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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? (Y/N)  Yes, we will observe cell cultures using the microscope.
Can you record movies/images using your own microscope camera? (Y/N) Yes, the microscope is equipped with a camera and can record continuous and still images.
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) No
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.)
LRY/LMD: 2.11 and 3.10. The cribriform plate is important to properly orient oneself for further dissections. For 3.10, the pancreas can sometimes be difficult to identify.

PDv/SCV: steps 4.3; 4.9; 4.10; 4.11; 4.12; 5.1

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.)
LRY/LMD: 2.6-2.7 are the most difficult, such that the brain is very soft and can be easily deformed. To ensure success:
2.6.2: Ensure that as much skull of the cranial end has been removed so that forceps can easily scrape away brain. The entire frontal and parietal skull bones should be removed and the olfactory bulb should be exposed.

PDv/SCV: This protocols requires the operator to be extremely gentle and accurate when handling cells.
4.9.2: Talent gently triturates the suspension
5.1.1: Plate as talent carefully aspirates approximately 50% of the medium from the well and gently add 1 milliliter of pre-warmed growth medium to the side of the well.

5. Will the filming need to take place in multiple locations? (Y/N) No, the whole procedure is carried out in the same lab.
If yes, how far apart are the locations? If we get interviewed in offices or seminar rooms, they are located on other floors of the same building. 1 min walking distance.


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

Authors, these headshots will be used for the JoVE Dedicated Author Webpage. Here is one example if you wish to take a look.


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

Authors, the statements were modified to meet the 30 word limit for each statement and the 150 word limit for the Introduction section. Demonstrator introductions aren’t necessary because all speakers will be introduced with on-screen text as they speak.

1.1. Laurel Yohe: In this video, we provide a step-by-step guide to collecting bats in a humane way intended to minimize impact on populations and maximize scientific value [1]. 

1.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking towards camera.

1.2. Paolo Devanna: Our protocol allows the preparation of primary fibroblasts from wing tissue. These cells represent a precious renewable source of genetic material as well as a model for functional and molecular explorations in bats [1].

1.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking towards camera.

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

1.3. Liliana M Dávalos: The advantages of our approach are that we maximize the amount of potential molecular and morphological data for each bat, preserve tissues to retain their future value, and minimize harvesting wild individuals [1].

1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking towards camera.

1.4. Sonja Vernes: The main advantage of our approach is that it allows us to sample animals in a non-lethal manner, while still generating enough material for genomic studies as well as functional molecular studies [1].

1.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking towards camera.
1.5. Laurel Yohe: Dissection protocols are difficult to verbally demonstrate. Many of the tissue preparation techniques we present are best communicated through visualizing how different organs are identified and then properly dissected and stored [1].

1.5.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking towards camera.


Ethics title card: (for human subjects or animal work, does not count toward word length total)

1.6. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) at Stony Brook University. Approval to keep and breed P. discolor bats was issued by the Munich district veterinary office [1]. 

