Dear Author,

This document is divided into a number of sections in which you can add your comments to the video, voiceover, online text, and .pdf.   Please be aware that our policy is to do a single complementary revision, so it is critical that all participants in this project offer their comments collectively.   In addition, please make sure that your comments are easily interpreted, transparent, and where appropriate, specifically reference a time-point in the video or step in the written section.   

Have fun!

Project Name:

Date:

Authors and Affiliations

Please fill in any missing author information not included in the video.

	Order
	Author
	Affiliation
	Email

	7
	Debra Inglis
	Washington State University, Mt. Vernon NWREC (Northwestern Washington Research and Extension Center)
	dainglis@wsu.edu

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


Video Comments:

Please fill in any comments you wish to make in the “comment” column and insert the time-code that references the video at the time of the mistake in the “time-code” column.   Also, please make suggestions to correct the mistake.   For example it is not enough to say that 0.25 mM Fluo-4 is incorrect.  You must suggest the correct concentration.   If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE VOICEOVER HERE.  PLEASE DO THIS IN THE NEXT SECTION.

	Time-code
	Comment
	Suggestion 

	1.
	0:03-0:10
	An author is missing from the slide.
	Please add:

Debra Inglis

Washington State University, Mt. Vernon NWREC (Northwestern Washington Research and Extension Center) 

	2.
	0.11 thru 0.22
	The images do not convey the idea sufficiently because important information has been deleted.
	Please delete existing stills and use slide P1 from the Conceptual Narrative.  Please use the entire slide.

	3.
	0.23 thru 0.34
	The images do not convey the idea sufficiently because important information has been deleted.
	Please delete existing stills and use slide P2 from the Conceptual Narrative.  Please use the entire slide

	4.
	0.35 thru 0.52
	The images do not convey the idea sufficiently because important information has been deleted.
	Please delete existing stills and use slide P2 from the Conceptual Narrative.  Please use the entire slide

	5.
	3.04
	Text seems contradictory since later shot shows wrinkled mulch film
	Delete text saying “Avoid Wrinkles”

	6.
	3.46
	Footage doesn’t clearly show that mulch piece originated from soil
	Please include a second or two of earlier footage where plastic is being taken from the soil-containing mesh bag

	7.
	4:39-4:44
	Footage shows vortexing during dilution, which is erroneous.  
	Better to skip, or else repeat footage from 4:27.

	8.
	4:46-4:53
	Footage shows dilutions in microwell plates while talking about serial dilution in 4.5 mLs PBS.  However, footage is correct starting at 4:54, when talking about microwell plates.
	Please insert footage of culture tube with 4.5 mLs PBS (the culture tube will hold a clear liquid… 4:43 shows dilution of soil suspension into such a tube and could possibly be used here.

	9.
	7:14-7:25
	Please cut the long shot of toothpick moving from agar dot to potato dextrose agar.  There is no information in this shot.
	Spend more time showing the fungus growing on the BDM/agar dot (or make it a still).  This shot will be interesting to viewers because it is what plastic-degrading fungi will look like to the naked eye – worth a few extra seconds of viewing.  (

	
	10.33
	Typo
	Indistinguishable is misspelled (see text edits)

	10.
	12:21 
	The narration is “... as shown here”, but the video transitions immediately to the next image.
	Please delay the transition for a second longer.

	11.
	13:12
	An author is missing from the slide.
	Please add:

Debra Inglis

Washington State University, Mt. Vernon NWREC (Northwestern Washington Research and Extension Center)

	12.
	13:12
	Confusing format:  this slide shows university affiliations first in large/bold, then authors in small type, then affiliations (but Affiliation 2 is missing)
	Please correct the first slide at time 0:03 as noted above, and simply copy the first slide to appear again at the end.
If your journal requires this format, please add Affiliation Two (Northwestern Washington Research and Extension Center)


Audio Comments:

This section is used to specify the changes that need to be made to the voiceover.   Please specify time code where each mistake in the voiceover occurs, your comment, the step in the script that needs to be changed, and the corrected text.  Please include the entire step from the script in last column with the corrected text in bold.  If there is a pronunciation change, please provide a phonetic pronunciation key.  

EX: 

Restinosis – (Reese-tin-oh-sis)
	Time code
	Comment
	Step in Script (ex 4.2)
	Rewritten Text or Corrected Pronunciation

	1.
	1:05and 12:56
	Introduction would work better as a Conclusion, and conclusion makes more sense as the Introduction.
	N/A  (Talent speaks, here)
	Switch

	1.
	1:32-1:44
	Awkward wording
	2.1
	After incubating mulch pieces in soil and preparing media and reagents according to the text protocol, cut new mulch pieces into 4.25 centimeter squares.

