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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) No it involves automated microscopy that gives us the picture and furthermore their analysis but it is not included in the video of the protocol itself (it is a final readout example).
Can you record movies/images using your own microscope camera? (Y/N) Yes on the automated microscope but not on the one used in culture cell laboratory.
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. Nikon Eclipse TS100

2. Does your protocol include software usage? (Y/N) Yes
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. 
Indeed, the most relevant steps to answer this question are the screen captured ones.
1- Step 2.3: Cell dispensing program set up to allows proper cell dispensing without droplets retention. (Height adjustment): we should first show droplet retention as a bad setting and go to the good settings?. 

2- Step 4 (more precisely 4.5 and 4.6): Android pipetting guide application use.

3- Step: 4.9 Perfom a survey of the loaded volumes (DNA or TR loaded!) 

4- Step 6.3 source and destination Plates insertion in the nanodispenser upon request.

 

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.)
Step 2.2: and 2.3: Cell dispense has to be performed at low speed and high enough to lower cells damage, BUT low enough to avoid droplets retention (on the dispensing head) and ensure reliable cell number dispensing.
Steps 4.1 to 4.11 (for DNA): To ensure proper nanodispensing, volumes loaded on the source plate (DNA or TR mixtures) have to be lower than 12µl, so they have to be verified using the survey function.

5. Will the filming need to take place in multiple locations? (Y/N)
Yes, but in the same laboratory: some steps takes place in the cell culture laboratory, some takes places in a Echo device dedicated small room, and some takes place at the bench.

If yes, how far apart are the locations? All these locations are in the same laboratory so few meters apart.


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.

1.1. Cyril Couturier: The nanodispenser-based transfection protocol and developed tools described in this video represent the first “user friendly” high throughput transfection method, allowing even beginners in the field to be successful [1].

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

1.2. Cyril Couturier: This easy and high-throughput technique allows transfection of cells with 384 independent conditions. Furthermore, the method is low cost due to the nano-volumes of reagents needed [1].

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

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

1.3. Beatrice Colin: To define the best transfection parameters for other cell-types, we suggest keeping the source DNA concentration constant, and using varying amounts of transfected DNA, transfection reagent, and number of cells [1].

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

Introduction of Demonstrator: (Said by you on camera)

1.4. Cyril Couturier: Demonstrating the android based dispensing application procedure will be Nicolas Rocq, its developer from the start-up “L’atelier du Développeur” [1]/[2]. 

1.4.1. Interview style: Author saying the above 
1.4.2. Nicolas Rocq looks up from workbench and acknowledges the camera.

Authors/Videographer, if Nicolas is unavailable for filming, please remove this statement. Cyril will be introduced with on-screen text during his introduction and so will not need an introduction if demonstrating.


Section - Protocol
Preparation of the Peristaltic Liquid Handler Programs
2.1. For dispensing the 40 microliter cell suspension, mount a 10 microliter cassette on the nanodispenser device and prepare an appropriate program [1]. 
2.1.1. MED: Talent mounts a 10 microliter cassette. (Author Comment: Take 3 in this shoot should be the best)
2.2. First, adjust the flow rate parameter to Low to dispense cells with a low speed to avoid promoting potential damages to the cells by shear stress and high impact on the bottom of the wells [1].
(Author Comment: All the 2.2.1, 2.3.1 and 2.4.1 steps have been filmed in a 2.2.1 combined step and 2.2.1-Take3 should be the best.)
2.2.1. CU: Mini-LCD screen as talent adjusts the flow rate parameter to Low. [Shots 2.2.1, 2.3.1, and 2.4.1 combined]
2.3. Then, adjust the dispensation height to 11.43 millimeters. The height must be high enough to lower the cell impact on the bottom of the wells during the dispensing process but low enough to avoid retention of the droplets on the dispensing head [1].
2.3.1. CU: Mini-LCD screen as talent adjusts the dispensation height to 11.4 mm. 
2.4. Next, adjust the plate clear height to 16 millimeters to allow free displacement of the dispensing head over the plate after dispensing each row [1].
2.4.1. CU: Mini-LCD screen as talent adjusts the clear height to 16 mm. 
2.5. Visually control the proper settings of the peristaltic liquid-handler head-height [1]. Make sure no drops are retained on the dispensing tips while dispensing [2]. Also verify that the head is high enough to allow displacement of the head after dispensing each row [3].
2.5.1. A: MED: Talent visually inspects the dispenser device working. Match action in next shot.

