is that it improves efficiency in clinical veterinary diagnostic testing by increasing the number of targets and samples that can be processed together [1-MED].
1.2.1. Laura speaks toward the camera, interview style. 

C.  Optional Interview Statements: (Said by you on camera. Don’t forget to smile!)  
1.3. Brittany Chilson: This method uses a customized nanoscale PCR plate with primers and probes printed on the edges of through-holes based on the concept of spatial multiplexing [1-MED].  
1.3.1. Brittany speaks toward the camera, interview style. 

1.4. Melissa Laverack: We will demonstrate the method on clinical specimens being tested for a panel of viral and bacterial respiratory pathogens of horses and dogs including Influenza A [1-MED].

1.4.1. Melissa speaks toward the camera, interview style. 

Protocol (read by voice talent at JoVE):

2. Reverse-transcription/Pre-amplification (preamp)
2.1. To begin this procedure, design the plate as described in the text protocol.  The plate used here is configured with 18 targets [1-LM] in triplicate [2-LM]. 
2.1.1. 54781_Goodman_Table1
2.1.2. 54781_Goodman_Table1_triplicate highlighted – Authors, please provide a version of this figure with one set of triplicates highlighted.
2.2. Add Dulbecco's Modified Eagle Medium, or DMEM, to the swabs and tracheal washes so that there is at least 1 to 2 milliliters of liquid [1-MED-TXT].  Vortex the swab and DMEM vigorously in the tube [2-MED-over the shoulder].  Then, use a pipette to transfer approximately 1 milliliter of media to a new tube [3-CU].
2.2.1. Talent adds DMEM to swabs so that there is 1-2 mL of liquid.  TEXT Overlay: see text for preparation of other types of samples
2.2.2. Talent vortexes the swab and DMEM in the tube.
2.2.3. Pipette as talent uses it to transfer 1mL of media to a new tube.
2.3. Add 235 microliters of lysis buffer and 175 microliters of sample to each bead tube [1-MED-over the shoulder-TXT].  Proceed with the manufacturer’s protocol to extract the total nucleic acid [2-MED].
2.3.1. Talent adds 235 microliters of lysis buffer and 175 microliters of sample to each bead tube.  TEXT Overlay:  see text for lysis buffer
2.3.2. Talent begins extracting the total nucleic acid.
2.4. Prepare for the preamp as described in the text protocol [1-MED-over the shoulder].  Add 8.5 microliters of preamp master mix and 5.5 microliters of DNA/RNA sample to each well of a standard 96-well plate using the left side of the plate only [2-CU-TXT].
2.4.1. Talent reviews a sample map with a 2nd person.
2.4.2. Plate as talent begins adding 8.5 microliters of preamp master mix and 5.5 microliters of DNA/RNA sample to each well of a standard 96-well plate using the left side of the plate only.  TEXT Overlay:  see text for preamp master mix
2.5. After combining the samples, positive controls, and negative controls with Preamp mix, thoroughly seal the standard 96-well plate with a clear adhesive seal [1-CU].
2.5.1. 96-well plate as talent seals with a clear adhesive seal. 
2.6. Remove any excess seal using a razor blade to prevent formation of seal gaps during cycling [1-ECU].  Centrifuge the sealed plate for 20 seconds using a PCR plate spinner [2-MED-over the shoulder].  Check to ensure all reagents are combined in the bottom of the plate wells [3-MED].
2.6.1. Seal on the 96-well plate as talent removes excess seal using a razor blade.
2.6.2. Talent places the sealed plate into the centrifuge and turns on.
2.6.3. Talent checks to ensure all reagents are combined in the bottom of the plate wells.
2.7. After turning on a conventional thermocycler, select the preamp cycling program, and start the program [1-MED-over the shoulder-TXT]. 
2.7.1. Talent selects the preamp cycling program and starts the program on a conventional thermocycler.  TEXT Overlay: see text for preamp cycling program 
2.8. Place the 96-well plate in the thermocycler only when the bottom portion of the thermocycler reaches the temperature required for cDNA production by monitoring the temperature reading on the screen [1-CU-TXT].
2.8.1. Thermocycler reading 50 °C as talent places the 96-well plate there.  TEXT Overlay: wait until bottom portion of the thermocycler reaches 50 °C
2.9. Once the preamp run is complete, verify that the plate has remained sealed [1-MED].  After donning double gloves and sleeve covers [2-MED-over the shoulder], remove the seal from the preamp plate [3-CU].  
2.9.1. Talent removes the plate from the thermocycler and verifies that it has remained sealed.  
2.9.2. Talent finishes up putting on double gloves the sleeve covers.
2.9.3. [Shots 2.9.3 and 2.10.1 combined] Preamp plate as talent removes the seal.
2.10. Then, carefully remove and discard the outer gloves [1-MED].  Dilute the preamp products at 1 to 5 by adding 56 microliters of TE buffer to each well of columns 1 through 6 of the 96-well preamp plate and mixing by pipetting up and down [2-MED-over the shoulder-TXT].
2.10.1. Talent carefully removes the outer gloves.
2.10.2. Plate as talent aspirates TE buffer and motions to add 56 microliters of TE buffer to each well of columns 1 to 6 of the 96-well preamp plate.  Use labeled containers.  TEXT Overlay: TE = Tris-EDTA Continue action in next 2 shots.
2.11. To do so, go only to the first stop of the pipette, aspirate from the bottom, and dispense higher up but do not create bubbles [1-ECU].  Add TE buffer to all 6 columns regardless of unused wells [2-CU].
2.11.1. Pipette/well as talent demonstrates how to aspirate from the bottom and dispense higher up but not creating bubbles.
2.11.2. Plate as talent continues to add Tris-EDTA buffer to all 6 columns regardless of unused wells.
3. Liquid Handler Transfer
Editors, please use a zoom bubble to highlight the action being performed in the SCREEN capture movies when appropriate.
3.1. Prepare for the 384-well transfer to the amplification plate as described in the text protocol [1-MED].
3.1.1. Talent works at the computer to prepare for 384-well transfer to the amplification plate. 
3.2. Upon completion of the preparation steps, put on new, well-fitted double gloves and sleeve covers [1-MED-over the shoulder].  
3.2.1. Talent puts on new, well-fitted double gloves and sleeve covers.
3.3. Brittany Chilson:  Due to high evaporation rates when pipetting low volumes into a plate, it is critical to dispense master mix and sample efficiently.  It is equally critical to immediately seal the plate upon completion of pipetting [1-MED].
3.3.1. Talent speaks toward the camera, interview style.
3.4. Add 2.5 microliters of amplification master mix to a 384-well plate.  White plates are used here for demonstration purposes, but black plates should be used to reduce eye strain [2-CU].
3.4.1. Plate as talent adds 2.5 microliters of amplification master mix to a 384-well plate.
3.5. Transfer 2.5 microliters of the diluted preamp product to the 384-well plate according to the map in the text protocol [1-MED-over the shoulder] [1A].  Immediately cover the plate tightly with a foil seal [2-CU].  Discard outer gloves and sleeve covers [3-MED-TXT].