	
	3.40
	This transition step needs to be more apparent and clear
	4.1
	All materials necessary for the bioassays are now prepared, and you are ready to begin isolation of potential mulch-degrading fungi from mulch pieces that have been buried in the soil.  Dig up mesh bags from the soil, and remove mulch pieces from the mesh bags.  Use a sterile spatula and forceps to gently remove the excess soil from the mulches without disturbing the soil that is clinging to the surface.  

	2.
	3:58 - 4:08
	Awkward wording
	4.2
	Cut BDM film into 1 centimeter square pieces until 0.5 grams of material is recovered for each replicate sample.

	3.
	6:48-7:46
	Awkward wording
	5.3
	After incubating the plates at 20oC in the dark for 5 days, compare plates to identify isolates that grow on mulch pieces better than they grow on minimal medium containing no added carbon aside from agar.  These are potential mulch degraders.  The GMM plate should contain the most growth, since it is a positive control plate in which the medium contains glucose.  Soil isolates may not be entirely pure at this point, so use a sterile toothpick to scrape inoculum from the fungus colonizing the mulch, and streak it for isolation onto potato dextrose agar.  Then, seal the plate and incubate for 5 days.  After the 5 day incubation, single isolated colonies will have arisen.  Confirm that these new purified colonies show mulch colonization in the plate bioassay similar to that observed for the original, potentially impure isolates.  

	4.
	7:47-8:17
	Confusing wording – substitute new words
	6.1
	Once potential mulch degraders have been identified by the plate bioassay, verify using a liquid bioassay.  In this final confirmatory assay, even agar is lacking, and the mulch pieces are truly the sole carbon source for microbial growth in this stringently prepared medium.  To begin the assay, add a surface-disinfested mulch piece to fungal minimal medium lacking any other added carbon.

	5.
	8:13-8:56
	Confusing wording:
Delete words:  “After decontaminating the mulch pieces with UV light as demonstrated earlier…”.  Start with “For each replicate of a microbial isolate, prepare…”

Also insert bolded words to help viewer understand what labels on tubes mean.
	6.2
	For each replicate of a microbial isolate, prepare three tubes for inoculation:  i) an experimental tube with 5 mLs of minimal medium (here labeled FMM) containing a mulch piece of the predetermined size, ii) a negative control with 5 mLs of minimal medium with no carbon source, and iii) a positive control with 5 mLs of glucose-containing liquid medium (here labeled GMM).  Additionally, prepare replicate tubes of minimal medium containing each mulch to be tested, but do not inoculate them.  These control tubes will reveal any microbial growth resulting from contamination.

	
	12.53
	‘Hypocreales’ is mis-pronounced
	
	Both the white particles and bumps are gone in a film colonized by Isolate ZZ.  In addition, the latter sample showed the uniform occurrence of fissures across the BDM surface.  Isolates VV and ZZ were tentatively identified using 18S ribosomal DNA as Penicillium sp.  and a sordariomycete within the order Hypocreales (high-poh-CREE-uh-leez), respectively.


Text Protocol:

Please use this table to address changes that need to be made to the text.  List the step in the text protocol where there is an issue, your comments pertaining to that issue, and how we should resolve it.  For drastic changes to the protocol (major structural changes or more than 10 spelling or grammatical mistakes), we will require re-upload of the entire document.     

Note that although there are more than 10 corrections, fewer of them originated from our final version sent to JoVE.  The majority are formatting errors generated by JoVE and would not be corrected by uploading a new document.
	
	Step in Protocol
	Comment
	Suggestion

	2.
	Abstract
	Commas are unnecessary and not grammatically correct.
	Delete commas.

	3.
	Protocol, 

1. Incubation of BDM Films in Soil
	Clarification in final sentence.
	Please change to:

“Monitor and/or modify parameters relevant to microbial activity (e.g. soil temperature, nutrients and moisture) at regular intervals throughout the incubation period as appropriate.”

	
	
	
	

	3.
	2, first paragraph
	Spaces needed between 1st and 2nd, and between 2nd and 3rd , and between 3rd and 4th sentences.
	Insert spaces.

	4.
	2.3 (Fungal minimal medium)
	In 5th line, molybenum is incorrectly abbreviated.
	Change (NH4)6Mo7O24·4H2O to 

(NH4)6Mo7O24·4H2O

	5.
	2.5 
	Typos
	Change ” 30%(v/v) glycerol” to 30% (v/v) glycerol”, all in bold and containing the space after the % sign

	6.
	4.1.  
	Clarification
	The 3rd sentence is “Avoid wrinkles.”  Please change to:  “Avoid wrinkles.  Some films will form wrinkles as during storage; this is unavoidable.”