2.5.1 B CU [Added Shot]: Liquid flow in the tubbing without bubbles and flushing from each tips of the head while priming. (Editor: I’m unsure of where or if this needs to be used, though I suspect it could be used in place of or alongside 2.5.1A.)

(Author Comment: initial STEPS 2.5.2 and 2.5.3 have been combined as we can not separate both actions from the device.)
2.5.2. CU or ECU: Dispensing tip as the dispenser device works, showing nodrops being retained. (Author Comment: use the 2.5.2 take 6 please in which no drops retention is seen.)
2.5.3. CU or ECU: Dispenser device head showing displacement of the head after dispensing a row.
2.5.4. [Added Shot]: It should be interesting to show a shot from 2.5.1 where drops are retained to explain this is to avoid. (Editor: I’m not sure where/if this needs to be used. I suspect this could be shown after 2.5.3, but the authors may need to provide additional VO)
3. Experimental Design and Generation of the Picklists to Drive the Acoustic Droplet Ejection (ADE)-Based Dispenses
3.1. To generate picklists to drive the ADE dispensation, a “user-friendly” spreadsheet macro was developed to manage DNA amounts and mix up to four plasmids in a 384-well plate format [1].
3.1.1.  MED-over the shoulder: Talent opens the spreadsheet macro.  
3.2. Volumes are pre-entered in the corresponding cells of the spreadsheet but can be changed. In the pink fields, the transfection reagent, or TR, mixture value is set to 500 nanoliters. The minimal volume value in the source plate wells is set to 4 microliters and the maximal volume in the source plate wells to 11.25 microliters [1]. 
3.2.1. SCREEN: To be provided by the authors – Screen capture movie as talent uses the cursor to point out the pre-entered TR mixture value of 500 nanoliters, the minimal volume value in the source plate wells of 4 microliters, and the maximal volume in the source plate wells of 11.25 microliters. Authors, please upload this screen capture to your project page.
3.3. Enter 100 nanograms per microliter DNA starting concentrations in the blue fields corresponding to the underlying DNA [1]. Then, enter the desired DNA amount in the grey and green fields. Enter the amounts and plasmid names for the 384 wells. Ensure the same spelling is used if the same plasmid is used in several wells [2]. 
3.3.1. SCREEN: To be provided by the authors – Screen capture movie as talent enters the 100 nanograms per microliter DNA starting concentrations in the blue fields corresponding to the underlying DNA. Authors, please upload this screen capture to your project page.
3.3.2. SCREEN: To be provided by the authors – Screen capture movie as talent enters the desired DNA amount in the grey and green fields. Talent enters the amounts and plasmid names for the 384 wells. Authors, please upload this screen capture to your project page. (Author Comment: Please note that as this is a long process I started as I would design the experiment and then at 5’10 in the video, I opened a prefilled sheet to copy paste the values in the spreadsheet.)
3.4. Click on Generate Picklists to allow the macro to generate the 384-well dispensing guide, the DNA-picklist file, and the TR-picklist file from data collected on the corresponding sheets. If requested, correct the orange-filled cell values as it indicates errors or volumes that cannot be handled by the nanodispenser [1].
3.4.1. SCREEN: To be provided by the authors – Screen capture movie as talent clicks on Generate Picklists. Orange-filled cell values come up to indicate errors or volumes that cannot be handled by the nanodispenser and talent changes them. Authors, please upload this screen capture to your project page.
3.5. Print the template from the Source Plate sheet to visualize the wells to be filled before dispensing [1]. Plasmid names and minimal fill volume are indicated. Transfection reagent mixture volumes that will be filled in the following wells are indicated as TR and highlighted in green [2]. 
3.5.1. MED: Talent retrieves the template from the printer as it prints out.
3.5.2. CU: Paper template as talent points out the plasmid names and minimal volume to fill the wells. Then talent points out the TR values highlighted in green.
4. DNA Source Plate Preparation Using the 384-well Pipetting Guide Application and Survey Performance to Control the Manually Dispensed Volumes
4.1. To prepare the DNA source plate, dilute the stored DNA plasmid to 100 nanograms per microliter using distilled water [1-TXT]. Now, calibrate the 384-well grid to the plate dimensions. Open the 384-well pipetting guide application on a tablet [2].
