




In this document, we indicate what video material and photos we have from the two field experiments and sampling. Our comments are in italic and highlighted in yellow.
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1. Introductory Interview Statements

Videographer: Obtain headshots for all authors. 

Your answers to these questions will become author interview statements, which authors will memorize and then deliver on camera.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· Fill out both required statements, one optional statement may also be selected.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Limit the length of each statement to 30 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

REQUIRED: Why is your protocol significant? OR What key questions can this method help answer? 
1.1. Pere Puigbo: Here we provide a workflow that includes the first bioinformatics method to conduct experiments to assess the effect of glyphosate on microbiomes. 

REQUIRED: What is the main advantage of this technique?
1.2. Pere Puigbo: The main advantage is that provides robust testable hypothesis for future field and lab experiments. 

OPTIONAL: Do the implications of this technique extend toward the therapy (or diagnosis) of a particular disease, disability, or challenge? How so?
1.3. N/A

OPTIONAL: Are there any specific areas of research that this method could provide insight into? OR Can this method be applied to any other systems?
1.4. Marjo Helander: The methodology described can be applicable to a variety of systems; including plants, animals and microbes 

OPTIONAL: 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?
1.5. Marjo Helander: Each part of the methodology is quite straight forwards. Perhaps, the most challenging part is to integrate a multidisciplinary team capable of performing different parts of the workflow. 


Introduction of Demonstrator on Camera

Complete this statement ONLY if any of the individuals who will be demonstrating the procedure on camera will not be delivering an Introductory Interview Statement.

1.6. Marjo Helander: Demonstrating the procedure will be Suni Mathew, a Researcher from my laboratory.   
1.6.1. INTERVIEW: Author saying the above. 
1.6.2. The named demonstrator(s) looks up from workbench or desk or microscope and acknowledges the camera.

1.7. 

Protocol
Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The one-digit numbers represent sections of the video. The text will appear onscreen.
· The two-digit numbers (e.g. 2.1., 2.2.) represent steps of your protocol. The text will be recorded 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 one day, the protocol is restricted to 25 steps and/or 55 shots. 

Please use this draft script to help you prepare for filming day.
· Filming should take no more than 10 minutes per step. If a step will take more than 10 minutes, prepare the product from that step in advance.

2. Two Field Experiments to Test the Effect of Glyphosate Based Products (GBPs)
Please note that if filming takes place during the winter (March is still considered to be winter month in Finland), there is no possibility to film any field work related outside.
2.1. To begin, start experiment one by dividing the experimental field into 10 replicates of control and GBP treatment [1] with buffer strips of vegetation between the plots [2].
2.1.1. WIDE: Talent showing/pointing control and treatment fields. Authors: Is it possible to place boards of control and treatment in the respective plots?
Shot of the vegetation buffer strips between plots.

Video DJI_0013.MOV

Video starts with zooming to vegetation buffer strips in between the experimental (alternating control and glyphosate) plots. 

I suppose it would be possible to indicate on the video that the every second strip is control plot and every second is GBP-plot.

2.2. Treat the control plots with tap water [1], and the GBP (G-B-P) plots with commercial GBP to mimic the maximal permitted glyphosate dosage in agricultural practices [2].
2.2.1. Shot of the water being released in the control field.
2.2.2. Shot of the GBP being released in the treatment field.
Two videos of sprayings (DSC_729 & DSC_7224)
2.3. Sample the microbiota from experimental plants [1]. Collect ten replicates of the plant samples from the field [2], immediately place them on ice [3], and bring them to the laboratory for further processing [4].
2.3.1. Talent collecting microbiota sample from an experimental plant. 	Comment by Anne Muola: Unfortunately, we have no video material on this. There are some photos were microbiota sampling is done.
2.3.2. Talent collecting 10 plants.
2.3.3. Talent placing the collected plants on the ice.
2.3.4. Samples are being transferred to the laboratory. Authors: Would it be done using a vehicle?
Unfortunately, we have no video material on this. There are some photos were microbiota sampling is done.
Please check the following photos:
24_sampling.JPG
1_sampling_26.JPG
Microbiota_sampling.JPG
Please note that all these photos are now in non-preferred JPG-format. We can change the format if you think you want to use some the material in the film.
Please also note that we do not have photos of 2.3.3. talent placing the collected plants on the ice or 2.3.4. samples are being transferred to the laboratory. In two of the photos (1_sampling_26 and microbiota_sampling) one can see cold boxes. These cold boxes contain ice and samples are carried to the lab in these boxes.

2.4. For experiment 2, collect beddings, including wood shavings, feces, and some spilled feed from quails fed on GBP-contaminated or control feeds in a 12-month aviary experiment [1].
2.4.1. Talent collecting wood shavings, feces, and some spilled feed from quails.
We have video material on quails (DSC_1993.MOV) but not on the collection of wood shavings, feces etc. However, it is possible to get beddings (i.e. wood shavings, feces and some spilled feed) into laboratory and demonstrate how it looks and film 2.5.1.
2.5. Send the bedding samples to an accredited laboratory for the glyphosate concentration measurements directly after it is spread [1]. Plant perennial grass and strawberry plants in each plot to study their root and leaf microbiota [2].
2.5.1. Talent preparing and labeling sample bags.
2.5.2. Talent planting perennial grass and strawberry plants.
Ragarding 2.5.2. - No video material on planting. However, there is a photo from early 2019 after second batch of beddings were just distributed (see bedding field_May 2019.JPG ). In addition, there are both aerial photos (see Experiment 2.JPG) and video material (see DJI_0009.MOV) where the set up of the second experiment is visible. 
3. Microbiome Analyses – 16S rRNA and ITS Gene Amplification, and Library Preparation
3.1. Identify and remove the endophytic microbes by washing and sterilizing the plant samples [1-TXT]. Once the samples are sterilized, extract genomic DNA using a commercially available plant DNA extraction kit following the manufacturer’s protocol [2].
3.1.1. Talent washing the plant sample. TEXT: Refer to the text for sterilization details.

Please see videos: sampling.MOV (weighing and washing of plant samples) and sampling4.MOV (surface sterilization of microbiota samples).