3.5.1. Talent uses a printed up map to transfer 2.5 microliters of diluted preamp product to the 384-well plate; TEXT: Samples substituted with colored dye for demonstration purposes
3.5.1A. [Added shot?-unsure of slating] Extra shot after 3.5.1 showing the map
3.5.2. Plate as talent covers tightly with foil seal.
3.5.3. Talent discards gloves and sleeve covers.
3.6. Centrifuge the 384-well plate for 20 seconds in the PCR plate spinner [1-MED-over the shoulder].  Do not remove the foil seal, but place the 384-well plate in the liquid handler [2-CU].
3.6.1. Talent centrifuges the 384-well plate for 20 seconds in the PCR plate spinner.
3.6.2. Liquid handler as talent places the sealed 384-well plate there.
3.7. Open the package containing an encased amplification plate and place it carefully in the liquid handler in the first slot with the serial number on the right [1-MED-over the shoulder-TXT].  Hold the case by the edges without touching the surface of the plate [2-CU].  
3.7.1. Talent opens the package containing an encased amplification plate and begins to place it into the liquid handler in the first slot with the serial number on the right.  Continue action in next shot.  TEXT Overlay: use unwrapped plates within 1 h of opening.  
3.7.2. Case as talent puts it into place without touching the surface of the plate.
3.8. Remove the foil seal from the 384-well plate inside the liquid handler once everything is in place [1-MED-over the shoulder].  Click Next and then check all the boxes as each step is completed. Click OK to start the run [2-SCREEN].
3.8.1. Talent removes the foil seal from the 384-well plate inside the liquid handler once in place.
3.8.2. *To be submitted by authors:  54781_Goodman_SCREEN_3.8.2 - Screen capture movie as talent clicks Next, checks all the boxes and clicks OK to start the run. 
3.9. Close the door to the liquid handler and immediately start the filling process [1-MED].  Stay next to the liquid handler and immediately proceed to the next step once the plate is filled [2-CU].
3.9.1. Talent closes the door to the liquid handler and starts the filling process.
3.9.2. Plate as it is filled by the liquid handler.
3.10. While the liquid handler is running, remove the protective film from the bottom of a case lid.  Leave the top film in place [1-MED-over the shoulder].  Prime the red tape by pulling slightly to release it from the adhesive [2-CU].
3.10.1. Talent removes the protective film from the bottom of a case lid, leaving the top film in place.
3.10.2. Case lid as talent primes the red tape by pulling slightly to release it from the adhesive. 
3.11. Remove the loaded amplification plate from the liquid handler, and gently place it in the plate press with the serial number on the right [1-MED-over the shoulder].  Place the lid on top of the plate with the notched end on the right and the adhesive on the bottom [2-CU].
3.11.1. Talent removes the loaded amplification plate from the liquid handler and gently places it I the plate press with the serial number on the right.
3.11.2. Plate as talent places the lid on top of the plate with the notched end on the right and the adhesive on the bottom, pointing towards the plate.
3.12. Pull down on the plate press lever, carefully closing it; the light will flash for 20 seconds.  Do not touch the plate press during this time [1-MED-over the shoulder].  Once the light turns solid green, lift up the lever and carefully remove the sealed plate by holding it on the edges [2-CU].
3.12.1. Talent pulls down on the plate press lever, carefully closing it.  The light begins to flash.
3.12.2. Plate press as the light turns green and talent lifts up the lever to remove the sealed plate by holding on the edges.
3.13. While holding the sealed amplification plate vertically by the edges of the case [1-MED], immediately insert the syringe tip into the loading port at the end of the case [2-CU].
3.13.1. Talent holds the sealed amplification plate vertically by the edges of the case.
3.13.2. Case as talent inserts the syringe tip into the loading port at the end of the case.  
3.14. Then, dispense the immersion fluid slowly in one gentle continuous motion to fill the space between the plate and the lid [1-MED-over the shoulder].  Leave one small air bubble in the corner once the plate is immersed [2-ECU].
3.14.1. Talent dispenses the immersion oil fluid slowly in one gentle continuous motion to fill the space between the plate and lid.  Continue action in next week.
3.14.2. Plate as talent finishes dispensing the immersion oil and leaves one small air bubble in the corner once the plate is immersed. 
3.15. While continuing to hold the plate vertically by the edges, seal the loading port by inserting the plug into the port and twisting the plug clockwise [1-MED-over the shoulder].  Apply sufficient pressure until the handle breaks off [2-CU-TXT].
3.15.1. Talent holds the plate vertically by the edges and seals the loading port by inserting the plug into the port and twisting the plug clockwise.
3.15.2. Plug as talent applies sufficient pressure until the handle breaks off.  TEXT Overlay: If a plate is dropped, discard it
3.16. Clean the case with a lint-free wipe that has been thoroughly sprayed with ethanol [1-MED-over the shoulder].  To dry the case, wipe the case downward with a clean wipe [2-CU].
3.16.1. Talent cleans the case with a lint-free wipe that has been thoroughly sprayed with ethanol.  
3.16.2. Case as talent dries by wiping the case downward with a clean wipe
3.17. Bring the sealed plate to the amplification machine [1-MED].  Under the “Instrument” tab, select “Instrument Console.”  Select the amplification machine and then click on the “Open Door” button [2-SCREEN].
3.17.1. Talent brings the sealed plate to the amplification machine.
3.17.2. *To be submitted by authors:  54781_Goodman_SCREEN_3.17.2 - Screen capture movie as talent navigates to under the “Instrument” tab, and selects “Instrument Console.”  Select the amplification machine then clicks on the “Open Door” button
3.18. Place the amplification plate in the first slot of the plate adapter, checking that the adapter is correctly lined up with A1 in the upper left corner [1-MED-over the shoulder].  Orient the plate with the barcode facing up and toward the front of the instrument [2-CU].    
3.18.1. Talent places the amplification plate in the first slot of the plate adapter, checking that the adapter is correctly lined up with A1 in the upper left corner.
3.18.2. Plate as talent orients it so that the barcode is facing up and toward the front of the instrument .
3.19. After clicking the “Close Door” button, navigate to the Home tab at the bottom of the screen [1-MED-over the shoulder].  Under the Run menu, select OpenArray.  Click “Get Plate IDs.”  To begin the run, click “Start Run” [2-SCREEN].
3.19.1. Talent clicks the the “Close Door” button and navigates to the Home tab at the bottom of the screen.
3.19.2. *To be submitted by authors:  54781_Goodman_SCREEN_3.19.2 - Screen capture movie as talent navigates to the run menu and selects OpenArray.  Click “Get Plate IDs” and then “Start Run”
4. Result analysis