4.1.1. MED: Talent dilutes the stored DNA plasmid with distilled water. Always use labeled containers whenever possible. TEXT: See text for DNA plasmid preparation
4.1.2. MED-over the shoulder: Talent opens the 384-well pipetting guide application on a tablet.
4.2. Place the source plate on the grid on the lower screen. In the upper left calibration menu, click plus or minus to enhance or reduce the size of the grid and wells in order to adjust the green wells to the four corner wells of the plate [1].
4.2.1. CU: Tablet as talent places the source plate on the grid on the lower screen, and in the upper left calibration menu, click + or - to enhance or reduce the size of the grid and wells in order to adjust the green wells to the four corner wells of the plate.=> Please take the last take/shot as it would be best.
4.3. Using double-sided tape, mount the 3D-printed plate adapter on the screen to avoid source plate movements while dispensing [1].
4.3.1. CU: 3d-printed plate adapter as talent uses double-sided tape to mount it on the screen.
4.4. If needed, move the calibrated grid using the rotation arrows and Up/Down/Right/Left buttons to adjust the grid to the plate position. Once the grid and well sizes are properly calibrated and located, tick the Lock calibration box [1].
4.4.1. A CU: Tablet screen as talent moves the calibrated grid using the rotation arrows and Up/Down/Right/Left buttons to adjust the grid on the screen to the plate position. Then talent ticks the Lock calibration box.
4.4.1.B: [Added Shot]: CU close up of proper calibration, showing the left upper calibration green corner well (showed by a tips). Each green corner well must be well centered on the 4 corners wells of the plate.
4.4.1C: [Added Shot]: CU talent ticks the Lock calibration box (Author Comment: Sorry about that but I think this was filmed in the beginning of the 4.5.1 video.)
4.5. Click on FILE and open the 384 wells pipetting guide .csv (dot csv) file. Follow the screen instructions to manually dispense the indicated volume of plasmid at the specified concentration into the white highlighted well that corresponds to the proper target destination of the expected plate [1].
4.5.1. CU: Tablet as talent clicks on FILE and open the 384 wells pipetting guide.csv file. Talent follows the screen instructions to manually dispense the indicated volume of plasmid at the indicated concentration into the white highlighted well that corresponds to the proper target destination of the expected plate.
4.6. Use plus or minus arrows to go back or further in the DNA dispensing process [1]. Stop dispensing upon reaching the first Transfection reagent solution to load [2].
4.6.1. CU: Tablet as talent uses the - or + arrows to go back or further in the DNA dispensing process. 
4.6.1B [Added Shot]: MED: talent process to the dispensing of the first few wells following the White dotted well from the tablet application to show how it works. (Author Comment: please take last shot as it is the best one.) (Editor: I’m not exactly sure when this is supposed to take place. My suggestion for now is to either omit this shot, or ask the authors for more guidance)
4.6.2. CU: Tablet as talent stops dispensing when reaching the first Transfection reagent solution to load.
4.7. Once the DNA dispensations are finished, remove the source plate from the adapter [1]. If several source plates are to be filled, place a new source plate on the adapter and follow the dispensing instructions [2].
4.7.1. MED: Talent removes the source plate from the adapter. [Shots 4.7.1 and 4.7.2 combined]
4.7.2. CU: New source plate as talent places it on the adapter.  
4.8. Centrifuge the DNA-filled source plates to ensure proper liquid leveling and to remove bubbles leading to inaccuracy in the ADE-based transfers [1-TXT]. 
4.8.1. MED: Talent places the plate into the centrifuge, shuts lid, and starts run. TEXT: 1,500 x g for 2 min
4.9. Now, run a survey to control the manually dispensed volumes. On the nanodispenser PC, run the nanodispenser program. Go to the diagnostic tab, tick the source plate Out box, load the source plate on the plate holder, and tick In to enter the plate. When prompted select 384 (three hundred and eighty four) LDV_AQ_B2 (L-D-V-A-Q-B two) to set the nanodispenser to the aqueous buffer dispensing mode, and press Ok. [1]. 
4.9.1. SCREEN: To be provided by the authors – Screen capture movie as talent runs the nanodispenser program, goes to the diagnostic tab, ticks the source plate Out box, loads the source plate on the plate holder, and ticks In to enter the plate. When prompted, select 384 (three hundred and eighty four) LDV_AQ_B2 (L-D-V-A-Q-B two) to set the nanodispenser to the aqueous buffer dispensing mode, and press Ok. Authors, please upload this screen capture to your project page.
