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PLEASE READ THE INSTRUCTIONS IN THE GRAY BOXES CAREFULLY AND USE TRACK CHANGES WHILE MAKING ANY EDITS TO THE DOCUMENT. 
This document has several sections on separate pages, so take care to view each page.


Author Questionnaire:
Authors, please fill out the unanswered questions below.  

1. 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.

2. Does your protocol include 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.

3. Which steps from the protocol section below are the most important for viewers to see? Please list 4-6 individual steps using the step numbers listed in this document. This information is important to prepare your Videographer for your shoot. (You do not need to include steps that will be screen captured. Please do not list entire sections.)
Authors, please answer this question with the steps listed here in the Protocol section below for use by the videographer.
2.3. For harvesting flexible stems such as thin branches or twigs, sink a cutting portion into a water-filled bucket by bending the stem [1]. Using pruning shears or a saw, cut the stem under the water’s surface [2] and keep the cut end of the sample under water [3].
2.5. Next, cover the sample with a black plastic bag to reduce transpiration [1]. Keep the cut end of the sample in the water and maintain this condition for approximately 30 minutes in order to relax the xylem tension [2-TXT]
3.2. Put on insulating gloves [1] and safely hold the vessel of liquid nitrogen [2]. Run liquid nitrogen into the collar until it is full [3] and keep it filled by steadily adding additional liquid nitrogen to completely freeze the water in the xylem [4-TXT].
4.4. After roughly trimming a surface of the sample, adjust an unused portion of the microtome blade above the specimen’s surface [1-TXT]. Slightly widen the distance between the surface of the specimen and the blade [2], and cut the surface only once or twice [3].
4.5. Then, slide the blade again and position an unused portion of the blade onto the specimen’s surface [1]. Repeat this cutting processing three to four times to obtain a clear surface without “knife marks” [2].
5.2. Use a specimen-exchanging rod to hold the specimen holder beneath the liquid nitrogen [1-TXT]. Rapidly transfer the specimen holder to the pre-evacuation chamber of the cryo-SEM specimen chamber [2], and place the specimen holder on the cold stage after the air is fully evacuated [3].
4. 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.)
Authors, please answer this question with the steps listed here in the Protocol section below for use by the videographer.
4.5. Then, slide the blade again and position an unused portion of the blade onto the specimen’s surface [1]. Repeat this cutting processing three to four times to obtain a clear surface without “knife marks” [2].
5.2. Use a specimen-exchanging rod to hold the specimen holder beneath the liquid nitrogen [1-TXT]. Rapidly transfer the specimen holder to the pre-evacuation chamber of the cryo-SEM specimen chamber [2], and place the specimen holder on the cold stage after the air is fully evacuated [3].
In advance, it is better to practice using sub samples for conducting above procedures smoothly.

5. Will the filming need to take place in multiple locations? (Y/N) Y
If yes, how far apart are the locations? 
1. Outside of building of our facility for sampling and freeze fixation (2 and 3).
2. SEM room (4–6)
It takes about 10 minutes on foot between two locations. 


Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

1. REQUIRED Interview Statements: (Said by you on camera)  - All interview statements may be edited for length and clarity.

· The total introduction length (i.e., Required and Optional Interview Statements) cannot exceed 150 words. 
· Restrict the length of each statement to no more than 30 words.
· Please answer the questions below in full sentences to highlight the significance of your protocol. You will be expected to memorize and deliver these sentences as spoken interview statements during filming. 
· Indicate the full name of each author who will give each statement. If only one author is giving the REQUIRED statements, the same author may speak both statements.

Why is your protocol significant? OR What key questions can this method help answer? 