1.6.1. Title Card 



Section - Protocol
2. [bookmark: _Hlk3210662]Cranial Dissections for RNA
2.1. Prepare all vials before starting any dissections to avoid delays. For RNA, set aside the number of vials needed for each specimen. Label each tube with the tissue type that will be collected, as well as standard specimen identification information [1]. 
2.1.1. LAB MEDIA: tubes_1.MP4 or tubes_2.MP4. 
2.2. Fill the vials 50% full of RNA stabilizing solution and chill to 4 degrees Celsius. Take care not to fill the vials completely with RNA stabilizing solution as the tube may explode when placing it in liquid nitrogen [1].
2.2.1. LAB MEDIA: RNA_later_1.MP4   
2.3. Immediately after euthanasia, perform decapitation of the bat specimen as described in the text protocol. Skin the skull from hair, fascia, and skull muscles, including the skin on the nose. Take care not to break the front end of the nose [1].
2.3.1. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 0:43-1:05
2.4. Remove the eyes with forceps using strong enough force to detach the optic nerve [1]. Place the eyes in a 2 milliliter vial of RNA stabilizing solution [2]. 
2.4.1. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 1:20-1:34.
2.4.2. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 2:30-2:42. The middle of this clip might need to be edited out because the action goes off-camera.
2.5. Use scissors to make a sagittal cut on the dorsal portion of the skull starting at the neck, taking care not to damage the brain [1].
2.5.1. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 3:07-3:14. 
2.6. Then, use forceps to gently pull back both sides of the skull until it has cracked open to expose the brain. Ensure that the skull of the cranial end has been removed so that forceps can easily scrape away the brain [1].
2.6.1. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 3:24-4:14. The middle of this clip might need to be edited out because the action goes off-camera. The authors consider this point important for viewers.
2.7. Gently scrape the brain with forceps; the brain will be very soft. The olfactory bulb will become visible, sitting at the ventral portion of the interior of the skull. Try to keep the olfactory bulb attached [1]. 
2.7.1. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 4:15-4:58.  
2.8. If possible, keep the brain shape intact… [1] and immediately place it on dry ice or in a 5 milliliter vial of RNA stabilizing solution [2]. 
2.8.1. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 6:02-6:05 
2.8.2. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 6:22-6:30
2.9. On the caudal end of the skull, the cochleae should now be laterally visible on each side of the head. Use forceps to gently pull the cochleae [1]. Then, put them in one 2-milliliter vial of RNA stabilizing solution [2].
2.9.1. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 7:16-7:44
2.9.2. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 8:04-8:13
2.10. Make two incisions where the top and bottom jaw join, and remove the mandible [1].
2.10.1. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 9:09-9:21
2.11. The cribriform plate will become apparent. This is a critical bone to keep the researcher oriented. It can be identified as the most anterior region of the skull with multiple foramen and with two grooves where the olfactory bulb rests [1].
2.11.1. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 9:30-9:40. Video editors, please use a label to point out the cribriform plate as described in the audio. The authors consider this point important for viewers.
2.12. Once the mandible has been removed, remove the rostrum from the remaining part of the skull. Ensure that the jaw includes the cribriform plate. Place the nose in RNA stabilizing solution and store at 4 degrees Celsius overnight [1]. 
2.12.1. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 9:40-10:07 
2.13. From the lower mandible, cut the tongue with scissors and place in a 2 milliliter vial of RNA stabilizing solution [1].
2.13.1. LAB MEDIA: cranial_1.MP4 – Video editors, please use time code 10:28-10:39.
2.14. Place the nose vial in liquid nitrogen following the overnight soak in RNA stabilizing solution. After 24 hours of soaking on ice or in the fridge, place the samples in liquid nitrogen [1]. 
2.14.1. LAB MEDIA: DSC_7459.MOV
3. Postcranial Dissections for RNA
3.1. Use a scalpel to pierce through the abdominal cavity, making a longitudinal incision up to the ribs. This forfeits the skeletal frame [1]. 
3.1.1. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 0:05 -0:20 
3.2. Strip the skin to reveal the pectoral muscle and take at least two samples of muscle [1]. 
3.2.1. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 2:09-2:15, 2.46-3:00 
3.3. Tissues for both RNA and DNA are collected during these dissections. Place tissues for high molecular weight DNA into dry cryovials and flash-freeze in liquid nitrogen [1]. Place tissues for RNA in RNA stabilizing solution [2]. 
