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Author Questionnaire 
1. Microscopy: Does your protocol require the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or something similar?  No  
If Yes, can you record movies/images using your own microscope camera?
/  
If your protocol involves microscopy but you are not able to record movies/images with your microscope camera, JoVE will need to use our scope kit. 
If your microscope does not have a camera port, the scope kit will be attached to one of the eyepieces and you will have to perform the procedure using one eye.
/
If a dissection or stereo microscope is required for your protocol, please list all shots from the script that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).
Click here to list microscope shots, using the shot numbers from the protocol section of the video script./
2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  Yes
If Yes, we will need you to record using screen recording software.
We recommend using the screen capture program OBS. JoVE’s tutorial for using OBS Studio is provided at this link: https://www.jove.com/v/5848/screen-capture-instructions-for-authors?status=a7854k
As these files are necessary for finalizing your script, please upload all screen captured video files to your project page as soon as possible.
	We have uploaded the necessary screen captured video files to our project page.
3. Filming location: Will the filming need to take place in multiple locations?   Yes
If Yes, how far apart are the locations? The filming will take place in three laboratories that are next to each other.

To ensure that your script can be filmed in one day, the protocol sections are cumulatively restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length

Number of Steps:  23
Number of Shots:  52

Interviews 
1. Video 1: Author Spotlight: Title (Filled by scriptwriter during script finalization)


Videographer: Obtain headshots for all authors. 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer at least 3 of the questions below. Up to 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Limit the length of each statement to 50 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

What is the scope of your research? What questions are you trying to answer? 
1.1. Matjaž Rantaša: Our research aims to determine the elemental composition of different food samples, using different spectroscopic devices to, for example, control the quality of food samples.

What are the most recent developments in your field of research?
1.2. Enter author name: /
What technologies are currently used to advance research in your field?
1.3. Matjaž Finšgar: Besides ICP-MS, our laboratory can also perform elemental analysis of digested food samples with inductively coupled plasma optical emission spectroscopy (ICP-OES), graphite furnace atomic absorption spectroscopy (GFAAS), and ion chromatography (IC). We can also perform XPS and ToF-SIMS analyses for the solid samples.
What are the current experimental challenges?
1.4. David Majer: Current experimental challenges that we face are mostly in the sample preparation process. Our goal is to improve the sample throughput and to optimize the cleaning procedure to minimize any carryover of the sample.

What significant findings have you established in your field?
1.5. Enter author name: /

What research gap are you addressing with your protocol?
1.6. Enter author name: /

What advantage does your protocol offer compared to other techniques?
1.7. Enter author name: /
How will your findings advance research in your field?
1.8. Matjaž Rantaša: The information in the article is about sample homogenization, acid digestion, and elemental analysis to better understand critical procedures for sample preparation and subsequent analysis as we highlight important steps, suggestions, and limitations of the entire process.
What new scientific questions have your results paved the way for?
1.9. Enter author name: /
What research questions will your laboratory focus on in the future?
1.10. David Majer: We will focus on the optimization of the entire process for samples such as vegetables, wines, ice creams, e-liquids, and in the future even inorganic samples which require different sample preparation techniques.

Videographer: Obtain headshots for all authors.

Protocol Videos 
Each video will include a section of your protocol and accompanying results, if applicable. Use Track Changes when making edits or revisions.
· The two-digit steps (e.g., 2.1., 2.2.) are the narration. Professional voiceover artists will narrate the video. 
· Red and italics are pronunciation guides (how the word will be spoken). 
· Filming should take no more than 10 minutes per step. If a step takes more than 10 minutes, prepare the product from that step in advance.
Protocol:
· The three-digit shots (e.g., 2.1.1., 2.2.2.) are the actions that the videographer will capture. 
Representative Results: 
· The three-digit numbers (e.g., 2.3.1., 2.3.2.) are the figures/tables from your manuscript. These will not be recorded by the videographer.
· Please review the result section to make sure it logically follows the video.
· Please note that the video cannot include voiceover without an accompanying visual.