1.1. [bookmark: -1-2]Dr. Author NameKenichi Yazaki : Woody plants generate high tensions in their conduits along the transpiration streams as, in some cases, they need to hold their crown more than ~100 m above ground. The vulnerability to xylem dysfunction of xylem conduits in each species is a good determinant of the species survival under fluctuating water supply. Visualizing the distribution of water in xylem cells can clarify the condition of individual components of the xylem hydraulic system. Several techniques for visualizing the water status of xylem conduits exist. The overall goal of this protocol is providing evidence with electron microscopy resolution of the water distribution in various kinds of xylem cells in situ. This method has been used to observe the water in xylem in order to clarify water distribution under changing water regime, the seasonal variation of water distribution, the effect of freeze-thaw cycles, the distribution of water in wet wood, and cavitation induced by certain biotic stresses.___________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera).
1.2. 

What is the main advantage of this technique?

1.3. Author NameDr. Mayumi Y. Ogasa: ,For the observation of the water status of conduits in xylem using cryo-SEM, the specimen should be obtained from a living trunk or branch frozen by liquid nitrogen in situ. However, freeze-fixation of the living trunk under high hydraulic tension sometimes causes artificial cavitations which are observed by cryo-SEM as fractured ice crystals in the lumen of conduits. We introduce our updated procedure regarding the sampling, trimming and cleaning the specimen surface for obtaining high-quality electron micrographs of xylem without the artifact during sampling procedure. ___________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)


OPTIONAL Interview Statements: (Said by you on camera)  - All interview statements may be edited for length and clarity.

· The following OPTIONAL questions may be answered to provide additional introductory information about your protocol. 
· These OPTIONAL statements must be spoken by different authors than those who gave the Required Interview Statements.
· The length of each OPTIONAL statement is restricted to no more than 30 words and contributes to the total introduction length, which cannot exceed 150 words. 
· Indicate the full name of each author who will give each OPTIONAL statement. 

Do the implications of this technique extend toward the therapy (or diagnosis) of a particular disease, disability, or challenge? How so?

1.4. Author NameDr. Mayumi Y. Ogasa: ___________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera).	Comment by Yazaki Kenichi: On the filming day, only two researchers can take part in it. Would you accept that same person speak another part again?

Are there any specific areas of research that this method could provide insight into? 
The method presented here is specific for cryo-SEM observation of tree stems. However, the protocol could be adapted for studying water transport and storage in any plant part.

Can this method be applied to any other systems?

1.5. Author Name: ___________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)


How would you expect an individual who has never performed this technique to struggle? 

Do you have any advice to offer to somebody who is trying this technique for the first time?

1.6. Author Name: ___________ (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)


Why is visual demonstration of this method critical?

1.7. Dr. Kenichi YazakiAuthor Name: The visual demonstration is critical because there are a number of important details that cannot be easily explained. At the same time, obtaining training is not easy because only few laboratories around the world practice this method.___________(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)


Introduction of Demonstrator: (Said by you on camera)

· Please use this statement ONLY if any of the individuals who will be demonstrating the procedure on camera have not given a required or optional Introduction interview statement already.
· Include the full name(s) of the person(s) demonstrating the experiment followed by their title (e.g., technician, post doc, grad student, clinician, etc.) 
· Also indicate the full name of the author who will introduce the demonstrator(s). 

1.8. Author Name: Demonstrating the procedure will be _________ (name of the person or persons), a _________ (technician, post doc, grad student) from my laboratory. (Add additional mention of demonstrators as necessary).  
1.8.1. Interview style: Author saying the above 
1.8.2. The named technician, post doc, student looks up from workbench or desk or microscope and acknowledges the camera.