4.10. Select Survey in the Miscellaneous menu and click on Launch [1]. 
4.10.1. SCREEN: To be provided by the authors – Screen capture movie as talent selects Survey in the Miscellaneous menu and clicks on Launch. Talent sets the nanodispenser to the aqueous buffer dispensing mode by selecting 384LDV_AQ_B2, and presses Ok. Authors, please upload this screen capture to your project page.
4.11. Select the prefilled wells to analyze, and click on the Go button [1]. Verify that the measured volumes match the expected ones, and ensure no wells have been loaded with volumes of more than 12 microliters [2].
4.11.1. SCREEN: To be provided by the authors – Screen capture movie as talent selects the prefilled wells to analyze and clicks on the Go button. Authors, please upload this screen capture to your project page. (Author Comment: Please wait until 1min28sec to have values on the screen after the measurement.)
4.11.2. MED: Talent verifies that the measured volumes match the expected ones and ensures no wells have been loaded with volumes of more than 12 microliters.
5. Peristaltic Liquid Handler-Based 1 µL Diluent Dispensation in the Destination Plate 
5.1. Prime the tubing with serum-free medium by filling a new sterile vessel with 10 milliliters of pre-warmed serum-free medium and submerging the tube organizer in it [1-TXT].
5.1.1. CU: Tubing as talent primes it with serum-free medium by filling a new sterile vessel with 10 milliliters of pre-warmed serum-free medium and diving the tube organizer in it. TEXT: See text for disinfection protocol
5.2. Press the prime button of the peristaltic liquid handler for about 10 seconds [1]. Make sure the tip is not clogged by visually inspecting the flow from the dispensing head [2]. Place a sterile 384-well culture plate on the peristaltic liquid-handler plate-carrier and remove its lid [3].
5.2.1. MED-over the shoulder: Talent presses the prime button of the peristaltic liquid handler. (Author Comment: Take 3 the best?)
5.2.2. CU: Tip as the flow from the dispensing head drips out. (Author Comment: Take 2?) 
5.2.3. MED: Talent places a sterile 384-well culture plate on the peristaltic liquid handler plate carrier and removes its lid.
5.3. Run the pre-calibrated program to dispense 1 microliter in each well of the 384-well plate. The dispensing time is approximately 8 seconds [1]. Then replace the lid of the 384-well plate [2].
5.3.1. CU: Dispenser device as it dispenses 1 microliter into the wells of a 384-well plate. (Author Comment: please shot / take 6 or 7 (I’m not sure) is the best as no drops retention can be noticed.)
5.3.2. MED: Talent replaces the lid of the 384-well plate.
6. ADE-driven DNA Dispensing into the Destination Plate and ADE-driven Transfection Reagent Dispensing
6.1. To set-up ADE-driven DNA dispensing, run the picklist software. Set the 384-well source to 384_LDV and the destination plate types to Greiner 384 PS_781096 (P-S-seven hundred and eighty one, zero, ninety six). Set the device to aqueous buffer dispensing mode by selecting 384LDV_AQ_B2 and untick optimize transfer throughput [1].
6.1.1. SCREEN: To be provided by the authors – Screen capture movie as talent runs the picklist software, sets the 384-well source to 384_LDV and the destination plate types Greiner 384PS_781096. Talent sets the device to aqueous buffer dispensing mode by selecting 384LDV_AQ_B2. Unselect (untick?) optimize transfer throughput. Authors, please upload this screen capture to your project page.
6.2. Select Picklist Tab, Click on Import and select the DNA-Picklist.csv file. Then, click on Play and save the protocol. Click on Simulate to perform a simulation of the programmed dispensations to make sure that the picklist matches the expected experimental design [1]. 
6.2.1. SCREEN: To be provided by the authors – Screen capture movie as talent Select Picklist Tab, clicks on Import and selects the DNA-Picklist.csv file. Talent clicks on Play and saves the protocol. Talent clicks on Simulate to perform a simulation of the programmed dispensations to make sure that the picklist matches the expected experimental design. Authors, please upload this screen capture to your project page.
6.3. Click on the Run button to start the dispensing program [1]. When asked, insert the requested source plate and the destination plate in the nanodispenser [2]. 