3.3.1. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 2.46-3:00 
3.3.2. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 4.05-4:40 
3.4. Cut through the sternum and pull away the ribs [1]. Now, retrieve the lung and heart [2]. 
3.4.1. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 5:17-5:26
3.4.2. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 6:40-6:50
3.5. Use the scalpel and forceps to separate the heart from the lung. Use a scalpel to break up the lung and place in RNA stabilizing solution [1].
3.5.1. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 7:11-8:15
3.6. Collect the heart, which can be taken whole but should be sectioned into halves so that the RNA stabilizing solution soaks thoroughly [1].
3.6.1. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 8:25-10:02
3.7. Now, take samples from the liver [1]. Save at least two samples of liver. Place one sample into a vial to remain frozen for high molecular weight DNA [2], and place the other sample in RNA stabilizing solution [3].
3.7.1. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 16:00-16:05
3.7.2. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 16:36-16:45.
3.7.3. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 16:58-17:22.
3.8. Follow the hepatic duct to find the pancreas and gallbladder [1]. Transfer the gallbladder to a vial of RNA stabilizing solution [2]. 
3.8.1. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 20:44-20:49
3.8.2. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 21:00-21:12
3.9. Find the stomach and the feather-like spleen at its base, appearing as a different shade of purple. The pancreas should also be visible here as a white structure [1]. 
3.9.1. LAB MEDIA: postcranal_5.MOV – Video editors, please use time code: 22:11-22:24. Use on-screen labels to identify the stomach, spleen, and the pancreas, as pointed out and described in the video audio. The authors consider this point important for viewers.
3.10. Collect the stomach, the spleen, and the pancreas in respective vials of RNA stabilizing solution [1]. 
3.10.1. LAB MEDIA: postcranal_6.MOV – Video editors, please use time code: 00:17-00:55.
3.11. Collect small samples of the small and large intestine [1]. Place in respective vials of RNA stabilizing solution [2]. 
3.11.1. LAB MEDIA: postcranal_6.MOV – Video editors, please use time code: 3:30-3:50.
3.11.2. LAB MEDIA: postcranal_6.MOV – Video editors, please use time code: 4:45-4:55.
3.12. Take one of the kidneys and follow their ducts to the bladder [1]. Then, place in respective vials of RNA stabilizing solution [2]. 
3.12.1. LAB MEDIA: postcranal_6.MOV – Video editors, please use time code: 5:50-5:56
3.12.2. LAB MEDIA: postcranal_6.MOV – Video editors, please use time code: 7:12-7:19
3.13. Use the other kidney as a guide to find the testes if male, or uterus and ovaries if female. Collect one or both gonads, if possible [1].
3.13.1. LAB MEDIA: postcranal_6.MOV – Video editors, please use time code: 8:35-8:42
3.14. Also take samples of various parts of the skin of the wing, and keep in separate vials [1].
3.14.1. LAB MEDIA: postcranal_6.MOV – Video editors, please use time code: 11:04-11:30
4. Tissue Culture 
4.1. Once transported to tissue culture facility, transfer the contents of the tube into a 15 milliliter conical centrifuge tube. The wing membrane biopsy is used for this demonstration [1].
4.1.1. Talent transfers the contents of the tube into a 15 mL conical centrifuge tube.
4.2. Carefully remove the growth medium [1]. Gently wash the biopsy two times with 500 microliters of sterile PBS [2].
4.2.1. Tube as talent carefully removes the growth medium.
4.2.2. Talent gently washes the biopsy with 500 microliters of sterile PBS. Use labeled containers whenever possible for viewer clarity.
4.3. [bookmark: OLE_LINK1]Add 500 microliters of 1 milligram per milliliter collagenase-four to the tube. This will cause digestion of the tissue into individual cells [1]. Incubate overnight at 37 degrees Celsius without agitation [2].
4.3.1. Tube as talent adds 500 microliters of 1 mg/mL collagenase IV to the tube. Videographer and video editor: The authors consider this point important for viewers.
4.3.2. Talent places the tubes into the incubator. 
4.4. On day two, make up fresh growth medium and pre-warm it to 37 degrees Celsius [1].
4.4.1. Talent places a bottle vial of fresh growth medium into the water bath (or incubator) to warm up.
4.5. Prepare a 6-well tissue culture plate by adding 1 milliliter of fresh, pre-warmed growth medium in each well of the plate to be used [1-TXT]. Store this plate in a 37 degree Celsius and 5% CO2 incubator until needed [2].
4.5.1. Talent prepares a 6 well tissue culture plate by adding 1 2 mL of fresh, pre-warmed growth medium in each well of the plate. TEXT: 1 well per 3 mm wing biopsy
4.5.2. Talent places the plate in the incubator.