Section - Protocol
· Read through the entire protocol carefully to understand what you will need on the filming day and prepare accordingly. 
· The two-digit numbers (e.g. 2.1., 2.2.) represent the “steps” of you protocol and will be read by a professional voiceover talent. 
· The three-digit numbers (e.g. 2.1.1., 2.2.2.) represent the “shots” that our videographer will capture at your lab. 
· To ensure that your protocol can be filmed in a single work day, the protocol is restricted to 30 steps and/or 60 shots.
· It is critical for a smooth and organized shoot that all materials and work spaces are prepared and labeled (if applicable) in advance.   
· Any specimens/samples that require long or overnight incubation steps should be prepared in advance. (i.e. day 0 sample preparation will be filmed on the day of the shoot; day 1 samples should be prepared the day before the shoot so their processing can be filmed on the day of the shoot/after their overnight culture/treatment/etc.) 
2. Sampling: Tension Relaxation within Water Column of Xylem Conduits
2.1. To begin this procedure, enclose a branch and leaves for sampling [1] with a black plastic bag to equilibrate the water potential between xylem and leaves, more than two hours before sampling [2].
2.1.1. MED: Talent approaches the work area with a black plastic bag in hand. The branch/leaves for sampling should be clearly on the lab bench.
2.1.2. CU: Talent wraps the branch/leaves with the black plastic bag.
2.2. Using a pressure chamber, determine the water potential of at least two leaves from the sample [1]. When the water potential is higher than approximately -0.5 megapascals, a sample can be harvested after freezing [2]. When the water potential is lower than -0.5 megapascals, proceed with the treatment for relaxation [3].
2.2.1. MED: Talent uses a pressure chamber to determine the water potential of a leaf from the sample. Any action in this process can be filmed for this shot.
2.2.2. MED: Talent observes a leaf with a water potential higher than -0.5 megapascals.
2.2.3. MED: Talent observes a leaf with a water potential lower than -0.5 megapascals
2.3. Fix a watertight collar around the stem in order to be filled with water.For harvesting flexible stems such as thin branches or twigs, sink a cutting portion into a water-filled bucket by bending the stem [1]. Using pruning shears or a saw, cut the stem under the water’s surface [2] and keep the cut end of the sample under water [3].
2.3.1. CU: Talent sinks attaches a watertight collar around the stem and run water into the collarcutting portion into a water filled bucket by bending the stem.
2.3.2. MED: Talent uses shears to cut the stem under the water’s surface.
2.3.3. CU: Close up shot of the cut end of the sample still under water.
2.4. For broadleaved species, ensure that the length from the spot where a cryo-sample for SEM will be obtained to the cut edge of the harvested stem is longer than the samples' maximum vessel length in order to prevent tension–induced artifacts within the cryo sample [1].
2.4.1. MED: Talent ensures the length from the spot where a cryo-sample for SEM will be obtained to the cut edge of the harvested stem is longer than the samples' maximum vessel length. Any action in this process can be filmed for this shot. TEXT: In advance, the maximum vessel length of samples should be researched or determined with similar samples by the air injection method.
2.5. Next, cover the sample with a black plastic bag to reduce transpiration [1]. Keep the cut end of the sample in the water and maintain this condition for approximately 30 minutes in order to relax the xylem tension [2-TXT].
2.5.1. MED: Talent covers the sample with a black plastic bag.
2.5.2. MED: Talent sets the sample aside, and then sets a timer for 30 minutes. TEXT: Avoid relaxation times > 1h.
2.6. After this, measure the water potential again to confirm the relaxation of the xylem tension [1].
2.6.1. MED: Talent uses the pressure chamber to measure the water potential of the sample again.