4.1. Open a spreadsheet containing the Results Macro [1-MED-over the shoulder-TXT].  In the exported data file, right click on the tab at the bottom of the screen and select “Move or Copy”.  In the “to book” field, select “Results Macro”.  Then, click “Move to end” and check the box labeled “Create copy”.  Finally, Click Ok [2-SCREEN].
4.1.1. Talent opens the spreadsheet containing the Results Macro.  TEXT Overlay: Supplemental code file
4.1.2. *To be submitted by authors:  54781_Goodman_SCREEN_4.1.2 - Screen capture movie as talent right clicks on the tab at the bottom of the screen and selects “Move or Copy”.  In the “to book” field, select “Results Macro.xlsm”.  Click “Move to end” and check the box “Create copy”.  Then, Click Ok
4.2. Delete the old “Export” tab and then rename the newly added tab as “Export”.  Click “View then Macros” and select “Macro.”  Then click “Run” [1-SCREEN]. 
4.2.1. *To be submitted by authors:  54781_Goodman_SCREEN_4.2.1 - Screen capture movie as talent deletes the old “Export” tab and renames the newly added tab as “Export”.  Click “View then Macros” and selects “Macro.”  Then talent clicks “Run.”
4.3. Next, repeat this for Macro2 by clicking “View then Macros,” selecting “Macro2,” and clicking “Run” [1-SCREEN].
4.3.1. *To be submitted by authors:  54781_Goodman_SCREEN_4.3.1 - Screen capture movie as talent clicks “View then Macros” and then selects “Macro2” and clicks “Run.”
4.4. In the amplification machine software, check the curves for each sample and control against the macro table by selecting Analysis/Amplification Plot on the left side of the screen [1-SCREEN].  
4.4.1. *To be submitted by authors:  54781_Goodman_SCREEN_4.4.1 - Screen capture movie as talent checks the curves for each sample and selects Analysis/Amplification Plot on the left side of the screen.
4.5. Then, select the Sample tab, and click on each sample to confirm that there are 2 or 3 positive amplification curves for each of the positive results in the table [1-MED-over the shoulder].
4.5.1. Talent selects the Sample tab, and clicks on each sample to confirm that there are 2 or 3 positive amplification curves for each of the positive results in the table.
5. Results: Representative results from an RNA assay, influenza virus A, and a DNA assay, equine herpesvirus type 1
5.1. Fluorescence readings are plotted against amplification cycles to illustrate that real-time PCR was successfully performed [1-LM].  Most samples reached relative threshold levels between cycles 2 and 25 of the real-time PCR reaction [2-LM].
5.1.1. Goodman_Figure 1 without triangles.psd – Authors, please provide a separate (unflattened) version of this figure without “A” and “B” labels and with a horizontal line triangles denoting the threshold levels on each plot.  Editors, please show this figure without the horizontal lines triangles here.
5.1.2. Goodman_Figure 1 with triangles.psd - Editors, please transition to this point by bringing in the horizontal lines triangles denoting the threshold.
5.2. Standard curves run on three different days are plotted to demonstrate the linearity and range of amplification using positive controls [1-LM].  Cycle threshold values are plotted against log-base ten of the number of copies of nucleic acid standard [2-LM].