4.6. Remove the 15 milliliter tube containing the cells from the incubator and quench the digestion reaction by adding 1 milliliter of fresh growth medium [1].
4.6.1. Talent adds 1 mL of fresh growth to the 15 mL tube. Use labeled containers whenever possible to aid in viewer clarity.
4.7. Resuspend the cells by carefully triturating the solution with a P1000 (P-one-thousand) pipette tip to achieve a single cell suspension [1]. 
4.7.1. Talent resuspends the cells by carefully triturating the solution with P1000 pipette tip.
4.8. Gently spin down the cells in a table-top centrifuge for 3 minutes at 300 x g [1]. Discard the supernatant by gently removing 80 to 90 percent of the liquid with a P1000 pipette [2].
4.8.1. Talent spins down the cells in a table top centrifuge.
4.8.2. Tube as talent removes 80% to 90% of the liquid with a P1000 pipette.
4.9. [bookmark: _GoBack]Resuspend the pellet in 500 microliters of pre-warmed growth medium [1]. Gently triturate (“tri·chuh·reit”) the suspension to ensure that the pellet or large fragments of the pellet are is no longer visible and that cells are sufficiently suspended [2]. Note that small pieces of tissue may still be visible on the wall of the tube and these should be avoided.
4.9.1. Pellet as talent resuspends it in 500 microliters of pre-warmed growth medium.
4.9.2. Talent gently triturates the suspension. Videographer and video editor: The authors consider this point important for viewers.	Comment by Sonja Vernes: Paolo note as per 4.8.2
4.10. Gently pipette the entire volume of cell suspension into a single well of a 6-well plate [1]. Gently rock the plate from side-to-side and front-to-back 2 to 3 times to help cells distribute over the well surface in a single layer [2].
4.10.1. Plate as talent gently pipettes the entire volume of cell suspension into a single well. Videographer and video editor: The authors consider this point important for viewers.
4.10.2. Talent gently rocks the plate from side-to-side and front-to-back to help cells distribute over the well surface in a single layer. Videographer and video editor: The authors consider this point important for viewers.
4.11. Check the plated cells under the microscope. They should be single cells that appear balled up and floating but very dense [1]. Carefully place the plate into an incubator pre-set to 37 degrees Celsius and 5% CO2 [2].
4.11.1. Talent checks the plated cells under the microscope. Videographer and video editor: The authors consider this point important for viewers.
4.11.2. Cells as talent places the plate into the incubator. 
4.12. After approximately 24 hours, observe the cells under the microscope to determine health of the culture [1]. Cells should now be attached to the plate surface and appear flattened [2].
4.12.1. Talent places the cells under the microscope to observe them. 	Comment by Sonja Vernes: A separate video [“Pdis_P5_day1_thawed_movie_3.avi”] is also supplied that demonstrates what the cells look like under the microscope. This cell video should be inserted here to demonstrate 4.12.2 visually with a live video instead of the static photos provided as figure 4_panel_A. 
4.12.2. LAB MEDIA: Figure_4_panel_A_PDv.tif. Video editor: The authors consider this point important for viewers. Use any part of first 30 seconds of separately recorded video named “Pdis_P5_day1_thawed_movie_3.avi”
4.13. Maintain the cells in a humidified incubator pre-set to 37 degrees Celsius and 5% CO2. Cells should be observed under the microscope regularly to determine the need for media refreshment or splitting [1].
4.13.1. Talent places the cells into the incubator. 
5. Refreshing Media and Passaging Cells 
5.1. Whenever necessary, carefully aspirate approximately 50% of the medium from the well and gently add 1 milliliter of pre-warmed growth medium to the side of the well so as not to disturb the cells [1]. 
5.1.1. [bookmark: OLE_LINK3]Plate as talent carefully aspirates approximately 50% of the medium from the well and gently add 1 milliliter of pre-warmed growth medium to the side of the well. Videographer and video editor: The authors consider this point important for viewers. 
5.2. Carefully aspirate approximately 90% of the growth medium [1]. Wash the cells very gently by adding 1 milliliter of sterile PBS to the wall of the well so as not to disturb the cells [2]. Gently rock the plate back-and-forth and side-to-side two to three times [3]. 
5.2.1. Talent carefully aspirates 90% of the growth medium. Shot to be reused – take multiple takes.
5.2.2. Talent adds 1 mL of sterile PBS to the wall of the well. Use labeled containers whenever possible for viewer clarity.
5.2.3. Talent gently rocks the plate back-and -forth and side-to-side.
5.3. Carefully aspirate all of the PBS from the plate before washing the cells again [1].
5.3.1. Shot 5.2.1.Added/edited shot: Talent aspirates PBS from the plate	Comment by Sonja Vernes: Filmed shot separately, rather than reusing 5.2.1