3. [bookmark: Freeze_fixiation]Freeze Fixation with Liquid Nitrogen
3.1. First, use scissors or a utility knife to cut and open one side of a watertight collar [1]. Attach the collar tightly around the stem with adhesive tape while holding the aperture horizontally [2].
3.1.1. MED: Talent uses a knife to cut open one side of a watertight collar.
3.1.2. CU: Close up as the talent attaches the collar around the stem with adhesive tape.
3.2. Put on insulating gloves [1] and safely hold the vessel of liquid nitrogen [2]. Run liquid nitrogen into the collar until it is full [3] and keep it filled by steadily adding additional liquid nitrogen to completely freeze the water in the xylem [4-TXT]. 
3.2.1. MED: Talent puts on insulating gloves.
3.2.2. MED: Talent picks up the vessel of liquid nitrogen.
3.2.3. MED: Talent runs liquid nitrogen into the collar.
3.2.4. CU: Close up as the talent keeps the collar filled by steadily adding additional liquid nitrogen. TEXT: 1 min of freezing after the boiling of poured liquid nitrogen has stopped is sufficient for small twigs/seedlings.
3.3. After sufficient freezing time, detach the collar from the frozen portion of the sample stem in order to remove the liquid nitrogen [1-TXT]. Immediately use a fine handsaw to harvest the sample [2].
3.3.1. MED: Talent detaches the collar from the frozen portion of the sample. TEXT: Wear insulating gloves; Avoid contact with the liquid nitrogen. 
3.3.2. MED: Talent uses a fine handsaw to harvest the sample.
3.4. Then, cover the frozen sample with a piece of aluminum foil [1-TXT] or put it back into a sample tube [2]. Rapidly place the harvested sample into a container filled with liquid nitrogen [3-TXT]. Store the samples at -80 degrees Celsius until ready to perform the observation [4].
3.4.1. MED: Talent covers the frozen sample with a piece of aluminum foil. TEXT: Either container should be labeled with sample ID numbers. Video Editor: Show this text overlay for 3.4.1 and 3.4.2.
3.4.2. MED: Talent places a frozen sample into a sample tube. 
3.4.3. MED: Talent place the sample into a container filled with liquid nitrogen. TEXT: Alternatively, pack sample into an insulated box filled with dry ice.
3.4.4. MED: Talent places the samples into a freezer.

4. Specimen Preparation
4.1. To begin, set the temperature of the specimen chamber of the cryostat to -30 degrees Celsius, which is usually cold enough to keep the xylem sap of most plants in a frozen state [1].
4.1.1. MED: Talent sets the temperature of the specimen chamber of the cryostat.
4.2. Using a sharp knife or fine-toothed saw to trim a sample into a small piece that can be adjusted for the specimen holder of a cryo-SEM [1-TXT]. Mount the trimmed piece to a chuck, a holder for a cryostat, with tissue freezing embedding medium for cryo-sectioning [2].
4.2.1. MED: Talent uses a knife/saw to trim a sample into a small piece. TEXT: Piece height < 2 cm; Piece width/diameter < 1cm.
4.2.2. CU: Talent mounts the trimmed piece to a holder for a cryostatchuck with tissue freezing embedding medium.
4.3. Attach the chuck to a specimen holder of a microtome of the cryostat.
4.3.1. 
4.4. Trim the surface by repeatedly shaving off 5 – 7 micrometer thick sections. Cutting away more than 1000 to 2000 micrometers in total depth from the initial surface is useful for eliminating the damaged portion of the sample caused by pre-cutting [1].
4.4.1. CU: Close up of the surface as the talent shaves of sections. Make sure this shot is long enough – showing several repetitions of the shaving – to cover the lengthy voiceover narration.
4.5. After roughly trimming a surface of the sample, adjust an unused portion of the microtome blade above the specimen’s surface [1-TXT]. Slightly widen the distance between the surface of the specimen and the blade [2], and cut the surface only once or twice [3].
4.5.1. MED: Talent adjusts an unused portion of the microtome blade above the specimen’s surface. TEXT: Do not let the blade touch the sample. 
4.5.2. CU: Close up showing the talent widening the distance between the surface of the specimen and the blade.
4.5.3. MED or CU: Talent cuts the surface of the sample.
4.6. Then, slide the blade again and position an unused portion of the blade onto the specimen’s surface [1]. Repeat this cutting processing three to four times to obtain a clear surface without “knife marks” [2].
4.6.1. CU: Talent slides the blade and positions an unused portion of the blade onto the specimen’s surface.
4.6.2. MED: Talent repeats the cutting process. Any action in the cutting process can be filmed for this shot.
4.7. After the final cut, set the blade’s position far from the sample to prevent dust from sticking onto the sample and detach the chuck from the microtome. [1]. Use a sharp knife to remove the frozen embedding medium and detach the specimen from the sample holderchuck [2]. Place the specimen into the cryostat chamber to protect its planed surface from frost dust [3].
4.7.1.  MED: Talent set the blade’s position far from the sample.
4.7.2.  MED: Talent uses a sharp knife to remove the frozen embedding medium and detach the specimen from the sample holder.
4.7.3.  MED: Talent places the specimen into the cryostat chamber.
4.8. Next, attach the specimen to a cryo-SEM specimen holder with tissue freezing embedding medium in the cryostat chamber [1].
4.8.1. MED: Talent attaches the specimen to a cryo-SEM specimen holder with tissue freezing embedding medium.