2. Video 2: Homogenization and Acid Digestion of Food Samples for Multi-Elemental Determination
Demonstrator: Matjaž Rantaša, David Majer, Matjaž Finšgar
Protocol
2.1. To begin, use a clean ceramic knife to manually cut food samples into smaller pieces [1]. Place the samples in a 250-milliliter glass beakers [2]. Then place the samples in a dryer at 105 degrees Celsius, until there is no change in weight [3]. 
2.1.1. WIDE: Talent cuts food samples into smaller pieces with a clean, ceramic knife.
AUTHORS: Please do not forget to film this establishing shot. Ensure that this is filmed as a WIDE angle shot
2.1.2. Talent places the sample in a 250 mL glass beaker. 
2.1.3. Shot of the beaker being placed in a dryer.
2.2.  Next, transfer the dried sample into a mixer beaker [1]. Grind the sample until it turns into a fine powder or a homogenous paste [2]. 
2.2.1. Talent transfers the dried sample into a mixer beaker.
2.2.2. Shot of dried sample powder or homogenous paste in a mixer beaker. 
2.3. With a clean, plastic spatula, transfer the homogenized sample into a 50-milliliter glass beaker [1]. Next, transfer weigh 250 milligrams of the sample into an open reaction vessel on an zeroed analytical balance [2]. 
2.3.1. Talent transfers the homogenized sample into a 50 mL glass beaker with a clean, plastic spatula. 
2.3.2. Shot of 250 mg of sample being placed on in a reaction vessel on a zeroed analytical balance. 
2.4. Once the weighing is complete, cover the reaction vessel with its lid [1]. Then transfer it to a fume hood [2].  
2.4.1. Talent places a lid cover over the reaction vessel. 
2.4.2. Talent transfers the reaction vessels into a fume hood. 
2.5. Now open the cover lids of the reaction vessels [1]. Then pipette 5 milliliters of 68% nitric acid [2] and 1 milliliter of 30% hydrogen peroxide into each reaction vessel [3]. 
2.5.1. Shot of the cover lids of the reaction vessels being opened in the fume hood. 
2.5.2. Talent pipettes 5 mL of HNO3 into a reaction vessel. 
2.5.3. Talent pipettes 1 mL of H2O2 into a reaction vessel.
2.6. With a 200-microliter pipette, add 37.5 microliters of ICP (I-C-P) multi-element standard solution into each reaction vessels for spike recovery test [1-TXT]. Ensure that each unspiked and spiked sample is maintained prepared in triplicates [2]. 	Comment by Sulakshana  Karkala: AUTHORS: Please note that all pronunciation guides are given in red, italics. Kindly go through the same and change/provide alternate guides where necessary. 	Comment by Matjaž Rantaša: We checked the text and provided the changes where necessary.
2.6.1. Talent pipettes 37.5 µL of ICP multi-element standard solution into each reaction vessel. TXT: ICP Multi-Element Standard Solution: 100 mg/L
2.6.2. Shot of all samples in triplicates. 
2.7. RePplace the cover lids on the reaction vessels [1] and allow the samples to react with the acids for 2 to 3 minutes [2]. 
2.7.1. Talent places the cover lids back on the reaction vessels. 
2.7.2. Shot of the food samples reacting with the acids. 
2.8. Next, screw the thread cover on the reaction vessel to tighten the cover lids [1]. 
2.8.1. Talent screws the thread cover on the reaction vessel to tighten the cover lids. 
2.9. To perform microwave-assisted wet acid digestion, distribute the closed reaction vessels symmetrically on in the microwave rack [1].  Insert the rack into the microwave chamber and mount it on a holder [2]. Then shut close the microwave door [3]. 
2.9.1. Talent distributes the closed reaction vessels symmetrically on a microwave rack.
2.9.2. Shot of the rack being inserted into the microwave onto the holder. 
2.9.3. Talent shuts the microwave door. 
2.10. Digest the samples at their respective temperaturesusing selected digestion program, while monitoring the change in reaction conditions of on the screen [1-TXT]. Once the digestion is complete, remove the rack from the oven chamber [2], close the door of the instrument [3] and switch it off [4]. 
2.10.1. Talent monitors the change in reaction conditions on the screen of the instrument. TXT: Digestion Program: 10 min at 160 °C, 10 min at to 200 °C, 15 min at 200 °C, maximum power 900 W
2.10.2. Talent removes the rack from the microwave. 
2.10.3. Shot of the instrument door being closed. 
2.10.4. Talent switches off the instrument. 
2.11. Now, slowly open the lids of the reaction vessels to release any gases formed during digestion [1].  Turn the reaction vessels towards the fume hood [2]. 
2.11.1. Talent slowly opens the lids of the reaction vessels. 
2.11.2. Shot of the reaction vessels being turned towards the fume hood. 
2.12. With a glass funnel, quantitatively transfer the digested sample into a clean 25-milliliter glass volumetric flask [1-TXT]. Dilute the sample with ultrapure water up to the mark on the flask [2]. 
2.12.1. Shot of the sample being transferred from the reaction vessel into a 25 mL glass volumetric flask with the help of a glass funnel. TXT: Rinse the glassware with ultrapure water
2.12.2. Shot of ultrapure water being added up to the mark on the flask. 
2.13. Then close the mouth of the flask with a stopper [1] and mix the contents well [2].
2.13.1. Talent closes the mouth of the flask with a stopper. 
2.13.2. Shot of the flask contents being mixed. 
2.14. Next, connect a 20-milliliter plastic syringe to a polyamide syringe filter [1]. Fill the syringe with the diluted sample [2] then filter its contents into a 50-milliliter plastic centrifuge tube [3]. 
2.14.1. Shot of a 20 mL plastic syringe being connected to a polyamide syringe filter.
2.14.2. Talent fills the syringe with diluted sample. 
2.14.3. Shot of the sample being filtered into a 50 mL plastic centrifuge tube. 
Representative Results
2.15. Homogenization resulted in easily removable, fine sample particulates that were uniform in size and evenly distributed [1]. Acid digestion caused a steady increase in temperature with time [2]. 
2.15.1. LAB MEDIA: Figure 2	Video Editor: Please emphasize the images in the row “ Homogenized Samples”
2.15.2. LAB MEDIA: Figure 7
3. Video 3: Multi-Element Determination of Homogenized Food Samples
Demonstrator: Matjaž Rantaša, David Majer, Matjaž Finšgar