6.3.1. SCREEN: To be provided by the authors – Screen capture movie as talent clicks on Run. Authors, please upload this screen capture to your project page.
6.3.2. MED: Talent inserts source plate and the destination plate in the nanodispenser. (Author Comment: use one take of shot 6.8.1 as this is the same action.)
6.4. To set-up the transfection reagent dispensation, work in a biosafety cabinet to dilute lipopolyplex transfection reagent in serum-free medium to a 1x final concentration and vortex the tube [1]. 
6.4.1. MED: Talent dilutes lipopolyplex transfection reagent in serum-free medium to a 1x final concentration and vortexes the tube. (Author Comment: use the new video film loaded with the others files (screen captures) and entitled “VIDEOxxx.mov)
6.5. Immediately dispense the TR mix according to the predefined source plate designed by the macro, and using the precalibrated 384-well pipetting guide application [1-TXT]. Following TR dispensing, perform a survey to control the TR loaded volumes as done before for the loaded DNA [2].
6.5.1. A CU: Tablet as talent dispenses the transfection reagent mix according to the predefined source plate designed by the macro and using the precalibrated 384-well pipetting guide application. TEXT: Do not centrifuge the plate. (Author Comment: use the new video film loaded with the others files (screen captures) and entitled “VIDEOxxx.mov)
6.5.1.B [Added Shot]: (take2) MED: talent dispensing the Transfection reagent mix in the source plate using the 384 wells dispensing guide.
6.5.2. A-Same as 4.9.1: SCREEN: Goes to the diagnostic tab, ticks the source plate Out box, loads the source plate on the plate holder, and ticks In to enter the plate. when prompted select 384 (three hundred and eighty four) LDV_AQ_B2 (L-D-V-A-Q-B two) to set the nanodispenser to the aqueous buffer dispensing mode, and press Ok.  To be provided by the authors – Screen capture movie as talent selects Survey in the Miscellaneous menu and clicks on Launch. Authors, please upload this screen capture to your project page.
6.5.B Select the Transfection Reaction mix prefilled wells to analyze, and click on the Go button [1]. Verify that the measured volumes match the expected ones, and ensure no wells have been loaded with volumes of more than 12 microliters [2]. (Editor: This is written as VO but was marked as shot 6.5.2B, with no shots listed below. I’ve renumbered this to be 6.5.B for now so that the VO talent will record it, but I’m unsure if a screen capture was provided)
6.6. Now, perform a reset of the DNA picklist in the picklist software. Verify that the device parameters are still set to aqueous buffers and to the correct source and destination plate types [1].
6.6.1. [bookmark: _GoBack]MED or MED-over the shoulder: Talent performs a reset of the DNA picklist in the picklist software, and verifies that the device parameters are still set to aqueous buffers and to the source and destination plate types used. (Author Comment: take 2 may be the best?)
6.7. On the picklist tab, click on reset to clear the sample list, then click on Import and choose the TR-Picklist.csv file. Click on Play, save the protocol when prompted, and perform a simulation of the programmed transfection reagent mixture dispensations to ensure proper design by clicking on the Simulate button [1].
6.7.1. SCREEN: To be provided by the authors – Screen capture movie as talent clicks on reset to clear the sample list, then clicks on Import and chooses the TR-Picklist.csv file. Talent clicks on Play,  saves the protocol if prompted, and perform a simulation of the programmed transfection reagent mixture dispensations to ensure proper design by clicking on the Simulate button. Authors, please upload this screen capture to your project page.
6.8. After clicking on the Run button to start the dispensing program, place the source plate and the destination plate in the nanodispenser as requested [1].
6.8.1. MED: Talent places the source plate and the destination plate in the nanodispenser.
7. Peristaltic Liquid Handler-Based Cell Dispensation
7.1. To dispense the cells, fill a new sterile vessel with a prepared cell suspension and stir it to avoid sedimentation leading to inaccuracy in cell density [1-TXT]. Insert the tube organizer in this solution [2]. Then, press the Prime button until the cell suspension starts to flush from the dispensing head [3].
7.1.1. CU MED: Sterile vessel as talent fills it with the prepared cell suspension and stirs it. TEXT: See text for HeLa cell suspension [Shots 7.1.1 and 7.1.2 combined]
7.1.2. CU MED: Solution as talent inserts the tube organizer there.