5. Transfer to the Cryo-SEM Specimen Chamber
5.1. First, use liquid nitrogen to maintain a temperature under -120 degrees Celsius in the cryo-SEM specimen chamber, according to the equipment's user manual [1]. Next, place the specimen holder with the prepared specimen into an insulating container filled with liquid nitrogen [2].
5.1.1. MED: Talent uses liquid nitrogen to maintain the temperature in the cryo-SEM specimen chamber.
5.1.2. MED: Talent places the specimen holder with the prepared specimen into an insulating container filled with liquid nitrogen.
5.2. Use a specimen-exchanging rod to hold the specimen holder beneath the liquid nitrogen [1-TXT]. Rapidly transfer the specimen holder to the pre-evacuation chamber of the cryo-SEM specimen chamber [2], and place the specimen holder on the cold stage after the air is fully evacuated [3].
5.2.1. MED or CU: Talent uses a specimen-exchanging rod to hold the specimen holder beneath the liquid nitrogen. TEXT: Avoid Minimize exposing the specimen holder to air.
5.2.2. MED: Talent transfers the specimen holder to the pre-evacuation chamber of the cryo-SEM specimen chamber.
5.2.3. MED: Talent places the specimen holder on the cold stage.
6. Freeze-etching
6.1. To begin, turn on the acceleration voltage of the electric gun [1-TXT]. Next, raise the temperature of the specimen stage to -100 degrees Celsius [2].
6.1.1. MED: Talent turns on the acceleration voltage of the electric gun. TEXT: Recommended: Conduct freeze-etching while observing the specimen.
6.1.2. MED: Talent raises the temperature of the specimen stage.
6.2. Wait several minutes for the frost dust to be removed and for the surface level of the ice in the xylem cells to decrease slightly compared to the cell walls [1]. Then, lower the temperature of the specimen stage to -120 degrees Celsius [2].
6.2.1. CU: Close up of the sample during the waiting period. Alternatively, film the talent setting a time for a few minutes.
6.2.2. MED: Talent lowers the temperature of the specimen stage.




Section – Results
The Results section is restricted to 200 words of narrative. Please read through the results as presented to make sure that it accurately represents your findings. If you would like to highlight other data, please revise this section accordingly, keeping in mind the word count restriction. Please note that we cannot include narrative without an accompanying visual. 