5.4. [bookmark: OLE_LINK2]Gently add 250 microliters of trypsin-EDTA to the well and incubate for 1.5 minutes at room temperature [1]. Quench the reaction by adding 1.5 milliliters of fresh pre-warmed growth medium [2].
5.4.1. Plate as talent adds trypsin-EDTA to the well and sets timer for 1.5 mins.
5.4.2. Talent adds pre-warmed growth medium to the well from a labeled container.
5.5. Pipette up and down approximately 5 times to wash the cells from the surface of the plate and ensure the cells are in suspension [1]. Place the cell suspension in a 15 milliliter tube and spin down the cells in a table-top centrifuge for 3 minutes at 300 x g [2].
5.5.1. Talent pipettes up and down to wash the cells from the surface of the plate and places the suspension in a 15 ml tube.
5.5.2. Talent places the 15 mL tube into the centrifuge, shuts lid, and starts run.
5.6. Discard the supernatant by gently removing 80 to 90 percent of the liquid with a P1000 pipette [1].
5.6.1. Talent discards the supernatant by gently removing 80% to 90% of the liquid with a P1000 pipette.
5.7. Resuspend the pellet in 1.5  milliliters of pre-warmed growth medium and gently triturate (“tri·chuh·reit”) the suspension [1]. Ensure that the pellet or large fragments of the pellet are no longer visible and cells are in a single cell suspension [2].
5.7.1. Talent resuspends the pellet in 1.5 mL of pre-warmed growth medium and gently triturates the suspension.
5.7.2. ECU: Suspension to show the large pellets are no longer visible as talent pipettes it.
5.8. To count the cells using an automated cell counter, mix a 10 microliter aliquot of the suspended cells 1 to 1 with Trypan (“try-pan”) blue to detect viable cells [1].
5.8.1. Talent mixes a 10 microliter aliquot of the suspended cells with Tryrpan (“try-pan”) blue. Use a labeled container whenever possible for viewer clarity. 
5.9. Incubate for 1 minute, and pipette 10 microliters of the solution onto the counting slide [1]. Insert the counting slide into an automated cell counter to count the cells using the appropriate settings [2].
5.9.1. Counting slide as talent pipettes 10 microliters of the solution there.
5.9.2. Talent inserts the counting slide into an automated cell counter.  
6. Freezing Viable Living Cells and Thawing the Frozen cells
6.1. Prepare freezing media by combining growth medium with 10% DMSO [1-TXT]. The pellet should be prepared from an 80 to 90 percent confluent well of a 6-well plate [2]. Resuspend the pellet in 1.5 milliliters of freezing medium [3]. 
6.1.1. Talent prepares the growth medium/DMSO solution. Use labeled containers. TEXT: See text for growth medium 
6.1.2. Talent retrieves tubes of cells from the centrifuge.
6.1.3. Talent resuspends the pellet in 1.5 mL of freezing medium.
6.2. Place approximately 750 microliters of cell suspension in each of two separate cryovials [1]. Place the vials in a cryogenic freezing container so that the cells freeze slowly to maintain cell vitality [2]. Immediately place them in minus 80 degrees Celsius [3].
6.2.1. Talent places 750 microliters of cell suspension in each of two separate cryovials.
6.2.2. Talent places the vials into a cryogenic freezing container.
6.2.3. Talent places the vials into the -80 degree freezer.
6.3. To thaw the frozen cells, prepare a 6 well plate containing 750 2 microliters milliliters of pre-warmed growth medium in each well that will be used [1]. Maintain plate in the 37 degree Celsius and 5% CO2 incubator until needed [2].
6.3.1. Talent prepares a 6 well plate containing 750 microliters of pre-warmed growth medium in each well. Use labeled containers.
6.3.2. Talent places the plate in the incubator.
6.4. Take one vial of cells from liquid nitrogen [0] and place it in a warm water bath to rapidly thaw the cells. This should take 2 to 3 minutes [1-TXT].
6.4.0. Added shot: Talent removes cells from the liquid nitrogen tank	Comment by Sonja Vernes: Inserted a new shot (6.4.0) ahead of 6.4.1
6.4.1. Talent transfers a vial of cells from liquid nitrogen to a warm water bath. TEXT: 37 °C
6.5. As soon as the solution in the vial has thawed, gently pipette up and down to homogenize the solution [1], and immediately place the entire solution in one well of a 6-well plate [2].
6.5.1. Vial as talent gently pipettes up and down to homogenize the solution 	Comment by Sonja Vernes: Filmed as one shot together
6.5.2. Talent immediately places the entire solution in one well of a 6 well plate.
6.6. Gently rock the plate from side to side and front to back 2 to 3 times to help cells distribute over the well surface in a single layer [1]. Place the cells in the incubator at 37 degrees Celsius and 5% CO2 incubator for 24 to 48 hours. Monitor and passage the cells as demonstrated [2]. 
6.6.1. Talent gently rocks the plate from side to side and front to back 2 to 3 times.
6.6.2. Talent places the cells into the incubator. 