	7.
	5. 1
	Final sentence clarification
	“We found that pieces equivalent to 0.0175 grams fit well into 15 x 150 mm culture tubes.”

	8.
	5.3
	Typo
	First word of paragraph should be “For”.

	9.
	7.8
	Typo
	The 3rd sentence should read:  “Repeat steps 7.2 through 7.5.”

	10.
	9.4
	Typo
	The 1st word should be “In”.

	11.
	10.2
	Typo
	The 1st word should be “While”.

	
	Representative Results, 1st paragraph
	Clarification
	Please change end of final sentence to:  

“…and shipped to the laboratory on ice packs for next-day delivery.”

	12.
	Representative Results, 2nd paragraph
	Typo
	The beginning of the 4th sentence should read “One of the products was…”.  Currently “was” is misspelled.

	13.
	Representative Results, 6th  paragraph
	Typo
	Place a space between “VV” and “Figure 3C” at the end of the 2nd sentence.

	
	Table 2 Legend
	Typo; you have combined the legends for Table 2 and Figure 1.  Please replace with text in next column.
	Table 2.  Observations and growth ratings for fungal isolates obtained from weathered BDM films buried in field plots from fall 2010 until spring 2011 (7 months) at Mount Vernon, later inoculated onto unweathered BDM material and incubated for 68 days at 20oC in darkness.  WG = WeedGuard Plus; BA = BioAgri.  See Table 1 for growth rating scheme.



	15.
	Figure 1 Legend
	Typo; you have put the text here that belongs with Figure 2 (where it also appears).  Please replace with text in next column.
	Figure 1.  Colonization of BioAgri mulch in the plate bioassay described in Step 7, as viewed under a dissecting microscope at 20X magnification.



	16. 
	Figure 3 Legend
	Clarification – added a word.  Please replace with text in next column.
	Figure 3.  Appearance of BioAgri mulch after 68 days in the liquid bioassay.  A single clump of germinated spores was observed in the FMM-only control for the ZZ isolate, tentatively identified as a Sordariomycete (A).  BioAgri mulch incubated in uninoculated FMM (B), BioAgri mulch inoculated with isolate VV, tentatively identified as Penicillium sp. (C), and BioAgri mulch incubated with isolate ZZ (D).  Samples were coated with Au/Pd using a Quorum SC7640 sputter coater, and imaged at an accelerating voltage of 15 kV on a Tescan VEGA 5136 MM SEM.  



	17.
	Discussion – first paragraph
	Typo
	In second sentence, please ensure that the  hyphen for “re-inoculated” appears on the first line rather than starting the remainder of the word on the next line.

	18.
	Discussion – 4th paragraph
	Typo
	Please insert an “and” in the end of the sentence:  “…X-ray diffraction, and Fourier transform infrared spectroscopy.”

	19.
	Discussion – 4th paragraph
	Typo
	Please ensure that in the final sentence, “enzyme(s)” is all one word, contained on a single line.

	21.
	Discussion – 5th paragraph
	Poor wording
	Please replace “It has several advantages” with “These procedures have several advantages.”

	22.
	References, number 11.
	Updated reference
	The paper is now published, so the proper reference is:

Hayes, D.G., Dharmalingam, S., Wadsworth, L.C., Leonas, K.K., Miles, C., & Inglis, D.A. Biodegradable agricultural mulches derived from biopolymers. In: Degradable polymers and materials, principles and practice. 2nd Ed. (ACS Symposium Series, Volume 1114, pp. 201-223.) Khemani, K.C. & Scholz, C., eds.    American Chemical Society Press, Washington, D.C. (2012).

	23.
	References, number 16.
	Typo
	Reference 16:  the first word is the acronym ASTM, not “STM”.

	24.
	References, number 33.
	Typo
	Reference 33:  the first word is “Hill”, not “ill”.

	25.
	References, number 35
	Updated reference
	The paper is now published, so the proper reference is:

Affeldt, K.J., Brodhagen, M., & Keller, N.P. Aspergillus oxylipin signaling and quorum sensing pathways depend on G protein-coupled receptors. Toxins. 4, 695-171, doi:10.3390/ toxins4090695 (2012)


.PDF

Please use this table to address changes that need to be made to the pdf.  List the step in the text protocol where there is an issue, your comments pertaining to that issue, and how we should resolve it.  For drastic changes to the protocol, we will require re-upload of the entire document.     
(Suggestions are identical to those listed for text above, except that errors 17 and 19 are correct/nonexistent in the .pdf file.)
	