5.2.1. Goodman Figure 2.eps – Authors, please provide a separate (unflattened) version of this figure without the “A” and “B” labels.  
5.2.2. Goodman Figure 2.eps - Editors, please highlight the y-axes of CT values as “Cycle threshold values” is narrated and highlight the x-axes as “against log-base ten of the number of copies of nucleic acid standard” is narrated.
5.3. The two macros will fill in the sample names in the first column [1-LM] and the average of the three Ct values for each target for those with positive results [2-LM].  Targets that did not amplify appear blank in this table [3-LM].
5.3.1. Goodman Supplemental code file R1 – Authors, please provide this file as an unflattened image file (.tiff, .eps, Illustrator, Powerpoint or Photoshop files at dimensions of at least 720X480 pixels and 300 dpi). – Editors please highlight the first column in the table as this is narrated
5.3.2. Goodman Supplemental code file R1– Editors please highlight all of the cells that have a value in them in the table as this is narrated.
5.3.3. Goodman Supplemental code file R1– Editors please highlight all of the blank cells in the table as this is narrated (the majority of cells are blank).
5.4. Quantitative results for 10 clinical samples [1-LM] and 4 routine controls are shown [2-LM].  As is the case here, the negative amplification control should be negative for all targets [3-LM], and the negative extraction control should only contain the internal control [4-LM]. 
5.4.1. Goodman Supplemental code file R1– Editors please highlight the top ten cells in the first column in the table as this is narrated.
5.4.2. Goodman Supplemental code file R1– Editors please highlight the bottom four cells in the first column in the table as this is narrated.
5.4.3. Goodman Supplemental code file R1– Editors please highlight the cell labeled “negative amplification control” in the first column, and the adjacent row of blank cells in the table as this is narrated.
5.4.4. Goodman Supplemental code file R1– Editors please highlight the cell labeled “negative extraction control” in the first column, and the adjacent cell in the second column in the table as this is narrated.
5.5. One sample in this set shows a failed internal control, which indicates the presence of inhibitors in the sample [1-LM].
5.5.1. Goodman Supplemental code file R1– Editors please highlight the cell labeled “Equine fecal sample” in the first column, and the adjacent blank cell in the second column in the table as this is narrated.
6. Conclusion (said by authors on camera)
6.1. Brittany Chilson: Once mastered, this streamlined workflow can be done in one day if it is performed properly [1-MED].
6.1.1. Brittany speaks toward the camera, interview style.
6.2. Melissa Laverack: After watching this video, you should have a good understanding of how to prepare samples, extract total nucleic acid, pre-amplify, load, and analyze a nanoscale real-time PCR experiment for DNA and RNA pathogen detection [1-MED].