7.1.3. MED or MED-over the shoulder: Talent presses the Prime button until the cell suspension starts to flush from the dispensing head.
7.2. Make sure the tip is not clogged by visually inspecting the flow from the dispensing head while flushing, and ensure each tube is loaded with cell suspension [1]. Now, load the DNA and TR-filled 384-well destination plate on the peristaltic liquid-handler plate-carrier and remove its lid [2].
7.2.1. CU: Tips as the flow from the dispensing head fill each tube.
7.2.2. MED: Talent loads the plates onto the peristaltic liquid handler. 
7.3. Run the pre-calibrated program to dispense 40 microliters of the cell suspension on the complete 384-well plate. The dispensing time is about 45 seconds [1]. Finally, replace the lid of the 384-well plate [2].
7.3.1. CU: 384-well plate as the cell suspension is dispensed there.
7.3.2. MED: Talent replaces the lid of the 384-well plate.


Section – Results
8. Results: Defining the Key Parameters to Reach Highly Efficient and High Thoughput Cells (Co-) Transfections
8.1.  The transfection of HeLa cells using lipopolyplex reagent was successful [1]. DNA amounts ranging from 5 to 30 nanograms showed the same efficiency and up to 90% cell transfection at a 1 microliter diluent volume [2]. 
8.1.1. Figure 6A 
8.1.2. Figure 6A – Video editors, please emphasize the first 4 white circles and the corresponding bracket with star on the left plot.
8.2. In contrast, higher amounts resulted in an abrupt decrease in percentage of transfected cells [1]. 
8.2.1. Figure 6A – Video editors, please emphasize the last 2 white circles on the left plot.
8.3. Various diluent volumes, ranging from 15 nanoliters to 4 microliters, were tested [1], and 1 microliter was identified as the best condition [2].
8.3.1. Figure 6A – Video editors, please emphasize the right-most plot.
8.3.2. Figure 6A – Video editors, please emphasize the starred white circle on the right-most plot.
8.4. To further enhance the throughput of this protocol, two efficient DNA-storage methods were tested [1], namely dry storing the plate… [2] or frozen storage [3]. 
8.4.1. Figure 6B 
8.4.2. Figure 6B – Video editors, please emphasize the dark grey bars and the corresponding square labeled “Dry” in the legend.
8.4.3. Figure 6B – Video editors, please emphasize the light grey bars and the corresponding square labeled “Frozen” in the legend.
8.5. Both storage methods did not lead to significantly different results than freshly dispensed DNA solution stored for up to 7 days [1]. 
8.5.1. Figure 6B – Video editors, please emphasize all of the brackets and their corresponding “NS” or “ns” labels.
8.6. As plasmid transfection usually employs at least two different plasmids, the DNA multiplexing ability of this protocol was examined using the best identified conditions [1-TXT]. 
8.6.1. Figure 6C - TEXT (video editors, please show as “using the best identified conditions” in narrated): 1 µL of diluent, 30 ng of DNA
8.7. The previously used tdTomato (T-D-tomato) red-fluorescent-protein-expressing plasmid [1] was modified to express mVenus (M-venus), a bright yellow fluorescent protein… [2], and both were then used in co-transfection attempts [3]. 
8.7.1. Figure 6C - Video editors, please emphasize the red bar and corresponding square labeled “tdTomato” in the legend.
8.7.2. Figure 6C - Video editors, please emphasize the green bar and corresponding square labeled “mVenus” in the legend.
8.7.3. Figure 6C - Video editors, please emphasize the yellow bar and corresponding square labeled “Cotransfected” in the legend.
8.8. Red- or green-fluorescent-positive cell analysis showed the transfection efficiency to be about 80% [1]. 
8.8.1. Figure 6C - Video editors, please emphasize the red bar and green bar.
8.9. However, nearly 100% of the red cells were also co-transfected with the mVenus-expressing plasmid as can be seen in the representative software-based image analysis [1].
8.9.1. Figure 6D 



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

9.1. Beatrice Colin: Once DNAs have been dispensed in the source plate, perform a survey to ensure that the expected volumes have been loaded and do not exceed twelve microliters [1]/[2].

9.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.

9.1.2. 6.5.2 can be shown as 9.1 is narrated.

9.2. Beatrice Colin: While dispensing the Transfection reagent in the source plate, try to avoid bubbles, as centrifuging the plate will result in a complete loss of transfection efficacy [1]/[2].

9.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.

9.2.2. 6.5.1 can be shown as 9.2 is narrated.

9.3. Cyril Couturier: This method can apply to biological experiments requiring cell transfection and is suitable for most readout that can be performed in a 384 plate format [1].

9.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.

9.4. Cyril Couturier: High-throughput transfection paves the way for new applications such as non-pooled crispr/Cas9 KO banks by enabling monitoring of intermediate effects currently unable to be sorted in pooled strategies [1].

9.4.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
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