	Step in Protocol
	Comment
	Suggestion

	2.
	Abstract
	Commas are unnecessary and not grammatically correct.
	Delete commas.

	3.
	2, first paragraph
	Spaces needed between 1st and 2nd, and between 2nd and 3rd sentences.
	Insert spaces.

	4.
	2.3 (Fungal minimal medium)
	In 5th line, molybenum is incorrectly abbreviated.
	Change (NH4)6Mo7O24·4H2O to 

(NH4)6Mo7O24·4H2O

	5.
	2.5 
	Typos
	Change ” 30%(v/v) glycerol” to 30% (v/v) glycerol”, all in bold and containing the space after the % sign

	6.
	4.1.  
	Clarification
	The 3rd sentence is “Avoid wrinkles.”  Please change to:  “Avoid wrinkles.  Some films will form wrinkles as during storage; this is unavoidable.”

	7.
	5. 1
	Final sentence clarification
	“We found that pieces equivalent to 0.0175 grams fit well into 15 x 150 mm culture tubes.”

	8.
	5.3
	Typo
	First word of paragraph should be “For”.

	9.
	7.8
	Typo
	The 3rd sentence should read:  “Repeat steps 7.2 through 7.5.”

	10.
	9.4
	Typo
	The 1st word should be “In”.

	11.
	10.2
	Typo
	The 1st word should be “While”.

	12.
	Representative Results, 2nd paragraph
	Typo
	The beginning of the 4th sentence should read “One of the products was…”.  Currently “was” is misspelled.

	13.
	Representative Results, 6th  paragraph
	Typo
	Place a space between “VV” and “Figure 3C” at the end of the 2nd sentence.

	
	Table 2 Legend
	Typo; you have combined the legends for Table 2 and Figure 1.  Please replace with text in next column.
	Table 2.  Observations and growth ratings for fungal isolates obtained from weathered BDM films buried in field plots from fall 2010 until spring 2011 (7 months) at Mount Vernon, later inoculated onto unweathered BDM material and incubated for 68 days at 20oC in darkness.  WG = WeedGuard Plus; BA = BioAgri.  See Table 1 for growth rating scheme.



	14.
	Table 2
	Typo
	Indistinguishable is misspelled (missing the letter “n”) in columns 4 & 5)

	15.
	Figure 1 Legend
	Typo; you have put the text here that belongs with Figure 2 (where it also appears).  Please replace with text in next column.
	Figure 1.  Colonization of BioAgri mulch in the plate bioassay described in Step 7, as viewed under a dissecting microscope at 20X magnification.



	16. 
	Figure 3 Legend
	Clarification – added a word.  Please replace with text in next column.
	Figure 3.  Appearance of BioAgri mulch after 68 days in the liquid bioassay.  A single clump of germinated spores was observed in the FMM-only control for the ZZ isolate, tentatively identified as a Sordariomycete (A).  BioAgri mulch incubated in uninoculated FMM (B), BioAgri mulch inoculated with isolate VV, tentatively identified as Penicillium sp. (C), and BioAgri mulch incubated with isolate ZZ (D).  Samples were coated with Au/Pd using a Quorum SC7640 sputter coater, and imaged at an accelerating voltage of 15 kV on a Tescan VEGA 5136 MM SEM.  



	17.
	
	
	

	18.
	Discussion – 4th paragraph
	Typo
	Please insert an “and” in the end of the sentence:  “…X-ray diffraction, and Fourier transform infrared spectroscopy.”

	19.
	
	
	

	21.
	Discussion – 5th paragraph
	Poor wording
	Please replace “It has several advantages” with “These procedures have several advantages.”

	22.
	References, number 11.
	Updated reference
	The paper is now published, so the proper reference is:

Hayes, D.G., Dharmalingam, S., Wadsworth, L.C., Leonas, K.K., Miles, C., & Inglis, D.A. Biodegradable agricultural mulches derived from biopolymers. In: Degradable polymers and materials, principles and practice. 2nd Ed. (ACS Symposium Series, Volume 1114, pp. 201-223.) Khemani, K.C. & Scholz, C., eds.    American Chemical Society Press, Washington, D.C. (2012).

	23.
	References, number 16.
	Typo
	Reference 16:  the first word is the acronym ASTM, not “STM”.

	24.
	References, number 33.
	Typo
	Reference 33:  the first word is “Hill”, not “ill”.

	25.
	References, number 35
	Updated reference
	The paper is now published, so the proper reference is:

Affeldt, K.J., Brodhagen, M., & Keller, N.P. Aspergillus oxylipin signaling and quorum sensing pathways depend on G protein-coupled receptors. Toxins. 4, 695-171, doi:10.3390/ toxins4090695 (2012)