6.2.1. Melissa speaks toward the camera, interview style.
6.3. Laura Goodman: This procedure will facilitate implementation of OneHealth syndrome-based panels in veterinary diagnostics [1-MED].

6.3.1. Laura speaks toward the camera, interview style.
6.4. Melissa Laverack: While attempting this procedure, it’s important to remember to use precautions to avoid contamination of lab workspaces with pre-amplified PCR products [1-MED].
6.4.1. Melissa speaks toward the camera, interview style.
6.5. Laura Goodman: Following this method, assays for other veterinary and human pathogens can be performed in order to detect causative agents of different clinical syndromes [1-MED].
6.5.1. Laura 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.  

LAB MEDIA (LM):

54781_Goodman_Table1
54781_Goodman_Table1_triplicate highlighted – Authors, please provide a version of this figure with one set of triplicates highlighted.
Goodman_Figure 1.psd – Authors, please provide a separate (unflattened) version of this figure without “A” and “B” labels and with a horizontal line denoting the threshold level on each plot.   

(Author Note for Figure 1: New versions provided with triangles and without triangles.)
Goodman Figure 2.eps – Authors, please provide a separate (unflattened) version of this figure without the “A” and “B” labels.  

Goodman Supplemental code file R1 – Authors, please provide this file as an unflattened image file (.tiff, .eps, Illustrator, Powerpoint or Photoshop files at dimensions of at least 720X480 pixels and 300 dpi).
SCREEN Capture Movies:

54781_Goodman_SCREEN_3.8.2 - Screen capture movie as talent clicks Next, checks all the boxes and clicks OK to start the run. 
54781_Goodman_SCREEN_3.17.2 - Screen capture movie as talent navigates to under the “Instrument” tab, and selects “Instrument Console.”  Select the amplification machine then clicks on the “Open Door” button
54781_Goodman_SCREEN_3.19.2 - Screen capture movie as talent navigates to the run menu and selects OpenArray.  Click “Get Plate IDs” and then “Start Run”
54781_Goodman_SCREEN_4.1.2 - Screen capture movie as talent right clicks on the tab at the bottom of the screen and selects “Move or Copy”.  In the “to book” field, select “Results Macro.xlsm”.  Click “Move to end” and check the box “Create copy”.  Then, Click Ok
54781_Goodman_SCREEN_4.2.1 - Screen capture movie as talent deletes the old “Export” tab and renames the newly added tab as “Export”.  Click “View then Macros” and selects “Macro.”  Then talent clicks “Run.”
54781_Goodman_SCREEN_4.3.1 - Screen capture movie as talent clicks “View then Macros” and then selects “Macro2” and clicks “Run.”
54781_Goodman_SCREEN_4.4.1 - Screen capture movie as talent checks the curves for each sample and selects Analysis/Amplification Plot on the left side of the screen.
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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