7. Results: ______________ 
7.1. In this study, cryo-SEM observation methods are used to clearly visualize water distribution on a cellular scale [1]. At low magnification, the black area in the images indicates the cavities from which water entirely or partly disappears, while the gray area indicates xylem cell walls, cytoplasm, and water [2].
7.1.1. LAB MEDIA: Figure 2.
7.1.2. LAB MEDIA: Figure 2. Video Editor: Emphasize Figure 2A.
7.2. At high magnification, it becomes apparent that the water is not entirely lost from the lumina of three tracheids, indicating the occurrence of macro bubbles in the xylem sap in situ [1].
7.2.1. LAB MEDIA: Figure 2. Video Editor: Emphasize Figure 2B.
7.3. With respect to broadleaved species, cavitation occurrence is easily detected within vessels, while water existence is hard to distinguish within fibers, especially at low magnification [1]. Cytoplasm in axial parenchyma can be distinguished from water within vessels through ice plain textures [2].
7.3.1. LAB MEDIA: Figure 2. Video Editor: Emphasize Figure 2C.
7.3.2. LAB MEDIA: Figure 2.
7.4. Analysis of the effect of temperature on the freeze-etching process [1] reveals that frost dust is gradually sublimated and intertracheary pit membranes become clearer through the progression of sublimation with increasing temperature [2]. Remaining large frost dust particles can be eliminated by further freeze-etching but this can be problematic as it unnecessarily decreases the surface-level of ice in xylem conduits [3].
7.4.1. LAB MEDIA: Figure 3.
7.4.2. LAB MEDIA: Figure 3.
7.4.3. LAB MEDIA: Figure 3.
7.5. [bookmark: Sublimation_Etching]
7.6. [bookmark: Clearing_with_fresh_blade]The high quality of observation is largely achieved through accurate specimen preparation [1]. The smoothing of the surface with the sharp blade of the microtome is especially important [2]. Insufficient smoothing by a used-blade can sometimes create rough surface that resembles “knife marks”, or can create numerous occurrences of dust from the cuts [3]. 
7.6.1. LAB MEDIA: Figure 4.
7.6.2. LAB MEDIA: Figure 4.
7.6.3. LAB MEDIA: Figure 4.
7.7. Sample freezing without the relaxation of negative water column pressure will cause artifactual induction of cavitation in xylem conduits [1]. Clustered ice crystals are observed in vessels of specimens where the sample was not relaxed [2]. Contrastingly, no clustered ice crystals are observed in the relaxed sample specimens with a similar water potential [3].
7.7.1. LAB MEDIA: Figure 5.
7.7.2. LAB MEDIA: Figure 5. Video Editor: In Figure 5A, emphasize the arrowheads.
7.7.3. LAB MEDIA: Figure 5. Video Editor: Emphasize Figure 5B.


Section - Conclusion
8. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.

· Below are questions for statements that can be used to further emphasize the significance of your protocol. At least one statement is required.
· Each statement is limited to 30 words.
· Answer the questions in full sentences, as you will be expected to memorize and deliver the sentences as spoken interview statements during filming. 
· Indicate the full name of the author who will give each Conclusion Interview statement. 
What is most important thing to remember when attempting this procedure? Please indicate the steps (e.g., 2.4., 2.5.) in the Protocol section this advice correlates to.
8.1. Author NameDr. Mayumi Y. Ogasa: ____ (Step: __) 2.5.) The application of freeze fixation to transpiring living trunks or suffering drought may induce artifactural results such as clustered ice crystal. Those artifacts lead to misinterpretations of the water status in xylem conduits. So, the first of all, we should confirm the water potential of samples before freeze fixation.(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
8.2. Author NameDr. Kenichi Yazaki: Although this procedure provides fine images of water status in xylem conduits, living tree must be destroyed for the observation. Combining other noninvasive observation methods such as MRI or µXCT with subcellular level images by cryo-SEM observation will deepen our understanding of the nature of tree water transport and usage. ____ (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
After its development, did this technique pave the way for researchers to explore new questions within a specific scientific field? If so, how?
8.3. Author NameDr. Kenichi Yazaki:  The observation of water status introduced by this paper will also provide a method for the clarification of the relationship of water dynamics in cells and other anatomical responses to abiotic or biotic stress. Cryo-SEM equipped with energy dispersive X-ray spectrometry or TOF-SIMS have been used to study element distribution over the surface of a specimen containing water. Combining elemental analysis and this procedure in similar plane can give us profound knowledge of the xylem cell behavior related to water status.____ (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
Are any of the reagents or instruments hazardous? If so, please use this interview statement to remind viewers of what precautions they should take.
8.4. [bookmark: _GoBack]Author NameDr. Mayumi Y. Ogasa: ___(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)When using LN2 for freeze fixation of samples in a room, do not forget to ventilate the room for avoiding oxygen deficiency.

Thank you for following the instructions and addressing our questions. We will incorporate your answers/suggestions and send you the finalized script before your shoot. You will also receive detailed shoot preparation instructions in the email accompanying the finalized script.
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