Protocol
3.1. To begin, pipette 2.5 milliliters of the filtered homogenized food samples into a 25-milliliter glass volumetric flasks [1]. Make up the volume of the flask with ultrapure water [2]. 
3.1.1. WIDE: Talent pipettes 2.5 mL filtered homogenized food sample into a 25 mL glass volumetric flask.
3.1.2. Shot of ultrapure water being added to the flask. 
3.2. Transfer the diluted samples into 15-milliliter plastic tubes [1] and place them in appropriate positions in an the autosampler [2]. 
3.2.1. Talent pipettes the samples into 15 mL plastic tubes. 
3.2.2. Shot of the tubes being placed in an autosampler. 
3.3. Next, switch on the ventilation and the chiller of the ICP-MS (I-C-P-M-S) instrument [1-TXT].  Program the software to allow for continuous flow of the rinsing solution from the autosampler to the instrument without pulsating [2]. 
Authors: Please create screen capture videos of the shots labeled as SCREEN, create a screenshot summary, and upload the files to your project page as soon as possible:
https://review.jove.com/account/file-uploader?src=20015368
3.3.1. Talent switches on the ventilation and the chiller of the ICP-MS instrument. TXT: ICP-MS: Inductively Coupled Plasma Mass Spectrophotometer
3.3.2. SCREEN: The software is being programmed to allow for continuousthe continuous flow of the rinsing solution. 
3.4. Open the argon and helium gas cylinders to supply the instrument [1]. Then start up the instrument [2] and calibrate it with the tuning solution [3]. 
3.4.1. Talent opens the argon and helium gas cylinders.
3.4.2. Shot of the instrument being started.
3.4.3. Talent calibrates the instrument with the tuning solution. 
	Comment by Sulakshana  Karkala: AUTHORS: Does this step require the use of the system software?	Comment by Matjaž Rantaša: Yes, the calibration of the instrument needs to be  set in the software, while the calibration itself is performed by the autosampler which transfers the tuning solution into the ICP-MS.
3.5. After determining the approximate element concentrations with a semi-quantitative analysis, create a method in the software for a quantitative elemental analysis [1-TXT]. Select the operating conditions for the ICP-MS [2]. 
3.5.1. SCREEN: A method is being created in the software for the quantitative elemental determination. TXT: For unknowns, start with semi-quantitative determination
3.5.2. SCREEN: The operating conditions for any 1 food sample are being selected. 

3.6. Choose the elements to be analyzed and decide on the number and concentrations of standard solutions needed to construct a calibration curve [1]. 
3.6.1. SCREEN: The elements to be analyzed are being selected and the number and concentrations of their respective solutions are being input. 

3.7. To prepare the standard solutions, with automatic pipettes, add the required volumes of multi-element standard solutions into 25-milliliter glass volumetric flasks [1-TXT]. Top off each flask with 1 % nitric acid [2]. Prepare a calibration blank with only 1 % nitric acid solution [3].
3.7.1. Talent pipettes the multi-element standard solution into a 25 mL glass volumetric flask. TXT: 100 mg/L Standard Solution: 1.0 µg/L; 2.5 µg/L; 5.0 µg/L; 10.0 µg/L; 20.0 µg/L; 30.0 µg/L; 40.0 µg/L; 50 µg/L
AUTHORS: For this shot, keep the prepared solutions of all elements in the background of the shot
3.7.2. Shot of nitric acid being added to the flask. 
3.7.3. Shot of volumetric flask containing the blank solution. 
AUTHORS: Please ensure to label all flasks accordingly

3.8. Quantitatively measure the selected elements against the calibration curvePerform the quantitative analysis of the selected elements in samples based on the calibration curve methodology [1].
3.8.1. SCREEN: The quantitively measurements of the elements are being seen, against a calibration curve. 
3.9. Once the measurements are complete, switch off the plasma [1] , close the argon and helium gas supplies [2], then switch off the ICP-MS chiller and the ventilation system [3].
3.9.1. Shot of the plasma being switched off. 
3.9.2. The argon and helium gas cylinders are being shut. 
3.9.3. The chiller and ventilation systems are being switched off. 
Representative Results
3.10. The linear concentration ranges for all measured elements were in the range from 1.0  to 50.0 micrograms per liter [1]. The recovery percentage for all analytes measured in all four food samples was in the range of 80.00%–120.00%, indicative of the accuracy of the analytical method [2]. 
3.10.1. LAB MEDIA: Figure 9 
3.10.2. LAB MEDIA: Table 2 	Video Editor: Please emphasize the Rec% values column
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