Section – Results
7. Results: Tissue Preparation and Cell Culture Results
7.1. Representative results of DNA extractions are shown for standard DNA analyses from three bat species [1]. A single large band indicates minimal fragmentation and similar sized fragments of DNA from each respective extraction [2].
7.1.1. LAB MEDIA: fig5_dna-gel.pdf
7.1.2. LAB MEDIA: fig5_dna-gel.pdf – Video editors, please emphasize the large band in each lane.
7.2. A common indicator of success for RNA extractions is the RNA integrity number, or RIN [1], with values below 8 demonstrating high signatures of degradation [2].
7.2.1. LAB MEDIA: fig6_rinValues.pdf 
7.2.2. LAB MEDIA: fig6_rinValues.pdf – Video editors, please emphasize the dotted line going across the figure at RIN = 8.
7.3. Shown here are RIN values of RNA extractions from 13 different tissue types of neotropical bat species sampled at four different localities [1]. 
7.3.1. LAB MEDIA: fig6_rinValues.pdf
7.4. Tissues sampled from species in the Andes, Costa Rica, and Dominican Republic were placed directly in liquid nitrogen after soaking in RNA stabilizing solution at 4 degrees Celsius overnight [1]. 
7.4.1. LAB MEDIA: fig6_rinValues.pdf – Video editors, please emphasize all bars labeled as Andes, Costa Rica and Dominican Republic on the x-axis.
7.5. Tissues sampled from species in the Amazon were placed in liquid nitrogen approximately 1 week after placing in RNA stabilizing solution and kept at 4 degrees Celsius continuously [1]. 
7.5.1. LAB MEDIA: fig6_rinValues.pdf – Video editors, please emphasize all bars labeled as Amazon on the x-axis.
7.6. Even in such cases, RIN values were comparable to those immediately placed in RNA stabilizing solution and directly into liquid nitrogen [1].
7.6.1. LAB MEDIA: fig6_rinValues.pdf 
7.7. Following tissue culture, bat cell cultures should cover 80 to 90 percent of the plate surface and maintain the original morphology. This represents the optimal stage for splitting [1].
7.7.1. LAB MEDIA: Figure_4_panels_BC_PDv.tif – Video editors, please emphasize the left panel.
7.8. After more than 6 passages, cells will change their morphology to become larger and longer, and the cells will enter senescence. Bright, balled-up cells represent dead cells [1].
7.8.1. LAB MEDIA: Figure_4_panels_BC_PDv.tif – Video editors, please emphasize the right panel.



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

Authors, the statements were modified to meet the 30 word limit for each statement and the 4-statement limit for this section.

8.1. Liliana M Dávalos: Many -omics level analyses can further be explored if tissues are preserved appropriately. For example, metagenomics of the gut microbiome can be performed to measure microbial diversity of bat intestines [1]. 
8.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking towards camera.
8.2. Laurel Yohe: Metabolomics, which represents all the excreted low-molecular weight metabolites of cells and tissues, can provide insight into exceptional bat longevity metabolic flight demands [1].
8.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking towards camera.
8.3. Sonja Vernes: Cells in culture represent a renewable source of material like DNA, RNA, and proteins. These cell lines can be frozen and provide a resource for use over many years of research [1].
8.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking towards camera.
8.4. Paolo Devanna: This allows genomic, transcriptomic, and functional studies that would be challenging in primary tissue. For example, cells could be modified genetically or chemically to observe effects on the cellular phenotypes [1]. 
8.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking towards camera.
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